
 

 

  

 

 

 
 

 

The Regulation of the Innate 

Immune System in Preterm 

Neonates 
 

Natalie Aboustate 

B.Sc., B.HlthSci.(Hons I) 

 

 

Submitted in fulfilment of the requirements for the degree of: 

DOCTOR OF PHILOSOPHY IN MEDICINE 

School of Medicine 

Discipline of Obstetrics & Gynaecology 

University of Adelaide 

January 2018 

 



 

TABLE OF CONTENTS  

TABLE OF CONTENTS ................................................................................................ i 

ABSTRACT ................................................................................................................. viii 

DECLARATION ............................................................................................................ x 

ACKNOWLEDGEMENTS .......................................................................................... xi 

PUBLISHED ABSTRACTS ARISING FROM THIS THESIS ............................... xv 

TABLE OF FIGURES ................................................................................................ xvii 

TABLE OF TABLES.................................................................................................. xxv 

TABLE OF ABBREVIATIONS ............................................................................... xxix 

Chapter One: Introduction & Literature Review ..................................................... 32 

1.1. PRETERM DELIVERY ................................................................................ 34 

1.1.1. NEONATAL OUTCOMES FOLLOWING PRETERM DELIVERY 34 

1.2. THE IMMUNE SYSTEM .............................................................................. 37 

1.2.1. INNATE IMMUNITY ......................................................................... 37 

1.2.2. PHYSIOLOGICAL EXPOSURES DURING PREGNANCY AND 

THEIR IMPACT ON NEONATAL IMMUNITY ........................................... 44 

1.2.2.4. Antenatal Glucocorticoid Exposure .................................................. 48 

1.3. NEONATAL INNATE IMMUNITY ............................................................ 51 

1.4. THE INNATE IMMUNE RESPONSE IN NEONATAL BLOOD ............ 54 

1.4.1. The Poly-functionality of Cord Blood Immune Cells .......................... 60 

1.4.2. Neonatal Plasma ................................................................................... 60 

1.4.3. The Neonatal Innate Immune Response to Viral Stimulation ............. 61 

1.4.4. The Innate Immune Response in Preterm Compared to Term 

Neonates ........................................................................................................... 63 

1.4.5. Neonatal TLR Signalling ..................................................................... 67 

1.5. THE REGULATION OF INFLAMMATION ............................................. 69 



 

  Page ii 

 

1.5.1. MicroRNAs .......................................................................................... 70 

1.6. MIR EXPRESSION IN THE PLACENTA .................................................. 77 

1.7. THE REGULATION OF NEONATAL INNATE IMMUNITY BY MIRS

 79 

1.7.1. REGULATION OF PRETERM NEONATAL INNATE IMMUNITY 

BY MIRS .......................................................................................................... 80 

1.8. SYNOPSIS ....................................................................................................... 83 

1.9. AIMS & HYPOTHESES ............................................................................... 84 

Chapter 2: General Methods ....................................................................................... 85 

2.1. SUBJECT RECRUITMENT ......................................................................... 86 

2.2. SAMPLE PROCESSING ............................................................................... 87 

2.2.1. CORD BLOOD .................................................................................... 87 

2.2.2. PLACENTAL TISSUE ........................................................................ 87 

2.3. CORD BLOOD CULTURE AND STIMULATION ................................... 88 

2.3.1. WHOLE CORD BLOOD IN VITRO TLR STIMULATION .............. 88 

2.4. ENZYME-LINKED IMMUNOSORBENT ASSAY (ELISA) .................... 90 

2.4.1. Single-target ELISA ............................................................................. 90 

2.4.2. Multi-panel ELISA .............................................................................. 90 

2.5. RNA EXTRACTION AND PURIFICATION ............................................. 92 

2.5.1. RNA Extraction from Pooled Placental Tissue ................................... 92 

2.5.2. RNA Extraction from Cord Blood ....................................................... 92 

2.6. QUANTITATIVE REAL TIME REVERSE TRANSCRIPTION 

POLYMERASE CHAIN REACTION (qRT-RT-PCR) ........................................... 94 

2.6.1. qRT-RT-PCR for miRNA .................................................................... 94 

2.6.2. qRT-RT-PCR for mRNA Targets ........................................................ 95 

2.7. BIOINFORMATICS ...................................................................................... 97 

2.7.1. TLR SIGNALLING PATHWAY ANALYSIS ................................... 97 



 

  Page iii 

 

2.7.2. CELL TYPE ENRICHMENT ANALYSIS ......................................... 98 

2.8. STATISTICAL ANALYSES ......................................................................... 99 

Chapter 3: The Expression of Genes Associated with TLR signalling in the 

Placenta ........................................................................................................................ 100 

3.1. ABSTRACT .................................................................................................. 101 

3.2. INTRODUCTION ........................................................................................ 102 

3.3. METHODS .................................................................................................... 104 

3.3.1. PARTICIPANTS & SAMPLE COLLECTION ................................ 104 

3.3.2. WHOLE RNA EXTRACTION ......................................................... 104 

3.3.3. qRT-PCR ANALYSIS OF miRNA EXPRESSION .......................... 104 

3.3.4. qRT-PCR ANALYSIS OF mRNA EXPRESSION ........................... 104 

3.3.5. STATISTICAL ANALYSES ............................................................ 105 

3.4. RESULTS ...................................................................................................... 106 

3.4.1. PARTICIPANT CHARACTERISTICS ............................................ 106 

3.4.2. THE EXPRESSION OF HOUSEKEEPING GENES ....................... 108 

3.4.3. THE EXPRESSION OF GENES INVOLVED IN TLR SIGNALLING 

IN THE PLACENTA ..................................................................................... 108 

3.4.4. THE CORRELATION BETWEEN PLACENTAL miR AND 

TARGET mRNA EXPRESSION ................................................................... 113 

3.5. DISCUSSION ................................................................................................ 115 

Chapter 4:  The Expression of Genes Associated with TLR-signalling in Preterm 

Cord Blood ................................................................................................................... 119 

4.1. ABSTRACT .................................................................................................. 120 

4.2. INTRODUCTION ........................................................................................ 121 

4.3. METHODS .................................................................................................... 123 

4.3.1. PARTICIPANTS & SAMPLE COLLECTION ................................ 123 

4.3.2. WHOLE RNA EXTRACTION ......................................................... 123 

4.3.3. qRT-PCR ANALYSIS OF miRNA EXPRESSION .......................... 123 



 

  Page iv 

 

4.3.4. qRT-PCR ANALYSIS OF mRNA EXPRESSION ........................... 123 

4.3.5. CORD BLOOD SERUM PROTEIN ANALYSES ........................... 124 

4.3.6. STATISTICAL ANALYSES ............................................................ 124 

4.4. RESULTS ...................................................................................................... 125 

4.4.1. PARTICIPANT CHARACTERISTICS ............................................ 125 

4.4.2. CORD BLOOD GENE EXPRESSION ............................................. 128 

4.4.3. THE EXPRESSION OF HOUSEKEEPING GENES ....................... 128 

4.4.4. THE EXPRESSION OF miRs THAT REGULATE TLR 

SIGNALLING IN CORD BLOOD ................................................................ 128 

4.4.5. THE EXPRESSION OF mRNAs INVOLVED IN TLR SIGNALLING 

IN CORD BLOOD ......................................................................................... 129 

4.4.6. CORRELATIONS BETWEEN miRs AND THEIR TARGET mRNAs 

IN CORD BLOOD ......................................................................................... 134 

4.4.7. CORRELATIONS BETWEEN CORD BLOOD AND PLACENTAL 

miRs AND mRNAs ........................................................................................ 134 

4.4.8. CYTOKINE EXPRESSION IN CORD BLOOD SERUM ............... 139 

4.5. DISCUSSION ................................................................................................ 143 

Chapter Five:  Cord Blood Gene Expression Following TLR Stimulation ........... 146 

5.1. ABSTRACT .................................................................................................. 147 

5.2. INTRODUCTION ........................................................................................ 148 

5.3. METHODS .................................................................................................... 150 

5.3.1. PARTICIPANTS AND SAMPLE COLLECTION ........................... 150 

5.3.2. CORD BLOOD CULTURE AND TLR STIMULATION ................ 150 

5.3.3. WHOLE RNA EXTRACTION ......................................................... 150 

5.3.4. qRT-PCR ANALYSIS OF miRNA EXPRESSION .......................... 150 

5.3.5. qRT-PCR ANALYSIS OF mRNA EXPRESSION ........................... 151 

5.3.6. STATISTICAL ANALYSES ............................................................ 151 

5.4. RESULTS ...................................................................................................... 152 



 

  Page v 

 

5.4.1. PARTICIPANT CHARACTERISTICS ............................................ 152 

5.4.2. CORD BLOOD miR EXPRESSION FOLLOWING PGN (TLR2) 

STIMULATION ............................................................................................. 155 

5.4.3. CORD BLOOD miR EXPRESSION FOLLOWING Poly I:C (TLR3) 

STIMULATION ............................................................................................. 157 

5.4.4. CORD BLOOD miR EXPRESSION FOLLOWING LPS (TLR4) 

STIMULATION ............................................................................................. 159 

5.4.5. CORD BLOOD mRNA EXPRESSION FOLLOWING LPS (TLR4) 

STIMULATION ............................................................................................. 161 

5.5. DISCUSSION ................................................................................................ 166 

Chapter 6:  Temporal Changes in Cord Blood Gene Expression Following TLR 

Stimulation .................................................................................................................. 170 

6.1. ABSTRACT .................................................................................................. 171 

6.2. INTRODUCTION ........................................................................................ 172 

6.3. METHODS .................................................................................................... 174 

6.3.1. PARTICIPANTS & SAMPLE COLLECTION ................................ 174 

6.3.2. CORD BLOOD CULTURE AND TLR STIMULATION ................ 174 

6.3.3. WHOLE RNA EXTRACTION ......................................................... 174 

6.3.4. qRT-PCR ANALYSIS OF miRNA EXPRESSION .......................... 175 

6.3.5. qRT-PCR ANALYSIS OF mRNA EXPRESSION ........................... 175 

6.3.6. CORD BLOOD SERUM PROTEIN ANALYSES ........................... 175 

6.3.7. STATISTICAL ANALYSES ............................................................ 175 

6.4. RESULTS ...................................................................................................... 177 

6.4.1. PARTICIPANT CHARACTERISTICS ............................................ 177 

6.4.2. THE EXPRESSION OF GENES ASSOCIATED WITH TLR 

SIGNALLING IN CORD BLOOD OVER TIME ......................................... 180 

6.4.3. CORD BLOOD CYTOKINE PRODUCTION FOLLOWING TLR 

STIMULATION OVER TIME ...................................................................... 196 



 

  Page vi 

 

6.5. DISCUSSION ................................................................................................ 201 

Chapter 7: A Bioinformatics Analysis of TLR Signalling Pathways in Neonates 204 

7.1. ABSTRACT .................................................................................................. 205 

7.2. INTRODUCTION ........................................................................................ 206 

7.3. METHODS .................................................................................................... 208 

7.3.1. TLR SIGNALLING PATHWAY ANALYSIS ................................. 208 

7.3.2. CELL TYPE ENRICHMENT ANALYSIS ....................................... 208 

7.4. RESULTS ...................................................................................................... 209 

7.4.1. PATHWAY ANALYSIS OF DATA COLLECTED FROM 

NEONATES WITH BACTERIAL INFECTIONS ........................................ 209 

7.4.2. PATHWAY ANALYSIS OF GENES EXPRESSED IN 

PERIPHERAL BLOOD FROM PRETERM NEONATES WITH SEPSIS .. 216 

7.4.3. CELL TYPE ENRICHMENT ANALYSIS ....................................... 220 

7.5. DISCUSSION ................................................................................................ 222 

Chapter 8: General Discussion .................................................................................. 227 

8.1. THE SAMPLE POPULATION .......................................................... 228 

8.2. THE EXPERIMENTAL PARADIGM ............................................... 229 

8.3. THE EFFECT OF GESTATIONAL AGE ON GENES ASSOCIATED 

WITH TLR SIGNALLING IN THE PLACENTA ........................................ 231 

8.3. THE EFFECT OF GESTATIONAL AGE ON BASELINE 

EXPRESSION OF GENES ASSOCIATED WITH TLR SIGNALLING IN 

CORD BLOOD .............................................................................................. 232 

8.4. THE EFFECT OF GESTATIONAL AGE ON INNATE IMMUNE 

FUNCTION AND REGULATION .......................................................................... 233 

8.5. TEMPORAL RESPONSES TO IMMUNE REGULATION ACCORDING TO 

GESTATIONAL AGE .............................................................................................. 235 

8.6. NETWORKS OF GENES AFFECTED BY IMMUNE REGULATION 

ACCORDING TO GESTATIONAL AGE ............................................................... 237 



 

  Page vii 

 

8.7. HOW MATERNAL PHYSIOLOGY CONTRIBUTES TO NEONATAL 

INNATE IMMUNITY .............................................................................................. 238 

8.8. LIMITATIONS OF OUR FINDINGS ........................................................... 240 

8.9. THE ROLE OF INNATE IMMUNITY IN THE PRETERM NEONATE .... 241 

8.9.1. A PROPOSED MODEL FOR OUR FINDINGS .............................. 243 

8.10. FUTURE RESEARCH ............................................................................... 245 

8.11. SUMMARY ............................................................................................... 247 

Chapter 9: References ................................................................................................ 249 

Appendix I:  Materials and Equipment .................................................................... 299 

 

 

  



 

  Page viii 

 

ABSTRACT  

Preterm delivery is the leading contributor to neonatal death globally, with half of these 

deaths being associated with inflammatory conditions. An immature ability to regulate 

the innate immune response may contribute to the higher rate of morbidity and 

mortality among preterm neonates. Neonates rely on their innate immune response to 

protect them from infection. Toll-like receptors (TLRs) are ubiquitously expressed 

innate immune receptors that signal for pro-inflammatory cytokine transcription. This 

process requires strict regulation at different levels of its intracellular signalling cascade 

to avoid pathological inflammation. MicroRNAs (miRs) are post-transcriptional 

regulators that have been identified as critical regulators of inflammatory gene 

expression. Currently, miR expression is sparsely characterised in the context of 

neonatal TLR signalling. This thesis therefore aimed to examine immune regulation by 

term and preterm neonates through characterising the expression of miRs that regulate 

TLR signalling in placenta and cord blood. 

Cord blood and placenta were collected following term (≥ 37 weeks gestation), late 

preterm (32-36 weeks) and early preterm delivery (≤ 32 weeks), and assessed for 

baseline gene expression (Chapters 3 and 4). Cord blood was cultured and stimulated 

with TLR2, TLR3 and TLR4 agonists, and collected over a 24 hour period (Chapters 5 

and 6). RNA was extracted and the relative expression of genes associated with TLR 

signalling (including select miRs) was quantified using qPCR. Bioinformatics analyses 

were used to determine network-level alterations in inflammatory signalling using 

publicly available microarray data on peripheral blood from neonates with infection 

(Chapter 7).  

There was no difference in the expression of miRs or genes associated with TLR 

signalling in the placenta or cord blood between term and late preterm deliveries. Early 

preterm cord blood showed decreased miR-155 and let-7e expression at birth, and 

demonstrated no change in miR expression following TLR stimulation despite 

increasing the expression of IL6, IL10 and NF-κB1. Term and late preterm cord blood 

also increased IL6 expression, but this occurred alongside increased anti-inflammatory 

let-7e expression. Further, term cord blood increased TNFα and IL6 protein production 

until 6 hours in vitro, while preterm cord blood continued to increase IL6 between 6 and 
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24 hours post-stimulation. Bioinformatics analysis confirmed an upregulation of innate 

immune pathways (including JAK-STAT and Nod-like Receptor signalling) in 

peripheral blood from preterm neonates with infection compared to term neonates with 

infection.  

In summary, our findings demonstrate preterm cord blood is able to mount a robust 

response to TLR stimulation through increasing pro-inflammatory gene expression. As 

this response occurs in the absence of any change in the miRs we measured, we 

postulate that the inflammatory response is dysregulated in preterm neonates. These 

results are the first to suggest differential miR expression alters the neonatal innate 

immune response. As such, in addition to an increased risk of contracting infection, 

preterm neonates may be unable to regulate inflammation effectively. Inappropriate 

inflammatory signalling may therefore underlie preterm neonates’ susceptibility to 

developing chronic and acute inflammatory morbidities. 
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Preterm delivery is the leading precursor to adverse neonatal health outcomes and 

neonatal deaths2. As the rate of preterm delivery is increasing, prematurity has become 

a focus of WHO millennium development goals to reduce childhood mortality2. 

Approximately 75% of conditions leading to severe morbidity and mortality among 

preterm neonates are associated with inflammation. A better understanding of 

inflammatory processes by preterm neonates is therefore critical. Currently, innate 

immune responses and inflammatory regulation are poorly characterised in preterm 

neonates. This thesis includes a review that explores neonatal innate immune function, 

the potential impact of in utero perturbations on preterm immunity, Toll-like Receptor 

(TLR)-induced inflammation in cord blood and the regulation of these pathways by 

microRNAs (miRs). The reviewed literature explores different factors that may 

influence preterm neonates’ increased susceptibility to inflammatory conditions. 

Following a review of the literature, this thesis presents four experimental chapters that 

characterise the expression of genes associated with TLR signalling following preterm 

delivery. Specifically, the expression of these genes in the placenta (Chapter 3) and cord 

blood (Chapter 4) are characterised at birth, in addition to cord blood serum cytokines. 

Gene expression is also characterised in term and preterm cord blood following TLR 

stimulation in vitro (Chapter 5), including a sub-analysis of gene expression over 24 hours 

following stimulation (Chapter 6). Given the ubiquitous expression and influence of miRs, 

Chapter 7 explores theoretical networks involving TLR signalling in neonates using 

bioinformatics. This thesis concludes with a discussion of main findings in context of their 

broader clinical implications and future avenues for investigation: specifically, the idea that 

preterm neonates are unable to appropriately regulate TLR signalling through miR 

induction, which may place them at greater risk of inflammatory conditions.  
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1.1. PRETERM DELIVERY 

15 million neonates are delivered prematurely (before 37 weeks of gestational age)3 

every year and this rate is increasing3, 4. Premature birth is classified into sub-groups 

according to gestational age at delivery, including: late (32-36 weeks), early (28-32 

weeks) or extremely preterm (<28 weeks)3. Preterm delivery is the leading contributor 

to neonatal deaths, half of which are related to pathological inflammation3. Surviving 

preterm neonates have a significantly increased risk of morbidity, permanent disability 

or death during the neonatal period compared to their term-born counterparts4, 5. This 

places long-term social and financial strain on their families, communities and health 

resources4, 6. The prevention and management of preterm delivery is therefore 

prominently featured in the WHO’s millennium development goal to reduce childhood 

mortality3. 

Preterm delivery is an obstetric syndrome encompassing conditions with varied 

aetiologies7-9. These can include maternal inflammation10-13 and smoking during 

pregnancy14, though, a majority of preterm births are idiopathic7, 8. In developed 

countries such as Australia, preterm delivery affects over 8% of live births15, 16, with a 

greater prevalence amongst the Indigenous population (13.5% of live births)16. The 

increasing incidence of preterm delivery places more neonates at greater risk of 

developing severe inflammatory morbidities. A better understanding of these outcomes 

will facilitate improved clinical management and prevention strategies to reduce the 

burden of preterm delivery on society. 

1.1.1. NEONATAL OUTCOMES FOLLOWING PRETERM DELIVERY 

Despite representing only 1.7% of all deliveries, the management of preterm neonates 

accounts for 30% of all newborn healthcare costs15. Lower gestational age, birthweight, 

male sex, lack of antenatal steroid administration and multiple pregnancy are all 

associated with an increased risk of neonatal death17, 18. While preterm males have a 

higher average birth weight than preterm females19, they have increased rates of 

infection and more severe complications5, 19-21. Males therefore represent 57% of 

admissions into the Neonatal Intensive Care Unit (NICU)5, 15, 16 and are more prone to 

oxygen dependence and Respiratory Distress Syndrome (RDS) throughout the neonatal 
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period10, 19, 20. The adverse impact of preterm birth on long-term health outcomes is also 

well-established and includes higher rates of heart disease, stroke, type 2 diabetes, 

obesity, osteoporosis and neurodevelopmental disorders compared to adults born at 

term gestation22-25. Overall, it is well established that premature delivery predisposes 

the individual to life-long adverse health outcomes.   

Infection is the leading cause of neonatal morbidity and mortality26, with an increased 

risk of severe infection among preterm neonates compared to term27. The most common 

pathogens affecting neonates include Group B Streptococci (GBS), Escherichia coli 

and Staphylococcus aureus28, which all underlie 70% of cases of neonatal sepsis 29. 

Further, neonatal sepsis is associated with 42% of neonatal deaths within the first week 

of life30. Early-onset neonatal sepsis occurs within 72 hours of delivery and is 

associated with in utero insults such as chorioamnionitis31 and funisitis32, while late-

onset neonatal sepsis is associated with nosocomial infection33.  

Preterm neonates are at higher risk of inflammatory morbidities than their term-born 

counterparts, including bronchopulmonary dysplasia (BPD), retinopathy of prematurity 

(ROP), sepsis, cerebral palsy and necrotising enterocolitis (NEC)34. Nosocomial 

infections commonly lead to morbidity due to the frequent exposure of preterm 

neonates to invasive clinical interventions35-37. Lung ventilation, respiratory surfactant 

administration and nasogastric feeding are all common within NICU38 and these 

interventions have been associated with iatrogenic disease including infection and 

hypothermia39. In spite of system immaturity and clinical interventions, not all preterm 

neonates will develop inflammatory morbidities. Underlying mechanisms for this are 

yet to be identified. 

90% of neonates who develop NEC are preterm, with the risk of disease being inversely 

associated with gestational age and birthweight40. The increased prevalence of NEC 

among preterm neonates demonstrates attenuated innate immune barriers and an 

immaturely regulated inflammatory response. NEC involves aberrant inflammation that 

affects the gastrointestinal tract, causing severe haemorrhaging, necrosis41 and in 20% 

of cases, death42, 43. While the cause of NEC is unclear, dysbiosis and gastrointestinal 

immaturity appear to predispose preterm neonates to excessive inflammation in the gut 

(driven by both pathogenic and commensal bacteria)44. At birth, the gut is colonised by 

commensal bacteria, which are not harmful and do not normally elicit an immune 
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response. Typically, gut immune homeostasis develops through tolerance towards these 

commensal bacteria to prevent aberrant and unnecessary inflammation that can cause 

damage to the mucosa (which can lead to NEC). The transition from the in utero 

environment with low bacterial diversity to the high-diversity ex utero environment 

therefore needs to involve appropriate regulation of inflammatory pathways. The 

increased incidence of inflammatory morbidities in preterm neonates suggests that 

rather than having attenuated innate immunity, they exhibit an inappropriate and 

dysregulated inflammatory response. The specific immune events contributing to 

dysregulated neonatal inflammation and their impact on developing immunity remain 

poorly described45-47. 
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1.2. THE IMMUNE SYSTEM 

The immune system consists of a network of tissues, cells and mechanisms that protect 

the body from disease. An immune response involves recognising a foreign presence in 

the body, activating defence mechanisms and repairing collateral tissue damage. Each 

of these stages must be tightly regulated so that the response is sufficient to clear a 

pathogen without excessively damaging the host organism. Without regulation, 

immunity can become excessive, self-perpetuating or responsive to non-harmful cues.  

Innate and adaptive immunity drive ‘early’ and ‘late’ response mechanisms, 

respectively. Innate immunity uses evolutionarily-conserved effector mechanisms to 

provide an immediate and generalised response to an antigen. Adaptive immunity 

develops subsequently and is more specific because it forms immunological ‘memory’ 

to an antigen, allowing for a faster response during later encounters with the same 

antigen. During the first two years of life, infants are reliant on their innate immune 

system for protection from pathogens48 as they have yet to develop the immunological 

memory associated with adaptive immune responses.  

1.2.1. INNATE IMMUNITY 

Innate immunity is the first line of defence to a pathogenic presence in the body and 

comprises both passive and active components. Although it does not target specific 

pathogens, innate immunity provides a large-scale and fast-acting response. Its passive 

components can be anatomical or chemical, filtering a majority of immune threats by 

acting as a physical barrier, shedding pathogens or inhibiting pathogen growth. The first 

stage of an innate immune response occurs when an antigen evades these barriers and is 

distinguished from the ‘self’. Antigens are recognised by generalised receptors on 

sentinel innate immune cells such as pattern recognition receptors (PRRs). PRRs are 

structured to recognise evolutionarily-conserved Pathogen Associated Molecular 

Patterns (PAMPs) on microbes or Damage Associated Molecular Patterns (DAMPs) 

expressed by host cells. PAMPs are essential for microbial survival and therefore, have 

minimal variability between different species of microbes. Toll-like Receptors (TLRs) 

are the best studied PRRs, with 11 classes characterised in humans49. When TLRs 
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recognise PAMPs, they initiate a cascade of intracellular signalling that leads to the 

expression of inflammatory mediators.  

Inflammation is an innate immune response to sterile or infectious injury and can be 

localised or systemic. It begins when sentinel immunocytes recognise PAMPS and 

produce cytokines and chemokines to recruit other cells to the site of PRR ligation. The 

chemotaxis of cells to the affected area creates an influx of cytokines, complement 

proteins (that opsonise pathogenic organisms), antimicrobial proteins and chemotactic 

factors. While inflammation can be triggered by different molecular patterns, its 

ultimate goal is to clear antigens.  

TLRs are ubiquitously expressed by innate immune cells including dendritic cells 

(DCs), macrophages and neutrophils. These immunocytes communicate with each other 

through cytokine signalling that occurs following TLR activation. Cytokines can act 

synergistically or antagonistically, and therefore link different stages of the 

inflammatory response. They regulate cellular growth and differentiation, pathogen-

killing and the production of other immune mediators which influence inflammation. 

Different classes of cytokines can be grouped according to their pro- and anti-

inflammatory roles. Interferons (IFNs) are typically expressed during responses to viral 

infection and lead to a cell-mediated or cytotoxic immune response, producing other 

pro-inflammatory cytokines such as Tumor Necrosis Factor-α (TNFα) and Interleukin-

12 (IL12)50. Alternately, anti-inflammatory or tolerogenic cytokines including IL10 and 

Transforming Growth Factor-β (TGFβ) down-regulate inflammatory signalling. The 

overall balance of these different immune mediators leads to either perpetuation or 

resolution of inflammation. 

Neonatal immunity continues to develop gradually following pathogenic exposures at 

birth, beginning with the introduction to maternal vaginal microflora during labour51. 

Exposure to an antigen-rich ex utero environment increases the importance of 

tolerogenic immune mechanisms for the neonate. As such, anti-inflammatory 

cytokines52, 53 and an increased presence of regulatory T cells (Tregs) are observed in 

cord blood and peripheral neonatal blood compared to adult blood54.  
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1.2.1.1. Toll-like Receptors 

TLR activation is a central innate immune response mechanism that also establishes 

antigen presenting cell (APC) and lymphocyte maturation55, 56. Different classes of 

TLRs provide unique patterns of inflammatory protein expression specific to different 

ligands57. Specificity is conferred by TLR dimerisation and networks of signalling 

involving unique combinations of Mitogen Activated Protein kinases (MAPKs), adaptor 

molecules and transcription factors58. TLRs also have some upstream specificity, given 

their capacity to heterodimerise with other classes of receptors. Following TLR ligation, 

an intracellular cascade of protein activation occurs, which allows the development of a 

specific response based on the downstream signalling molecules recruited (Figure 1.1).  

TLR signalling begins with the Toll/IL1-Receptor domain (TIR; common to all TLRs) 

binding one of five cytosolic adaptor proteins; MyD88, TRIF, TRAM, Mal or SARM50, 

59 (Fig. 1.1). All TLR signalling, except for TLR3, can occur via the MyD88-dependent 

pathway55, 60; where MyD88 forms a complex with the Mal adaptor that interacts with 

the TLR’s TIR domain to recruit IRAK4 and IRAK1. TRIF is an adaptor for TLRs 3 

and 4, and results in Interferon (IFN) expression independently of MyD8859. Both TRIF 

and TRAM are able to stimulate NF-κB through an alternate cascade of signalling, 

while also activating Interferon pathways through Interferon Regulatory Factors (IRFs) 

3 and 759. Alternately, the phosphorylation of IRAK1 following MyD88 induction leads 

to independent binding with TNF-Receptor Associated Factor-6 (TRAF6). 

IRAK1/TRAF6 binds the TAK1/TAB1/TAB2 complex and activate three pathways 

through TAK1, which phosphorylate transcription factors p38 and JNK, and the NF-κB 

inhibitor, IKK. In unstimulated immune cells, NF-κB exists in a quiescent state, bound 

to an Inhibitor of κB (IκB) unit61. The degradation of IKK results in the translocation of 

NF-κB into the nucleus, alongside p38 and JNK. Notably, p38 and ERK1/2 activation is 

decreased in term and preterm cord blood compared to adult monocytes following 

TLR2 and TLR4 stimulation35, 62. Overall, TLR signalling leads to the activation of 

MAPKs that translocate transcription factors NF-κB or IRFs into the nucleus that 

induce pro-inflammatory cytokine transcription including IFNs, IL1β, IL6, IL8, IL12 

and TNFα.  
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Figure 1.1. A diagrammatic representation of the TLR signalling pathway. (A) TLR4 forms a 

homodimer and proceeds to signal through both MyD88- and TRIF- dependent pathways when 

ligated by lipopolysaccharide (LPS). (B) TLR2 can heterodimerise with TLR1 or TLR6 and 

signals through the MyD88-dependent pathway following peptidoglycan (PGN) ligation. The 

MyD88-dependent pathway signals through a cascade involving IRAK and TRAF6, followed 

by the translocation of NF-κB or AP-1 into the nucleus to induce pro-inflammatory cytokine 

transcription. (C) An endosome containing the TLR4 homodimer or TLR3 dimer (bound to 

double stranded viral DNA), which can both signal via MyD88-independent or TRIF-dependent 

pathways. TRIF-dependent signalling occurs through the TRIF/TRAF6 cascade and ultimately 

results in the transcription of Interferon inducible genes.   
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1.1.1.1.1. TLR2 

TLR2 can heterodimerise with either TLR1, TLR6 or TLR10 to allow for greater 

specificity in recognising peptidoglycan or lipoprotein components of gram-positive 

bacteria56, 63. In this manner, TLR2 recognises the largest range of ligands in the TLR 

family63. The ligation of either of its heterodimers will result in signalling through 

MyD8860. TLR1/2 is specific to the recognition of tri-acetylated lipopeptides56, 60, while 

TLR2/6 recognises peptidoglycan and zymosan. Gram-positive bacteria maintain a cell 

wall containing peptidoglycan (PGN) and most species are commensal. However, 

Coagulase-negative Staphylococcus (CoNS) is a gram-positive bacterium, and is the 

most common cause of infection in preterm neonates64. Further, 32% of sepsis-related 

mortalities are associated with gram-negative infections, while 90% of neonatal 

septicaemia is caused by CoNS39, 65. 

Alterations in the human tlr2 gene have been linked with susceptibility to 

Staphylococcal infection during sepsis66. This is also demonstrated by TLR2-/- mice, 

which express decreased pro-inflammatory cytokines compared to WT mice following 

exposure to Staphylococci67. Studies on murine neonates have also shown TLR2 

expression by neutrophils is essential for clearing Chlamydia pneumonia infection, 

where TLR2-/- but not TLR4-/- murine neonates demonstrate more severe disease and 

prolonged infection compared to WT neonates68. Together, these studies demonstrate 

the importance of TLR2 in recognising and clearing gram-positive bacteria. 

In humans, cord blood monocytes produce decreased TLR2 and TNFα and show 

decreased phosphorylation of MAPKp38 compared to adult monocytes. This may 

decrease the capacity for monocytic apoptosis during the resolution of inflammation in 

neonates69. Neonatal peripheral blood increases MyD88, TLR2 and TLR4 expression 

following gram-positive and gram-negative infections, but TLR4 and the co-signalling 

molecule MD2 only increase with gram-negative infections70. TLR2 is typically 

upregulated during diseases such as sepsis, which is often polymicrobial, confirming 

that the ability to heterodimerise increases its capacity to recognise a wider range of 

pathogens than any other TLR class60, 71. While the rate of phagocytosis and pathogen 

killing of gram-negative bacteria by cord blood granulocytes is equivalent to that 

observed in adult granulocytes, the same response to whole GBS is impaired in cord 

blood in vitro72. These findings are likely related to an increased incidence of 

contracting these infections and developing neonatal sepsis.  
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1.1.1.1.2. TLR3 

TLR3 exists as a dimer in intracellular endosomal membranes and primarily recognises 

double-stranded viral RNA components. TLR3 heterodimer formation and the 

pleiotropic nature of TLR signalling allows for greater specificity in its downstream 

response. Notably, only TLR3 signals via the TRIF pathway, independently of MyD88. 

Interferon cytokines are characteristic of a Type 1 T-helper (Th1) cytokine response and 

are primarily induced via this signalling pathway. Notably, the TRIF pathway can also 

activate NF-κB through TRAF73, 74. The role of TLR3 is highlighted by TLR3-/- mice 

that cannot respond to viral stimulation with dsRNA or Polyinosinic-polycytidylic acid 

(Poly I:C)75, 76 and therefore, cannot activate Th cells during viral infection77. Cord 

blood mononuclear cells (CBMCs) show neither constitutive TLR3 expression, nor an 

inflammatory response to Poly I:C stimulation in vitro78. This inability to recognise 

viral stimuli may underlie the increased prevalence of viral infection among neonates 

compared to adults. 

1.1.1.1.3. TLR4 

TLR4 is best known for its LPS (or endotoxin) binding-specificity. LPS is a major 

component of gram-negative bacterial outer membranes. TLR4-deficient mice cannot 

respond appropriately to LPS, showing an increased bacterial load during infection and 

a higher rate of mortality compared to WT mice55, 79, 80. Similarly, humans with 

mutations in the TLR4 gene are hypo-responsive to inhaled LPS under experimental 

conditions, demonstrating decreased lung volumes that are characteristic of respiratory 

restriction81. LPS recognition occurs on binding to LPS binding protein (LBP) in the 

serum, followed by CD1455. The co-receptors CD14 and LBP then form a complex with 

LPS at the cell membrane, prior to interacting with a TLR4 molecule homodimer 82. 

The TLR4 homodimer exists as a complex with MD283 and following LPS/co-receptor 

ligation, it proceeds down the MyD88-dependent pathway or is translocated within an 

endosome and signals via the MyD88-independent, TRIF-dependent pathway84. TLR4 

needs to be accompanied by appropriate co-receptors to be activated, as demonstrated 

by studies of TLR4 over-expression in a human kidney nephrocyte cell line, which are 

not responsive to LPS unless MD2 is present63. Blocking CD14 using antibodies 

decreases IL8 expression to a greater extent in term and preterm cord blood compared 

to adults and inhibits IL10 and TNFα expression following LPS stimulation85. This 

suggests IL10 and TNFα expression by neonates requires CD14/TLR4 signalling plus 
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CD14 and another TLR. Neonates may therefore require co-stimulation through 

multiple TLRs or co-receptors to achieve the same cytokine response as adults. 

Constitutive expression of CD14 is similar between preterm and term cord blood, but 

following LPS stimulation it is decreased in both preterm and term monocytes 

compared to adults82, 86, 87. In preterm cord blood, decreased CD14, TLR2, TLR4 and 

MD2 expression have all been reversed by incubation with IFNγ in vitro82. Overall, 

impaired viral cytokine pathways may contribute to attenuated TLR responses in 

neonates compared to adults.  

Endotoxin tolerance 

Endotoxin tolerance develops with the repeated ligation of TLR4 by LPS. Aberrant 

activation of the innate immune response or uncontrolled inflammation can lead to 

severe disease states, including septic shock. During sepsis, severe widespread tissue 

damage occurs due to inadequate immune regulation and the potent nature of the 

inflammatory response in the blood stream. Endotoxin tolerance or immune paralysis 

commonly develops during sepsis or severe infection, as the body reaches an immune 

threshold and cannot respond to further inflammatory stimulation79. This state of 

tolerance is characterised by decreased pro-inflammatory cytokine expression, and is 

observed in septic patients88, 89. This process is protective as it limits damage during 

chronic inflammation 79, 90.  

Animals injected with TLR agonists during sepsis demonstrate increased rates of 

survival (compared to those not administered TLR agonists) 91, 92. This phenomenon 

occurs as the body reaches a threshold in inflammatory signalling, which promotes 

tolerance rather than increased inflammation. Similarly, IRAK1-/- mice are unable to 

completely activate TLR signalling and therefore, cannot mount sufficient cytokine 

responses, making them resistant to endotoxic shock90. Studies in animals and human 

cell lines have linked endotoxin tolerance to NF-κB suppression79, 93, 94. This 

suppression occurs independently of TLR4, MyD88, Mal or TRAF6 expression, instead 

increasing IκB as a repressor of NF-κB induction79. The development of tolerance is 

dependent on the timing and dosage of endotoxin exposure, where chronic doses (e.g. 

sub-lethal doses of LPS administered over a longer period of time) result in more 

damage than acute exposures (e.g. one near-lethal dose of LPS)95. Though tolerance 

seems like a protective mechanism that limits excess inflammation, the nature of 



_____________________________________________________________________________ 

Chapter One: 

Introduction & Literature Review  Page 44 

immune suppression in the neonate can lead to secondary infections and death96. 

Therefore, appropriate pro-inflammatory stimulation is still required to clear the initial 

infection in order to decrease systemic inflammatory signalling. 

In context of the neonate, general immune tolerance is critical in the transition to an 

antigen rich ex utero environment. At birth, the neonatal gut must develop enteric 

tolerance towards newly-established commensal bacteria. Intestinal explants show 

increased macrophage infiltration and decreased expression of the anti-inflammatory 

cytokine, TGFβ in human and murine preterm neonates compared to adults97,98. 

Additionally, fetal intestinal epithelial cells (IECs) exposed to LPS show increased NF-

κB and chemokine expression compared to neonatal and adult cells, although fetal 

macrophages are non-responsive to LPS challenge99. This study suggests that IECs 

remain in a state of LPS tolerance after birth for commensal bacterial colonisation. 

Seminal work by Nanthakumar et al. demonstrates increased NF-κB and MyD88 

pathway gene expression in intestinal samples from aborted fetuses and sectioned 

intestine from preterm neonates with NEC100. This suggests the fetal and preterm 

neonatal intestine show less-mature tolerogenic mechanisms that may predispose them 

to developing conditions such as NEC. 

1.2.2. PHYSIOLOGICAL EXPOSURES DURING PREGNANCY AND THEIR 

IMPACT ON NEONATAL IMMUNITY 

Fetal immune development is influenced by maternal physiology and environmental 

exposures. Studies in primates and rodents have demonstrated that prenatal exposure to 

pathogens attenuates neonatal immune responses during the postnatal period101-104. 

When pregnant rhesus monkeys were exposed to perinatal stress (behavioural startling), 

their cord blood expressed decreased TNFα and IL6 compared to ‘unstressed’ 

controls105. LPS stimulation of these offspring’s blood ex vivo showed decreased TNFα 

and IL6 expression and lower numbers of lymphocytes compared to offspring from 

unstressed mothers. This study suggests physiological insults to the primate mother 

perturb the immune development of her progeny. Rodents have also demonstrated 

alterations in neonatal immune function following maternal perturbations. Plasma from 

the offspring of dams exposed to LPS during gestation shows decreased expression of 

pro- and anti-inflammatory cytokines compared to unexposed pups103. These offspring 

also show decreased recruitment of monocytes, neutrophils and lymphocytes when re-
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exposed to LPS during the neonatal period compared to unexposed pups101, 106. Overall, 

exposures to infection in utero appear to program the immune phenotype of offspring 

across their lifespan. While the concept of immune programming by in utero 

perturbations is important, it may have different short-term or long-term outcomes.  

1.2.2.1. Intrauterine Inflammation 

Inflammation is central to both term and preterm labour, where there is a shift from 

immune acquiescence to inflammatory activation of gestational tissues9, 107, 108. This 

influx of inflammatory mediators (i.e. the ‘magnitude’ of inflammation) is lower in 

term compared to preterm labour107, 109. The difference in inflammation between term 

and preterm labour is driven by distinct aetiologies, with preterm labour being more 

commonly associated with intrauterine infection10-13. As such, the increased expression 

of pro-inflammatory IL1β, IL6, IL8 and TNFα has been observed with preterm labour 

in cord blood and the maternal compartment52, 110, 111. Murine studies have also shown 

that blocking IL6 expression in amniotic epithelial cells in vivo prevents preterm 

delivery following IL1β and TNFα administration112. Additionally, anti-inflammatory 

placental IL10 expression is decreased in association with preterm parturition and 

chorioamnionitis (inflammation of the fetal membranes)113.  

Aberrant inflammation during pregnancy is frequently associated with adverse 

pregnancy outcomes including intrauterine growth restriction (IUGR) and neonatal 

sepsis114. A study of 701 Kenyan births found an increased incidence of low birth 

weight, still-birth and perinatal mortality in deliveries associated with acute placental 

inflammation relative to normal placentae114. Other prospective studies have supported 

these findings, observing an increased incidence of NEC and sepsis in neonates from 

pregnancies with chorioamnionitis115. While inflammation may be important for 

parturition, where excessive or poorly-timed, it can lead to adverse pregnancy 

outcomes.  

Chorioamnionitis occurs in up to 65% of spontaneous preterm deliveries, with its 

prevalence inversely related to gestational age116. Clinical studies have associated 

chorioamnionitis with an increased incidence of the inflammatory morbidities including 

RDS117, early-onset neonatal sepsis46, 117, 118 and BPD116, 119. Increased amniotic TNFα 

expression and amniotic infection are also associated with increased neonatal mortality 
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and the development of RDS, intraventricular haemorrhage (IVH) and NEC120, 121. 

However, some have argued that intrauterine infection is protective against 

inflammatory disease, as chorioamnionitis is associated with the decreased prevalence 

and severity of RDS122, 123. This may be because RDS accelerates lung maturation via 

increasing surfactant production124 through inflammatory signalling to lung tissues125. 

Further, when LPS or IL1β are infused directly into the fetal ovine trachea to cause 

local inflammation increased lung maturation is also observed122, 126-128. Alternately, 

antagonising IL1 expression in fetal sheep in utero and exposing them to LPS arrests 

systemic inflammation and decreases lung maturation (supporting a direct association 

with inflammation)128 while inflammatory stimuli increase lung development, 

intrauterine infection impairs alveolarisation, increases severity of pulmonary 

hypertension in the newborn and decreases pulmonary blood flow in fetal sheep129. 

Together, these studies highlight that while inflammation can induce respiratory 

maturation, it is not necessarily beneficial for neonatal lungs.  

60% of fetal deaths occur in the presence of chorioamnionitis130, 131. Ovine models of 

chorioamnionitis have demonstrated increased inflammation in the fetal ileum132 and 

decreased anti-inflammatory FOXP3+ expression133, both of which are thought to 

precede inflammatory neonatal diseases such as NEC. Murine models of 

chorioamnionitis using intraperitoneal LPS administration show increased IL1 and IL6 

expression by developing neurons and therefore, an increased incidence of fetal brain 

injury134. Chorioamnionitis and fetal inflammatory response syndrome (FIRS) are both 

associated with increased IL1β, TNFα, IL6 and IL8 in the human amnion and cord 

blood135-138, and increased numbers of neutrophils in cord and peripheral blood 

collected from neonates139. Chorioamnionitis increases the risk of the FIRS, defined as 

fetal plasma (sampled by cordocentesis) containing concentrations of IL6 exceeding 

11pg/mL140, 141. The diagnosis of FIRS is confirmed by placental histopathology which 

also shows inflammatory infiltration in the fetal compartment138. FIRS can be caused by 

microbes entering the amniotic cavity, resulting in excessive chemokine expression and 

neutrophil invasion142. The fetus responds to infection by increasing IL6 expression 

which can also result in funisitis and vasculitis143. IL6 is a systemic acting cytokine 

associated with chronic and acute inflammation, and its increased expression is 

consistent with a systemic fetal response that occurs during severe intrauterine 

infection144. FIRS affects 39-49% of preterm deliveries140, 141 and may lead directly to 
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early activation of labour through inflammatory signalling144, 145. FIRS is also a risk 

factor for neonatal morbidity including early-onset sepsis118, RDS, BPD, IVH, PVL and 

cerebral palsy146. Activation of the inflammatory response in utero is therefore a 

significant contributor to adverse pregnancy outcomes. 

1.2.2.2. Mode of Delivery  

Microbial exposure associated with vaginal delivery may influence fetal immune 

development by altering cord blood cytokine synthesis147-149. Cord blood from non-

labouring Caesarean section deliveries has been associated with lower pro-

inflammatory IL6, IL8, Granulocyte Macrophage Colony Stimulating Factor (GMCSF) 

and Granulocyte Colony Stimulating Factor (GCSF), but increased IL10 compared to 

vaginal deliveries135, 148, 150. Notably, studies demonstrating this have lacked appropriate 

control groups, i.e. cohorts comparing labouring to non-labouring Caesarean section, 

which are important for separating the effect of labour from exposure to vaginal 

microflora. Other authors have observed no difference in a number of cord blood 

cytokines (IL1α, IL1β, IL2, IL4, IL5, IL6, IL8, IL10, IL12p40, IL12p70, IL17, IL1RA, 

sIL2Rα, GMCSF, IFNα2, IFNγ, TNFα or TNF-β) between vaginal and Caesarean 

section deliveries151.   

Studies on cord blood immune stimulation present conflicting evidence concerning the 

impact of mode of delivery on neonatal immune function. In vitro stimulation of whole 

cord blood with TLR ligands has shown no difference in TNFα, IL6 and IL10 

production between term infants born vaginally or via non-labouring Caesarean 

section62. Conversely, increased IFNγ and IL12 expression is observed in CBMCs from 

vaginal deliveries stimulated with the mitogens Conconavalin A (ConA) and 

Phytohaemagglutinin-A (PHA), or LPS, compared to non-labouring Caesarean 

sections152. A recent study in our laboratory has found no difference in cord blood 

cytokine expression according to mode of delivery for a range of cytokines (including 

GMCSF, IL1β, IL1RA, IL6, IL8, IL10, IL12p70, MCP1, sCD40L and TNFα protein 

expression), both at birth and in response to TLR2, 3 and 4 stimulation153. Therefore, 

differences in cytokine expression according to vaginal delivery may only be observed 

at birth and appear to have less of an impact on subsequent neonatal innate immune 

function (i.e. no difference following TLR stimulation).  
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1.2.2.3. Maternal Cigarette Smoking During Pregnancy 

Maternal cigarette smoking during pregnancy creates a pro-inflammatory in utero 

environment154 and is associated with decreased birthweight155, restricted brain 

growth156 and long-term impairments to child neurodevelopment157. 10-20% of women 

smoke throughout pregnancy, with higher rates observed in low socioeconomic and/ or 

poorly-educated populations158. Cigarette smoke is associated with increased reactive 

oxidative species (ROS) and oxidative stress marker production by cord159 and neonatal 

peripheral blood160. CBMCs from neonates whose mothers who smoked during 

pregnancy express decreased constitutive IL6, TNFα and IL10161 and following TLR2, 

TLR3 and TLR4 stimulation in vitro compared to non-smoking mothers162, 163. A study 

of a murine macrophage cell line showed that IL12 and NF-κB expression is decreased 

with LPS exposure when cells are co-cultured with benzene metabolites from cigarette 

smoke, compared to cells cultured with LPS alone164. Overall, it appears that TLRs, the 

TLR signalling cascade and cytokines are all decreased in cord blood associated with 

maternal smoking during pregnancy, which could contribute to altered neonatal innate 

immune function. 

1.2.2.4. Antenatal Glucocorticoid Exposure 

Natural increases in cortisol expression are observed across gestation and drive the final 

stages of fetal organ maturation165, 166. Perinatal practice guidelines therefore support 

the administration of synthetic glucocorticoids (betamethasone or dexamethasone) 

during the management of threatened preterm labour. Glucocorticoids aid fetal lung 

maturation through surfactant production and therefore, reduce the incidence of RDS167, 

168. Antenatal steroid administration originates from Liggins’ landmark work during 

1969, where pregnant sheep were used to investigate the permeability of the placenta to 

glucocorticoids and preterm delivery169. The study demonstrated preterm parturition 

occurred when dexamethasone was infused directly into the fetal lamb, but not the 

pregnant ewe. Incidentally, Liggins discovered that preterm lambs exposed to 

dexamethasone showed increased lung aeration, which he postulated was a product of 

enzymatic activity induced by the glucocorticoid that lead to surfactant production. This 

was later confirmed by studies where prenatal cortisol exposure increased the synthesis 

of proteins and phospholipids that promote alveolar development, and induced 

surfactant production in preterm lamb and human lungs170, 171. 
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In Liggins and Howie’s follow-up, randomised controlled trial of antenatal 

betamethasone administration to mothers presenting in spontaneous preterm labour, a 

significant reduction in RDS and neonatal mortality was observed compared to mothers 

that were not administered betamethasone172. As a result, antenatal glucocorticoid 

administration has become routine practice for women presenting in threatened preterm 

labour173. Recent Cochrane reviews continue to support the use of antenatal 

glucocorticoid administration, indicating significant reductions in neonatal 

inflammatory diseases such as RDS, cerebral haemorrhage, IVH, NEC and systemic 

infection, as well as an overall reduction in neonatal death168, 174-179. Other than these 

associations, the mechanisms and potential effects of antenatal glucocorticoid exposure 

on subsequent neonatal immune function remain unclear. Notably, recent reviews and 

animal studies have argued that antenatal exposure to glucocorticoids may have 

unwanted side-effects including decreased growth173, 180 and poor neurodevelopmental 

outcomes during infancy and childhood181-184. 

Glucocorticoids typically suppress inflammation through several mechanisms including 

reducing T-cell proliferation via IL2 suppression165, 185, repressing endothelial adhesion 

molecule expression186, inhibiting neutrophil chemotaxis186, repressing transcription of 

pro-inflammatory cytokines165, 187, 188 and chemokines186, 187, 189, and decreasing the 

circulation of lymphocytes, monocytes and eosinophils190. These effects occur when 

cortisol binds to the glucocorticoid receptor in leukocytes, which then binds to 

glucocorticoid responsive elements on DNA or to transcription factors specific to TLR 

signalling genes191-195. The impact of glucocorticoids on neonatal immune regulation is 

highlighted by murine models of LPS exposure. Antenatal betamethasone exposure is 

associated with lower lymphocyte counts, reduced ROS production and decreased 

early-response cytokine production (TNFα and IL1β) in rodent offspring, indicating a 

state of immunosuppression106, 196. Rodent models of maternal stress during pregnancy 

(where endogenous glucocorticoids become elevated) also demonstrate suppressed 

lymphocyte proliferation, indicating glucocorticoids may exert long-term effects on 

adaptive immunity in offspring197. 

The impact of glucocorticoids on human neonatal immunity is unclear. Studies on cord 

blood have demonstrated altered immune responses following prenatal glucocorticoid 

exposure. Cord blood treated with dexamethasone in vitro increases CD14 expression 

and endocytosis, suggesting that it enhances monocyte differentiation compared to 
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untreated cord blood198. Evidence from this study was, however, obtained 

independently of antigenic stimulation and while dexamethasone-treated cord blood 

increased IL10 and decreased IL12 compared to untreated cord blood, its effect on 

inflammatory function may be different. Other studies have shown that glucocorticoids 

decrease pro-inflammatory cytokine expression in cord blood in vitro following viral 

stimulation165 and inhibit neutrophil chemotaxis during LPS exposure189. Alternately, 

high doses of dexamethasone have been found to increase NF-κB-luciferase activity in 

mice with endotoxaemia199, supporting increased inflammatory signalling. Overall, the 

impact of these typically immunosuppressive compounds on preterm neonatal 

immunity in vivo remains contentious165, 200.  
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1.3. NEONATAL INNATE IMMUNITY 

Neonates demonstrate an increased reliance on tolerogenic immune mechanisms 

compared to adults during their transition to the ex utero environment. A common 

misconception arising from a tolerogenic immune state at birth is that neonates are 

immunosuppressed. Current literature shows varied functional capacity in different 

aspects of immunity. For example, IL6 mRNA and protein expression appears to be 

increased in whole cord blood stimulated with LPS compared to adults51, 201, 202. 

Conversely, some have observed no difference between CBMCs and adult mononuclear 

cell IL6 production following stimulation with GBS, lipoteichoic acid (LTA) or LPS203. 

The same study also showed that the cord blood IL6 response to GBS was greater than 

single TLR stimulation (LTA or LPS). This may occur because whole bacteria are 

complex stimulants, expressing many unique ligands. However, others have used FACS 

to show cord blood monocytes express decreased IL6 following stimulation with whole, 

heat-killed GBS compared to adults204. This could highlight a decreased capacity by 

CBMCs to respond to multiple stimuli simultaneously compared to adult leukocytes. 

Overall, simultaneous activation of different TLRs is common during infection because 

microbes can express multiple ligands and therefore it is likely that neonatal immunity 

functions on a conditional basis according to the pathogenic species encountered. 

Preterm delivery attenuates specific aspects of neonatal immunity. For example, 

preterm cord blood shows leukopenia and lymphopenia that persists into the postnatal 

period for up to seven months205-208. Additionally, neonates have a decreased proportion 

of circulating neutrophils209, 210 and their storage pools are also depleted due to limited 

numbers of progenitor cells211. Neutropenia is therefore common during neonatal 

sepsis, where progenitor cell pools in bone marrow are diminished by persistent 

inflammatory stimulation that results in immune suppression212. The absolute blood cell 

counts of monocytes, DCs, PMNs, NK cells and lymphocytes are decreased in preterm 

compared to term cord blood due to lower volumes of blood in preterm neonates207, 213. 

Overall, preterm cord blood cell populations are decreased as cellular development 

occurs from smaller pools of progenitor cells39 and preterm CBMCs produce decreased 

GCSF and GMCSF(which typically foster cell development)214, 215. As such, GCSF 

administration is shown to restore neutrophil numbers and their function in murine 
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models of sepsis216, 217. Clinical trials have administered GCSF and GMCSF to septic 

neonates with neutropenia and as a prophylactic measure. However, failed to reduce the 

incidence218 or severity of sepsis219 despite increasing neutrophil numbers218, that 

potentially highlights functional deficits by neutrophils themselves.   

While neonatal neutrophils show the same affinity for chemokines as adults, their 

ability to migrate along a chemotactic gradient is significantly impaired220. Chemotaxis 

is the recruitment of cells to a particular tissue site and has a crucial role in 

inflammation. It is driven by chemokines such as IL8 and Monocyte Chemotactic 

Protein-1 (MCP1), whose aberrant expression can lead to the accumulation of 

immunocytes. Increased IL8 is therefore associated with inflammatory diseases in 

neonates such as sepsis221 and inflammatory lung disease222. Further, bronchoalveolar 

lavage samples from neonates that develop CLD show an accumulation of neutrophils 

compared to neonates with RDS223, which is also associated with respiratory failure224. 

Conversely, deficient chemotaxis can contribute to neutropenia and exacerbate 

conditions such as sepsis in neonates225. Therefore, regulation of chemokine expression 

and neutrophil accumulation (through apoptosis) may be critical to a normal immune 

response by neonates. Typically, chemokine expression is positively correlated with 

gestational age and is tissue-dependent226. Overall, the chemotaxis of leukocytes to the 

site of inflammation appears attenuated by preterm neonates and may underlie an 

inability to localise inflammation. 

Neutrophils are polymorphonuclear cells (PMNs) that make up 70% of circulating 

leukocytes and drive pro-inflammatory responses. Prematurity also decreases 

neutrophilic function throughout the neonatal period, where oxidative burst (which is 

required for phagocytosed pathogen killing) is consistently decreased in cord and 

peripheral blood227, 228. Reductions in neutrophil ‘peak activity’ are therefore associated 

with severe infection229. Preterm PMNs stimulated with Staphylococci show intact 

phagocytic activity, but impaired killing capacity, regardless of showing comparable 

superoxide production compared to term neonates86, 230, 231. In fact, neonatal neutrophils 

produced higher levels of reactive oxygen intermediates than adult neutrophils, which is 

normally indicative of persistent tissue damage in chronic inflammatory disorders231, 232. 

Reactive oxygen intermediates are important for neutrophil intracellular killing 

following phagocytosis, however, they are harmful to native cells because they oxidize 
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membranes, proteins and nucleic acids233. During the development of sepsis, endotoxins 

initially cause local inflammation, but subsequently aberrant production of cytokines 

and ROS becomes sustained and can lead to systemic inflammation234. In the second 

phase of sepsis, a ‘compensatory anti-inflammatory response’ occurs, characterised by 

increased regulatory cytokine expression, but it does not completely resolve 

inflammation and instead prolongs a systemic response235. Peripheral blood from 

preterm neonates with sepsis therefore shows increased pro-inflammatory IL6, IFNγ 

and TNFα with increased anti-inflammatory IL4 and IL10 compared to preterm 

neonates with culture-negative sepsis screens236. Although it classically has anti-

inflammatory roles, IL10 is associated with septic shock236 and poor outcomes during 

sepsis237. Together, these findings support a global upregulation of inflammatory 

pathways during sepsis and highlight the importance of effective immunoregulatory 

mechanisms in clearing infection. 
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1.4. THE INNATE IMMUNE RESPONSE IN NEONATAL BLOOD 

The constitutive expression of innate immune receptors, signalling molecules and 

therefore cytokines, is comparable between cord blood and adult peripheral blood. 

Specifically, cord blood and adult monocytes transcribe comparable levels of mRNA 

for TLRs1-10, and their signalling molecules CD14, MyD88, TIRAP and IRAK462, 211, 

238-243. While these genes are similarly expressed in neonates and adults, differences in 

immune function become apparent clinically (increased susceptibility to infection) and 

experimentally (following in vitro immune stimulation). 

Cord blood is commonly used to assess the neonatal innate immune function as it is 

readily available and reflects the status of the neonate at birth. The administration of 

TLR agonists to cord blood in vitro is also common as it enables the study of specific 

functional aspects of innate immune function. Many authors have used both TLR 

agonists and whole, heat-killed bacteria to characterise cytokine expression by neonates 

compared to adults in isolated cell populations and whole blood. These studies 

demonstrate varied findings and are summarised in Table 1.1.  

