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Abstract 

 

Chronic traumatic encephalopathy (CTE) is believed to be a neurodegenerative disease associated 

with contact sports and exposure to repetitive mild traumatic brain injury (rmTBI). CTE has attracted 

significant attraction over the past few years due to the high incidence of sports-related head 

injuries and the emergence of dementia-like symptoms many years following active play. In addition, 

patients with suspected CTE display a very unique pattern of hyperphosphorylated tau deposition 

post-mortem, with accumulation located at the base of the cortical sulci. To date, the link between 

exposure to rmTBI and the development of both dementia-like symptoms and post-mortem 

pathology associated with CTE has not been ascertained, highlighting the need for the study of 

potential mechanisms driving these processes. 

Substance P (SP) is a neuropeptide involved in the process of neurogenic inflammation, which has 

been shown previously to be involved in many processes within the brain following traumatic brain 

injury (TBI) including blood brain barrier disruption and development of oedema. Significantly 

increased levels of SP have also been frequently observed following TBI, as well as other studies 

showing that SP release can increase with the application of more frequent and intense stimuli, such 

as that observed in rmTBI. It could therefore be that SP may contribute to the long term behavioural 

and pathological changes observed in CTE. Therefore the overall aims of this thesis were to fully 

ascertain the role of SP release following rmTBI and to determine whether the changes observed 

following rmTBI can be attenuated with a therapeutic intervention. 

Significant increases in SP concentrations were observed following both rmTBI and severe TBI in the 

cortical regions in the acute phases of injury, although this did not appear to have a pronounced 

effect on tau as analysed by Western Blot (WB). However when analysed using 

immunohistochemistry changes in tau deposition were observed at the same timepoints. To further 

analyse the role that SP may play in these injury processes, blockade of the TRPV1 receptor, where 

SP is believed to be released from when mechanically stimulated, was performed prior to injury. 
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Administration of a TRPV1 antagonist both prior to and following injury prevented SP release in 

severely injured animals. However in rmTBI animals, SP release was only attenuated in those pre-

treated with a TRPV1 antagonist. 

Therefore to further assess the effects of SP release following rmTBI, administration of an NK1 

antagonist, which is known to block the effects of SP release, was employed following injury. It was 

found that the antagonists may have had an effect on the acute release of SP following rmTBI, 

however this did not translate to changes in long term outcomes. Overall the effects on tau 

phosphorylation were believed to be negligible in this study and the SP/NK1 system did not appear 

to be involved. 

To summarise, it is believed that SP release is indeed affected following rmTBI. However, it does not 

appear to be involved in the phosphorylation of tau in the acute or chronic phases of injury. 

However, there is still much to be discovered about the role of the SP/NK1 system and its potential 

involvement following rmTBI and these studies provide the groundwork for future developments in 

this area. 
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1.1 INTRODUCTION & EPIDEMIOLOGY 
 

Concussion is defined as a subset of traumatic brain injury (TBI) that is induced by biomechanical 

forces and results in a complex series of pathophysiological processes affecting the brain (McCrory 

et al. 2013). It is typically caused by a direct blow to the head, face, neck or other part of the body 

with an impulsive force transmitted to the head, usually resulting in the rapid onset of acute 

impairment of neurological function that resolves spontaneously (Marshall 2012). These clinical 

symptoms may or may not involve loss of consciousness and can also include headache, changes in 

behaviour, amnesia and insomnia (Khurana & Kaye 2012). Although most cases do resolve over time, 

a small percentage of patients with concussion, between 5-43%, can exhibit symptoms for weeks to 

months following the initial injury, termed post-concussion syndrome (Hiploylee et al. 2017). 

 

Recent studies have highlighted a steady increase in sport related concussion hospitalizations, with 

an average annual increase of 5.4% in hospitalization rates in Victoria over a 9 year period (Finch, 

Clapperton & McCrory 2013). Football codes, including rugby, Australian football (AFL) and soccer 

accounted for 36% of concussion related hospitalizations between 2002 and 2011 (Finch, Clapperton 

& McCrory 2013). An estimated 1.6-3.8 million sport related concussions occur in the United States 

each year, however this number is believed to be severely under reported, with up to 50% of 

concussions going unreported (Harmon et al. 2013). Hospitalisation rates for sports related 

concussion have also increased, with a 60.5% rise seen in admissions for concussion between 2002 & 

2011 in Victoria, with the associated costs estimated to be nearly $18,000,000 (Finch, Clapperton & 

McCrory 2013). 

 

High levels of public concern regarding concussion, especially within professional sporting circles, 

have sparked an increased research presence within the past few years. This is due to the recent link 
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associating participation in contact sports, exposure to repeated events of concussion and the later 

development of dementia like symptoms in the years following the initial event (McKee et al. 2016). 

1.2 DEFINITION OF CONCUSSION AND MILD TBI 
 

Traumatic brain injury (TBI) is specifically defined as an alteration in brain function, or other 

evidence of brain pathology, caused by an external force (Menon et al. 2010). Alteration in brain 

function can manifest as any period of loss of consciousness, memory loss of events immediately 

before or after the injury, neurological deficits including loss of balance, sensory loss, paralysis, or 

aphasia, or any alteration in mental state at the time of injury, such as confusion, disorientation or 

slowed thinking (Brenner, Vanderploeg & Terrio 2009; Menon et al. 2010). Due to advances in 

modern medicine including imaging techniques such as diffusion tensor MRI, changes in brain 

pathology can be detected in some cases, and can assist in the diagnosis of TBI if clinical symptoms 

are more subtle or delayed in their presentation (Krishna et al. 2012; Menon et al. 2010). External 

forces that can result in a TBI can include events such as the head either striking an object or being 

struck by an object, the brain undergoing rapid acceleration/deceleration movement without direct 

external trauma to the head, a penetration of a foreign body to the brain, or forces generated from 

blast or explosion events (Brenner, Vanderploeg & Terrio 2009; Menon et al. 2010).  

Historically, severity of TBI was classified by using the Glasgow Coma Scale (GCS), a system used to 

assess impaired consciousness (Teasdale & Jennett 1974). The GCS is divided into three components; 

eye opening, verbal responses and motor responses summed to give a total score, with a GCS score 

of 13-15 defined as mild, 9-12 as moderate and 3-8 as severe (Teasdale & Jennett 1974).  A 

concussion is thought to be a subset of mTBI resulting in the rapid onset of short-lived impairment of 

neurological function that reflect a functional disturbance rather than a structural injury and may or 

may not involve a period of loss of consciousness (McCrory et al. 2017).   
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1.3 MECHANISMS OF MILD TRAUMATIC BRAIN INJURY 
 

TBI, regardless of severity level, involves a complex series of biochemical changes within the brain 

involving neurotoxicity, metabolic imbalances and general disruption of ionic and cellular 

homeostasis following the initial physical insult, described as secondary injury processes (Signoretti 

et al. 2011). Indeed, an animal study by Sandhir, Onyszchuk and Berman (2008) found that in adult 

mice injured using a controlled cortical impact model of TBI that basal levels of mRNA expression of 

CD11b and IBA1, two markers of microglial activation, were most increased three days post-injury in 

the hippocampus. Additionally, this study looked at mRNA expression of GFAP and S100β, markers 

of astrocyte activation, and found that these were increased following TBI seven days post-injury 

(Sandhir, Onyszchuk & Berman 2008). This study also looked at the effects of TBI on 

neuroinflammation in aged mice and found that across the board, these markers were increased at 

all timepoints and return of these markers to control levels was delayed compared to the adult mice, 

which resolved rapidly following the peak in injury (Sandhir, Onyszchuk & Berman 2008). These 

secondary injury processes have also been observed in clinical cases, with a study by Bellander et al. 

(2011) that assessed the cerebrospinal fluid (CSF) of twenty patients suffering severe TBI to look for 

markers of secondary injury, namely a “membrane attack complex”, C5b9, as well as S100B and 

neuron-specific enolase (NSE). In the first 48 hours following the injury, initial peaks of all of these 

markers were observed. Further peaks of C5b9 were observed in CSF in patients exhibiting at least 

one secondary insult (e.g. insufficient respiration, unstable circulation, seizures) at least 24 hours 

after the primary injury (Bellander et al. 2011). CSF levels of S100B and NSE were also increased in 

these patients exhibiting secondary insults, however this was not statistically significant (Bellander 

et al. 2011).  
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The initial acceleration-deceleration forces involved with the injury almost immediately set into 

motion these start of the biochemical imbalances, with a sudden flux in ions through now 

disregulated ion channels and transient membrane defects caused by the stretch injury 

(Barkhoudarian, Hovda & Giza 2011; Farkas, Lifshitz & Povlishock 2006). Following this, there is a 

sudden release of neurotransmitters, of most importance is the release of glutamate, an excitatory 

amino acid, which plays a pivotal role by binding to the N-methyl-d-aspartate (NMDA) ionic channels 

(Faden et al. 1989). The activation of NMDA leads to further depolarisation which in turn leads to an 

influx of calcium ions into the cells leading to mitochondrial overloading (Xiong et al. 1997). This 

calcium influx into the mitochondria is then believed to be responsible for changing the permeability 

of the inner membranes of the cell, leading to further dysfunction of general cell function, 

disruptions in oxidative phosphorylation and swelling of organelles (Schinder et al. 1996). These 

dysfunctional mitochondria are then believed to become the main producer of reactive oxygen 

species (ROS), thereby inducing oxidative stress and lipid peroxidation (Vagnozzi et al. 1999). These 

events are believed to occur quite rapidly following the initial insult, starting one minute after 

trauma and persisting for 24-48 hrs following injury (Signoretti et al. 2011). 

In addition to these metabolic changes, neuroinflammatory cascades are also activated, with 

microglia and astrocytes becoming activated shortly following the injury (Lucke-Wold et al. 2014). 

This has been observed both pre-clinically in animal models of rmTBI (Broussard et al. 2018; McAteer 

et al. 2016) and clinically in cases of brain injury (Smith et al. 2013; Thelin et al. 2017). Interestingly, 

in cases of CTE, NFT aggregation has a predisposition to occur around perivascular and subcortical 

areas that are near reactive microglia and astrocytes (Geddes et al. 1999). This lends further support 

to the role that neuroinflammation may play in CTE development. 

To try and restore ionic homeostasis, adenosine triphosphate (ATP) dependant pumps work at 

maximal capacity, requiring a high level of glucose oxidation to facilitate the increased energy 

demand, however, due to the damage caused by calcium overloading and the production of ROS, 
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these reactions are impaired and the mitochondria simply cannot keep up with the required 

phosphorylation demands necessary to produce ATP (Signoretti et al. 2011). This results in a rapid 

decrease levels of ATP leading neurons to enter glycolysis (Figure 1.1) (Signoretti et al. 2011). These 

changes are are thought to be fully reversible in most mTBI sufferers due to the resolution of the 

correlated clinical symptoms of concussion in all but a small cohort of patients (Tavazzi et al. 2005).  

 

Figure 1.1: Overview of biochemical events taking place following concussion/mTBI, adapted from 

Signoretti et al. 2011 (Signoretti et al. 2011). 

 

Although these changes are said to be reversible, there is a period following injury where if another 

concussion is sustained it can cause an exacerbation of injury and can sometimes be irreversible 
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(Giza & Hovda 2014; Hovda et al. 1993; Vagnozzi et al. 2007). Studies by Vagnozzi et al. (2007) 

(Vagnozzi et al. 2008) observing patients with sports related mTBI, found that although clinical 

symptoms resolved 3 days post injury, changes in brain metabolism did not resolve until 30 days 

post-injury, reflecting a window to increased brain vulnerability if a second impact were to occur 

(Vagnozzi et al. 2007). Similarly within pre-clinical studies, receiving a second mTBI either 3 or 5 days 

following the initial injury led to worsening of ionic homeostasis, increases in axonal injury and 

exacerbation of cognitive and motor deficits (Longhi et al. 2005).  By increasing the time to the 

second injury to 7 days this exacerbation of symptoms did not occur, indicating that with a sufficient 

period of rest, acute exacerbation of symptoms of a mTBI with a subsequent injury can be prevented 

(Longhi et al. 2005). 

 

1.4 LINK BETWEEN CONCUSSION AND LATER NEURODEGENERATION 
 

Apart from multiple concussive impacts being linked to an acute exacerbation of symptoms, contact 

sports have also long been linked to the later emergence of disturbances in cognitive function 

(Guskiewicz et al. 2007), with the first such instance noted in boxers in a study from 1928 describing 

athletes that appeared “punch-drunk” in nature following repeated blows to the head (Martland 

1928). The condition was termed dementia pugilistica in 1937 (Millspaugh 1937), and was 

considered neuropathologically distinct from other neurodegenerative diseases in a study from 1973 

(Corsellis, Bruton & Freeman-Browne 1973). The link between repeated concussion and later 

neurodegeneration then returned to the spotlight with reports of distinct neuropathology within 

former professional American football players (NFL), as well as others exposed to repetitive 

concussion including wrestlers, soccer players, rugby players and those in the military (McKee et al. 

2013; Omalu et al. 2005; Omalu et al. 2010). A key paper by Omalu et al (2005) reported the 

presence of diffuse Aβ plaques, neurofibrillary tangles (NFTs) and tau-positive neuritic threads in 

neocortical areas in a former NFL athlete who had a history of cognitive impairment, mood disorder 
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and parkinsonian symptoms before death (Omalu et al. 2005). The pattern of tau deposition is 

distinct from other neurodegenerative diseases, with NFTs, thorned astrocytes and dystrophic 

neurites aggregating in the superficial cortical layers of the brain, particularly at the base of the sulci 

and surrounding blood vessels (Stern et al. 2011),  with this presentation now known as chronic 

traumatic encephalopathy (CTE). Additional neuropathological features of CTE include deposits of 

phosphorylated TAR-DNA binding protein 43 (TDP-43) as reactive neuronal cytoplasmic inclusions, 

persistent neuroinflammation, evidence of axonal injury particularly within the deep cortex and 

subcortical white matter, as well as loss of white matter, most evident in the corpus callosum 

(McKee et al. 2009).  This is accompanied by gross atrophy, most pronounced in the frontal, 

temporal and medial lobes (McKee et al. 2016).   CTE has been classified into four distinct disease 

stages that result in an increase in both the severity of clinical symptoms of patients and the 

associated neuropathology (Table 1).  It should be noted that the diagnosis of CTE as its own distinct 

neuropathology is still under scrutiny and the incidence of what is believed to be pure CTE diagnoses 

is still unknown. 

 

Although diagnosed post-mortem, CTE has been linked to two types of clinical presentations, with 

manifestation of symptoms years, sometimes decades after the repetitive concussions were 

sustained (Stern et al. 2013). The first type of presentation manifests earlier in life at approximately 

40 years of age and involves changes in mood, such patients are usually more aggressive, impulsive, 

physically and verbally violent and depressed (Stern et al. 2013). The second type of presentation 

manifests at a much older age than the first, at approximately 60 years of age and involves changes 

in cognition, showing impairments in episodic memory with patients in this category more likely to 

develop dementia than in the first (Stern et al. 2013). Regardless of the type of initial presentation 

patients will progressively develop symptoms from both groups.
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Stage Clinical Features Gross pathological changes Pattern of tau deposition TDP-43 
immunoreactivity 

Axonal injury 

I Loss of attention & 
concentration, increased 
aggression 

None Focal epicenters of perivascular 
pTau in the sulcal depths limited to 
the superior & dorsolateral frontal 
cortices 

None Minimal 

II Depression, mood swings, 
short-term memory loss, 
loss of attention & 
concentration, aggression 

No cerebral atrophy, mild 
enlargement of ventricles 

pTau pathology in multiple discrete 
foci of the cortex. Some small NFTs 
present in hypothalamus, 
hippocampus, thalamus, substantia 
nigra (SN).  

Some TDP-43 
immunoreactivity 

Minimal 

III Memory loss, executive 
dysfunction, explosive 
behaviours, loss of 
attention & concentration, 
depression, mood swings, 
aggression 

Mild cerebral atrophy with 
dilation of ventricles, septal 
abnormalities, atrophy of the 
mammillary bodies & thalamus, 
thinning of the corpus callosum 

NFTs widespread throughout the 
cortex, hippocampus and 
amygdala. NFTs also observed in 
olfactory bulbs, hypothalamus, 
mammillary bodies and SN.  

TDP-43 reactive 
neurites observed in 
cerebral cortex, 
medial temporal 
lobe & brainstem 

Axonal loss & distorted 
axonal profiles observed in 
subcortical white matter 
(frontal & temporal 
cortices) 

IV Executive dysfunction, 
memory loss, severe 
memory loss & dementia, 
profound loss of attention 
& concentration, aphasia, 
explosive behaviours, 
aggression, paranoia, 
depression, visuospatial 
difficulties, suicidal 
tendencies 

Atrophy of the cerebral cortex & 
white matter, medial temporal 
lobe, thalamus, hypothalamus & 
mammillary bodies. Ventricular 
enlargement, cavum septum 
pellucidum 

Severe pTau abnormalities 
widespread throughout 
cerebellum, diencephalon, basal 
ganglia, brainstem & spinal cord.  

Severe TDP-43 
immunoreactivity in 
cerebral cortex, 
medial temporal 
lobe, diencephalon, 
basal ganglia & 
brainstem 

Marked axonal loss in 
subcortical white matter 
tracts with distorted axonal 
profiles 

Table 1.1: Proposed progression of CTE stages (adapted from McKee et al. (2013))
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1.5 STRUCTURE AND FUNCTION OF TAU PROTEIN 
 

The key feature of neurodegeneration following TBI is accumulation of abnormal forms of tau. Tau is 

a microtubule associated protein with strong binding affinity for microtubules; its primary function is 

to provide structural support to the microtubules within axons, therefore enabling axonal transport 

(Ballatore, Lee & Trojanowski 2007). It is expressed in six different isoforms determined by both 

their splicing of pre mRNA and by the number of binding domains, with three isoforms expressing 

three binding domains and three isoforms expressing four binding domains (Goedert et al. 1989; 

Wang, Xia, et al. 2013). The longest isoform of tau contains 441 amino acids and 80 potential 

phosphorylation sites, however phosphorylation synonymous with other tau pathologies of 

neurodegenerative diseases such as Alzheimer’s Disease (AD) has been linked to only 40 different 

phosphorylation sites (Wang, Xia, et al. 2013).  

 

Tau is a phosphoprotein and requires lower levels of phosphorylation to maintain normal function, 

especially in developmental stages where cytoskeletal plasticity is important (Cohen et al. 2011; 

Noble et al. 2013; Schwalbe et al. 2015). It is especially important in microtubule formation and 

stability, and is also associated with promoting neurite outgrowth (Kadavath et al. 2015; Weingarten 

et al. 1975). The ability of tau to bind to microtubules is maintained by its level of phosphorylation at 

its proline-rich region and at the C-terminal tail regions (Lindwall & Cole 1984; Mondragón-

Rodríguez et al. 2013). Normal phosphorylation levels of pTau are maintained via the action of tau-

protein kinases and phosphatases and the addition and removal of phosphate groups from the tau 

molecule are important in allowing movement of cargo down the microtubules (Mietelska-Porowska 

et al. 2014; Vershinin et al. 2007). However abnormal phosphorylation of tau at the P-region and C-

terminus leads to its detachment from the microtubules which then causes instability and 

disassembly of microtubule complexes, inhibiting axonal transport (Hong et al. 1998; Mondragón-

Rodríguez et al. 2013). When detached from the microtubules, hyperphosphorylated tau also has 
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the propensity to form insoluble aggregates via its hexapeptide motifs in the repeat domain (von 

Bergen et al. 2000), developing into the neurofibrillary tangles seen in neurodegenerative diseases 

such as AD and CTE (Kadavath et al. 2015; McKee et al. 2013). The development of soluble and 

insoluble tau oligomers  is also believed to be involved with disease state tauopathy, with oligomeric 

tau noted in samples of AD and frontotemporal lobe dementia (FTLD) (Berger et al. 2007; Noble et 

al. 2013). Oligomeric tau aggregates are formed in the early stages of tau aggregation, display 

altered confirmation and have been associated with neurodegenerative phenotypes (Berger et al. 

2007; Lasagna-Reeves et al. 2011; Lasagna-Reeves et al. 2012).  Phosphorylated oligomeric tau 

species have also been discovered in cortical synapses extracted from AD samples (Henkins et al. 

2012), adding weight to the possible role for hyperphosphorylated tau multimers in tau associated 

neuropathies. In addition to hyperphosphorylation, tau in disease states can become modified in a 

number of different ways including N- and C-terminal cleavage which can increase its propensity for 

aggregation (Binder et al. 2005). Indeed, altered confirmation has been shown to be a major 

determinant in inducing development of tauopathy in vivo (Terwel et al. 2005).   

 

The phosphorylation state of tau is highly dependent on the proper regulation of the actions of 

protein kinases and phosphatases. Many kinases are known to influence tau phosphorylation, with 

protein kinase A (PKA), protein kinase C (PKC), glycogen synthetase kinase 3-beta (GSK-3β), 

extracellular signal-regulated kinase (ERK1/2) and cyclin-dependent kinase 5 (CDK5) receiving 

particular attention (Wang, Xia, et al. 2013). Whilst several serine/threonine protein phosphatases 

have been shown involvement in dephosphorylation of tau, protein phosphatase 2 (PP2A) appears 

to be the principal tau phosphatase in vivo, accounting for approximately 70% of all human brain 

phosphatase activity (Liu et al. 2005). 
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1.6 EVIDENCE THAT MILD TRAUMATIC BRAIN INJURY ALTERS TAU DYNAMICS 
 

As stated earlier, tau hyperphosphorylation and aggregation has long been associated with a history 

of repeated concussion and is the key diagnostic feature of CTE (McKee et al. 2014; McKee et al. 

2013). Indeed, previous work by McKee et al. (McKee et al. 2014) found focal accumulations of pTau 

at the base of the sulci following rmTBI within 6 months of a reported concussion in post-mortem 

human tissue. However it is exposure to multiple traumas over many years of participation in 

contact sports such as boxing, NFL, hockey, rugby and soccer that appears to be determinant of the 

severity of tau deposition observed in CTE (McKee et al. 2013). Following a rapid acceleration-

deceleration brain injury, stretching of the axons occurs resulting in disruption of microtubule 

assembly and axonal swelling, referred to as diffuse axonal injury (Blennow, Hardy & Zetterberg 

2012). This results in impaired axonal transport and disruption of tau binding to tubulin, beginning 

the process of tau phosphorylation and the development of tau-positive NFTs (Figure 1.2) (Ling, 

Hardy & Zetterberg 2015). 
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Figure 1.2: Diagram showing changes in tau phosphorylation following rapid acceleration-

deceleration injury on the brain, adapted from (Ling, Hardy & Zetterberg 2015). 

 

Many pre-clinical studies on the effects of rmTBI on changes in tau phosphorylation have 

demonstrated an increase in pTau levels in the chronic phases of injury (Kane et al. 2012; Luo et al. 

2014; McAteer et al. 2016). A study by Kane et al. (Kane et al. 2012) found that after exposure to 5 

mild closed head impacts spaced 24 hrs apart, levels of pTau were significantly increased in rmTBI 

animals compared to control animals 30 days following the final injury. pTau increases have also 

been observed in other closed head models, with increases observed following three mTBIs at a 

three month timepoint in closed head injury models, in both CCI, 24 hrs apart (Luo et al. 2014) and 

weight drop, 5 days apart (McAteer et al. 2016). A study by Kondo et al. (2015) also observed 

changes in tau following both repeated weight drop and single blast injury, specifically changes in 

cis-tau, which is the pathological conformation of tau observed in AD (Albayram et al. 2017). Cis-tau 

was found to be increased in rmTBI animals that were injured 7 times across 9 days within the cortex 

24 hrs post-injury and had spread to other brain regions including the hippocampus 6 months post-

injury. Additionally this study found robust cis-tau pathology at diffuse axons in the frontal cortex in 

neuropathologically verified human cases of CTE (Kondo et al. 2015).  However, these increases in 

pTau have not been observed in similar models of rmTBI, with a study by Winston et al. (Winston et 

al. 2016) finding no pTau alterations in transgenic mice expressing human tau, following 30 total 

impacts over 6 weeks at 24 hr and 30 day timepoints following the final injury. Similarly studies by 

Mouzon et al. (Mouzon et al. 2012) and Mannix et al. (Mannix et al. 2013) also did not demonstrate 

changes in pTau following rmTBI. These studies all differ in the animal used, the spacing of the 

injuries, the number of injuries sustained and the final timepoint which although they cover a wide 

spectrum of different disease states, it may explain the differences observed.   
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Although not yet fully studied, the cumulative effects of subconcussive impacts may yet play a role in 

later neurodegenerative disease development. Many studies have looked at the acute effect of 

subconcussive trauma in athletes following games or training sessions. A study by Johnson et al. 

(2014) assessed twenty-four college level rugby players and assessed brain scans of the brain-resting 

state 24 hrs  both pre and post-game. In players with a history of previous concussion, there was a 

decrease in functional connectivity from the retrosplenial cortex, responsible for spatial awareness 

and memory and the dorsal posterior cingulate cortex, involved in working memory and attention 

(Johnson et al. 2014). A long term study by Merchant-Borna et al. (2016) also assessed the effects of 

multiple subconcussive impacts on white matter integrity at the end of a season of college football. 

Total head impacts for the season ranged from 431 (running back) to 1850 (center) dependent on 

playing position, with no clinically evident concussions detected within the study period. The study 

found correlations between the time between hits combined with the time interval between the hit 

and post-season DTI assessments and white matter changes observed at the end of the football 

season (Merchant-Borna et al. 2016). Additionally, a study by Abbas et al. (2015) assessed twenty-

two clinically asymptomatic high school American football athletes that showed significantly 

different changes in functional connectivity measures when compared to non-contact sport controls, 

even before the start of the season. This suggests that neurological changes as a result of cumulative 

subconcussive hits may have accumulated over many years of playing the sport, resulting in long 

term brain changes when compared to their healthy peers (Abbas et al. 2015). 

Nonetheless, given the evidence that tau is abnormally phosphorylated following TBI and that this 

may contribute to later neurodegeneration, it is important to understand how this occurs. Of 

interest are alterations in the activity of various kinases and phosphatases that control the 

phosphorylation state of tau following rmTBI.  
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1.7 PROTEIN KINASES AND PHOSPHATASES INVOLVED IN TAU 

HYPERPHOSPHORYLATION  

 

1.7.1 GSK-3β 
GSK-3β belongs to a family of protein-serine kinases that were first discovered as regulators of 

glycogen metabolism (Stambolic & Woodgett 1994). GSK-3β is widely expressed throughout the CNS 

where it localises to neurons and is involved in a number of cellular processes including gene 

transcription, apoptosis and microtubule stability (Anderton et al. 2001; Hooper, Killick & Lovestone 

2008; Woodgett 1990). GSK-3β activity is modulated by its phosphorylation state; with 

phosphorylation at Ser9 inhibiting its activity and phosphorylation at Tyr216 increasing its activity 

(Dajani et al. 2001; Hughes et al. 1993). GSK-3β is a serine/threonine kinase that phosphorylates 

unprimed sites at Ser/Thr motifs, however it has the potential to phosphorylate at sites previously 

primed by another kinase such as p25 or CDK5 (Mandelkow et al. 1992; Sengupta et al. 1997). 

Previous work has indicated that with regard to tau protein, GSK-3β primarily phosphorylates at the 

unprimed Ser396/404 motif and the previously primed Thr231 site (Cho & Johnson 2003) 

 

A study by Shapira et al. (Shapira et al. 2007) found that following mTBI, activity of GSK-3β may 

actually be inhibited acutely, with phosphorylation at its Ser9 site increased in the hippocampus at 3, 

6 and 24 hrs post injury.   The inhibition of GSK-3β was confirmed within this study by looking at the 

downstream protein β-catenin, which is typically degraded with enhanced GSK-3β activity and 

increased levels of this protein noted acutely (Shapira et al. 2007). A study by Dash et al. (Dash et al. 