Most studies show a concurrent increase in tolerogenic cytokines (IL10 and TGFβ48, 52, 

53, 202, 244, 245) and early-responding cytokines (TNFα62, 202, 246), but attenuated expression 

of anti-viral cytokines (IFNs and IL1248, 52, 202, 244-251) in cord blood compared to adult 

blood stimulated with immune ligands in vitro. Notably, disparities observed by other 

studies can be explained by differences in experimental methods. For example, 

compared to adults, expression of the chemokine, IL8, is increased by CBMCs 

stimulated with whole GBS203, but decreased in cord blood DCs stimulated with 

endotoxin202. Alternately, CBMCs stimulated with GBS express decreased IL12 

compared to singular TLR7,8 or 9 stimulation250. This may be due to differences in cell 

populations, cell interactions or antigen complexity. Hartel et al. have shown that 

singular TLR stimulation in whole preterm cord blood or CBMCs decreases IL10, but 

stimulation with S. epidermis demonstrates comparable IL10 expression compared to 

term cord blood252. Tatad et al. are the only authors that present increased IL10 

expression following GBS exposure and comparable expression between preterm and 

term cord blood following stimulation with E. coli or S. epidermis204. These conflicting 

results may arise from increased levels of IL10 in preterm cord blood at baseline, the 
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use of complex ligands or an inconsistent resting period of these cells following birth, 

prior to in vitro stimulation. This highlights a need to consider methodological 

differences in experiments when examining neonatal immune function.  

The innate immune system of the neonates appears more sensitive to specific classes of 

bacteria. A study compared the response of CBMCs to 11 species of whole, heat-killed 

bacteria and observed increased IL6, IL12 and TNFα, and comparable IL10 expression 

compared to adult mononuclear cells253. Specifically, they showed gram-negative 

bacteria increased IL12, IL6 and TNFα, and expressed similar IL10 in CBMCs 

compared to adult peripheral mononuclear cells. This response was not observed in 

response to gram-positive bacteria. The authors suggest this is a pathological pro-

inflammatory bias towards commensal bacteria. Such a bias could predispose neonates 

to aberrant inflammatory responses during commensal colonisation ex utero and 

highlights the importance of immuno-regulatory mechanisms. Overall, the complexity 

of ligands and cell populations (i.e. isolated cells versus whole blood) should be 

considered in every analysis, given that neonatal immunity does not show generalised 

attenuation and only specific aspects may be immature. 
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Table 1.1. A summary of studies on cord blood cytokine expression following immune stimulation compared to adult peripheral blood. 

The expression of select cytokines and chemokines in cord blood relative to adult blood following in vitro stimulation with different 

immune agonists (‘↑’ expression is increased in neonates compared to adults, ‘↓’ expression is decreased in neonates compared to adults 

and ‘↔’ expression is comparable between neonates and adults).  

Cytokine/ 

chemokine 

Cord blood 

expression 

compared 

to adult 

blood 

 

Role in immunity Cell type Agonist used for in vitro 

stimulation (citation) 

IFNα ↓ 

↓  

↓ 

↓ 

↔ 

↓ 

Anti-viral, precedes IFNγ expression CBMCs 

Monocytes 

pDCs 

Whole blood 

Whole blood 

Whole blood 

TLR 9 agonist52 

TLR 7/8, 9 agonist48 

TLR9 agonist247 

TLR7 agonist254 

TLR9 agonist254 

TLR3 agonist244 

 

 

IFNγ ↓ 

↓ 

↓ 

↓ 

↓ 

↓  

↓  

↓  

↓  

Anti-viral, macrophage activation, adaptive immune 

responses 

CBMCs  

CBMCs 

CBMCs 

CBMCs 

CBMCs 

DCs 

Monocytes 

Whole blood & DCs 

Whole blood 

TLR2-4, 7, 9 agonist52 

TLR4 agonist249 

TLR4 agonist +PHA246 

GBS250, 251 

ConA255 

TLR9 agonist202 

TLR1-4, 7-9 agonist48 

TLR4 agonist248 

TLR4 agonist202 
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Cytokine/ 

chemokine 

Cord blood 

expression 

compared 

to adult 

blood 

 

Role in immunity Cell type Agonist used for in vitro 

stimulation (citation) 

IL1β ↔ 

↔  

↔  

↓ 

↔  

Fever response, inflammation CBMCs 

CBMCs 

Whole blood 

Whole blood 

Whole blood 

GBS, TLR2,4 agonist203 

LPS agonist +PHA246 

TLR4 agonist202 

TLR4 agonist256 

TLR2 agonist256 

IL6 ↑  

 

↑  

↔ 

↑  

↑  

Acute phase response, systemic inflammation, fever 

response 

 

 

 

 

CBMCs 

CBMCs 

CBMCs 

Monocytes 

Whole blood 

Whole blood 

IFN + TLR4 agonist201 

HSV257 

GBS, TLR2,4 agonist203 

TLR3,4,5,9 agonist 258 

TLR4 agonist202 

Heat-killed bacteria204 

IL8 ↑  

↓ 

↔ 

Neutrophil chemotaxis and activation CBMCs 

DCs 

Whole blood 

GBS, TLR2,4 agonist203 

TLR4 agonist202 

S. epidermis204 

IL10 ↑  

↑  

↑  

↓ 

↑ 

 

↑  

↓ 

↑  

Inhibits inflammatory cytokine production Whole blood   

CBMCs 

Whole blood 

Whole blood  

CBMCs 

 

CBMCs 

Whole blood 

Whole blood 

 

TLR1-4, 7-9 agonist52 

TLR2,3,7-9 agonist52 

TLR3-4 agonist244 

TLR3-4 agonist259 

TLR4 agonist +IFN, 

TLR3,7,9 agonist260 

TLR4, 7/8, 9 agonist48 

GBS204 

TLR4 agonist202 
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Cytokine/ 

chemokine 

Cord blood 

expression 

compared 

to adult 

blood 

 

Role in immunity Cell type Agonist used for in vitro 

stimulation (citation) 

IL12 ↓ 

↑ 

↑ 

↑ 

↓ 

↓ 

↓ 

Th1 differentiation, expression of IFNγ CBMCs 

whole blood  

CBMCs 

whole blood 

CBMCs 

Whole blood 

Whole blood 

GBS250 

TLR3,4,7/8,9 agonist52 

TLR 7/8, 9 agonist52 

TLR3, 4 agonist244 

TLR4 agonist201 

TLR3 agonist260 

TLR4 agonist202 

 

IL23 ↑ 

↔ 

 

↑ 

Autoimmune inflammation CBMC 

DCs 

 

Whole blood 

TLR2,7/8,8 agonist52 

TLR2-4, 7/8 agonist261 

TLR2,7/8,8 agonist52 

TNFα ↑ 

↓ 

↑ 

↔ 

↑  

↔ 

↓ 

↑ 

↔ 

↓ 

Fever and early phase inflammatory response CBMCs 

CBMCs 

CBMCs 

CBMCs 

CBMCs 

monocytes 

monocytes  

Whole blood 

Whole blood 

Whole blood 

TLR1-3, 7/8,9 agonist52 

TLR4 agonist +PHA246 

GBS262 

TLR4 agonist +IFN201 

GBS, TLR2,4 agonist203 

TLR7/8 agonist62 

BLP, TLR4,7 agonist62 

TLR1-4, 9 agonist52 

TLR2 agonist256 

TLR4 agonist202, 256 

GCSF ↓  

 

Increased granulocyte proliferation and monocyte 

production 

CBMCs PHA263 
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Cytokine/ 

chemokine 

Cord blood 

expression 

compared 

to adult 

blood 

 

Role in immunity Cell type Agonist used for in vitro 

stimulation (citation) 

GMCSF ↔ Stimulates granulocyte and monocyte differentiation CBMCs TLR4 agonist +PHA246 

 

TGFβ ↑  

 

Decreases macrophage activation, inhibits Th1 

response, Treg maturation 

DCs RSV53 
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1.4.1. The Poly-functionality of Cord Blood Immune Cells 

Differences in poly-functionality (i.e. the ability to express different cytokines 

simultaneously) between adult and neonatal cells may explain disparate results 

presented between studies on in vitro cord blood stimulation. Flow cytometry has 

shown that isolated CBMCs stimulated with TLR agonists in vitro are less capable of 

producing multiple cytokines simultaneously than cells from stimulated whole blood52. 

Cord blood monocytes show a similar degree of poly-functionality compared to adults, 

but flow cytometry of whole cord blood shows a decreased ability to express certain 

cytokines simultaneously (e.g. IL12p40 and TNFα) following TLR2, 4 or 7/8 

stimulation compared to adults. It has therefore been suggested neonatal Th1 immune 

attenuation (see 1.4) can be restored through TLR co-stimulation. Cord blood antigen 

presenting cells (APCs) show robust TNFα and IL12 expression (comparable to adults) 

when stimulated with TLR7/8 at the same time as TLRs 2 or 4264. This has also been 

demonstrated in animal models of neonatal sepsis, where TLR priming results in 

decreased duration of inflammation and therefore, decreased disease severity and 

mortality92. Murine RAG1-/- neonates with polymicrobial sepsis that have been pre-

treated with TLR4 and TLR7/8 agonists show enhanced neutrophil recruitment, 

phagocytic ability and oxidative burst, and therefore less severe disease than unprimed 

mice56, 92. In humans, patients with sepsis are administered IFNγ to increase TNFα 

production and improve phagocytosis107, 306. This treatment aims at resolving 

inflammation through pathogen clearance94, 265. This suggests cord blood immune cells 

may be less poly-functional due to deficiencies in their ability to concurrently express 

different cytokines compared to adults. 

1.4.2. Neonatal Plasma 

Cord blood plasma supports a tolerogenic bias through decreased constitutive 

expression of TNFα, IL12p70 and IFNγ238, 266, and increased anti-inflammatory IL4, 

IL10, IL13 and TGFβ compared to adult plasma267. Adult mononuclear cells cultured in 

cord blood plasma and stimulated with TLR3, 4 and 8 ligands, show decreased IL12p70 

and TNFα, and increased IL10 expression compared to adult mononuclear cells 

cultured in autologous plasma62, 245, 268. The use of different TLR agonists in this study 
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also indicates both MyD88-dependent and independent pathways of TLR signalling are 

supported by plasma-associated factors245.  

Studies on isolated immune cells allow for closer mechanistic analysis, but ignore 

cellular cross talk and could discard the influence of other soluble autologous factors 

found in blood267. Blood plasma consists of organic molecules such as proteins and 

hormones269 and is central to shaping the immune response. Plasma is necessary for 

rapid immune signalling throughout the body, but its mechanisms remain largely 

uncharacterised, particularly in the neonate270. Blood plasma contains many immune 

modulating proteins including IgG (11% of its protein content271), anti-inflammatory 

albumin (50% of its protein content) and adenosine, which regulates immunity270. Cord 

blood plasma contains increased concentrations of adenosine compared to adult 

plasma272 and metabolises less of the nucleoside than adult plasma273. Adenosine 

represses ROS expression by neutrophils and increases IL10 expression in 

macrophages, which then represses IL12 and TNFα expression (reviewed in274). 

Increased cord blood adenosine could contribute to the tolerogenic bias compared to 

adults observed in some stimulation studies.  

When neonatal haemocytes are cultured in adult plasma, their TNFα expression is 

comparable to adults (except following TLR7/8 stimulation)62. This response is dose-

dependent, where higher concentrations of LPS induce similar expression of TNFα 

between cord blood and adult mononuclear cells241. This ‘repaired’ response is thought 

to be due to the higher levels of immune-active plasma proteins (such as platelet 

activating factors) in adult plasma241. These findings highlight the importance of whole 

blood cell culture in characterising neonatal immunity due to differences between the 

way that cells are exposed to or interact with exogenous factors in plasma. In fact, it 

may be a combination of cellular robustness and serum-based factors that contribute to 

differences in neonatal immunity, although the precise mechanisms remain unclear. 

1.4.3. The Neonatal Innate Immune Response to Viral Stimulation  

Anti-viral cytokine expression (IFNs and IL12) by cord blood in vitro is impaired, 

independently of gestational age, cell type or immune agonist (see Table 1.1). Even 

when CBMCs are primed with IFNγ prior to TLR4 stimulation in vitro, they express 
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decreased IL12, IL8, IL23 and IFNs compared to adult blood201. This is significant as 

IFNγ typically activates STAT1 which this leads to microbial killing, antigen 

presentation and increased pro-inflammatory cytokine expression275. IFN production 

also induces an anti-viral state in adjacent cells which downregulates protein 

expression, and enhances NK cell, cytotoxic T cell and dendritic cell activation73, 276. 

Notably, the addition of exogenous IFNγ does not rescue ROS release and pathogen 

killing capacity in neonatal macrophages because STAT1 expression is decreased and 

unresponsive to the IFNγ relative to adults257. The lack of anti-viral mediators and 

responsiveness by cord blood supports clinical evidence that neonates are susceptible to 

viral infections including influenza and RSV that lead to increased mortality compared 

to adults277. 

An absence of IFNγ expression by neonates may be evidence of immune tolerance. 

When cord blood leukocytes exposed to LPS are co-stimulated with IFNγ, they 

demonstrate increased expression of TNFα, IL6 and IL1082 that exceeds 2 month old 

and 1 year old peripheral blood201. Additionally, CBMCs and whole cord blood express 

increased TNFα compared to adult blood following bacterial and viral TLR 

stimulation52, and GBS stimulation203, 262. Conversely, co-stimulation of CBMCs with 

LPS and IFNγ show comparable TNFα expression compared to adults201. Studies from 

rodents support these findings  as IFNγ-/- rodents are resistant to endotoxic shock278. 

These rodents are also protected against NEC compared to WT strains because they 

exhibit reduced inflammatory signalling279. Altogether, the impaired neonatal IFN 

response impacts innate immunity towards both viruses and bacteria.  

Decreased IFN expression by neonates may be explained by downstream adaptor 

molecules in TLR signalling. p38MAPK is involved in PMN degranulation, adhesion 

and respiratory burst and its constitutive expression between neonates and adults is 

similar211, 280. Following LPS stimulation, however, cord blood shows decreased p38, 

ERK and IκBα phosphorylation, which results in decreased cytokine expression 

compared to adult blood35, 62, 201, 211, 241, 256. The attenuated translocation of IRF7 into the 

nucleus of cord blood pDCs following TLR7 and TLR9 stimulation281, and decreased 

constitutive IRF3 expression248 also suggest that MyD88-independent signalling may be 

defective in neonates. Notably, when CBMCs are stimulated with multiple ligands, they 
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increase phosphorylation of NF-κBp65, ERK1/2 and Akt above adult levels, compared 

to stimulation with single ligands282. This could indicate neonates are less sensitive to 

viral antigens and need more stimulatory signals to achieve a robust response to viral 

stimulation.  

1.4.4. The Innate Immune Response in Preterm Compared to Term 

Neonates 

Emerging studies are challenging the traditional paradigm of immune attenuation in 

preterm neonates. Strunk et al.’s aptly titled review ‘innate immunity human newborn 

infants: prematurity means more than immaturity’ contrasts a robust ability by preterm 

neonates to phagocytose and kill pathogens in spite of attenuated cytokine responses283. 

This suggests preterm neonates do not show consistent attenuation in all aspects of their 

innate immune function. In fact, studies have shown that despite decreased populations 

of monocytes and neutrophils in preterm cord and peripheral blood284 and reduced 

opsonophagocytic activity in plasma82, phagocytic capacity is increased in early 

preterm cord blood compared to term284, 285. Additionally, previous work from our 

laboratory has demonstrated preterm cord blood expresses increased IL6 without any 

compensatory anti-inflammatory response (IL10 or TGFβ) following TLR2 and 4 

stimulation in vitro153. A meta-analysis of very preterm deliveries has also demonstrated 

a genetic profile in umbilical cord tissue that is similar to deliveries characterised by 

FIRs, suggesting that lower gestational age predisposes neonates to a pro-inflammatory 

phenotype286.  

Term and preterm cord blood show comparable constitutive cytokine production, with 

the exception of the chemokines IL8 and MCP1, which are higher in preterm neonates 

at birth148, 287. Alternatively, in vitro studies on TLR stimulation have consistently 

demonstrated decreased pro-inflammatory cytokine production in preterm compared to 

term cord blood (see Table 1.2). Further, the expression of IL6 and TNFα are 

consistently decreased in preterm cord blood compared to term, following stimulation 

with TLR1-9 agonists213, 288 or whole bacteria252, 289. Studies using flow cytometry have, 

however, shown conflicting results. Some authors have demonstrated that stimulation 

with LPS increases the frequency of IL6 and IL8 positive cells in preterm compared to 
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term cord blood194, while stimulation with S. epidermis decreases TNFα+ and IL6+ cell 

counts252. Despite these decreased cell counts, stimulation with TLR7-9 agonists or S. 

epidermis shows an increased IL8 response by preterm cord blood PMNs and whole 

blood compared to term204, 290. Alternately, stimulation of whole cord blood or PMNs 

with TLR1-5 agonists demonstrates comparable or decreased expression of IL8 

compared to term82, 290. In comparison to stimulation with whole heat killed bacteria, 

single TLR stimulation produces decreased cytokine responses in preterm cord blood 

compared to term204. These findings support preterm neonates are less sensitive to 

simultaneous stimulation by the multiple ligands that are present on whole bacteria. 

Such reduced sensitivity to pathogens may underlie preterm neonates’ susceptibility to 

contracting infection. 

In addition to an increased susceptibility to infection, preterm neonates demonstrate 

differences in regulatory immunity compared to term. The constitutive expression of 

anti-inflammatory IL10 and TGFβ is increased in preterm cord blood compared to term. 

Following LPS stimulation, however, preterm and term cord blood both express 

decreased IL10 and TGFβ compared to adult blood291. Further, when cord blood 

monocytes are supplemented with recombinant IL10 or TGFβ and are stimulated with 

TLR4, their inhibition of pro-inflammatory cytokine expression is impaired compared 

to adult monocytes. Anti-inflammatory cytokines limit inflammation through 

antagonising pro-inflammatory pathways and enhancing immunosuppressive 

mechanisms and tissue repair. The suppressive effects of anti-inflammatory cytokines 

are dependent on their ratios relative to pro-inflammatory mediators and the respective 

bioactivity of the molecules. Therefore, increased constitute cord blood IL10 levels may 

not be entirely protective against dysregulated inflammation in preterm neonates. 
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Table 1.2. A summary of studies on preterm cord blood cytokine expression 

compared to term following immune stimulation in vitro. Cytokine expression may be 

increased (↑),decreased (↓) or comparable (↔) in preterm compared to term cord blood 

following immune stimulation of the indicated cell types with specified agonists in 

vitro.  

Cytokine/ 

chemokine 

Expression 

in preterm 

compared 

to term 

cord blood 

 

Agonist Cell type (citation) 

IFNα ↓  

↓ 

RSV 

TLR7,9 

 

Monocytes292 

pDCs213 

IL1β ↓  

↓ 

↔ 

TLR4 

TLR2 

S. epidermis 

CBMCs288 

Monocytes35 

CBMCs46 

IL6 ↔ 

↓  

↓ 

↓  

↓ 

↓  

↓ 

↓  

↓ 

↓  

↔ 

↓ 

 

S. epidermis 

IL1 

TLR2, 4 

TLR4 

GBS 

RSV 

TLR2 

S. epidermis 

TLR4 

E. coli, S. aureus 

S. epidermis 

E. coli, Listeria 

monocytogenes, S. pneumonia 

 

CBMCs46 

CBMCs293 

CBMCs213 

CBMCs288 

CBMCs, whole blood289 

Monocytes292 

Monocytes35 

Whole blood252 

Whole blood252 

Whole blood82 

Whole blood82 

Whole blood294 

IL8 ↔ 

↓ 

↔ 

↑  

↓ 

  

S. epidermis 

TLR2 

TLR2-5 

TLR7/8, 9 

TLR2, 4 

 

CBMCs46 

Monocytes35 

PMNs290 

PMNs290 

Whole blood82 

 

IL10 ↔ 

↓ 

↔ 

↔ 

↑ 

↔  

S. epidermis 

TLR4 

TLR2-9 

TLR4 

GBS 

TLR4 

 

CBMCs, whole blood252 

CBMCs, whole blood252 

CBMCs213 

Whole blood291 

Monocytes204 

Whole blood177 

IL12 ↓ TLR2-9 

 

CBMCs213 
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Cytokine/ 

chemokine 

Expression 

in preterm 

compared 

to term 

cord blood 

 

Agonist Cell type (citation) 

TNFα ↔ 

↓ 

↓ 

↓ 

↓ 

S. epidermis 

TLR2-9 

TLR4 

GBS 

S. epidermis 

 

CBMCs46 

CBMCs213 

CBMCs288 

CBMCs, whole blood289 

CBMCs, whole blood252 
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1.4.5. Neonatal TLR Signalling 

Neonatal TLR signalling is immature compared to adults. In mice, TLR4 deficiency in 

mice leads to LPS hypo-responsiveness, resulting in increased microbial loads and 

higher rates of mortality295, 296. TLR2/TLR4-/- mice exposed to S. typhimurium are more 

susceptible to infection and show an increased bacterial load and rate of mortality. 

Similarly, IRAK1-/- animals are resistant to endotoxic shock because inflammatory 

signalling is downregulated297. In humans, IRAK4 deficiency is negatively correlated 

with age298, making children more vulnerable to higher incidences of infection and 

severe complications compared to adults299. The attenuated expression of these early 

signalling molecules could therefore place neonates at an increased risk of infection. 

Although there is a wealth of data which suggests that TLR expression is altered by 

preterm delivery48, 82, 288, 300, the largest body of literature has focused on TLR4. 

Seminal work by Forster-Waldl and colleagues found decreased expression of TLR4 in 

preterm cord blood of very low birth weight infants compared to term controls, with an 

associated decrease in pro-inflammatory cytokines following TLR4 stimulation288.  

Similarly, other studies have shown a positive correlation between gestational age and 

TNFα cytokine production following TLR4 stimulation, indicating increased immune 

responsiveness by preterm neonates with advancing gestational age at delivery35, 62, 82, 

288, 301. Conversely, constitutive expression of TLR2 does not appear to differ 

significantly across gestational age in isolated cord blood monocytes35. Preterm 

monocytes also show comparable expression of constitutive TLR2, TLR4 and TLR6 

compared to term and adult monocytes86. Alternately, other studies have shown that 

protein expression of TLR2 and TLR4 on monocytes and neutrophils is positively 

correlated with gestational age302. Deficient TLR4 expression could be analogous to 

mutations seen within the TLR4 gene itself, which lead to susceptibility to bacterial 

infection and decreased responsiveness to LPS288, 303, 304.  

Regulating TLR signalling is central to immune tolerance. For example, murine models 

show blocking NF-κB signalling in IECs decreases systemic inflammation while 

increasing local inflammation61. Other studies have also demonstrated NF-κB activation 

in IECS is protective against mucosal injury for this reason305, 306. Ultimately,  increased 

NF-κB and decreased IκBα contribute to severity of inflammation and increase the risk 



_____________________________________________________________________________ 

Chapter One: 

Introduction & Literature Review  Page 68 

 

 

of neonatal diseases such as NEC307. It is therefore unsurprising that breast milk 

stimulates intestinal epithelial cells’ expression of IκBα, resulting in reduced NF-κB 

translocation308. The very presence of this inhibitor in breastmilk highlights the 

potential for immune compound supplementation to protect the neonate from 

inflammation.  
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1.5. THE REGULATION OF INFLAMMATION 

Inflammation requires gradual down-regulation to avoid constant defensive signalling 

that leads to wide-spread tissue damage. Immune regulation can involve the expression 

of anti-inflammatory mediators, networks of genetic response signalling, and 

physiological feedback systems (e.g. via the HPA axis or secondary lymphoid 

organs)309. These mechanisms recruit Tregs, repress inflammatory genes and induce 

sickness-like behaviours that assist in the process of tissue healing. Notably, the down-

regulation of a pro-inflammatory response causes less tissue damage than increased 

anti-inflammatory mediator expression310, while uncontrolled inflammation causes 

more tissue damage than infection itself and can establish a fertile ground for pathogen 

growth or autoimmunity.  

As TLR signalling can be activated by both exogenous and endogenous ligands, it 

needs to be tightly regulated to avoid such pathological inflammation. Regulatory 

mechanisms active at different stages of the signalling pathway have distinct effects on 

inflammatory outcomes depending on the complexes they target. TLR signalling can be 

decreased in a temporal manner according to the gradual activation of inhibitors 

stimulated at various stages of the cascade. Examples of TLR regulation include the 

upregulation of direct inhibitors such as IκBα or post-transcriptional repressors of 

mRNA transcripts which control the signalling cascade. A key class of intracellular 

mediators induced by cytokines are inhibitory Suppressor of Cytokine Signalling 

(SOCS) proteins. These are proteins that regulate transcription of Janus Kinases (JAKs) 

that activate Signal Transducer and Activators of Transcription (STATs). SOCS 

proteins therefore inhibit the transcription of cytokines311. SOCS1-/- mice are therefore 

hyper-responsive to LPS exposure and produce higher levels of TNFα, IL12 and IFNγ 

than WT mice, resulting in decreased survival caused by excessive inflammation312-314. 

SOCS1 is also an important regulator of the p65 subunit, as it degrades this 

transcription factor and preventing cytokine expression315. SOCS proteins are 

responsive to cytokine production and are therefore important regulators of 

inflammation, impacting different components of the TLR signalling pathway. 
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Other regulators of inflammation target gene expression and can include microRNAs 

(miRs), gene promoters, inhibitory proteins and competitive binders. MiRs have 

emerged as master regulators of inflammation316 as they are responsive to different cues 

during inflammation and regulate gene expression post-transcriptionally. Dysregulated 

patterns of miR expression have also been associated with the development of chronic 

inflammatory conditions317. The role of miRs in regulating inflammation may therefore 

be critical to a better understanding of neonatal innate immunity. 

1.5.1. MicroRNAs 

MiRs are 18-22 nucleotide, single-stranded, non-coding RNAs which repress gene 

expression post-transcriptionally318. They are responsive to temporal and tissue-specific 

cues and therefore, regulate many cellular processes319, 320. The post-transcriptional 

action of miRs may explain the mechanisms behind differences in inflammatory gene 

and protein expression in studies of cord blood, and could be key to understanding 

dysregulated innate immune responses in preterm neonates.  

MiRs are ‘promiscuous’ as each can have hundreds of mRNA targets that impact 

networks of genes. In silico analyses of microarray expression data estimate that miRs 

regulate approximately 30% of the human genome321. As such, they are shown to 

influence fundamental cellular processes including cell differentiation, proliferation, 

migration and apoptosis. Regulation by miRs is complex because different miRs can 

have multiple mRNA targets, act on many pathways simultaneously or act on different 

components of a common pathway. Similarly, mRNAs or entire genetic pathways can 

be targeted by many miRs at once to achieve a single effect, such as the downregulation 

of inflammation. These effects are commonly explored using microarray analyses, and 

in vitro miR transfection or knockdown studies.  

MiRs are evolutionarily-conserved and encoded by the genome such that they are 

regulated by their own transcription factors and promoters319. They are encoded as 

primary transcripts or as introns alongside protein sequence exons322. MiRs are 

transcribed by RNA Polymerase II from long primary transcripts (pri-miRNAs), which 

are subsequently cut by the RNaseIII, Drosha, into 60 base-pair precursors also known 

as ‘pre-miRNAs’323, 324 (Fig 1.2). Another RNase III, Dicer, then cuts the pre-miR into 
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an asymmetrical 22bp miR duplex containing the mature miR and its star-form 

complement325. Mature single-stranded miRs are exported to the cytoplasm and loaded 

onto an RNA-inducing silencing complex (RISC), which guides their targeted 

recognition of mRNA transcripts. MiRs bind complementarily to the 3’ untranslated 

region (UTR) of their target mRNA transcript and therefore, silence translation or 

signal transcript degradation324. MiR binding results in the adenylation or reduction of 

mRNA stability to the point of degradation326, 327, indirectly repressing protein 

synthesis. MiRs can down-regulate protein synthesis by directly targeting mRNA or 

indirectly up-regulating protein expression through suppression of negative regulators. 

For example, miR-155 upregulates cytokine expression through repressing the 

suppressor of cytokine signalling SOCS1328, 329. 

Approximately 1800 human miRs have been identified330 and at least 150 of these have 

known immune implications331, though their functional roles are not fully 

characterised332. In the context of immunity, tissue-specific or temporal aspects of miR 

regulation allow for the strict control of inflammation. Inflammation itself upregulates 

factors that control the expression of miRs, including TGFβ and bone morphogenic 

protein (BMP), which induce pri-miR processing333. A more comprehensive 

understanding of the regulatory interactions between miRs and inflammation could 

therefore lead to new avenues of therapy for inflammatory morbidities334.  
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Fig 1.2. A diagrammatic representation of miR synthesis and function. miRs are encoded in 

genomic DNA and transcribed as long primary transcripts (pri-miRNAs), which are then cut by 

Drosha (to form pre-miRNAs) and Dicer (to form a miR duplex consisting of the miR and its 

asymmetrical star-form partner). The mature miR transcript is then exported into the cytoplasm 

and loaded onto RISC, which guides its recognition of mRNA transcripts. This complex binds 

to the mRNA target and either represses the transcript’s translation or signals for its 

degradation. 
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1.5.1.1. MiRs that regulate TLR signalling 

TLR signalling and the induction of pro-inflammatory cytokines can be up- or down-

regulated through the actions of miRs (for review see335). Approximately 29% of 

genetic transcripts for cytokines and chemokines contain miR targets336. MiRs are also 

responsive to cytokines: for example, IL10 downregulates miR-155 release by bone 

marrow macrophages following LPS stimulation337. Human decidual cells stimulated 

with IL1β demonstrate differential expression of 428 transcripts (containing six miRs) 

which repress genes in TLR and MAPK signalling pathways338. In fact, a majority of 

miR regulation occurs downstream of TLR receptors to ‘dampen’ rather than eliminate 

TLR signalling. This allows for the elicitation of a balanced and appropriate immune 

response to a pathogen without prolonging inflammatory signalling.  

The temporal nature of miR induction means that miRs are expressed as part of early 

and late response mechanisms. As such, miR-155 induction occurs within two hours of 

LPS exposure, while miR-21 is induced after 8 hours335, 339. These temporal cues form a 

regulatory loop where miR-21 represses PDCD4, a repressor of IL10, and therefore 

delays an increase in IL10 expression needed to represses miR-155 later during 

inflammatory signalling337. When miR-155 is downregulated, it no longer represses 

SHIP1 or SOCS1 genes, allowing these proteins to downregulate the pro-inflammatory 

TLR4 response340. This network of signalling presents an antagonistic relationship 

between two miRs that rely on temporal cues during inflammatory signalling. As such, 

it highlights the role of miRs in ‘buffering’ rather than eliminating inflammation.  

TLR-induced inflammation consists of many adaptor molecules and transcription 

factors that can be regulated throughout the signalling cascade. TLRs themselves have 

few 3’UTRs, indicating the presence of conserved target sites for regulation by miRs335. 

At the receptor level, let-7e represses the expression of TLR4 mRNA, restricting 

signalling downstream of the receptor335, 341. let-7e is increased with LPS stimulation as 

demonstrated in macrophages in vitro, where silencing the gene upregulates cytokine 

expression following LPS stimulation. miR-9 is also upregulated by the activation of 

TLR2,4 and 7/8 in a MyD88- and NF-κB-dependent manner332. This is demonstrated by 

in vitro stimulation of human monocytes and neutrophils, where activation of NF-κB 

through TLR4 increases miR-9 expression and subsequently, miR-9 induces a negative-
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feedback response by downregulating NF-κB. It is therefore postulated that most TLR 

regulation occurs during or after transcription.  

1.1.1.1.4. miR-106a  

MiR-106a is an indirect pro-inflammatory regulator as it has a binding site on the anti-

inflammatory IL10 gene339. In human cell lines, transfection with an IL10 luciferase 

transporter gene results in decreased IL10 expression when miR-106a is increased342. 

Further, transfection of miR-106a into a bladder cancer cell-line increased p38 and JNK 

phosphorylation during TLR signalling343. Murine models of allergic airway 

inflammation have also demonstrated that the knockdown of miR-106a is associated 

with an upregulation of IL10 expression in the lung344. These mice also show increased 

airway inflammation in a dose-dependent manner to miR-106a expression. Together, 

these studies highlight miR-106a as an upregulator of TLR signalling through the 

repression of IL10. 

1.1.1.1.5. The miR-146 family 

The MiR-146 family are negative regulators of inflammation90, 323, 345, 346 consisting of 

miR-146a and miR-146b. Their expression is highest 24 hours following LPS exposure 

in human monocytes in vitro323, 346 and mice in vivo347. The miR146 family represses 

NF-κB, MAPK and downstream EGR transcription factors in the TLR signalling 

cascade348, 349. While miR-146a and miR-146b differ by two base-pairs, they are both 

associated with repression of IRAK1 and TRAF6323, 350, 351and are regulated by NF-

κB323, 352. 

miR-146a expression can be induced by LPS, TNFα and IL1β in a NF-κB-dependent 

manner323. It also shows cell-specific function, decreasing TRAF6 and IRAK1 in 

monocytes323 and STAT1 in Tregs353. In mice, miR-146a deficient Tregs are associated 

with the formation of autoimmune inflammatory lesions, indicating that the miR is 

crucial for these cells’ tolerogenic roles353. Human Langerhans cells also show 

increased constitutive expression of miR-146a compared to dendritic cells, which may 

be related to the induction of tolerance on the skin and mucosa towards the external, 

pathogen-rich environment354. In pDCs, TLR7 or TLR9 stimulation leads to increased 

miR-146a expression, which decreases NF-κB activation and therefore impairs TLR 
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signalling355. Overall, miR-146a clearly has context-dependent roles in inflammatory 

suppression.  

miR-146a may also have a role in conferring endotoxin tolerance, although the precise 

mechanisms remain unclear. miR-146a-/- mice are hyper-sensitive to LPS, developing 

acute vascular responses following exposure to the endotoxin353, 356. Further, neonatal 

mice upregulate miR-146a expression to establish enteric homeostasis in intestinal 

epithelia347. Extensive mucosal damage is observed in mice where miR-146a expression 

is ablated by anti-miR-146a antibodies347, particularly as miR-146a is also involved in 

the induction of gene sets central to cell survival, differentiation and homeostasis347, 351. 

Tolerance towards LPS through the down-regulation of IRAK1 remains evident in the 

murine gut until 3 weeks of age, when IRAK1 expression is restored347, 357. These 

findings highlight that miR-146a expression in the gut is age-specific and that miRs 

have many roles in supporting a tolerogenic neonatal immune system.  

1.1.1.1.6.  miR-155 

miR-155 is an important pro-inflammatory mediator that regulates many inflammatory 

targets and influences entire networks of inflammatory genes. The anti-inflammatory 

action of IL10 has been shown to repress miR-155 during LPS stimulation in human 

and murine cell lines337, 358, highlighting the significance of its role during 

inflammation. The best characterised target of miR-155 is SOCS1, where the over-

expression of miR-155 in mice directly down-regulates the expression of SOCS1 and 

therefore, upregulates cytokine synthesis328, 341, 359, 360. miR-155 expression is increased 

in mononuclear leukocytes following stimulation with Poly I:C and IFNβ, as it can be 

induced by both MyD88- and TRIF-dependent signalling pathways 323, 361. miR-155 

induction is also associated with increased TNFα expression and therefore, its over-

expression in mice makes them more vulnerable to septic shock than wild types362. 

Further, the knockdown of miR-155 is associated with decreased numbers of Th1 and 

Th17 cells and mild experimental autoimmune encephalitis in mice363.  

miR-155 expression is upregulated by TLR2, 3, 4 and 9 signalling (reviewed in335).  

Cancer and embryonic kidney cell lines have also shown that miR-155 targets MyD88 

during Helicobacter pylori exposure364. The knockdown of miR-155 therefore leads to 



_____________________________________________________________________________ 

Chapter One: 

Introduction & Literature Review  Page 76 

 

 

increased MyD88 expression in human macrophage cells in response to oxidised low 

density lipoprotein (representing oxidative stress). Downstream of MyD88, miR-155 

has also been shown to repress IKKε (an inhibitor of NF-κB binding) and is associated 

with upregulated cytokine expression. H. pylori infection of gastric epithelial cells and 

human embryonic kidney cells shows that the over-expression of miR-155 leads to 

decreased IKKε365. Overall, miR-155 is ubiquitously expressed and has multiple roles 

during TLR signalling that increase inflammation.  
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1.6. MIR EXPRESSION IN THE PLACENTA 

Placentation is a complex process influenced by epigenetic regulation that is responsive 

to environmental cues throughout gestation. The placenta is a dynamic organ that 

requires temporal regulation as it develops and therefore, the differential expression of 

epigenetic regulators play a critical role during pregnancy. As miRs influence vast 

networks of cellular processes, it is unsurprising that they are emerging as key 

regulators of placental gene expression.  

Microarray analyses have revealed that the human placenta expresses approximately 

600 different miRs, including those exclusive to gestational tissues366-369. MiRs that are 

involved in proliferation, differentiation, cell death and metabolism are abundant in the 

placenta366, 370. Placental miR biogenesis was first confirmed in trophoblasts which 

demonstrated the expression of proteins specific to facilitating miR synthesis and 

function, including Argonaute2 and Dicer371, 372. In fact, the knockdown of Dicer in 

human placental explants is associated with the over-proliferation of cytotrophoblast 

cells due to the absence of regulation by miRs372. Murine models have also shown that 

the knockout of miR biogenesis machinery in the placenta causes impaired 

angiogenesis and compromised embryonic survival373. Together, these studies highlight 

the role of miRs in regulating placental development and function. 

Interestingly, the preterm placenta has a unique miR profile, showing differential 

expression of 20 placenta-specific miRs compared to term374. Further, placental and 

decidual miRs are differentially expressed in preterm compared to term deliveries with 

chorioamnionitis375, 376, suggesting that inflammatory regulation occurs differently at 

different gestational ages. Deep-sequencing has shown that preterm villous trophoblasts 

differentially express 7 inflammatory miRs with intra-amniotic infection compared with 

iatrogentic preterm birth377. Notably, there is no difference observed in the decidua of 

these placentae, highlighting the tissue-specific nature of miR-based regulation.  

Unique clusters of miRs are differentially expressed throughout gestation in the 

placenta378. MiRs associated with angiogenesis and cell survival are dominant in first 

trimester placentae, while those associated with cell differentiation are upregulated in 
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third trimester placentae378. A majority of placental miRs are encoded on the C19MC 

chromosomal cluster, comprising the largest known cluster of human miRs321, 378. These 

miRs become differentially expressed during pathological pregnancies including 

hypoxia-induced fetal growth restriction379, 380, pre-eclampsia374, 381 and preterm 

delivery374. A microarray targeting 762 miRs expressed in term and first trimester 

trophoblasts and cell lines has identified several miR clusters exclusive to the placenta 

and 27 miRs that are differentially expressed according to gestational age382. This 

suggests there are diverse miR ‘fingerprints’ which are unique to gestational age and 

can influence the phenotype of placental cells. 

The differential expression of placental miRs may contribute to altered placental 

function, however a majority of such evidence remains correlational. For example, 

decreased placental expression of miR-16 and miR-21 is positively correlated with 

IUGR and adverse pregnancy outcome383. These findings are extrapolated from 

previous studies which suggest that miR-21 regulates cell proliferation and migration384, 

and miR-16 is involved in apoptosis and the regulation of the cell cycle385. Such 

analysis is open to interpretation as miRs can have tissue-specific patterns of expression 

and function386 and the pathogenesis of IUGR is multifactorial. Studies which transfect 

or interfere with miRs are therefore required to elucidate precise bioactive pathways or 

pathological mechanisms. As such, though different placental miRs have been 

identified by array analyses, their specific function is yet to be elucidated and are 

currently limited to in silico analyses. Further, there are few studies on the involvement 

of miRs in regulating TLR signalling. As miRs have been demonstrated to play critical 

roles in regulating networks of inflammation, it is important to characterise their roles 

in the regulation of placental inflammation and how their expression many be 

associated with the regulation of neonatal immunity. 
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1.7. THE REGULATION OF NEONATAL INNATE IMMUNITY 

BY MIRS 

Our understanding of miR expression in neonatal tissue is limited, although it may be 

key to understanding differences in immune regulation compared to adults. The 

differential expression of miRs that regulate TLR signalling may also explain 

differences between term and preterm cord blood cytokine responses to immune 

stimulation (see section 1.5). In adults, miRs play an important role in the development 

and differentiation of different immune cells (for review see359) and given their 

influence on developmental processes (e.g. angiogenesis and cell differentiation), they 

are also likely contributors to immune ontogeny.  

Literature regarding neonatal expression of immune-regulatory miRs is particularly 

scarce. The decrease in TNFα expression demonstrated by cord blood monocytes 

following LPS stimulation compared to adult monocytes (with no difference in NF-

κBp65 expression) may result from post-transcriptional regulation by miRs387. In fact, 

decreased miR-125b is associated with increased TNFα in cord blood monocytes 

following in vitro LPS exposure, while overexpression of miR-125b represses TNFα387. 

Most other studies on cord blood miR expression lack such mechanistic insight. For 

example, Charrier et al. associated increased miR-146a and decreased miR-155 

expression in cord blood pDCs with dysfunctional responses to viral stimulation 

relative to adult pDCs388, but did not confirm any changes in target mRNA expression. 

Similarly, 20 differentially expressed miRs were reported by a study comparing cord 

blood and adult mononuclear cells389, but their functional effects were not defined.  

In a seminal study on cord blood miR responses to endotoxin, Lederhuber et al. found 

the constitutive expression of miR-146a and miR-146b was comparable between cord 

blood and adult blood242. Following LPS stimulation, they observed a time-dependent 

upregulation of miR-146a and miR-146b in cord and adult blood, however, at 24 hours 

post-LPS exposure, there was a significant, two-fold upregulation of miR-146a in cord 

blood compared to adult blood. miR-146a therefore appears to be essential for the 

negative regulation of TLR4 signalling in both adults and neonates. This extended 
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period of increasing miR-146a expression observed in neonates may suggest an 

increased reliance on tolerogenic mechanisms. Notably, this study only characterised 

TLR4 expression alongside miR-146a/b and saw no difference between adult and cord 

blood responses, which is contrary to previous literature on stimulated TLR4 responses 

(Table 1.1). Further, known targets of miR-146a/b, IRAK1 or TRAF6 were not 

characterised.  

Microarrays of peripheral neonatal blood has shown that inflammation such as 

chorioamnionitis alters the preterm transcriptome, including miR expression390. Preterm 

neonates exposed to chorioamnionitis differentially express 488 genes compared to 

unexposed preterm neonates, with one of the top pathway regulators being miR-155 

(which was upregulated). Similarly, exposure to maternal smoking during pregnancy 

has been associated with increased cord blood miR-223 expression and decreased Treg 

numbers compared to cord blood from non-smoking mothers391. As miR-223 is mainly 

expressed on leukocytes and has roles in granulocyte development and function, it may 

directly repress Treg development. Further, the concentration of cigarette smoke toxins 

in maternal urine is associated with a dose-dependent decrease in cord blood miR-155 

expression. This suggests pro-inflammatory insults during pregnancy may alter post-

natal immune regulation, at least as mediated by miRs. Together, these findings begin 

to clarify a role for miRs in top-down regulatory networks of inflammatory gene 

regulation in neonates, though they require validation studies to confirm their 

mechanistic influence. 

1.7.1. REGULATION OF PRETERM NEONATAL INNATE IMMUNITY 

BY MIRS 

Currently, there is no literature assessing the impact of preterm delivery on immune 

miR expression in neonates. Differential expression of miRs according to gestational 

age could be a key factor contributing to differences between the preterm and term 

neonates’ immune function. Given that LPS-stimulated TLR4 expression is correlated 

with gestational age35, 288, it is likely that the expression of let-7e is also age-dependent. 

Existing studies on miRs expressed by preterm peripheral blood or placenta use 

microarray techniques that are more exploratory for the sake of establishing biomarkers 
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(for review see392). For example, peripheral blood from neonates with BPD shows 

increased miR-152, miR-30a, miR-133b and miR-7 expression compared to healthy 

neonates393. These findings could, however, be part of a more generalised inflammatory 

response.  

Though studies have provided observational insights into differential miR cluster 

expression in preterm tissues, none have offered mechanistic evidence as to how these 

miRs are altered in preterm neonates and what impact this has on innate immune 

function. For example, Rogers et al. identified differential expression of the miR14~92 

gene cluster in autopsies of preterm infants who died from severe BPD394. The cluster is 

typically associated with normal lung development395 but in the lung tissue of deceased 

infants with BPD, it was downregulated394. The controls for this study were deceased 

term infants that did not suffer from non-respiratory mortalities, which questions the 

validity of their use as a control group. To consolidate their findings, the authors 

showed decreased miR-17 and miR-19b in serum from preterm infants who later 

developed BPD. They postulated that because these miRs typically downregulate TGFβ 

expression, their downregulation would predispose preterm neonates to the aberrant 

inflammation observed in BPD sufferers. While it authors suggest these miRs could be 

used as biomarkers for screening BPD in vulnerable preterm infants, these findings do 

not confirm a precise mechanism for their role in aberrant respiratory inflammation. 

Identifying such mechanisms is critical, because it is likely that whole networks of 

inflammatory genes are impacted by the pathogenesis of BPD. Although miRs can be 

correlated with particular disease states or increased under experimental conditions, 

there often remains the need to demonstrate causality396.  

The difficulty in identifying miRs that regulate neonatal innate immunity is that miR 

expression can influence entire networks of genes. Preterm birth encompasses multiple 

phenotypes and in the context of inflammation, genetic alterations affect entire 

networks of physiology with both scientific and clinical implications. MiRs that are 

differentially expressed between term and preterm neonates may contribute to perturbed 

maturity of this system. Currently, knowledge of miR expression and the regulation of 

inflammatory responses by neonates remains in its infancy. Characterising differential 
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miR expression could therefore improve diagnostic and prognostic phenotyping or 

identify potential therapeutic targets for managing inflammation in preterm neonates.  
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1.8. SYNOPSIS 

Preterm neonates are at higher risk of developing inflammatory morbidities compared 

to their term-born counterparts. TLR signalling is a critical component of inflammation 

and in vitro cord blood studies have shown that it is impaired in preterm neonates. As 

such, decreased expression of TLRs and cytokines following innate immune stimulation 

is observed in preterm compared to term cord blood. Preterm neonates are also more 

susceptible to developing neutropenia and demonstrate decreased phagocytic and cell-

mediated killing capacities compared to term neonates. Such attenuation of innate 

immune function typically increases the likelihood of contracting infection. Preterm 

neonates are, however, also susceptible to developing conditions characterised by 

aberrant inflammation including neonatal sepsis, RDS and NEC. The mechanisms 

underlying these paradoxes in innate immune dysfunction remain unclear, but may 

relate to immature regulatory signalling. 

MiRs have recently emerged as critical regulators of inflammation, but their expression 

remains poorly characterised in the context of neonatal immunity. Differences in miR 

expression between preterm and term neonates could contribute to immune 

dysregulation. To address this gap in immunological research, this thesis will assess the 

impact of preterm delivery on the expression of miRs and other genes associated with 

TLR signalling in placenta and cord blood. The identification of mechanisms that 

predispose preterm neonates to inflammatory conditions could lead to more targeted 

diagnostic and therapeutic interventions to ameliorate adverse health outcomes.  
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1.9. AIMS & HYPOTHESES 

The aim of this thesis is to investigate TLR signalling pathways in cord blood and 

placenta to understand factors that may contribute to inflammatory dysregulation in 

preterm neonates. Specifically, the studies contained in this thesis aim to: 

 Characterise the expression of genes associated with TLR signalling, including 

miRs and their targets (mRNAs) in preterm and term placenta at birth; 

 Characterise the expression of miRs and their mRNA targets, and cytokines in 

preterm and term cord blood at birth; 

 Characterise the expression of miRs and mRNAs in preterm and term cord 

blood following TLR stimulation to mimic exposure to common neonatal 

pathogens; 

o Identify how this response changes over time in vitro; and 

 Conduct a bioinformatics-based analysis of TLR signalling molecules to identify 

network-level alterations in preterm neonates’ peripheral blood and identify 

novel mechanisms and/or targets for further research.  

In the context of genes associated with TLR signalling, it is hypothesised that: 

 Preterm placenta will show a pro-inflammatory gene expression profile, 

including decreased anti-inflammatory miRs and increased inflammatory genes; 

 Preterm cord blood will show decreased anti-inflammatory miR expression and 

increased inflammatory gene expression compared to term at birth; 

 Following in vitro stimulation with TLR2, 3 and 4 agonists, preterm cord blood 

will show: 

o decreased expression of anti-inflammatory regulators including let-7e, 

miR-146a and SOCS1 compared to term; 

o increased expression of pro-inflammatory mediators including miR-155, 

miR-106a and IL6 compared to term; 

o increased pro-inflammatory gene expression over time compared to 

term cord blood; and 

 Preterm neonates with infection will demonstrate an inflammatory gene 

network biased towards pro-inflammatory pathways compared to term neonates 

with infection.
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2.1. SUBJECT RECRUITMENT 

Pregnant women (n= 152) presenting and delivering at term (control group; ≥ 37 weeks 

gestation), late preterm (32-37 weeks) or early preterm (≤ 32 weeks) gestation were 

recruited to this study by the researcher, research midwife or consulting neonatologist. 

All participants delivered at either the Lyell McEwin Hospital (LMH) or the Women’s 

and Children’s Hospital (WCH) between 2012 and 2016 in Adelaide, South Australia.  

All participants provided informed written consent for participation in this study. 

Neonates with known congenital malformations were excluded from this study. Clinical 

data were collected from health records including obstetric history, delivery details and 

neonatal health outcomes. Birth weight centiles were calculated using the GROW v6.7 

Customised Centile Calculator397. Intra-uterine growth restriction (IUGR) was defined 

as birth weight below the 3rd centile, while small for gestational age (SGA) was defined 

as birth weight below the 10th centile. Chorioamnionitis was confirmed using 

histopathological reports. Ethical approval for this study was provided by the human 

research ethics committees of the Lyell McEwin Hospital (Approval: 

HREC/14/TQEHLMH/158), Women’s and Children’s Hospital (Approval: 

REC2198/7/12) and the University of Adelaide, Adelaide, SA, Australia. 
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2.2. SAMPLE PROCESSING 

All reagents and materials are listed in Appendix I. 

All cord blood samples (n=152) were analysed for baseline gene expression (Chapter 4) 

and a subset of matched placentae (n=60) were analysed for baseline gene expression 

(Chapter 3). A subset of cord blood samples were also stimulated with TLR agonists in 

vitro for analysis in Chapter 5 (n=61). A smaller subset of samples from this group was 

used for a time course study of in vitro TLR stimulation in Chapter 6 (n=49). 

Limitations in cord blood volume were the determinants for sample size in each 

experimental chapter.  

2.2.1. CORD BLOOD 

Umbilical cord blood was collected in lithium heparin vials at delivery and processed 

within one hour of collection. Samples consisted of a mixture of arterial and venous 

cord blood. One aliquot of whole blood (300µL) was stored at -80°C for baseline 

analysis of RNA expression. Approximately 6mL of cord blood was used for in vitro 

culture. Remaining cord blood was centrifuged (10 minutes at 3,500 rpm, 4°C) and 

separated serum was removed and frozen at -20°C for cytokine analysis (section 2.4). 

2.2.2. PLACENTAL TISSUE 

Placentas were collected within one hour of delivery. Approximately 5mm of surface 

tissue from the maternal surface was removed prior to sampling to maximise genetic 

sampling of placental rather than maternal tissue. Samples were dissected from five 

cotyledons and pooled together. Dissection avoided obvious major vessels, blood clots 

and calcified or fibrous tissue. Aliquots of the pooled placental tissue (50mg) were 

snap-frozen in liquid nitrogen and stored at -80°C.   
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2.3. CORD BLOOD CULTURE AND STIMULATION 

2.3.1. WHOLE CORD BLOOD IN VITRO TLR STIMULATION  

Previous studies have highlighted the importance of cellular cross-talk and plasma-

based factors during an immune response (see 1.5.2). Further, previous findings from 

our laboratory have indicated that CBMCs do not respond as robustly to TLR 

stimulation as whole cord blood153. Whole cord blood was therefore used to investigate 

gene and protein expression in this thesis.  

Replicates of cord blood (100µL) were cultured in flat-bottomed 96-well cell culture 

plates at 37°C and 5% CO2. Cultures were rested overnight prior to TLR stimulation to 

minimise any potential effect of labouring delivery.  

TLR agonists were provided as lyophilised powders. PGN from the cell wall 

component of S. aureus and synthetic Poly I:C were reconstituted in sterile water, and 

LPS derived from E. coli was reconstituted in sterile DPBS, as per manufacturer’s 

instructions. 

Following an overnight resting period, cord blood was stimulated with PGN (10ng/mL; 

10μL), Poly I:C (50ng/mL; 10μL) or LPS (100ng/mL; 10μL). TLR agonist 

concentrations were determined from existing studies52, 256 and optimised in our 

laboratory. Both time and agonist concentration optimisation studies were performed, 

determining the peak synthesis phase of IL6 and TNFα production according to agonist 

dose and over time following TLR stimulation153.  TNFα and IL6 production both 

peaked and plateaued 6 hours following TLR stimulation. The 6 hour time point was 

therefore chosen for the analysis of TLR signalling pathways. Cord blood was removed 

from culture following 2, 6 or 24 hours stimulation, and triplicates were pooled (to 

achieve a volume of 300μL that would ensure maximal RNA yield) and stored at -80°C.  
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2.3.1.1. Stimulation of Diluted Cord Blood for Cytokine Analysis 

Whole cord blood was diluted in sterile saline (1:4) and plated (100μL) for cytokine 

analyses. Diluted blood was used in these experiments due to limitations in cord blood 

volumes available for analysis from preterm deliveries. Cord blood was cultured in 96 

well, flat bottom cell culture plates at 37°C and 5% CO2 and rested overnight prior to 

agonist exposure. Following resting, cord blood was stimulated with either PGN 

(100ng), Poly I:C (5μg) or LPS (1μg). Following stimulation, duplicate wells were 

pooled and collected at 2, 6 or 24 hours. Pooled samples were centrifuged at 10,000rpm 

for 5 minutes at 4°C for the separation of supernatant from haemocytes. Supernatant 

was collected and stored at -20°C until further analysis. 

  



 

_____________________________________________________________________________ 
Chapter Two: 

General Methods  Page 90 

 

2.4. ENZYME-LINKED IMMUNOSORBENT ASSAY (ELISA) 

A select panel of pro- and anti-inflammatory cytokines and chemokines were 

investigated using ELISA. These targets have well-defined roles in TLR signalling (see 

1.3-5).  

2.4.1. Single-target ELISA 

Single target ELISAs (Human Duo Sets) were used to measure TNFα, IL6 and IL8 in 

cord blood serum to account for their typically increased serum concentration. The 

lower detection limit for TNFα was 15.625pg/mL, and the lower detection limit for both 

IL6 and IL8 was 31.25pg/mL. Samples being assayed for IL6 and IL8 were diluted 1:20 

in the appropriate reagent diluent prior to analysis. All inter-assay and intra-assay 

coefficients were below 10%. 

2.4.2. Multi-panel ELISA  

Multi-panel ELISA was used to determine the concentration of 7 cytokines and 

chemokines in cord blood serum (Milliplex MAP Kit). These consisted of GM-CSF, 

IL1α, IL1β, IL1RA, IL10, IL12p70 and MCP1. These cytokines are well-established as 

key inflammatory mediators50. The limitations and coefficients of variation are listed in 

Table 2.1. 

  



 

_____________________________________________________________________________ 
Chapter Two: 

General Methods  Page 91 

 

Table 2.1. Detection Specifications for the Milliplex MAP Kit used for this thesis. 

Minimum limit of detection (pg/mL), intra-assay %CV and inter-assay %CV for 

cytokines measured using the Milliplex MAP Kit. 

Target Minimum Limit 

of Detection 

(pg/mL) 

Intra-assay %CV Inter-assay %CV 

GM-CSF 7.5 3.1 10.1 

IL1α 9.4 3.3 12.8 

IL1β 0.8 2.3 6.7 

IL1RA 8.3 2.1 10.7 

IL10 1.1 1.6 16.8 

IL12p70 0.6 2.2 16.7 

MCP1 1.9 1.5 7.9 

  



 

_____________________________________________________________________________ 
Chapter Two: 

General Methods  Page 92 

 

2.5. RNA EXTRACTION AND PURIFICATION  

2.5.1. RNA Extraction from Pooled Placental Tissue 

RNA extraction from placenta was performed as previously described using 

TRIzol®398. Frozen pooled placental tissue (50mg) was homogenised in TRIzol using 

2.8mm Precellys Zirconium Oxide Beads and a Precellys Tissue Homogeniser (2x 20 

second cycles at 5,500rpm). Chloroform (300µL) was added to homogenised samples 

and tubes were manually agitated for 15 seconds. Samples were incubated at room 

temperature for 10 minutes and then centrifuged (10 minutes at 10,000rpm, 4°C). The 

upper, clear aqueous phase was transferred into a new RNase-free tube and cold 

isopropanol (4°C, 1mL) was added. Samples were incubated for 10 minutes at room 

temperature. RNA was pelleted by centrifugation (10 minutes at 10,000rpm, 4°C) and 

supernatant was discarded. The pellet was resuspended in cold RNase-free ethanol 

(1.5mL) and centrifuged (5 minutes at 7,500rpm, 4°C). Supernatant was discarded and 

the pellet was eluted in RNase-free water (100μL). 

RNA was purified using the miRNeasy Mini Kit and RNase-Free DNase Set, according 

to manufacturer’s protocol. Purified RNA was eluted in RNase-free water (50µL) and 

its concentration was determined using a Nanophotometer. RNA integrity was 

determined using a RNA 6000 Nano kit and Bioanalyser.  

Placental RNA with RNA integrity numbers (RINs) ≥ 5 were used for analysis. Low 

RINs are typically obtained from placental tissue due to the increased density of RNA 

in these samples which produces a high level of background fluorescence during 

electropherogram analysis on microfluidic chips. However, placental RNA integrity ≥ 5 

has been shown to be sufficient for reliable qPCR analysis399, 400. 

2.5.2. RNA Extraction from Cord Blood 

RNA was extracted from whole cord blood using TRIzol LS® Reagent and purified 

using a miRNeasy Mini Kit, which extracts all RNA transcripts longer than 18 

nucleotides. Three volumes of TRIzol LS were added to one volume of cord blood and 

vortexed for 1 minute to lyse the cells. The homogenised mixture was incubated at 
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room temperature for 5 minutes to allow for dissociation of nuclear contents. 

Chloroform (200μL) was added to each sample and agitated for 15 seconds. The RNA 

extraction and purification procedure from this stage onwards was identical to that 

previously described for placental tissue (see section 2.5.1.). Cord blood RNA with 

RINs ≥ 9 were used for qPCR analysis. 
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2.6. QUANTITATIVE REAL TIME REVERSE TRANSCRIPTION 

POLYMERASE CHAIN REACTION (qRT-RT-PCR) 

2.6.1. qRT-RT-PCR for miRNA  

Purified miRNA (10ng) was reverse transcribed using a Taqman MicroRNA Reverse 

Transcription Kit. The manufacturer’s protocol was modified slightly to accommodate 

for five RT primer targets per reverse transcription reaction. This was performed to 

enable consistency and the efficient use of reagents. Samples were amplified in 

reactions containing RNA in Nuclease-free water (10ng in a 5μL volume). Pooled 

reverse transcription contained a mixture of dNTP mix (0.19µL), Multiscribe enzyme 

(1.25μL), 10xRT buffer (1.25μL), RNase inhibitor (0.24μL), five RT primers (1.12μL 

each) and RNA in nuclease-free water (5μL). Seven miR primers were used for cDNA 

synthesis (let-7e, miR-155, miR-146a, miR-146b, miR-106a, RNU6B and RNU48 (see 

Table 2.2)).  The reaction mixture was adjusted to a total volume of 13.77μL using 

nuclease-free water. The reaction was incubated on a Thermal Cycler at 16°C for 

30min, 42°C for 30min and 85°C for 5min, and terminated at 4°C.  

Relative miRNA expression was quantified using Taqman MicroRNA Assays. Each 

20µL reaction contained the cDNA template (10ng in 1.33 µL), RNase-free water 

(7.67μL), the relevant Taqman gene microRNA expression assay (1µL) and Taqman 

Universal PCR Master Mix II without UNG (10µL). Relative miR expression was 

determined using the comparative cycle threshold (2-ΔCT) method using the QuantStudio 

12K Flex PCR machine. As miRs are short, non-coding RNA transcripts, endogenous 

snoRNAs are often used as comparative controls during PCR. The snoRNAs RNU48 

and RNU6B were therefore identified as candidate housekeeping genes from previous 

literature investigating cord blood242 and placental miR expression386. The PCR 

consisted of two holding stages (2 min at 50°C and 10min at 95°C) and two 

amplification stages (15sec at 95°C and 60sec at 60°C). 
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Table 2.2. A summary of miR primers used for this thesis. The miR assay name and 

assay ID for primers used in this thesis.  

miR Assay name Manufacturer’s Assay ID 

let-7e hsa-let-7e-5p 002406 

miR-155 hsa-miR-155 002623 

miR-146a hsa-miR-146a 000468 

miR-146b hsa-miR-146b 001097 

miR-106a hsa-miR-106a-5p 002169 

RNU6B NR_002752 001093 

RNU48 NR_002745 001006 

2.6.2. qRT-RT-PCR for mRNA Targets 

Purified RNA was reverse transcribed using a SuperScript™ III First-Strand Synthesis 

SuperMix for qRT-PCR according to manufacturer’s protocol. Briefly, samples were 

amplified in 20µL reactions containing RNA (50ng) in RNase-free water, 2xRT 

enzyme mix (10µL) and RT Enzyme mix (2µL), constituted in RNAse-free water. The 

cDNA synthesis reaction was performed on a Thermal Cycler at 25°C for 10 minutes, 

50°C for 30 minutes and 85°C for 5 minutes. Samples were cooled to 4°C and E.coli 

RNase H (1µL) was added to degrade any remaining RNA. Samples were reheated and 

held at 37°C for 20min. Converted cDNA was stored at -20°C until qPCR.  

The PCR reaction was performed using TaqMan® Gene Expression Assays. Each 20µL 

reaction contained the cDNA template in RNasefree water (100ng in 2µL), the relevant 

Taqman gene expression assay (1μL each) and 2X Taqman® Gene Expression Fast 

Master Mix (10µL). Taqman gene expression assays included β-actin (Human ACTB, 

Hs99999903_m1), IL6 (Hs00985639_m1), IL10 (Hs00961622_m1), IRAK1 

(Hs01018347_m1), MyD88 (Hs00182082_m1), NF-κB1 (Hs00765730_m1), SOCS1 

(Hs00705164_s1), TLR2 (Hs00610101_m1), TLR3 (Hs01551078_m1), TLR4 

(Hs01061963_m1) and TRAF6 (Hs00377558_m1). Relative mRNA expression was 

determined using the QuantStudio 12K Flex PCR machine. The PCR consisted of two 

holding stages (2 minutes at 50°C and 20 seconds at 95°C) and an amplification stage 

(40 cycles of 95°C for 3 seconds and 60°C for 30 seconds). The 2-ΔCT method was used 
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to determine mRNA abundance relative to the appropriately determined housekeeping 

gene, β-actin401.  
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2.7. BIOINFORMATICS  

2.7.1. TLR SIGNALLING PATHWAY ANALYSIS 

In silico bioinformatics and statistical analyses were used to examine networks of gene 

expression in preterm neonatal TLR signalling pathways. We analysed two publicly 

available custom RNA-sequencing (RNA-seq) datasets profiling whole blood from 

early and late preterm neonates published by other authors390, 402, 403. One of these 

datasets utilised an Illumina HT12 platform validated using the CodeLink gene 

platform to perform an array on whole peripheral blood collected from neonates 

admitted to the neonatal unit who were having their blood sampled for clinical reasons 

including maternal thyroid disease, jaundice or suspected infection403. The second 

dataset was from a study that sought to characterise neonatal sepsis using blood from 

neonates with suspected sepsis. Gene expression was analysed using an Affymetrix 

GeneChip GGh3 Transcriptome Array390, 402. 

The NCBI Gene Expression Omnibus (GEO) is a public repository of high-throughput 

experimental data404. The software package GEOquery was used to download the 

relevant datasets from the GEO repository (GSE69686 and GSE25504). The GEO2R 

web application was then used to analyse differentially expressed genes within these 

microarray datasets. Data were normalised using log transformation before analysis. 

Bioinformatics analyses were performed in collaboration with Dr Jimmy Breen 

(Bioinformatics core-facility manager, Robinson Research Institute, University of 

Adelaide) using the R software package, limma. Limma is a library used to analyse gene 

expression microarray data by making simultaneous, multiple comparisons between 

RNA targets405. This software package was utilised as it employs empirical Bayesian 

methods that provide robust analyses where array numbers are low406. The R software 

package was then used to generate heat maps to represent gene expression in counts per 

million (cpm). 

The Kyoto Encyclopaedia of Genes and Genomes (KEGG) is a standardised reference 

for the definition of biological pathways that uses information from large-scale 

molecular datasets to define common networks of molecular signalling407. Differentially 
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expressed genes within the TLR signalling pathway (KEGG ID: hsa04620) were 

identified from the datasets extracted from GEO and these were generated as a heat-

map. The top 20 KEGG pathways differentially expressed according to neonatal 

bacterial infection and neonatal sepsis.  

2.7.2. CELL TYPE ENRICHMENT ANALYSIS 

The Immuno-Navigator database408 as used to query target genes in the TLR signalling 

pathway (defined by KEGG) to identify correlation scores of gene co-expression in 

specific adult tissues (sorted by significance of enrichment). The correlation network 

hub prediction tool was used to determine how many networks the listed genes were 

involved in, for specific immune cell types. The sub-functionalisation of these genes 

was isolated in healthy, unstimulated adult peripheral blood immune cells. Publicly 

available data from adult whole blood was used to explore the expression of these genes 

in specific immune cell types, as there is currently no data derived from neonates. Heat-

maps were generated according to the expression of inflammatory genes within the data 

set and their association with particular cell types.  
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2.8. STATISTICAL ANALYSES 

Data were analysed using the Statistical Package for Social Sciences (SPSS v24). 

Graphs were generated using GraphPad Prism software v6.00 (GraphPad Software, 

Inc.). Where normally distributed, data regarding clinical characteristics were analysed 

using t-tests or ANOVAs and presented as mean ± SD, unless otherwise indicated. 

Where data were not normally distributed, clinical data were analysed using Mann-

Whitney U or Kruskal-Wallis tests. qPCR data were logarithmically transformed (log10) 

to normalise data for analysis. Raw data were presented as median (25th-75th centile), 

unless otherwise indicated. All data reporting frequencies were analysed using 

Pearson’s Chi-squared tests. ANCOVAs or MANCOVAs were used to analyse log-

transformed qPCR data, with pre-eclampsia, labouring delivery, maternal smoking 

during pregnancy, birthweight centile, neonatal sex, chorioamnionitis and antenatal 

betamethasone exposure used as covariates where relevant. Post-hoc comparisons were 

conducted using t-tests or ANOVAs where appropriate. An a priori Bonferroni 

correction was made to the critical alpha level for post-hoc comparisons. Spearman’s 

correlations were used to assess the relationship between the matched sample 

expression of untransformed miR and mRNA data. An alpha level of 0.05 was 

considered statistically significant.  
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3.1. ABSTRACT 

Background 

Preterm birth is commonly associated with an inflammatory aetiology. Markers of placental 

inflammation, such as genes associated with TLR signalling, may therefore be associated 

with innate immune immaturity in the preterm neonate. TLR signalling is regulated post-

transcriptionally by miRs and the expression of these genes may be critical in regulating the 

in utero environment. Intrauterine perturbations caused by maternal physiology such as pre-

eclampsia, smoking and growth restriction also affect placental inflammation. This study 

aimed to characterise the expression of miRs and mRNAs in the TLR signalling cascade in 

term and preterm placenta. 

Methods and Results 

Term and preterm placenta were collected and homogenised at delivery. The expression of 

miRs and mRNAs was quantified using qPCR. There was no difference in the expression of 

the miRs or mRNAs assessed between term and preterm placenta. Term, but not preterm, 

placental miR-155 and miR-146a expression were correlated with their respective targets 

SOCS1 (p=0.015) and IRAK1 (p=0.005). Maternal smoking during pregnancy was 

associated with decreased let-7e (p=0.039) and increased TLR2, MyD88, IRAK1, NF-κB1, 

SOCS1, IL6 and IL10 expression (all p<0.05).  

Conclusion 

An association between miRs and their mRNA targets was evident in term but not preterm 

placenta, suggesting TLR signalling may not be regulated in the same manner throughout 

gestation. Further, maternal smoking during pregnancy was associated with decreased 

regulatory let-7e expression and increased expression of genes in the TLR signalling 

cascade. Together, these data suggest that the regulation of the TLR signalling pathway may 

be altered by prematurity and/or inflammation, though this requires further investigation.  
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3.2.  INTRODUCTION 

Intrauterine inflammation (IUI) is the most common known cause of preterm birth10, 110, 145. 

Acute or prolonged IUI (pathogen driven or sterile) is associated with poor fetal outcomes 

such as IUGR409 and fetal death130, 131. Despite the increased prevalence of these adverse 

outcomes, the impact of IUI on the neonatal innate immune system remains poorly 

characterised.  

In animal models of infection, IUI ‘programs’ the postnatal immune response. Rodents 

exposed to endotoxin in utero show attenuated pro-inflammatory cytokine responses when 

re-exposed as neonates101, 103. These mice also demonstrate decreased leukocyte recruitment 

and TNFα and IL1β production. In humans, intrauterine infection increases inflammation in 

the placenta, cord blood and neonatal peripheral blood139, 409. It is therefore commonly 

associated with inflammatory morbidities including sepsis410, NEC411 and CLD412. Other 

inflammatory insults such as maternal smoking during pregnancy have also been associated 

with increased numbers of pro-inflammatory M1 macrophages in the placenta413 and 

subsequently, an increased incidence of childhood atopy amongst offspring414. Overall, 

increased inflammatory signalling in utero may contribute to adverse pregnancy and 

neonatal health outcomes. 

TLRs are key drivers of an inflammatory response. Their activation by class-specific ligands 

elicits a cascade of intracellular signalling through adaptor molecules, resulting in increased 

cytokine production. Increased TLR activation has been associated with parturition in 

humans415 and murine models where administering TLR agonists to the uterine horn induces 

delivery416. As such, studies in mice have also demonstrated that inhibiting TLR4 signalling 

arrests preterm birth normally induced by endotoxin417, 418.  TLR signalling can be regulated 

by negative or positive feedback loops involving cytokines, transcription factors and 

epigenetic regulators, including miRs. MiRs are non-coding mRNAs that repress gene 

translation post-transcriptionally, and can therefore regulate different stages of TLR 

signalling. For example, let-7e targets and represses the TLR4 transcript to dampen TLR 

signal activation, while indirect regulators such as miR-155 repress SOCS1 and therefore 

increase cytokine signalling. Overall, the regulation of TLR signalling in the placenta 

remains poorly characterised. 
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Previous studies highlight the key role of miRs during placentation366, 370. Altered signatures 

of miR expression in the placenta and fetal membranes have been associated with poor 

pregnancy outcomes including preterm birth374, 377. Preterm placenta demonstrate increased 

pro-inflammatory419, 420 miR-210 and miR-223 expression in the amnion compared to 

term421. Additionally, pregnancies conceived by assisted reproductive technology that 

deliver preterm show increased placental TLR4 signalling and NF-κB activation, and 

decreased miR-146a expression compared to term placenta422. Notably, a majority of these 

studies on placental miR expression have only found associations between miRs and poor 

pregnancy outcomes, without characterising target genes directly. As such, the impact of 

differential miR expression on placental TLR signalling pathways remains poorly 

understood, particularly in association with preterm delivery. 

This study aimed to profile components of the TLR signalling cascade (both miRs and their 

mRNA targets) in term and preterm placenta. Due to previously reported impacts on 

inflammatory signalling, betamethasone exposure423, maternal smoking424, pre-eclampsia425 

and IUGR426 were also considered in this analysis. It was hypothesised that preterm placenta 

would show increased expression of pro-inflammatory genes associated with TLR signalling 

and decreased anti-inflammatory regulators compared to term placenta.  
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3.3. METHODS 

3.3.1. PARTICIPANTS & SAMPLE COLLECTION 

60 pregnant women presenting at the LMH and WCH, who delivered at term (≥ 37 weeks) 

or preterm (<37 weeks) gestation were recruited to this study. Clinical data were obtained 

from maternal and neonatal health records, including obstetric history and neonatal 

outcomes (see section 2.1). Following delivery, placenta were immediately collected and 

tissue was pooled from five cotyledons. 

3.3.2. WHOLE RNA EXTRACTION 

TRIzol® reagent was used to extract RNA from pooled placental tissue (see section 2.5.1). 

Briefly, three volumes of TRIzol were added to one volume of placenta and samples were 

mechanically homogenised. Lysates were separated by centrifugation with chloroform to 

retrieve the interphase for subsequent washing with isopropanol and ethanol. RNA was 

eluted in RNase free water and purified using a miRNeasy Mini Kit and DNAse I treatment 

as per manufacturers’ protocol. RINs were assessed using a bioanalyser, where a RIN≥ 5 

was considered sufficient for PCR analysis. 

3.3.3. qRT-PCR ANALYSIS OF miRNA EXPRESSION  

RNA (10ng) was reverse transcribed using a Taqman® MicroRNA Reverse Transcription 

Kit according to manufacturer’s protocol that was slightly modified for optimal cDNA 

output (see section 2.6.1). This involved pooling a maximum of five RT primers per batch in 

a single RT mixture. Reverse transcription targeted seven primer sequences: let-7e, miR-

155, miR-146a, miR-146b, miR-106a, RNU6B and RNU48. Relative miRNA expression was 

quantified using Taqman® MicroRNA Assays in 20µL reactions containing 1.33µL of 

cDNA. qRT-PCR utilised the comparative cycle threshold (2-ΔCT) method to determine miR 

abundance relative to the reference genes RNU48 and RNU6B. 

3.3.4. qRT-PCR ANALYSIS OF mRNA EXPRESSION 

Purified RNA (100ng) was reverse transcribed using a SuperScript™ III First-Strand 

Synthesis Kit for qRT-PCR according to manufacturer’s protocol (see section 2.6.2). qRT-
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PCR was used to quantify the relative expression of miR targets including TLR2, TLR3, 

TLR4, MyD88, IRAK1, TRAF6, NF-κB1, IL6, IL10 and SOCS1 relative to the housekeeping 

gene, β-actin. qRT-PCR was performed using TaqMan® Gene Expression Assays and each 

20µL reaction contained 2μL of the cDNA template.  

3.3.5. STATISTICAL ANALYSES 

Data were analysed using SPSS v24. Demographic and clinical data are presented as mean ± 

SD, unless otherwise indicated. Frequency data were analysed using Chi-squared tests. T-

tests and Mann-Whitney U tests were used to compare continuous data according to 

gestational age groups. Gene expression data are presented as median (25th-75th centile), 

unless otherwise indicated. Data were logarithmically transformed (log10) for subsequent 

parametric analysis. ANCOVAs or MANCOVAs were used to analyse qPCR data, with pre-

eclampsia, labouring delivery, neonatal sex, maternal smoking during pregnancy, 

birthweight centile, chorioamnionitis and antenatal betamethasone exposure used as 

covariates. Post-hoc comparisons were made using t-tests where appropriate, with an a 

priori Bonferroni correction made to the critical alpha level. Spearman’s correlations were 

used to assess the relationship between matched sample expression of miR and mRNA data. 

An alpha level of 0.05 was considered statistically significant. 
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3.4. RESULTS 

3.4.1. PARTICIPANT CHARACTERISTICS 

Clinical and demographic characteristics of the term (n=38) and preterm (n=22) deliveries 

included in this analysis are shown in Table 3.1. Maternal age, BMI, ethnicity, gravidity, 

parity, cigarette smoking during pregnancy, mode of delivery and the incidence of multiple 

pregnancy were not significantly different between preterm and term deliveries. The 

incidence of pre-eclampsia was more frequently associated with preterm (36%) than term 

delivery (5%; χ2(1)=9.703, p=0.002). Preterm deliveries had a lower gestational age than 

term neonates (t(58)=12.636, p<0.001) and were more frequently exposed to antenatal 

betamethasone compared to term neonates (58% vs 8%, respectively; χ2(1)=18.675, 

p<0.001). Birthweight was lower in preterm compared to term neonates (t(58)=7.060, 

p<0.001), but birthweight centile, and incidence of SGA and IUGR was comparable 

between the groups. Birth length and head circumference were lower in preterm compared to 

term neonates (t(29.631)=6.901, p<0.001; and t(31.519)=6.578, p<0.001, respectively). 

Preterm neonates had lower APGAR scores at 1 (U=273, p=0.009) and 5 minutes compared 

to term neonates (U=245, p<0.001). Placental weight was lower in preterm compared to 

term deliveries (t(55)=2.637, p=0.013).  
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Table 3.1. Maternal demographic and neonatal characteristics for preterm and term 

deliveries of placenta analysed in Chapter 3. Values are given as mean± SD or n (%), 

unless otherwise indicated. P-values were calculated using Chi-square tests, t-tests or Mann-

Whitney U tests, p≤ 0.05. 

 Term Preterm p value 

n=38 n=22 

Gestational age (completed weeks), median 

(min-max) 
39 (37-41) 35 (30-36) <0.001 

Maternal demographics: 

           Age, years 

           BMI, kg/m2 

           Gravidity, median (min-max) 

           Parity, median (min-max) 

           Smoking during pregnancy 

           Ethnicity: 

                          Caucasian 

                          Indigenous 

                          Other 

 

31±4 

31±8 

3 (1-9) 

1 (0-5) 

9 (24) 

 

30 (79) 

2 (5) 

6 (16) 

 

 

29±5 

29±8 

2 (1-9) 

1 (0-5) 

4 (18) 

 

11 (50) 

2 (9) 

9 (41) 

 

 

0.356 

0.287 

0.183 

0.157 

0.618 

 

 

0.291 

 

Maternal complications: 

 Pre-eclampsia 

 

2 (5) 

 

8 (36) 

 

0.002 

Multiple pregnancy 1 (3) 2 (9) 0.269 

Labouring delivery 

Mode of delivery: 

 Emergency Caesarean section  

 Elective Caesarean section  

 Vaginal delivery 

11 (29) 

 

3 (8) 

26 (68) 

9 (24) 

10 (46) 

 

4 (18) 

9 (41) 

9 (41) 

0.196 

 

 

0.108 

Placenta: 

 Weight, g 

 Histological chorioamnionitis 

 

689 ±184 

0 (0) 

 

547 ±209 

1 (5) 

 

0.007 

0.185 

Neonatal characteristics: 

Male 

Birthweight, g 

Birth centile, % 

SGA 

IUGR 

Birth length, cm 

Head circumference, cm 

 

 

20 (53) 

3563 ±592 

52 ±32 

7 (18) 

3 (8) 

50 ±2 

35 ±1 

 

9 (41) 

2374 ±689 

41 ±38 

8 (36) 

5 (23) 

44 ±3 

32 ±2 

 

0.381 

<0.001 

0.195 

0.122 

0.103 

<0.001 

<0.001 

Antenatal Betamethasone 3 (8) 13 (58) <0.001 

APGARS, median (min-max): 

           1 min 

           5 min 

 

 

9 (5-9) 

9 (9-10) 

 

8 (2-9) 

9 (6-9) 

 

0.009 

<0.001 
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3.4.2. THE EXPRESSION OF HOUSEKEEPING GENES 

Two snoRNAs (RNU48 and RNU6B) were identified from the literature as candidate 

housekeeping genes242, 386. Both snoRNAs were expressed in placenta. RNU48 was more 

consistently expressed in placenta (median CT 28.6 (IQR=27-30)) compared to RNU6B (CT 

32.5 (IQR=31-34)). As RNU48 was less variable than RNU6B and did not differ between 

gestational age groups, it was deemed the most appropriate housekeeping gene for this 

study.  

3.4.3. THE EXPRESSION OF GENES INVOLVED IN TLR SIGNALLING 

IN THE PLACENTA  

There was no difference in the expression of miRs (let-7e, miR-155, miR-146a, miR-146b or 

miR-106a) or mRNAs associated with TLR signalling (TLR2, TLR4, MyD88, IRAK1, NF-

κB1, SOCS1, IL6 or IL10) between term and preterm placenta, when adjusting for the 

covariates pre-eclampsia, birthweight centile, neonatal sex, labouring delivery, maternal 

smoking, chorioamnionitis and antenatal betamethasone (Fig. 3.1-5).  

Only 57% of term placentas and 73% of preterm placentas expressed detectable levels of 

TLR3 mRNA. The expression of TRAF6 was not detected in the placenta (Table 3.2). 

 

Fig. 3.1. Placental let-7e and TLR4 expression following term and preterm delivery. 

Placental expression of let-7e relative to RNU48 (A), and TLR4 expression relative to β-

actin (B), following term and preterm delivery. Note: y-axes are presented on a logarithmic 

scale.  
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Fig. 3.2. Placental miR-155, MyD88 and SOCS1 expression following term and preterm 

delivery. Placental expression of miR-155 relative to RNU48 (A), and MyD88 (B) and 

SOCS1 expression relative to β-actin (C), following term and preterm delivery. Note: y-axes 

are presented on a logarithmic scale.  

 

Fig. 3.3. Placental miR-146a, miR-146b and IRAK1 expression following term and 

preterm delivery. Placental expression of miR-146a (A) and mir-146b (B) relative to 

RNU48, and IRAK1 expression relative to β-actin (C), following term and preterm delivery. 

Note: y-axes are presented on a logarithmic scale.  

 

Fig. 3.4. Placental miR-106a and IL10 expression following term and preterm delivery. 

Placental expression of miR-106a relative to RNU48 (A), and IL10 expression relative to β-

actin (B), following term and preterm delivery. Note: y-axes are presented on a logarithmic 

scale.  
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Fig. 3.5. Placental TLR2, NF-κB1 and IL6 expression following term and preterm 

delivery. Placental expression of TLR2 (A), NF-κB1 (B) and IL6 (C) relative to β-actin, 

following term and preterm delivery. Note: y-axes are presented on a logarithmic scale.  

Table 3.2. The frequency of expression for genes associated with TLR signalling in term 

and preterm placenta. The frequency of expression of genes (mRNA) in term and preterm 

placenta. Data are expressed as the frequency (n, %), p≤ 0.05. 

mRNA Term placenta with 

positive expression 

n=21 

Preterm placenta 

with positive 

expression 

n=15 

p  

TLR2 21 (100%) 14 (93%) 0.456 

TLR3 12 (57%) 11 (73%) 0.402 

TLR4 21 (100%) 15 (100%) 0.422 

MyD88 21 (100%) 14 (93%) 0.420 

IRAK1 21 (100%) 14 (93%) 0.420 

TRAF6 0 (0%) 0 (0%) - 

NF-κB1 21 (100%) 15 (100%) 0.422 

IL10 18 (86%) 13 (87%) 0.450 

IL6 21 (100%) 14 (93%) 0.420 

SOCS1 21 (100%) 15 (100%) 0.422 
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Within our statistical model, the contribution of maternal smoking was identified as having a 

significant, independent effect on let-7e expression. Post-hoc analyses showed that maternal 

smoking was associated with decreased placental let-7e expression (p=0.017), but there was 

no associated change in the expression of its target, TLR4 (Fig.3.6). Maternal smoking was 

also associated with increased placental TLR2 (p=0.033), MyD88 (p<0.001), IRAK1 

(p<0.001), NF-κB1 (p=0.001), SOCS1 (p<0.001), IL6 (p=0.014) and IL10 expression 

(p=0.043; Fig.3.7). There was no effect of maternal smoking on the expression of any other 

miRs examined. 

 

Fig. 3.6. Placental let-7e and TLR4 expression according to maternal smoking during 

pregnancy. Placental expression of let-7e relative to RNU48 (A), and TLR4 expression 

relative to β-actin (B) in mothers who smoked and mothers who did not smoke cigarettes 

during pregnancy. Note: y-axis presented on a logarithmic scale, *p<0.05.  



 

 

P
a
g
e 1

1
2

 

 

Fig. 3.7. The expression of genes associated with TLR signalling in the placenta according to maternal smoking during pregnancy. The 

expression of TLR2 (A), MyD88 (B), IRAK1 (C), NF-κB1 (D), SOCS1 (E), IL6 (F) and IL10 (G) relative to β-actin in placenta from mothers who 

smoked and mothers who did not smoke during pregnancy, independently of gestational age. Note: the y-axes are presented on a logarithmic 

scale, *p<0.05.  
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3.4.4. THE CORRELATION BETWEEN PLACENTAL miR AND TARGET 

mRNA EXPRESSION  

Placental miR-155 and SOCS1 expression were positively correlated (ρ=0.377, p=0.028). 

When data were split by gestational age, the correlation was significant in term (ρ=0.535, 

p=0.015), but not preterm placenta (Fig. 3.8).  

 

Fig. 3.8. A scatterplot of SOCS1 and miR-155 expression in term and preterm placenta. 

The relative expression of miR-155 correlated with its target, SOCS1 in preterm and term 

placenta. Note: y-axis presented on a logarithmic scale, *p<0.05. 

Placental miR-146a and IRAK1 expression were positively correlated (ρ=0.37, p=0.031). 

When data were split by gestational age, the correlation was significant in term (ρ=0.584, 

p=0.005) but not preterm placenta (Fig 3.9).  

Placental let-7e, miR-146b and miR-106a were not correlated with the expression of their 

targets TLR4, IRAK1 or TRAF6, or IL10, irrespective of the gestational age groups.   
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Fig 3.9. A scatterplot of IRAK1 and miR-146a expression in term and preterm placenta. 

The relative expression of miR-146a correlated with its target IRAK1, in preterm and term 

placenta. Note: y-axes are presented on a logarithmic scale, *p<0.05.  

  



 
Chapter 3: 

The Expression of Genes Associated with TLR signalling in the Placenta Page 115 

 

3.5. DISCUSSION 

This study sought to characterise the expression of miRs that regulate the TLR signalling 

cascade and their targets in term and preterm placenta. No difference in miR or mRNA 

expression was observed between term and preterm placenta. Correlational relationships 

between miR and target mRNA expression were identified more frequently in term 

compared to preterm placenta. The presence of these relationships begins to suggest the 

post-translational regulation of mRNAs by miRs may be more mature in term compared to 

preterm placenta. Additionally, maternal smoking was associated with decreased regulatory 

let-7e and increased TLR2, MyD88, IRAK1, NF-κB1, SOCS1, IL6 and IL10 expression 

independently of gestational age, suggesting a pro-inflammatory placental phenotype. 

The current study assessed gene expression using homogenised term and preterm placenta. 

A homogenous cell population was used to provide a more accurate reflection of in utero 

conditions, as others have shown cytotrophoblasts from first trimester placenta express 

TLR2 and TLR4, while syncytiotrophoblasts do not427. Similarly, our analysis of 

homogenised tissue found no difference between term and preterm placental expression of 

TLR2, TLR4 or TLR4’s regulator, let-7e at birth. These findings are in line with previous 

studies that have shown second428 and third trimester placental trophoblasts express 

comparable TLR1-10 mRNA429. These authors have also shown that following TLR 

stimulation, third trimester trophoblasts from preterm placenta expressed decreased IL6 and 

TNFα expression compared to term429. They therefore postulated that differences in term 

and preterm placental immunity may be due to post-transcriptional regulation, which is 

supported by our correlational analyses. 

Relationships between miRs and their targets provide preliminary insights into active 

inflammatory regulation. As such, we found a positive correlation between miR-146a and 

IRAK1 in term, but not preterm placenta. miR-146a typically downregulates MyD88-

dependent signalling through targeting IRAK1 and TRAF6 in trophoblast cell lines, 

ultimately decreasing IL6 and IL10 production422. This also supports other authors’ 

observations that preterm trophoblast cytokine expression is decreased compared to term 

trophoblasts429. Overall, these findings suggest that during inflammation, the preterm 

placenta has diminished regulatory capacity on inflammatory gene expression. Inflammatory 
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regulation is, however, a complex process that involves networks of gene signalling and 

therefore these findings should be interpreted with caution. Ultimately, the relationship 

between these placental miRs and their targets needs to be confirmed using tissue explant 

stimulation, knockdown cell-lines or luciferase assays.  

Term placenta also showed a positive correlation between miR-155 and its target SOCS1, 

while preterm placenta did not. This again suggests immune-regulatory relationships may be 

immature in the preterm placenta or that other genes play a more important role in regulating 

SOCS1 expression. miR-155 is associated with increased cytokine signalling through the 

repression of its target, SOCS1341. Early TLR signalling is typically associated with 

decreased let-7e to allow for the upregulation of TLR4. As inflammation proceeds, miR-155 

is then upregulated to repress SOCS1, indirectly increasing cytokine signalling341. Later 

during inflammation, IL10 increases to form a negative feedback loop and dampen the 

immune response, which includes the targeted suppression of miR-155337 to restore SOCS1 

expression and decrease cytokine signalling. While TLR signalling is poorly characterised in 

studies on placental tissue, it has been demonstrated that placental SOCS1 expression 

exceeds that of the spleen430. It is therefore postulated that placental expression of SOCS1 is 

integral to maintaining a tolerogenic state in utero. As our analysis preliminarily shows no 

association between miRs and their targets in the preterm placenta, this could indicate a 

predisposition towards IUI.  

Maternal smoking during pregnancy impairs cytotrophoblast development431 and is also 

associated with increased oxidative stress432 and inflammation413. Smoking therefore has the 

potential to affect immunomodulation at the feto-maternal interface. The present study 

shows that maternal smoking was associated with decreased let-7e expression and increased 

expression of TLR2, MyD88, IRAK1, NF-κB1, SOCS1, IL6 and IL10. This increase in 

inflammatory signalling molecules alongside decreased (let-7e) or unchanged regulatory 

miR expression (miR-155, miR-146a and miR-106a) suggests smoking alters the 

inflammatory profile of the placenta. These findings could indicate perturbed immune 

regulation in association with maternal smoking, which supports other studies’ evidence of a 

pro-inflammatory in utero environment driven by increased ROS production and cellular 

apoptosis154, 433. In a sample of term placentae, Maccani et al. found an association between 

maternal smoking and decreased miR-146a expression, but did not confirm the expression of 

its target, IRAK1434. Conversely, our data did not observe any association between smoking 
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and placental miR-146a expression, but confirmed an increase in IRAK1 expression. 

Maternal smoking during pregnancy is also a risk factor for preterm birth435, which is 

commonly associated with premature inflammatory activation in utero436. While we could 

not determine a direct interaction between gestational age and maternal smoking, increased 

inflammatory gene expression in conjunction with increased anti-inflammatory IL10 and 

SOCS1 expression in our sample could be evidence of the placenta attempting to restore the 

tolerogenic cytokine balance in utero. Ultimately this requires further investigation using a 

larger sample size recruited with maternal smoking as a primary outcome, though it remains 

evident maternal smoking is associated with altered inflammatory gene expression.  

Glucocorticoids are immunosuppressive and have been shown to decrease placental 

cytokine expression in vitro437. However, the same authors found no difference in placental 

explants’ baseline cytokine production between asthmatic mothers who did and did not use 

inhaled glucocorticoids438. Similarly, our sample did not find any difference in placental 

inflammatory gene expression according to antenatal glucocorticoid exposure. We also 

observed no change in the expression of these genes in association with pre-eclampsia or 

chorioamnionitis, which have previously been associated with the differential miR 

expression in the context of microarrays374, 376. Although these conditions are typically 

associated with inflammation, it is likely we did not observe any effect because these 

exposures co-occur within our sample. Further studies are therefore required to separate 

their independent effects.  

Interestingly, we found no difference in the expression of the genes measured according to 

neonatal sex. Previous studies have identified sex-specific expression of both the placental 

glucocorticoid receptor439 and cytokines437. Notably, these studies were conducted using 

asthmatic mothers, which indicates that the fetus responds differently to an inflammatory in 

utero environment depending on its sex. Others have confirmed that trophoblasts from 

pregnancies carrying a male fetus increased pro-inflammatory and decreased anti-

inflammatory cytokine production in response to LPS in vitro440. The authors postulated this 

response could be a mechanism for the increased incidence of males being born preterm441. 

Our results, however, do not indicate any significant interaction between fetal sex and 

unstimulated gene expression in homogenised placental tissue samples, irrespective of 

gestational age. A different cohort may therefore be necessary to investigate sex-differences 

in placental TLR signalling.  
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A major strength of the current study is that it is the first to use qPCR to assess miR 

expression and the expression of previously validated targets in the preterm and term 

placenta. Although our findings are limited by a lack of functional studies, they have 

indicated associations between miRs and their targets in term but not preterm placental 

tissue. These data are important as they suggest different modes of TLR regulation across 

gestational age. While previous studies have looked at differential miR expression during 

pathological pregnancies, they present variable results that may be due to differences in 

experimental protocol. For example, miR-20a and miR-17 were be upregulated in pre-

eclamptic placentas when analysed using qPCR, but the same study observed no change in 

their expression when they used microarray methods442. This supports the idea that 

microarray analyses should be used as explorative tools and reinforced by subsequent qPCR, 

experimental animal or cell line models once targets are identified.   

Although preterm delivery is frequently associated with pathological inflammation, our data 

have shown that preterm placenta shows similar constitutive expression of genes associated 

with TLR signalling compared to the term placenta. Notably, we found term placenta 

showed significant correlations between miRs and their mRNA targets, while preterm did 

not. In addition to this, maternal smoking, as a risk factor for preterm birth itself, was 

associated with increased inflammatory gene expression. Overall, the potential lack of a 

relationship between miR regulators and their targets found in the preterm placenta could 

suggest an inability to regulate inflammation on immune challenge, though this requires 

further investigation.  
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4.1. ABSTRACT 

Background 

Preterm delivery accounts for 75% of neonatal deaths, half of which are related to 

inflammatory conditions. Studies on preterm neonates demonstrate decreased expression of 

Toll-like Receptors (TLRs) and pro-inflammatory cytokines, which does not explain their 

susceptibility to developing these morbidities. This study aimed to characterise the 

expression of genes associated with TLR signalling, including microRNAs (miRs), 

according to gestational age at delivery.  

Methods and Results 

Term and preterm cord blood was collected at delivery. miR and mRNA expression was 

quantified using qPCR. Cord blood serum cytokine expression was analysed using ELISA. 

let-7e and miR-155 expression was decreased in early preterm compared to late preterm and 

term cord blood (p=0.046 and p=0.018, respectively). There was no difference in the 

expression of genes associated with TLR signalling (mRNAs) or cytokines between early 

and late preterm, and term cord blood. However, maternal smoking was associated with 

decreased miR-146b and increased TLR2, TLR4, MyD88, IRAK1, NF-κB1, SOCS1, IL6 and 

IL10 expression (all p<0.05). 

Conclusion 

These findings suggest early preterm neonates have reduced immuno-regulatory capacity, as 

influenced by attenuated miR expression. Further, maternal smoking was associated with 

decreased expression of regulatory miR-146b and increased expression of inflammatory 

TLR-signalling genes. This may predispose neonates to upregulated inflammatory pathways 

at birth. Overall, the decreased constitutive expression of regulatory miRs by preterm cord 

blood may contribute to altered innate immune function in early preterm neonates. 
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4.2. INTRODUCTION 

Preterm birth is associated with an increased risk of neonatal morbidity. A majority of these 

conditions are characterised by aberrant inflammation, including NEC100, CLD222 and 

neonatal sepsis443. This suggests preterm neonates are unable to localise or appropriately 

regulate inflammatory signalling. Previous studies have found decreased numbers of 

leukocytes284 and shown decreased opsonophagocytic capacity in preterm compared to term 

blood82. Though these findings suggest preterm neonates are immunosuppressed, others 

have also demonstrated increased phagocytic capacity in preterm compared to term blood 

following exposure to whole bacteria in vitro284, 285. Nonetheless, previous literature 

supports there are definite differences in preterm immune system function compared to term 

infants.  

TLRs are ubiquitously expressed innate immune receptors that activate pro-inflammatory 

signalling. When TLRs are ligated by different classes of pathogen-associated molecular 

patterns, they signal through adaptor molecules including MyD88, TRAF6 and IRAK1. This 

leads to the translocation of transcription factors, such as NF-κB, into the nucleus to induce 

pro-inflammatory cytokine transcription. MiRs are post-transcriptional regulators of the 

TLR signalling that can repress the translation of TLRs, signalling molecules, cytokines and 

transcription factors. For example, let-7e interacts with the TLR4 mRNA 3’UTR during LPS 

stimulation, resulting in the down-regulation of TLR activity341. Neonatal mice increase 

miR-146a/b expression in the gut to down-regulate excessive and damaging inflammatory 

responses to harmless commensal bacteria347. This occurs because the miR146 family 

downregulates TLR signalling through repressing IRAK1 and TRAF6323, 444. Additionally, 

human cord blood constitutively expresses increased miR-146a and miR-146b compared to 

adult blood242, 445, suggesting the neonatal immune system maintains a tolerogenic state ex 

utero. Other miRs regulate inflammation by repressing inhibitory molecules. An example is 

miR-155, which is increased with NF-κB induction, and binds to the 3’ UTR of Suppressor 

of Cytokine Signalling-1 (SOCS1) gene transcript to indirectly upregulate inflammation341. 

Despite evidence of altered inflammatory regulation relative to adults, miR expression 

remains sparsely characterised in neonatal immunity.  

Cord blood provides a snapshot of the state of immune system at birth. Investigating the 

TLR signalling pathway in cord blood therefore offers valuable insight into neonatal 
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immunity. Existing studies on preterm cord blood have yielded inconsistent results on the 

constitutive expression of TLRs, signalling co-factors and inflammatory cytokines48, 82, 288. 

Some have shown that TLR4 mRNA is comparable between term and preterm cord blood82, 

86, while others show that both protein and mRNA are decreased in preterm cord blood288, 

302. The discrepancy between data examining mRNA and protein expression could therefore 

be related to post-transcriptional regulation.  

This study aims to examine the expression of miRs that regulate TLR signalling and their 

mRNA targets in term and preterm cord blood. Cytokine production was also characterised 

in cord blood serum from these deliveries to determine post-translational differences in 

inflammatory gene expression. It was hypothesised that preterm cord blood would show 

decreased anti-inflammatory miRs and increased inflammatory gene expression compared to 

term neonates at birth.  
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4.3.  METHODS 

4.3.1. PARTICIPANTS & SAMPLE COLLECTION 

Pregnant women presenting at the LMH and WCH (n=152), who delivered at early preterm 

(<32 weeks), late preterm (32-36 weeks) or term gestation (≥ 37 weeks) were recruited to 

this study. Clinical data were obtained from maternal and neonatal health records, including 

obstetric history and neonatal outcomes (see section 2.1). Cord blood was collected into 

lithium heparin vials at delivery and stored at -80°C for subsequent analysis.  

4.3.2. WHOLE RNA EXTRACTION 

TRIzol LS® reagent was used to extract RNA from cord blood (see section 2.5.2). Briefly, 

three volumes of TRIzol LS were added to one volume of cord blood and samples were 

mechanically agitated. Lysates were separated by centrifugation with chloroform to retrieve 

the interphase for subsequent washing with isopropanol and ethanol. RNA was eluted in 

RNase free water and purified using a miRNeasy Mini Kit and DNAse I treatment as per 

manufacturers’ protocol. RINs were assessed using a bioanalyser, where a RIN≥ 9 was 

considered sufficient for PCR analysis. 

4.3.3. qRT-PCR ANALYSIS OF miRNA EXPRESSION  

RNA (10ng) was reverse transcribed using a Taqman® MicroRNA Reverse Transcription 

Kit according to manufacturer’s protocol that was slightly modified for optimal cDNA 

output (see section 2.6.1). This involved pooling a maximum of five RT primers per batch in 

a single RT mixture. Reverse transcription targeted seven primer sequences: let-7e, miR-

155, miR-146a, miR-146b, miR-106a, RNU6B and RNU48. Relative miRNA expression was 

quantified using Taqman® MicroRNA Assays in 20µL reactions containing 1.33µL of 

cDNA. qRT-PCR utilised the comparative cycle threshold (2-ΔCT) method to determine miR 

abundance relative to the reference genes, RNU6B and RNU48. 

4.3.4. qRT-PCR ANALYSIS OF mRNA EXPRESSION 

Purified RNA (50ng) was reverse transcribed using a SuperScript™ III First-Strand 

Synthesis Kit for qRT-PCR according to manufacturer’s protocol (see section 2.6.2). qRT-

PCR was used to quantify the relative expression of miR targets including TLR2, TLR3, 
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TLR4, MyD88, IRAK1, TRAF6, NF-κB1, IL6, IL10 and SOCS1 relative to the endogenous 

house-keeping gene, β-actin. qRT-PCR was performed using TaqMan® Gene Expression 

Assays and each 20µL reaction contained 2μL of the cDNA template.  

4.3.5. CORD BLOOD SERUM PROTEIN ANALYSES 

Single-target ELISAs were used to measure TNFα, IL6 and IL8 (Human Duo Sets, R&D 

Systems) in cord blood serum, as per manufacturer’s instructions (see section 2.4.1). The 

lower detection limit for TNFα was 15.625pg/mL, and the lower detection limit for both IL6 

and IL8 was 31.25pg/mL. All inter-assay and intra-assay coefficients were below 10%. 

Multi-panel ELISA was used to determine the concentration of 7 cytokines and chemokines 

in cord blood serum according to manufacturer’s instructions (see section 2.4.2). These 

included GM-CSF, IL1α, IL1β, IL1RA, IL10, IL12p70 and MCP1. The limitations and 

sensitivities of these analytes are listed in Table 2.1.  

4.3.6. STATISTICAL ANALYSES 

Data were analysed using SPSS v24. Demographic and clinical data are presented as mean ± 

SD, unless otherwise indicated. Frequency data were analysed using Chi-squared tests. 

Kruskal-Wallis tests or ANOVAs were used to compare continuous data according to 

gestational age groups. Post-hoc analyses of this data were conducted using Mann-Whitney 

U tests or t-tests as required. Gene expression and cytokine data are presented as median 

(25th-75th centile), unless otherwise indicated, and were logarithmically transformed (log10) 

to normalise data for parametric analysis. ANCOVAs or MANCOVAs were used to analyse 

qPCR and ELISA data, with pre-eclampsia, labouring delivery, maternal smoking during 

pregnancy and birthweight centile used as covariates for term and preterm cord blood 

analyses; and chorioamnionitis and antenatal betamethasone were used as additional 

covariates where separate preterm cord blood analyses were conducted. Post-hoc 

comparisons were made using t-tests where appropriate. An a priori Bonferroni correction 

was made to the critical alpha level for post-hoc comparisons. Spearman’s correlations were 

used to assess the relationship between matched sample expression of miR and mRNA data. 

An alpha level of 0.05 was considered statistically significant.   
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4.4. RESULTS 

4.4.1. PARTICIPANT CHARACTERISTICS 

Clinical characteristics from term (n=78), late preterm (n=54) and early preterm (n=20) 

deliveries are shown in Table 4.1. Gestational age was significantly different between the 

groups (F(2,151)=574.028, p<0.001). Maternal age, BMI, cigarette smoking during 

pregnancy, gravidity and ethnicity were not significantly different according to these 

gestational age groups. Parity was significantly different between the gestational age groups 

(χ2(2)=10.104, p=0.006), with post-hoc tests indicating that it was lower in mothers who 

delivered late preterm compared to term (p=0.006). Pre-eclampsia was more frequently 

observed in late (17%) and early preterm deliveries (35%) compared to term (8%; 

χ2(2)=11.845, p=0.003). Multiple pregnancies delivered more frequently at early (15%) or 

late preterm (11%) than term gestation (3%; χ2(2)=7.133, p=0.028). Mode of delivery was 

significantly different between the groups (χ2(3)=23.624, p<0.001): emergency Caesarean 

sections were more frequent in early preterm (40%) and late preterm (31%) compared to 

term deliveries (9%); while term deliveries (64%) were more frequently delivered via 

elective Caesarean section compared to early (50%) and late preterm deliveries (30%; 

χ2(4)=23.624, p<0.001). Labour was more frequently associated with late preterm delivery 

(56%) compared to early preterm (25%) or term delivery (31%; χ2(2)=9.360, p=0.009). 

Early preterm neonates (85%) were exposed to antenatal betamethasone more frequently 

than late preterm (57%) and term neonates (10%; χ2(2)=54.994, p<0.001). Birthweight was 

significantly different between the gestational age groups (F(2,150)=136.03, p<0.001). Post-

hoc tests showed that it was lower in early compared to late preterm (p<0.001), early 

preterm compared to term (p<0.001), and late preterm compared to term neonates (p<0.001). 

Birthweight centile was significantly different between the groups (F(2,150)=9.335, 

p<0.001). Post-hoc analyses showed it was lower in early preterm compared to term 

(p<0.001) and in late preterm compared to term neonates (p=0.007). The incidence of SGA 

and IUGR were more frequent in early preterm compared to late preterm and term neonates 

(χ2(2)=14.962, p=0.001; and χ2(2)=22.872, p<0.001, respectively). Birth length was 

significantly different between the groups (F(2,143)=139.922, p<0.001) and post-hoc 

analyses revealed that it was lower in early compared to late preterm, early preterm 

compared to term and late preterm compared to term neonates (all p<0.001). Head 
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circumference was significantly different between the groups (F(2,143)=36.912, p<0.001) 

and post-hoc analyses showed it was lower in early compared to late preterm (p=0.001), 

early preterm compared to term (p<0.001) and late preterm compared to term neonates 

(p=0.001). APGARS at one minute were significantly different between the groups 

(χ2(2)=20.160, p<0.001) and post-hoc analyses showed they were lower in early compared 

to late preterm (p=0.01), early preterm compared to term (p<0.001) and late preterm 

compared to term neonates (p=0.016). APGARS at five minutes were significantly different 

between the groups (χ2(2)=27.808, p<0.001) and post-hoc analyses showed they were lower 

in early compared to late preterm (p=0.005), early preterm compared to term (p<0.001) and 

late preterm compared to term neonates (p=0.002).  

Placental weight was significantly different between the gestational age groups 

(F(2,137)=58.135, p<0.001) and post-hoc analyses showed it was lower in early compared 

to late preterm, early preterm compared to term and late preterm compared to term neonates 

(all p<0.001). The incidence of chorioamnionitis was more frequent in early and late 

preterm deliveries compared to term (10% vs 6% and 0%, respectively; χ2(2)=22.872, 

p<0.001).  



 

Chapter 4:  

The Expression of Genes Associated with TLR-signalling in Preterm Cord Blood Page 127 

 

Table 4.1. Maternal demographics and neonatal characteristics of term, late and early 

preterm deliveries for cord blood analysed in Chapter 4. Values are given as mean± SD or 

n (%), unless otherwise indicated. p-values presented in the table were calculated using 

ANOVAs or Kruskal-Wallis tests. Post-hoc tests were conducted using t-tests or Mann-

Whitney U tests and are represented within each gestational age group column using the 

following symbols: *p≤ 0.05 compared to both other groups; #p≤ 0.05 compared to term. 

 Term Late 

Preterm 

Early 

Preterm 

p 

value 

n=78 n=54 n= 20 

Gestational age (completed weeks), 

median (min-max) 
39 (37-41)* 35 (33-36)* 29 (25-32) <0.001 

Maternal demographics: 

Age, years 

BMI, kg/m2 

Gravidity, median (min-max) 

Parity, median (min-max) 

Smoking during pregnancy 

Ethnicity: 

Caucasian 

Indigenous 

Other 

 

30 ±5 

31 ±8 

3 (1-10) 

1 (0-5) 

17 (22) 

 

57 (73) 

3 (4) 

18 (23) 

 

28 ±6 

28 ±7 

2 (1-9) 

0 (0-6)# 

10 (19) 

 

30 (56) 

4 (7) 

20 (37) 

 

30 ±5 

27 ±7 

3 (1-7) 

1(0-4) 

3 (15) 

 

11 (55) 

2 (10) 

7 (35) 

 

0.717 

0.174 

0.089 

0.006 

0.818 

 

 

0.189 

Maternal complications: 

 Pre-eclampsia 

 

6 (8) 

 

9 (17) 

 

7 (35) 

 

0.003 

Multiple pregnancy 

 
2 (3) 6 (11) 3 (15) 0.033 

Labouring delivery 

Mode of delivery: 

 Emergency Caesarean section  

 Elective Caesarean section  

 Vaginal delivery 

24 (31) 

 

7 (9) 

50 (64) 

21 (27) 

30 (56) 

 

17 (31) 

16 (30) 

21 (39) 

5 (25) 

 

8 (40) 

10 (50) 

2 (10) 

0.009 

 

 

<0.001 

Placental 

 Weight, g 

 Histological chorioamnionitis 

 

 

681 ±162* 

0 (0) 

 

531 ±176* 

3 (6) 

 

245±89 

2 (10) 

 

<0.001 

<0.001 

Neonatal characteristics: 

Male 

Birthweight, g 

Birth centile, % 

SGA 

IUGR 

Birth length, cm 

Head circumference, cm 

 

 

40 (51) 

3497 ±609* 

54 ±33 

11 (14) 

3 (4) 

49.5 ±2.3* 

35.3 ±2.6* 

 

21 (39) 

2470 ±653* 

43 ±34 

14 (26) 

10 (19) 

44.9 ±3.7* 

32.5 ±2.1* 

 

11 (55) 

1119±440 

20±25* 

11 (55) 

9 (45) 

33.7±6.9 

29.1±5.7 

 

0.380 

<0.001 

<0.001 

<0.001 

<0.001 

<0.001 

<0.001 

Antenatal Betamethasone 

 
8 (10) 31 (57) 17 (85) <0.001 

APGARS, median (min-max): 

           1 min 

           5 min 

 

9 (2-10)* 

9 (7-10)* 

 

8 (3-9)* 

9 (6-10)* 

 

6 (2-9) 

7 (5-9) 

 

<0.001 

<0.001 
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4.4.2. CORD BLOOD GENE EXPRESSION 

Due to limitations in available volumes of cord blood, gene expression analyses were 

conducted in a subset of samples (n=53 term, n=32 late preterm and n=7 early preterm). 

The low frequency of chorioamnionitis meant that its independent contribution to gene 

expression could not be analysed, however expression data for neonates exposed to 

chorioamnionitis were within the IQRs for their respective gestational age groups. 

Chorioamnionitis remained in the final analysis as a covariate when analysing preterm gene 

expression.  

4.4.3. THE EXPRESSION OF HOUSEKEEPING GENES 

Two snoRNAs (RNU48 and RNU6B) were identified from the literature as candidate 

reference genes242, 386. Both snoRNAs were expressed in cord blood. RNU48 was expressed 

more consistently (median CT 27.5 (IQR=27-28)) compared to RNU6B (median CT 31.6 

(IQR=30-34)). As RNU48 was less variable than RNU6B and did not differ between 

gestational age groups, it was deemed the most appropriate reference gene for miR 

characterisation in this study.  

4.4.4. THE EXPRESSION OF miRs THAT REGULATE TLR SIGNALLING 

IN CORD BLOOD  

Cord blood let-7e expression was significantly different between term, late preterm and 

early preterm deliveries after adjusting for labouring delivery, maternal smoking, pre-

eclampsia and birthweight centile (F(2,78)=3.200, p=0.046; Fig. 4.1A). Post-hoc analyses 

showed let-7e expression was increased in term compared to early preterm cord blood 

(p=0.021) and late preterm compared to early preterm cord blood (p=0.015), with no 

difference between late preterm and term cord blood expression.  

Cord blood miR-155 expression was significantly different between term, late preterm and 

early preterm deliveries (F(2,78)=4.225 p=0.018; Fig. 4.2A). Post-hoc analyses revealed 

miR-155 expression was increased in term compared to early preterm cord blood (p=0.005) 

and in late preterm compared to early preterm cord blood (p=0.022), with no difference 

between late preterm and term cord blood expression. 
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There was no significant difference between early preterm, late preterm and term cord blood 

expression of miR-146a (Fig.4.3A), miR-146b (Fig.4.3.B) or miR-106a (Fig. 4.4A). No 

significant independent contribution of antenatal betamethasone exposure or 

chorioamnionitis was observed in early or late preterm cord blood miR expression. 

Within the MANCOVA model, maternal smoking was identified as having a significant, 

independent effect on gene expression. This was assessed further using post-hoc ANOVAs, 

with gestational age groups and smoking status included as independent factors. We found 

no main effect between gestational age group and smoking, however, a significant main 

effect of smoking was found in association with increased miR-146b expression in cord 

blood from mothers who smoked during pregnancy (p=0.022; Fig.4.6A).  

4.4.5. THE EXPRESSION OF mRNAs INVOLVED IN TLR SIGNALLING IN 

CORD BLOOD  

The expression of mRNA associated with TLR signalling was assessed in a smaller subset 

of samples due to the low volumes of early preterm cord blood available. The analysis was 

split according to term (n=18) and preterm cord blood (a pooled group consisting of n=14 

late preterm and n=2 early preterm deliveries). Only 13% of preterm cord blood expressed 

detectable levels of TRAF6 and the expression of TLR3 was not detected in any cord blood 

(Table 4.2). 

There was no difference between term and preterm TLR2 (Fig.4.5A), TLR4 (Fig.4.1B), 

MyD88 (Fig.4.2B), IRAK1 (Fig.4.3C), NF-κB1 (Fig.4.5B), IL6 (Fig.4.5C), IL10 (Fig.4.4B) 

or SOCS1 (Fig.4.2C) expression in cord blood after adjusting for the effect of pre-eclampsia, 

antenatal betamethasone, birthweight centile, chorioamnionitis and labour.  
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Fig. 4.1. Cord blood let-7e and TLR4 expression following term and preterm delivery. 

Cord blood expression of let-7e relative to RNU48 (A), and TLR4 expression relative to β-

actin (B), following term and preterm delivery. Note: y-axes are presented on a logarithmic 

scale, *p<0.05. 

 

Fig. 4.2. Cord blood miR-155, MyD88 and SOCS1 expression following term and preterm 

delivery. Cord blood expression of miR-155 relative to RNU48 (A), and MyD88 (B) and 

SOCS1 (C) expression relative to β-actin, following term and preterm delivery. Note: y-axes 

are presented on a logarithmic scale, *p<0.05.  

 

Fig. 4.3. Cord blood miR-146a, miR-146b and IRAK1 expression following term and 

preterm delivery. Cord blood expression of miR-146a (A) and miR-146b (B) relative to 

RNU48, and IRAK 1 expression relative to β-actin (C), following term and preterm delivery. 

Note: y-axes are presented on a logarithmic scale.  



Chapter 4:  

The Expression of Genes Associated with TLR-signalling in Preterm Cord Blood Page 131 

 

Fig. 4.4. Cord blood miR-106a and IL10 expression following term and preterm delivery. 

Cord blood expression of miR-106a relative to RNU48 (A), and IL10 expression relative to 

β-actin (B), following term and preterm delivery. Note: y-axes are presented on a 

logarithmic scale.  

 

Fig.4.5. Cord blood TLR2, NF-κB1 and IL6 expression following term and preterm 

delivery. Cord blood expression of TLR2 (A), NF-κB1 (B) and IL6 (C) relative to β-actin, 

following term and preterm delivery. Note: y-axes are presented on a logarithmic scale.  
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Table 4.2. The frequency of expression of genes associated with TLR signalling in term 

and preterm cord blood. The frequency of detectable mRNA expression (n, %) in term and 

preterm cord blood. 

mRNA Term 

 n=18 

Preterm 

 n=16 

p  

TLR2 15 (83%) 14 (88%) 0.413 

TLR3 0 (0%) 0 (0%) - 

TLR4 17 (94%) 16 (100%) 0.375 

MyD88 16 (89%) 15 (94%) 0.419 

IRAK1 14 (78%) 15 (94%) 0.281 

TRAF6 0 (0%) 2 (13%) - 

NF-κB1 17 (94%) 15 (94%) 0.419 

IL10 8 (44%) 6 (38%) 0.343 

IL6 6 (33%) 8 (50%) 0.387 

SOCS1 17 (94%) 15 (94%) 0.420 

A post-hoc ANOVA was used to analyse the effect of gestational age group and maternal 

smoking on cord blood mRNA expression. This analysis showed no interaction between 

gestational age group and smoking. Maternal smoking was associated with increased cord 

blood TLR2 (p=0.010), TLR4 (p=0.007), MyD88 (p=0.010), IRAK1 (p=0.012), NF-κB1 

(p=0.038) and SOCS1 expression (p=0.006; Figs.4.6B and 4.7).  

 

Fig. 4.6. Cord blood miR-146b and IRAK1 expression according to maternal smoking 

during pregnancy. Placental expression of miR-146b relative to RNU48 (A) and IRAK1 

relative to β-actin (B), from mothers who smoked and mothers who did not smoke cigarettes 

during pregnancy. Note: the y-axes are presented on a logarithmic scale, *p<0.05.  