2011)also found that following moderate CCI injury in rodents, GSK-3β phosphorylation at Ser9 was 

significantly increased at a 3 day timepoint post-injury. Similarly, a study Zhao et al. (Zhao, Fu, et al. 

2012) also observed increases in pGSK-3β at Ser9 72 hrs following moderate CCI injury in a rodent 

model. It is thought that the acute inhibition of GSK-3β activity via its phosphorylation at Ser9 is 

protective following TBI, as it has been previously shown to activate pro-apoptotic pathways 

(Shapira et al. 2007). However further work is needed to determine whether GSK-3β activity is 
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further altered chronically following TBI and whether this has downstream effects on tau 

phosphorylation. The protein kinase Akt is also believed to act on the phosphorylation of GSK-3β at 

Ser9, thus modulating the downstream effects of GSK-3B activation (Zhao, Fu, et al. 2012).  

 

1.7.2 Akt 
Akt is a serine/threonine-specific kinase that is involved in multiple key cellular processes including 

glucose metabolism, apoptosis, cell proliferation, transcription and cell migration (Altomare & Testa 

2005; Dudek et al. 1997; Freeman-Cook et al. 2010).  Akt is widely expressed throughout the CNS 

and is activated by its phosphorylation at Thr308 and Ser473 (Fukunaga & Kawano 2003; Ksiezak-

Reding et al. 2003). This is mediated by the binding of Akt to lipids generated by phosphatidylinositol 

3-kinase (PI3K), which generates signalling lipids that allow recruitment of Akt to the plasma 

membrane and allows for phosphorylation of Akt by intracellular kinases (Freyberg, Ferrando & 

Javitch 2010). Akt has been shown to phosphorylate the AD specific sites Thr212 & Ser214 on tau in 

vitro, with prior phosphorylation of Ser214 by Akt blocking PKA, but not GSK-3β activity (Ksiezak-

Reding et al. 2003).  

Decreases in pAkt have been observed post-TBI previously, with a study by Farook et al. (Farook et 

al. 2013) finding decreases at 12 and 24 hr timepoints in the pericontusional cortex following a 

moderate CCI, which also correlated with an increase in TUNEL stained cells at the same timepoints, 

indicating increased cell death in the acute phase of injury. A study by Zhang et al. (Zhang et al. 

2005) observed increases in Akt, both the phosphorylated and total forms, following human 

traumatic brain injury compared to control cases. This study also assessed changes in a pre-clinical 

rodent CCI model of TBI, and found increases in pAkt phosphorylated at Ser473 in the ipsilateral 

cortex and hippocampus 6 hrs post-injury (Zhang et al. 2005). Furthermore, a study by Noshita et al. 

found decreases in pAkt levels within the CA1 region of the hippocampus as early as 1 hr post-injury 

in a rodent model of moderate CCI (Noshita et al. 2002). However this effect of injury appeared to 

rebound, with increases in pAkt levels observed 4 hrs post-injury (Noshita et al. 2002). Interestingly, 
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pAkt also appeared to co-localise with its downstream signalling elements including pGSK-3β at the 4 

hr timepoint (Noshita et al. 2002). 

Akt also interacts with the GSK-3β signalling pathway, with Akt phosphorylating GSK3β at Ser9 and 

therefore inhibiting its activity (Cross et al. 1995; Dajani et al. 2001).  Indeed the decrease in in GSK-

3β activity seen following TBI may be in part due to activation of Akt, as seen following both mTBI 

(Shapira et al. 2007).  The study by Shapira et al. (Shapira et al. 2007) reported increases in pAkt 

from 3-24 hrs post-injury within the hippocampus. This appears to be an acute response with a 

decrease in pAkt levels then seen at 72 hrs post-injury (Shapira et al. 2007). 

 

1.7.3 CDK5 
CDK5 belongs to the family of cyclin-dependent kinases that have been shown to play a role in 

critical neuronal development when combined with its regulatory subunit, p35 (Patrick et al. 1999). 

The activity of CDK5 is determined by the availability of proteins p35 or p39, which are expressed 

within neurons and have a short half-life, 30 minutes and 120 minutes respectively (Kimura, Ishiguro 

& Hisanaga 2014). CDK5 has been reported to phosphorylate tau at between 9-13 sites, including 

Ser202/Thr205, Ser235 and Ser404 (Illenberger et al. 1998; Kimura, Ishiguro & Hisanaga 2014).  

 

It has been shown that following moderate CCI TBI, CDK5 activity is increased in the injured cortex at 

6 hrs post injury as observed in increases in cyclin A & D1 expression, facilitating an increase in cell 

cycle activation and microglial activation, with treatment via a CDK5 inhibitor reducing these effects 

(Kabadi et al. 2012). Similar results were observed in another study conducted by Kabadi et al. 

(Kabadi et al. 2014) which found increases in cyclin G1 and other markers of cell cycle activation 

following moderate LFP injury, which again were reduced by administration of a CDK5 inhibitor. In 

AD it has been shown that another regulatory subunit, p25, accumulates in the brains of patients 

and that when it combines with CDK5 this can have an adverse effect on cytoskeletal structure and 
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tau hyperphosphorylation, leading to morphological degeneration and apoptosis (Patrick et al. 

1999). A study by Yousuf et al. (Yousuf et al. 2016) observed increases in p25 within the ipsilateral 

hippocampus in a mouse model of moderate CCI 24 and 48 hrs post-injury, with no changes in levels 

of CDK5 observed at the same timepoints. The same study also reported increased phosphorylation 

of tau at Ser202 at 2, 24 and 48 hr timepoints post-injury (Yousuf et al. 2016). However further 

elucidation into how the p25/CDK5 complex responds to rmTBI and tau phosphorylation is still 

warranted. 

 

1.7.4 ERK1/2 
ERK1/2 is a widely expressed protein kinase that is involved in the regulation of cell cycles including 

mitosis, meiosis and post-mitotic functions in differentiated cells and is also involved in anti-

apoptotic cascades (Chang et al. 2003). ERK1/2 is part of a large family of mitogen activated protein 

kinases (MAPKs) that are believed to phosphorylate tau at a large number of sites, including 

Ser199/Ser202, Ser235, Ser396/Ser404, Ser424, Thr181, Thr212 and Thr231 (Billingsley & Kincaid 

1997). Activation of ERK1/2 occurs via phosphorylation of not only its Tyr202/187 sites, but also 

phosphorylation of the Thr202/185 sites (Roskoski 2012). 

 

A study by Kuo et al. (2013) (Kuo et al. 2013) showed that following moderate FPI, pERK1/2 levels 

dramatically increased in the hippocampus at 72 hrs post injury, although pERK1/2 levels were 

unaffected in the amygdala at the same timepoint (Kuo et al. 2013). In a study by Zhao et al. (2012) 

(Zhao, Luo, et al. 2012), pERK1/2 levels increased following moderate-severe weight drop TBI, with 

activation observed 30 minutes post injury, lasting up to 6 hrs post injury before reducing to control 

levels in the ipsilateral cortex. These results also appeared to correlate with a further study 

conducted on an in vitro scratch model, finding increases in pERK1/2 30 minutes post injury and 

lasting up to 6 hrs post injury before returning to control levels (Zhao, Luo, et al. 2012). Increases in 
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pERK immunoreactivity were also observed in a study by Otani et al. (Otani et al. 2002) at 5 minutes 

post moderate CCI, with gradual decreases observed to sham levels by a 6 hr timepoint. Additionally, 

a study by Raghupanthi et al. (Raghupathi et al. 2003) found increases in ERK1/2 activation following 

moderate lateral FPI in the ipsilateral cortex at 2 hrs post-injury, with activation still present 72 hrs 

post-injury. Furthermore a study by Enomoto et al. (Enomoto et al. 2005) found increases in 

pERK1/2 in the ipsilateral cortex of rodents following lateral FPI at 10 minutes post-injury, sustained 

up to 120 minutes post-injury; however in the contralateral hippocampus pERK1/2 levels were 

transiently increased 10 minutes post-injury, returning to basal levels by 30 minutes post-injury. 

However changes in ERK1/2 phosphorylation do not appear to change in the chronic phase of injury, 

with a study by Atkins et al. (Atkins et al. 2009) finding that following moderate FPI in rodents, no 

significant changes in levels of pERK were observed at 2, 8 or 12 weeks post-injury. Increases in pERK 

by way of administration of pro-apoptotic drugs have also been linked to an increase in tau 

hyperphosphorylation at Ser199/Ser202 and that inhibition of ERK1/2 activity reduced this 

phosphorylation and apoptotic cascades (Guise et al. 2001).  

 

1.7.5 JNK 
JNK belongs to the same family of MAPKs as ERK1/2, responding to stressful stimuli such as 

cytokines as well as playing a role in cellular apoptosis (Ip & Davis 1998). JNK activation occurs 

through phosphorylation on its Thr183 and Tyr185 motifs by MAP kinase modules (Lin 2003). JNK is 

believed to phosphorylate tau at the Ser202/Thr205 and Ser422 sites, which are both associated 

with AD pathogenesis (Ploia et al. 2011; Reynolds et al. 1997; Yoshida et al. 2004). 

 

pJNK levels were also been found to be increased within the hippocampus following moderate FPI 

TBI 5 minutes post injury, however levels of both phosphorylated kinases declined steadily over a 30 

minute period, returning to sham levels (Otani et al. 2002). Additionally JNK activation was found to 
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be significantly increased in the white matter below the injury site following moderate FPI 2 hrs 

post-injury, maintaining activation as far as 72 hrs post-injury (Raghupathi et al. 2003). Following 

moderate CCI TBI, at 24 hrs post injury phosphorylation of JNK was not only found to be increased in 

injured axons within the ipsilateral cortex and the thalamus, it was also been found to co-localise 

with pTau phosphorylated at Ser199 (Tran, Sanchez & Brody 2012). In the same study, conducted by 

Tran et al. (Tran, Sanchez & Brody 2012), treatment with a JNK inhibitor reduced TBI associated tau 

phosphorylation, however it did not reduce axonal injury. It appears from the literature that activity 

of MAPKs are indeed increased following TBI, however more research into how MAPK interactions 

differ in rmTBI and how this may affect abhorrent tau phosphorylation is warranted. 

 

1.7.6 PP2A 
PP2A is a serine/threonine phosphatase that regulates the function of many cellular molecules 

including Akt, p53 and β-catenin via their dephosphorylation (Seshacharyulu et al. 2013). It plays a 

critical role in numerous cellular processes including cell proliferation, signal transduction and 

apoptosis (Seshacharyulu et al. 2013). PP2A is composed of a structural A subunit, a catalytic C 

subunit and a multitude of regulatory B subunits, with a study by Yu, Yoo and Ahn (2014) finding that 

the B subunit PPP2R2A mediated tau dephosphorylation at Ser199, Ser202/Thr205, Thr231, Ser262 

& Ser422. Within the adult brain, PP2A is a primary regulator of tau phosphorylation, both by 

directly acting on the tau protein and removing phosphate groups at sites Thr181, Ser199/Ser202, 

Thr205, Ser396 and Ser404, and indirectly by regulation of several tau kinases including PKA, ERK1/2 

and GSK-3B (Billingsley & Kincaid 1997; Goedert et al. 1995; Iqbal et al. 2009; Qian et al. 2010). 

Following a moderate FPI TBI, a study by Shultz et al. (Shultz et al. 2015) found not only significant 

increases in pTau at Ser198 and Ser262 at 72 hrs post injury, but also significant decreases in PP2A 

activity at 24 hrs and 72 hrs post injury. Significant increases in pTau and decreases in PP2A activity 

were also observed at 12 weeks in this study in injured animals, which were attenuated with 

administration of a PP2A activator, sodium selenate (Shultz et al. 2015). Indeed, following 2 rmTBIs 
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spaced 5 days apart increases in pTau were observed at 24 hr, 7 days and 12 weeks post injury, with 

decreases in PP2A activity also observed at the same timepoints and again these changes reverting 

to sham levels with administration of the PP2A activator (Tan et al. 2016). 

 

Although there is a probable link between TBI, kinase activation and tau phosphorylation, how this 

results in the neuropathology observed in cases of CTE is currently unknown. In addition to this 

there is no current explanation for the unique deposition seen in CTE, namely the perivascular 

accumulation of NFTs or their accumulation at the base of the cortical sulci. However previous 

studies in TBI have looked at the role of neurogenic inflammation and the neuropeptide Substance P 

(SP) within the injury process, and it is thought that this may play a role in the development of CTE 

pathology. 

1.8 SUBSTANCE P AND NEUROGENIC INFLAMMATION 
 

SP is a member of the tachykinin family of kinins, which also include calcitonin gene-related peptide 

(CGRP) and neurokinin A (Vink & van den Heuvel 2010). SP is released from both the central and 

peripheral endings of sensory neurons and is the most abundant tachykinin in the CNS (Kramer et al. 

1998; Otsuka & Yoshioka 1993). SP is a mediator of neurogenic inflammation, defined as local 

inflammation that arises from the release of inflammatory mediators from sensory neurons; and has 

a high affinity for the tachykinin receptor neurokinin-1 (NK1) (Geppetti et al. 2008; Harrison & 

Geppetti 2001). Blood vessels within the CNS are surrounded by sensory neurons that contain SP 

and any release of the neuropeptide can potentiate neurogenic inflammation (Vink & van den 

Heuvel 2010). Release of SP has been shown to promote plasma protein extravasation, vasodilation, 

oedema and cell migration (Geppetti et al. 1995), as well as having influence on mediators of 

classical inflammation including the activation of microglia and astrocytes (Corrigan et al. 2016). 

Studies have shown that following exposure to stressors, SP content is altered in the hippocampus, 
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septum, periaqueductal grey matter and the ventral tegmental area (Brodin et al. 1994; Lisoprawski, 

Blanc & Glowinski 1981; Rosen et al. 1992). 