 

 

 
Fig 4.7. The expression of genes associated with TLR signalling in cord blood according to maternal smoking during pregnancy. The 

expression of TLR2 (A), TLR4 (B), MyD88 (C), NF-κB1 (D) and SOCS1 (E) relative to β-actin in cord blood from mothers who smoked and 

mothers who did not smoke during pregnancy. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 
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4.4.6. CORRELATIONS BETWEEN miRs AND THEIR TARGET mRNAs IN 

CORD BLOOD 

The expression of let-7e, miR-155, miR-146a, miR-106a and their respective targets: TLR4, 

SOCS1, IRAK1 and TRAF6 or IL10 were not correlated in term or preterm cord blood. NF-

κB1 was not correlated with the expression of any miRs.  

4.4.7. CORRELATIONS BETWEEN CORD BLOOD AND PLACENTAL 

miRs AND mRNAs  

A subset of matched placenta and cord blood samples were analysed for correlating miR 

expression within gestational groups (n=31 term and n=18 preterm deliveries).  

4.4.7.1. Correlations between Matched Genes in Cord Blood and Placenta 

The expression of let-7e, miR-155, miR-146a, miR-146b and miR-106a was not correlated 

between matched cord blood and placental tissue (Table 4.3). 

Table 4.3. The correlation between cord blood and placental miR expression following 

term and preterm delivery. The correlation (ρ) between miR expression in cord blood and 

placenta according to term and preterm delivery calculated using untransformed (raw) data 

for relative gene expression.  

 

miR Term 

n=31 

 

Preterm 

n=18 

ρ p-value ρ p-value 

let-7e 0.246 0.183 0.117 0.645 

miR-155 -0.100 0.614 -0.003 0.990 

miR-146a 0.151 0.417 -0.102 0.687 

miR-146b 0.204 0.629 0.000 1.000 

miR-106a -0.127 0.626 0.151 0.715 
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A subset of matched samples were analysed using Spearman’s correlations to determine the 

relationship between mRNA expression in cord blood and placenta within gestational groups 

(n=11 term and n=7 preterm deliveries). Placental and cord blood MyD88 expression 

showed a positive correlation following preterm but not term delivery (ρ=0.886, p=0.019; 

Fig. 4.8). The expression of TLR2, TLR4, IRAK1 or NF-κB1were not correlated in matched 

cord blood and placental tissue, following term or preterm delivery (Table 4.4). There were 

insufficient data points to match correlations for the expression of IL6, IL10, TRAF6 or 

TLR3 split according to gestational age. 

 

Fig. 4.8. A scatterplot of cord blood and placental MyD88 expression following term and 

preterm delivery. The correlated expression of MyD88 between matched placenta and cord 

blood following term and preterm delivery. Note: y-axis presented on a logarithmic scale, 

*p≤ 0.05. 
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Table 4.4 The correlation between cord blood and placental mRNA expression following 

term and preterm delivery. The correlation (ρ) between mRNA expression in cord blood 

and placenta according to term and preterm delivery calculated using untransformed (raw) 

data for relative gene expression, p≤ 0.05.  

 

miR Term 

n=11 

 

Preterm 

n=7 

ρ p-value ρ p-value 

TLR2 -0.481 0.190 0.029 0.957 

TLR4 -0.318 0.340 0.055 0.908 

MyD88 0.213 0.555 0.886 0.019 

IRAK1 -0.370 0.327 -0.657 0.156 

NF-κB1 0.321 0.365 0.600 0.208 

SOCS1 0.218 0.519 0.250 0.589 

4.4.7.2. Correlations between miRs and their target mRNAs in Cord Blood 

and Placenta 

Matched samples were used to analyse whether the expression of placental miRs was 

correlated with the expression of their respective targets in cord blood. This analysis was 

repeated according to the expression of cord blood miRs and their mRNA targets’ 

expression in matched placenta. Within term and preterm groups, the expression of let-7e 

and its target, TLR4 were not correlated between cord blood and placental tissue (Table 4.5). 

The expression of miR-155 and its targets, SOCS1 or MyD88 was not correlated between 

cord blood and placental tissues (Tables 4.6-7). The expression of miR-146a and its target, 

IRAK1 was not correlated between cord blood and placental tissues (Table 4.8). The 

expression of miR-106a and its target, IL10 was not correlated between cord blood and 

placental tissues (Table 4.9). 
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Table 4.5. The correlation between cord blood and placental let-7e and TLR4 expression 

in matched samples following term and preterm delivery. The correlation (ρ) between cord 

blood let-7e and placental TLR4 expression, and between placental let-7e and cord blood 

TLR4 expression according to term and preterm delivery calculated using untransformed 

(raw) data for relative gene expression.  

ρ 
Placenta 

let-7e TLR4 

Term 

Cord blood let-7e 0.246 0.173 

TLR4 0.573 -0.318 

Preterm 

Cord blood let-7e 0.117 0.173 

TLR4 -0.595 0.055 

Table 4.6. The correlation between cord blood and placental miR-155 and SOCS1 

expression in matched samples following term and preterm delivery. The correlation (ρ) 

between cord blood miR-155 and placental SOCS1 expression, and between placental miR-

155 and cord blood SOCS1 expression according to term and preterm delivery calculated 

using untransformed (raw) data for relative gene expression.  

ρ 
Placenta 

miR-155 SOCS1 

Term 

Cord blood miR-155 -0.100 -0.433 

SOCS1 -0.067 0.218 

Preterm 

Cord blood miR-155 -0.003 0.464 

SOCS1 0.107 0.250 
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Table 4.7. The correlation between cord blood and placental miR-155 and MyD88 

expression in matched samples following term and preterm delivery. The correlation (ρ) 

between cord blood miR-155 and placental MyD88 expression, and between placental miR-

155 and cord blood MyD88 expression according to term and preterm delivery calculated 

using untransformed (raw) data for relative gene expression.  

ρ 
Placenta 

miR-155 MyD88 

Term 

Cord blood miR-155 -0.100 0.310 

MyD88 0.417 0.218 

Preterm 

Cord blood miR-155 -0.003 0.357 

MyD88 0.600 0.250 

Table 4.8. The correlation between cord blood and placental miR-146a and IRAK1 

expression in matched samples following term and preterm delivery. The correlation (ρ) 

between cord blood miR-146a and placental IRAK1 expression, and between placental miR-

146a and cord blood IRAK1 expression according to term and preterm delivery calculated 

using untransformed (raw) data for relative gene expression.  

ρ 
Placenta 

miR-146a IRAK1 

Term 

Cord blood miR-146a 0.151 -0.373 

IRAK1 0.084 -0.370 

Preterm 

Cord blood miR-146a -0.102 -0.600 

IRAK1 0.107 -0.657 
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Table 4.9. The correlation between cord blood and placental miR-106a and IL10 

expression in matched samples following term and preterm delivery. The correlation (ρ) 

between cord blood miR-106a and placental IL10 expression, and between placental miR-

106a and cord blood IL10 expression according to term and preterm delivery calculated 

using untransformed (raw) data for relative gene expression. Note: there were no significant 

correlations determined by this analysis.  

ρ 
Placenta 

miR-106a IL10 

Term 

Cord blood miR-106a -0.127 0.075 

IL10 -0.086 0.000 

Preterm 

Cord blood miR-106a 0.151 0.000 

IL10 0.000 1.000 

4.4.8. CYTOKINE EXPRESSION IN CORD BLOOD SERUM 

Cytokine protein expression was measured in a subset of samples (n=49 term, n=37 late 

preterm and n=14 early preterm), as determined by the volume of cord blood available. The 

number of cord blood samples that showed detectable cytokine production was varied 

(Table 4.10). There was no difference in cord blood cytokine expression between the 

gestational age groups (Fig. 4.9-10).  

The effects of gestational age group and maternal smoking on cord blood cytokine 

expression were also analysed. There was no main effect of gestational age group or 

maternal smoking on cord blood GMCSF, IL10, IL12p70, IL1α, IL1β, IL6, IL8, MCP1 or 

TNFα production.  

  



Chapter 4:  

The Expression of Genes Associated with TLR-signalling in Preterm Cord Blood Page 140 

Table 4.10. The frequency of detection of cytokines in cord blood serum. The frequency of 

detection of cytokines in term, late preterm and early preterm cord blood serum (n, %).  

 Term 

n= 55 

Late preterm  

n= 37 

Early preterm 

n= 14 

p 

GMCSF 55 

(100%) 

55 

(100%) 

55 

(100%) 

0.454 

IL10 55 

(100%) 

55 

(100%) 

55 

(100%) 

0.212 

IL12p70 55 

(100%) 

55 

(100%) 

55 

(100%) 

0.484 

IL1α 55 

(100%) 

55 

(100%) 

55 

(100%) 

0.702 

IL1β 55 

(100%) 

55 

(100%) 

55 

(100%) 

0.479 

IL6 0  

(0%) 

0  

(0%) 

0  

(0%) 

0.793 

IL8 41 

 (75%) 

30 

 (81%) 

7  

(50%) 

0.408 

MCP1 55 

(100%) 

55 

(100%) 

55 

(100%) 

0.406 

TNFα 0 (0%) 0 

 (0%) 

0 (0%) 0.464 
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Fig. 4.9. Cytokine production in cord blood serum from term, and late and early preterm deliveries. The production of GMCSF (A), 

IL10 (B), IL12p70 (C), IL1α (D), IL1β (E) and MCP1 (F) in cord blood serum from term, and late and early preterm deliveries. Note: the 

y-axes are presented on a logarithmic scale. 
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Fig. 4.10. TNFα, IL6 and IL8 production in cord blood serum from term, and late and 

early preterm deliveries. The production of TNFα(A), IL6 (B) and IL8 (C) in cord blood 

serum from term, and late and early preterm deliveries. Note: the y-axes are presented on a 

logarithmic scale. 
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4.5. DISCUSSION 

This study investigated miRs that regulate TLR signalling in preterm cord blood. Early 

preterm cord blood showed increased let-7e and miR-155 expression compared to late 

preterm and term. Interestingly, there was no difference in the expression of miR-146a, miR-

146b, miR-106a, mRNAs associated with TLR signalling or cytokine production between 

early preterm, late preterm and term cord blood. These findings begin to suggest the absence 

of a regulatory relationship between miRs and mRNA in early preterm cord blood.   

Early preterm cord blood expressed decreased let-7e with no difference in its target, TLR4 

compared to late preterm and term. The otherwise comparable expression of TLR2 and TLR4 

mRNA across the gestational age groups agrees with other studies that have measured both 

mRNA and surface protein expression of these receptors on neonatal monocytes and 

neutrophils82, 85, 86. The decrease in let-7e we observed could be associated with the 

continued upregulation of TLR4 during inflammation and requires confirmation using in 

vitro stimulation studies. Murine embryos have shown increased let-7 transcription at 10.5 

days gestation, however, these transcripts are not processed by the enzyme Drosha and 

therefore, remain in their precursory, stem-loop form446. Other pre-miRs, including those 

encoded by the Chromosome 19 cluster, are also highly expressed in human embryonic stem 

cells without being transcribed447. Additionally, activity of the secondary miR processing 

molecule, Dicer is decreased in undifferentiated murine embryonic cell lines compared to 

differentiated cells448. Alternately, mechanisms that inhibit pre-miR transcription may be an 

attempt at maintaining an undifferentiated state in fetal cells449. As such, Lin28b is another 

negative regulator of let-7e and is highly expressed in fetal T cells449. As we did not measure 

pre-miRs (as they are biologically inactive), either of these mechanisms could be an 

underlying cause for decreased let-7e and miR-155 expression in early preterm cord blood.   

MiRs often exert their effects in the context of gene networks or signalling pairs. Although 

let-7e and miR-155 do not interact directly, they regulate the TLR signalling pathway in 

opposite directions and are shown to be involved in similar feedback loops. For example, the 

protein kinase, Akt, is activated by LPS exposure to upregulate let-7e and downregulate 

miR-155 simultaneously341. The overexpression of let-7e accompanied by miR-155 

repression in Akt-/- murine macrophages therefore leads to LPS tolerance during repeated 

LPS stimulation341. As we found decreased let-7e and miR-155 expression in early preterm 
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cord blood, this suggests regulatory feedback loops could be disturbed and that miR-

mediated regulation may be attenuated in early preterm neonates. The state of these TLR 

signalling feedback loops could be investigated using time course studies on inflammatory 

stimulation in cord blood.  

Placental and cord blood MyD88 expression were correlated in association with preterm but 

not term delivery. This could indicate underlying inflammatory activation leading to preterm 

parturition, though it would typically be associated with the co-expression of other 

inflammatory genes450 and therefore, requires more direct investigation. Our analysis did not 

observe any other correlations in gene expression between matched miRs or their targets in 

and between cord blood and placental tissue. Although ovine studies have found placental 

exosomes contain miRs which can regulate gene targets in cord blood451, this cannot be 

confirmed using the current experimental paradigm. Future studies using murine models and 

radiolabelled miRs during pregnancy may therefore be useful in determining whether 

placental miRs regulate neonatal immunity at delivery.  

Irrespective of gestational age, cord blood serum cytokine production was inconsistent. 

Previous studies have also reported between 30-70% of cord blood samples (n=370) do not 

express detectable IL6, IL8 or IL10452, 453. Similarly, those that have detected cytokine 

expression, reported no difference in the constitutive expression of IL6, IL8 and IL10 in 

monocytes, lymphocytes and granulocytes between preterm and term cord blood204. Overall, 

as we found no difference in IL6 or IL10 mRNA expression, it is not surprising that a 

difference in cytokine expression was not seen.  

Maternal smoking during pregnancy is a recognised risk factor for preterm delivery14 and 

growth restriction155. Our analysis showed maternal smoking was associated with decreased 

miR-146b expression in cord blood and increased TLR2, TLR4, MyD88, IRAK1, NF-κB1, 

IL6, IL10 and SOCS1, indicating increased inflammatory activation. This agrees with 

previous studies432, 433 and findings from Chapter 3 that show smoking during pregnancy 

contributes to a pro-inflammatory in utero environment. In contrast to this, others have 

observed that term CBMCs from mothers who smoke express decreased constitutive IL6, 

TNFα and IL10 compared to non-smokers161. These findings may differ with ours because 

of post-transcriptional regulation or the use of isolated cell populations. Alternately, it is 

possible that in utero inflammation programs neonatal tolerance in an attempt to adapt to a 

pro-inflammatory environment as perceived by the fetus. A limitation of the current cohort 
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is our inability to separate the effects of gestational age and smoking, while we observed no 

apparent interaction between these factors, it is likely this occurred due to a smaller sample 

size. Overall, it is apparent that maternal smoking during pregnancy alters neonatal 

immunity and our support that dysregulated expression of genes the TLR signalling pathway 

may contribute to this.  

In summary, the current data show early preterm cord blood expresses decreased 

constitutive let-7e and miR-155, while the expression of the miRs’ mRNA targets remains 

comparable to late preterm and term cord blood. Decreased regulatory miR expression 

suggests that late preterm and term neonates may have a more mature innate immune system 

that better regulates inflammation during infection. Notably, our findings provide a snapshot 

of neonatal innate immunity at delivery and it remains unclear whether these differences 

affect their ability to respond to inflammatory challenge. Further research is therefore 

required to assess the impact of these differences on functional responses in cord blood.  



 

Chapter Five:  

Cord Blood Gene Expression Following TLR Stimulation    Page 146 

 

 

 

 

 

Chapter Five:  

Cord Blood Gene Expression Following TLR Stimulation 

  



Chapter Five:  

Cord Blood Gene Expression Following TLR Stimulation    Page 147 

 

5.1. ABSTRACT 

Background 

A majority of health conditions affecting preterm neonates have an inflammatory 

aetiology. However, in vitro studies on preterm cord blood show decreased expression 

of inflammatory mediators following immune stimulation compared to term. Toll-like 

Receptor (TLR) signalling results in inflammation and can be regulated by microRNAs 

(miRs). This study therefore aimed to determine the expression of miRs and mRNAs in 

cord blood following TLR stimulation.  

Methods and Results 

Cord blood was collected from term (n=29), late preterm (n=17) and early preterm 

deliveries (n=15) and stimulated in vitro with ligands for TLR2 (PGN), TLR3 (Poly 

I:C) and TLR4 (LPS). The expression of miRs and mRNA in the TLR signalling 

pathway was quantified using qPCR. Term cord blood increased mir-155 in response to 

PGN (p=0.031), and increased let-7e (p=0.008), miR-155 (p<0.001), miR-106a 

(p=0.05), NF-κB1 (p=0.023) and IL6 (p=0.007) in response to LPS. Late preterm cord 

blood increased let-7e (p=0.008), TLR2 (p=0.008) and SOCS1 (p=0.024) in response to 

LPS. Early preterm cord blood only increased NF-κB1 (p=0.029) and IL6 (p=0.01) in 

response to LPS. There was no difference observed in the expression genes associated 

with TLR signalling by cord blood in response to Poly I:C stimulation. 

Conclusion 

This study suggests an absence of miR expression may contribute to diminished 

regulation of TLR signalling during inflammation in early preterm cord blood in vitro. 

Dysregulated innate immune signalling could underlie a susceptibility towards 

uncontrolled inflammation in early preterm neonates.  



Chapter Five:  

Cord Blood Gene Expression Following TLR Stimulation    Page 148 

 

5.2. INTRODUCTION 

Preterm neonates are more susceptible to developing severe inflammatory conditions 

than their term counterparts4, 25. These conditions are characterised by a bias towards 

unresolved inflammation and increased expression of pro-inflammatory mediators. 

Inflammation can be driven by innate immune TLR signalling. TLRs are activated by 

the ligation to specific classes of PAMPs. TLR2 recognises PGN that forms the cell 

wall of gram-positive bacteria; TLR3 recognises viral PAMPs including synthetic Poly 

I:C; and TLR4 recognises LPS, which is a component of the gram-negative bacterial 

membrane. TLRs activate a series of intracellular adaptor molecules (e.g. MyD88 and 

IRAK1) to initiate the translocation of nuclear factors that induce inflammatory 

cytokine transcription (e.g. NF-κB). The expression of these genes can be regulated at 

different levels of signalling by miRs. Inflammation must be tightly regulated to avoid 

prolonged or aberrant tissue damage.   

MiRs have important roles in regulating TLR signalling during inflammation. They 

respond to physiological cues and act post-transcriptionally, resulting in a ‘dampening’ 

of the inflammatory response. In response to inflammatory cues, the miR, let-7e, 

inhibits TLR4 expression, while miR-146a inhibits expression of the signalling 

molecule IRAK1, and both miRs therefore down-regulate TLR signalling. Other miRs 

increase inflammatory activation, including miR-155, which represses the suppressor of 

cytokine signalling (SOCS1) gene, and miR-106a that represses IL10.  

Preterm neonates show decreased leukocyte counts207 and attenuated expression of pro-

inflammatory cytokines following LPS stimulation compared to their term-born 

counterparts288. Specifically, preterm cord blood expresses decreased IL6 and TNFα 

following stimulation with TLR agonists82, 213, 288 or whole bacteria compared to term252, 

289. Other aspects of TLR signalling have, however, demonstrated comparable 

responses to immune stimulation in vitro. For example, preterm CBMCs exhibit 

comparable86, 302 or increased454 phosphorylation of NF-κB following stimulation with 

whole bacteria compared to term. As NF-κB phosphorylation results in pro-

inflammatory cytokine transcription76, this suggests inflammatory cytokine expression 

is either be comparable or increased between term and preterm cord blood. 

Discrepancies between NF-κB phosphorylation and cytokine expression in cord blood 
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studies may be explained by differences in post-transcriptional regulation of TLR 

signalling.  

Alterations in the regulation of TLR signalling may also explain preterm neonates’ 

susceptibility to developing inflammatory morbidities. Currently, little is known about 

miR-related regulation of neonatal immunity. Studies to date have focused on miR 

arrays that explore patterns of miR expression in association with preterm delivery374. 

Even fewer studies have validated miR expression in cord blood. Charrier et al., 

demonstrated increased miR-146a and decreased miR-155 expression in cord blood 

pDCs that expressed decreased IRAK1 and MyD88 compared to adult pDCs following 

TLR9 stimulation388. Similarly, cord blood monocytes are shown to increase miR-146a 

expression after 24 hours LPS stimulation in vitro compared to adult monocytes242. 

These data support that term neonates exhibit a tolerogenic immune bias during LPS 

stimulation compared to adults.  

It is unclear whether miRs are differentially expressed in preterm compared to term 

neonates, which could contribute to the differential responses to TLR stimulation 

observed between them (see Table 1.2). This study therefore aimed to characterise 

expression of miRs and their gene targets following TLR stimulation in term and 

preterm cord blood. Previous findings from our laboratory have shown increased IL6 

expression with TLR stimulation, without any change in anti-inflammatory 

cytokines153. It was therefore hypothesised that preterm cord blood would exhibit 

decreased expression of anti-inflammatory let-7e, miR146a and SOCS1 and increased 

expression of pro-inflammatory miR-155, miR-106a and IL6 compared to term cord 

blood following TLR stimulation.  
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5.3. METHODS 

5.3.1. PARTICIPANTS AND SAMPLE COLLECTION  

Pregnant women presenting at the LMH and WCH (n=61), who delivered at early 

preterm (<32 weeks), late preterm (32-36 weeks) or term gestation (≥ 37 weeks) were 

recruited to this study. Clinical data were obtained from maternal and neonatal health 

records, including obstetric history and neonatal outcomes (see section 2.1). Cord blood 

was collected into lithium heparin vials at delivery for in vitro culture. 

5.3.2. CORD BLOOD CULTURE AND TLR STIMULATION 

Whole cord blood was plated in volumes of 100µL in flat-bottomed 96-well cell culture 

plates and cultured at 37°C and 5% CO2 overnight. Following this ‘resting’ period, one 

set of wells were left unstimulated (untreated ‘controls’) and remaining wells were 

stimulated with either PGN (TLR2 agonist; 100pg), Poly I:C (TLR3 agonist; 500pg), or 

LPS (TLR4 agonist; 1ng). Wells were collected and pooled in triplicate after 6 hours in 

vitro. 

5.3.3. WHOLE RNA EXTRACTION 

TRIzol LS® reagent was used to extract RNA from cord blood (see section 2.5.2). 

Briefly, three volumes of TRIzol LS were added to one volume of cord blood and 

samples were mechanically agitated. Lysates were separated by centrifugation with 

chloroform to retrieve the interphase for subsequent washing with isopropanol and 

ethanol. RNA was eluted in RNase free water and purified using a miRNeasy Mini Kit 

and DNAse I treatment as per manufacturers’ protocol. RINs were assessed using a 

bioanalyser, where a RIN≥ 9 was considered sufficient for PCR analysis. 

5.3.4. qRT-PCR ANALYSIS OF miRNA EXPRESSION  

RNA (10ng) was reverse transcribed using a Taqman® MicroRNA Reverse 

Transcription Kit according to manufacturer’s protocol, that was slightly modified for 

optimal cDNA output (see section 2.6.1). This involved pooling a maximum of five RT 

primers per batch in a single RT mixture. Reverse transcription targeted five primer 

sequences: let-7e, miR-155, miR-146a, miR-106a and RNU48. Relative miRNA 
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expression was quantified using Taqman® MicroRNA Assays in 20µL reactions 

containing 1.33µL of cDNA. qRT-PCR utilised the comparative cycle threshold (2-ΔCT) 

method to determine miR abundance relative to the housekeeping gene RNU48. 

5.3.5. qRT-PCR ANALYSIS OF mRNA EXPRESSION 

Purified RNA (50ng) was reverse transcribed using a SuperScript™ III First-Strand 

Synthesis Kit for qRT-PCR according to manufacturer’s protocol. qRT-PCR was used 

to quantify the relative expression of miR targets including TLR2, TLR4, MyD88, 

IRAK1, NF-κB1, IL6, IL10 and SOCS1 relative to the reference gene, β-actin. qRT-PCR 

was performed using TaqMan® Gene Expression Assays and each 20µL reaction 

contained 2μL of the cDNA template.  

5.3.6. STATISTICAL ANALYSES 

Data were analysed using SPSS v24. Demographic and clinical data are presented as 

mean ± SD, unless otherwise indicated. Frequency data were analysed using Chi-

squared tests. Kruskal-Wallis tests or ANOVAs were used to compare continuous data 

according to the gestational age groups. Post-hoc analysis was conducted using Mann-

Whitney U tests or t-tests where necessary. Gene expression data are presented as 

median (25th-75th centile), unless otherwise indicated, and were logarithmically 

transformed (log10) to normalise data for parametric analysis. ANCOVAs or 

MANCOVAs were used to analyse qPCR data, with pre-eclampsia, labouring delivery, 

maternal smoking during pregnancy and birthweight centile used as covariates for term 

and preterm cord blood analyses; and chorioamnionitis and antenatal betamethasone 

were used as additional covariates for analyses concerning preterm cord blood. Post-hoc 

comparisons were made using t-tests where appropriate. An a priori Bonferroni 

correction was made to the critical alpha level for post-hoc comparisons. Spearman’s 

correlations were used to assess the relationship between matched sample expression of 

miR and mRNA data. An alpha level of 0.05 was considered statistically significant. 
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5.4. RESULTS 

5.4.1. PARTICIPANT CHARACTERISTICS 

Clinical characteristics from term (n=29), late preterm (n=17) and early preterm (n=15) 

deliveries are shown in Table 5.1. Maternal age, BMI, smoking during pregnancy, 

ethnicity and gravidity were not significantly different between the gestational age 

groups. Gestational age at delivery (completed weeks) was significantly different 

between the groups (F(2,60)=297.701, p<0.001). Parity showed a trend towards being 

different between the gestational age groups, but this did not reach statistical 

significance (p=0.056). Pre-eclampsia was more frequently associated with early 

preterm deliveries (33%) compared to late preterm (12%) and term (7%; χ2(2)=7.861, 

p=0.020). Mode of delivery was significantly different between the groups 

(χ2(3)=9.687, p=0.046), where emergency Caesarean sections were more frequent in 

early preterm (47%) and late preterm (33%) compared to term deliveries (10%); and 

both early preterm (60%) and term deliveries (62%) were more frequently delivered via 

elective Caesarean section compared to late preterm deliveries (35%). The frequency of 

labouring deliveries did not differ between the groups.  

Early (87%) and late preterm neonates (82%) were more frequently exposed to 

antenatal betamethasone compared to term neonates (3%; χ2(2)=40.182, p<0.001). 

Birthweight was significantly different between the gestational age groups 

(F(2,60)=116.08, p<0.001) and post-hoc analyses showed that it was lower in early 

preterm compared to term, early preterm compared to late preterm and late preterm 

compared to term neonates (p<0.001 for all). Birthweight centile was significantly 

different between the groups (F(2,60)=11.057, p<0.001) and post-hoc analyses showed 

that it was lower in early preterm compared to term (p<0.001) and early preterm 

compared to late preterm neonates (p=0.04). The incidence of SGA and IUGR occurred 

more frequently in early preterm compared to late preterm and term neonates 

(χ2(2)=15.822, p<0.001; and χ2(2)=19.028, p<0.001, respectively). Birth length was 

significantly different between the groups (F(2,54)=94.461, p<0.001) and post-hoc 

analyses showed it was lower in early preterm compared to term, early preterm 

compared to late preterm and late preterm compared to term neonates (p<0.001 for all). 

Head circumference was significantly different between the groups (F(2,54)=14.875, 
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p<0.001) and post-hoc analyses showed that it was lower in early preterm compared to 

term (p<0.001) and late preterm compared to term neonates (p=0.014). APGARS at 1 

minute were significantly different between the groups (U=76, p=0.001) and post-hoc 

tests showed they were lower in early preterm compared to term (p=0.001) and early 

preterm compared to late preterm neonates (p=0.04). APGARS at 5 minutes were 

significantly different between the groups (U=81.5, p=0.002) and post-hoc tests showed 

that they were lower in early preterm compared to term (p=0.002) and early preterm 

compared to late preterm (p=0.024). 

Placental weight was significantly different between the gestational age groups 

(F(2,47)=32.112, p<0.001) and post-hoc analyses showed that it was lower following 

early preterm compared to late preterm (p=0.003), early preterm compared to term 

(p<0.001) and late preterm compared to term delivery (p=0.003). The incidence of 

chorioamnionitis was higher in early preterm deliveries (20%) compared to late preterm 

(12%) and term (0%; χ2(2)=13.866, p=0.001).  
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Table 5.1. Maternal demographics and neonatal characteristics of term, late and 

early preterm deliveries for cord blood analysed in Chapter 5. Values are given as 

mean± SD or n (%), unless otherwise indicated. p-values presented in the table were 

calculated using ANOVAs or Kruskal-Wallis tests. Post-hoc tests were conducted using 

t-tests or Mann-Whitney U tests and are represented within each gestational age group 

column by the following symbols: *p≤ 0.05 compared to both other groups; #p≤ 0.05 

compared to term.  

 Term Late 

Preterm 

Early 

Preterm 

p-value 

n=29 n=17 n=15 

Gestational age (completed weeks), 

median (min-max) 
39 (37-41)* 32 (32-36)* 30 (25-31) <0.001 

Maternal demographics: 

Age, years 

BMI, kg/m2 

Gravidity, median (min-max) 

Parity, median (min-max)            

Smoking during pregnancy 

Ethnicity: 

Caucasian 

Indigenous 

Other  

 

30 ±4 

30 ±8 

3 (1-6) 

1 (0-4) 

4 (14) 

 

20 (69) 

0 (0) 

9 (31) 

 

29 ±6 

24 ±4 

2 (1-7) 

0 (0-5) 

1 (6) 

 

9 (53) 

1 (6) 

7 (41) 

 

31 ±6 

29 ±8 

3 (1-7) 

1 (0-4) 

3 (20) 

 

9 (60) 

2 (13) 

4 (27) 

 

0.672 

0.104 

0.521 

0.056 

0.515 

 

 

0.561 

 

Maternal complications: 

 Pre-eclampsia 

 

2 (7) 

 

2 (12) 

 

5 (33) 

 

0.020 

Multiple pregnancy 

 

2 (7) 4 (24) 3 (20) 0.130 

Labouring delivery 

Mode of delivery: 

          Emergency Caesarean section  

          Elective Caesarean section  

          Vaginal delivery 

11 (38) 

 

3 (10) 

18 (62) 

8 (28) 

9 (53) 

 

8 (47) 

6 (35) 

3 (18) 

3 (20) 

 

5 (33) 

9 (60) 

1 (7) 

0.159 

 

 

0.046 

Placenta: 

           Weight, g 

           Histological chorioamnionitis 

 

693 (±171)* 

0 (0) 

 

477 (±224)* 

2 (12) 

 

241 (±94) 

3 (20) 

 

<0.001 

<0.001 

Neonatal characteristics: 

Male  

Birthweight, g 

Birth centile, % 

SGA 

IUGR 

Birth length, cm 

Head circumference, cm 

 

11 (38) 

3582 (±516)* 

62 (±31) 

3 (10) 

0 (0) 

50 (±2)* 

35 (±1) 

 

7 (41) 

2291 (±581)* 

39 (±33)# 

4 (24) 

3 (18) 

44 (±3)* 

32 (±2)# 

 

8 (53) 

1142 (±421) 

18 (±26)# 

10 (67) 

8 (53) 

33 (±6) 

29 (±6)# 

 

0.613 

<0.001 

<0.001 

<0.001 

<0.001  

<0.001 

<0.001 

 

Antenatal Betamethasone 

 
1 (3) 14 (89) 13 (87) <0.001 

APGARS, median (min-max): 

           1 min 

           5 min 

 

9 (7-9) 

9 (7-10) 

 

9 (3-9) 

9 (6-10) 

 

6 (2-9)* 

7 (5-9)* 

 

0.004 

0.001 
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5.4.2. CORD BLOOD miR EXPRESSION FOLLOWING PGN (TLR2) 

STIMULATION 

PGN stimulation significantly increased miR-155 expression compared to controls 

(unstimulated samples) in term cord blood after adjusting for the covariates pre-

eclampsia, labouring delivery, maternal smoking during pregnancy and birthweight 

centile (Fig. 5.1, F(1,48)=4.910, p=0.031). There was a trend towards increased miR-

106a expression with PGN stimulation compared to controls in term cord blood, 

however, this did not reach statistical significance (p=0.094; Fig. 5.4). Term cord blood 

showed no difference in let-7e or miR-146a expression between unstimulated and PGN 

stimulated samples (Figs. 5.2-3).    

Late and early preterm cord blood showed no difference in the expression of any miR 

between PGN stimulated and unstimulated samples after adjusting for the covariates 

pre-eclampsia, labouring delivery, maternal smoking during pregnancy, birthweight 

centile, chorioamnionitis and antenatal betamethasone exposure (Figs. 5.1-4). 

There was no difference in the magnitude of let-7e, miR-155, miR-146a or miR-106a 

expression with PGN treatment between early preterm, late preterm and term cord 

blood.  

 

Fig. 5.1. Cord blood miR-155 expression with and without PGN stimulation. The 

expression miR-155 relative to RNU48 in (A) term, (B) late preterm and (C) early 

preterm cord blood at 6 hours in vitro following PGN stimulation or under control 

conditions. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 
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Fig. 5.2. Cord blood let-7e expression with and without PGN stimulation. The 

expression let-7e relative to RNU48 in (A) term, (B) late preterm and (C) early preterm 

cord blood at 6 hours in vitro following PGN stimulation or under control conditions. 

Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

 

Fig. 5.3. Cord blood miR-146a expression with and without PGN stimulation. The 

expression miR-146a relative to RNU48 in (A) term, (B) late preterm and (C) early 

preterm cord blood at 6 hours in vitro following PGN stimulation or under control 

conditions. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

 

Fig. 5.4. Cord blood miR-106a expression with and without PGN stimulation. The 

expression miR-106a relative to RNU48 in (A) term, (B) late preterm and (C) early 

preterm cord blood at 6 hours in vitro following PGN stimulation or under control 

conditions. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 
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5.4.3. CORD BLOOD miR EXPRESSION FOLLOWING Poly I:C (TLR3) 

STIMULATION 

There was a trend towards increased let-7e expression with Poly I:C stimulation 

compared to unstimulated conditions in late preterm cord blood after adjusting for pre-

eclampsia, labouring delivery, maternal smoking, birthweight centile, chorioamnionitis 

and antenatal betamethasone, however this trend did not reach statistical significance 

(p=0.072; Fig. 5.5). There was no difference in let-7e expression in term or early 

preterm cord blood between control and Poly I:C stimulated samples. No difference 

was observed in miR-155, miR-146a or miR-106a expression with Poly I:C stimulation 

in term, late preterm or early preterm cord blood (Fig. 5.6-8).  

There was no difference in the magnitude of let-7e, miR-155, miR-146a or miR-106a 

expression induced by Poly I:C stimulation between early preterm, late preterm and 

term cord blood.   

 

Fig. 5.5. Cord blood let-7e expression with and without Poly I:C stimulation. The 

expression let-7e relative to RNU48 in (A) term, (B) late preterm and (C) early preterm 

cord blood at 6 hours in vitro following Poly I:C stimulation or under control 

conditions. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

 

Fig. 5.6. Cord blood miR-155 expression with and without Poly I:C stimulation. The 

expression miR-155 relative to RNU48 in (A) term, (B) late preterm and (C) early 

preterm cord blood at 6 hours in vitro following Poly I:C stimulation or under control 

conditions. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 
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Fig. 5.7. Cord blood miR-146a expression with and without Poly I:C stimulation. The 

expression miR-146a relative to RNU48 in (A) term, (B) late preterm and (C) early 

preterm cord blood at 6 hours in vitro following Poly I:C stimulation or under control 

conditions. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

 

Fig. 5.8. Cord blood miR-106a expression with and without Poly I:C stimulation. The 

expression miR-106a relative to RNU48 in (A) term, (B) late preterm and (C) early 

preterm cord blood at 6 hours in vitro following Poly I:C stimulation or under control 

conditions. Note: the y-axes are presented on a logarithmic scale, *p<0.05.
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5.4.4. CORD BLOOD miR EXPRESSION FOLLOWING LPS (TLR4) 

STIMULATION 

LPS stimulation significantly increased term cord blood let-7e (F(1,47)=7.653, 

p=0.008; Fig. 5.9A), miR-155 (F(1,47)=25.143, p<0.001; Fig. 5.9D) and miR-106a 

expression (F(1,47)=4.040, p=0.050; Fig. 5.9J) compared to control term cord blood 

samples, after adjusting for the covariates pre-eclampsia, labouring delivery, maternal 

smoking during pregnancy and birthweight centile. No change in miR-146a expression 

was observed between LPS-stimulated and control samples in term cord blood. 

Late preterm cord blood increased let-7e expression with LPS stimulation compared to 

unstimulated samples (F(1,24)=5.816, p=0.024; Fig. 5.9B). There was no difference 

observed in miR-155, miR-146a or miR-106a expression by late preterm cord blood 

between control and LPS-stimulated samples (Fig. 5.9 E, H, K).  

There was no difference in expression of any of the miRs in early preterm cord blood 

between control and LPS-stimulated samples (Fig. 5.9 C, F, I, L).  

There was no significant difference observed in the magnitude of LPS-stimulated miR-

155 and miR-146a responses between gestational age groups, however a trend towards 

increased mir-155 expression (p=0.067) and mir-146a expression (p=0.085) was 

observed in term cord blood compared to both preterm groups. There was no difference 

observed in the magnitude of let-7e or miR-106a expression with LPS stimulation 

between the groups.   
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Fig. 5.9. Cord blood miR expression with and without LPS stimulation. The 

expression of let-7e (A-C), miR-155 (D-F), miR-146a (G-I) and miR-106a (J-L) relative 

to RNU48 in term (A, D, G, J), late preterm (B, E, H, K) and early preterm (C, F, I, L) 

cord blood at 6 hours in vitro following LPS stimulation or under control conditions. 

Note: the y-axes are presented on a logarithmic scale, *p<0.05.  
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5.4.5. CORD BLOOD mRNA EXPRESSION FOLLOWING LPS 

(TLR4) STIMULATION  

The expression of genes associated with TLR signalling (mRNA) was collected for a 

smaller subset of samples and the analysis was split according to term (n= 15), late 

preterm (n= 10) and early preterm (n= 10) cord blood. Based on the miR results 

following LPS stimulation compared to PGN or Poly I:C, our analysis of mRNA 

expression focused only on responses to LPS stimulation. This strategy prioritised 

experiments based on limited blood and therefore RNA volumes available following 

preterm delivery.  

The frequency of mRNA expression by LPS-stimulated cord blood was not 

significantly different according to the gestational age groups (Table 5.2).  

Table 5.2. The frequency of gene expression (mRNA) in LPS-stimulated cord blood. 

The frequency (n, %) of TLR-associated gene expression (mRNA) in LPS-stimulated 

cord blood from term, late and early preterm deliveries.  

 Term 

n= 15 

Late preterm 

n= 10 

Early 

preterm 

n= 10 

p 

TLR2 14 

(93%) 

10 

(100%) 

10 

(100%) 

0.227 

TLR4 15 

(100%) 

9 

(90%) 

8 

(80%) 

0.406 

MyD88 14 

(93%) 

7 

(70%) 

7 

(70%) 

0.171 

IRAK1 14 

(93%) 

7 

(70%) 

10 

(100%) 

0.785 

NF-κB1 15 

(100%) 

6 

(60%) 

10 

(100%) 

0.226 

IL10 14 

(93%) 

9 

(90%) 

7 

(70%) 

0.403 

IL6 12 

(18%) 

9 

(90%) 

8 

(80%) 

0.668 

SOCS1 15 

(100%) 

10 

(100%) 

10 

(100%) 

0.410 
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Late preterm cord blood showed increased TLR2 expression following LPS stimulation 

after adjusting for covariates pre-eclampsia, labouring delivery, maternal smoking 

during pregnancy and birthweight centile (F(1,10)= 10.582, p=0.008; Fig. 5.10). There 

was a trend towards increased TLR2 expression in term cord blood following LPS 

stimulation compared to unstimulated samples, however, this did not reach statistical 

significance (p=0.077). Early preterm cord blood showed no change in TLR2 

expression following LPS stimulation. 

 

Figure 5.10. The expression of TLR2 in cord blood with and without LPS 

stimulation. The expression of TLR2 relative to β-actin in in (A) term, (B) late preterm 

and (C) early preterm cord blood in control samples and following LPS stimulation at 6 

hours. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

NF-κB1 expression was increased in term cord blood (F(1,21)= 5.968, p=0.023; Fig. 

5.11) and early preterm cord blood following LPS stimulation (F(1,12)= 6.145, 

p=0.029). Late preterm cord blood showed no difference in NF-κB1 expression 

following LPS stimulation.  

 

Figure 5.11. The expression of NF-κB1 in cord blood with and without LPS 

stimulation. The expression of NF-κB1 relative to β-actin in in (A) term, (B) late 

preterm and (C) early preterm cord blood in control samples and following LPS 

stimulation at 6 hours. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 
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IL6 expression was increased following LPS stimulation in term cord blood (F(1,22)= 

13.120, p=0.002), late preterm (F(1,10)=99.283, p<0.001) and early preterm cord blood 

(F(1,11)= 14.693, p=0.003; Fig.5.12).  

 

Fig. 5.12. The expression of IL6 in cord blood with and without LPS stimulation. The 

expression of IL6 relative to β-actin in in (A) term, (B) late preterm and (C) early 

preterm cord blood following 6 hours in control samples and following LPS stimulation 

at 6 hours. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

Late preterm cord blood increased SOCS1 expression following LPS stimulation 

(F(1,11)=6.861, p=0.024; Fig.5.13). Term and early preterm cord blood showed no 

difference in SOCS1 expression following LPS stimulation. 

 

Fig. 5.13. The expression of SOCS1 in cord blood with and without LPS stimulation. 

The expression of SOCS1 relative to β-actin in in (A) term, (B) late preterm and (C) 

early preterm cord blood following 6 hours in control samples and following LPS 

stimulation at 6 hours. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

There was no difference observed in TLR4, MyD88, IL10 or IRAK1 expression 

following LPS stimulation within the gestational age groups (Fig. 5.14-17). 
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Fig. 5.14. The expression of TLR4 in cord blood with and without LPS stimulation. 

The expression of TLR4 relative to β-actin in in (A) term, (B) late preterm and (C) early 

preterm cord blood following 6 hours under control conditions and following LPS 

stimulation. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

 

Fig. 5.15. The expression of MyD88 in cord blood with and without LPS stimulation. 

The expression of MyD88 relative to β-actin in in (A) term, (B) late preterm and (C) 

early preterm cord blood following 6 hours under control conditions and following LPS 

stimulation. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

 

Fig. 5.16. The expression of IRAK1 in cord blood with and without LPS stimulation. 

The expression of IRAK1 relative to β-actin in in (A) term, (B) late preterm and (C) 

early preterm cord blood following 6 hours under control conditions and following LPS 

stimulation. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 
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Fig. 5.17. The expression of IL10 in cord blood with and without LPS stimulation. 

The expression of IL10 relative to β-actin in in (A) term, (B) late preterm and (C) early 

preterm cord blood following 6 hours under control conditions and following LPS 

stimulation. Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

There were no correlations between the expression of let-7e, miR-155, miR-146a, miR-

106a and their respective targets: TLR4, SOCS1, IRAK1 and TRAF6 or IL10 in term, 

late preterm or early preterm cord blood. As a common regulator of miRs, NF-κB1 was 

not associated with miR expression in these samples. 
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5.5. DISCUSSION 

This study is the first to show there is a disparity in TLR-stimulated miR expression 

between term, late preterm and early preterm cord blood. Further, IL6 was the only 

gene investigated that was consistently increased in cord blood following LPS 

stimulation by all gestational age groups. In term cord blood, LPS or PGN exposure 

increased miR-155. LPS stimulation also increased let-7e, miR-106a and NF-κB1 

expression in term cord blood. Similarly, late preterm cord blood increased let-7e, TLR2 

and SOCS1 with LPS stimulation. In contrast to this, early preterm cord blood 

stimulated with LPS increased NF-κB1 without any change in miR expression. No 

changes in cord blood gene expression were observed in any gestational age group 

following Poly I:C stimulation. These data demonstrate an absence of miR expression 

following TLR stimulation in early preterm cord blood despite increased expression of 

pro-inflammatory NF-κB1 and IL6. 

The lack of a miR response to TLR stimulation in early preterm cord blood may be 

associated with immature miR transcript processing. A previous study analysed 2,108 

term cord blood samples for the expression of the miR processing complex, Dicer455. 

Interestingly, Dicer mRNA expression was decreased in cord blood from neonates who 

later developed severe RSV infections during the neonatal period compared to healthy 

neonates. The authors of this study postulated that in this scenario, decreased Dicer 

expression led to an increased viral load, as it has previously been associated with the 

inhibition of viral expression in the context of Influenza A456. While our findings are 

not specific to viral immunity, decreased Dicer expression could contribute to the 

absence of a miR response to TLR stimulation in early preterm cord blood. This would 

not only predispose early preterm neonates to contracting viral infections, but also 

underlie an inability to control the inflammatory response to other pathogens. 

Both term and late preterm cord blood increased let-7e expression in response to TLR 

stimulation. let-7e is best known for targeting TLR4 and therefore, downregulating TLR 

signalling341. Term and late preterm cord blood therefore show evidence of a capacity to 

regulate inflammatory gene expression, while early preterm cord blood does not. Our  

study showed simultaneous increases in inflammatory and regulatory genes as we 
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investigated the peak synthesis phase of cytokine expression (6 hours201). Increased 

expression of the pre-miR, let7 has been associated with decreased IL10 and IL6 

expression in human and murine macrophages stimulated in vitro with Salmonella and 

E. coli457. We therefore postulate that as TLR signalling progresses, term and late 

preterm neonates eventually express enough regulatory let-7e to downregulate cytokine 

expression. In contrast, early preterm neonates do not show this regulatory miR 

response, at least with respect to the TLR ligands we used for this study. 

Interestingly, we observed no difference in miR expression following TLR3 stimulation 

with Poly I:C in any gestational age group. These results are unsurprising as TLR3 

mRNA was undetectable in cord blood at birth (Chapter 4). Others have also found 

CBMCs do not express cytokines in response to Poly I:C78 or TLR7/8 viral agonist 

stimulation48. The only studies that have been able to demonstrate a cytokine response 

to viral stimulation have used high concentrations of Poly I:C in conjunction with 

IFNγ254, which is normally decreased in cord blood compared to adult blood201. It is 

likely the absence of cytokine expression following viral stimulation in vitro also 

reflects an increased susceptibility by neonates towards viral infections such as RSV277.  

The expression of IRAK1 and MyD88 did not change following LPS stimulation in term 

or preterm cord blood, and neither did IRAK1’s negative regulator, miR-146a323. Others 

have observed increased miR-146a expression after 24 hours LPS stimulation in vitro in 

term cord blood monocytes242. While their findings support previous evidence that miR-

146a is regulated by NF-κB expression during terminal TLR signalling458, we 

characterised an earlier time-point which may exclude these effects. In fact, miR-146a 

expression is typically shown to increase up to 100 fold between 24-48 hours in vitro in 

association with decreased IRAK1 and cytokine expression89, 90. The effect of increased 

NF-κB1 expression on miR-146a expression in term and early preterm cord blood are 

not evident in the current analysis.  

Increased NF-κB1 expression in term and early preterm cord blood stimulated with LPS 

suggests active inflammatory cytokine transcription. Interestingly, preterm cord blood 

monocytes have shown increased NF-κB phosphorylation following bacterial 

stimulation compared to term454. Additionally, intestinal epithelial cells from preterm 

neonates also show increased NF-κB activation and cytokine expression in response to 

flagellin (a TLR5 agonist), and decreased expression of anti-inflammatory IκB, 
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compared to adults459. Similarly, rodent models of NEC show increased NF-κB 

activation and decreased IκB expression307, leading to inflammatory injury that 

precedes NEC61. Together, these studies indicate that over-expression of NF-κB by 

TLR-stimulated early preterm cord blood, in the absence of miR expression, could be a 

contributing mechanism to uncontrolled inflammation in these neonates.  

Although miR-106a is known to target IL10339, term cord blood showed increased miR-

106a expression and no difference in IL10 with LPS stimulation. Conversely, early 

preterm cord blood showed no change in the expression of miR-106a, but increased 

IL10 with LPS stimulation. The concurrent increase in IL10 and IL6 in early preterm 

cord blood suggests a ‘genomic storm’ scenario, where inflammatory transcription is 

increased without resolving inflammation. While IL10 is an anti-inflammatory 

cytokine, its increased expression has been associated with septic shock where patients 

increase the expression of both pro- and anti- inflammatory genes460. Furthermore, 

peripheral blood from term neonates with sepsis expresses increased IL10 and pro-

inflammatory IL8, IL6 and IL1β461. Therefore, the increase in IL10 and IL6 without any 

change in regulatory miRs could be evidence of a system that is hyper-responsive to 

inflammatory stimulation.  

Neonatal immune development is shaped by the in utero environment (see section 

1.3.2). For example, transcriptome-wide analyses of neonatal peripheral blood have also 

shown that exposure to chorioamnionitis is associated with a unique pattern of 

inflammatory gene expression compared to unexposed neonates390. Maternal smoking 

during pregnancy has also been associated with altered inflammatory signalling in cord 

blood, where CBMCs show decreased IL6, TNFα and IL10 expression following TLR 

stimulation in vitro compared to non-smoking mothers162, 163. We therefore used these 

factors as covariates in our analysis to adjust for the potential influence they may have 

on stimulated immune responses. In the current study, we observed no significant 

interaction effects between smoking and gestational age. The ability to discriminate the 

independent effects of these exposures would be interesting, however, would require a 

larger sample size. Further, many in utero insults can increase the risk of preterm birth 

and co-occur with different clinical management strategies. This would make it difficult 

to isolate the impact of these exposures, even in a larger sample size. Animal studies 

and in vitro modelling may be the best way to understand these independent effects.  
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A major strength of our study is that we stimulated whole cord blood. This method 

allowed for a holistic insight into neonatal immune function. Further, previous findings 

from our laboratory have shown that isolated CBMCs do not respond as robustly to 

TLR stimulation over time or increasing doses of TLR agonists153. Cord blood 

leukocytes are immature compared to adults and likely require support from other 

factors in whole blood to mount effective immune responses. Whole blood also 

contains platelets, which express TLRs and can contribute to inflammatory 

signalling462. Notably, miRs show cell-specific function which is a limitation of the 

current study. As such, we cannot determine whether specific cells are responsible for 

the upregulation of certain genes that could explain the observed gestational age-

specific responses to TLR stimulation. For example, Tregs numbers are increased in 

preterm cord blood compared to term463, 464. The FOXP3 protein is specific to Tregs and 

ensures their survival and proliferation465 and has been shown to suppress miR-155 

expression in Tregs466. Therefore, if preterm cord blood has increased numbers of 

Tregs, they may be suppressing any increases in TLR-induced miR-155 expression in 

early preterm cord blood. Future studies could confirm this using flow cytometry 

targeting cell-specific miR expression. 

In summary, the coordinated increase in pro-inflammatory and anti-inflammatory genes 

observed in term but not preterm cord blood suggests the key miRs we measured may 

not regulate inflammation as effectively in preterm neonates. This deficiency in miR-

based immune regulation could contribute to chronic inflammatory signalling that 

precedes inflammatory disease. Overall, our novel findings support that preterm 

neonatal inflammatory responses are not intrinsically immature, rather, their 

coordination and regulation of TLR signalling may be dysfunctional.  
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6.1.  ABSTRACT 

Background 

The process of inflammation changes over time under the influence of genetic regulators 

such as microRNAs (miRs). MiRs exhibit time-sensitive expression, forming feedback loops 

with other genes involved in inflammatory Toll-like Receptor (TLR) signalling. In Chapter 

5, term and late preterm cord blood increased miR expression following TLR stimulation in 

vitro while early preterm cord blood did not; however, this finding was limited by the 

analysis of a single time-point. This study therefore aimed to identify temporal differences 

in TLR signalling between term and preterm cord blood to characterise potential disruptions 

in inflammatory feedback mechanisms.  

Methods and Results 

Term, late and early preterm whole cord blood were collected and rested in vitro overnight. 

A rested sample was collected as a control measure and then cord blood was stimulated with 

TLR2, 3 or 4 agonists for 2, 6 or 24 hours before collection. Expression of miRs and mRNA 

associated with TLR signalling was quantified using qPCR. Cord blood cytokine production 

was quantified using ELISA. There was no change in the expression of any miRs or mRNAs 

over time in control cultures. In response to PGN, preterm cord blood increased IL6 

(p=0.004) and TNFα production over time (p=0.002). In response to LPS, preterm cord 

blood increased IL6 (p=0.002) and TNFα over time (p<0.001). Term cord blood increased 

TNFα in response to PGN (p<0.001) and LPS (p=0.004) over time. 

Conclusion 

Preterm cord blood upregulates pro-inflammatory cytokine expression over time following 

TLR stimulation without changing the expression of anti-inflammatory genes associated 

with TLR signalling. The lack of a temporal response to inflammatory stimulation by 

preterm cord blood may contribute to uncontrolled inflammation in preterm neonates.  
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6.2. INTRODUCTION 

Inflammation involves a dynamic series of processes which change in response to gene 

expression over time. It begins with the recruitment of leukocytes to the site of antigen 

recognition followed by pathogen killing, inflammatory resolution and repair of host tissues. 

These processes require regulation so they occur sequentially to avoid prolonged, 

pathological inflammation. Inflammatory signalling is therefore increased or decreased 

through positive and negative feedback loops created by genetic regulators such as miRs.  

TLR signalling is a key inflammatory mechanism that involves the sequential recruitment of 

adaptor molecules over time. This process can be coordinated by miRs, which repress 

inflammatory gene expression over time. For example, approximately two hours after LPS 

stimulation in vitro, murine macrophages decrease TLR4 mRNA expression, which leads to 

decreased expression of the pro-inflammatory cytokine, TNFα296, 490.  At a similar time 

point, an increase in SOCS1 expression is observed467, which contributes to the 

downregulation of cytokine signalling through NF-κB inhibition313.  These sequential 

processes highlight time-dependent changes in gene expression that regulate inflammation. 

In the context of TLR signalling, miR-146a and miR-155 play important roles. miR-146a 

forms part of a negative feedback loop as it targets IRAK1 and TRAF6, therefore 

contributing to decreased signalling along the TLR cascade. The expression of miR-146a is 

NF-κB-dependent, as its promoter region is located downstream of NF-κB binding sites. 

miR-146a expression is therefore upregulated with NF-κB signalling and peaks later during 

the inflammatory response (approximately 8 hours following pathogen exposure)323. This 

delayed timing is critical to allow the initial inflammatory response to occur. miR-155 also 

exhibits time-specific expression, which has implications for expression of its target, 

SOCS1341. Murine macrophages show increased miR-155 expression as early as 30 minutes 

following TNFα exposure, followed by a decrease in miR-155 at 1 hour in vitro362.  The 

expression of miR-155 is repressed by both NF-κB468 and IL10337. Further, IL10 mRNA is 

regulated by miR-106a, highlighting the intricate network of temporal regulation of the TLR 

signalling cascade at miR, mRNA and protein levels.  

Chapter 5 demonstrated concurrent increases in pro- and anti-inflammatory genes by term 

cord blood at 6 hours following LPS stimulation and we suggested term neonates exhibit 

inflammatory regulation through miRs. Alternately, the lack of a response by early preterm 
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cord blood suggests its miR expression is unresponsive to inflammatory stimuli. Previous 

studies have characterised temporal responses to LPS stimulation in cord blood, showing 

that neonates exhibit a delayed, but increased response in miR-146a expression over 24 

hours compared to adults242. This chapter therefore aimed to assess a time-course of miR 

and mRNA expression following TLR stimulation to examine if and when these genes were 

inducted by term and preterm cord blood. It was hypothesised that preterm cord blood would 

show increased pro-inflammatory and decreased anti-inflammatory gene expression over 

time.  



Chapter 6:  

Temporal Changes in Cord Blood Gene Expression Following TLR 

Stimulation    Page 174 

6.3.  METHODS 

6.3.1. PARTICIPANTS & SAMPLE COLLECTION 

Pregnant women (n=49) presenting at the LMH and WCH, who delivered at early preterm 

(<32 weeks), late preterm (32-36 weeks) or term gestation (≥ 37 weeks) were recruited to 

this study. Clinical data were obtained from maternal and neonatal health records, including 

obstetric history and neonatal outcomes (see section 2.1). Cord blood was collected into 

lithium heparin vials at delivery for in vitro culture. 

6.3.2. CORD BLOOD CULTURE AND TLR STIMULATION 

Whole cord blood was plated in volumes of 100µL in flat-bottomed 96-well cell culture 

plates and cultured at 37°C and 5% CO2 overnight. Following this ‘resting’ period, one set 

of wells were left unstimulated (the untreated ‘control’) and remaining wells were 

stimulated with either PGN (TLR2 agonist; 100pg), Poly I:C (TLR3 agonist; 500pg), or LPS 

(TLR4 agonist; 1ng). Wells were collected and pooled in triplicate after 2, 6 or 24 hours in 

vitro.  

Additional replicates of whole cord blood were diluted in sterile saline (1:4) and plated 

(100µL) for subsequent cytokine analyses. Following resting, wells were stimulated with 

either PGN (100ng), Poly I:C (5μg) or LPS (1μg). Wells were collected and pooled in 

duplicate following 2, 6 or 24 hours in vitro. Replicates were centrifuged to extract culture 

supernatant. 

6.3.3. WHOLE RNA EXTRACTION 

TRIzol LS® reagent was used to extract RNA from cord blood (see section 2.5.2). Briefly, 

three volumes of TRIzol LS were added to one volume of cord blood and samples were 

mechanically agitated. Lysates were separated by centrifugation with chloroform to retrieve 

the interphase for subsequent washing with isopropanol and ethanol. RNA was eluted in 

RNase free water and purified using a miRNeasy Mini Kit and DNAse I treatment as per 

manufacturers’ protocol. RINs were assessed using a bioanalyser, where a RIN ≥ 9 was 

considered sufficient for PCR analysis. 
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6.3.4. qRT-PCR ANALYSIS OF miRNA EXPRESSION  

RNA (10ng) was reverse transcribed using a Taqman® MicroRNA Reverse Transcription 

Kit according to manufacturer’s protocol, that was slightly modified for optimal cDNA 

output (see section 2.6.1). This involved pooling a maximum of five RT primers per batch in 

a single RT mixture. Reverse transcription targeted five primer sequences: let-7e, miR-155, 

miR-146a, miR-106a and RNU48. Relative miRNA expression was quantified using 

Taqman® MicroRNA Assays in 20µL reactions containing 1.33µL of cDNA. qRT-PCR 

utilised the comparative cycle threshold (2-ΔCT) method to determine miR abundance relative 

to the reference gene RNU48. 

6.3.5. qRT-PCR ANALYSIS OF mRNA EXPRESSION 

Purified RNA (50ng) was reverse transcribed using a SuperScript™ III First-Strand 

Synthesis Kit for qRT-PCR according to manufacturer’s protocol. qRT-PCR was used to 

quantify the relative expression of miR targets including TLR2, TLR4, MyD88, IRAK1, NF-

κB1, IL6, IL10 and SOCS1 relative to the house-keeping gene, β-actin. qRT-PCR was 

performed using TaqMan® Gene Expression Assays and each 20µL reaction contained 2μL 

of the cDNA template.  

6.3.6. CORD BLOOD SERUM PROTEIN ANALYSES 

Single-target ELISAs were used to measure TNFα and IL6 in cord blood supernatant, as per 

manufacturer’s instructions (see section 2.4.1). The lower detection limit for TNFα was 

15.625pg/mL and the lower detection limit for IL6 was 31.25pg/mL. All inter-assay and 

intra-assay coefficients were below 10%. 

6.3.7. STATISTICAL ANALYSES 

Data were analysed using SPSS v24. Demographic and clinical data are presented as mean ± 

SD, unless otherwise indicated. Frequency data were analysed using Chi-squared tests. 

Kruskal-Wallis tests or ANOVAs were used to analyse continuous data. Post-hoc analyses 

were conducted using Mann-Whitney U tests or t-tests as required, using the Bonferroni 

adjustment to the critical alpha level. Gene and cytokine expression are presented as median 

(25th-75th centile), unless otherwise indicated, and were logarithmically transformed (log10) 

to normalise data for parametric analysis. 
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Repeated measures ANCOVAs were used to interpret transformed data, using pre-

eclampsia, labouring delivery, maternal smoking during pregnancy, chorioamnionitis and 

antenatal betamethasone as covariates where required. Where assumptions of sphericity 

were violated, degrees of freedom were corrected using the Greenhouse Geisser estimates. 

Post-hoc comparisons were made using t-tests where appropriate. An a priori Bonferroni 

correction was made to the critical alpha level for post-hoc comparisons. An alpha level of 

<0.05 was considered statistically significant.  
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6.4. RESULTS 

6.4.1. PARTICIPANT CHARACTERISTICS 

Clinical characteristics from term (n=26), late preterm (n=13) and early preterm (n=10) 

deliveries are shown in Table 6.1. Maternal age, BMI, cigarette smoking during pregnancy, 

pre-eclampsia, gravidity and ethnicity were not significantly different between gestational 

age groups. Gestational age at delivery (completed weeks) was significantly different 

between the gestational age groups (F(2,48)=319.239, p<0.001). Parity was significantly 

different between the groups (χ2(2)= 21.127, p=0.009). Post-hoc tests showed that parity was 

higher in mothers who delivered late preterm compared to term (p=0.009) and between 

mothers who delivered late preterm compared to early preterm (p=0.011). Mode of delivery 

and labour were equally distributed between the groups.  

Early (90%) and late preterm neonates (77%) were more frequently exposed to antenatal 

betamethasone compared to term neonates (12%; χ2(2)=24.446, p<0.001). Birthweight was 

significantly different between the gestational age groups (F(2,48)=97.995, p<0.001) and 

post-hoc tests showed it was lower in early preterm compared to late preterm and term, and 

between late preterm compared to term (p<0.001 for all). Birthweight centile was also 

significantly different between the groups (F(2,48)=9.021, p<0.001), with post-hoc tests 

showing it was lower in early preterm compared to term (p=0.001). The incidence of SGA 

and IUGR was more frequent among early preterm neonates compared to late preterm and 

term (χ2(2)=12.772, p=0.002; and χ2(2)=14.763, p=0.001, respectively). Birth length was 

significantly different between the groups (F(2,44)=93.539, p<0.001) and post-hoc tests 

revealed it was significantly lower between early preterm and term, early preterm and late 

preterm, and late preterm and term neonates (p<0.001 for all). Neonatal head circumference 

was significantly different between the groups (F(2,44)=13.142, p<0.001). Post-hoc tests 

showed it was significantly lower in early preterm compared to term (p<0.001) and late 

preterm compared to term (p=0.035). APGARS at 1 and 5 minutes were significantly 

different between the gestational age groups (χ2(2)=11.007, p=0.004; and χ2(2)=13.783, 

p=0.001, respectively). Post-hoc tests showed APGARS at one minute (p=0.002) and at five 

minutes (p=0.006) were lower in early preterm compared to term neonates.  

Placental weight was significantly different between the gestational age groups 

(F(2,38)=34.384, p<0.001). Post-hoc tests showed it was lower in early preterm compared to 
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term (p<0.001), early preterm compared to late preterm (p=0.016) and late preterm 

compared to term deliveries (p=0.001). The incidence of chorioamnionitis was more 

frequent in early preterm deliveries (30%) compared to late preterm (8%) and term (0%; 

χ2(2)=8.676, p=0.013).   
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Table 6.1. Maternal demographics and neonatal characteristics of term, late and early 

preterm deliveries for cord blood analysed in Chapter 6.  Values are given as mean± SD or 

n (%), unless otherwise indicated. p-values presented in the table were calculated using 

ANOVAs or Kruskal-Wallis tests. Post-hoc tests were conducted using t-tests or Mann-

Whitney U tests and are represented within each gestational age group column by the 

following symbols: *p≤ 0.05 compared to both other groups; #p≤ 0.05 compared to term.  

 Term Late 

Preterm 

Early 

Preterm 

p value 

n=26 n=13 n=10 

Gestational age (completed weeks), 

median (min-max) 
38 (37-41)* 34 (32-36)* 30 (27-31) <0.001 

Maternal demographics: 

Age, years 

BMI, kg/m2 

Gravidity, median (min-max) 

Parity, median (min-max)            

Smoking during pregnancy 

Ethnicity: 

Caucasian 

Indigenous 

Other 

 

30 ±4 

30 ±8 

2 (1-6) 

1 (0-4) 

4 (15) 

 

17 (65) 

0 (0) 

9 (35) 

 

28 ±7 

24 ±4 

2 (1-4) 

0 (0-1)* 

1 (8) 

 

8 (62) 

0 (0) 

5 (38) 

 

30 ±7 

30 ±8 

3 (1-7) 

2 (0-4) 

2 (20) 

 

7 (70) 

1 (10) 

2 (20) 

 

0.301 

0.113 

0.250 

0.009 

0.628 

 

 

0.391 

 

Maternal complications: 

 Pre-eclampsia 

 

 

2 (8) 
 

5 (39) 

 

2 (20) 

 

0.093 

Multiple pregnancy  

 

1 (4) 3 (23) 2 (20) 0.158 

Labouring delivery 

Mode of delivery: 

 Emergency Caesarean section 

 Elective Caesarean section 

 Vaginal delivery 

9 (35) 

 

5 (19) 

15 (58) 

6 (23) 

6 (46) 

 

6 (46) 

4 (31) 

3 (23) 

2 (20) 

 

3 (30) 

6 (60) 

1 (10) 

0.426 

 

 

0.366 

Placenta: 

 Weight, g 

 Histological chorioamnionitis 

 

787 (±172)* 

0 (0) 

 

446 (±160)* 

1 (8) 

 

229 (±94) 

3 (30) 

 

<0.001 

0.013 

Neonatal characteristics: 

Male  

Birthweight, g 

Birth centile, % 

SGA 

IUGR 

Birth length, cm 

Head circumference, cm 

 

12 (46) 

3618 

(±521)* 

63 (±31)* 

3 (14) 

0 (0) 

50 (±2)* 

35 (±1)* 

 

4 (31) 

2273 

(±534)* 

38 (±35)* 

2 (15) 

1 (8) 

44 (±3)* 

32 (±1) 

 

7 (70) 

1110 (±394) 

16 (±23)* 

7 (70) 

5 (50) 

34 (±6) 

29 (±7) 

 

0.173 

<0.001 

<0.001 

0.002 

0.001 

<0.001 

<0.001 

Antenatal betamethasone, n (%) 

 
3 (12) 10 (77) 9 (90) <0.001 

APGARS, median, (min-max): 

           1 min 

           5 min 

 

9 (6-9) 

9 (7-10) 

 

9 (3-9) 

9 (6-9) 

 

6 (2-9)# 

7 (5-9)# 

 

0.004 

0.001 
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6.4.2. THE EXPRESSION OF GENES ASSOCIATED WITH TLR 

SIGNALLING IN CORD BLOOD OVER TIME 

To ensure that time alone did not alter gene expression, miR expression was compared in 

matched unstimulated samples of term and late preterm cord blood. Early preterm samples 

were not used for this analysis due to limitations in available cord blood. Although whole 

blood was cultured over 24 hours, RNA integrity was lost by the 24 hour time point. RNA 

integrity was, however, maintained at 2 and 6 hours (RIN ≥ 9). This meant that only qPCR 

data from 0, 2 and 6 hour time-points were available for analysis. No change was observed 

in miR or mRNA expression in unstimulated cultures over time (Figs. 6.1-10). There were 

insufficient data points on IL6 and IL10 expression in rested cultures, which may relate to 

the previously discussed issue of inconsistent constitutive cytokine gene expression (see 

section 4.5) 

 

Figure 6.1. The expression of let-7e in term and late preterm cord blood over time in 

vitro. The expression of let-7e relative to RNU48 in term (A) and late preterm cord blood 

(B) over time in vitro (hours). Note: the y-axes are presented on a logarithmic scale, 

*p<0.05. 
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Figure 6.2. The expression of miR-155 in term and late preterm cord blood over time in 

vitro. The expression of miR-155 relative to RNU48 in term (A) and late preterm cord blood 

(B) over time in vitro (hours). Note: the y-axes are presented on a logarithmic scale, 

*p<0.05. 

 

Figure 6.3. The expression of miR-146a in term and late preterm cord blood over time in 

vitro. The expression of miR-146a relative to RNU48 in term (A) and late preterm cord 

blood (B) over time in vitro (hours). Note: the y-axes are presented on a logarithmic scale, 

*p<0.05. 
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Figure 6.4. The expression of miR-106a in term and late preterm cord blood over time in 

vitro. The expression of miR-106a relative to RNU48 in term (A) and late preterm cord 

blood (B) over time in vitro (hours). Note: the y-axes are presented on a logarithmic scale, 

*p<0.05. 

 

Figure 6.5. The expression of TLR2 in term and late preterm cord blood over time in 

vitro. The expression of TLR2 relative to β-actin in term (A) and late preterm cord blood (B) 

over time in vitro (hours). Note: the y-axes are presented on a logarithmic scale, *p<0.05. 
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Figure 6.6. The expression of TLR4 in term and late preterm cord blood over time in 

vitro. The expression of TLR4 relative to β-actin in term (A) and late preterm cord blood (B) 

over time in vitro (hours). Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

 

Figure 6.7. The expression of IRAK1 in term and late preterm cord blood over time in 

vitro. The expression of IRAK1 relative to β-actin in term (A) and late preterm cord blood 

(B) over time in vitro (hours). Note: the y-axes are presented on a logarithmic scale, 

*p<0.05. 

  



Chapter 6:  

Temporal Changes in Cord Blood Gene Expression Following TLR 

Stimulation    Page 184 

 

Figure 6.8. The expression of MyD88 in term and late preterm cord blood over time in 

vitro. The expression of MyD88 relative to β-actin in term (A) and late preterm cord blood 

(B) over time in vitro (hours). Note: the y-axes are presented on a logarithmic scale, 

*p<0.05. 

 

Figure 6.9. The expression of NF-κB1 in term and late preterm cord blood over time in 

vitro. The expression of NF-κB1 relative to β-actin in term (A) and late preterm cord blood 

(B) over time in vitro (hours). Note: the y-axes are presented on a logarithmic scale, 

*p<0.05. 
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Figure 6.10. The expression of SOCS1 in term and late preterm cord blood over time in 

vitro. The expression of SOCS1 relative to β-actin in term (A) and late preterm cord blood 

(B) over time in vitro (hours). Note: the y-axes are presented on a logarithmic scale, 

*p<0.05. 

6.4.2.1. TLR2 (PGN) Stimulation Over Time 

MiR expression was analysed in term, late preterm and early preterm cord blood over time 

(between rested cultures, and 2 and 6 hours following PGN stimulation). There was no 

interaction between time and gestational age group in our analysis of cord blood let-7e, miR-

155 or miR-146a expression after adjusting for pre-eclampsia, maternal smoking, labour, 

chorioamnionitis and betamethasone exposure (Figs. 6.11-13). Similarly, no significant 

interaction effect of gestational age and time was observed for expression of miR-106a 

following stimulation, however a non-significant trend towards increased miR-106a 

expression in term cord blood was observed at 6 hours (p=0.058; Fig. 6.14). 

 

Figure 6.11. The expression of let-7e in term and late preterm cord blood over time 

following PGN stimulation. The expression of let-7e relative to RNU48 in term (A) and late 

preterm cord blood (B) over time following PGN stimulation in vitro (hours). Note: the y-

axes are presented on a logarithmic scale, *p<0.05. 
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Figure 6.12. The expression of miR-155 in term and late preterm cord blood over time 

following PGN stimulation. The expression of miR-155 relative to RNU48 in term (A) and 

late preterm cord blood (B) over time following PGN stimulation in vitro (hours). Note: the 

y-axes are presented on a logarithmic scale, *p<0.05. 

 

Figure 6.13. The expression of miR-146a in term and late preterm cord blood over time 

following PGN stimulation. The expression of miR-146a relative to RNU48 in term (A) and 

late preterm cord blood (B) over time following PGN stimulation in vitro (hours). Note: the 

y-axes are presented on a logarithmic scale, *p<0.05. 

 

Figure 6.14. The expression of miR-106a in term and late preterm cord blood over time 

following PGN stimulation. The expression of miR-106a relative to RNU48 in term (A) and 

late preterm cord blood (B) over time following PGN stimulation in vitro (hours). Note: the 

y-axes are presented on a logarithmic scale, *p<0.05. 
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6.4.2.2. TLR3 (Poly I:C) Stimulation over time  

There was no interaction between time and gestational age in cord blood miR 

expression following Poly I:C stimulation over time after adjusting for pre-

eclampsia, labour, maternal smoking, chorioamnionitis and antenatal 

betamethasone (Figs. 6.15-18). 

 

Figure 6.15. The expression of let-7e in term and late preterm cord blood over 

time following Poly I:C stimulation. The expression of let-7e relative to RNU48 

in term (A) and late preterm cord blood (B) over time following Poly I:C 

stimulation in vitro (hours). Note: the y-axes are presented on a logarithmic 

scale, *p<0.05. 

 

Figure 6.16. The expression of miR-155 in term and late preterm cord blood 

over time following Poly I:C stimulation. The expression of miR-155 relative to 

RNU48 in term (A) and late preterm cord blood (B) over time following Poly I:C 

stimulation in vitro (hours). Note: the y-axes are presented on a logarithmic 

scale, *p<0.05. 
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Figure 6.17. The expression of miR-146a in term and late preterm cord blood 

over time following Poly I:C stimulation. The expression of miR-146a relative 

to RNU48 in term (A) and late preterm cord blood (B) over time following Poly 

I:C stimulation in vitro (hours). Note: the y-axes are presented on a logarithmic 

scale, *p<0.05. 

 

 

Figure 6.18. The expression of miR-106a in term and late preterm cord blood 

over time following Poly I:C stimulation. The expression of miR-106a relative 

to RNU48 in term (A) and late preterm cord blood (B) over time following Poly 

I:C stimulation in vitro (hours). Note: the y-axes are presented on a logarithmic 

scale, *p<0.05. 

6.4.2.3. TLR4 (LPS) Stimulation Over Time 

There was no interaction between time and gestational age in cord blood miR 

expression following LPS stimulation over time after adjusting for pre-

eclampsia, labour, maternal smoking, chorioamnionitis and antenatal 

betamethasone (Figs. 6.19-22). 



Chapter 6:  

Temporal Changes in Cord Blood Gene Expression Following TLR Stimulation Page 189 

 

Figure 6.19. The expression of let-7e in term and late preterm cord blood over 

time following LPS stimulation. The expression of let-7e relative to RNU48 in 

term (A) and late preterm cord blood (B) over time following LPS stimulation in 

vitro (hours). Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

 

Figure 6.20. The expression of miR-155 in term and late preterm cord blood 

over time following LPS stimulation. The expression of miR-155 relative to 

RNU48 in term (A) and late preterm cord blood (B) over time following LPS 

stimulation in vitro (hours). Note: the y-axes are presented on a logarithmic 

scale, *p<0.05. 
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Figure 6.21. The expression of miR-146a in term and late preterm cord blood 

over time following LPS stimulation. The expression of miR-146a relative to 

RNU48 in term (A) and late preterm cord blood (B) over time following LPS 

stimulation in vitro (hours). Note: the y-axes are presented on a logarithmic 

scale, *p<0.05. 

 

 

Figure 6.22. The expression of miR-106a in term and late preterm cord blood 

over time following LPS stimulation. The expression of miR-106a relative to 

RNU48 in term (A) and late preterm cord blood (B) over time following LPS 

stimulation in vitro (hours). Note: the y-axes are presented on a logarithmic 

scale, *p<0.05. 
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6.4.2.3.1. The expression of genes associated with TLR signalling (mRNA) 

following LPS stimulation over time 

A subset of samples were analysed for mRNA expression associated with TLR4 

signalling in term (n=6) and late preterm (n=8) cord blood.  

Late preterm cord blood increased IL6 expression over time (F(2,2)=121.312, 

p=0.008; Fig. 6.23). Post-hoc analyses revealed that IL6 expression was increased 

between baseline and 6 hours (p=0.038), but not between baseline and 2 hours or 

2 and 6 hours in preterm cord blood following LPS stimulation. Term cord blood 

did not show any change in IL6 expression over time following LPS stimulation.  

 

Figure 6.23. The expression of IL6 in term and late preterm cord blood over 

time following LPS stimulation. The expression of IL6 relative to β-actin in term 

(A) and late preterm cord blood (B) following LPS stimulation over time in vitro 

(hours). Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

There was no interaction between time and gestational age group in cord blood 

TLR2 (Fig.6.24), TLR4 (Fig.6.25), MyD88 (Fig.6.26), IRAK1 (Fig.6.27), NF-κB1 

(Fig.6.28), IL10 (Fig.6.29) or SOCS1 expression (Fig.6.30) following LPS 

stimulation after adjusting for the covariates.  
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Figure 6.24. The expression of TLR2 in term and late preterm cord blood 

following LPS stimulation over time. The expression of TLR2 relative to β-actin 

in term (A) and preterm cord blood (B) following LPS stimulation over time in 

vitro (hours). Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

 

Figure 6.25. The expression of TLR4 in term and late preterm cord blood 

following LPS stimulation over time. The expression of TLR4 relative to β-actin 

in term (A) preterm cord blood (B) following LPS stimulation over time in vitro 

(hours). Note: the y-axes are presented on a logarithmic scale, *p<0.05. 
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Figure 6.26. The expression of MyD88 in term and late preterm cord blood 

following LPS stimulation over time. The expression of MyD88 relative to β-

actin in term (A) and preterm cord blood (B) following LPS stimulation over time 

in vitro (hours). Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

 

Figure 6.27. The expression of IRAK1 in term and late preterm cord blood 

following LPS stimulation over time. The expression of IRAK1 relative to β-actin 

in term (A) and preterm cord blood (B) following LPS stimulation over time in 

vitro (hours). Note: the y-axes are presented on a logarithmic scale, *p<0.05. 
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Figure 6.28. The expression of NF-κB1 in term and late preterm cord blood 

following LPS stimulation over time. The expression of NF-κB1 relative to β-

actin in term (A) and preterm cord blood (B) following LPS stimulation over time 

in vitro (hours). Note: the y-axes are presented on a logarithmic scale, *p<0.05. 

 

Figure 6.29. The expression of IL10 in term and late preterm cord blood 

following LPS stimulation over time. The expression of IL10 relative to β-actin 

in term (A) and preterm cord blood (B) following LPS stimulation over time in 

vitro (hours). Note: the y-axes are presented on a logarithmic scale, *p<0.05. 
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Figure 6.30. The expression of SOCS1 in term and late preterm cord blood 

following LPS stimulation over time. The expression of SOCS1 relative to β-actin 

in term (A) and preterm cord blood (B) following LPS stimulation over time in 

vitro (hours). Note: the y-axes are presented on a logarithmic scale, *p<0.05. 
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6.4.3. CORD BLOOD CYTOKINE PRODUCTION FOLLOWING TLR 

STIMULATION OVER TIME  

TNFα and IL6 production following TLR stimulation was assessed in a subset of term 

(n=17) and late preterm (n=17) cord blood samples due to limitations in volumes available.  

6.4.3.1. Cord Blood Cytokine Expression Following PGN Stimulation 

Preterm cord blood IL6 production showed a significant interaction with time following 

PGN stimulation (F(2,24)=6.922, p=0.004; Fig. 6.31B). Post-hoc analyses revealed IL6 

expression was increased between 2 and 24 hours (p=0.001), but not between 2 and 6 or 6 

and 24 hours in preterm cord blood. Term cord blood IL6 production did not show an 

interaction with time following PGN stimulation (Fig. 6.31A.  

 

Fig. 6.31. Cord blood IL6 production in term and preterm cord blood following PGN 

stimulation over time. IL6 production by term (A) and late preterm (B) cord blood 

stimulated with PGN over time in vitro (hours), *p<0.05. 

Term cord blood TNFα production increased significantly over time following PGN 

stimulation (F(2,53)=8.811, p<0.001; Fig. 6.32A). Post-hoc analyses revealed TNFα 

expression was increased between 2 and 6 hours (p=0.001), and 2 and 24 hours (p<0.001) 

but not between 6 and 24 hours in term cord blood. Late preterm cord blood TNFα showed a 

significant increase over time following PGN stimulation (F(2,34)=7.219, p=0.002; Fig. 

6.32B). Post-hoc analyses revealed TNFα expression was increased between 2 and 6 hours 

(p=0.023) and 2 and 24 hours (p=0.001), but not between 6 and 24 hours in preterm cord 

blood. 
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Fig. 6.32. Cord blood TNFα production in term and preterm cord blood following PGN 

stimulation over time. TNFα production by term (A) and preterm (B) cord blood stimulated 

with PGN over time in vitro (hours), *p<0.05.  
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6.4.3.2. Cord Blood Cytokine Expression Following Poly I:C Stimulation 

There was no change in IL6 or TNFα production over time in vitro following Poly I:C 

stimulation in term or preterm cord blood (Figs. 6.33-4).  

 

Fig. 6.33. Cord blood IL6 production in term and preterm cord blood following Poly I:C 

stimulation over time. IL6 production by term (A) and late preterm (B) cord blood 

stimulated with Poly I:C over time in vitro (hours), *p<0.05. 

 

Fig. 6.34. Cord blood TNFα production in term and preterm cord blood following Poly 

I:C stimulation over time. TNFα production by term (A) and preterm (B) cord blood 

stimulated with Poly I:C over time in vitro (hours), *p<0.05. 
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6.4.3.3. Cord Blood Cytokine Expression Following LPS Stimulation 

Term cord blood IL6 did not increase over time following LPS stimulation (Fig.6.35A). 

Preterm cord blood IL6 showed a significant increase over time following LPS stimulation 

(F(2,21)=8.095, p=0.002; Fig. 6.35B). Post-hoc analyses revealed IL6 expression was 

increased between 2 and 24 hours (p=0.001), and 6 and 24 hours (p=0.046), but not between 

2 and 6 hours in preterm cord blood.  

 

Fig. 6.35. Cord blood IL6 in term and preterm cord blood following LPS stimulation over 

time. IL6 production by term (A) and preterm (B) cord blood stimulated with LPS over time 

in vitro (hours), *p<0.05. 

Term cord blood TNFα production increased over time following LPS stimulation 

(F(2,43)=6.383, p=0.004; Fig. 6.36A). Post-hoc analyses revealed TNFα expression was 

increased between 2 and 6 hours (p=0.011) and 2 and 24 hours (p=0.002), but not between 6 

and 24 hours in term cord blood. Preterm cord blood TNFα production increased over time 

following PGN stimulation (F(2,34)=11.162, p<0.001; Fig. 6.36B). Post-hoc analyses 

revealed TNFα expression was increased between 2 and 6 hours (p=0.001) and 2 and 24 

hours (p<0.001), but not between 6 and 24 hours in preterm cord blood. 
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Fig. 6.36. Cord blood TNFα production in term and preterm cord blood following LPS 

stimulation over time. TNFα production by term (A) and preterm (B) cord blood stimulated 

with LPS over time in vitro (hours), *p<0.05  
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6.5. DISCUSSION 

We observed no change in cord blood miR expression between rested cultures, 2 and 6 

hours following TLR2, 3 or 4 stimulation. However, preterm cord blood showed time-

dependent increases in IL6 mRNA and cytokine expression following LPS stimulation. We 

also observed increases in IL6 and TNFα protein following PGN and LPS stimulation in 

preterm cord blood over 24 hours. Conversely, term cord blood did not change gene 

expression over time following TLR stimulation, but increased TNFα production following 

LPS and PGN stimulation. These findings do not support the presence of time-dependent 

gene regulation in cord blood over the first 6 hours following TLR stimulation. However, 

the difference between preterm and term cytokine responses suggests differential regulation 

of the innate immune response may occur between 6 and 24 hours post stimulation. Whether 

this can be explained by differential miR regulation is beyond the scope of the current data, 

given that we were unable to assess miR expression at 24 hours due to low RNA integrity.  

Previous studies have assessed miR expression in immortalised human monocyte cell lines 

(THP-1 cells) and shown TNFα expression increases 4-6 hours following LPS stimulation 

and then decreases when miR-146a starts to increase 8 hours following stimulation323. miR-

146a expression then peaks at 18 hours following LPS stimulation, when TNFα is not 

detected, which the authors suggest is a mechanism for endotoxin tolerance. Our data may 

also support this, demonstrating a plateau in TNFα expression 6 hours following PGN and 

LPS stimulation, although we were unable to confirm any change in miR-146a expression 

between 6 and 24 hours. In a similar study to ours, Lederhuber et al. observed a two-fold 

increase in miR-146a expression by LPS-stimulated term cord blood monocytes after 24 

hours in vitro (exceeding adult levels), but not any earlier during the first 12 hours in 

vitro242. These findings suggest miR transcripts accumulate gradually to dampen 

inflammation, which may be the reason our data did not demonstrate changes in gene 

expression between rested cultures and 2 and 6 hours following TLR stimulation in vitro.  

The current data shows TNFα production was increased until 6 hours, without any change in 

TLR4 expression, but an increase in NF-κB1 (see Chapter 5). This could suggest the lack of 

an effective feedback loop during TLR signalling. Typically, TNFα is classed as an early-

response cytokine. In murine macrophages, its expression decreases 2 hours after LPS 

stimulation due to an associated decrease in TLR4 expression and NF-κB inhibition469, 470. 
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miR-155 expression is also responsive to TNFα expression362 and therefore, altered by  

changes associated with NF-κB induction at 30 minute intervals following LPS 

stimulation346. Studies have shown that peak miR-155 expression in murine macrophages 

also occurs between 4 and 6 hours following LPS stimulation341. As we observed no 

significant increase in miR expression between 2 and 6 hours following TLR stimulation, 

we postulate that cord blood demonstrates delayed miR expression or alternative means of 

gene regulation.  

A limitation of the current study was our inability to characterise cord blood miR expression 

following TLR stimulation at 24 hours in vitro. Future characterisation of this time-point is 

critical as previous studies using term cord blood monocytes have shown miR-146a 

significantly increases after 24 hours LPS stimulation in vitro242. Others have used 

immortalised cell lines to investigate temporal feedback loops in the context of LPS-

stimulated miR expression323, which is also a plausible alternative for cord blood 

characterisation. Notably, however, both of these studies used isolated cell populations that 

were supplemented with cell culture media. In contrast to this, our model aimed to 

investigate cord blood as a more realistic analogue for the neonatal TLR response. Future 

studies could therefore characterise temporal miR responses using whole cord blood 

supplemented with appropriate cell culture media. This strategy would increase the 

likelihood of cell survival across the 6-36 hour period following TLR stimulation in vitro.  

Despite limitations in characterising gene expression, we observed a significant upregulation 

in IL6 protein expression over 24 hours following PGN and LPS stimulation in preterm but 

not term cord blood. Therefore, in addition to the lack of miR induction shown by preterm 

cord blood, our findings support a predisposition towards pro-inflammatory mediator 

expression over time. IL6 is associated with chronic and acute inflammatory diseases, as it 

has systemic roles in inflammation, including the secretion of acute phase proteins (e.g. C-

reactive protein)471. The regulation of IL6 is therefore key in influencing the magnitude, 

duration and outcome of inflammation472. While the robust IL6 response to TLR stimulation 

may be protective initially, its continued upregulation past 6 hours in preterm cord blood and 

a lack of regulatory gene expression appears pathological. The consistent upregulation of 

IL6 could lead to systemic inflammatory signalling that could underlie the increased burden 

of systemic inflammatory conditions in preterm neonates473, 474, though this requires more 

specific investigation.   
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Aberrant TLR signalling characterised by disrupted feedback loops has been associated with 

severe inflammatory conditions. As such, the pathogenesis of sepsis results from poorly 

timed and inappropriate anti-inflammatory mechanisms. Traditionally, sepsis is viewed as a 

biphasic response consisting of a systemic inflammatory response (SIRS) followed by a 

compensatory anti-inflammatory response (CARS) that ultimately prolong low-grade 

inflammatory signalling475. Preterm neonates with sepsis show increased numbers of Tregs 

in their peripheral blood, suggesting that they are downregulating inflammation that could 

lead to a chronic instead of acute inflammatory response (which would normally clear 

infection)476. More recent reviews, however, suggest no evidence for sequential SIRS and 

CARS, instead proposing a model for a ‘genomic storm’ where both pro- and anti-

inflammatory genes are upregulated475, 477. This occurs to the extent that elevated expression 

of anti-inflammatory IL10 is associated with higher rates of patient mortality478. The current 

study indicates an absence of temporal-gate switching to allow for changes from pro-

inflammatory to anti-inflammatory signalling in preterm cord blood. Further, data from 

Chapter 5 also support the model of a ‘genomic storm’, where we observed simultaneous 

increases in IL6 and IL10 mRNA in early preterm cord blood. Therefore, while further 

studies need to better characterise this feedback loop over longer periods of time, our data 

begins to suggest that preterm cord blood lacks effective regulatory relationships between 

inflammatory genes.  

In summary, while there was no change in miR or mRNA expression in term or preterm 

cord blood, preterm cord blood increased IL6 protein production over time following TLR 

stimulation. This may suggest temporal signalling switches are impaired, predisposing 

preterm neonates to harmful loops of inflammatory signalling. Future studies are required to 

confirm this lack of gene regulation extends to the 24 hour time point in vitro. 
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7.1.  ABSTRACT 

Background 

Toll-like Receptor (TLR) signalling is regulated by complex networks of inflammatory 

genes, including microRNAs (miRs). The experiments described in previous chapters 

demonstrated increased TLR signalling in early preterm cord blood in the absence of 

regulatory gene expression following immune stimulation. Since miRs are ubiquitously 

expressed and affect different networks of genes, this chapter aimed to use bioinformatics 

approaches to identify alternative genes and network-level perturbations that may alter 

inflammatory signalling in preterm neonates.  

Methods and Results 

Publicly available microarray data published on the NCBI GEO database was used to assess 

the expression of genes in the TLR signalling pathway in peripheral blood from neonates 

with and without infection. Data on healthy adult blood cells from the ImmunoNavigator 

database was extracted and co-expression profiles of genes associated with TLR signalling 

were identified and assessed.  

Neonatal infection was associated with upregulated innate immune pathways and 

downregulated of adaptive immune pathways. Preterm neonates with infection upregulated 

STAT1 and CXCL8 compared to term neonates with infection. Co-expression profiles of 

adult cells found that neutrophils were associated with increased expression of MyD88 and 

NF-κB inhibitors compared to other leukocytes and lymphocytes. 

Conclusions 

Our bioinformatics analysis identified novel gene targets from innate immune signalling 

pathways. A unique pattern of gene expression was observed in preterm neonates, 

particularly those with infection, which supports they are biased towards increased 

inflammatory signalling.  
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7.2. INTRODUCTION 

Preterm neonates are more susceptible to developing systemic inflammatory conditions 

compared to term neonates. These conditions are associated with high morbidity and 

mortality, which occur secondary to acute inflammation. Inflammatory regulation is 

complex and involves networks of genes that can be regulated by miRs, which exhibit time 

and tissue-specific patterns of expression. These pathways are sparsely characterised in 

neonatal immunity.  

Preceding chapters in this thesis have demonstrated that early preterm cord blood increases 

pro-inflammatory gene expression following TLR stimulation in vitro, which is comparable 

in magnitude to stimulated term cord blood. In association with this, TLR-stimulated term 

cord blood upregulates the expression of miRs known to regulate TLR signalling, whereas 

preterm cord blood does not. This apparent lack of miR expression may have wide-spread 

effects on neonatal physiology, given that a single miR can target over 200 mRNA 

transcripts479 and mRNA targets themselves can be regulated by multiple miRs480. To 

examine such patterns of regulation more broadly, bioinformatics pathway analyses have 

emerged as important tools for understanding large-scale cellular processes such as 

inflammation. Pathway analyses provide a wider perspective for the potential effects of gene 

changes and are useful for recognising the complexity of miR-based regulation and 

inflammation. Bioinformatics can be used to investigate patterns of gene expression in 

silico, where statistical analyses are driven by specific biological questions.  

Bioinformatics has previously been used to assess differential gene expression in neonates 

who develop infection390, 402. The results of genome-wide association studies (GWAS) have 

demonstrated that term and preterm neonates who develop sepsis less than 72 hours 

following birth (early-onset neonatal sepsis) show a unique profile of gene expression 

compared to neonates who develop sepsis at least 72 hours after birth (late-onset neonatal 

sepsis)402. Specifically, early-onset neonatal sepsis was associated with greater upregulation 

of pro-inflammatory interferons and IL1α, genes associated with neutrophil extracellular trap 

(NET) formation, and decreased expression of apoptotic genes, including sFAS (which 

contributes to inflammatory resolution). This genetic profile suggests early-onset neonatal 

sepsis is associated with a greater magnitude of inflammation compared to late-onset 

neonatal sepsis. This is an example of the same condition exhibiting unique transcriptomic 
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profiles that are dependent on timing (postnatal age) or mode of acquisition. Overall, these 

studies demonstrate the potential for GWAS in informing prognostic testing or novel 

methods of intervention.  

This chapter aimed to review publicly available microarray expression data examining gene 

expression in peripheral neonatal blood exposed to pathogens402, 403. Specifically, we aimed 

to assess TLR signalling pathways to identify any differentially expressed genes in neonates 

with and without infection. We used bioinformatics approaches to characterise pathways of 

genetic regulation in preterm cord blood to identify potential mechanisms that contribute to 

differences in inflammatory signalling between preterm and term neonates. Additionally, 

publicly-available array data generated from adult immunocytes was investigated to identify 

patterns of cell-specific gene expression in the context of TLR signalling. Overall, it was 

hypothesised that preterm neonates with infection or sepsis would upregulate inflammatory 

pathways.  
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7.3.  METHODS 

7.3.1. TLR SIGNALLING PATHWAY ANALYSIS 

In silico bioinformatics analyses were used to examine networks of gene expression in 

neonatal peripheral blood (see section 2.7.1). Publicly available custom Affymetrix gene 

array data profiling whole peripheral blood from neonates was analysed390, 402, 403. 

GEOquery and GEO2R packages were used to download the datasets (GSE69686 and 

GSE25504). The analysis involving GSE69686 selected individuals that were defined as 

preterm neonates with or without clinical sepsis. We selected individuals from the 

GSE25504 dataset that were defined as preterm or term neonates, with or without bacterial 

infection. Demographic and clinical data are presented as frequencies or mean ± SD for each 

of these study groups, unless otherwise indicated.  

Bioinformatics analyses were performed in collaboration with Dr Jimmy Breen 

(Bioinformatics core-facility manager, Robinson Research Institute, University of Adelaide) 

using the R software package, limma. Data were normalised using log transformation prior 

to analysis. Differentially expressed genes within the TLR signalling pathway (KEGG ID: 

hsa04620) were identified from each dataset and generated as heat-maps (counts per million, 

cpm). The top 20 KEGG pathways that were differentially expressed according to infection 

were presented for the data set GSE25504.  

7.3.2. CELL TYPE ENRICHMENT ANALYSIS 

The Immuno-Navigator database (http://sysimm.ifrec.osaka-u.ac.jp/immuno-navigator/) was 

used to query target genes in the TLR signalling pathway to identify correlation scores of 

gene co-expression in specific tissues (sorted by significance of expression enrichment; see 

section 2.7.2). The correlation network hub prediction tool was used to determine how many 

networks the listed genes were associated with in healthy, unstimulated adult immunocytes 

from peripheral blood.   

  

http://sysimm.ifrec.osaka-u.ac.jp/immuno-navigator/


Chapter 7: 

A Bioinformatics Analysis of TLR Signalling Pathways in Neonates Page 209 

7.4. RESULTS 

7.4.1. PATHWAY ANALYSIS OF DATA COLLECTED FROM NEONATES 

WITH BACTERIAL INFECTIONS 

Complete demographics for the dataset are reported in the original publication403, with 

samples extracted for our analysis summarised in Table 7.1. The data extracted for this 

analysis originated from peripheral blood collected from neonates admitted to the NICU, 

including preterm neonates with confirmed bacterial infection (n=22), preterm neonates 

without infection (n =8), term neonates with bacterial infection (n=3) and term neonates 

without infection (n=21). Infection was confirmed by positive blood culture results, with the 

most common culture-positive pathogen being Coagulase Negative Staphylococcus (CoNS). 

White blood cell (WBC) counts were decreased in term neonates with infection compared 

term neonates without infection, but increased in preterm neonates with infection compared 

to those without infection. Decreased platelet counts and increased numbers of neutrophils 

were associated with infection in both groups of neonates. 
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Table 7.1. Clinical characteristics of neonates extracted from the GSE25504 dataset and 

analysed in Chapter 7. Maternal demographics and neonatal characteristics of term and 

preterm deliveries with and without infection from the dataset GSE25504 (further 

summarised in the original publication403) used for the analysis of peripheral blood gene 

expression. Values are presented as mean± SD or n (%), unless otherwise indicated.  

 Term Preterm 

 

No infection Infection No infection Infection 

n=21 n=3 n=8 n=22 

Gestational age (completed 

weeks), median (min-max) 

40 (37-42) 37 (37-38) 34 (30-36) 29 (25-34) 

Neonatal demographics: 

Male sex 

Antibiotics at time of 

sampling 

Birthweight, g 

 

11 (52%) 

0 (0%) 

 

3483±689 

 

2 (67%) 

0 (0%) 

 

2647±1442 

 

4 (50%) 

0 (0%) 

 

1478±602 

 

12 (55%) 

15 (68%) 

 

962±234 

Neonatal blood culture results: 

Negative 

GBS positive 

CoNS positive 

Enterococcus positive 

Other pathogen 

 

21 (100%) 

- 

- 

- 

- 

 

- 

1 (33%) 

1 (33%) 

0 (0%) 

1 (33%) 

 

8 (100%) 

- 

- 

- 

- 

 

- 

1 (5%) 

13 (59%) 

5 (23%) 

3 (14%) 

Reason for sampling: 

 Neonatal screen   

 Jaundice 

            Maternal thyroid         

            disease 

            Suspected infection 

            Other 

 

1 (5%) 

3 (14%) 

14 (67%) 

 

0 (0%) 

3 (14%) 

 

- 

- 

- 

 

3 (100%) 

- 

 

5 (63%) 

1 (13%) 

1 (13%) 

 

0 (0%) 

1 (13%) 

 

- 

- 

- 

 

22 (100%) 

- 

Blood counts: 

 WBCs (x109/L) 

 Neutrophils (K/µL) 

            Platelets (x109/L) 

 

16.8±12.0 

4.2±1.9 

288±156 

 

11.1±4.4 

8.6±5.1 

163±84 

 

11.3±2.2 

3.2±1.4 

391±56 

 

14.9±9.6 

10.1±9.5 

159±124 
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KEGG pathways were compared in peripheral blood from term and preterm neonates with 

or without infection. Pathways were listed according to the number of differentially 

expressed (DE) genes between these groups, ranked in order of statistical significance. The 

top five KEGG pathways that were significantly upregulated according to the presence or 

absence of infection in this dataset involved the immune system (Table 7.2). Innate immune 

pathways, including NOD-like receptor (NLR) and TLR signalling pathways showed the 

greatest number of upregulated genes between infected and uninfected neonates (not 

differentiated by gestational age).  

The top five KEGG pathways that were significantly downregulated with infection in this 

dataset involved transcription (Table 7.3). These included Ribosomal pathways and RNA 

degradation pathways. T cell immunity pathways were also downregulated according to 

infection, including T cell receptor signalling pathways, and Th1, Th2 and Th17 cell 

differentiation pathways.   
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Table 7.2. The top 20 KEGG pathways upregulated in peripheral blood from term and 

preterm neonates with or without bacterial infection. KEGG pathways upregulated in 

peripheral blood from term and preterm neonates with infection compared to uninfected 

neonates from the dataset GSE25504. Pathways are listed according to the number of DE 

genes ranked in order of statistical significance.  

KEGG 

Pathway ID 

Pathway Name Total n 

genes in 

pathway 

Number 

of DE 

genes 

p-value 

hsa04621 NLR signalling pathway 168  54 1.01e-13 

hsa05164 Influenza A 173 45 2.43e-08 

hsa04380 Osteoclast differentiation 128 35 2.41e-07 

hsa04620 Toll-like Receptor Signalling 

Pathway 

104 30 5.01e-07 

hsa04137 Mitophagy-animal 65 22 8.63e-07 

hsa05162 Measles 134 34 2.35e-06 

hsa04216 Ferroptosis 40 15 1.17e-05 

hsa05134 Legionellosis 55 18 1.46e-05 

hsa04920 Adipocytokine signaling pathway   69 20 3.71e-05 

hsa05169 Epstein-Barr virus infection 203 42 4.10e-05 

hsa05168 Herpes simplex infection 185 39 4.98e-05 

hsa04066 HIF-1 signalling pathway   99 25 5.51e-05 

hsa05160 Hepatitis C 131 30 7.57e-05 

hsa04062 Chemokine signalling pathway 182 38 7.72e-05 

hsa045144 Malaria 49 15 1.76e-04 

hsa04920 NF-kappa B signaling pathway   95 23 2.14e-04 

hsa04920 Complement and coagulation 

cascades   

79 20 2.89e-04 

hsa04920 Leishmaniasis   74 19 3.36e-04 

hsa04920 Kaposi's sarcoma-associated 

herpesvirus infection 

173 34 5.93e-04 

hsa04920 TNF signalling pathway 108 24 6.17e-04 
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Table 7.3. The top 20 KEGG pathways downregulated in peripheral blood from term and 

preterm neonates with or without bacterial infection. KEGG pathways downregulated in 

peripheral blood from term and preterm neonates with infection compared to uninfected 

neonates from the dataset GSE25504. Pathways are listed according to the number of DE 

genes ranked in order of statistical significance.  

KEGG 

Pathway ID 

Pathway Name Total n 

genes in 

pathway 

Number of 

DE genes 

p-value 

hsa03010 Ribosome 154   76 2.92e-28 

hsa03040 Spliceosome 134  50 6.81e-13 

hsa03018 RNA degradation 77  30 9.06e-09 

hsa03008 
Ribosome biogenesis in 

eukaryotes 106  

 

36 2.22e-08 

hsa03013 RNA transport 171  49 3.88e-08 

hsa04120 
Ubiquitin mediated proteolysis 137  

 

38 3.15e-06 

hsa00230 Purine metabolism 175  43 2.14e-05 

hsa04660 
T cell receptor signaling pathway 103   

 

29 3.37e-05 

hsa04658 
Th1 and Th2 cell differentiation 92   

 

26 7.94e-05 

hsa00640 Propanoate metabolism 32   13 9.36e-05 

hsa04659 Th17 cell differentiation 107   28 1.85e-04 

hsa00280 
Valine, leucine and isoleucine 

degradation 48   

 

16 2.40e-04 

hsa01100 Metabolic pathways 1272  205 2.94e-04 

hsa03430 Mismatch repair 23   10 3.16e-04 

hsa05340 Primary immunodeficiency 37   13 5.12e-04 

hsa00062 Fatty acid elongation 25   10 7.05e-04 

hsa04110 Cell cycle 124   29 1.08e-03 

hsa03015 mRNA surveillance pathway 91   23 1.14e-03 

hsa00240 Pyrimidine metabolism 102   25 1.14e-03 

hsa03030 DNA replication 36   12 1.42e-03 
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Analysis using limma found CD14 and NF-κB1 showed the highest level of upregulation in 

term and preterm neonates with infection (≥ 11cpm; Fig.7.1). These genes were also 

upregulated in neonates without infection, but at a lower magnitude (9cpm). Other genes 

upregulated in most neonates with infection included TLR1, TLR5, TLR6, TLR8, CCL4, 

IL1B, MyD88 and LY96 (≥ 7cpm).  

Preterm neonates with infection upregulated STAT1 (12cpm), CXCL10 (in 6 samples, 

approximately 8cpm), CXCL8 (in 6 samples, 7cpm), PIK3R2 (≥ 9cpm), FOS (≥ 9cpm), IL1β 

(11cpm) and MAP2K3 (≥ 9cpm) compared to term neonates with infection. Other than these 

genes, term neonates with infection showed a similar phenotype to preterm neonates with 

infection. 

Neonates without infection upregulated the MAPK3, IKBKG and CCL5 gene clusters in both 

term and preterm samples (9cpm) more frequently than neonates with infection. TLR2 (≥ 

6cpm), TNF (≥ 6cpm), IRAK1 (≥ 6cpm) and IL6 (7cpm) were comparable, independently of 

gestational age or infection. TLR4 was increased in three preterm samples with infection, 

while TLR3 was not detected. Viral pathways or interferon gene clusters were not detected 

in any of the samples analysed. 

(Over page) Fig. 7.1. A heat-map of genes in the TLR signalling pathway differentially 

expressed in term and preterm neonates with and without bacterial infection. The gene 

expression profile of TLR signalling pathways in whole blood collected from term and 

preterm neonates with (“infected”) or without bacterial infection (“uninfected”). Individuals 

are represented along the x-axis: uninfected preterm (purple), uninfected term (green), 

infected preterm (blue) and infected term neonates (pink). Normalised expression levels are 

colour-graded for each gene, from red (high expression) to blue (low expression), 

represented as counts per million (cpm). Bars on the y-axis represent gene clustering 

according to similar profiles of expression.  
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Fig.7.1. A heat-map of genes in the TLR signalling pathway differentially expressed in 

term and preterm neonates with and without bacterial infection.  
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7.4.2. PATHWAY ANALYSIS OF GENES EXPRESSED IN PERIPHERAL 

BLOOD FROM PRETERM NEONATES WITH SEPSIS 

Complete demographics for the dataset (n=58) are reported by two previous publications390, 

402, with samples extracted for our analysis being summarised in Table 7.4 using all publicly 

available data. The subset of samples we analysed consisted of peripheral blood from 

preterm inpatients of the neonatal intensive care unit who suffered from sepsis (n=37; 

“infected”) and preterm neonates without sepsis (n=21; “uninfected”).  

Clinical characteristics are reported according to preterm neonates without infection, with 

clinical sepsis (n=22) or with culture-proven sepsis (n=15). Mean gestational age was 

comparable between the groups and a majority of patients were male. A majority of cases of  

culture-proven neonatal sepsis were associated with Staphylococci. Neutropenia was defined 

as having an absolute neutrophil count of <1500 cells/ mm3 and occurred most frequently in 

preterm neonates with culture-proven sepsis. White blood cell counts were decreased at 

magnitudes greater than 30% over 24 hours (indicating increasing leukopenia) in 40% of 

preterm neonates with culture-proven sepsis. C-Reactive Protein (CRP) was greater than 

45mg/L (indicating active inflammation) in all preterm neonates with clinical or culture-

proven sepsis.  
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Table 7.4. Clinical characteristics of neonates extracted from the GSE69686 dataset and 

analysed in Chapter 7. Clinical characteristics (as summarised from the original 

publication402) of preterm neonates that were diagnosed with clinical sepsis, culture-proven 

sepsis or that had no evidence infection (“uninfected”) from the dataset GSE69686 that was 

used for our analysis of neonatal peripheral blood gene expression. Values are presented as 

the mean or n (%), unless otherwise indicated. 

 Uninfected Clinical  

Sepsis 

Culture-

proven 

Sepsis 

n=21 n=22 n=15 

Gestational age, completed weeks  29 30 31 

Neonatal demographics: 

Male 

 

15 (71%) 

 

15 (68%) 

 

13 (87%) 

Neonatal blood culture results: 

Negative 

GBS positive 

MRSA positive 

E. coli positive 

 

 

21 (100%) 

- 

- 

- 

 

22 (100%) 

- 

- 

- 

 

 

- 

5 (33%) 

5 (33%) 

5 (33%) 

Neonatal blood: 

 Neutropenia 

 >30% drop in WBC over       

            24 hours  

            CRP≥ 45mg/L 

 

1 (5%) 

0 (0%) 

 

0 (0%) 

 

3 (14%) 

0 (0%) 

 

22 (100%) 

 

5 (33%) 

6 (40%) 

 

15 (100%) 
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Our analysis of the GSE69686 dataset focused on genes in the TLR signalling pathway, 

identifying differences between preterm neonates with or without sepsis (defined as CRP ≥ 

45mg/L, because culture-proven sepsis was not delineated by the NCBI GEO repository). A 

gene expression profile was generated as a heat-map of probe sets specific to genes in the 

TLR signalling pathway using normalised expression values (Fig. 7.2).  Genes were 

clustered hierarchically based on similar profiles of expression levels in grouped (infected or 

uninfected) samples.  

Gene clusters that were upregulated by neonates with sepsis compared to neonates without 

sepsis included MAPK14, TLR8, STAT1, RAC1 (approximately 8.5cpm); NF-κBIA, MyD88 

and FOS (7cpm); TLR2, IFNAR1, LY96, TLR5, IRAK4 (8cpm); and MAP2K6, PIK3CB, 

TLR1 (7cpm). TLR4 was also upregulated with sepsis compared to neonates with no sepsis 

(10cpm). Neonates with no infection showed upregulation of CCL5 (10cpm) and AKT2 

(8cpm) compared to neonates with sepsis. NF-κB, IRAK1 and TNF were comparable 

between the groups (6cpm), while IL6 and IL10 were not upregulated in either group 

(<4cpm).  

(Over page): Fig. 7.2. A heat-map of genes in the TLR signalling pathway differentially 

expressed in neonates with and without sepsis. Gene expression profile of TLR signalling 

pathway genes in whole blood collected from preterm neonates with (“infected”) and 

without sepsis (“uninfected”). The normalised expression of each gene (cpm) is colour 

graded from red (high expression) to blue (low expression). Bars on the left axis represent 

gene clustering according to similar profiles of gene expression. 
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Fig. 7.2. A heat-map of genes in the TLR signalling pathway differentially expressed in 

preterm neonates with and without sepsis.  



 

 

7.4.3. CELL TYPE ENRICHMENT ANALYSIS 

Select genes from the TLR signalling pathway were analysed using an immune 

transcriptome-wide repository of data on adult peripheral blood and analysed for differential 

expression in leukocyte subsets (Fig.7.3). This database collates evidence of the constitutive 

co-expression of genes from 4,639 healthy human samples and 19 cell types generated by 

191 studies to date408. We extracted data relating to a subset of leukocytes and assessed the 

co-expression of genes from the TLR signalling pathway, specifically including those that 

have been investigated previously in this thesis. We aimed to determine cell-specific 

expression of these genes, which could inform more targeted analyses of cell types in future 

studies.   

The results of this analysis are presented in Fig 7.3. Mean signals represent the average 

expression level of a gene per cell type. TLR2 and TLR4 were upregulated in neutrophils, 

monocytes and macrophages. MyD88 was upregulated in neutrophils. IRAK1 and NF-κB1 

were consistently upregulated in all immune cell types analysed. IL6 was expressed at low 

levels in all cell types, with the highest level of expression observed in conventional 

dendritic cells (cDCs). IL10 was most predominantly expressed in macrophages compared 

to the other cell types analysed. SOCS1 expression was upregulated in CD4+ T cells, Tregs, 

cDCs and granulocytes. Genes with mean signals ≤ 5 were not expressed by the represented 

cell types.  
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Fig. 7.3. A heat-map of genes in adult peripheral blood differentially expressed according 

to cell type. Gene expression profile of select genes from the TLR pathway genes (right 

axis) in healthy adult peripheral blood according to specified immune cell types (bottom 

axis). Genes are clustered according to their co-expression (left axis) and cell-specific gene 

expression is clustered on the top axis (mean signal of expression). Data were extracted from 

ImmunoNavigator website for analysis. 
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7.5. DISCUSSION 

This study used a bioinformatics approach to explore wider innate immune pathways that 

were differentially expressed with neonatal infection. We found that neonates with bacterial 

infection upregulated innate immune KEGG pathways and downregulated pathways 

associated with transcriptional regulation and T cell immunity, highlighting immature 

adaptive immunity. Within the TLR signalling pathway, both term and preterm neonates 

with infection increased CD14 and NF-κB expression. In the same gene cluster, however, 

preterm neonates with infection upregulated STAT1 compared to term neonates with 

infection. In our second analysis, preterm neonates with sepsis increased MAPK pathways 

and TLR signalling compared to preterm neonates without sepsis, however, other 

inflammatory pathways were similarly expressed between the groups. Cell-specific analyses 

using expression data on healthy adult blood showed neutrophils and monocytes were the 

main source of TLR-associated genes, including MyD88, NF-κB inhibitors and the IL6 

receptor. This could support a central role for neutrophils in contributing to TLR signalling 

in whole blood and argues for better characterisation of neonatal neutrophil function. 

Overall, our analysis supports an exaggerated pro-inflammatory phenotype and highlights 

specific pathways of activation in preterm neonates with infection.  

The current pathway analysis reinforces the significance of innate rather than adaptive 

immunity in neonates. As such, TLR and NLR pathways were among the top four 

upregulated pathways associated with neonatal infection, while pathways associated with T 

cell signalling and Th cell differentiation were downregulated. These findings agree with the 

original paper by Smith et al., who identified an ‘unbalanced homeostatic immune response’ 

characterised by increased myeloid regulatory signalling and inhibited lymphoid signalling 

in neonates with infections, independently of gestational age at delivery403. They found 

neonates with infection demonstrated an increased presence of monocyte- and neutrophil-

specific markers, alongside markers of suppressed T cell mediated immunity. This supports 

exaggerated innate immune responses and deficient adaptive immunity may both contribute 

to poor immune homeostasis by preterm neonates. The authors infer that dysregulation may 

result from an inability of the neonatal immune system to recognise a homeostatic 

inflammatory threshold has been reached and that regulatory mechanisms must be activated. 

This phenomenon could underlie the findings of this thesis from Chapter 6, where there was 

an absence of regulatory gene expression over at least the first 6 hours following TLR 
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stimulation and inflammatory cytokines continued to be upregulated between 6 and 24 

hours. Altogether, this could highlight a more global deficit in immune regulation by 

preterm neonates, which extends past the targets we have investigated.  

Bioinformatics approaches are useful for identifying changes in entire pathways. Our 

analysis showed infection in preterm neonates was associated with an upregulation of the 

master regulators MAPK and STAT1 compared to term neonates. MAPKs phosphorylate p38 

and JNK, which are essential for pro-inflammatory cytokine transcription. Similarly, STAT1 

is a transcription factor that translocates into the nucleus on binding with IFNα, IFNγ or 

IL6481. Although the network analysis indicated IL6 expression was comparable according 

to gestational age and infection, results from Chapter 6 showed increased IL6 production by 

preterm cord blood following 24 hours of TLR stimulation in vitro. This would suggest 

differences in JAK-STAT signalling by preterm neonates. Evidence regarding this is 

currently limited, however a previous study has shown the phosphorylation of STAT1 and 

STAT3 by IL6 is comparable between term and preterm cord blood monocytes454. It would 

therefore be useful to characterise JAK-STAT signalling in whole blood to determine if it 

contributes to IL6 dysregulation in preterm neonates.  

Smith et al. established a 52-gene invariant signature of gene expression that predicted 

bacterial infection in neonates. Within this, they found a specific patient phenotype that was 

associated with increased TLR and IL6 signalling pathways. This specific phenotype could 

explain why certain preterm neonates are predisposed to developing inflammatory 

morbidities compared to others. While we could not confirm this in our analysis, the use of 

microarray analyses could be used by future studies to validate the dysregulation of these 

pathways. A novel study on preterm cord blood would be advantageous in comparison to the 

datasets currently available on the GEO repository, as it would avoid sampling unwell 

neonates as controls. As such, the individuals we analysed as ‘controls’ from the Smith et al. 

dataset were sampled due to maternal thyroid dysfunction which could affect gene networks 

associated with metabolism and adaptive immunity.  

Our bioinformatics analysis of peripheral blood from preterm neonates with sepsis 

reinforced a dysregulated innate immune phenotype. We observed that a majority of genes 

expressed in the TLR signalling pathway were comparable between preterm neonates with 

and without sepsis, including key regulators such as NF-κB, IRAK and TNF (that are not 

typically upregulated in the absence of infection). Although the obvious limitation of our 
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analysis was that the dataset grouped neonates with and without culture-proven sepsis, all 

neonates demonstrated CRP levels equal to or greater than 45mg/L. CRP is an acute phase 

protein expressed by the liver during severe inflammation, indicating that irrespective of 

pathogenic growth, these neonates reflected a pro-inflammatory state. This was confirmed 

by our analysis that showed septic preterm neonates increased TLR2, TLR4, FOS (a 

component of AP-1 that induces cytokine transcription) and MAPK pathways, with only 

slight increases in anti-inflammatory regulators such as NF-κBIA and IL10. Wynn, et al.’s 

paper on neonatal sepsis also analysed plasma cytokine production and found increased 

GCSF, IL8, TNFR1, sFAS and IL1β expression associated with both culture-positive and 

clinical sepsis. Further, they found that the timing of sepsis affected unique nodes of genes, 

specifically, leukocyte extravasation, despite activating similar immune pathways. In 

conjunction with our analysis, this may indicate early stages of TLR signalling are 

upregulated by preterm neonates with sepsis compared to those without sepsis. Specifically, 

we found increased expression of TLRs and other early signalling molecules, but 

comparable terminal molecule upregulation between infected and uninfected groups (i.e. 