 

1.9 SUBSTANCE P AND THE TRPV1 RECEPTOR 
 

SP is known to be released from sensory neurons, primarily C fibres, and is released perivascularly  

via the activation of the transient receptor potential vanilloid receptor-1 (TRPV1) (Gazzieri et al. 

2007; Ralevic et al. 1990; Vink & van den Heuvel 2010; Woie et al. 1993). The TRPV1 receptor is 

widespread throughout most tissues including the central nervous system (CNS) and is involved in 

detection of scalding heat and pain as it is normally activated by noxious heat and chemical stimuli 

such as capsaicin, the main ingredient in hot chillies (Caterina et al. 1997; Veronesi & Oortgiesen 

2006). However, recent data suggests that TRPV1 can become activated via mechanical stimulation 

such as stretch injury to neurons (Jones, Xu & Gebhart 2005). Indeed, Brederson et al. (2012) 

(Brederson et al. 2012) demonstrated that administration of a TRPV1 antagonist following 

mechanical stimulation of peripheral sensory axons reduced mechanical allodynia. Similarly 

McGaraughty et al. (McGaraughty et al. 2008) found that a TRPV1 antagonist also reduced 

mechanical allodynia when inflamed peripheral neurons in rats had a mechanical stimulus applied. 

The physical acceleration and rotational forces involved in TBI could therefore cause the release of 

SP through the mechanical activation of the TRPV1 receptor. 

1.10 THE NK1 RECEPTOR 
 

The NK1 receptor is a G protein coupled receptor found throughout the central nervous system and 

has high specificity for all members of the tachykinin factory, but has highest affinity for SP (Harrison 

& Geppetti 2001). Expression of NK1 receptors within the CNS is highest in the caudate putamen and 

superior colliculus, with expression also noted in the inferior colliculus, hypothalamus, hippocampus, 

substantia nigra and cerebral cortex (Dam & Quirion 1986; Quirion & Dam 1986). The NK1 receptor is 
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also highly expressed in brain regions that are involved in regulation of stress and affective 

behaviour (Kramer et al. 1998). The binding of SP to the NK1 receptor is known to elicit the 

transmission of pain signals and neuroinflammation (Seto et al. 2005; Thornton & Vink 2012). 

However it is also believed that the NK1 receptor can act as an auto-receptor and has the potential 

to modulate SP release through the initial binding of SP, presumably released from the TRPV1 

receptor (Malcangio & Bowery 1999; Patacchini, Maggi & Holzer).  

 

1.11 SUBSTANCE P RELEASE IN TRAUMATIC BRAIN INJURY 
 

Many studies have shown that there are significant increases in SP reactivity following TBI. A study 

by Donkin et al. (Donkin et al. 2009) found significant increases in perivascular SP reactivity following 

severe TBI at 5 and 24 hr timepoints post injury, and increases in SP in plasma concentrations at 30 

minutes post injury. In human TBI, SP immunoreactivity has also been observed, with a study by 

Zacest et al. (Zacest et al. 2010) finding increases in perivascular SP release as well as increases in 

cortical neurons and astrocytes. SP immunoreactivity also appears to increase relative to the 

intensity of injury, with a study by Corrigan et al. (Corrigan, Vink & Turner 2016) finding increases in 

immunoreactivity as the severity of the injury increased. Following severe TBI, SP is believed to play 

a major role in the secondary injury processes prevalent post-injury, especially with regards to 

neuroinflammation, increased BBB permeability and oedema formation (Vink, Gabrielian & Thornton 

2017). This may differ dependent on the severity of TBI, as BBB breakdown is less pronounced 

following mTBI compared to severe TBI (Sahyouni et al. 2017) and oedema not typically observed 

apart from in exceptional circumstances (McCrory, Davis & Makdissi 2012). Inhibition of neurogenic 

inflammation by way of depletion of sensory neuropeptides prior to TBI has also resulted in 

reduction of oedema and BBB permeability, with a study by Nimmo et al. (Nimmo et al. 2004) finding 

that following chronic treatment with capsaicin, a TRPV1 receptor agonist, TBI related oedema and 

BBB permeability was indeed reduced. SP may also play a role in determining levels of axonal injury, 



24 
  

as following administration of an NK1 antagonist in a model of diffuse severe TBI in female rodents, 

SP immunoreactivity was decreased as well as axonal injury compared to vehicle treated animals 

(Corrigan et al. 2012).  However, how SP release responds to rmTBI has not yet been fully 

investigated. 

 

1.12 SUBSTANCE P RELEASE IN REPETITIVE INJURY 
 

An important point to emphasise, especially in the context of rmTBI, is that SP release is 

proportional to the intensity and frequency of stressful stimuli, and that previous exposure to stress, 

such as neuroinflammation, can amplify the interactions between SP and the NK1 receptor (Mantyh 

2002; Stucky, Galeazza & Seybold 1993). If the intensity or the frequency of these stressful stimuli is 

further increased, this can have a two-fold effect, through the increased activation of NK1 receptors 

adjacent to the site of release and through diffusion of SP further away from the site of release, 

allowing for the stimulation of more distant neurons (Mantyh 2002).  Allen et al (1997) 

demonstrated that in response to more intense or frequent stimuli, approximately three to five 

times more neurons are activated compared to lesser forms of injury. Given the neuroinflammatory 

cascade that is observed following mTBI, it is plausible that repetitive injuries can exacerbate SP and 

NK1 interactions, causing an increase in protein kinase activity and subsequent tau 

hyperphosphorylation. 

 

1.13 NK1 RECEPTOR AND KINASE INTERACTIONS 
 

Of interest, NK1 activation has also been linked to the activation of protein kinases that are also 

involved in tau phosphorylation, most notably ERK1/2. As discussed previously, ERK1/2 activation as 

well as NK1 activation are known to both be increased following TBI and therefore present an 

interesting pathway for tau phosphorylation following rmTBI. A study by Monastyrskaya et al. 
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(Monastyrskaya et al. 2005) found that in vitro, activation of NK1 receptors via application of SP 

increased phosphorylation of ERK1/2 in human aortic smooth muscle cells. A study by Ji et al. (Ji et 

al. 2002) also found that ERK1/2 activation can also have effects on NK1 expression, with sustained 

activation of ERK1/2 producing upregulation of NK1 in dorsal horn neurons. The effects of NK1 

signalling on Akt have also been examined, with a study by Akazawa et al. (Akazawa et al. 2009) 

finding that stimulation of NK1 by SP in glioblastomas increases Akt phosphorylation, and that 

blockade of NK1 by an antagonist lowers basal phosphorylation of Akt. Given that Akt has the 

potential to both phosphorylate tau at Thr212 & Ser214 (Ksiezak-Reding et al. 2003), as well as 

interacting with GSK-3B via its phosphorylation at Ser9 thereby inhibiting GSK-3B activity (Zhao, Fu, 

et al. 2012), this provides an interesting avenue to discover how NK1 interactions with Akt influence 

tau phosphorylation. The potential activation of other protein kinases including GSK-3β, CDK-5 and 

JNK by NK1 has not yet been investigated but provides an interesting pathway for aberrant tau 

phosphorylation following SP release in TBI. Given the importance of the tau protein in maintaining 

microtubule stability, its abnormal phosphorylation via the proposed cascade involving 

mechanostimulation of TRPV1, subsequent SP release, NK1 activation and protein kinase activation 

may explain the neuropathology observed in CTE (Figure 1.2). 
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Figure 1.3: Working model of the biochemical events occurring after mTBI. Stretch injury caused by 

mTBI activates the TRPV1 receptor, triggering the release of SP. SP then binds to the NK1 receptor, 

activating a range of kinases known to act on the tau protein. Tau then becomes 

hyperphosphorylated, causing destabilisation of microtubules and formation of NFTs. 
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1.14 CONCLUSIONS AND AIMS 
 

The central question to be answered by this project is that of the involvement of SP release and NK1 

activation in rmTBI and whether SP release is amplified in response to multiple traumatic insults. 

This project also aims to determine the effects of TBI on the TRPV1 receptor and whether blocking 

the initial release of SP will attenuate changes in acute tau phosphorylation. This project will also 

attempt to characterise the differences between severe and rmTBI in determining SP release and 

whether this has any downstream effects on kinase activation and tau phosphorylation. Following 

this, this project will aim to determine the effects of NK1 blockade on SP release following rmTBI and 

whether this will have positive outcomes in the acute and chronic phases of injury. Therefore the 

overall hypothesis for this study is that SP release, facilitated by mechanostimulation and activation 

of the TRPV1 receptor, results in tau hyperphosphorylation and functional differences as observed in 

rmTBI and CTE and that administration of a NK1 antagonist will improve these outcomes following 

injury. 

 

As such the broad aims of this thesis are: 

 To determine the time course of SP release, TRPV1 expression, NK1 expression and tau 

phosphorylation following smTBI, rmTBI and severe injury. 

 To determine whether blockade of the TRPV1 receptor prior to injury will have any effects on 

SP release and the downstream effects following both mild and severe TBI. 

 To determine whether administration of an NK1 antagonist will improve outcomes in the 

acute and chronic phases of injury following rmTBI. 
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2.1 ANIMALS 

 

2.1.1 Ethics 
All experimental procedures were conducted according to the Australian Code for the Care and Use 

of Animals for Scientific Purposes, 8th edition (2013), established by the National Health and Medical 

Research Council. All experimental procedures were approved by the University of Adelaide Animal 

Ethics Committee (M-2012-225B).  

2.1.2 Animal Preparation 
12 week-old male Sprague-Dawley rats (360-380g) were used for all experiments (University of 

Adelaide Waite Campus). 12 week male Sprague-Dawley rats were used in these experiments as 

they have been used with a model of impact acceleration TBI to produce a moderate-severe TBI 

within the laboratory previously (Corrigan et al. 2012) and to allow for direct comparisons between 

the severe and rmTBI components of the experiments. Animals were group housed in a conventional 

facility on a 12 hour day-night cycle with a standard diet of rodent pellets and water ad libitum. All 

animals were acclimatised to the housing facilities for several days following delivery before 

inclusion in any experiments. 

 

2.2 EXPERIMENTAL PROCEDURES 

2.2.1 Induction of Mild Traumatic Brain Injury 

Animals were injured using a modified version of the Marmarou impact acceleration model of 

diffuse TBI to allow an average of 110g of linear acceleration force (Li et al. 2011; Marmarou et al. 

1994) (Figure 2.1).  
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Figure 2.1: Image of the modified Marmarou impact acceleration device. mTBIs were induced via 

release of the 450g weight at a height of 1m (red). Severe TBI was induced via release of the weight 

at a height of 2m (yellow). 

 

1m 

2m 
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Animals were anaesthetised via inhalation of 5% isofluorane (Henry-Schein) using a normoxic 

mixture of air (70% nitrogen, 30% oxygen; BOC), at a rate of two litres per minute. Once absence of 

reflexes was apparent, animals were maintained on 2% inhalational isofluorane via a nose cone for 

the duration of the procedure. The head of the animal was then cleaned with 70% ethanol and then 

shaved using hair clippers and a midline incision made using a No. 22 scalpel to expose the skull and 

the connective tissue was removed. A polyacrylamide adhesive (Bostik) was then used to adhere a 

stainless steel disc (10mm diameter, 3mm depth) directly to the skull of the animal centrally 

between the lambda and bregma sutures. Animals were then removed from isofluorane and secured 

to a foam bed (Type E bed foam, Foam to Size).  Once secured, the animal was placed under the 

injury device and TBI delivered via the release of a 450g brass weight from a height of one meter 

directly onto the steel disc. Following the injury, the animal was rapidly removed from the injury 

device to prevent a rebound hit, removed from the foam bed and placed back onto 2% inhalational 

isofluorane and checked for skull fractures. The steel disc was then removed, the incision closed 

using wound clips (AUTOCLIP Wound Clips, 9mm, Benton Dickinson) and 0.2mL of lignocaine (Ilium) 

applied subcutaneously for local anaesthesia. The animal was then removed from anaesthesia and 

allowed to recover in a warmed box breathing room air. Animals not scheduled to receive an injury 

on that day underwent the same surgical procedures without being exposed to the injury, as 

outlined in Table 2.1. Animals in the repetitive injury group received three injuries, spaced five days 

apart over a ten day period. This spacing was based on previous work, (Shultz et al. 2012) with the 

spacing allowing for resolution of the inflammatory responses occurring between injuries that would 

be seen two to four weeks following a concussion in a human (McAteer et al. 2016). Single injury 

animals underwent two surgical procedures without injury, then received an injury on the final 

surgical day, all spaced five days apart over a 10 day period. Sham animals received a total of three 

surgical procedures but no injuries, spaced five days apart over a 10-day period. 
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Experimental Group Experiment Day 0 Experiment Day 5 Experiment Day 10 

SHAM No injury No injury No injury 

Single mTBI (smTBI) No injury No injury mTBI 

Repetitive mTBI 

(rmTBI) 

mTBI mTBI mTBI 

 

Table 2.1: Injury schedule for repetitive mild TBI animal groups 

2.2.2 Induction of Severe Traumatic Brain Injury 
Animals were also injured using the Marmarou impact acceleration model of diffuse TBI (Marmarou 

et al. 1994) (Figure 2.1), but the height from which the weight was dropped was increased to two 

metres, providing a linear acceleration force of approximately 250 g (Li et al. 2011). Animals were 

anaesthetised via inhalation of 5% isofluorane using a normoxic mixture of air (70% nitrogen, 30% 

oxygen, BOC) at a rate of two litres per minute. Once an absence of reflexes were apparent, the 

animal was then transferred to a vertical support, suspended by its upper incisors and a 

laryngoscope used to visualise the trachea. An endotracheal tube was then inserted into the trachea 

and the animal transferred to a ventilator (Harvard Apparatus). Animals were mechanically 

ventilated at a stroke rate of 85 strokes per minute on 2% inhalational isofluorane using a normoxic 

mixture of air. Once the animal was stable on the ventilator, helmet placement occurred as 

described above. Animals were then removed from isofluorane with the endotracheal tube still 

inserted and secured to a foam bed.  Once secured, the animal was moved into the injury device and 

the weight released directly onto the metal steel disc. Following the injury, the animal was removed 

from the foam bed, placed back onto the ventilator receiving 2% inhalational isofluorane and 

checked for skull fractures. Animals then underwent a hypoxic period where they received a 90% 

nitrogen, 10% oxygen mix of air (1.8L N2; 0.2L O2) for 10 minutes to simulate loss of oxygen to the 

brain following a severe TBI due to cessation of breathing. During this period, the incision was closed 

using wound clips and 0.2mL of lignocaine (Ilium) applied subcutaneously for local anaesthesia. 