NF-κB and cytokines TNFα, IL6 and IL10). The comparable expression of a majority of 

genes associated with pro-inflammatory TLR signalling between preterm neonates with and 

without sepsis reinforces the idea that their system may be naturally biased towards a pro-

inflammatory state.  

As our bioinformatics analyses examined whole blood samples, we also conducted a cell-

type enrichment analysis. Investigation of data from healthy adult haemocytes showed that 

genes associated with TLR signalling are upregulated in innate cell types compared to 

adaptive immune cells. We used adult cell gene expression as there were no data provided 

regarding neonatal cell-specific arrays that were publicly accessible, likely due to the 

constraints in neonatal blood volume available for analysis. Nonetheless, our analysis is 

applicable to neonates as they demonstrate some aspects of innate immune function that are 

comparable to adults202, 203, 258. Adult neutrophils appeared to be the primary source of TLR2, 

IL6ST, IL10RA, IL6R, MyD88 and NF-κBIA, which are central to activating TLR signalling 

and regulating NF-κB. The increased expression of NF-κB1 in early preterm cord blood 

following LPS stimulation in vitro (Chapter 5) may therefore be attributed to neutrophil 

activation or accumulation, but this requires further confirmation. Neutropenia is common in 

preterm neonates and is observed in our cohort of neonates with sepsis who showed less 

numbers of neutrophils and increased numbers of platelets (Table 7.1). Interestingly, 
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preterm cord blood neutrophils demonstrate increased phagocytic function compared to 

term284. Our data also observed that preterm neonates with infection increased IL8 

expression, which could suggest increased neutrophil chemotaxis. Notably, aberrant IL8 

expression has been associated with chronic inflammation, including that observed with 

neonatal sepsis221 and inflammatory lung disease222. If the neutrophil response is not 

appropriately regulated by preterm neonates, as our results suggest, neutrophils may accrue 

at the sites of inflammation and their potent ROS and cytokine expression may become 

pathological482, 483. 

The two datasets we analysed showed notable discrepancies in neonatal blood cell counts. 

Term neonates with bacterial infection showed lower WBC counts compared to term 

neonates without infection, while preterm neonates showed higher white blood cell counts 

compared to uninfected preterm neonates, and all infected groups showed higher neutrophil 

counts compared to uninfected neonates. Conversely, in association with sepsis, white blood 

cell and neutrophil counts were lower. In context of the adult cell analysis, we observed that 

macrophages and monocytes were associated with increased TLR2, TLR4 and IL10 

expression. Further, studies on cord blood that have used flow cytometry show monocytes 

are primary producers of IL6 and IL10 in response to stimulation with whole bacteria204. 

This could mean the decreased number of WBCs associated with term infection underlies 

the observed absence of IL10 expression. Conversely, preterm WBCs increase with 

infection alongside IL10 and IL6 production that could lead to increased inflammatory 

activation. 

DCs are another important subset of antigen presenting cells that are critical to both innate 

and adaptive immunity. In the adult cell analysis, cDCs were associated with the highest IL6 

and SOCS1 expression. Interestingly, neonates have higher numbers of DCs compared to 

adults, however these cells show decreased function and TLR4 expression484. Further, while 

pDCs are known to upregulate IL6 in adults, they have a unique phenotype compared to 

neonate. Unfortunately, there are few studies that have investigated cell-specific cytokine 

production in neonates to support these findings48, 201, 485. Future studies would therefore 

need to validate the primary source of inflammatory gene expression in order to better 

characterise the direction of inflammation.  

A limitation of analysing large microarray datasets is the restricted ability to determine the 

contribution of different physiological exposures, particularly given the complexity of 
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preterm delivery. Notably, it would be difficult to obtain a ‘clean’ sample of preterm cord 

blood that has not been exposed to inflammatory perturbations in utero. The comparisons 

made using term peripheral blood in these datasets is therefore not ideal, even though they 

have been screened for the outcome of interest (in our case, infection). These ‘control’ 

samples were collected on the basis of other clinical indications, including jaundice or 

maternal thyroid disease. Despite not having obvious direct effects on inflammation, such 

factors may still perturb transcriptomic networks. Nonetheless, arrays are still useful 

exploratory exercises that can be used to direct future research by characterising larger 

patterns of gene co-expression and feedback loops. These analyses could identify sets of 

predictive genes for the development of diagnostic (using peripheral blood) or prognostic 

tools (using cord blood).  

Overall, our analysis presents several pathways for future elucidation in the context of 

preterm neonates. Future studies could characterise preterm neonatal neutrophil responses, 

perform microarrays on preterm blood and further investigate STAT and NLR pathways of 

signalling in order to fully characterise innate immunity. These studies would need to 

account for inflammatory activation and how different conditions affect gene and cell-

specific relationships in different preterm phenotypes. Ideally, cell-separation experiments 

and miR microarrays should be incorporated to fully analyse the process of innate immune 

stimulation on preterm blood, as preliminarily investigated by this thesis. 
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The innate immune response provides defence during neonates’ vulnerable period of 

transition to ex utero environment. Previous studies have demonstrated that preterm 

blood exhibits either decreased or comparable expression of pro-inflammatory 

cytokines compared to term following TLR stimulation (Table 1.2). Nonetheless, 

preterm neonates remain more susceptible to contracting infections and are unable to 

clear pathogens adequately, suggesting other mechanisms contribute to a defective 

innate immune response. As such, deficiencies in immune regulation could influence 

the increased prevalence of inflammatory conditions among preterm neonates34.  

The overarching aim of this thesis was to understand how preterm birth alters miRs that 

regulate TLR signalling in neonates. We characterised genes associated with TLR 

signalling in term and preterm placenta and cord blood, and reported how their 

expression changed in cord blood following TLR2, 3 and 4 stimulation. We found no 

difference in gene expression preterm placenta compared to term. Conversely, early 

preterm cord blood showed decreased constitutive expression of miR-155 and let-7e 

compared to late preterm and term cord blood, with no difference in other genes 

involved in TLR signalling. Following TLR2 and TLR4 stimulation, term cord blood 

increased expression of miRs (let-7e, miR-155 and miR-106a), inflammatory signalling 

genes (NF-κB1 and IL6) and cytokines (TNFα and IL6); while early preterm cord blood 

upregulated inflammatory pathways (IL6, IL10, NF-κB1) and cytokines (TNFα and IL6) 

without changing miR expression. Further, our time-course experiment showed preterm 

cord blood continued to increase IL6 production past 6 hours in vitro, while term cord 

blood IL6 plateaued at 6 hours. Together, our findings suggest the absence of regulatory 

miR expression by cord blood could be an underlying mechanism for uncontrolled 

inflammatory signalling in preterm neonates. 

8.1. THE SAMPLE POPULATION 

Preterm delivery is a complex condition with multiple phenotypes (see section 1.2). Our 

sample consisted of a single cohort of women that delivered at term and preterm 

gestation. A majority of samples were analysed in Chapter 4 (baseline cord blood gene 

expression). These consisted of a homogenous population of smokers, indigenous 

women and pre-eclamptic women, which are all characteristics associated with an 

increased risk of preterm delivery. Notably, the incidence of chorioamnionitis or 

maternal infection (e.g. GBS-positive women) was low in our cohort. While infection is 
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the most common risk factor for preterm delivery, it would have complicated the 

functional analysis of cord blood in our sample because antenatal infection such as the 

exposure to chorioamnionitis is known to affect the neonatal transcriptome390. A 

strength of the current cohort is its relative homogeneity and was random sampling that 

encompassed conditions such as pre-eclampsia and maternal smoking, with our analysis 

taking these factors into account as covariates.  

8.2. THE EXPERIMENTAL PARADIGM 

The TLR signalling cascade provides a useful experimental paradigm for investigating 

innate immune function. TLRs are evolutionarily-conserved PRRs and alterations in 

their function can reflect system-level perturbations in immunity. While TLRs 

demonstrate ubiquitous expression, they are involved in complex pathways of 

intracellular signalling that provide many checkpoints for regulation. miRs are post-

transcriptional regulators with temporal and tissue-specific sensitivity. The discovery of 

miRs has revolutionised thinking on post-transcriptional regulation of genes and in the 

context of large signalling networks such as inflammation. Notably, both miRs and 

TLRs are evolutionarily conserved, which highlights not only their important roles in 

immunity, but organism survival. 

Our experimental model investigated miRs known to regulate TLR signalling and the 

expression of their known targets, alongside other key genes in the TLR signalling 

cascade. We aimed to identify mechanisms by which preterm neonates are susceptible 

to uncontrolled inflammation, which is characteristic of common neonatal morbidities 

include NEC and neonatal sepsis. We hypothesised that preterm placenta and cord 

blood would show increased expression of pro-inflammatory genes compared to term 

placenta and cord blood at birth. It was further hypothesised that following TLR 

stimulation, preterm cord blood would exhibit increased expression of genes with pro-

inflammatory regulatory roles (miR-155, miR-106a and IL6) and decreased expression 

of miRs with anti-inflammatory roles (including let-7e, miR-146a and SOCS1). Overall, 

it was expected that preterm delivery would be associated with a pro-inflammatory 

phenotype driven by perturbed networks of innate immune gene regulation. 

The data presented in this thesis suggest the TLR signalling system is immature in early 

preterm neonates compared to late preterm and term neonates, where: 
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1. the association between regulatory miRs and their target mRNAs is not mature 

in the preterm placenta, which may create a predisposition towards uncontrolled 

inflammation in utero;  

2. early preterm cord blood shows decreased expression of regulatory miRs (let-7e 

and miR-155) compared to late preterm and term cord blood, which suggests a 

predisposition towards unregulated expression of their targets (TLR4 and 

SOCS1) during inflammation; 

3. TLR2 and 4 stimulation increases the expression of pro-inflammatory genes, 

including IL6 and NF-κB1 in early preterm cord blood without any change in 

regulatory miR expression, demonstrating a bias towards pro-inflammatory 

mediators during a response; 

4. following TLR4 stimulation, preterm cord blood increases IL6 production 

between 6 and 24 hours in vitro following TLR stimulation without any change 

in regulatory miR expression, while term cord blood IL6 expression peaks and 

plateaus at 6 hours; and 

5. preterm neonates with infection show an upregulation in inflammatory 

signalling pathways compared to term neonates with infection, providing in vivo 

evidence of a pro-inflammatory bias potentially associated with neutrophil 

dysfunction.  

8.2.1. Investigating the placenta as a window into the in utero environment 

Placental gene expression of TLR pathways was characterised to assess the phenotype 

of the intrauterine environment. Preterm delivery is most commonly associated with 

intrauterine inflammation10-13. Evidence of this is observed where chorioamnionitis is 

associated with increased TLR4428 and NF-κB1486 expression in the preterm placenta. 

The increased activation of inflammatory pathways in utero has been demonstrated to 

have profound effects on postnatal immune function in neonates. Animal models have 

shown that antenatal exposure to endotoxin attenuates the progeny’s subsequent 

responses to endotoxin ex utero101-104.  Our analysis was therefore aimed at determining 

whether the neonate was exposed to an active inflammatory milieu in utero.  
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8.2.2. Investigating cord blood as an analogue for neonatal immune 

function 

In addition to placenta, cord blood provides a snapshot of the in utero environment at 

delivery and neonatal immune status at birth. A majority of existing in vitro studies on 

cord blood have used isolated cells and have shown preterm CBMCs are less capable of 

mounting a cytokine response than term (Table 1.2). A strength of studying whole cord 

blood is that it accounts for interactions that more accurately reflect the in vivo immune 

response. Whole blood immune responses consist of a variety of cell-to-cell 

interactions, platelet activating factors and even unique cellular metabolism. 

Additionally, cells cultured in whole blood do not alter their phenotype as significantly 

as isolated cells over time in vitro62. Previous work within our laboratory has 

demonstrated an absence of time and dose-dependent changes in response to TLR4 

stimulation in CBMCs in vitro153. These findings contrast the time-dependent 

upregulation of IL6 and TNFα production by whole cord blood exposed to the same 

treatments in vitro (Chapter 6). The interaction between cells and/or plasma-based 

factors likely contributes to this robust response and is therefore a better reflection of 

the in vivo immune context. 

8.3. THE EFFECT OF GESTATIONAL AGE ON GENES 

ASSOCIATED WITH TLR SIGNALLING IN THE PLACENTA 

Chapter 3 profiled the expression of TLR associated genes in placental tissue from term 

and preterm deliveries. It was hypothesised the preterm placenta would demonstrate 

increased expression of pro-inflammatory genes due to sequelae commonly associated 

with preterm delivery10-13,14. Using murine models, others have demonstrated that 

preterm delivery is associated with increased TLR4 signalling in utero418. This suggests 

the placenta responds differently to inflammatory activation according to gestational 

age. Notably, our findings did not observe any differences in constitutive miR 

expression or inflammatory TLR expression between gestational age groups. We did, 

however, find the lack of a correlation between the miRs and their mRNA targets, 

which could suggest the way these genes interact with each other (i.e. their regulatory 

relationship) is immature in the preterm placenta, as these correlations were evident in 

term placenta. Ultimately, our assessment of total placental cell populations is better 
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reflective of the in utero environment and supports comparable expression of genes 

associated with TLR signalling according to gestational age at birth.  

While the current study focused on the status of the TLR signalling pathway at birth, 

responses to TLR stimulation may provide closer insight into immune regulation. 

Increased TLR signalling418 and IUI10, 11 are common sequelae to preterm parturition. 

Increased TLR expression by trophoblasts has also been observed in vitro following 

stimulation with TLR agonists427, 487, 488 and ex vivo, in association with 

chorioamnionitis428, 486. These studies demonstrate the role of the placenta as an 

immunomodulatory organ that can respond to different pathogens. The lack of 

differentially expressed miRs observed by our findings may therefore be due to the 

absence of inflammatory activation at birth in our sample. In vitro stimulation of 

placental explants is likely required to confirm any regulatory dysfunction in 

relationships between miRs and their targets as postulated by our correlational analyses. 

8.3. THE EFFECT OF GESTATIONAL AGE ON BASELINE 

EXPRESSION OF GENES ASSOCIATED WITH TLR SIGNALLING IN 

CORD BLOOD 

The aim of Chapter 4 was to compare the expression of inflammatory genes involved in 

TLR signalling in term, late preterm and early preterm unstimulated whole cord blood 

to understand the immune status of neonates at delivery. Previous studies have found 

comparable TLR mRNA and protein expression in cord blood according to gestational 

age82, 86. While our data confirmed that term and late preterm cord blood showed 

comparable expression of genes associated with TLR signalling, early preterm cord 

blood expressed decreased let-7e and miR-155. These miRs have opposing roles in 

regulating inflammation, so their simultaneous decrease may suggest more global 

immaturity of coordinated regulatory function. This could underlie the lack of any 

observed difference in the expression of their respective target genes, TLR4 and SOCS1. 

Further, the fact that miRs with opposing roles are both downregulated could suggest 

network level perturbations in inflammation, particularly because miR expression did 

not change with TLR stimulation in early preterm cord blood (Chapter 5). Previous 

studies have associated decreased miR expression with decreased expression of the 

processing molecule, Dicer in neonates who develop severe RSV455. Our data could 
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therefore reflect an absence of regulatory miR expression in preterm cord blood due to 

immature transcript processing. 

8.4. THE EFFECT OF GESTATIONAL AGE ON INNATE IMMUNE 

FUNCTION AND REGULATION 

In Chapter 5, we aimed to compare the expression of genes following TLR stimulation 

in term, late preterm and early preterm cord blood. We hypothesised that preterm cord 

blood would show increased pro-inflammatory and decreased anti-inflammatory gene 

expression compared to term cord blood stimulated with TLR agonists.  

We demonstrated that TLR2 and TLR4 stimulation increased regulatory miRs (let-7e, 

miR-155 and miR-106a) and pro-inflammatory IL6 expression in term cord blood. This 

supports miRs contribute to inflammatory regulation, which is critical for neonates in 

their adaptation to the ex utero environment. Term cord blood has previously been 

shown to increase miR-146a expression 24 hours following LPS stimulation, exceeding 

that of adult peripheral blood242. In a murine model of intestinal inflammation 

(exposure to E. coli), miR-146a upregulation was established as a critical factor for 

developing enteric tolerance in the neonatal intestine. The inhibition of miR-146a in this 

model was associated with increased intestinal epithelial cell apoptosis induced by E. 

coli, which is a characteristic feature of NEC in human infants. The lack of miR-146a or 

any change in expression of other miRs measured following TLR stimulation by early 

preterm cord blood may contribute to an inability to regulate inflammation and 

therefore, a decreased ability to develop immune tolerance to the ex utero environment.  

A majority of existing studies suggest preterm cord blood demonstrates attenuated 

responses to immune stimulation in vitro. These studies have observed decreased 

immune cell counts284 and impaired pathogen killing capacity in preterm blood283. In 

vitro studies have also shown decreased IL6 and TNFα expression without any change 

in IL10 in preterm compared to term cord blood in response to stimulation with TLR 

agonists35, 213, 288 and whole bacteria82, 252, 294. Recent data from our laboratory 

somewhat disagrees with these findings, demonstrating increased IL6 and no change in 

IL10 following TLR2 and 4 stimulation153. The disparity between these findings may be 

related to methodology, where previous authors compared gene expression between 

gestational age groups, but did not investigate the kinetics or change in the response 
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within gestational age groups. In further support of our postulated pro-inflammatory 

preterm phenotype, meta-analyses have shown that umbilical cord blood tissue from 

early preterm deliveries demonstrates a transcriptome reminiscent of FIRS286. This 

predisposition towards a pro-inflammatory bias may therefore explain increased 

expression of IL6 (that can be used to confirm FIRS489) and could also contribute to 

systemic inflammation by preterm neonates.  

Responses to TLR stimulation in late preterm cord blood showed a similar pattern of 

gene expression to that observed in term cord blood. TLR expression itself was also 

comparable between the gestational age groups, however, let-7e and SOCS1 were 

increased in late preterm following TLR stimulation, but not early preterm cord blood. 

This suggests a switch in maturation of these pathways could occur at around 32 weeks 

gestation.  

IL10 expression is thought to be inversely correlated with gestational age in cord blood 

responding to whole bacteria204, however we found IL10 expression was comparable 

between term and preterm placenta and cord blood, and did not change with cord blood 

TLR stimulation. Notably, however, we observed an increase in its regulator miR-106a 

following LPS stimulation of term cord blood. This suggests changes in IL10 

expression occur later during the neonatal response to TLR agonists. Further 

characterisation of IL10 is critical, as it has been shown to decrease up to 20% of genes 

associated with the body’s response to LPS490. This may be apparent in the case of other 

instances of in utero inflammation, as our analysis observed an interaction between 

increased IL10 expression and maternal smoking during pregnancy in cord blood and 

placenta. Notably, our bioinformatics has preliminarily suggested that IL10 is 

predominantly expressed by macrophages, at least in adults. This may again highlight 

the possibility of cell-specific functional deficits in cord blood. 

Despite a lack of change in miR expression following TLR2 and 4 stimulation, early 

preterm cord blood upregulated expression of the inflammatory genes NF-κB1 and IL6. 

Although NF-κB is a super-enhancer of pro-inflammatory gene expression, its p50 

subunit expression was only associated with miR-155 expression in term and not early 

preterm cord blood. The underlying mechanism for decreased miR expression in early 

preterm cord blood remains unclear and could be related to a dysfunction or absence of 

the miR-processing complex, Dicer. Overall, this thesis has demonstrated that early 
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preterm neonates are able to respond robustly to TLR stimulation through cytokine 

expression, but the absence of miR expression may mean that this is not regulated 

sufficiently, resulting in inadequate clearance of pathogens and/ or continuous 

inflammatory signalling.  

8.5. TEMPORAL RESPONSES TO IMMUNE REGULATION 

ACCORDING TO GESTATIONAL AGE 

In Chapter 5, we observed the lack of an association between regulatory miR expression 

and inflammatory genes in early preterm cord blood. Chapter 6 therefore aimed to 

identify whether these differences resulted in different temporal responses between 

gestational age groups. Specifically, we characterised gene expression following a 

resting period and at 2 and 6 hours after TLR stimulation in vitro. As no other studies 

have assessed this, we chose to examine a time point prior to the 6 hours (i.e. 2 hours), 

and one after the 6 hours (i.e. 24 hours). These time points correlate with NF-κB 

inhibition469 and a respective decrease in TNFα in vitro323. Again, we expected that 

preterm cord blood would increase pro-inflammatory and decrease anti-inflammatory 

gene expression over time following TLR stimulation.  

Our study found that gene expression did not appear to change over time, irrespectively 

of gestational age. However, term cord blood showed increased TNFα and IL6 protein 

production until 6 hours following TLR2 and 4 stimulation, when it plateaued. In 

contrast, preterm cord blood increased TNFα production until 6 hours following TLR 

stimulation and continued to increase IL6 production between 6 and 24 hours in vitro. 

The lack of time-sensitive mRNA or miR expression in response to TLR stimulation in 

preterm cord blood despite continued IL6 production, could indicate poor regulatory 

responsiveness by preterm neonates. 

These findings suggest IL6 may be uncontrollably upregulated, particularly because the 

miRs we assessed were not expressed in early preterm cord blood despite being 

upregulated in term cord blood following TLR stimulation by 6 hours. The regulation of 

IL6 is important because it is a systemic acting cytokine commonly associated with 

acute and chronic inflammatory disease. It also recruits mononuclear cells, stimulates 

endothelial cells and inhibits T cell apoptosis491. More notably, IL6 can breach the 

blood brain barrier during systemic inflammation to cause white matter injury during 
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NEC492, 493. The consequences of dysregulated IL6 signalling are therefore critical in the 

context of preterm neonatal immunology. 

TLR signalling is a time-dependent process that involves the gradual recruitment of 

adaptor molecules to result in the transcription of pro-inflammatory genes through NF-

κB or AP-1. Each stage of molecular recruitment provides a unique checkpoint for 

regulation. The progression of molecule recruitment, cytokine gene transcription and 

translation all occur at different times during an inflammatory response. The expression 

of miRs in the TLR signalling cascade therefore changes across time. For example, LPS 

increases miR-146a in cord blood between 12 and 24 hours following LPS exposure in 

vitro, but not before 12 hours242. Unfortunately, we were unable to validate miR 

expression following 6 hours TLR stimulation due to decreased RNA integrity after this 

time point. However, given that IL6 was significantly increased following stimulation 

in preterm cord blood compared to term between 6 and 24 hours, it may be possible that 

differences in miR expression become evident at later than 6 hours. Future studies 

should address optimal culture conditions that can enable this to be investigated further, 

potentially using isolated cell populations as we were unable to pursue this with our 

limited blood volumes.  

MiRs are ‘globally stable’, with a half-life ranging between 28-220 hours in vitro in 

immortalised murine embryonic fibroblasts or 8 hours in human Tcell lines, with 

corresponding mRNA transcripts showing a half-life of 20 hours in the same context494. 

Notably, the stability of miRs is context-specific where miR-21 and miR-223 are 

degraded after 3 hours in whole blood at room temperature, but remain stable for up to 

24 hours in serum at room temperature495. Additionally, LPS challenge decreases the 

stability of miR-21 in murine embryonic fibroblasts between 10 and 20 hours following 

challenge in vitro494. Unfortunately, there is a paucity of data available regarding the 

stability of transcripts of the miRs we measured in cord blood in vitro. The only study 

to date that has investigated miRs used CBMCs in vitro242, which likely enhanced cell 

and therefore, miR transcript survival. 
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8.6. NETWORKS OF GENES AFFECTED BY IMMUNE 

REGULATION ACCORDING TO GESTATIONAL AGE 

This thesis primarily investigated miR expression in whole blood following TLR 

stimulation. A limitation of Chapters 4-6 was the inability to assess the context of the 

select genes investigated or the contributions of individual cell types generating an 

immune response. The nature of assessing cord blood from very preterm neonates 

means that cell separation was not a viable option to generate sufficient RNA for 

analysis. Bioinformatics, however, can be informative in directing research and 

identifying likely pathways and cell types responsible for the effects we observed. This 

was the focus of Chapter 7, where we analysed the TLR signalling pathway in context 

of transcriptomic data generated by microarrays from peripheral neonatal blood during 

infection.  

Bioinformatics is utilised to identify critical pathways that are implicated in biological 

processes such as inflammation. This is critical to consider when examining miRs, as 

they can regulate entire networks of genes such that alterations in one miR can alter a 

whole system. Peripheral blood from preterm neonates with infection upregulated 

innate immune pathways including TLR, NLR and STAT-based signalling compared to 

term neonates with infection. Again, these findings highlight the potential bias towards 

pro-inflammatory signalling by preterm neonates, particularly because IL6 activates 

STAT1 and therefore, the increased expression of IL6 by preterm cord blood could 

perpetuate inflammation in more ways than originally thought.  

The model of innate immune activation that has been used in the preceding chapters of 

this thesis used whole cord blood, however identifying the source of cytokine 

expression may be critical to understanding the direction of inflammation. For example, 

if antigen-presenting cells show attenuated gene expression, it is likely to have flow-on 

effects with regards to attenuated adaptive immune development. Previous findings 

from our laboratory have shown CBMCs are unable to produce a dose or time-

dependent response to TLR stimulation in vitro, therefore we postulate that cell to cell 

interactions are critical in analysing the neonatal immune system. To understand the 

individual contribution of cells to gene expression and cytokine production in TLR 

signalling, we investigated cell-specific expression using publicly available data 

collected from healthy adults. We identified that neutrophils upregulated NF-κB-related 
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signalling genes more than mononuclear cell types (including adaptive immune cells, 

monocytes and macrophages). Further, preterm neonates with infection increased IL8 in 

comparison to term despite exhibiting neutropenia. IL8 is key for neutrophil chemotaxis 

and its aberrant expression can lead to immune cell accumulation. We therefore 

postulate that a reliance on neutrophil-driven inflammation may predispose neonates to 

inflammatory diseases such as CLD that are characterised by neutrophil 

accumulation222.  

Online databases of gene expression have demonstrated the promiscuous nature of 

miRs, where miR-155, for example, has 918 putative gene targets496. Others have 

reported 85 miRs and 41 genes associated with TLR signalling that are differentially 

expressed in cord blood leukocytes stimulated with LPS compared to and unstimulated 

leukocytes497, although this data was not publicly available for our consideration. The 

contribution of miRs to TLR signalling is therefore quite complex. As such, miR-155, is 

not only associated with increased NF-κB activation, but is also increased with STAT1 

activation, as the miR-155 promoter region shows putative STAT1 binding elements498. 

Further, SOCS1, which is also downregulated by miR-155, inhibits STAT activation. 

This supports the role of miR-155 as a master regulator of the innate immune response. 

Interestingly, miR-155 has been identified as a top upstream miR in peripheral blood 

from preterm neonates who are exposed to chorioamnionitis but did not develop 

postnatal infections, compared to those who did (where miR-155 was not identified)390. 

This could suggest the existence of a unique preterm phenotype that is unable to mount 

miR-based responses to inflammation and is therefore more susceptible to infection and 

increased pro-inflammatory gene expression. Future microarray analyses of neonatal 

blood with and without TLR stimulation will be important in separating the effects of 

decreased miR expression we observed in Chapters 4-6.  

8.7. HOW MATERNAL PHYSIOLOGY CONTRIBUTES TO 

NEONATAL INNATE IMMUNITY 

Maternal physiology impacts on the neonatal immune response as a product of immune 

priming in utero. Physiological insults that occur during pregnancy contribute 

differently to fetal physiology. Others have shown that pre-eclampsia is associated with 

increased Th1 cytokine expression in utero499 and increased cord blood IL8 and IL10 

expression500. Additionally, maternal smoking during pregnancy has been associated 
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with decreased TNFα and IL6 production following TLR2 stimulation of term cord 

blood in vitro162. The impact of pre-eclampsia or maternal smoking are not clearly 

characterised in preterm cord blood, though their effects could compound immature 

inflammatory regulation. Our analyses therefore incorporated the effects antenatal 

exposure to betamethasone, labour, pre-eclampsia, maternal smoking during pregnancy 

and chorioamnionitis into a statistical model. It was hypothesised that typically pro-

inflammatory perturbations such as pre-eclampsia, labour, chorioamnionitis and 

maternal smoking would contribute to a pro-inflammatory cord blood profile, while 

antenatal betamethasone would have anti-inflammatory effects due to its 

immunosuppressive properties452.   

Notably, the factors we investigated as covariates within our analysis may have unique 

‘magnitudes’ of inflammatory influence. For example, pre-eclampsia typically develops 

later in gestation, meaning the fetus is not exposed to its associated inflammatory 

signalling for the entire duration of pregnancy. Maternal infection or chorioamnionitis 

are likely to be acute and present towards the end of pregnancy, as they induce labour 

or are indications for premature delivery10-13. Alternately, maternal smoking during 

pregnancy is a chronic exposure as it occurs prior to and for the entire duration of 

gestation. Maternal cigarette smoking during pregnancy is also associated with poor 

perinatal outcomes including preterm delivery14, growth restriction155 and an increased 

risk of childhood atopy501 and asthma502. Smoking creates this pro-inflammatory in 

utero environment through ROS production and cellular apoptosis in the placenta163, 433. 

Therefore, it may shape neonatal immunity in a similar way to chronic infection. 

In the placenta, maternal smoking was associated with decreased regulatory let-7e 

expression alongside increased inflammatory TLR2, SOCS1, MyD88, IRAK1, NF-κB1, 

IL6 and IL10 (Chapter 3). This corroborates with a study that found a dose-dependent 

decrease in miR-146a expression in immortalised villous and extra-villous trophoblast 

cell lines cultured with nicotine and benzo(a)pyrene, which are the main constituents of 

cigarette smoke434. Similarly, our analysis of cord blood at birth showed decreased miR-

146b and increased all genes associated with TLR signalling (Chapter 4). Following 

TLR-stimulation, however, cord blood gene expression showed no interaction with 

maternal smoking in the context of our analysis. Notably, others have previously 

demonstrated decreased TNFα expression in response to TLR2, 3,4 stimulation in vitro 

and decreased IL6 in response to TLR2 stimulation in term cord blood from mothers 
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who smoked during pregnancy162. This suggests cord blood becomes hypo-responsive 

after being exposed to a pro-inflammatory in utero environment, however, postnatal 

immunity of these offspring is associated with a hypersensitive Th2 response503 and 

atopic or respiratory disease163, 504. Overall, while our analyses were independent of 

gestational age, all of these findings demonstrate some form of maladaptive immune 

regulation. Future studies should investigate maternal smoking as a sub-phenotype of 

preterm delivery in the context of neonatal TLR function in order to separate these 

effects.  

This thesis was unable to separate any effects of antenatal betamethasone in association 

with TLR signalling in preterm placenta or cord blood. Animal models have 

demonstrated that betamethasone exposure is associated with a state of 

immunosuppression by the neonate that is marked by decreased lymphocyte 

expression196 and decreased TNFα and IL1β expression following LPS challenge106. In 

vitro studies also show cord blood decreases pro-inflammatory cytokine expression in 

response to viral stimulation165 and inhibits neutrophil chemotaxis during LPS 

stimulation189. miR-155, which is normally decreased by glucocorticoid exposure in cell 

lines stimulated by LPS in vitro191, was therefore expected to decrease inflammatory 

pathways in cord blood consistent with immune suppression. Nonetheless, we were 

unable to discern such an effect. A follow-up study with larger numbers of preterm 

neonates without betamethasone exposure stratified according to gestational age at 

delivery may be ideal to separate this. Notably, such a cohort would be difficult to 

obtain given preterm deliveries without betamethasone exposure are more likely to 

occur spontaneously505. Overall, the impact of glucocorticoid exposure should be 

explored further as it could be an underlying contributor to our current findings. 

8.8. LIMITATIONS OF OUR FINDINGS 

As the field of neonatal miR regulation is in its infancy, the current findings are highly 

valuable, but represent only the early stages of such research. While other methods such 

as microarrays are able to characterise larger volumes of transcriptomic data, we 

specifically chose to investigate genes within the TLR signalling pathway as we could 

easily validate them using qPCR to determine how they change with TLR stimulation in 

vitro. Our findings could be expanded upon by focusing on more targets within the TLR 
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signalling pathway or using specific vectors or murine models to knockdown miR 

expression in vitro to confirm the expression of targets we investigated. 

Factors such as smoking, pre-eclampsia and antenatal betamethasone exposure can 

affect gene expression and although we adjusted for these in the analyses, we could not 

separate their effects within our sample. Future work is therefore required to stratify 

each of these factors and their influence on the preterm neonatal immune phenotype. 

Notably, a strength of the samples analysed by this thesis was that the recruited cohort 

was largely unexposed to maternal infection, which enabled us to identify TLR function 

more as a product of prematurity rather than exposure to inflammation in utero.  

The experimental chapters of this thesis have focused on whole cord blood as an 

analogue for neonatal immune function. While this strategy has many strengths, it 

provided limited insight into individual cell-types’ function or how their frequency may 

contribute to an inflammatory response. This may be particularly important, as our 

bioinformatics analysis suggested neutrophils may play a central role in dysregulated 

innate immunity. In this case it would have been useful to deem differential cell counts 

either from clinical testing or within the laboratory using flow cytometry analyses.  

8.9. THE ROLE OF INNATE IMMUNITY IN THE PRETERM 

NEONATE 

Preterm delivery occurs most commonly as a product of inflammation. Under these 

conditions, preterm birth may be an attempt by the fetus to escape adverse in utero 

conditions (such as intrauterine inflammation) to enhance chances of survival 

(Fig.8.1A, B). Preterm delivery exposes the neonate to an antigen-rich ex utero 

environment at a time when mechanisms of immune regulation may not be fully 

developed. A consequence of early parturition is therefore the increased risk of 

infection and inflammation. This thesis has highlighted early preterm neonates show a 

diminished capacity to regulate inflammation through the actions of miRs, which 

appears to be mature in term neonates. This included decreased let-7e and miR-155 

expression by early preterm neonates, which could indicate a primed state for 

inflammatory dysregulation (Fig.8.1C, D). As such, following TLR stimulation we 

postulate this culminates in increased expression of inflammatory genes (i.e. NF-κB1 

and IL6) without any change in regulatory miRs (Fig.8.1E). Conversely, late preterm 
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neonates increased regulatory genes such as let-7e and SOCS1 alongside pro-

inflammatory genes and showed a phenotype that was more similar to term neonates 

who increased let-7e, miR-155 and miR-106a on TLR stimulation. These experimental 

scenarios suggest that term neonates are able to return to immune homeostasis 

following inflammatory activation, while preterm neonates continue to upregulate 

inflammatory pathways, as reinforced by our time course analysis (Fig.8.1F).  

 

Fig 8.1. A theoretical representation of TLR signalling by the fetus/ neonate during 

gestation and following term, late preterm and early preterm delivery. Early preterm 

neonates are a most commonly a product of an inflammatory in utero environment from 

earlier during gestation (A) than late preterm neonates (B), which results in premature 

delivery. At birth, early preterm neonates show evidence of poor regulatory capacity 

(C) that becomes apparent during their adaptation to the ex utero environment (D). On 

immune challenge, early preterm neonates are unable to regulate inflammatory 

signalling, such that it becomes aberrant (E). Late preterm neonates show an ex utero 

response to immune challenge similar to term cord blood, suggesting a more mature 

system that shows some evidence of regulatory gene expression in vitro. Term fetuses 

typically encounter inflammation during labouring delivery and are born in an immune-

tolerant state, showing increased regulatory miR expression compared to early preterm 

neonates (C). Following immune challenge ex utero, they are able to downregulate 

inflammatory signalling appropriately, unlike early preterm neonates that perpetuate 

inflammatory signalling that may predispose them to inflammatory conditions (F).  
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Preterm neonates are born in a state where immune cell numbers, cell function and miR 

expression is mitigated, contributing to increased vulnerability to pathogen 

colonisation. Following immune challenge, they become hyper-responsive and 

inflammatory signalling exceeds that seen in late preterm and term neonates. Late 

preterm neonates are more likely a product of indicated delivery (such as pre-eclampsia 

or growth restriction) or intrauterine inflammation occurring later during gestation7. 

Late preterm neonates demonstrate a miR and mRNA profile of TLR-associated gene 

expression that was similar to term neonates. This indicates the timing of a maturational 

switch in TLR signalling pathways occurs later in gestation allowing for more effective 

inflammatory regulation. 

8.9.1. A PROPOSED MODEL FOR OUR FINDINGS 

The in utero environment preceding preterm delivery may include adverse exposures to 

inflammation, labour, maternal health (e.g. pre-eclampsia) or maternal health 

behaviours during pregnancy (e.g. maternal smoking) (Fig. 8.2.A). This thesis has 

demonstrated that at delivery, the early preterm neonate shows decreased expression of 

regulatory miRs, with no difference in cytokine expression compared to the term 

neonate (Fig. 8.2.B). Following exposure to an inflammatory stimulus, this appears to 

culminate in the dysregulation of inflammatory gene networks, such that inflammatory 

genes TLR4, IL6, IL10 and NF-κB1 are increased and IL6 production therefore exceeds 

that of the term neonate (Fig. 8.2.C). This is evidence of a hyper-responsive state 

following birth that predisposes preterm neonates to uncontrolled inflammation. An 

inability to regulate inflammation may predispose preterm neonates to acute and/ or 

systemic responses characteristic of morbidities such as NEC, PVL, neonatal sepsis, 

CLD and ROP (Fig. 8.2.D).  

Over page: Fig. 8.2. A proposed model for the development of inflammatory 

morbidities in preterm neonates. Early preterm neonates are exposed to a pro-

inflammatory in utero environment (A) and show decreased regulatory miR expression 

at birth (B). On exposure to inflammatory stimuli ex utero (when they are prone to 

contracting infections), their pre-existing dysregulated inflammatory gene networks 

upregulate pro-inflammatory genes without increasing regulatory genes (C). Preterm 

neonates that develop infections are prone to developing acute and/ or systemic 

inflammation that commonly results in the development of morbidities such as PVL, 

ROP, neonatal sepsis, CLD and NEC (D). Images presented in this figure are self-

illustrated or courtesy of open source designs (http://www.servier.com/Powerpoint-

image-bank).  

http://www.servier.com/Powerpoint-image-bank
http://www.servier.com/Powerpoint-image-bank
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Fig. 8.2. A proposed model for the development of inflammatory morbidities in 

preterm neonates. 
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8.10. FUTURE RESEARCH 

The current understanding of cord blood miR expression and its role in innate immunity 

in preterm and term infants remains in its infancy. This field of research still has great 

potential in informing the clinical management of preterm neonates. TLR signalling is 

critical to innate immune function and neonatal immunity overall. While miRs have 

considerable influence on the neonatal immune phenotype, there is still scope for 

investigation into other inflammatory pathways from signalling networks to cell-

specific signalling.  

Based on the limitations of this thesis, future studies could involve GWAS to identify 

perturbations involving other miRs or networks of expression associated with 

inflammation in preterm neonates. This could lead to the identification of phenotypes 

that are more susceptible to disease and therefore, direct prophylactic interventions or 

changes in clinical management. Further, microarrays could be conducted on samples 

of neonatal peripheral blood similar to our cohort (i.e. in isolation of infection) that are 

stimulated with LPS in vitro to determine the upregulation or perturbation of specific 

pathways or gene clusters that may contribute to uncontrolled inflammatory signalling 

in early preterm cord blood compared to late preterm and term. Although neonatal 

outcomes cannot necessarily be predicted using in vitro stimulation studies, larger scale 

investigations looking for key miRs that were characterised by this thesis (specifically, 

miR-155 and let-7e) could be used in conjunction with microarray data as proposed in 

Chapter 7, to assess their value (sensitivity and specificity) as diagnostic or prognostic 

tools. This research could lead to diagnostic advances such as establishing 

transcriptomic fingerprints and even sub-analyses for separating risk factors such as 

maternal smoking during pregnancy. Overall, such tools may be used clinically for 

prophylactic management (e.g. the use of probiotics) or to develop novel management 

strategies (e.g. to boost regulatory miR expression). 

On a more specific scale, identifying underlying factors that contribute to aberrant 

inflammatory signalling by immune cells is also necessary. This could include the use 

of murine or cell-line knockdown models that are valuable for isolating the function of 

specific molecules or pathways. Small interfering RNAs (siRNAs) can be used in vitro 

to silence mRNA translation. Therefore, introducing them to isolated cord blood cell 

populations during TLR stimulation would help isolate the precise mechanism for the 
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lack of miR expression in preterm cord blood observed by this thesis. For example, 

silencing TLR2 or TLR4 would support our investigation of the TLR signalling cascade 

as a primary contributor to uncontrolled IL6 production in preterm cord blood. Further, 

investigation into Dicer expression in cord blood and how it might affect early preterm 

miR expression could be the underlying mechanism that requires confirmation in this 

experimental model.  

We were also unable to confirm the contribution of different cell types to the preterm 

inflammatory response in vitro, which may reveal particular dysfunctional aspects of 

innate immunity. The use of flow cytometry to characterise cell-specific gene 

expression could therefore confirm our theory from Chapter 7, where we found that 

adult neutrophils were key producers of NF-κB-related genes. To date, the analysis of 

neonatal neutrophils is sparsely characterised, though they show comparable phagocytic 

function across gestational age454. Overall, neonatal neutrophil characterisation is 

therefore a key area for further research, particularly because neutropenia is associated 

with neonatal sepsis.  

Although we chose to focus on neonatal outcomes rather than the aetiology of preterm 

birth, maternal physiology is clearly an important influence on the neonatal immune 

system. Increased maternal CRP, IL6506 and IL1β507 have been proposed as predictors 

for preterm delivery in amniotic fluid and maternal blood. As a majority of deliveries in 

our cohort were not exposed to infection or PPROM, data on maternal CRP levels were 

not consistently available from clinical records. Future studies could incorporate these 

parameters and also, the expression of miRs in maternal serum to trace the effect of 

immune regulation and relate it to the neonatal system. In fact, others have associated 

specific patterns of miR expression in maternal serum with poor pregnancy outcomes, 

and recommended the use of these targets as diagnostic tools (for review see508).  

Clinical research is also important for investigating evidence of uncontrolled 

inflammation and managing it. Currently, the management of chronic or acute 

inflammation in preterm neonates (including sepsis), involves the use of antibiotics and 

immunomodulation therapy509. However, there remain complex obstacles between the 

translation of scientific findings and clinical outcomes. Altering cytokine 

concentrations, such as GMCSF supplementation to improve neutropenia in septic 

preterm neonates, has not been effective to date218. This may be because while early 
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preterm neonates can produce cytokines (as reinforced by this thesis), they show an 

inability to regulate their production temporally. Our data hereby highlights the need to 

manage preterm neonates’ immune dysregulation. Therefore, therapies that promote 

immune regulation and as such, the tolerance of commensal bacteria may be ideal. This 

could include breastmilk supplementation or the administration of antibodies that 

neutralise IL6 overexpression. 

The clinical management of preterm neonates is challenging. It is not feasible to 

completely inhibit pro-inflammatory cytokines or increase regulatory miRs, because 

they have ubiquitous roles in physiology and are simultaneously involved in unique 

networks of genes. Immunomodulating therapies such as Tocilizumab, which is a 

monoclonal antibody for IL6 receptor, have been trialled in the context of juvenile 

arthritis to reduce disease severity510. While it has been shown to decrease non-specific 

markers of inflammation such as CRP, Tocilizumab is associated with neutropenia and 

infection. Immune mediators such as Pentoxifylline are already used in the NICU to 

inhibit inflammatory signalling by TNFα and IL1 and decrease oxidative stress during 

neonatal sepsis and NEC509. Therapies involving miRs are yet to be trialled clinically, 

however, supplements such as curcumin are shown to decrease miR-155 in mice and 

protect against sepsis and tissue damage during acute LPS-driven inflammation in this 

model511. Overall, the systemic nature of miR signalling means they may be better used 

as a diagnostic tool rather than a therapeutic target, at least with our current level of 

understanding. 

8.11. SUMMARY 

Preterm neonates are susceptible to adverse health outcomes, a majority of which are 

associated with inflammatory conditions. Notably, preterm blood shows lower 

leukocyte counts, attenuated intracellular killing capacity and decreased pro-

inflammatory cytokine expression following immune stimulation in vitro compared to 

term blood. To date, studies have been unable to explain how such immune attenuation 

is associated with aberrant inflammation in preterm neonates. This thesis therefore 

aimed to characterise inflammatory gene expression and its regulation by miRs in the 

context of TLR stimulation. We demonstrated that inflammation in early preterm cord 

blood was not associated with any change in miR expression, but continued to increase 

pro-inflammatory gene expression. These findings reflect a poorly regulated, hyper-
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responsive immune phenotype that could underlie preterm neonates’ susceptibility 

towards developing inflammatory conditions. Further characterisation of miRs and 

other pathways associated with preterm innate immune regulation is therefore critical. 

This field of research could ultimately lead to the development of diagnostic tools and 

targeted therapies to reduce the burden of inflammatory disease among preterm 

neonates.



 

 

 

 

 

Chapter 9: 

References



Chapter 9: 

References  Page 250 

1. Wain HM, Bruford EA, Lovering RC, Lush MJ, Wright MW, Povey S. 

Guidelines for human gene nomenclature. Genomics 2002, 79(4): 464-470. 

 

2. WHO Partnership for Maternal NCH. A new global focus on preterm births: 

World Health Organisation; 2012. 

 

3. March of Dimes, PMNCH, Save the Children, WHO. Born Too Soon: The 

Global Action Report on Preterm Birth. Geneva: World Health Organization; 

2012. 

 

4. Beck S, Wojdyla D, Say L, Betran AP, Merialdi M, Requejo JH, et al. The 

worldwide incidence of preterm birth: a systematic review of maternal mortality 

and morbidity. Bull World Health Organ 2010, 88(1): 31-38. 

 

5. Chow SSW, Le Marsney, R., Hossain, S., Haslam, R., Lui, K. Report of the 

Australian and New Zealand Neonatal Network 2013. Sydney: ANZNN; 2015. 

 

6. Gilbert WM, Nesbitt TS, Danielsen B. The cost of prematurity: quantification 

by gestational age and birth weight. Obstet Gynecol 2003, 102(3): 488-492. 

 

7. Cheong JL, Doyle LW. Increasing rates of prematurity and epidemiology of late 

preterm birth. J Paediatr Child Health 2012, 48(9): 784-788. 

 

8. Barros FC, Papageorghiou AT, Victora CG, et al. The distribution of clinical 

phenotypes of preterm birth syndrome: Implications for prevention. JAMA 

Pediatrics 2015, 169(3): 220-229. 

 

9. Voltolini C, Torricelli M, Conti N, Vellucci FL, Severi FM, Petraglia F. 

Understanding spontaneous preterm birth: from underlying mechanisms to 

predictive and preventive interventions. Reprod Sci 2013, 20(11): 1274-1292. 

 

10. Goldenberg RL, Culhane JF, Iams JD, Romero R. Epidemiology and causes of 

preterm birth. Lancet 2008, 371(9606): 75-84. 

 

11. Agrawal V, Hirsch E. Intrauterine infection and preterm labor. Semin Fetal 

Neonatal Med 2012, 17(1): 12-19. 

 

12. Kunzmann S, Collins JJ, Kuypers E, Kramer BW. Thrown off balance: the 

effect of antenatal inflammation on the developing lung and immune system. 

Am J Obstet Gynecol 2013. 

 



Chapter 9: 

References  Page 251 

13. Mysorekar IU, Cao B. Microbiome in parturition and preterm birth. Semin 

Reprod Med 2014, 32(1): 50-55. 

 

14. Hammoud AO, Bujold E, Sorokin Y, Schild C, Krapp M, Baumann P. Smoking 

in pregnancy revisited: findings from a large population-based study. Am J 

Obstet Gynecol 2005, 192(6): 1856-1862; discussion 1862-1853. 

 

15. Chow SSW. Report of the Australian and New Zealand Neonatal Network 2010. 

Sydney: ANZNN: the Australian and New Zealand Neonatal Network; 2013. 

 

16. Li Z, Zeki, R., Hilder, L. & Sullivan, E.A. Australia's Mothers and Babies 2010. 

Perinatal statistics series no.27 Cat. no. PER 57  2012  [cited 2013 

21/05/2013]Available from: www.npsu.unsw.edu.au  

 

17. Tyson JE, Parikh NA, Langer J, Green C, Higgins RD, National Institute of 

Child H, et al. Intensive care for extreme prematurity--moving beyond 

gestational age. N Engl J Med 2008, 358(16): 1672-1681. 

 

18. Manuck TA, Rice MM, Bailit JL, Grobman WA, Reddy UM, Wapner RJ, et al. 

Preterm neonatal morbidity and mortality by gestational age: a contemporary 

cohort. Am J Obstet Gynecol 2016. 

 

19. Peacock JL, Marston L, Marlow N, Calvert SA, Greenough A. Neonatal and 

infant outcome in boys and girls born very prematurely. Pediatr Res 2012, 

71(3): 305-310. 

 

20. Ingemarsson I. Gender aspects of preterm birth. BJOG 2003, 110 Suppl 20: 34-

38. 

 

21. Goldenberg RL, Andrews WW, Faye-Petersen OM, Goepfert AR, Cliver SP, 

Hauth JC. The Alabama Preterm Birth Study: intrauterine infection and 

placental histologic findings in preterm births of males and females less than 32 

weeks. Am J Obstet Gynecol 2006, 195(6): 1533-1537. 

 

22. Barker D. The fetal origins of adult disease. Fetal Matern Med Rev 1994, 6: 

671-680. 

 

23. Barker DJ. Fetal and infant origins of adult disease. Monatsschr Kinderheilkd 

2001, [Suppl 1] 49: S2-S6. 

 

24. Barker DJ, Osmond C. Infant mortality, childhood nutrition, and ischaemic heart 

disease in England and Wales. Lancet 1986, 1(8489): 1077-1081. 

www.npsu.unsw.edu.au


Chapter 9: 

References  Page 252 

 

25. Burd I, Balakrishnan B, Kannan S. Models of Fetal Brain Injury, Intrauterine 

Inflammation, and Preterm Birth. Am J Reprod Immunol 2012. 

 

26. Liu L, Oza S, Hogan D, Perin J, Rudan I, Lawn JE, et al. Global, regional, and 

national causes of child mortality in 2000–13, with projections to inform post-

2015 priorities: an updated systematic analysis. The Lancet 2015, 385(9966): 

430-440. 

 

27. Vergnano S, Menson E, Kennea N, Embleton N, Russell AB, Watts T, et al. 

Neonatal infections in England: the NeonIN surveillance network. Arch Dis 

Child Fetal Neonatal Ed 2011, 96(1): F9-F14. 

 

28. Huynh BT, Padget M, Garin B, Herindrainy P, Kermorvant-Duchemin E, 

Watier L, et al. Burden of bacterial resistance among neonatal infections in low 

income countries: how convincing is the epidemiological evidence? BMC Infect 

Dis 2015, 15: 127. 

 

29. Camacho-Gonzalez A, Spearman PW, Stoll BJ. Neonatal infectious diseases: 

evaluation of neonatal sepsis. Pediatr Clin North Am 2013, 60(2): 367-389. 

 

30. Lawn JE, Cousens S, Zupan J. 4 million neonatal deaths: when? Where? Why? 

Lancet 2005, 365(9462): 891-900. 

 

31. Puopolo KM, Draper D, Wi S, Newman TB, Zupancic J, Lieberman E, et al. 

Estimating the Probability of Neonatal Early-Onset Infection on the Basis of 

Maternal Risk Factors. Pediatrics 2011, 128(5): e1155-e1163. 

 

32. Yoon BH, Romero R, Yang SH, Jun JK, Kim IO, Choi JH, et al. Interleukin-6 

concentrations in umbilical cord plasma are elevated in neonates with white 

matter lesions associated with periventricular leukomalacia. Am J Obstet 

Gynecol 1996, 174(5): 1433-1440. 

 

33. Stoll BJ, Hansen N, Fanaroff AA, Wright LL, Carlo WA, Ehrenkranz RA, et al. 

Late-onset sepsis in very low birth weight neonates: the experience of the 

NICHD Neonatal Research Network. Pediatrics 2002, 110(2 Pt 1): 285-291. 

 

34. Hogberg U. The World Health Report 2005: "make every mother and child 

count" - including Africans. Scand J Public Health 2005, 33(6): 409-411. 

 

35. Sadeghi K, Berger A, Langgartner M, Prusa AR, Hayde M, Herkner K, et al. 

Immaturity of infection control in preterm and term newborns is associated with 



Chapter 9: 

References  Page 253 

impaired toll-like receptor signaling. The Journal of infectious diseases 2007, 

195(2): 296-302. 

 

36. Coombs MRP, Kronforst K, Levy O. Neonatal Host Defense against 

Staphylococcal Infections. Clin Dev Immunol 2013. 

 

37. Cant AJ, Gennery AR, Bedford Russell A, Isaacs D. Neonatal Infection. In: 

Rennie JM (ed). Rennie & Robertson's Textbook of Neonatology, 5th edn. 

Elsevier Limited: London, 2012. 

 

38. Services DoHaH. Neonatal eHandbook. In: Services DoHaH, editor. Australia: 

State Government of Victoria; 2015. 

 

39. Norman J, Ian Greer e. Preterm Labour. Cambridge University Press, 2005. 

 

40. Neu  J, Walker  WA. Necrotizing Enterocolitis. New Engl J Med 2011, 364(3): 

255-264. 

 

41. Nanthakumar NN, Fusunyan RD, Sanderson I, Walker WA. Inflammation in the 

developing human intestine: A possible pathophysiologic contribution to 

necrotizing enterocolitis. Proc Natl Acad Sci U S A 2000, 97(11): 6043-6048. 

 

42. Fitzgibbons SC, Ching YM, Yu D, Carpenter J, Kenny M, Weldon C, et al. 

Mortality of necrotizing enterocolitis expressed by birth weight categories. J 

Pediatr Surg 2009, 44(6): 1072-1076. 

 

43. Patel  RM, Kandefer  S, Walsh  MC, Bell  EF, Carlo  WA, Laptook  AR, et al. 

Causes and Timing of Death in Extremely Premature Infants from 2000 through 

2011. New Engl J Med 2015, 372(4): 331-340. 

 

44. Hunter CJ, De Plaen IG. Inflammatory signaling in NEC: Role of NF-kappaB, 

cytokines and other inflammatory mediators. Pathophysiology 2014, 21(1): 55-

65. 

 

45. Reece P, Thanendran A, Crawford L, Tulic MK, Thabane L, Prescott SL, et al. 

Maternal allergy modulates cord blood hematopoietic progenitor Toll-like 

receptor expression and function. J Allergy Clin Immunol 2011, 127(2): 447-

453. 

 

46. Strunk T, Doherty D, Jacques A, Simmer K, Richmond P, Kohan R, et al. 

Histologic chorioamnionitis is associated with reduced risk of late-onset sepsis 

in preterm infants. Pediatrics 2012, 129(1): e134-141. 



Chapter 9: 

References  Page 254 

 

47. Brochu ME, Girard S, Lavoie K, Sebire G. Developmental regulation of the 

neuroinflammatory responses to LPS and/or hypoxia-ischemia between preterm 

and term neonates: An experimental study. J Neuroinflammation 2011, 8: 55. 

 

48. Corbett NP, Blimkie D, Ho KC, Cai B, Sutherland DP, Kallos A, et al. 

Ontogeny of Toll-like receptor mediated cytokine responses of human blood 

mononuclear cells. PLoS One 2010, 5(11): e15041. 

 

49. Broz P, Monack DM. Newly described pattern recognition receptors team up 

against intracellular pathogens. Nat Rev Immunol 2013. 

 

50. Abbas AK, Lichtman, A.H., Pillai, S. Cellular and Molecular Immunology, 6 

edn. Saunders Elsevier: Philadelphia, PA, 2010. 

 

51. Marodi L. Innate cellular immune responses in newborns. Clin Immunol 2006, 

118(2-3): 137-144. 

 

52. Kollmann TR, Crabtree J, Rein-Weston A, Blimkie D, Thommai F, Wang XY, 

et al. Neonatal innate TLR-mediated responses are distinct from those of adults. 

J Immunol 2009, 183(11): 7150-7160. 

 

53. Thornburg NJ, Shepherd B, Crowe JE, Jr. Transforming growth factor beta is a 

major regulator of human neonatal immune responses following respiratory 

syncytial virus infection. J Virol 2010, 84(24): 12895-12902. 

 

54. Figueiredo AS, Schumacher A. The T helper type 17/regulatory T cell paradigm 

in pregnancy. Immunology 2016, 148(1): 13-21. 

 

55. Takeda K, Kaisho T, Akira S. Toll-like receptors. Annu Rev Immunol 2003, 21: 

335-376. 

 

56. Ospelt C, Gay S. TLRs and chronic inflammation. Int J Biochem Cell Biol 2010, 

42(4): 495-505. 

 

57. Hoebe K, Janssen E, Beutler B. The interface between innate and adaptive 

immunity. Nat Immunol 2004, 5(10): 971-974. 

 

58. Ip WK, Takahashi K, Moore KJ, Stuart LM, Ezekowitz RA. Mannose-binding 

lectin enhances Toll-like receptors 2 and 6 signaling from the phagosome. J Exp 

Med 2008, 205(1): 169-181. 



Chapter 9: 

References  Page 255 

 

59. Shen CM, Lin SC, Niu DM, Ru Kou Y. Development of monocyte toll-like 

receptor 2 and toll-like receptor 4 in preterm newborns during the first few 

months of life. Pediatr Res 2013. 

 

60. Farhat K, Riekenberg S, Heine H, Debarry J, Lang R, Mages J, et al. 

Heterodimerization of TLR2 with TLR1 or TLR6 expands the ligand spectrum 

but does not lead to differential signaling. J Leukoc Biol 2008, 83(3): 692-701. 

 

61. Chen LW, Egan L, Li ZW, Greten FR, Kagnoff MF, Karin M. The two faces of 

IKK and NF-kappaB inhibition: prevention of systemic inflammation but 

increased local injury following intestinal ischemia-reperfusion. Nat Med 2003, 

9(5): 575-581. 

 

62. Levy O, Zarember KA, Roy RM, Cywes C, Godowski PJ, Wessels MR. 

Selective impairment of TLR-mediated innate immunity in human newborns: 

neonatal blood plasma reduces monocyte TNF-alpha induction by bacterial 

lipopeptides, lipopolysaccharide, and imiquimod, but preserves the response to 

R-848. J Immunol 2004, 173(7): 4627-4634. 

 

63. Akira S, Takeda K, Kaisho T. Toll-like receptors: critical proteins linking innate 

and acquired immunity. Nat Immunol 2001, 2(8): 675-680. 

 

64. Stoll BJ, Hansen N, Fanaroff AA, Wright LL, Carlo WA, Ehrenkranz RA, et al. 

Changes in pathogens causing early-onset sepsis in very-low-birth-weight 

infants. N Engl J Med 2002, 347(4): 240-247. 