Animals also received 5mL of sterile 0.9% saline (Baxter Healthcare, AHB1324) subcutaneously to 
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prevent dehydration following injury. Once the hypoxic period had finished, the air supplied was 

turned back to a normoxic (1.4L N2, 0.6L O2) mix and anaesthesia was turned off to allow the animal 

to recover. Once the animal had regained normal breathing patterns the endotracheal tube was 

removed and the animal was allowed to recover in a warmed box breathing room air. Sham 

operated animals underwent all surgical procedures without receiving injury or hypoxia. 

2.2.3 Post Surgery Recovery & Animal Monitoring 
Animals were closely monitored in a heated recovery box immediately following injury. Once the 

animal had regained its righting reflex and appeared stable it was allowed to return to its home 

cage. Animals were continuously monitored in the days following injury, with wet food and 5mL of 

0.9% saline given subcutaneously if the animal lost more than 5% of its initial starting weight in a 24 

hour period. 

 

2.3 DRUG PREPARATION AND ADMINISTRATION 

2.3.1 Capsazepine (TRPV1 antagonist) 

Capsazepine (Sigma-Aldrich, C191) was stored at 4°C and prepared on the day of use. A 10-1 molar 

stock solution was prepared by adding 663µL of dimethyl sulfoxide (DMSO, Sigma-Aldrich, D2650) to 

25mg of solid capsazepine. To make up the drug for administration, a solution of 10% polyethylene 

glycol sorbitan monooleate (Tween 80, Sigma-Aldrich, P6224) 10% ethanol (Chem Supply) and 80% 

0.9% sterile saline (Baxter Healthcare, AHB1324) was prepared and 3.063mL of this solution was 

then added to 464µL of the 10-1 stock capsazepine to produce a final concentration of 5mg/mL. The 

vehicle for any experiment using capsazepine as the experimental drug consisted of a 10% ethanol, 

10% Tween 80, 10% DMSO, 70% saline mixture that was prepared at the same time. 
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2.3.2 N-acetyl L-tryptophan (NK1 antagonist) 
N-acetyl L-tryptophan (NAT, Sigma-Aldrich, A6376) was stored at 4°C and prepared on the day of 

use. 1.25mg of NAT was dissolved in 5mL of 0.9% sterile saline (Baxter Healthcare, AHB1324) and 

then neutralised to pH 7.0-7.4 using hydrochloric acid (HCl) or sodium hydroxide (NaOH) to produce 

a final concentration of 2.5mg/kg. This drug and final concentration was used as it had been used 

within the laboratory previously in a model of severe TBI, with no adverse effects observed (Donkin 

et al. 2011). 

2.3.3 EU-C-001 (NK1 antagonist) 
EU-C-001 was stored at 4°C and prepared on the day of use. 10mg of EU-C-001 was dissolved in 

10mL of warmed 0.9% sterile saline (37°C, Baxter Healthcare, AHB1324) and was kept agitating and 

at 37°C until used, producing a concentration of 1mg/kg. This drug and final concentration was used 

as it had been used within the laboratory previously in a model of severe TBI, with no adverse 

effects observed (Donkin et al. 2011). This NK1 antagonist was chosen as it is lipid soluble and can 

more easily cross the BBB and allows for comparison against the non-lipid soluble NAT (Donkin et al. 

2011) 

2.3.4 Drug Administration 
All animals received experimental drugs intravenously via the tail vein under anaesthesia. Animals 

were anaesthetised with 5% inhalational isofluorane for three minutes, then transferred to a 

nosecone where they received 1.5% inhalational isofluorane to maintain anaesthesia. The animal’s 

tail was then cleaned and bathed in warm water to dilate the tail veins. Following this, the drug or 

vehicle injection was then delivered as a slow intravenous bolus using a 25G, 5/8th inch needle 

(Benton Dickinson) at a dosage of 1mL/kg. The animal was then removed from anaesthesia and 

allowed to recover in a warmed box before being returned to their home cage.  
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2.4 FUNCTIONAL OUTCOME TESTING 
All functional outcome measures were undertaken at six and twelve weeks post injury. Experiments 

were performed at the end of the animal’s dark cycle to ensure that performance would not be 

affected by the time of day. All measurements were tracked and measured using ANY-maze 

behavioural testing software (Stoleting Co., USA). Animals undertook each of the functional outcome 

tests in order from least stressful (Open Field) to most stressful (Elevated Plus Maze) over a nine day 

testing period (Figure 2.2) 

 

 

Figure 2.2: Functional Outcome testing schedule 

2.4.1 Open Field 

The open field is a common measure of exploration and anxiety in rodents (Gould, Dao & Kovacsics 

2009). It is comprised of a 1m x 1m box divided into a 10 x 10 grid in which the animal is placed in 

the centre and allowed to explore freely for five minutes (Figure 2.3A). This test is based on the 

innate curiosity of the rat, as they are normally quite curious they will explore the entire area quite 

readily, whilst anxious animals will stick to the walls and corners of the box. Animals were placed in 

the centre of the arena and the experimenter left the room immediately afterwards. The distance 

travelled by the animal and time spent in outer and inner zones was recorded using ANY-maze 
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software. The number of and time spent grooming and rearing events was recorded manually by the 

experimenter using video output and ANY-maze software. 

2.4.2 Elevated Plus Maze 

 
The elevated plus maze is a common measure of anxiety in rodents (Walf & Frye 2007). The maze is 

comprised of two “closed” and two “open” arms (118cm length, 15cm width, 23cm height, Figure 

2.3B), with rats exhibiting anxious behaviours preferring the closed arms over the open arms. The 

animal is placed in the centre of the maze, at the junction of the four arms facing towards the open 

arms and is allowed to explore the maze freely for five minutes. Animal movements, including 

distance travelled and time spent in each arm, as well as head time spent in each arm were recorded 

using ANY-maze software. 

2.4.3 Y Maze 

The Y Maze is designed to assess spatial and recognition memory in rodents, utilising the rodent’s 

innate curiosity and its desire to explore new areas (Conrad et al. 1996). The three arms are 

arbitrarily assigned into start, novel and other arms, with these randomly alternated between 

animals (Figure 2.3C). The animal is first introduced into the maze with the novel arm blocked off 

and allowed to freely explore for three minutes. One hour after the initial exposure the rat is 

reintroduced into the maze with all three arms open and allowed to explore freely for three minutes 

(Figure 2.3D). Normal animals are curious to explore the newly introduced area, whereas animals 

that are otherwise compromised will tend to stay within the two familiar areas. Animal movements, 

including arm entries and amount of time spent in each arm were recorded using ANY-maze 

software. 

2.4.4 Barnes Maze 

The Barnes maze is a common cognitive task used to assess learning and memory in rodents and 

utilises the rodent’s innate behaviour to seek small darkly lit spaces in preference to wide-open, 

brightly-lit spaces (Barnes 1979). It consists of a circular maze 1.2m in diameter, with eighteen 



37 
  

escape holes (5cm diameter) placed around the circumference, with an escape box located 

underneath one of these holes (Figure 2.3E). A floodlight is turned on when the animal is placed in 

the centre of the maze as an aversive stimulus to motivate the animal to find the escape box. Visual 

stimuli, such as bright pieces of paper are also placed around the maze to help the animal self-

orientate. At the start of the trial, the animal is placed in the centre of the maze and allowed to 

freely explore for three minutes. If the animal discovers and enters the box within this time, the 

aversive stimulus is switched off and the animal removed from the maze and immediately allowed to 

return to its home cage. The time taken for the animal to located and enter the escape box is 

recorded as the Barnes maze latency. If the animal fails to find the escape box, or if the animal finds 

the escape box but does not enter within the allotted three minutes, it is gently guided to the box by 

the experimenter and detained for twenty seconds with all aversive stimuli switched off before 

being returned to its home cage. Animals undertook two trials, fifteen minutes apart over a three 

day period and then were given one day to rest, with a probe trial taking place on the fifth day. The 

probe trial involves moving the location of the escape box 90° from its original position to assess the 

animal’s ability to learn the new location of the escape box. As with the normal trials, animals have 

three minutes to freely explore the maze and locate the escape box. Animals undertook two trials, 

fifteen minutes apart on the probe trial day. Animal movements, including distance travelled, time 

spent in the maze and in each quadrant of the maze, as well as time taken to locate and enter the 

escape box were recorded using ANY-maze software. 

2.4.5 Forced Swim Test 

The forced swim test (FST) is a common assessor of depression in rodent models (Slattery & Cryan 

2012). A glass cylinder (25cm diameter x 60cm height) is filled with water (23-25°C) to a depth of 

30cm (Figure 2.3F). Animals were placed in the water for a period of five minutes and their 

movements tracked using ANY-maze software. Normal animals will continuously move for the entire 

test period, whereas animals displaying depressive-like symptoms will have an increase in time spent 

immobile. Behaviours such as swimming (horizontal movements), climbing (vertical movements) and 
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immobility (no movement) were recorded manually by the experimenter using ANY-maze software. 

On completion of the trial, animals were immediately dried off using hand towels and placed in a 

pre-warmed cage for at least 20 minutes before being returned to their home cage. 
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Figure 2.3: Overhead images of the functional outcome tests performed, including the Open Field 

(A), Elevated Plus Maze (B), Y Maze first trial with closed off novel arm (C), Y Maze second trial with 

open novel arm (D), Barnes Maze (E) and Forced Swim Test (F). 
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2.5 BIOLOGICAL SAMPLE COLLECTION 

2.5.1 Collection of Fresh Tissue 

At the specified time points of each study, animals were anaesthetised via 5% inhalational 

isofluorane until absence of reflexes was apparent. Animals were then transferred to a nose cone 

where anaesthesia was maintained for the duration of the procedure. A midline incision was made 

using surgical scissors across the abdomen of the animal to expose the liver and diaphragm. The 

ribcage was then opened and the diaphragm removed to visualise the heart. A blunt 19G needle 

(Benton Dickinson) connected to a peristaltic pump (Langer Instruments, BT100-2J) was then 

inserted into the apex of the heart and the tip of the needle advanced into the ascending aorta. The 

right atrium was then incised to allow vascular flushing. A solution of 0.9% saline was then perfused 

into the heart at a rate of 30rpm for approximately 7 minutes, until the perfusate ran clear. The 

animal was then disconnected from the pump, immediately decapitated and the brain removed. The 

cortex directly underneath the impact site and hippocampus were dissected out, separated into left 

and right hemispheres and immediately snap frozen in liquid nitrogen (BOC). Samples were stored at 

-80° until use. 

2.5.2. Collection of Fixed Tissue 
Animals were prepared as per Section 2.5.1, with the use of 10% buffered formalin (Australian 

Biostain Pty Ltd) instead of 0.9% saline to allow for fixation of brain tissue. Following the end of the 

procedure, animals were left intact for 2 hours prior to whole brain removal. Samples were stored in 

10% buffered formalin for at least 48 hours before processing (as described in section 2.7.1).  

2.6 FRESH TISSUE ANALYSIS 

2.6.1 Tissue Homogenisation 

Frozen cortical samples were removed from -80°C storage and allowed to defrost on ice. Once 

defrosted, samples were weighed and a proportional amount of the homogenisation buffer placed in 

a standard Eppendorf tube in 10 times brain region weight of standard radioimmunoprecipitaion 
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(RIPA) buffer (150mM sodium chloride, 50mM Tris pH 8.0, 0.5% sodium deoxycholate, 0.1% sodium 

deoxycholate, 1% NP-40) and 10µL/mL protease inhibitor cocktail (Sigma-Aldrich, P8340). Samples 

were homogenised on ice using a handheld pellet pestle (Sigma-Aldrich, Z359971) then centrifuged 

at 15000rpm for 30 minutes at 4°C. The supernatant was then aliquoted into standard Eppendorf 

tubes and stored at -80°C until use. 

2.6.2 Protein Estimation Assay 

Protein levels in each sample were assayed using the Pierce BCA Protein Assay Kit (ThermoFisher 

Scientific, 23225). 25µL of known bovine serum albumin (BSA) standards (0, 0.04, 0.2, 0.4, 1 µg/µL) 

were loaded in triplicate into a standard 96 well microplate (Corning Costar). Samples were diluted 

in the well (4µL sample, 21µL milliQ dH2O, total 25µL) and loaded in triplicate, including a blank lysis 

buffer in place of the sample to allow for background readings to be subtracted from the final optical 

density. Kit reagents A & B were mixed at a 50:1 ratio to create the working reagent. 200µL of the 

working reagent was added to each well and the plate was placed on a plate shaker for 30 seconds 

to allow the well contents to mix thoroughly. The plate was then incubated at 37°C for 30 minutes 

and then immediately read on a microplate reader (BioTek) at 562nm. The protein content of each 

sample was determined by calculating the linear regression of the standard protein concentrations 

and extrapolating the values of the unknown samples to the equation produced. If the R2 value of 

the linear regression of the BSA standards was below 0.95, the assay was repeated to ensure 

validity.  

2.6.3 Substance P ELISA 

Samples were assayed using a SP Parameter Assay Kit (R&D Systems, KGE007). Standards were 

prepared according to manufacturer’s instructions to produce a 7 point curve (78.1, 156, 313, 625, 

1250, 2500 pg/mL). 100µL of Calibrator Diluent RD5-45 (RD5-45, R&D Systems, 895905) was loaded 

in duplicate to allow for a non-specific binding (NSB) reading. 50µL of RD5-45 was loaded in 

duplicate to provide a zero point for the standard curve. 50µL of each standard was loaded in 
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duplicate. 200µg of each sample was loaded into each well as per protein estimations and RD5-45 

added to bring the total well volume to 50µL and assayed in duplicate. 50µL of Primary Antibody 

Solution (R&D Systems, 893079) was added to each well, excluding the NSB wells. 50µL of Substance 

P Conjugate (R&D Systems, 893078) was then added to each well and the plate sealed using an 

adhesive strip. The plate was then inserted into a horizontal orbital microplate shaker (ThermoFisher 

Scientific) and incubated at room temperature for three hours at 500 ± 50 rpm. 

On conclusion of the incubation period, the plate was washed using an automated plate washer 

(Bio-Plex Pro, Bio-Rad) primed with wash buffer (R&D Systems, 893003). The plate was aspirated and 

washed four times with 400µL of wash buffer per wash. During the wash procedure, kit components 

Colour Reagent A (R&D Systems, 895000) and Colour Reagent B (R&D Systems, 895001) were mixed 

in equal quantities to create the substrate solution and protected from light using aluminium foil. 

Following the final aspiration, 200µL of substrate solution was added to each well. The plate was 

protected from light using aluminium foil and incubated on the benchtop at room temperature for 

30 minutes. Once 30 minutes had elapsed, 50µL of Stop Solution (R&D Systems, 895032) was added 

to each well and the plate immediately read on a microplate reader (BioTek). Readings were taken at 

450nm and 570 nm to allow for wavelength correction. The measurements taken from 570nm were 

subtracted from the measurements taken at 450nm to compensate for optical imperfections in the 

plate. Duplicate readings for each standard, control and sample were averaged and the average NSB 

optical density was subtracted from each value. A four parameter logistic curve was generated using 

GraphPad Prism software (GraphPad Software) and unknown sample optical density measurements 

were interpolated onto the standard curve to determine SP concentrations. 

2.6.4 Cell Signalling Assay 

To analyse kinase activity, including the total and phosphorylated forms of Akt, MAPK/ERK1, JNK and 

GSK-3β, assays were performed using custom made Bio-Plex Pro Cell Signalling Assay kits (Bio-Rad). 

Positive and negative controls provided by the manufacturer were prepared by reconstituting with 

250µL of milliQ dH2O, vortexed and incubated at room temperature for 20 minutes. Samples were 
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removed from -80°C storage and allowed to defrost on ice. Coupled magnetic beads as provided by 

the manufacturer were diluted to 1x using the provided wash buffer. Magnetic beads were vortexed 

for 30 seconds then 288µL was diluted into 5,472µL of wash buffer and vortexed again. 50µL of the 

diluted beads were then immediately added to each well of the assay plate. The plate was then 

washed twice with 200µL of wash buffer using an automated plate washer (Bio-Plex Pro, Bio-Rad). 

50µL of blank (detection antibody diluent), samples and controls were then loaded into the plate 

and the plate sealed with adhesive tape. The plate was then covered with aluminium foil and 

incubated on a horizontal orbital plate shaker (ThermoFisher Scientific). To fully resuspend the 

beads, the plate shaker was set to 900-1,100 rpm for 30 seconds, then for incubation turned down 

to 500 ± 50 rpm for 15-18 hours at room temperature. 

Following the incubation, the adhesive tape was removed and the plate washed three times with 

200µL of wash buffer in an automated plate washer. During this the detection antibodies were 

prepared by vortexing the provided 20x stock solution for 30 seconds, then adding 150µL to 2,850µL 

of detection antibody diluent for a total volume of 3mL. 25µL of diluted detection antibody was 

added to each well, then the plate sealed with adhesive tape and covered with aluminium foil. The 

plate was then incubated on a plate shaker and beads resuspended at 900-1,100 rpm for 30 

seconds. The plate shaker was then set to incubate at 500 ± 50 rpm for 30 minutes at room 

temperature. Following this incubation the adhesive tape was removed and the plate washed three 

times with 200µL of wash buffer in an automated plate washer. Streptadavin-PE (SA-PE) was then 

prepared from stock by taking 60µL of 100x stock and diluting in 5,940µL of detection antibody 

diluent for a total volume of 6mL. 50µL of the 1x SA-PE solution was then added to each well of the 

washed plate, the plate sealed with adhesive tape and wrapped in aluminium foil. The plate was 

placed back on the plate shaker and beads resuspended at 900-1,100 rpm for 30 seconds. The plate 

was then incubated at 500 ± 50 rpm for 10 minutes at room temperature. Following this the sealing 

tape was removed and the plate washed three times with 200µL of wash buffer in an automated 

plate washer. 125µL of resuspension buffer was then added to each well and the beads resuspended 
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by sealing the plate and placing on a plate shaker at 900-1,100 rpm for 30 seconds. The plate was 

then loaded into a Bio-Plex MAGPIX reader (Bio-Rad) and the output read by Bio-Plex Manager 

Software (Bio-Rad). Readings were then collated and analysed using GraphPad Prism statistical 

software (GraphPad Software). 

2.6.5 Western Blot 

2.6.5.1 Gel Electrophoresis and Transfer 

Samples for gel electrophoresis were prepared by adding 10µL of 4x Bolt LDS Sample Buffer (Life 

Technologies, B0007), 4µL of 10x Bolt Sample Reducing Agent (Life Technologies, B0009) and 30µg of 

sample as determined by protein estimation, made up to a total volume of 40µL using milliQ dH2O. 

Samples were then heated in a dry bath to 70°C for 10 minutes before gel loading. Pre-cast Bolt 4-

12% Bis-Tris Plus 12 well gels (Invitrogen, NW04122) were prepared and placed into a standard 

electrophoresis chamber filled with 400mL of 1x Bolt MOPS SDS Running Buffer (Life Technologies, 

B0001). The empty wells were filled with running buffer then 40µL of sample was loaded into each 

well. 4µL of protein ladder (Bio-Rad Precision Plus Protein Dual Colour Standards, 1610374) was 

added to each well in the left most lane to allow for visualisation of molecular weights. Once loaded, 

the electrophoresis chamber was closed and connected to power. Gels ran at 100W, 500mA for 2.5 

hours. 

Once electrophoresis was completed, gels were removed from their plastic casing and placed into an 

iBlot 2 Dry Blotting System (Life Technologies). Gels were transferred onto polyvinylidene difluoride 

(PVDF) membranes using pre made transfer stacks (Life Technologies iBlot 2 Transfer Stacks, PVDF, 

mini, IB24002), using a pre-set program consisting of 20V for 1 minute, 23V for 4 minutes then 25V 

for 2 minutes. Once the transfer had completed, membranes were washed in tris-buffered saline 

with 0.1% Tween 20 (TBS-T) 3x for 5 minutes each. Protein transfer to the membrane was then 

visualised using commercial Ponceau S Solution (Sigma-Aldrich, P7170). Once the membrane had 

been visualised, the Ponceau S solution was washed off using TBS-T and primary antibody 
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application was performed with one of two methods, dependant on the antibody and which are 

detailed below in Table 2.2. The two differing incubation methods were optimised to produce the 

best blots for each antibody and to avoid minimising wastage of materials. 

 

Target Manufacturer/Cat 
No. 

Host/Clonality Dilution Primary Antibody 
Incubation Method 

Total Tau (Tau-5) Millipore; 577801 Mouse monoclonal 1:500 iBind 

pTau (T231) Abcam; ab151559 Rabbit monoclonal 1:500 iBind 

NK1 Abcam; ab183713 Rabbit monoclonal 1:1000 Skim milk 

TRPV1 Novus Biologicals; 
NB100-98897  

Rabbit polyclonal 1:1000 Skim milk 

 

Table 2.2: Details of primary antibodies used in western blotting. 

 

2.6.5.2 iBind Antibody Application 

1x iBind Fluorescent Detection (FD) solution (Life Technologies, SLF1019) was prepared according to 

manufacturer’s instructions. Briefly, 6mL of iBind 5x FD Buffer and 75µL of iBind 100x Additive was 

added to 23.9mL of milliQ dH2O and was used for antibody dilution, washing and blocking of non-

specific binding within the iBind device. The iBind device was loaded with an iBind card (Life 

Technologies, SLF1010) and soaked in 6mL of 1x iBind FD solution. The membrane was then placed 

onto the iBind card in the specified area and rolled out gently to remove any air bubbles. The iBind 

device was then shut to allow for loading of reagents. 2mL of primary antibody including 

housekeeper (GAPDH, Abcam ab14247, 1:1000) at the required concentration (as per Table 2.2) was 

added to the first chamber followed by 2mL of iBind 1x FD solution in the second chamber. 2mL of 

fluorescent secondary antibodies (LI-COR 800CW donkey anti-rabbit/anti mouse, 1:3000; LI-COR 

680LT donkey anti-chicken, 1:2000) were loaded into the third chamber and 6mL of 1x iBind FD 

Solution was loaded into the last chamber. The iBind unit was then incubated overnight at 4°C under 

dark room conditions. Following the incubation, the membrane was removed from the iBind device 

and washed 3x TBS-T for 5 minutes each before being visualised on an Odyssey Fluorescent Imaging 
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System using Image Studio Lite Software (LI-COR). Images were then converted to black and white 

and analysed in ImageJ 1.48 (National Institute of Health). Output readings were analysed using 

GraphPad Prism statistical software (GraphPad Software). 

2.6.5.2 Skim Milk Antibody Application 

 

Following the wash steps, membranes were placed in a 5% skim milk powder/TBS-T (SM-TBST) 

solution to block non-specific binding for 2hrs at room temperature. Following this, membranes 

were removed from the blocking buffer and placed into a sealed plastic bag containing 4mL of 

primary antibody, including housekeeping protein (GAPDH, Abcam ab14247, 1:10,000) diluted in 2% 

SM-TBST. Antibodies were incubated at 4°C overnight on a rotator to allow adequate distribution of 

antibody solution. Following this incubation, the membrane was removed from the bag and washed 

3x with TBS-T for 5 minutes each. The membrane was then sealed in a plastic bag with 4mL of 

secondary antibody (LI-COR 800CW donkey anti-rabbit/anti-mouse, 1:20,000; LI-COR 680LT donkey 

anti-chicken, 1:10,000), diluted in 2% SM-TBST for 2hrs at room temperature on a rotator. Following 

this incubation, membranes were removed from the bag and washed three times with TBS-T for 

5mins each. Membranes were then visualised on an Odyssey Fluorescent Imaging System using 

Image Studio Lite Software (LI-COR). Images were then converted to black and white and analysed in 

ImageJ 1.48 (National Institute of Health) and output readings analysed using GraphPad Prism 

statistical software (GraphPad Software). 

2.7 HISTOLOGICAL ANALYSIS 

2.7.1 Sample Preparation and Sectioning 

Whole fixed brains, prepared as described in Section 2.5.2 were placed in a rodent brain blocker 

(Kopf, PA002), and sectioned so that a 3mm section from Bregma -1.3mm to Bregma -4.3mm would 

be contained in the same block to allow for serial sectioning. Sections were then processed 

overnight in a Tissue-Tek VIP through a series of ethanol baths for 20mins each (50%, 70%, 80%, 

95%, 2x100%), then 2x 1.5hr xylene baths followed by four paraffin baths with increasing times (1x 
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30min, 2x 60min, 1x 90min). Sections were then individually embedded in paraffin wax and the 

aforementioned 3mm block was sectioned serially using a microtome (Leica Microsystems). 5µm 

sections were taken at Bregma -1.8mm, -3.0mm and -4.1mm and mounted onto SuperFrost Plus 

microscope slides (Menzel-Gläser).  

2.7.2 Immunohistochemistry 

Slides were dewaxed and washed in xylene and ethanol as described in 2.7.2. Following the final 

ethanol wash, slides were immediately transferred to a methanol/1.5% hydrogen peroxide (H2O2) 

bath for 30mins to block endogenous peroxidases. Sections were then washed 2x in phosphate 

buffered saline and Tween 20 (0.01% PBS-T) for 5mins each. Antigen retrieval was then performed 

by placing sections into citrate buffer (pH 6.0) and microwaving at boiling point for 10mins. Sections 

were then placed on the bench top still in citrate buffer and allowed to cool to room temperature 

before washing in PBS-T 2x for 5mins each. Slides were then placed into slide incubation trays and 

sections outlined using a wax marker (Dako, S2002). Slides were then incubated with 3% normal 

horse serum/PBS-T (NHS, Sigma-Aldrich, H0146) for 1hr at room temperature to prevent non-

specific binding of the primary antibody. Following this incubation, NHS was removed and the 

primary antibody was applied overnight at 4°C at the appropriate dilution as per Table 2.3.  

Target Manufacturer/Cat No. Host/Clonality Dilution 

pTau (T231; AT180) Thermo Scientific; 
MN1040 

Mouse monoclonal 1:1000 

 

Table 2.3: Details of primary antibodies used in immunohistochemistry. 

Sections were then washed in PBS-T 3x for 5mins each before application of the appropriate 

secondary antibody against the host species (Vector Laboratories) at a 1:250 dilution in 3% NHS/PBS-

T for 30mins at room temperature. Sections were washed once again in PBS-T three times for five 

minutes each before application of streptadavin peroxidase conjugate (SPC, Pierce, 21124) at a 

1:1000 dilution in 3% NHS/PBS-T for 1hr at room temperature. Following this slides were washed in 
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PBS-T three times for 5mins each, then antibody binding was visualised using 3.3’diaminobenzidine 

(DAB, Sigma-Aldrich, D8001) applied to sections until they turned brown. Sections were then 

immediately washed thoroughly with running distilled water for 10mins, then counterstained with 

haematoxylin for 1min and washed again. Slides were then differentiated with acid alcohol and 

lithium carbonate (as per section 2.7.2), then placed into 2x 100% ethanol incubations for 2mins 

each, followed by 2x histolene incubations for 2mins each. Slides were cleaned and mounted with 

DPX mounting medium (Sigma-Aldrich, 06522) and allowed to dry for 48hrs before being digitised 

via the Nanozoomer Digital Pathology System (Hamamatsu). A 1mm2 area directly below the cortex 

was selected in each sample and cell counts were performed by two independent blinded assessors. 