 

65. Stoll BJ, Hansen NI, Bell EF, Shankaran S, Laptook AR, Walsh MC, et al. 

Neonatal outcomes of extremely preterm infants from the NICHD Neonatal 

Research Network. Pediatrics 2010, 126(3): 443-456. 

 

66. Lorenz E, Mira JP, Cornish KL, Arbour NC, Schwartz DA. A novel 

polymorphism in the toll-like receptor 2 gene and its potential association with 

staphylococcal infection. Infect Immun 2000, 68(11): 6398-6401. 

 

67. Takeuchi O, Hoshino K, Akira S. Cutting edge: TLR2-deficient and MyD88-

deficient mice are highly susceptible to Staphylococcus aureus infection. J 

Immunol 2000, 165(10): 5392-5396. 

 

68. Beckett EL, Phipps S, Starkey MR, Horvat JC, Beagley KW, Foster PS, et al. 

TLR2, but not TLR4, is required for effective host defence against Chlamydia 

respiratory tract infection in early life. PLoS One 2012, 7(6): e39460. 

 



Chapter 9: 

References  Page 256 

69. Dreschers S, Saupp P, Hornef M, Prehn A, Platen C, Morschhauser J, et al. 

Reduced PICD in Monocytes Mounts Altered Neonate Immune Response to 

Candida albicans. PLoS One 2016, 11(11): e0166648. 

 

70. Zhang JP, Yang Y, Levy O, Chen C. Human neonatal peripheral blood 

leukocytes demonstrate pathogen-specific coordinate expression of TLR2, 

TLR4/MD2, and MyD88 during bacterial infection in vivo. Pediatr Res 2010, 

68(6): 479-483. 

 

71. Takeuchi O, Kawai T, Muhlradt PF, Morr M, Radolf JD, Zychlinsky A, et al. 

Discrimination of bacterial lipoproteins by Toll-like receptor 6. Int Immunol 

2001, 13(7): 933-940. 

 

72. Marodi L, Leijh PC, van Furth R. Characteristics and functional capacities of 

human cord blood granulocytes and monocytes. Pediatr Res 1984, 18(11): 

1127-1131. 

 

73. Kawai T, Akira S. Toll-like receptor and RIG-I-like receptor signaling. Ann N Y 

Acad Sci 2008, 1143: 1-20. 

 

74. Kawai T, Akira S. The role of pattern-recognition receptors in innate immunity: 

update on Toll-like receptors. Nat Immunol 2010, 11(5): 373-384. 

 

75. Alexopoulou L, Holt AC, Medzhitov R, Flavell RA. Recognition of double-

stranded RNA and activation of NF-kappaB by Toll-like receptor 3. Nature 

2001, 413(6857): 732-738. 

 

76. Akira S. Mammalian Toll-like receptors. Curr Opin Immunol 2003, 15(1): 5-11. 

 

77. Edelmann KH, Richardson-Burns S, Alexopoulou L, Tyler KL, Flavell RA, 

Oldstone MB. Does Toll-like receptor 3 play a biological role in virus 

infections? Virology 2004, 322(2): 231-238. 

 

78. Slavica L, Nordstrom I, Karlsson MN, Valadi H, Kacerovsky M, Jacobsson B, 

et al. TLR3 impairment in human newborns. J Leukoc Biol 2013, 94(5): 1003-

1011. 

 

79. Fan H, Cook JA. Molecular mechanisms of endotoxin tolerance. J Endotoxin 

Res 2004, 10(2): 71-84. 

 

80. Zarember KA, Godowski PJ. Tissue expression of human Toll-like receptors 

and differential regulation of Toll-like receptor mRNAs in leukocytes in 



Chapter 9: 

References  Page 257 

response to microbes, their products, and cytokines. J Immunol 2002, 168(2): 

554-561. 

 

81. Kline JN, Cowden JD, Hunninghake GW, Schutte BC, Watt JL, Wohlford-

Lenane CL, et al. Variable airway responsiveness to inhaled lipopolysaccharide. 

Am J Respir Crit Care Med 1999, 160(1): 297-303. 

 

82. Tissieres P, Ochoda A, Dunn-Siegrist I, Drifte G, Morales M, Pfister R, et al. 

Innate immune deficiency of extremely premature neonates can be reversed by 

interferon-gamma. PLoS One 2012, 7(3): e32863. 

 

83. Gioannini TL, Teghanemt A, Zhang D, Coussens NP, Dockstader W, 

Ramaswamy S, et al. Isolation of an endotoxin-MD-2 complex that produces 

Toll-like receptor 4-dependent cell activation at picomolar concentrations. Proc 

Natl Acad Sci U S A 2004, 101(12): 4186-4191. 

 

84. Siegemund S, Sauer K. Balancing pro- and anti-inflammatory TLR4 signaling. 

Nat Immunol 2012, 13(11): 1031-1033. 

 

85. Levy E, Xanthou G, Petrakou E, Zacharioudaki V, Tsatsanis C, Fotopoulos S, et 

al. Distinct roles of TLR4 and CD14 in LPS-induced inflammatory responses of 

neonates. Pediatr Res 2009, 66(2): 179-184. 

 

86. Strunk T, Prosser A, Levy O, Philbin V, Simmer K, Doherty D, et al. 

Responsiveness of human monocytes to the commensal bacterium 

Staphylococcus epidermidis develops late in gestation. Pediatr Res 2012. 

 

87. Henneke P, Osmers I, Bauer K, Lamping N, Versmold HT, Schumann RR. 

Impaired CD14-dependent and independent response of polymorphonuclear 

leukocytes in preterm infants. J Perinat Med 2003, 31(2): 176-183. 

 

88. McCall CE, Grosso-Wilmoth LM, LaRue K, Guzman RN, Cousart SL. 

Tolerance to endotoxin-induced expression of the interleukin-1 beta gene in 

blood neutrophils of humans with the sepsis syndrome. J Clin Invest 1993, 

91(3): 853-861. 

 

89. Nahid MA, Satoh M, Chan EK. MicroRNA in TLR signaling and endotoxin 

tolerance. Cell Mol Immunol 2011, 8(5): 388-403. 

 

90. Nahid MA, Pauley KM, Satoh M, Chan EK. miR-146a is critical for endotoxin-

induced tolerance: IMPLICATION IN INNATE IMMUNITY. J Biol Chem 

2009, 284(50): 34590-34599. 



Chapter 9: 

References  Page 258 

 

91. Wheeler DS, Lahni PM, Denenberg AG, Poynter SE, Wong HR, Cook JA, et al. 

Induction of endotoxin tolerance enhances bacterial clearance and survival in 

murine polymicrobial sepsis. Shock 2008, 30(3): 267-273. 

 

92. Wynn JL, Scumpia PO, Winfield RD, Delano MJ, Kelly-Scumpia K, Barker T, 

et al. Defective innate immunity predisposes murine neonates to poor sepsis 

outcome but is reversed by TLR agonists. Blood 2008, 112(5): 1750-1758. 

 

93. Medvedev AE, Lentschat A, Wahl LM, Golenbock DT, Vogel SN. 

Dysregulation of LPS-induced Toll-like receptor 4-MyD88 complex formation 

and IL-1 receptor-associated kinase 1 activation in endotoxin-tolerant cells. J 

Immunol 2002, 169(9): 5209-5216. 

 

94. Adib-Conquy M, Cavaillon JM. Gamma interferon and granulocyte/monocyte 

colony-stimulating factor prevent endotoxin tolerance in human monocytes by 

promoting interleukin-1 receptor-associated kinase expression and its 

association to MyD88 and not by modulating TLR4 expression. J Biol Chem 

2002, 277(31): 27927-27934. 

 

95. Morris MC, Gilliam EA, Li L. Innate immune programing by endotoxin and its 

pathological consequences. Front Immunol 2014, 5: 680. 

 

96. Biswas SK, Lopez-Collazo E. Endotoxin tolerance: new mechanisms, molecules 

and clinical significance. Trends Immunol 2009, 30(10): 475-487. 

 

97. MohanKumar K, Kaza N, Jagadeeswaran R, Garzon SA, Bansal A, Kurundkar 

AR, et al. Gut mucosal injury in neonates is marked by macrophage infiltration 

in contrast to pleomorphic infiltrates in adult: evidence from an animal model. 

American Journal of Physiology - Gastrointestinal and Liver Physiology 2012, 

303(1): G93-G102. 

 

98. Maheshwari A, Kelly DR, Nicola T, Ambalavanan N, Jain SK, Murphy-Ullrich 

J, et al. TGF-beta2 suppresses macrophage cytokine production and mucosal 

inflammatory responses in the developing intestine. Gastroenterology 2011, 

140(1): 242-253. 

 

99. Lotz M, Gutle D, Walther S, Menard S, Bogdan C, Hornef MW. Postnatal 

acquisition of endotoxin tolerance in intestinal epithelial cells. J Exp Med 2006, 

203(4): 973-984. 

 

100. Nanthakumar N, Meng D, Goldstein AM, Zhu W, Lu L, Uauy R, et al. The 

Mechanism of Excessive Intestinal Inflammation in Necrotizing Enterocolitis: 

An Immature Innate Immune Response. PLoS One 2011, 6(3): e17776. 



Chapter 9: 

References  Page 259 

 

101. Hodyl NA, Krivanek KM, Lawrence E, Clifton VL, Hodgson DM. Prenatal 

exposure to a pro-inflammatory stimulus causes delays in the development of 

the innate immune response to LPS in the offspring. J Neuroimmunol 2007, 

190(1-2): 61-71. 

 

102. Hodyl NA, Wyper H, Osei-Kumah A, Scott N, Murphy VE, Gibson P, et al. 

Sex-specific associations between cortisol and birth weight in pregnancies 

complicated by asthma are not due to differential glucocorticoid receptor 

expression. Thorax 2010, 65(8): 677-683. 

 

103. Beloosesky R, Maravi N, Weiner Z, Khatib N, Awad N, Boles J, et al. Maternal 

lipopolysaccharide-induced inflammation during pregnancy programs impaired 

offspring innate immune responses. Am J Obstet Gynecol 2010, 203(2): 185 

e181-184. 

 

104. Kramer BW, Ikegami M, Moss TJ, Nitsos I, Newnham JP, Jobe AH. Endotoxin-

induced chorioamnionitis modulates innate immunity of monocytes in preterm 

sheep. Am J Respir Crit Care Med 2005, 171(1): 73-77. 

 

105. Coe CL, Kramer M, Kirschbaum C, Netter P, Fuchs E. Prenatal stress 

diminishes the cytokine response of leukocytes to endotoxin stimulation in 

juvenile rhesus monkeys. J Clin Endocrinol Metab 2002, 87(2): 675-681. 

 

106. Hodyl NA, Krivanek KM, Clifton VL, Hodgson DM. Innate immune 

dysfunction in the neonatal rat following prenatal endotoxin exposure. J 

Neuroimmunol 2008, 204(1-2): 126-130. 

 

107. Romero R, Espinoza J, Kusanovic J, Gotsch F, Hassan S, Erez O, et al. The 

preterm parturition syndrome. BJOG : an international journal of obstetrics and 

gynaecology 2006, 113 Suppl 3: 17-42. 

 

108. Nadeau-Vallee M, Obari D, Quiniou C, Lubell WD, Olson DM, Girard S, et al. 

A critical role of interleukin-1 in preterm labor. Cytokine Growth Factor Rev 

2015. 

 

109. Gotsch F, Gotsch F, Romero R, Erez O, Vaisbuch E, Kusanovic JP, et al. The 

preterm parturition syndrome and its implications for understanding the biology, 

risk assessment, diagnosis, treatment and prevention of preterm birth. J Matern 

Fetal Neonatal Med 2009, 22 Suppl 2: 5-23. 

 

110. Goldenberg RL, Hauth JC, Andrews WW. Intrauterine infection and preterm 

delivery. N Engl J Med 2000, 342(20): 1500-1507. 



Chapter 9: 

References  Page 260 

 

111. Romero R, Mazor M. Infection and preterm labor. Clin Obstet Gynecol 1988, 

31(3): 553-584. 

 

112. Toda A, Sawada K, Fujikawa T, Wakabayashi A, Nakamura K, Sawada I, et al. 

Targeting IkappaB Kinase beta Prevents Inflammation-Induced Preterm 

Delivery by Inhibiting IL-6 Production from Amniotic Cells. Am J Pathol 2016. 

 

113. Hanna N, Bonifacio L, Weinberger B, Reddy P, Murphy S, Romero R, et al. 

Evidence for Interleukin-10-Mediated Inhibition of Cyclo- oxygenase-2 

Expression and Prostaglandin Production in Preterm Human Placenta. Am J 

Reprod Immunol 2006, 55(1): 19-27. 

 

114. Chisholm KM, Heerema-McKenney A, Tian L, Rajani AK, Saria S, Koller D, et 

al. Correlation of preterm infant illness severity with placental histology. 

Placenta 2016, 39: 61-69. 

 

115. Getahun D, Strickland D, Zeiger RS, Fassett MJ, Chen W, Rhoads GG, et al. 

Effect of chorioamnionitis on early childhood asthma. Arch Pediatr Adolesc 

Med 2010, 164(2): 187-192. 

 

116. Lahra MM, Beeby PJ, Jeffery HE. Intrauterine inflammation, neonatal sepsis, 

and chronic lung disease: a 13-year hospital cohort study. Pediatrics 2009, 

123(5): 1314-1319. 

 

117. Jones MH, Corso AL, Tepper RS, Edelweiss MIA, Friedrich L, Pitrez PMC, et 

al. Chorioamnionitis and Subsequent Lung Function in Preterm Infants. PLoS 

One 2013, 8(12): e81193. 

 

118. Hofer N, Kothari R, Morris N, Muller W, Resch B. The fetal inflammatory 

response syndrome is a risk factor for morbidity in preterm neonates. Am J 

Obstet Gynecol 2013. 

 

119. Watterberg KL, Demers LM, Scott SM, Murphy S. Chorioamnionitis and early 

lung inflammation in infants in whom bronchopulmonary dysplasia develops. 

Pediatrics 1996, 97(2): 210-215. 

 

120. Hitti J, Krohn MA, Patton DL, Tarczy-Hornoch P, Hillier SL, Cassen EM, et al. 

Amniotic fluid tumor necrosis factor-alpha and the risk of respiratory distress 

syndrome among preterm infants. Am J Obstet Gynecol 1997, 177(1): 50-56. 

 



Chapter 9: 

References  Page 261 

121. Hitti J, Tarczy-Hornoch P, Murphy J, Hillier SL, Aura J, Eschenbach DA. 

Amniotic fluid infection, cytokines, and adverse outcome among infants at 34 

weeks' gestation or less. Obstet Gynecol 2001, 98(6): 1080-1088. 

 

122. Moss TJ, Nitsos I, Kramer BW, Ikegami M, Newnham JP, Jobe AH. Intra-

amniotic endotoxin induces lung maturation by direct effects on the developing 

respiratory tract in preterm sheep. Am J Obstet Gynecol 2002, 187(4): 1059-

1065. 

 

123. Adams-Chapman I. Long-Term Impact of Infection on the Preterm Neonate. 

Semin Perinatol 2012, 36(6): 462-470. 

 

124. Sweet DG, Huggett MT, Warner JA, Moss TJ, Kloosterboer N, Halliday HL, et 

al. Maternal betamethasone and chorioamnionitis induce different collagenases 

during lung maturation in fetal sheep. Neonatology 2008, 94(2): 79-86. 

 

125. Westover AJ, Moss TJ. Effects of intrauterine infection or inflammation on fetal 

lung development. Clin Exp Pharmacol Physiol 2012, 39(9): 824-830. 

 

126. Sosenko IR, Kallapur SG, Nitsos I, Moss TJ, Newnham JP, Ikegami M, et al. 

IL-1 alpha causes lung inflammation and maturation by direct effects on preterm 

fetal lamb lungs. Pediatr Res 2006, 60(3): 294-298. 

 

127. Newnham JP, Moss TJ, Kramer BW, Nitsos I, Ikegami M, Jobe AH. The fetal 

maturational and inflammatory responses to different routes of endotoxin 

infusion in sheep. Am J Obstet Gynecol 2002, 186(5): 1062-1068. 

 

128. Kallapur SG, Nitsos I, Moss TJ, Polglase GR, Pillow JJ, Cheah FC, et al. IL-1 

mediates pulmonary and systemic inflammatory responses to chorioamnionitis 

induced by lipopolysaccharide. Am J Respir Crit Care Med 2009, 179(10): 955-

961. 

 

129. Polglase GR, Nitsos I, Baburamani AA, Crossley KJ, Slater MK, Gill AW, et al. 

Inflammation in utero exacerbates ventilation-induced brain injury in preterm 

lambs. J Appl Physiol (1985) 2012, 112(3): 481-489. 

 

130. Kim CJ, Romero R, Kusanovic JP, Yoo W, Dong Z, Topping V, et al. The 

frequency, clinical significance, and pathological features of chronic 

chorioamnionitis: a lesion associated with spontaneous preterm birth. Mod 

Pathol 2010, 23(7): 1000-1011. 

 

131. Lee J, Romero R, Dong Z, Xu Y, Qureshi F, Jacques S, et al. Unexplained fetal 

death has a biological signature of maternal anti-fetal rejection: chronic 



Chapter 9: 

References  Page 262 

chorioamnionitis and alloimmune anti-human leucocyte antigen antibodies. 

Histopathology 2011, 59(5): 928-938. 

 

132. Wolfs TG, Buurman WA, Zoer B, Moonen RM, Derikx JP, Thuijls G, et al. 

Endotoxin induced chorioamnionitis prevents intestinal development during 

gestation in fetal sheep. PLoS One 2009, 4(6): e5837. 

 

133. Wolfs TG, Kallapur SG, Polglase GR, Pillow JJ, Nitsos I, Newnham JP, et al. 

IL-1alpha mediated chorioamnionitis induces depletion of FoxP3+ cells and 

ileal inflammation in the ovine fetal gut. PLoS One 2011, 6(3): e18355. 

 

134. Burd I, Brown A, Gonzalez JM, Chai J, Elovitz MA. A mouse model of term 

chorioamnionitis: unraveling causes of adverse neurological outcomes. Reprod 

Sci 2011, 18(9): 900-907. 

 

135. Chan CJ, Summers KL, Chan NG, Hardy DB, Richardson BS. Cytokines in 

umbilical cord blood and the impact of labor events in low-risk term 

pregnancies. Early Hum Dev 2013. 

 

136. Kim CJ, Romero R, Chaemsaithong P, Chaiyasit N, Yoon BH, Kim YM. Acute 

chorioamnionitis and funisitis: definition, pathologic features, and clinical 

significance. Am J Obstet Gynecol 2015, 213(4 Suppl): S29-52. 

 

137. Kim CJ, Romero R, Chaemsaithong P, Kim JS. Chronic inflammation of the 

placenta: definition, classification, pathogenesis, and clinical significance. Am J 

Obstet Gynecol 2015, 213(4 Suppl): S53-69. 

 

138. Mestan K, Yu Y, Thorsen P, Skogstrand K, Matoba N, Liu X, et al. Cord blood 

biomarkers of the fetal inflammatory response. J Matern Fetal Neonatal Med 

2009, 22(5): 379-387. 

 

139. Howman RA, Charles AK, Jacques A, Doherty DA, Simmer K, Strunk T, et al. 

Inflammatory and haematological markers in the maternal, umbilical cord and 

infant circulation in histological chorioamnionitis. PLoS One 2012, 7(12): 

e51836. 

 

140. Gomez R, Romero R, Ghezzi F, Yoon BH, Mazor M, Berry SM. The fetal 

inflammatory response syndrome. Am J Obstet Gynecol 1998, 179(1): 194-202. 

 

141. Romero R, Gomez R, Ghezzi F, Yoon BH, Mazor M, Edwin SS, et al. A fetal 

systemic inflammatory response is followed by the spontaneous onset of 

preterm parturition. Am J Obstet Gynecol 1998, 179(1): 186-193. 



Chapter 9: 

References  Page 263 

 

142. Figueroa R, Garry D, Elimian A, Patel K, Sehgal PB, Tejani N. Evaluation of 

amniotic fluid cytokines in preterm labor and intact membranes. The Journal of 

Maternal-Fetal & Neonatal Medicine 2005, 18(4): 241-247. 

 

143. Pacora P, Chaiworapongsa T, Maymon E, Kim YM, Gomez R, Yoon BH, et al. 

Funisitis and chorionic vasculitis: the histological counterpart of the fetal 

inflammatory response syndrome. The Journal of Maternal-Fetal & Neonatal 

Medicine 2002, 11(1): 18-25. 

 

144. Sciaky-Tamir Y, Hershkovitz R, Mazor M, Shelef I, Erez O. The use of imaging 

technology in the assessment of the fetal inflammatory response syndrome-

imaging of the fetal thymus. Prenat Diagn 2015, 35(5): 413-419. 

 

145. Yoon BH, Romero R, Moon JB, Shim SS, Kim M, Kim G, et al. Clinical 

significance of intra-amniotic inflammation in patients with preterm labor and 

intact membranes. Am J Obstet Gynecol 2001, 185(5): 1130-1136. 

 

146. Romero R, Savasan ZA, Chaiworapongsa T, Berry SM, Kusanovic JP, Hassan 

SS, et al. Hematologic profile of the fetus with systemic inflammatory response 

syndrome. J Perinat Med 2012, 40(1): 19-32. 

 

147. Zheng J (ed). Recent Advances in Research on the Human Placenta. InTech: 

Rijeka, Croatia, 2012. 

 

148. Takahashi N, Uehara R, Kobayashi M, Yada Y, Koike Y, Kawamata R, et al. 

Cytokine profiles of seventeen cytokines, growth factors and chemokines in 

cord blood and its relation to perinatal clinical findings. Cytokine 2010, 49(3): 

331-337. 

 

149. Marchini G, Berggren V, Djilali-Merzoug R, Hansson LO. The birth process 

initiates an acute phase reaction in the fetus-newborn infant. Acta Paediatr 

2000, 89(9): 1082-1086. 

 

150. Malamitsi-Puchner A, Protonotariou E, Boutsikou T, Makrakis E, Sarandakou 

A, Creatsas G. The influence of the mode of delivery on circulating cytokine 

concentrations in the perinatal period. Early Hum Dev 2005, 81(4): 387-392. 

 

151. Tutdibi E, Hunecke A, Lindner U, Monz D, Gortner L. Levels of cytokines in 

umbilical cord blood in relation to spontaneous term labor. J Perinat Med 2012, 

40(5): 527-532. 

 



Chapter 9: 

References  Page 264 

152. Brown MA, Rad PY, Halonen MJ. Method of birth alters interferon-gamma and 

interleukin-12 production by cord blood mononuclear cells. Pediatr Allergy 

Immunol 2003, 14(2): 106-111. 

 

153. Aboustate NS, M.J.; Clifton, V.L.; Hodyl, N.A. Preterm neonatal immunity: 

pro-inflammatory cytokine overdrive.  Perinatal Society of Australia and New 

Zealand. Adelaide; 2013. 

 

154. Prescott SL. Effects of early cigarette smoke exposure on early immune 

development and respiratory disease. Paediatr Respir Rev 2008, 9(1): 3-10. 

 

155. Ward C, Lewis S, Coleman T. Prevalence of maternal smoking and 

environmental tobacco smoke exposure during pregnancy and impact on birth 

weight: retrospective study using Millennium Cohort. BMC Public Health 2007, 

7(1): 1-7. 

 

156. Ekblad M, Korkeila J, Lehtonen L. Smoking during pregnancy affects foetal 

brain development. Acta Paediatr 2015, 104(1): 12-18. 

 

157. Lambe M, Hultman C, Torrang A, Maccabe J, Cnattingius S. Maternal smoking 

during pregnancy and school performance at age 15. Epidemiology 2006, 17(5): 

524-530. 

 

158. Mohsin M, Bauman AE. Socio-demographic factors associated with smoking 

and smoking cessation among 426,344 pregnant women in New South Wales, 

Australia. BMC Public Health 2005, 5: 138. 

 

159. Obwegeser R, Oguogho A, Ulm M, Berghammer P, Sinzinger H. Maternal 

cigarette smoking increases F2-isoprostanes and reduces prostacyclin and nitric 

oxide in umbilical vessels. Prostaglandins Other Lipid Mediat 1999, 57(4): 269-

279. 

 

160. Noakes P, Taylor A, Hale J, Breckler L, Richmond P, Devadason SG, et al. The 

effects of maternal smoking on early mucosal immunity and sensitization at 12 

months of age. Pediatr Allergy Immunol 2007, 18(2): 118-127. 

 

161. Noakes PS, Holt PG, Prescott SL. Maternal smoking in pregnancy alters 

neonatal cytokine responses. Allergy 2003, 58(10): 1053-1058. 

 

162. Noakes PS, Hale J, Thomas R, Lane C, Devadason SG, Prescott SL. Maternal 

smoking is associated with impaired neonatal toll-like-receptor-mediated 

immune responses. Eur Respir J 2006, 28(4): 721-729. 



Chapter 9: 

References  Page 265 

 

163. Prescott SL, Noakes PS. Maternal smoking in pregnancy: do the effects on 

innate (toll-like receptor) function have implications for subsequent allergic 

disease? Allergy Asthma Clin Immunol 2007, 3(1): 10-18. 

 

164. Kim E, Kang BY, Kim TS. Inhibition of interleukin-12 production in mouse 

macrophages by hydroquinone, a reactive metabolite of benzene, via 

suppression of nuclear factor-kappaB binding activity. Immunol Lett 2005, 

99(1): 24-29. 

 

165. Reissland P, Wandinger KP. Increased cortisol levels in human umbilical cord 

blood inhibit interferon alpha production of neonates. Immunobiology 1999, 

200(2): 227-233. 

 

166. Hallman M. The Story of Antenatal Steroid Therapy before Preterm Birth. 

Neonatology 2015, 107(4): 352-357. 

 

167. Health S. Hypertensive Disorders in Pregnancy. In: Health Do, editor. South 

Australia: Government of South Australia; 2015. p. 15. 

 

168. Roberts D, Dalziel S. Antenatal corticosteroids for accelerating fetal lung 

maturation for women at risk of preterm birth. Cochrane Database Syst Rev 

2006(3): CD004454. 

 

169. Liggins GC. Premature delivery of foetal lambs infused with glucocorticoids. J 

Endocrinol 1969, 45(4): 515-523. 

 

170. McCormick SM, Mendelson CR. Human SP-A1 and SP-A2 genes are 

differentially regulated during development and by cAMP and glucocorticoids. 

Am J Physiol 1994, 266(4 Pt 1): L367-374. 

 

171. Ballard PL, Ning Y, Polk D, Ikegami M, Jobe AH. Glucocorticoid regulation of 

surfactant components in immature lambs. Am J Physiol 1997, 273(5 Pt 1): 

L1048-1057. 

 

172. Liggins GC, Howie RN. A controlled trial of antepartum glucocorticoid 

treatment for prevention of the respiratory distress syndrome in premature 

infants. Pediatrics 1972, 50(4): 515-525. 

 

173. Braun T, Sloboda DM, Tutschek B, Harder T, Challis JR, Dudenhausen JW, et 

al. Fetal and neonatal outcomes after term and preterm delivery following 

betamethasone administration. Int J Gynaecol Obstet 2015, 130(1): 64-69. 



Chapter 9: 

References  Page 266 

 

174. Crowther CA, McKinlay CJ, Middleton P, Harding JE. Repeat doses of prenatal 

corticosteroids for women at risk of preterm birth for improving neonatal health 

outcomes. Cochrane Database Syst Rev 2015, 7: CD003935. 

 

175. Utama DP, Crowther CA. Transplacental versus direct fetal corticosteroid 

treatment for accelerating fetal lung maturation where there is a risk of preterm 

birth. Cochrane Database Syst Rev 2011, 9: CD008981. 

 

176. Crowley PA. Antenatal corticosteroid therapy: a meta-analysis of the 

randomized trials, 1972 to 1994. Am J Obstet Gynecol 1995, 173(1): 322-335. 

 

177. Dembinski J, Behrendt D, Martini R, Heep A, Bartmann P. Modulation of pro- 

and anti-inflammatory cytokine production in very preterm infants. Cytokine 

2003, 21(4): 200-206. 

 

178. Ogata JF, Fonseca MC, Miyoshi MH, de Almeida MF, Guinsburg R. Costs of 

hospitalization in preterm infants: impact of antenatal steroid therapy. J Pediatr 

(Rio J) 2015. 

 

179. Brownfoot FC, Gagliardi DI, Bain E, Middleton P, Crowther CA. Different 

corticosteroids and regimens for accelerating fetal lung maturation for women at 

risk of preterm birth. Cochrane Database Syst Rev 2013, 8: CD006764. 

 

180. Murphy KE, Willan AR, Hannah ME, Ohlsson A, Kelly EN, Matthews SG, et 

al. Effect of antenatal corticosteroids on fetal growth and gestational age at 

birth. Obstet Gynecol 2012, 119(5): 917-923. 

 

181. Huang WL, Beazley LD, Quinlivan JA, Evans SF, Newnham JP, Dunlop SA. 

Effect of corticosteroids on brain growth in fetal sheep. Obstet Gynecol 1999, 

94(2): 213-218. 

 

182. Whitelaw A, Thoresen M. Antenatal steroids and the developing brain. Arch Dis 

Child Fetal Neonatal Ed 2000, 83(2): F154-157. 

 

183. Iqbal M, Moisiadis VG, Kostaki A, Matthews SG. Transgenerational effects of 

prenatal synthetic glucocorticoids on hypothalamic-pituitary-adrenal function. 

Endocrinology 2012, 153(7): 3295-3307. 

 

184. Sotiriadis A, Tsiami A, Papatheodorou S, Baschat AA, Sarafidis K, Makrydimas 

G. Neurodevelopmental Outcome After a Single Course of Antenatal Steroids in 

Children Born Preterm: A Systematic Review and Meta-analysis. Obstet 

Gynecol 2015, 125(6): 1385-1396. 



Chapter 9: 

References  Page 267 

 

185. Kavelaars A, Cats B, Visser GH, Zegers BJ, Bakker JM, van Rees EP, et al. 

Ontogency of the responses of human peripheral blood T cells to 

glucocorticoids. Brain Behav Immun 1996, 10(3): 288-297. 

 

186. Nussbaum C, Sperandio M. Innate immune cell recruitment in the fetus and 

neonate. J Reprod Immunol 2011, 90(1): 74-81. 

 

187. Barnes PJ. Molecular mechanisms and cellular effects of glucocorticosteroids. 

Immunol Allergy Clin North Am 2005, 25(3): 451-468. 

 

188. Garbers C, Hermanns HM, Schaper F, Muller-Newen G, Grotzinger J, Rose-

John S, et al. Plasticity and cross-talk of interleukin 6-type cytokines. Cytokine 

Growth Factor Rev 2012, 23(3): 85-97. 

 

189. Zentay Z, Sharaf M, Qadir M, Drafta D, Davidson D. Mechanism for 

dexamethasone inhibition of neutrophil migration upon exposure to 

lipopolysaccharide in vitro: role of neutrophil interleukin-8 release. Pediatr Res 

1999, 46(4): 406-410. 

 

190. Edelstone DI, Mueller-Heubach E, Caritis SN. Effects of dexamethasone on 

leukocyte counts in pregnant sheep and fetal lambs. Am J Obstet Gynecol 1978, 

131(6): 677-681. 

 

191. Zheng Y, Xiong S, Jiang P, Liu R, Liu X, Qian J, et al. Glucocorticoids inhibit 

lipopolysaccharide-mediated inflammatory response by downregulating 

microRNA-155: a novel anti-inflammation mechanism. Free Radic Biol Med 

2012, 52(8): 1307-1317. 

 

192. Moynagh PN. Toll-like receptor signalling pathways as key targets for 

mediating the anti-inflammatory and immunosuppressive effects of 

glucocorticoids. J Endocrinol 2003, 179(2): 139-144. 

 

193. Bourke E, Moynagh PN. Antiinflammatory effects of glucocorticoids in brain 

cells, independent of NF-kappa B. J Immunol 1999, 163(4): 2113-2119. 

 

194. Schultz C, Rott C, Temming P, Schlenke P, Moller JC, Bucsky P. Enhanced 

interleukin-6 and interleukin-8 synthesis in term and preterm infants. Pediatr 

Res 2002, 51(3): 317-322. 

 

195. Tuckermann JP, Kleiman A, McPherson KG, Reichardt HM. Molecular 

mechanisms of glucocorticoids in the control of inflammation and lymphocyte 

apoptosis. Crit Rev Clin Lab Sci 2005, 42(1): 71-104. 



Chapter 9: 

References  Page 268 

 

196. Kramer BW, Ikegami M, Moss TJ, Nitsos I, Newnham JP, Jobe AH. Antenatal 

betamethasone changes cord blood monocyte responses to endotoxin in preterm 

lambs. Pediatr Res 2004, 55(5): 764-768. 

 

197. Kay G, Tarcic N, Poltyrev T, Weinstock M. Prenatal stress depresses immune 

function in rats. Physiol Behav 1998, 63(3): 397-402. 

 

198. Mainali ES, Kikuchi T, Tew JG. Dexamethasone inhibits maturation and alters 

function of monocyte-derived dendritic cells from cord blood. Pediatr Res 2005, 

58(1): 125-131. 

 

199. Sadikot RT, Jansen ED, Blackwell TR, Zoia O, Yull F, Christman JW, et al. 

High-dose dexamethasone accentuates nuclear factor-kappa b activation in 

endotoxin-treated mice. Am J Respir Crit Care Med 2001, 164(5): 873-878. 

 

200. Hodyl NA, Stark MJ, Osei-Kumah A, Clifton VL. Prenatal programming of the 

innate immune response following in utero exposure to inflammation: a sexually 

dimorphic process? Expert Rev Clin Immunol 2011, 7(5): 579-592. 

 

201. Yerkovich ST, Wikstrom ME, Suriyaarachchi D, Prescott SL, Upham JW, Holt 

PG. Postnatal development of monocyte cytokine responses to bacterial 

lipopolysaccharide. Pediatr Res 2007, 62(5): 547-552. 

 

202. Nguyen M, Leuridan E, Zhang T, De Wit D, Willems F, Van Damme P, et al. 

Acquisition of adult-like TLR4 and TLR9 responses during the first year of life. 

PLoS One 2010, 5(4): e10407. 

 

203. Berner R, Welter P, Brandis M. Cytokine expression of cord and adult blood 

mononuclear cells in response to Streptococcus agalactiae. Pediatr Res 2002, 

51(3): 304-309. 

 

204. Tatad AM, Nesin M, Peoples J, Cheung S, Lin H, Sison C, et al. Cytokine 

expression in response to bacterial antigens in preterm and term infant cord 

blood monocytes. Neonatology 2008, 94(1): 8-15. 

 

205. Berrington JE, Barge D, Fenton AC, Cant AJ, Spickett GP. Lymphocyte subsets 

in term and significantly preterm UK infants in the first year of life analysed by 

single platform flow cytometry. Clin Exp Immunol 2005, 140(2): 289-292. 

 

206. Walker JC, Smolders MA, Gemen EF, Antonius TA, Leuvenink J, de Vries E. 

Development of lymphocyte subpopulations in preterm infants. Scand J 

Immunol 2011, 73(1): 53-58. 



Chapter 9: 

References  Page 269 

 

207. Correa-Rocha R, Perez A, Lorente R, Ferrando-Martinez S, Leal M, Gurbindo 

D, et al. Preterm neonates show marked leukopenia and lymphopenia that are 

associated with increased regulatory T-cell values and diminished IL-7. Pediatr 

Res 2012, 71(5): 590-597. 

 

208. Kent A, Scorrer T, Pollard AJ, Snape MD, Clarke P, Few K, et al. Lymphocyte 

subpopulations in premature infants: an observational study. Arch Dis Child 

Fetal Neonatal Ed 2016. 

 

209. Lewis DB, Wilson CB. Developmental Immunology and Role of Host Defenses 

in Fetal and Neonatal Susceptibility to Infection. In: Remington JS, Klein JO, 

Wilson CB, Nizet V, Maldonado Y (eds). Infectious Diseases of the Fetus and 

Newborn Infant, 7th edn. Saunders, 2011. 

 

210. Melvan JN, Bagby GJ, Welsh DA, Nelson S, Zhang P. Neonatal sepsis and 

neutrophil insufficiencies. Int Rev Immunol 2010, 29(3): 315-348. 

 

211. Al-Hertani W, Yan SR, Byers DM, Bortolussi R. Human newborn 

polymorphonuclear neutrophils exhibit decreased levels of MyD88 and 

attenuated p38 phosphorylation in response to lipopolysaccharide. Clin Invest 

Med 2007, 30(2): E44-53. 

 

212. Sokolic R. Neutropenia in primary immunodeficiency. Curr Opin Hematol 

2013, 20(1): 55-65. 

 

213. Lavoie PM, Huang Q, Jolette E, Whalen M, Nuyt AM, Audibert F, et al. 

Profound lack of interleukin (IL)-12/IL-23p40 in neonates born early in 

gestation is associated with an increased risk of sepsis. The Journal of infectious 

diseases 2010, 202(11): 1754-1763. 

 

214. Lindner U, Tutdibi E, Binot S, Monz D, Hilgendorff A, Gortner L. Levels of 

cytokines in umbilical cord blood in small for gestational age preterm infants. 

Klin Padiatr 2013, 225(2): 70-74. 

 

215. Carr R, Modi N. Haemopoietic colony stimulating factors for preterm neonates. 

Arch Dis Child Fetal Neonatal Ed 1997, 76(2): F128-133. 

 

216. Cairo MS, Mauss D, Kommareddy S, Norris K, van de Ven C, Modanlou H. 

Prophylactic or simultaneous administration of recombinant human granulocyte 

colony stimulating factor in the treatment of group B streptococcal sepsis in 

neonatal rats. Pediatr Res 1990, 27(6): 612-616. 

 



Chapter 9: 

References  Page 270 

217. Frenck RW, Sarman G, Harper TE, Buescher ES. The ability of recombinant 

murine granulocyte-macrophage colony-stimulating factor to protect neonatal 

rats from septic death due to Staphylococcus aureus. J Infect Dis 1990, 162(1): 

109-114. 

 

218. Carr R, Brocklehurst P, Dore CJ, Modi N. Granulocyte-macrophage colony 

stimulating factor administered as prophylaxis for reduction of sepsis in 

extremely preterm, small for gestational age neonates (the PROGRAMS trial): a 

single-blind, multicentre, randomised controlled trial. Lancet 2009, 373(9659): 

226-233. 

 

219. Borjianyazdi L, Froomandi M, Noori Shadkam M, Hashemi A, Fallah R. The 

effect of granulocyte colony stimulating factor administration on preterm infant 

with neutropenia and clinical sepsis: a randomized clinical trial. Iran J Ped 

Hematol Oncol 2013, 3(2): 64-68. 

 

220. Fox SE, Lu W, Maheshwari A, Christensen RD, Calhoun DA. The effects and 

comparative differences of neutrophil specific chemokines on neutrophil 

chemotaxis of the neonate. Cytokine 2005, 29(3): 135-140. 

 

221. Zhao FX, Liu GH, Zhang J. [Value of IL-6 and IL-8 in the diagnosis of neonatal 

sepsis]. Zhongguo Dang Dai Er Ke Za Zhi 2015, 17(12): 1311-1315. 

 

222. Woldesenbet M, Rosenfeld CR, Ramilo O, Johnson-Welch S, Perlman JM. 

Severe neonatal hypoxic respiratory failure correlates with histological 

chorioamnionitis and raised concentrations of interleukin 6 (IL6), IL8 and C-

reactive protein. Arch Dis Child Fetal Neonatal Ed 2008, 93(6): F413-417. 

 

223. Oei J, Lui K, Wang H, Henry R. Decreased neutrophil apoptosis in tracheal 

fluids of preterm infants at risk of chronic lung disease. Arch Dis Child Fetal 

Neonatal Ed 2003, 88(3): F245-249. 

 

224. Kotecha S, Mildner RJ, Prince LR, Vyas JR, Currie AE, Lawson RA, et al. The 

role of neutrophil apoptosis in the resolution of acute lung injury in newborn 

infants. Thorax 2003, 58(11): 961-967. 

 

225. Schelonka RL, Infante AJ. Neonatal immunology. Semin Perinatol 1998, 22(1): 

2-14. 

 

226. Meurens F, Whale J, Brownlie R, Dybvig T, Thompson DR, Gerdts V. 

Expression of mucosal chemokines TECK/CCL25 and MEC/CCL28 during 

fetal development of the ovine mucosal immune system. Immunology 2007, 

120(4): 544-555. 



Chapter 9: 

References  Page 271 

 

227. Birle A, Nebe CT, Hill S, Hartmann K, Poeschl J, Koch L. Neutrophil 

chemotaxis in cord blood of term and preterm neonates is reduced in preterm 

neonates and influenced by the mode of delivery and anaesthesia. PLoS One 

2015, 10(4): e0120341. 

 

228. Bektas S, Goetze B, Speer CP. Decreased adherence, chemotaxis and 

phagocytic activities of neutrophils from preterm neonates. Acta Paediatr Scand 

1990, 79(11): 1031-1038. 

 

229. Driscoll MS, Thomas VL, Ramamurthy RS, Casto DT. Longitudinal evaluation 

of polymorphonuclear leukocyte chemiluminescence in premature infants. J 

Pediatr 1990, 116(3): 429-434. 

 

230. Gahr M, Blanke R, Speer CP. Polymorphonuclear leukocyte function in term 

and preterm newborn infants. Biol Neonate 1985, 48(1): 15-20. 

 

231. Yost CC, Cody MJ, Harris ES, Thornton NL, McInturff AM, Martinez ML, et 

al. Impaired neutrophil extracellular trap (NET) formation: a novel innate 

immune deficiency of human neonates. Blood 2009, 113(25): 6419-6427. 

 

232. Koenig JM, Stegner JJ, Schmeck AC, Saxonhouse MA, Kenigsberg LE. 

Neonatal neutrophils with prolonged survival exhibit enhanced inflammatory 

and cytotoxic responsiveness. Pediatr Res 2005, 57(3): 424-429. 

 

233. O'Hare FM, Watson W, O'Neill A, Grant T, Onwuneme C, Donoghue V, et al. 

Neutrophil and monocyte toll-like receptor 4, CD11b and reactive oxygen 

intermediates, and neuroimaging outcomes in preterm infants. Pediatr Res 2015, 

78(1): 82-90. 

 

234. Reis Machado J, Soave DF, da Silva MV, #xed, cius, de Menezes LB, et al. 

Neonatal Sepsis and Inflammatory Mediators. Mediators Inflamm 2014, 2014: 

10. 

 

235. Gentile LF, Nacionales DC, Lopez MC, Vanzant E, Cuenca A, Cuenca AG, et 

al. Protective immunity and defects in the neonatal and elderly immune 

response to sepsis. The Journal of Immunology 2014, 192(7): 3156-3165. 

 

236. Ng PC, Li K, Wong RP, Chui K, Wong E, Li G, et al. Proinflammatory and 

anti-inflammatory cytokine responses in preterm infants with systemic 

infections. Arch Dis Child Fetal Neonatal Ed 2003, 88(3): F209-213. 

 



Chapter 9: 

References  Page 272 

237. Gogos CA, Drosou E, Bassaris HP, Skoutelis A. Pro- versus Anti-inflammatory 

Cytokine Profile in Patients with Severe Sepsis: A Marker for Prognosis and 

Future Therapeutic Options. J Infect Dis 2000, 181(1): 176-180. 

 

238. Philbin VJ, Levy O. Developmental biology of the innate immune response: 

implications for neonatal and infant vaccine development. Pediatr Res 2009, 

65(5 Pt 2): 98R-105R. 

 

239. Dasari P, Zola H, Nicholson IC. Expression of Toll-like receptors by neonatal 

leukocytes. Pediatr Allergy Immunol 2011, 22(2): 221-228. 

 

240. Viemann D, Dubbel G, Schleifenbaum S, Harms E, Sorg C, Roth J. Expression 

of toll-like receptors in neonatal sepsis. Pediatr Res 2005, 58(4): 654-659. 

 

241. Yan SR, Qing G, Byers DM, Stadnyk AW, Al-Hertani W, Bortolussi R. Role of 

MyD88 in diminished tumor necrosis factor alpha production by newborn 

mononuclear cells in response to lipopolysaccharide. Infect Immun 2004, 72(3): 

1223-1229. 

 

242. Lederhuber H, Baer K, Altiok I, Sadeghi K, Herkner K, Kasper D. MicroRNA-

146: tiny player in neonatal innate immunity? Neonatology 2011, 99(1): 51-56. 

 

243. Liao SL, Yeh KW, Lai SH, Lee WI, Huang JL. Maturation of Toll-like receptor 

1-4 responsiveness during early life. Early Hum Dev 2013. 

 

244. De Wit D, Tonon S, Olislagers V, Goriely S, Boutriaux M, Goldman M, et al. 

Impaired responses to toll-like receptor 4 and toll-like receptor 3 ligands in 

human cord blood. J Autoimmun 2003, 21(3): 277-281. 

 

245. Belderbos ME, Levy O, Stalpers F, Kimpen JL, Meyaard L, Bont L. Neonatal 

plasma polarizes TLR4-mediated cytokine responses towards low IL-12p70 and 

high IL-10 production via distinct factors. PLoS One 2012, 7(3): e33419. 

 

246. Sautois B, Fillet G, Beguin Y. Comparative cytokine production by in vitro 

stimulated mononucleated cells from cord blood and adult blood. Exp Hematol 

1997, 25(2): 103-108. 

 

247. De Wit D, Olislagers V, Goriely S, Vermeulen F, Wagner H, Goldman M, et al. 

Blood plasmacytoid dendritic cell responses to CpG oligodeoxynucleotides are 

impaired in human newborns. Blood 2004, 103(3): 1030-1032. 

 



Chapter 9: 

References  Page 273 

248. Aksoy E, Albarani V, Nguyen M, Laes JF, Ruelle JL, De Wit D, et al. Interferon 

regulatory factor 3-dependent responses to lipopolysaccharide are selectively 

blunted in cord blood cells. Blood 2007, 109(7): 2887-2893. 

 

249. Levy O. Innate immunity of the human newborn: distinct cytokine responses to 

LPS and other Toll-like receptor agonists. J Endotoxin Res 2005, 11(2): 113-

116. 

 

250. Joyner JL, Augustine NH, Taylor KA, La Pine TR, Hill HR. Effects of group B 

streptococci on cord and adult mononuclear cell interleukin-12 and interferon-

gamma mRNA accumulation and protein secretion. J Infect Dis 2000, 182(3): 

974-977. 

 

251. La Pine TR, Joyner JL, Augustine NH, Kwak SD, Hill HR. Defective 

production of IL-18 and IL-12 by cord blood mononuclear cells influences the T 

helper-1 interferon gamma response to group B Streptococci. Pediatr Res 2003, 

54(2): 276-281. 

 

252. Hartel C, Osthues I, Rupp J, Haase B, Roder K, Gopel W, et al. Characterisation 

of the host inflammatory response to Staphylococcus epidermidis in neonatal 

whole blood. Arch Dis Child Fetal Neonatal Ed 2008, 93(2): F140-145. 

 

253. Karlsson H, Hessle C, Rudin A. Innate immune responses of human neonatal 

cells to bacteria from the normal gastrointestinal flora. Infect Immun 2002, 

70(12): 6688-6696. 

 

254. Belderbos ME, van Bleek GM, Levy O, Blanken MO, Houben ML, Schuijff L, 

et al. Skewed pattern of Toll-like receptor 4-mediated cytokine production in 

human neonatal blood: low LPS-induced IL-12p70 and high IL-10 persist 

throughout the first month of life. Clin Immunol 2009, 133(2): 228-237. 

 

255. Kotiranta-Ainamo A, Rautonen J, Rautonen N. Imbalanced cytokine secretion in 

newborns. Biol Neonate 2004, 85(1): 55-60. 

 

256. Li YP, Yu SL, Huang ZJ, Huang J, Pan J, Feng X, et al. An impaired 

inflammatory cytokine response to gram-negative LPS in human neonates is 

associated with the defective TLR-mediated signaling pathway. J Clin Immunol 

2015, 35(2): 218-226. 

 

257. Marodi L. Deficient interferon-gamma receptor-mediated signaling in neonatal 

macrophages. Acta Paediatr Suppl 2002, 91(438): 117-119. 

 



Chapter 9: 

References  Page 274 

258. Angelone DF, Wessels MR, Coughlin M, Suter EE, Valentini P, Kalish LA, et 

al. Innate immunity of the human newborn is polarized toward a high ratio of 

IL-6/TNF-alpha production in vitro and in vivo. Pediatr Res 2006, 60(2): 205-

209. 

 

259. Caron JE, La Pine TR, Augustine NH, Martins TB, Hill HR. Multiplex analysis 

of toll-like receptor-stimulated neonatal cytokine response. Neonatology 2010, 

97(3): 266-273. 

 

260. Belderbos M, Levy O, Bont L. Neonatal innate immunity in allergy 

development. Curr Opin Pediatr 2009, 21(6): 762-769. 

 

261. Vanden Eijnden S, Goriely S, De Wit D, Goldman M, Willems F. Preferential 

production of the IL-12(p40)/IL-23(p19) heterodimer by dendritic cells from 

human newborns. Eur J Immunol 2006, 36(1): 21-26. 

 

262. Peat EB, Augustine NH, Drummond WK, Bohnsack JF, Hill HR. Effects of 

fibronectin and group B streptococci on tumour necrosis factor-alpha production 

by human culture-derived macrophages. Immunology 1995, 84(3): 440-445. 

 

263. Cairo MS, Suen Y, Knoppel E, Dana R, Park L, Clark S, et al. Decreased G-

CSF and IL-3 Production and Gene Expression from Mononuclear Cells of 

Newborn Infants. Pediatr Res 1992, 31(6): 574-578. 

 

264. Levy O, Suter EE, Miller RL, Wessels MR. Unique efficacy of Toll-like 

receptor 8 agonists in activating human neonatal antigen-presenting cells. Blood 

2006, 108(4): 1284-1290. 

 

265. Bosisio D, Polentarutti N, Sironi M, Bernasconi S, Miyake K, Webb GR, et al. 

Stimulation of toll-like receptor 4 expression in human mononuclear phagocytes 

by interferon-gamma: a molecular basis for priming and synergism with 

bacterial lipopolysaccharide. Blood 2002, 99(9): 3427-3431. 

 

266. Levy O. Innate immunity of the newborn: basic mechanisms and clinical 

correlates. Nat Rev Immunol 2007, 7(5): 379-390. 

 

267. Dowling DJ, Levy O. Ontogeny of early life immunity. Trends Immunol 2014, 

35(7): 299-310. 

 

268. Cohen L, Haziot A, Shen DR, Lin XY, Sia C, Harper R, et al. CD14-

independent responses to LPS require a serum factor that is absent from 

neonates. J Immunol 1995, 155(11): 5337-5342. 



Chapter 9: 

References  Page 275 

 

269. Pettengill MA, van Haren SD, Levy O. Soluble mediators regulating immunity 

in early life. Front Immunol 2014, 5: 457. 

 

270. Belderbos ME, Levy O, Meyaard L, Bont L. Plasma-mediated immune 

suppression: a neonatal perspective. Pediatr Allergy Immunol 2013, 24(2): 102-

113. 

 

271. Krebs HA. Chemical composition of blood plasma and serum. Annu Rev 

Biochem 1950, 19: 409-430. 

 

272. Levy O, Coughlin M, Cronstein BN, Roy RM, Desai A, Wessels MR. The 

adenosine system selectively inhibits TLR-mediated TNF-alpha production in 

the human newborn. J Immunol 2006, 177(3): 1956-1966. 

 

273. Pettengill M, Robson S, Tresenriter M, Millan JL, Usheva A, Bingham T, et al. 

Soluble ecto-5'-nucleotidase (5'-NT), alkaline phosphatase, and adenosine 

deaminase (ADA1) activities in neonatal blood favor elevated extracellular 

adenosine. J Biol Chem 2013, 288(38): 27315-27326. 

 

274. Kumar V, Sharma A. Adenosine: an endogenous modulator of innate immune 

system with therapeutic potential. Eur J Pharmacol 2009, 616(1-3): 7-15. 

 

275. Krause CD, He W, Kotenko S, Pestka S. Modulation of the activation of Stat1 

by the interferon-gamma receptor complex. Cell Res 2006, 16(1): 113-123. 

 

276. Zhao J, Kim KD, Yang X, Auh S, Fu YX, Tang H. Hyper innate responses in 

neonates lead to increased morbidity and mortality after infection. Proc Natl 

Acad Sci U S A 2008, 105(21): 7528-7533. 

 

277. Wilkinson TM, Donaldson GC, Johnston SL, Openshaw PJ, Wedzicha JA. 

Respiratory syncytial virus, airway inflammation, and FEV1 decline in patients 

with chronic obstructive pulmonary disease. Am J Respir Crit Care Med 2006, 

173(8): 871-876. 

 

278. Karimi Y, Poznanski SM, Vahedi F, Chen B, Chew MV, Lee AJ, et al. Type I 

interferon signalling is not required for the induction of endotoxin tolerance. 

Cytokine 2017, 95: 7-11. 

 

279. Leaphart CL, Dai S, Gribar SC, Richardson W, Ozolek J, Shi XH, et al. 

Interferon-gamma inhibits enterocyte migration by reversibly displacing 

connexin43 from lipid rafts. Am J Physiol Gastrointest Liver Physiol 2008, 

295(3): G559-569. 



Chapter 9: 

References  Page 276 

 

280. Yan SR, Al-Hertani W, Byers D, Bortolussi R. Lipopolysaccharide-binding 

protein- and CD14-dependent activation of mitogen-activated protein kinase p38 

by lipopolysaccharide in human neutrophils is associated with priming of 

respiratory burst. Infect Immun 2002, 70(8): 4068-4074. 

 

281. Danis B, George TC, Goriely S, Dutta B, Renneson J, Gatto L, et al. Interferon 

regulatory factor 7-mediated responses are defective in cord blood plasmacytoid 

dendritic cells. Eur J Immunol 2008, 38(2): 507-517. 

 

282. Sugitharini V, Shahana P, Prema A, Berla Thangam E. TLR2 and TLR4 co-

activation utilizes distinct signaling pathways for the production of 

Th1/Th2/Th17 cytokines in neonatal immune cells. Cytokine 2016, 85: 191-200. 

 

283. Strunk T, Currie A, Richmond P, Simmer K, Burgner D. Innate immunity in 

human newborn infants: prematurity means more than immaturity. J Matern 

Fetal Neonatal Med 2011, 24(1): 25-31. 

 

284. Prosser A, Hibbert J, Strunk T, Kok CH, Simmer K, Richmond P, et al. 

Phagocytosis of neonatal pathogens by peripheral blood neutrophils and 

monocytes from newborn preterm and term infants. Pediatr Res 2013, 74(5): 

503-510. 

 

285. Hallwirth U, Pomberger G, Pollak A, Roth E, Spittler A. Monocyte switch in 

neonates: high phagocytic capacity and low HLA-DR expression in VLBWI are 

inverted during gestational aging. Pediatr Allergy Immunol 2004, 15(6): 513-

516. 

 

286. Costa D, Castelo R. Umbilical cord gene expression reveals the molecular 

architecture of the fetal inflammatory response in extremely preterm newborns. 

Pediatr Res 2016, 79(3): 473-481. 

 

287. Matoba N, Yu Y, Mestan K, Pearson C, Ortiz K, Porta N, et al. Differential 

patterns of 27 cord blood immune biomarkers across gestational age. Pediatrics 

2009, 123(5): 1320-1328. 

 

288. Forster-Waldl E, Sadeghi K, Tamandl D, Gerhold B, Hallwirth U, Rohrmeister 

K, et al. Monocyte toll-like receptor 4 expression and LPS-induced cytokine 

production increase during gestational aging. Pediatr Res 2005, 58(1): 121-124. 

 

289. Currie AJ, Curtis S, Strunk T, Riley K, Liyanage K, Prescott S, et al. Preterm 

infants have deficient monocyte and lymphocyte cytokine responses to group B 

streptococcus. Infect Immun 2011, 79(4): 1588-1596. 



Chapter 9: 

References  Page 277 

 

290. Thornton NL, Cody MJ, Yost CC. Toll-like receptor 1/2 stimulation induces 

elevated interleukin-8 secretion in polymorphonuclear leukocytes isolated from 

preterm and term newborn infants. Neonatology 2012, 101(2): 140-146. 

 

291. Schultz C, Temming P, Bucsky P, Gopel W, Strunk T, Hartel C. Immature anti-

inflammatory response in neonates. Clin Exp Immunol 2004, 135(1): 130-136. 

 

292. Marr N, Wang TI, Kam SH, Hu YS, Sharma AA, Lam A, et al. Attenuation of 

Respiratory Syncytial Virus-Induced and RIG-I-Dependent Type I IFN 

Responses in Human Neonates and Very Young Children. J Immunol 2014. 

 

293. Liechty KW, Koenig JM, Mitchell MD, Romero R, Christensen RD. Production 

of interleukin-6 by fetal and maternal cells in vivo during intraamniotic 

infection and in vitro after stimulation with interleukin-1. Pediatr Res 1991, 

29(1): 1-4. 

 

294. Yachie A, Takano N, Ohta K, Uehara T, Fujita S, Miyawaki T, et al. Defective 

production of interleukin-6 in very small premature infants in response to 

bacterial pathogens. Infect Immun 1992, 60(3): 749-753. 

 

295. O'Brien AD, Rosenstreich DL, Scher I, Campbell GH, MacDermott RP, Formal 

SB. Genetic control of susceptibility to Salmonella typhimurium in mice: role of 

the LPS gene. J Immunol 1980, 124(1): 20-24. 

 

296. Trinchieri G, Sher A. Cooperation of Toll-like receptor signals in innate 

immune defence. Nat Rev Immunol 2007, 7(3): 179-190. 

 

297. Swantek JL, Tsen MF, Cobb MH, Thomas JA. IL-1 receptor-associated kinase 

modulates host responsiveness to endotoxin. J Immunol 2000, 164(8): 4301-

4306. 

 

298. Burl S, Townend J, Njie-Jobe J, Cox M, Adetifa UJ, Touray E, et al. Age-

dependent maturation of Toll-like receptor-mediated cytokine responses in 

Gambian infants. PLoS One 2011, 6(4): e18185. 

 

299. Picard C, von Bernuth H, Ghandil P, Chrabieh M, Levy O, Arkwright PD, et al. 

Clinical features and outcome of patients with IRAK-4 and MyD88 deficiency. 

Medicine (Baltimore) 2010, 89(6): 403-425. 