Results from each assessor were averaged for the final count and these results were analysed using 

GraphPad Prism (GraphPad Software). 

2.8 STATISTICAL ANALYSIS 
 

All statistical analysis was performed using GraphPad Prism software (GraphPad Software, v7.02). 

Most data were analysed using a one-way analysis of variance (ANOVA) with Tukey post-hoc analysis 

except for Barnes maze data, which were analysed using a two-way ANOVA with Tukey post-hoc 

analysis. SP ELISA data was analysed by first creating a standard curve with a four parameter logistic 

fit. The unknown values were then interpolated to the standard curve. Data were then sorted into 

experimental groups and analysed using a one-way ANOVA with Tukey post-hoc analysis. 
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3.1 INTRODUCTION 
 

SP release following severe TBI has been widely characterised, with multiple studies showing 

increases in SP immunoreactivity in pre-clinical models (Corrigan et al. 2012; Donkin et al. 2011; 

Donkin et al. 2009), as well as in post-mortem human tissue (Zacest et al. 2010). Although such SP 

release is widely documented following severe TBI, to date there have been no studies assessing the 

time course of SP release in smTBI or rmTBI and how this differs to what is already known about 

severe TBI. Indeed, it has been shown previously that SP release is proportional to the intensity and 

frequency of stressful stimuli (Allen et al. 1997; Mantyh 2002), but this has not been fully assessed in 

an experimental TBI model. The profile of SP release following repetitive mTBI and whether this 

response is amplified versus the single increase already observed in severe TBI therefore requires 

further investigation. 

 

Of specific interest are how these changes in SP relate to alterations in expression of the NK1 and 

TRPV1 receptors following TBI.  Activation of TRPV1 by a number of stimuli including heat, protons, 

inflammatory mediators like bradykinin and prostaglandin, as well as potentially via mechanical 

activation leads to the release of SP.  Whether expression of TRPV1 changes in response to repeated 

concussive impacts has yet to be determined. Similarly the expression of the receptor to which SP 

preferentially binds, the NK1 receptor, has not been examined following repeated injury.  This is of 

particular interest given the speculation that activation of NK1 may further potentiate the release of 

SP when activated under stress conditions (Singewald et al. 2008).  

 

Although SP has been shown to play a role in a number of secondary injury processes including 

axonal injury (Donkin et al. 2011) and BBB breakdown (Nimmo et al. 2004), whether it is involved in 

the hyperphosphorylation of tau in later stage disease processes remains unknown. Classical 
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inflammation has been implicated in the underlying mechanisms of other chronic neurodegenerative 

diseases, including Alzheimer’s disease (Metcalfe & Figueiredo-Pereira 2010). Indeed, acute 

activation of the immune system through induced inflammation can exacerbate tau phosphorylation 

(Lee et al. 2010; Sy et al. 2011). The role that neurogenic inflammation and SP may play in these late 

stage disease processes, especially with regards to excess tau phosphorylation, has not yet been 

investigated and provides an attractive opportunity to explore the relationship between neurogenic 

inflammation and tau phosphorylation. 

Therefore, this study sought to characterise the release of SP and its relationship to changes in tau 

phosphorylation acutely following TBI, encompassing moderate-severe TBI, a single mild TBI 

andrmTBI. This study chose to focus on the phosphorylated tau isoform Thr231 as it has been shown 

previously to be upregulated following injury in a mouse model of severe TBI (Hawkins et al. 2013). 

Additionally, Thr231 has been implicated in tau-mediated neurodegeneration via conversion to its 

pathological cis conformation from its physiological trans conformation (Lu et al. 2016) and 

therefore presents an interesting avenue of study following rmTBI.  

 

3.2 STUDY DESIGN 
 

This study was divided into 2 smaller studies. In the first study the time-course of SP release and tau 

phosphorylation was examined at 5, 24 and 72 hrs following either sham surgery, smTBI, rmTBI or a 

single severe TBI. Animals were randomly allocated with a total of 48 animals used 

(n=4/gp/timepoint). In the second study, animals (n=32, n=4/gp/timepoint) were randomly assigned 

into sham, smTBI, rmTBI and severe TBI groups for IHC analysis at the 5 hr and 24 hr timepoints, 

which represented the peak of SP release following severe and rmTBI respectively. Animals assigned 

into the smTBI and rmTBI groups received mTBI at the prescribed time-points (as described in 

Chapter 2.2.1) and animals assigned into the severe TBI group received a single moderate-severe TBI 
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(as described in Chapter 2.2.2). Animals were sacrificed at the pre-determined time-points and fresh 

or fixed tissue collected (as per Chapter 2.5.1-2.5.2).  

3.2.1 Fresh Tissue Analyses 
Fresh tissue was homogenised and protein levels estimated (as per Chapter 2.6.1 – 2.6.2) and levels 

of normal and phosphorylated tau, as well as NK1 and TRPV1 expression were analysed using WB (as 

described in Chapter 2.6.5). Levels of cortical SP release were assessed using a commercial SP ELISA 

kit (as described in Chapter 2.6.3). 

3.2.2 Fixed Tissue Analyses 
Animal brains were sectioned (as per Section 2.7.1) and immunohistochemically stained for pTau 

(AT180) as described in (Chapter 2.7.2). Sections were digitised and analysed by blinded assessors 

(as per Chapter 2.7.2). 

3.2.2 Statistical Analysis 
SP ELISA data was analysed by first creating a standard curve with a four parameter logistic fit. The 

unknown values were then interpolated to the standard curve. Data were then sorted into 

experimental groups and analysed using a one-way ANOVA with Tukey post-hoc analysis. 

Immunohistochemistry cell count data were analysed using a one-way ANOVA with Tukey post-hoc 

analysis. All western blot data were analysed for differences between groups at each of the 

prescribed timepoints using a two-way ANOVA with Tukey post-hoc analysis. All statistical analyses 

were performed in GraphPad Prism (GraphPad Software, v7.0.2.). All data are displayed as mean ± 

SEM. 
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3.3 RESULTS 
 

3.3.1 SP ELISA 
At 5 hrs post-injury, a significant increase in SP concentration was observed in the severe TBI cohort 

(1652±206.1pg/mL; p=0.011), when compared to shams (1060±453.2pg/mL). SP concentration levels 

in severe TBI animals were also significantly increased when compared to the smTBI group 

(755.9±115.8pg/mL) at the 5 hr timepoint (p=0.0005). At 24 hrs post-injury, the rmTBI group showed 

the most profound increase in SP concentration, when compared to all other groups at all time-

points (2221±179.5pg/mL) and was significantly increased when compared only to the sham group 

(p<0.0001), but also the smTBI group (p<0.0001), severe TBI group at 24 hrs post-injury (p<0.0001) 

and severe TBI group at 5 hrs post-injury (p=0.0237). At 72 hrs post-injury, SP concentrations were 

significantly lower than the sham group in all experimental groups (p=0.038 smTBI = 

491.5±35.48pg/mL; p= 0.015 rmTBI = 520.7±69.63pg/mL; p=0.008 SEVERE = 449.4±19pg/mL). 

However, there were no significant differences between the different injury groups at this time-

point (Figure 3.1). 
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Figure 3.1: Time course of cortical SP concentrations following smTBI, rmTBI and severe TBI. 

Significant increases in SP concentration were noted in the SEVERE 5HR and rmTBI 24HR groups 

when compared to shams. SP concentrations in the SEVERE 5HR group were also significantly 

increased when compared to the smTBI group at the 5HR timepoint. The largest SP increase was 

observed in the rmTBI 24HR group which was significantly increased when compared to not only the 

sham group, but also the smTBI 24HR group, the severe 24HR group and the severe 5HR group. 

Significant decreases in SP concentration were observed in all experimental groups when compared 

to shams at the 72 hr time-point (SHAM n=6, all other groups n=4; *p<0.05, **p<0.01, ****p<0.0001 

compared to sham; ###p<0.001 compared to smTBI 5HR; †p<0.05, ††††p<0.0001 compared to 

smTBI 24HR; ‡p<0.05 compared to SEVERE 5HR). 
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3.3.2 NK1 & TRPV1 Western Blot 
Analysis of changes in TRPV1 relative density found a significant effect of both time (p=0.002) and 

injury type (p=0.011). At 5 hrs post-injury no significant effect of injury compared to shams was seen 

in TRPV1 levels (smTBI p=0.136; rmTBI p=0.390 and severe TBI p=0.117). At 24hrs post-injury, again 

no significant differences were noted relative to shams, although a significant increase in TRPV1 band 

density was observed in the severe TBI group (0.973±0.195) when compared to the smTBI group 

(0.448±0.215; p=0.008).  By 72 hrs this difference between the severe TBI and smTBI group was no 

longer evident, with the rmTBI group showing a significant decrease in TRPV1 blot density when 

compared to shams (0.738±0.226; p=0.002).   When analysing changes across the time course within 

each group, no difference in TRPV1 blot density was observed in sham or smTBI animals from 5-72 

hrs post-injury, whereas in rmTBI animals a significant decrease was seen from 24 to 72 hrs post-

injury (p=0.0004). Furthermore in severe injured animals a significant increase was seen from 5 to 24 

hrs post-injury (p=0.002), with a significant decrease from 24 hrs to 72hrs post-injury (p=0.03), with 

no difference between 5 and 72 hr levels of TRPV1 (p=0.981).  

Evaluation of NK1 blot density similarly found a significant effect of both timepoint (p<0.0001) and 

injury type (p=0.01).  No significant changes relative to sham animals were observed at the 5HR 

(smTBI p=0.993; rmTBI p>0.999; SEVERE p=0.731) or 72HR timepoint (smTBI p=0.9998; rmTBI 

p=0.868; SEVERE p=0.647). However there was an increase in NK1 blot density at 24 hrs following 

severe injury (1.68±0.31) when compared to the shams (1.11±0.123; p=0.004), smTBI (1.11±0.076; 

p=0.005) and rmTBI (1.013±0.141; p=0.001) groups (Figure 3.2A). Indeed no change across the time 

course was seen in sham, smTBI or rmTBI animals with only the severe injury group showing a 

significant increase in NK1 blot density when comparing the 5 and 72 hr to the 24 hr timepoint 

(p<0.001). 
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Figure 3.2: Time course of NK1 (A) and TRPV1 (B) expression as determined via western blot. 

Representative NK1, TRPV1 and housekeeper (GAPDH) bands from 5 hr (C), 24 hr (D) and 72 hr (E) 

animals. (n=4/gp, **p<0.01, ***p<0.001, ****p<0.0001 compared to SEVERE 24HR; ##p<0.01 

compared to SHAM 72HR). 

3.3.3 Tau Western Blot Data 
Analysis of changes in T231 band density found that the timepoint had a significant effect 

(p<0.0001), however injury type did not (p=0.386). At 5 hrs post-injury, a significant decrease 

(p=0.033) in T231 band density was observed in the severe group (0.439±0.171) when compared to 

the rmTBI (0.997±0.119) group (Figure 3.3A). There were no other significant differences observed 

between the other experimental groups in T231 band density when compared to shams at this time-

point (smTBI p=0.999, rmTBI p=0.887, SEVERE p=0.159).The 24 hr timepoint showed a significant 

increase in T231 density in the severe group (2.456±0.079), when compared to the sham 

(1.624±0.476; p=0.0007), smTBI (1.372±0.457; p<0.0001) and rmTBI (1.413±0.42; p<0.0001) groups. 

NK1 TRPV1 
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However by the 72 hr timepoint, the significant increase in T231 density in the severe group was no 

longer evident, with no significant differences observed between any groups when compared to 

sham at this timepoint (smTBI p=0.999, rmTBI p=0.993, SEVERE p=0.971).  

When comparing groups across the time course, a significant increase in T231 density was noted 

from 5 to 24hrs (p=0.001) and a significant decrease observed from 24hrs to 72 hrs (p=0.002) in the 

sham animals. A significant increase in density was also observed in the smTBI group from 5hrs to 24 

hrs (p=0.037). Although not significant, a trend toward a decrease was observed between 24 and 72 

hrs (p=0.054). In the rmTBI group, no significant difference was observed between 5 and 24 hrs 

(p=0.096), however a significant decrease in T231 density was noted from 24 to 72 hrs (p=0.016). A 

significant increase in density was observed in the severe group from 5 to 24 hrs (p<0.0001) however 

between the 24 and 72 hr timepoints this had significantly decreased back to sham levels 

(p<0.0001). In all groups, no significant changes were observed between the 5hr and the 72hr 

timepoint (SHAM p=0.977, smTBI p=0.985, rmTBI p=0.713, SEVERE p=0.151). 

 

With regards to Tau-5 band density, level of injury appeared to have a significant effect (p=0.029) 

however the timepoint did not (p=0.108) (Figure 3.3B). At 5 hrs post-injury, there were no significant 

differences observed between groups when compared to sham (smTBI p=0.997, rmTBI p=0.672, 

SEVERE p=0.997). Groups were also not significantly different from shams at the 24 hr timepoint 

(smTBI p=0.267, rmTBI p=0.632, SEVERE p=0.711), however a significant increase in band density 

was observed in the severe group (1.618±0.222) when compared to smTBI (0.993±0.125) at this 

timepoint (p=0.029). At the 72 hr timepoint, a significant increase in Tau-5 band density was 

observed in the rmTBI group (1.535±0.471) when compared to sham (0.932±0.146, p=0.038). The 

severe group appeared to show a trend towards a decrease when compared to sham at this 

timepoint (1.499±0.471, p=0.055). The smTBI group was not different from shams at this timepoint 

(1.106±0.335, p=0.849). Time did not appear to have a significant effect across sham, smTBI or rmTBI 

groups on Tau-5 band density. In the severe group, a significant increase was observed from 5 to 24 
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hrs (p=0.016) and a trend towards an increase also observed from 5 to 72 hrs (p=0.059). No 

significant difference was observed between 24 and 72 hrs in the severe group (p=0.844). 