 

300. Awasthi S, Cropper J, Brown KM. Developmental expression of Toll-like 

receptors-2 and -4 in preterm baboon lung. Dev Comp Immunol 2008, 32(9): 

1088-1098. 



Chapter 9: 

References  Page 278 

 

301. Fusunyan RD, Nanthakumar NN, Baldeon ME, Walker WA. Evidence for an 

innate immune response in the immature human intestine: toll-like receptors on 

fetal enterocytes. Pediatr Res 2001, 49(4): 589-593. 

 

302. Wisgrill L, Groschopf A, Herndl E, Sadeghi K, Spittler A, Berger A, et al. 

Reduced TNF-alpha response in preterm neonates is associated with impaired 

nonclassic monocyte function. J Leukoc Biol 2016, 100(3): 607-612. 

 

303. Agnese DM, Calvano JE, Hahm SJ, Coyle SM, Corbett SA, Calvano SE, et al. 

Human toll-like receptor 4 mutations but not CD14 polymorphisms are 

associated with an increased risk of gram-negative infections. J Infect Dis 2002, 

186(10): 1522-1525. 

 

304. Feterowski C, Weighardt H, Emmanuilidis K, Hartung T, Holzmann B. Immune 

protection against septic peritonitis in endotoxin-primed mice is related to 

reduced neutrophil apoptosis. Eur J Immunol 2001, 31(4): 1268-1277. 

 

305. Egan LJ, Eckmann L, Greten FR, Chae S, Li ZW, Myhre GM, et al. IkappaB-

kinasebeta-dependent NF-kappaB activation provides radioprotection to the 

intestinal epithelium. Proc Natl Acad Sci U S A 2004, 101(8): 2452-2457. 

 

306. Chae S, Eckmann L, Miyamoto Y, Pothoulakis C, Karin M, Kagnoff MF. 

Epithelial cell I kappa B-kinase beta has an important protective role in 

Clostridium difficile toxin A-induced mucosal injury. J Immunol 2006, 177(2): 

1214-1220. 

 

307. De Plaen IG, Liu SX, Tian R, Neequaye I, May MJ, Han XB, et al. Inhibition of 

nuclear factor-kappaB ameliorates bowel injury and prolongs survival in a 

neonatal rat model of necrotizing enterocolitis. Pediatr Res 2007, 61(6): 716-

721. 

 

308. Minekawa R, Takeda T, Sakata M, Hayashi M, Isobe A, Yamamoto T, et al. 

Human breast milk suppresses the transcriptional regulation of IL-1beta-induced 

NF-kappaB signaling in human intestinal cells. Am J Physiol Cell Physiol 2004, 

287(5): C1404-1411. 

 

309. Janeway CA, Jr., Medzhitov R. Innate immune recognition. Annu Rev Immunol 

2002, 20: 197-216. 

 

310. Germain RN. Maintaining system homeostasis: the third law of Newtonian 

immunology. Nat Immunol 2012, 13(10): 902-906. 

 



Chapter 9: 

References  Page 279 

311. Trop S, De Sepulveda P, Zuniga-Pflucker JC, Rottapel R. Overexpression of 

suppressor of cytokine signaling-1 impairs pre-T-cell receptor-induced 

proliferation but not differentiation of immature thymocytes. Blood 2001, 97(8): 

2269-2277. 

 

312. Yoshimura A, Naka T, Kubo M. SOCS proteins, cytokine signalling and 

immune regulation. Nature reviews Immunology 2007, 7(6): 454-465. 

 

313. Nakagawa R, Naka T, Tsutsui H, Fujimoto M, Kimura A, Abe T, et al. SOCS-1 

participates in negative regulation of LPS responses. Immunity 2002, 17(5): 

677-687. 

 

314. Gingras S, Parganas E, de Pauw A, Ihle JN, Murray PJ. Re-examination of the 

role of suppressor of cytokine signaling 1 (SOCS1) in the regulation of toll-like 

receptor signaling. J Biol Chem 2004, 279(52): 54702-54707. 

 

315. Ryo A, Suizu F, Yoshida Y, Perrem K, Liou YC, Wulf G, et al. Regulation of 

NF-kappaB signaling by Pin1-dependent prolyl isomerization and ubiquitin-

mediated proteolysis of p65/RelA. Mol Cell 2003, 12(6): 1413-1426. 

 

316. Sonkoly E, Stahle M, Pivarcsi A. MicroRNAs and immunity: novel players in 

the regulation of normal immune function and inflammation. Semin Cancer Biol 

2008, 18(2): 131-140. 

 

317. Iborra M, Bernuzzi F, Invernizzi P, Danese S. MicroRNAs in autoimmunity and 

inflammatory bowel disease: crucial regulators in immune response. Autoimmun 

Rev 2012, 11(5): 305-314. 

 

318. Lee RC, Ambros V. An extensive class of small RNAs in Caenorhabditis 

elegans. Science 2001, 294(5543): 862-864. 

 

319. Fukao T, Fukuda Y, Kiga K, Sharif J, Hino K, Enomoto Y, et al. An 

evolutionarily conserved mechanism for microRNA-223 expression revealed by 

microRNA gene profiling. Cell 2007, 129(3): 617-631. 

 

320. Vasudevan S, Tong Y, Steitz JA. Switching from repression to activation: 

microRNAs can up-regulate translation. Science 2007, 318(5858): 1931-1934. 

 

321. Chen DB, Wang W. Human placental microRNAs and preeclampsia. Biol 

Reprod 2013, 88(5): 130. 

 



Chapter 9: 

References  Page 280 

322. O'Connell RM, Rao DS, Baltimore D. microRNA regulation of inflammatory 

responses. Annu Rev Immunol 2012, 30: 295-312. 

 

323. Taganov KD, Boldin MP, Chang KJ, Baltimore D. NF-kappaB-dependent 

induction of microRNA miR-146, an inhibitor targeted to signaling proteins of 

innate immune responses. Proc Natl Acad Sci U S A 2006, 103(33): 12481-

12486. 

 

324. O'Connell R, Rao D, Chaudhuri A, Baltimore D. Physiological and pathological 

roles for microRNAs in the immune system. Nature reviews Immunology 2010, 

10(2): 111-122. 

 

325. Zhou H, Huang X, Cui H, Luo X, Tang Y, Chen S, et al. miR-155 and its star-

form partner miR-155* cooperatively regulate type I interferon production by 

human plasmacytoid dendritic cells. Blood 2010, 116(26): 5885-5894. 

 

326. Kim DH, Saetrom P, Snove O, Jr., Rossi JJ. MicroRNA-directed transcriptional 

gene silencing in mammalian cells. Proc Natl Acad Sci U S A 2008, 105(42): 

16230-16235. 

 

327. Xiao C, Rajewsky K. MicroRNA control in the immune system: basic 

principles. Cell 2009, 136(1): 26-36. 

 

328. Lu LF, Thai TH, Calado DP, Chaudhry A, Kubo M, Tanaka K, et al. Foxp3-

dependent microRNA155 confers competitive fitness to regulatory T cells by 

targeting SOCS1 protein. Immunity 2009, 30(1): 80-91. 

 

329. Pathak S, Grillo AR, Scarpa M, Brun P, D'Inca R, Nai L, et al. MiR-155 

modulates the inflammatory phenotype of intestinal myofibroblasts by targeting 

SOCS1 in ulcerative colitis. Exp Mol Med 2015, 47: e164. 

 

330. Griffiths-Jones S, Grocock RJ, van Dongen S, Bateman A, Enright AJ. 

miRBase: microRNA sequences, targets and gene nomenclature. Nucleic Acids 

Res 2006, 34(Database issue): D140-144. 

 

331. Breuer K, Foroushani AK, Laird MR, Chen C, Sribnaia A, Lo R, et al. 

InnateDB: systems biology of innate immunity and beyond--recent updates and 

continuing curation. Nucleic Acids Res 2013, 41(Database issue): D1228-1233. 

 

332. Bazzoni F, Rossato M, Fabbri M, Gaudiosi D, Mirolo M, Mori L, et al. 

Induction and regulatory function of miR-9 in human monocytes and 

neutrophils exposed to proinflammatory signals. Proc Natl Acad Sci U S A 

2009, 106(13): 5282-5287. 



Chapter 9: 

References  Page 281 

 

333. Davis BN, Hilyard AC, Nguyen PH, Lagna G, Hata A. Smad proteins bind a 

conserved RNA sequence to promote microRNA maturation by Drosha. Mol 

Cell 2010, 39(3): 373-384. 

 

334. Aalaei-Andabili SH, Rezaei N. Toll like receptor (TLR)-induced differential 

expression of microRNAs (MiRs) promotes proper immune response against 

infections: A systematic review. J Infect 2013. 

 

335. O'Neill L, Sheedy F, McCoy C. MicroRNAs: the fine-tuners of Toll-like 

receptor signalling. Nature reviews Immunology 2011, 11(3): 163-175. 

 

336. Asirvatham AJ, Magner WJ, Tomasi TB. miRNA regulation of cytokine genes. 

Cytokine 2009, 45(2): 58-69. 

 

337. McCoy CE, Sheedy FJ, Qualls JE, Doyle SL, Quinn SR, Murray PJ, et al. IL-10 

inhibits miR-155 induction by toll-like receptors. J Biol Chem 2010, 285(27): 

20492-20498. 

 

338. Ibrahim SA, Ackerman WEt, Summerfield TL, Lockwood CJ, Schatz F, Kniss 

DA. Inflammatory gene networks in term human decidual cells define a 

potential signature for cytokine-mediated parturition. Am J Obstet Gynecol 

2016, 214(2): 284 e281-284 e247. 

 

339. Contreras J, Rao DS. MicroRNAs in inflammation and immune responses. 

Leukemia 2012, 26(3): 404-413. 

 

340. An H, Xu H, Zhang M, Zhou J, Feng T, Qian C, et al. Src homology 2 domain-

containing inositol-5-phosphatase 1 (SHIP1) negatively regulates TLR4-

mediated LPS response primarily through a phosphatase activity- and PI-3K-

independent mechanism. Blood 2005, 105(12): 4685-4692. 

 

341. Androulidaki A, Iliopoulos D, Arranz A, Doxaki C, Schworer S, Zacharioudaki 

V, et al. The kinase Akt1 controls macrophage response to lipopolysaccharide 

by regulating microRNAs. Immunity 2009, 31(2): 220-231. 

 

342. Sharma A, Kumar M, Aich J, Hariharan M, Brahmachari SK, Agrawal A, et al. 

Posttranscriptional regulation of interleukin-10 expression by hsa-miR-106a. 

Proc Natl Acad Sci U S A 2009, 106(14): 5761-5766. 

 

343. Shin SS, Park SS, Hwang B, Kim WT, Choi YH, Kim WJ, et al. MicroRNA-

106a suppresses proliferation, migration, and invasion of bladder cancer cells by 



Chapter 9: 

References  Page 282 

modulating MAPK signaling, cell cycle regulators, and Ets-1-mediated MMP-2 

expression. Oncol Rep 2016, 36(4): 2421-2429. 

 

344. Sharma A, Kumar M, Ahmad T, Mabalirajan U, Aich J, Agrawal A, et al. 

Antagonism of mmu-mir-106a attenuates asthma features in allergic murine 

model. J Appl Physiol (1985) 2012, 113(3): 459-464. 

 

345. Brudecki L, Ferguson DA, McCall CE, El Gazzar M. MicroRNA-146a and 

RBM4 form a negative feed-forward loop that disrupts cytokine mRNA 

translation following TLR4 responses in human THP-1 monocytes. Immunol 

Cell Biol 2013. 

 

346. Nahid MA, Satoh M, Chan EK. Mechanistic role of microRNA-146a in 

endotoxin-induced differential cross-regulation of TLR signaling. J Immunol 

2011, 186(3): 1723-1734. 

 

347. Chassin C, Kocur M, Pott J, Duerr CU, Gutle D, Lotz M, et al. miR-146a 

mediates protective innate immune tolerance in the neonate intestine. Cell Host 

Microbe 2010, 8(4): 358-368. 

 

348. Cheng HS, Sivachandran N, Lau A, Boudreau E, Zhao JL, Baltimore D, et al. 

MicroRNA-146 represses endothelial activation by inhibiting pro-inflammatory 

pathways. EMBO Mol Med 2013, 5(7): 1017-1034. 

 

349. Bhaumik D, Scott GK, Schokrpur S, Patil CK, Campisi J, Benz CC. Expression 

of microRNA-146 suppresses NF-kappaB activity with reduction of metastatic 

potential in breast cancer cells. Oncogene 2008, 27(42): 5643-5647. 

 

350. Quinn SR, O'Neill LA. A trio of microRNAs that control Toll-like receptor 

signalling. Int Immunol 2011, 23(7): 421-425. 

 

351. Baltimore D, Boldin MP, O'Connell RM, Rao DS, Taganov KD. MicroRNAs: 

new regulators of immune cell development and function. Nat Immunol 2008, 

9(8): 839-845. 

 

352. Shi C, Zhu L, Chen X, Gu N, Chen L, Zhu L, et al. IL-6 and TNF-alpha induced 

obesity-related inflammatory response through transcriptional regulation of 

miR-146b. J Interferon Cytokine Res 2014, 34(5): 342-348. 

 

353. Lu LF, Boldin MP, Chaudhry A, Lin LL, Taganov KD, Hanada T, et al. 

Function of miR-146a in controlling Treg cell-mediated regulation of Th1 

responses. Cell 2010, 142(6): 914-929. 



Chapter 9: 

References  Page 283 

 

354. Jurkin J, Schichl YM, Koeffel R, Bauer T, Richter S, Konradi S, et al. miR-146a 

is differentially expressed by myeloid dendritic cell subsets and desensitizes 

cells to TLR2-dependent activation. J Immunol 2010, 184(9): 4955-4965. 

 

355. Karrich JJ, Jachimowski LC, Libouban M, Iyer A, Brandwijk K, Taanman-

Kueter EW, et al. MicroRNA-146a regulates survival and maturation of human 

plasmacytoid dendritic cells. Blood 2013, 122(17): 3001-3009. 

 

356. Boldin MP, Taganov KD, Rao DS, Yang L, Zhao JL, Kalwani M, et al. miR-

146a is a significant brake on autoimmunity, myeloproliferation, and cancer in 

mice. J Exp Med 2011, 208(6): 1189-1201. 

 

357. Barbalat R, Barton GM. MicroRNAs and LPS: developing a relationship in the 

neonatal gut. Cell Host Microbe 2010, 8(4): 303-304. 

 

358. Quinn SR, O'Neill LA. The role of microRNAs in the control and mechanism of 

action of IL-10. Curr Top Microbiol Immunol 2014, 380: 145-155. 

 

359. Lu LF, Liston A. MicroRNA in the immune system, microRNA as an immune 

system. Immunology 2009, 127(3): 291-298. 

 

360. Wang G, Miyahara Y, Guo Z, Khattar M, Stepkowski SM, Chen W. "Default" 

generation of neonatal regulatory T cells. J Immunol 2010, 185(1): 71-78. 

 

361. O'Connell R, Taganov K, Boldin M, Cheng G, Baltimore D. MicroRNA-155 is 

induced during the macrophage inflammatory response. Proc Natl Acad Sci U S 

A 2007, 104(5): 1604-1609. 

 

362. Tili E, Michaille JJ, Cimino A, Costinean S, Dumitru CD, Adair B, et al. 

Modulation of miR-155 and miR-125b levels following 

lipopolysaccharide/TNF-alpha stimulation and their possible roles in regulating 

the response to endotoxin shock. J Immunol 2007, 179(8): 5082-5089. 

 

363. Zhang Q, Coveney AP, Yu S, Liu JH, Li Y, Blankson S, et al. Inefficient 

antimicrobial functions of innate phagocytes render infant mice more 

susceptible to bacterial infection. Eur J Immunol 2013, 43(5): 1322-1332. 

 

364. Tang B, Xiao B, Liu Z, Li N, Zhu ED, Li BS, et al. Identification of MyD88 as 

a novel target of miR-155, involved in negative regulation of Helicobacter 

pylori-induced inflammation. FEBS Lett 2010, 584(8): 1481-1486. 

 



Chapter 9: 

References  Page 284 

365. Xiao B, Liu Z, Li BS, Tang B, Li W, Guo G, et al. Induction of microRNA-155 

during Helicobacter pylori infection and its negative regulatory role in the 

inflammatory response. J Infect Dis 2009, 200(6): 916-925. 

 

366. Barad O, Meiri E, Avniel A, Aharonov R, Barzilai A, Bentwich I, et al. 

MicroRNA expression detected by oligonucleotide microarrays: system 

establishment and expression profiling in human tissues. Genome Res 2004, 

14(12): 2486-2494. 

 

367. Liang Y, Ridzon D, Wong L, Chen C. Characterization of microRNA 

expression profiles in normal human tissues. BMC Genomics 2007, 8: 166. 

 

368. Luo SS, Ishibashi O, Ishikawa G, Ishikawa T, Katayama A, Mishima T, et al. 

Human villous trophoblasts express and secrete placenta-specific microRNAs 

into maternal circulation via exosomes. Biol Reprod 2009, 81(4): 717-729. 

 

369. Fu G, Brkic J, Hayder H, Peng C. MicroRNAs in Human Placental 

Development and Pregnancy Complications. Int J Mol Sci 2013, 14(3): 5519-

5544. 

 

370. Lim LP, Lau NC, Garrett-Engele P, Grimson A, Schelter JM, Castle J, et al. 

Microarray analysis shows that some microRNAs downregulate large numbers 

of target mRNAs. Nature 2005, 433(7027): 769-773. 

 

371. Donker RB, Mouillet JF, Nelson DM, Sadovsky Y. The expression of 

Argonaute2 and related microRNA biogenesis proteins in normal and hypoxic 

trophoblasts. Mol Hum Reprod 2007, 13(4): 273-279. 

 

372. Forbes K, Farrokhnia F, Aplin JD, Westwood M. Dicer-dependent miRNAs 

provide an endogenous restraint on cytotrophoblast proliferation. Placenta 2012, 

33(7): 581-585. 

 

373. Yang WJ, Yang DD, Na S, Sandusky GE, Zhang Q, Zhao G. Dicer is required 

for embryonic angiogenesis during mouse development. J Biol Chem 2005, 

280(10): 9330-9335. 

 

374. Mayor-Lynn K, Toloubeydokhti T, Cruz AC, Chegini N. Expression profile of 

microRNAs and mRNAs in human placentas from pregnancies complicated by 

preeclampsia and preterm labor. Reprod Sci 2011, 18(1): 46-56. 

 

375. Montenegro D, Romero R, Kim SS, Tarca AL, Draghici S, Kusanovic JP, et al. 

Expression patterns of microRNAs in the chorioamniotic membranes: a role for 



Chapter 9: 

References  Page 285 

microRNAs in human pregnancy and parturition. J Pathol 2009, 217(1): 113-

121. 

 

376. Montenegro D, Romero R, Pineles BL, Tarca AL, Kim YM, Draghici S, et al. 

Differential expression of microRNAs with progression of gestation and 

inflammation in the human chorioamniotic membranes. Am J Obstet Gynecol 

2007, 197(3): 289 e281-286. 

 

377. Ackerman WEt, Buhimschi IA, Eidem HR, Rinker DC, Rokas A, Rood K, et al. 

Comprehensive RNA profiling of villous trophoblast and decidua basalis in 

pregnancies complicated by preterm birth following intra-amniotic infection. 

Placenta 2016, 44: 23-33. 

 

378. Gu Y, Sun J, Groome LJ, Wang Y. Differential miRNA expression profiles 

between the first and third trimester human placentas. Am J Physiol Endocrinol 

Metab 2013, 304(8): E836-843. 

 

379. Mouillet JF, Chu T, Hubel CA, Nelson DM, Parks WT, Sadovsky Y. The levels 

of hypoxia-regulated microRNAs in plasma of pregnant women with fetal 

growth restriction. Placenta 2010, 31(9): 781-784. 

 

380. Hromadnikova I, Kotlabova K, Doucha J, Dlouha K, Krofta L. Absolute and 

relative quantification of placenta-specific micrornas in maternal circulation 

with placental insufficiency-related complications. J Mol Diagn 2012, 14(2): 

160-167. 

 

381. Choi SY, Yun J, Lee OJ, Han HS, Yeo MK, Lee MA, et al. MicroRNA 

expression profiles in placenta with severe preeclampsia using a PNA-based 

microarray. Placenta 2013, 34(9): 799-804. 

 

382. Morales-Prieto DM, Ospina-Prieto S, Schmidt A, Chaiwangyen W, Markert UR. 

Elsevier Trophoblast Research Award Lecture: Origin, evolution and future of 

placenta miRNAs. Placenta 2013. 

 

383. Maccani MA, Padbury JF, Marsit CJ. miR-16 and miR-21 expression in the 

placenta is associated with fetal growth. PLoS One 2011, 6(6): e21210. 

 

384. Liu Q, Fu H, Sun F, Zhang H, Tie Y, Zhu J, et al. miR-16 family induces cell 

cycle arrest by regulating multiple cell cycle genes. Nucleic Acids Res 2008, 

36(16): 5391-5404. 

 



Chapter 9: 

References  Page 286 

385. Wang P, Zou F, Zhang X, Li H, Dulak A, Tomko RJ, Jr., et al. microRNA-21 

negatively regulates Cdc25A and cell cycle progression in colon cancer cells. 

Cancer Res 2009, 69(20): 8157-8165. 

 

386. Mouillet JF, Donker RB, Mishima T, Cronqvist T, Chu T, Sadovsky Y. The 

unique expression and function of miR-424 in human placental trophoblasts. 

Biol Reprod 2013, 89(2): 25. 

 

387. Huang HC, Yu HR, Huang LT, Huang HC, Chen RF, Lin IC, et al. miRNA-

125b regulates TNF-alpha production in CD14+ neonatal monocytes via post-

transcriptional regulation. J Leukoc Biol 2012, 92(1): 171-182. 

 

388. Charrier E, Cordeiro P, Cordeau M, Dardari R, Michaud A, Harnois M, et al. 

Post-transcriptional down-regulation of Toll-like receptor signaling pathway in 

umbilical cord blood plasmacytoid dendritic cells. Cell Immunol 2012, 276(1-

2): 114-121. 

 

389. Takahashi N, Nakaoka T, Yamashita N. Profiling of immune-related microRNA 

expression in human cord blood and adult peripheral blood cells upon 

proinflammatory stimulation. Eur J Haematol 2012, 88(1): 31-38. 

 

390. Weitkamp JH, Guthrie SO, Wong HR, Moldawer LL, Baker HV, Wynn JL. 

Histological chorioamnionitis shapes the neonatal transcriptomic immune 

response. Early Hum Dev 2016, 98: 1-6. 

 

391. Herberth G, Bauer M, Gasch M, Hinz D, Roder S, Olek S, et al. Maternal and 

cord blood miR-223 expression associates with prenatal tobacco smoke 

exposure and low regulatory T-cell numbers. J Allergy Clin Immunol 2014, 

133(2): 543-550. 

 

392. Piersigilli F, Bhandari V. Biomarkers in neonatology: the new "omics" of 

bronchopulmonary dysplasia. J Matern Fetal Neonatal Med 2016, 29(11): 

1758-1764. 

 

393. Wu YT, Chen WJ, Hsieh WS, Tsao PN, Yu SL, Lai CY, et al. MicroRNA 

expression aberration associated with bronchopulmonary dysplasia in preterm 

infants: a preliminary study. Respir Care 2013, 58(9): 1527-1535. 

 

394. Rogers LK, Robbins M, Dakhlallah D, Yang Z, Lee LJ, Mikhail M, et al. 

Attenuation of miR-17 approximately 92 Cluster in Bronchopulmonary 

Dysplasia. Ann Am Thorac Soc 2015, 12(10): 1506-1513. 

 



Chapter 9: 

References  Page 287 

395. Bonauer A, Dimmeler S. The microRNA-17-92 cluster: still a miRacle? Cell 

Cycle 2009, 8(23): 3866-3873. 

 

396. Nardiello C, Morty RE. MicroRNA in late lung development and 

bronchopulmonary dysplasia: the need to demonstrate causality. Mol Cell 

Pediatr 2016, 3(1): 19. 

 

397. Gardosi JF, A. Customised Weight Centile Calculator. GROW v 6.7 (Oct 2013) 

Australia. www.gestation.net: 2013 Gestation Network; 2013. 

 

398. Murphy VE, Zakar T, Smith R, Giles WB, Gibson PG, Clifton VL. Reduced 

11beta-hydroxysteroid dehydrogenase type 2 activity is associated with 

decreased birth weight centile in pregnancies complicated by asthma. J Clin 

Endocrinol Metab 2002, 87(4): 1660-1668. 

 

399. Fajardy I, Moitrot E, Vambergue A, Vandersippe-Millot M, Deruelle P, 

Rousseaux J. Time course analysis of RNA stability in human placenta. BMC 

Mol Biol 2009, 10: 21. 

 

400. Fitzpatrick R, Casey OM, Morris D, Smith T, Powell R, Sreenan JM. 

Postmortem stability of RNA isolated from bovine reproductive tissues. Biochim 

Biophys Acta 2002, 1574(1): 10-14. 

 

401. Zhang J, Zhou J, Xu B, Chen C, Shi W. Different expressions of TLRs and 

related factors in peripheral blood of preterm infants. Int J Clin Exp Med 2015, 

8(3): 4108-4114. 

 

402. Wynn JL, Guthrie SO, Wong HR, Lahni P, Ungaro R, Lopez MC, et al. 

Postnatal Age Is a Critical Determinant of the Neonatal Host Response to 

Sepsis. Mol Med 2015, 21: 496-504. 

 

403. Smith CL, Dickinson P, Forster T, Craigon M, Ross A, Khondoker MR, et al. 

Identification of a human neonatal immune-metabolic network associated with 

bacterial infection. Nat Commun 2014, 5: 4649. 

 

404. Davis S, Meltzer PS. GEOquery: a bridge between the Gene Expression 

Omnibus (GEO) and BioConductor. Bioinformatics 2007, 23(14): 1846-1847. 

 

405. Ritchie ME, Phipson B, Wu D, Hu Y, Law CW, Shi W, et al. limma powers 

differential expression analyses for RNA-sequencing and microarray studies. 

Nucleic Acids Res 2015, 43(7): e47. 

 

www.gestation.net


Chapter 9: 

References  Page 288 

406. Phipson B, Lee S, Majewski IJ, Alexander WS, Smyth GK. Robust 

Hyperparameter Estimation Protects against Hypervariable Genes and Improves 

Power to Detect Differential Expression. Ann Appl Stat 2016, 10(2): 946-963. 

 

407. Ogata H, Goto S, Sato K, Fujibuchi W, Bono H, Kanehisa M. KEGG: Kyoto 

Encyclopedia of Genes and Genomes. Nucleic Acids Res 1999, 27(1): 29-34. 

 

408. Vandenbon A, Dinh VH, Mikami N, Kitagawa Y, Teraguchi S, Ohkura N, et al. 

Immuno-Navigator, a batch-corrected coexpression database, reveals cell type-

specific gene networks in the immune system. Proceedings of the National 

Academy of Sciences 2016, 113(17): E2393-E2402. 

 

409. Mestan K, Yu Y, Matoba N, Cerda S, Demmin B, Pearson C, et al. Placental 

inflammatory response is associated with poor neonatal growth: preterm birth 

cohort study. Pediatrics 2010, 125(4): e891-898. 

 

410. Ericson JE, Laughon MM. Chorioamnionitis: implications for the neonate. Clin 

Perinatol 2015, 42(1): 155-165, ix. 

 

411. Been JV, Lievense S, Zimmermann LJ, Kramer BW, Wolfs TG. 

Chorioamnionitis as a risk factor for necrotizing enterocolitis: a systematic 

review and meta-analysis. J Pediatr 2013, 162(2): 236-242 e232. 

 

412. Tita AT, Andrews WW. Diagnosis and management of clinical 

chorioamnionitis. Clin Perinatol 2010, 37(2): 339-354. 

 

413. Prins JR, Hylkema MN, Erwich JJ, Huitema S, Dekkema GJ, Dijkstra FE, et al. 

Smoking during pregnancy influences the maternal immune response in mice 

and humans. Am J Obstet Gynecol 2012, 207(1): 76 e71-14. 

 

414. Hinz D, Bauer M, Röder S, Olek S, Huehn J, Sack U, et al. Cord blood Tregs 

with stable FOXP3 expression are influenced by prenatal environment and 

associated with atopic dermatitis at the age of one year. Allergy 2012, 67(3): 

380-389. 

 

415. Youssef RE, Ledingham MA, Bollapragada SS, O'Gorman N, Jordan F, Young 

A, et al. The role of toll-like receptors (TLR-2 and -4) and triggering receptor 

expressed on myeloid cells 1 (TREM-1) in human term and preterm labor. 

Reprod Sci 2009, 16(9): 843-856. 

 

416. Ilievski V, Hirsch E. Synergy between viral and bacterial toll-like receptors 

leads to amplification of inflammatory responses and preterm labor in the 

mouse. Biol Reprod 2010, 83(5): 767-773. 



Chapter 9: 

References  Page 289 

 

417. Chin PY, Dorian CL, Hutchinson MR, Olson DM, Rice KC, Moldenhauer LM, 

et al. Novel Toll-like receptor-4 antagonist (+)-naloxone protects mice from 

inflammation-induced preterm birth. Sci Rep 2016, 6: 36112. 

 

418. Wahid HH, Dorian CL, Chin PY, Hutchinson MR, Rice KC, Olson DM, et al. 

Toll-Like Receptor 4 Is an Essential Upstream Regulator of On-Time Parturition 

and Perinatal Viability in Mice. Endocrinology 2015, 156(10): 3828-3841. 

 

419. Li C, Zhao M, Zhang C, Zhang W, Zhao X, Duan X, et al. miR210 modulates 

respiratory burst in Apostichopus japonicus coelomocytes via targeting Toll-like 

receptor. Dev Comp Immunol 2016, 65: 377-381. 

 

420. Ying W, Tseng A, Chang RC, Morin A, Brehm T, Triff K, et al. MicroRNA-

223 is a crucial mediator of PPARgamma-regulated alternative macrophage 

activation. J Clin Invest 2015, 125(11): 4149-4159. 

 

421. Enquobahrie DA, Hensley M, Qiu C, Abetew DF, Hevner K, Tadesse MG, et al. 

Candidate Gene and MicroRNA Expression in Fetal Membranes and Preterm 

Delivery Risk. Reprod Sci 2016, 23(6): 731-737. 

 

422. Zhong X, Jiang YZ, Liu P, He W, Xiong Z, Chang W, et al. Toll-like 4 receptor 

/NFkappaB inflammatory/miR-146a pathway contributes to the ART-correlated 

preterm birth outcome. Oncotarget 2016. 

 

423. Kuypers E, Collins JJ, Kramer BW, Ofman G, Nitsos I, Pillow JJ, et al. Intra-

amniotic LPS and antenatal betamethasone: inflammation and maturation in 

preterm lamb lungs. Am J Physiol Lung Cell Mol Physiol 2012, 302(4): L380-

389. 

 

424. Zdravkovic T, Genbacev O, McMaster MT, Fisher SJ. The adverse effects of 

maternal smoking on the human placenta: A review. Placenta 2005, 26, 

Supplement: S81-S86. 

 

425. Southcombe JH, Redman CW, Sargent IL, Granne I. Interleukin-1 family 

cytokines and their regulatory proteins in normal pregnancy and pre-eclampsia. 

Clin Exp Immunol 2015, 181(3): 480-490. 

 

426. Veerbeek JH, Nikkels PG, Torrance HL, Gravesteijn J, Post Uiterweer ED, 

Derks JB, et al. Placental pathology in early intrauterine growth restriction 

associated with maternal hypertension. Placenta 2014, 35(9): 696-701. 

 



Chapter 9: 

References  Page 290 

427. Abrahams VM, Bole-Aldo P, Kim YM, Straszewski-Chavez SL, 

Chaiworapongsa T, Romero R, et al. Divergent trophoblast responses to 

bacterial products mediated by TLRs. J Immunol 2004, 173(7): 4286-4296. 

 

428. Kumazaki K, Nakayama M, Yanagihara I, Suehara N, Wada Y. 

Immunohistochemical distribution of Toll-like receptor 4 in term and preterm 

human placentas from normal and complicated pregnancy including 

chorioamnionitis. Hum Pathol 2004, 35(1): 47-54. 

 

429. Patni S, Bryant AH, Wynen LP, Seager AL, Morgan G, Thornton CA. 

Functional activity but not gene expression of toll-like receptors is decreased in 

the preterm versus term human placenta. Placenta 2015, 36(9): 1031-1038. 

 

430. Nishimura M, Naito S. Tissue-specific mRNA expression profiles of human 

toll-like receptors and related genes. Biol Pharm Bull 2005, 28(5): 886-892. 

 

431. Genbacev O, McMaster MT, Zdravkovic T, Fisher SJ. Disruption of oxygen-

regulated responses underlies pathological changes in the placentas of women 

who smoke or who are passively exposed to smoke during pregnancy. Reprod 

Toxicol 2003, 17(5): 509-518. 

 

432. Prescott SL, Noakes P, Chow BW, Breckler L, Thornton CA, Hollams EM, et 

al. Presymptomatic differences in Toll-like receptor function in infants who 

have allergy. J Allergy Clin Immunol 2008, 122(2): 391-399, 399 e391-395. 

 

433. Garrabou G, Hernandez AS, Catalan Garcia M, Moren C, Tobias E, Cordoba S, 

et al. Molecular basis of reduced birth weight in smoking pregnant women: 

mitochondrial dysfunction and apoptosis. Addict Biol 2016, 21(1): 159-170. 

 

434. Maccani MA, Avissar-Whiting M, Banister CE, McGonnigal B, Padbury JF, 

Marsit CJ. Maternal cigarette smoking during pregnancy is associated with 

downregulation of miR-16, miR-21, and miR-146a in the placenta. Epigenetics 

2010, 5(7): 583-589. 

 

435. Ion R, Bernal AL. Smoking and Preterm Birth. Reprod Sci 2015, 22(8): 918-

926. 

 

436. Romero R, Miranda J, Chaemsaithong P, Chaiworapongsa T, Kusanovic JP, 

Dong Z, et al. Sterile and microbial-associated intra-amniotic inflammation in 

preterm prelabor rupture of membranes. J Matern Fetal Neonatal Med 2015, 

28(12): 1394-1409. 

 



Chapter 9: 

References  Page 291 

437. Scott NM, Hodyl NA, Murphy VE, Osei-Kumah A, Wyper H, Hodgson DM, et 

al. Placental cytokine expression covaries with maternal asthma severity and 

fetal sex. J Immunol 2009, 182(3): 1411-1420. 

 

438. Scott NM, Hodyl NA, Osei-Kumah A, Stark MJ, Smith R, Clifton VL. The 

presence of maternal asthma during pregnancy suppresses the placental pro-

inflammatory response to an immune challenge in vitro. Placenta 2011, 32(6): 

454-461. 

 

439. Saif Z, Hodyl NA, Stark MJ, Fuller PJ, Cole T, Lu N, et al. Expression of eight 

glucocorticoid receptor isoforms in the human preterm placenta vary with fetal 

sex and birthweight. Placenta 2015, 36(7): 723-730. 

 

440. Yeganegi M, Watson CS, Martins A, Kim SO, Reid G, Challis JR, et al. Effect 

of Lactobacillus rhamnosus GR-1 supernatant and fetal sex on 

lipopolysaccharide-induced cytokine and prostaglandin-regulating enzymes in 

human placental trophoblast cells: implications for treatment of bacterial 

vaginosis and prevention of preterm labor. Am J Obstet Gynecol 2009, 200(5): 

532 e531-538. 

 

441. Challis J, Newnham J, Petraglia F, Yeganegi M, Bocking A. Fetal sex and 

preterm birth. Placenta 2013, 34(2): 95-99. 

 

442. Wang W, Feng L, Zhang H, Hachy S, Satohisa S, Laurent LC, et al. 

Preeclampsia up-regulates angiogenesis-associated microRNA (i.e., miR-17, -

20a, and -20b) that target ephrin-B2 and EPHB4 in human placenta. J Clin 

Endocrinol Metab 2012, 97(6): E1051-1059. 

 

443. Lehnardt S, Lachance C, Patrizi S, Lefebvre S, Follett PL, Jensen FE, et al. The 

toll-like receptor TLR4 is necessary for lipopolysaccharide-induced 

oligodendrocyte injury in the CNS. J Neurosci 2002, 22(7): 2478-2486. 

 

444. Iyer A, Zurolo E, Prabowo A, Fluiter K, Spliet WG, van Rijen PC, et al. 

MicroRNA-146a: a key regulator of astrocyte-mediated inflammatory response. 

PLoS One 2012, 7(9): e44789. 

 

445. Merkerova M, Vasikova A, Bruchova H, Libalova H, Topinka J, Balascak I, et 

al. Differential gene expression in umbilical cord blood and maternal peripheral 

blood. Eur J Haematol 2009, 83(3): 183-190. 

 

446. Thomson JM, Newman M, Parker JS, Morin-Kensicki EM, Wright T, 

Hammond SM. Extensive post-transcriptional regulation of microRNAs and its 

implications for cancer. Genes Dev 2006, 20(16): 2202-2207. 



Chapter 9: 

References  Page 292 

 

447. Suh M-R, Lee Y, Kim JY, Kim S-K, Moon S-H, Lee JY, et al. Human 

embryonic stem cells express a unique set of microRNAs. Dev Biol 2004, 

270(2): 488-498. 

 

448. Wulczyn FG, Smirnova L, Rybak A, Brandt C, Kwidzinski E, Ninnemann O, et 

al. Post-transcriptional regulation of the let-7 microRNA during neural cell 

specification. The FASEB Journal 2007, 21(2): 415-426. 

 

449. Viswanathan SR, Daley GQ, Gregory RI. Selective blockade of microRNA 

processing by Lin28. Science 2008, 320(5872): 97-100. 

 

450. He M, Zhou Y, Jiang M, Li F, Yang M, Fan Y, et al. Increased Toll-Like 

Receptor-Myeloid Differentiation Factor 88 Expression at the Maternal-Fetal 

Interface Is Associated with Spontaneous Abortion. Gynecol Obstet Invest 2017. 

 

451. Cleys ER, Halleran JL, McWhorter E, Hergenreder J, Enriquez VA, da Silveira 

JC, et al. Identification of microRNAs in exosomes isolated from serum and 

umbilical cord blood, as well as placentomes of gestational day 90 pregnant 

sheep. Mol Reprod Dev 2014, 81(11): 983-993. 

 

452. Neta GI, von Ehrenstein OS, Goldman LR, Lum K, Sundaram R, Andrews W, 

et al. Umbilical cord serum cytokine levels and risks of small-for-gestational-

age and preterm birth. Am J Epidemiol 2010, 171(8): 859-867. 

 

453. Kotiranta-Ainamo A, Apajasalo, M., Pohjavuori, N., Rautonen N. & Rautonen, 

J. Mononuclear cell subpopulations in preterm and full-term neonates: 

independent 

effects of gestational age, neonatal infection, maternal pre-eclampsia, maternal 

betamethason therapy, and mode of delivery. Clin Exp Immunol 1999, 115: 309-314. 

 

454. Nupponen I, Kuuliala A, Siitonen S, Repo H, Kuuliala K. Cord blood 

monocytes, neutrophils and lymphocytes from preterm and full-term neonates 

show multiple aberrations in signalling profiles measured using phospho-

specific whole-blood flow cytometry. Scand J Immunol 2013, 78(5): 426-438. 

 

455. Inchley CS, Sonerud T, Fjaerli HO, Nakstad B. Reduced Dicer expression in the 

cord blood of infants admitted with severe respiratory syncytial virus disease. 

BMC Infect Dis 2011, 11: 59. 

 

456. Matskevich AA, Moelling K. Dicer is involved in protection against influenza A 

virus infection. J Gen Virol 2007, 88(Pt 10): 2627-2635. 



Chapter 9: 

References  Page 293 

 

457. Schulte LN, Eulalio A, Mollenkopf HJ, Reinhardt R, Vogel J. Analysis of the 

host microRNA response to <em>Salmonella</em> uncovers the control of 

major cytokines by the <em>let‐ 7</em> family. The EMBO Journal 2011, 

30(10): 1977-1989. 

 

458. Perry MM, Williams AE, Tsitsiou E, Larner-Svensson HM, Lindsay MA. 

Divergent intracellular pathways regulate interleukin-1beta-induced miR-146a 

and miR-146b expression and chemokine release in human alveolar epithelial 

cells. FEBS Lett 2009, 583(20): 3349-3355. 

 

459. Claud EC, Lu L, Anton PM, Savidge T, Walker WA, Cherayil BJ. 

Developmentally regulated IκB expression in intestinal epithelium and 

susceptibility to flagellin-induced inflammation. Proc Natl Acad Sci U S A 

2004, 101(19): 7404-7408. 

 

460. Marchant A, Deviere J, Byl B, De Groote D, Vincent JL, Goldman M. 

Interleukin-10 production during septicaemia. Lancet 1994, 343(8899): 707-

708. 

 

461. Redondo AC, Ceccon ME, Silveira-Lessa AL, Quinello C, Palmeira P, Carvalho 

WB, et al. TLR-2 and TLR-4 expression in monocytes of newborns with late-

onset sepsis. J Pediatr (Rio J) 2014, 90(5): 472-478. 

 

462. Shiraki R, Inoue N, Kawasaki S, Takei A, Kadotani M, Ohnishi Y, et al. 

Expression of Toll-like receptors on human platelets. Thromb Res 2004, 113(6): 

379-385. 

 

463. Dirix V, Vermeulen F, Mascart F. Maturation of CD4+ regulatory T 

lymphocytes and of cytokine secretions in infants born prematurely. J Clin 

Immunol 2013, 33(6): 1126-1133. 

 

464. Takahata Y, Nomura A, Takada H, Ohga S, Furuno K, Hikino S, et al. 

CD25+CD4+ T cells in human cord blood: an immunoregulatory subset with 

naive phenotype and specific expression of forkhead box p3 (Foxp3) gene. Exp 

Hematol 2004, 32(7): 622-629. 

 

465. Velilla PA, Rugeles MT, Chougnet CA. Defective antigen-presenting cell 

function in human neonates. Clin Immunol 2006, 121(3): 251-259. 

 

466. Zheng Y, Josefowicz SZ, Kas A, Chu T-T, Gavin MA, Rudensky AY. Genome-

wide analysis of Foxp3 target genes in developing and mature regulatory T 

cells. Nature 2007, 445(7130): 936-940. 



Chapter 9: 

References  Page 294 

 

467. Starr R, Willson TA, Viney EM, Murray LJL, Rayner JR, Jenkins BJ, et al. A 

family of cytokine-inducible inhibitors of signalling. Nature 1997, 387(6636): 

917-921. 

 

468. Duan Q, Mao X, Xiao Y, Liu Z, Wang Y, Zhou H, et al. Super enhancers at the 

miR-146a and miR-155 genes contribute to self-regulation of inflammation. 

Biochim Biophys Acta 2016, 1859(4): 564-571. 

 

469. Nomura F, Akashi S, Sakao Y, Sato S, Kawai T, Matsumoto M, et al. Cutting 

edge: endotoxin tolerance in mouse peritoneal macrophages correlates with 

down-regulation of surface toll-like receptor 4 expression. J Immunol 2000, 

164(7): 3476-3479. 

 

470. Medvedev AE, Kopydlowski KM, Vogel SN. Inhibition of lipopolysaccharide-

induced signal transduction in endotoxin-tolerized mouse macrophages: 

dysregulation of cytokine, chemokine, and toll-like receptor 2 and 4 gene 

expression. J Immunol 2000, 164(11): 5564-5574. 

 

471. Gabay C. Interleukin-6 and chronic inflammation. Arthritis Res Ther 2006, 8 

Suppl 2: S3. 

 

472. Kishimoto T. Interleukin-6: discovery of a pleiotropic cytokine. Arthritis Res 

Ther 2006, 8 Suppl 2: S2. 

 

473. Harris MC, Costarino AT, Jr., Sullivan JS, Dulkerian S, McCawley L, Corcoran 

L, et al. Cytokine elevations in critically ill infants with sepsis and necrotizing 

enterocolitis. J Pediatr 1994, 124(1): 105-111. 

 

474. Cornette L. Fetal and neonatal inflammatory response and adverse outcome. 

Semin Fetal Neonatal Med 2004, 9(6): 459-470. 

 

475. Gomez HG, Gonzalez SM, Londono JM, Hoyos NA, Nino CD, Leon AL, et al. 

Immunological characterization of compensatory anti-inflammatory response 

syndrome in patients with severe sepsis: a longitudinal study*. Crit Care Med 

2014, 42(4): 771-780. 

 

476. Pagel J, Hartz A, Figge J, Gille C, Eschweiler S, Petersen K, et al. Regulatory T 

cell frequencies are increased in preterm infants with clinical early-onset sepsis. 

Clin Exp Immunol 2016, 185(2): 219-227. 

 



Chapter 9: 

References  Page 295 

477. Xiao W, Mindrinos MN, Seok J, Cuschieri J, Cuenca AG, Gao H, et al. A 

genomic storm in critically injured humans. J Exp Med 2011, 208(13): 2581-

2590. 

 

478. Andaluz-Ojeda D, Bobillo F, Iglesias V, Almansa R, Rico L, Gandía F, et al. A 

combined score of pro- and anti-inflammatory interleukins improves mortality 

prediction in severe sepsis. Cytokine 2012, 57(3): 332-336. 

 

479. Martinez-Nunez RT, Bondanese VP, Louafi F, Francisco-Garcia AS, Rupani H, 

Bedke N, et al. A microRNA network dysregulated in asthma controls IL-6 

production in bronchial epithelial cells. PLoS One 2014, 9(10): e111659. 

 

480. Meng X, Sun B, Xue M, Xu P, Hu F, Xiao Z. Comparative analysis of 

microRNA expression in human mesenchymal stem cells from umbilical cord 

and cord blood. Genomics 2016, 107(4): 124-131. 

 

481. Baris S, Alroqi F, Kiykim A, Karakoc-Aydiner E, Ogulur I, Ozen A, et al. 

Severe Early-Onset Combined Immunodeficiency due to Heterozygous Gain-of-

Function Mutations in STAT1. J Clin Immunol 2016, 36(7): 641-648. 

 

482. Summers C, Rankin SM, Condliffe AM, Singh N, Peters AM, Chilvers ER. 

Neutrophil kinetics in health and disease. Trends Immunol 2010, 31(8): 318-

324. 

 

483. Mayadas TN, Cullere X, Lowell CA. The multifaceted functions of neutrophils. 

Annu Rev Pathol 2014, 9: 181-218. 

 

484. van Well GTJ, Daalderop LA, Wolfs T, Kramer BW. Human perinatal 

immunity in physiological conditions and during infection. Mol Cell Pediatr 

2017, 4(1): 4. 

 

485. Upham JW, Lee PT, Holt BJ, Heaton T, Prescott SL, Sharp MJ, et al. 

Development of interleukin-12-producing capacity throughout childhood. Infect 

Immun 2002, 70(12): 6583-6588. 

 

486. Kumar N, Nandula P, Menden H, Jarzembowski J, Sampath V. Placental 

TLR/NLR expression signatures are altered with gestational age and 

inflammation. J Matern Fetal Neonatal Med 2016: 1-21. 

 

487. Abrahams VM, Mor G. Toll-like receptors and their role in the trophoblast. 

Placenta 2005, 26(7): 540-547. 

 



Chapter 9: 

References  Page 296 

488. Koga K, Cardenas I, Aldo P, Abrahams VM, Peng B, Fill S, et al. Activation of 

TLR3 in the trophoblast is associated with preterm delivery. Am J Reprod 

Immunol 2009, 61(3): 196-212. 

 

489. Chiesa C, Pacifico L, Natale F, Hofer N, Osborn JF, Resch B. Fetal and early 

neonatal interleukin-6 response. Cytokine 2015, 76(1): 1-12. 

 

490. Murray PJ. Understanding and exploiting the endogenous interleukin-

10/STAT3-mediated anti-inflammatory response. Curr Opin Pharm 2006, 6(4): 

379-386. 

 

491. Schaper F, Rose-John S. Interleukin-6: Biology, signaling and strategies of 

blockade. Cytokine Growth Factor Rev 2015, 26(5): 475-487. 

 

492. Brett FM, Mizisin AP, Powell HC, Campbell IL. Evolution of neuropathologic 

abnormalities associated with blood-brain barrier breakdown in transgenic mice 

expressing interleukin-6 in astrocytes. J Neuropathol Exp Neurol 1995, 54(6): 

766-775. 

 

493. Kidokoro H, Anderson PJ, Doyle LW, Woodward LJ, Neil JJ, Inder TE. Brain 

injury and altered brain growth in preterm infants: predictors and prognosis. 

Pediatrics 2014, 134(2): e444-453. 

 

494. Gantier MP, McCoy CE, Rusinova I, Saulep D, Wang D, Xu D, et al. Analysis 

of microRNA turnover in mammalian cells following Dicer1 ablation. Nucleic 

Acids Res 2011, 39(13): 5692-5703. 

 

495. Benson EA, Skaar TC. Incubation of Whole Blood at Room Temperature Does 

Not Alter the Plasma Concentrations of MicroRNA-16 and -223. Drug Metab 

Disposition 2013, 41(10): 1778-1781. 

 

496. Xu Y, Chen Y, Li D, Liu Q, Xuan Z, Li W-H. TargetLink, a new method for 

identifying the endogenous target set of a specific microRNA in intact living 

cells. RNA Biol 2017, 14(2): 259-274. 

 

497. Chen J, Liu Z, Yang Y. In vitro screening of LPS-induced miRNAs in 

leukocytes derived from cord blood and their possible roles in regulating TLR 

signals. Pediatr Res 2014, 75(5): 595-602. 

 

498. Kutty RK, Nagineni CN, Samuel W, Vijayasarathy C, Hooks JJ, Redmond TM. 

Inflammatory cytokines regulate microRNA-155 expression in human retinal 

pigment epithelial cells by activating JAK/STAT pathway. Biochem Biophys 

Res Commun 2010, 402(2): 390-395. 



Chapter 9: 

References  Page 297 

 

499. Laresgoiti-Servitje E, Gómez-López N, Olson DM. An immunological insight 

into the origins of pre-eclampsia. Hum Reprod Update 2010, 16(5): 510-524. 

 

500. Sohlberg E, Saghafian-Hedengren S, Bachmayer N, Hamad RR, Bremme K, 

Holmlund U. Pre-eclampsia affects cord blood NK cell expression of activation 

receptors and serum cytokine levels but not CB monocyte characteristics. Am J 

Reprod Immunol 2014, 71(2): 178-188. 

 

501. Magnusson CG. Maternal smoking influences cord serum IgE and IgD levels 

and increases the risk for subsequent infant allergy. J Allergy Clin Immunol 

1986, 78(5 Pt 1): 898-904. 

 

502. Gilliland FD, Li YF, Peters JM. Effects of maternal smoking during pregnancy 

and environmental tobacco smoke on asthma and wheezing in children. Am J 

Respir Crit Care Med 2001, 163(2): 429-436. 

 

503. Singh SP, Mishra NC, Rir-Sima-Ah J, Campen M, Kurup V, Razani-Boroujerdi 

S, et al. Maternal exposure to secondhand cigarette smoke primes the lung for 

induction of phosphodiesterase-4D5 isozyme and exacerbated Th2 responses: 

rolipram attenuates the airway hyperreactivity and muscarinic receptor 

expression but not lung inflammation and atopy. J Immunol 2009, 183(3): 2115-

2121. 

 

504. DiFranza JR, Aligne CA, Weitzman M. Prenatal and postnatal environmental 

tobacco smoke exposure and children's health. Pediatrics 2004, 113(4 Suppl): 

1007-1015. 

 

505. Health S. Preterm Labour. In: Health Do, editor. South Australia: Government 

of South Australia; 2015. pp. 1-13. 

 

506. Borna S, Mirzamoradi M, Abdollahi A, Milani F, Pouransari P. Applying 

Maternal Serum and Amniotic Fluid CRP Concentrations, and Cervical Length 

to Predict Preterm Delivery. J Family Reprod Health 2013, 7(1): 1-5. 

 

507. Torbé A, Czajka R, Kordek A, Rzepka R, Kwiatkowski S, Rudnicki J. Maternal 

serum proinflammatory cytokines in preterm labor with intact membranes: 

Neonatal outcome and histological associations. Eur Cytokine Netw 2007, 

18(2): 102-107. 

 

508. Morales-Prieto DM, Ospina-Prieto S, Chaiwangyen W, Schoenleben M, 

Markert UR. Pregnancy-associated miRNA-clusters. J Reprod Immunol 2013, 

97(1): 51-61. 



Chapter 9: 

References  Page 298 

 

509. Shane AL, Sánchez PJ, Stoll BJ. Neonatal sepsis. The Lancet. 

 

510. Frampton JE. Tocilizumab: a review of its use in the treatment of juvenile 

idiopathic arthritis. Paediatr Drugs 2013, 15(6): 515-531. 

 

511. Ma F, Liu F, Ding L, You M, Yue H, Zhou Y, et al. Anti-inflammatory effects 

of curcumin are associated with down regulating microRNA-155 in LPS-treated 

macrophages and mice. Pharm Biol 2017, 55(1): 1263-1273. 

 



 

 

 

 

 

 

 

Appendix I:  

Materials and Equipment 

  



Appendix I:  

Materials and Equipment  Page 300 

REAGENTS AND CONSUMABLE MATERIALS 

 

Reagent Supplier Catalogue Number 

 

2.8mm Zirconium Oxide 

Precellys Beads 

Bertin Technologies, 

Montigny, FR 

03961-1-102  

 

200 Proof Ethanol (C2H6O) 

(RNA grade) 

Sigma-Aldrich, St Louis, 

USA 

E7023 

2-Propanol (C3H8O) Sigma-Aldrich I9516-500ML 

Agilent RNA 6000 Nano Kit Agilent Technologies, 

Santa Clara, USA 

5067-1511 

 

Albumin from Bovine Serum 

(BSA)  

Sigma-Aldrich A7906-100G 

Cellstar® Flat Bottom 96 Well 

Culture Plate (with lid) 

Greiner Bio-one, 

Kremsmunster, AT 

655180 

Chloroform (CHCl3) Ajax Finechem, Taren 

Point, AU 

1888 

di-Sodium Hydrogen Phosphate 

(Na2HPO4) 

Merck KGaA 7558-79-4 

Dulbecco’s Phosphate Buffered 

Solution, no calcium, no 

magnesium  

Gibco®, Thermofisher 

Scientific, Waltham, USA 

14190235 

Human ACTB Endogenous 

Control FAM/MGB Probe 

Life Technologies, 

Carlsbad, USA 

4352667 

Human Cytokine/ Chemokine 

Magnetic Bead Panel Milliplex 

MAP Kit 

Merck Millipore, 

Billerica, USA 

HCYTMAG-60K-

PX29 

Control Catalogue 

#MXH6060-2 

Human Duo Set ELISA 

Development Systems (TNFα, 

IL6, CXCL8/ IL8) 

R&D Systems, 

Minneapolis, USA 

DY210 (TNFα) 

DY206 (IL6) 

DY208 (CXCL8/ 

IL8) 
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Reagent Supplier Catalogue Number 

 

Hydrochloric Acid (HCl)  Merck, Kilsyth, AU 1789 

LH Lithium Heparin Vial, 9mL 

Vacuette® 

Greiner Bio-one, 

Kremsmunster, AT 

445084 

 

Lipopolysaccharides from 

Escherichia coli (LPS) 

Sigma-Aldrich L4391 

 

miRNeasy Mini Kit Qiagen, Limberg, NL 217004 

 

Nuclease-Free Water Ambion® by Life 

Technologies Carlsbad, 

USA 

AM9932 

Peptidoglycan from 

Staphylococcus aeureus 

Sigma-Aldrich  77140-10MG 

 

Polyinosinic:polycytidylic acid 

sodium salt (γ-irradiated) 

Sigma-Aldrich P0913-10MG 

Potassium Chloride (KCl) Ajax Finechem A383-500G 

Potassium Dihydrogen 

Orthophosphate (KH2PO4) 

VWR International, 

Poole, UKA 

102034B 

RNA 6000 Nano Kit Agilent Technologies, 

Santa Clara, USA 

5067-1511 

RNase-Free DNase Set Qiagen, Limberg, NL 79254 

 

Reinforced 2mL tubes and screw 

caps 

Sapphire Bioscience 13119-500 

Sodium Chloride (NaCl) Merck KGaA, Darmstaat, 

DE 

S3014-5KG 

SuperScript III First-Strand 

Synthesis SuperMix for qRT-

PCR 

Invitrogen™ 11752-050 

 

Taqman ® Fast Advanced Master 

Mix 

Applied Biosystems®, 

Life Technologies, 

Carlsbad, USA 

4444557 
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Reagent Supplier Catalogue Number 

 

Taqman ® MicroRNA Reverse 

Transcription Kit 

Applied Biosystems 4366596 

 

Taqman ® Universal PCR 

Master Mix II, No UNG 

Applied Biosystems 4440040 

Taqman ® MicroRNA Assays Applied Biosystems 4427975 

 

Taqman® Gene Expression 

Assays 

Applied Biosystems 4331182 

 

TMB/E solution (Horseradish 

Peroxidase) 

Millipore, Temecula, 

USA 

E50001-500ML 

Tris-base Amresco, Solon, USA 0497-1KG 

TRIzol LS® Reagent Ambion® by Life 

Technologies  

10296028 

 

TRIzol®  Reagent Ambion by Life 

Technologies 

15596018 

Tween®20 viscous liquid 

(Polyethylene glycol sorbitan 

monolaurate) 

Sigma-Aldrich P1379-IL 
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EQUIPMENT 

 

Equipment Supplier 

2720 Thermal Cycler Applied Biosystems Life Technologies, 

Carlsbad, USA 

Agilent 2100 Bioanalyser Agilent Technologies, Santa Clara, USA 

HERAcell 150i CO2 Incubator Thermo Fisher Scientific, Waltham, USA 

Heraeus Fresco17 Microfuge Thermo Fisher Scientific, Waltham, USA 

Heraeus Multifuge X3R Centrifuge Thermo Fisher Scientific, Waltham, USA 

Implen Nanophotometer Thermo Fisher Scientific, Waltham, USA 

Luminex®  100/200 System Luminex Corporation, Austin, USA 

Multiskan EX Plate Reader Thermo Fisher Scientific, Waltham, USA 

pH510 pH/mV/°C meter Eutech Instruments, Thermo Fisher 

Scientific, Waltham, USA 

Precellys 24 Tissue Homogeniser Bertin Technologies, Montigny, FR 

QuantStudio 12K Flex Applied Biosystems by Life 

Technologies, Carlsbad, USA 

 

 

 