 

The T231/Tau-5 ratio was also analysed to compare the relevant amounts of normal tau to 

phosphorylated tau. The T231/Tau-5 ratio was not significantly affected by the severity of injury 

(p=0.333) but did appear to be significantly affected by the timepoint (p<0.0001) (Figure 3.3C). No 

significant differences were observed between any groups when compared to sham within the 5hr 

(smTBI p=0.994, rmTBI p=0.995, SEVERE p=0.133), 24hr (smTBI p=0.862, rmTBI p=0.999, SEVERE 

p=0.448) and 72hr (smTBI p=0.983, rmTBI p=0.341, SEVERE p=0.306) timepoints. Sham animals were 

also not affected by the timepoint, with no differences observed between 5-72 hrs. The T231/Tau-5 

ratio in the smTBI group significantly increased from 5hrs (0.779±0.357) to 24 hrs (1.398±0.479, 

p=0.011) and then significantly decreased from 24 to 72 hrs (0.859±0.201, p=0.027). No change was 

observed between 5 and 72 hrs (p=0.917). In the rmTBI group, a trend towards an increase was 

observed from 5hrs (0.781±0.102) to 24 hrs (1.265±0.449, p=0.051) and a significant decrease in the 

ratio was observed from 24 to 72 hrs (0.594±0.195, p=0.005). However no changes were observed 

between 5 and 72 hrs (p=0.619). This was echoed somewhat in the severe group, with a significant 

increase in the T231/Tau-5 ratio observed from 5 hrs (0.386±0.134) to 24 hrs (1.541±0.225, 

p<0.0001) and a significant decrease observed from 24 to 72 hrs (0.581±0.122, p<0.0001) and again 

no differences observed between 5 and 72 hrs (p=0.595). 
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Figure 3.3:  Time course of T231 (A), Tau-5 (B) and the T231/Tau-5 ratio (C) acutely following TBI. (D): Representative T231, Tau-5 and housekeeper 

(GAPDH) bands from 5 hr (D), 24 hr (E) and 72 hr (F) animals (n=4/gp, *p<0.05, ***p<0.001, ****p<0.0001 compared to SEVERE 24HR; #p<0.01 compared 

to rmTBI 5HR; †p<0.05 compared to SHAM 72HR). 

T231 TAU-5 RATIO 
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3.3.4 Tau Immunohistochemistry 
Given the spikes in SP release observed in severe TBI animals at the 5 hr time-point and in the rmTBI 

animals at the 24 hr timepoint, more targeted immunohistochemical analysis for phosphorylated tau 

within the cortex under the impact site was undertaken to further elucidate the potential 

interactions between increases in SP release and subsequent tau phosphorylation.  

A significant increase in the number of AT180±ve cells was observed in the severe group at the 5 hr 

time-point (101.2±32.4; Figure 3.4G) when compared to sham (15±12.1, p=0.009, Figure 3.4B). 

When compared to the sham group, significant increases in AT180±ve cells were also observed in 

smTBI (96.6±23.07, p=0.015, Figure 3.4D), rmTBI (103.8±31.73, p=0.007, Figure 3.4F) and severe TBI 

(176.8±57.18, p<0.0001, Figure 3.4H) groups. AT180±ve cells were significantly decreased in the 

rmTBI group at 5 hrs (27.8±38), with significance observed between this group and the rmTBI group 

at 24 hrs (p = 0.036), and the severe group at both 5 hrs (p=0.027) and 24 hrs (p<0.0001). The severe 

24 hr group also had a significantly increased number of AT180±ve cells when compared to the 

smTBI group at both 5 hrs (p=0.0001) and 24 hrs (p=0.01), the rmTBI group at 24 hrs (p=0.037) and 

the severe group at 5 hrs (p=0.028) (Figure 3.4A). 
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Figure 3.4: (A) Cell count data of AT180±ve cells in the cortex of animals at 5 hr and 24 hr timepoints 

(B-H) Representative IHC staining of AT180±ve cells in the cortex of animals at 5 hr and 24 hr 

timepoints. B: SHAM, C: smTBI 5HR, D: smTBI 24HR, E: rmTBI 5HR, F: rmTBI 24HR, G: SEVERE 5HR, H: 

SEVERE 24HR. All images taken at 40x, scale bar 0-100µm. (n=5/gp; *p<0.05, **p<0.01 compared to 

sham; #p<0.05, ###p<0.001, ####p<0.0001 compared to SEVERE 24HR; †p<0.05, ††††p<0.0001 

compared to rmTBI 5HR). 
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3.4 DISCUSSION 
 

The aim of this study was to characterise the pattern of acute SP release and the expression of both 

NK1 and TRPV1 following smTBI, rmTBI and severe TBI, and to determine whether the pattern of such 

SP release was related to increases in the levels of tau phosphorylation seen acutely.  The peak of SP 

release following severe TBI was seen at 5 hrs, compared to 24 hrs in the rmTBI animals, with no 

increase in SP observed following a single mTBI.  Levels of the NK1 receptor, to which SP binds with 

the highest affinity, were only increased following severe TBI at the 24 hr time-point, whereas the 

TRPV1 receptor, whose activation leads to SP release, was decreased in rmTBI animals at 72 hrs post-

injury.  A change across time was also observed in NK1 expression, with the increase in NK1 

expression observed at the 24 hr timepoint in severe TBI not observed at the 5 or 72 hr timepoints. 

No direct relationship between SP-NK1 system and tau phosphorylation could be seen acutely. 

Severely injured animals who have a peak of SP release at 5 hrs post-injury, showed increases in the 

number of AT180+ve cells as observed via IHC at both 5 and 24 hrs post-injury.  In contrast both 

smTBI and rmTBI groups showed similar numbers of AT180+ve cells at 24 hrs post-injury, despite 

only the rmTBI group having an increase in SP levels at this time-point.  Despite changes in the 

number of AT180+ve cells being observed via targeted IHC analysis, no differences were observed 

via WB analysis.  

In regards to the release of SP following injury, although a rise in SP levels was seen in severe TBI 

animals at the 5 hr time-point, a much larger increase was observed in rmTBI animals at the 24 hr 

time-point. This matches previous work showing minimal increases of SP following smTBI, with 

increases in SP immunoreactivity observed as injury level increases (Corrigan et al. 2016). Given that 

SP release has previously been shown to be proportional to the frequency and intensity of stressful 

stimuli (Mantyh 2002) our findings are not surprising. Previous exposure to stressors such as 

neuroinflammation can amplify the interactions between SP and the NK1 receptor and if the 

frequency of these stressful stimuli are further increased this can have a two-fold effect, both 
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through the increased activation of NK1 receptors adjacent to the site of release and through the 

further diffusion of SP away from the site of release, allowing for the stimulation of more distant 

neurons (Mantyh 2002; Stucky, Galeazza & Seybold 1993). More frequent and intense stimuli on 

neurons can also lead to higher levels of neuronal activation, with three to five times the amount of 

neurons becoming activated compared to less stressful stimuli (Allen et al. 1997). Release of SP and 

activation of NK1 receptors in response to insult or injury in the CNS has been shown to be both 

beneficial and detrimental. Studies by Chauhan et al. (2008; 2011) have found that in NK1 deficient 

mice and mice treated with a NK1 receptor antagonist they both showed decreases in the 

inflammatory response as well as decreased astrogliosis and demyelination following bacterial 

infection and meningitis. However in contrast, SP/NK1 interactions are critical for resistance to 

Salmonella infection, as shown with reduced survival rates in wild-type mice following 

administration of a NK1 receptor antagonist in a study by Kincy-Cain and Bost (1996). This could 

potentially explain the shift in SP release between the 5hr & 24 hr marks, although SP was released 

in response to the initial injury and may have been beneficial, repeated insults would have driven 

further release of SP from the already primed system and therefore would now be detrimental 

(Johnson, Young & Marriott 2016).TRPV1 expression also appeared to be affected in this study, with 

decreases in rmTBI animals observed at the 72 hr timepoint. However, previous literature indicates 

that when subjected to repeated stress over a 10 day period, TRPV1 receptors appear to increase 

their expression both in situ & in vitro (Hong et al. 2011).  Further investigation into what 

precipitates TRPV1 activation and subsequent SP release in severe versus rmTBI is warranted.  

Of interest is the apparent increase in NK1 receptor expression in the severe group at the 24 hr time-

point, consistent with previous studies reporting that increases in SP release levels induce 

expression of the NK1 receptor on inflammatory response cells, such as astrocytes and microglia (Lin 

1995; Rasley et al. 2002). Although expression was increased in the severe group, it was not 

increased in the rmTBI group, which had the largest increase in SP across all experimental groups 

and time-points. This could potentially be due to the behaviour of the NK1 receptor following SP 



65 
  

binding as when SP initially binds to the NK1 receptor this results in rapid internalisation into the 

cytoplasm via endosomes (Mantyh 2002). Such receptor internalisation is reversible (Mantyh 2002), 

and what might be occurring is a rebound effect following the severe injury. Specifically, as SP levels 

decline following severe TBI, the NK1 receptors may be reversing their internalisation and returning 

to the cell surface. In contrast, the higher levels of SP release following rmTBI may be influencing 

receptor internalisation and therefore keeping these receptors internalised. However, the method 

used to assess NK1 expression in this study, WB, may not be appropriate in assessment of receptor 

internalisation and a different method such as immunocytochemistry or IHC should be employed in 

future studies to determine this. The behaviour of SP-NK1 system interactions following rmTBI still 

needs further elucidation before any firm conclusions can be drawn as to the contribution of this 

ligand-receptor pair. 

 

Increases in pTau acutely following severe TBI, such as that observed in this study at the 24 hr time-

point have been observed previously in pre-clinical models (Rubenstein et al. 2017). However, 

although SP concentrations were higher in the rmTBI animals, levels of tau phosphorylation were not 

higher than that observed in the severe TBI animals. Furthermore, tau phosphorylation was also 

observed in the smTBI group at the 24 hr time-point, indicating that there may be other processes 

influencing tau phosphorylation. Indeed, previous studies report that tau phosphorylation may be 

exacerbated by classical inflammation (Collins-Praino & Corrigan 2017; Kitazawa et al. 2005; Sy et al. 

2011). Given the observed delay between peak SP release and tau phosphorylation in this study, 

assessment of pTau changes at later timepoints via IHC is warranted to fully determine this time 

course. 

 

However, how neurogenic inflammation might interact with these cascades has not yet been 

investigated. It could be that the initial disassociation of tau from the microtubules could be caused 
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by the initial primary axonal injury, then phosphorylation becomes exacerbated via the secondary 

injury processes, potentially driven by neurogenic cascades facilitated by SP/NK1 feedback loops. 

Such processes may play a role at a later time-point in rmTBI animals, as previous studies assessing 

pTau following rmTBI have found increases at later time-points, up to three weeks post-injury 

(Petraglia et al. 2014). Axonal injury has also been seen in greater amounts following severe TBI 

compared to mTBI (Browne et al. 2011; Smith et al. 2000), and as such this may present a larger 

amount of dissociated tau available for phosphorylation compared to rmTBI. Additional analysis of 

changes in pTau deposition at further timepoints following both rmTBI and severe TBI, as well as 

additional characterisation of changes in axonal injury between the two injury levels can further 

elucidate the disease processes following injury Furthermore, in order to directly determine the 

effects of neurogenic inflammation on tau phosphorylation, further studies involving blockade of the 

SP pathway post-injury are required. Nevertheless, this presents an attractive opportunity to 

investigate these injury processes further and potentially identify targets to attenuate these 

processes. 

 

It is important to recognise and reflect on the differences observed in the WB and IHC pTau results. 

This may be due to the larger area analysed with the WB homogenates versus the more targeted IHC 

analysis. Whilst great care was taken to extract the relevant areas for WB analysis, it is certainly 

possible that too much cortical tissue was removed in the dissection stages. Normal distribution of 

tau does indeed vary throughout the brain, with a study using human tissue finding that the frontal 

grey matter contained 30-45% more normal tau than corresponding white matter (Khatoon, 

Grundke-Iqbal & Iqbal 1994). In the model of injury used in this study, the injury occurs between the 

lambda and bregma sutures, which is approximately 9mm wide (Paxinos, Watson & Emson 1980). 

When examined via IHC, tau phosphorylation also appeared to occur in the more superior areas of 

the cortex, directly underneath the impact site where the most stress occurs during injury. A study 
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by Ho & Kleiven (Ho & Kleiven 2009) showed that in a 3D model of stress, comparing lissencephalic 

and gyrencephalic brains, that in lissencephalic brains stress appeared to run parallel to the surface 

of the tissue, whereas in gyrencephalic brains the presence of gyri reduced strain on the tissue and 

localised the stress to the base of the sulci. Given the small margin for error in assessing and 

removing the correct tissue, it is perhaps warranted that in further studies more targeted dissection 

is required to both remove the required tissue and ensure that native tau levels in other sections do 

not have an effect on the final result, as well as conducting parallel IHC studies assessing the 

distribution of tau. 

3.5 CONCLUSIONS 
 

This study demonstrated that SP release is indeed present in the cortex following both rmTBI and 

severe TBI and that repeated insults appear to potentiate the release of SP via mechanisms that are 

yet to be determined.  Further investigation is needed to determine whether SP is linked to tau 

phosphorylation acutely following injury.   
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4.1. INTRODUCTION 
 

In the previous chapter, it was demonstrated that following severe TBI, an increase in SP 

concentration was observed 5 hrs post-injury, which is in keeping with previous studies (Donkin et 

al. 2009). Interestingly following rmTBI, there was a sharp increase in SP release observed at 24 hrs 

post-injury that surpassed the levels of SP release observed in severe injury at 5 hrs. Thus the release 

of SP appears to be a feature of both rmTBI and severe injury, however, the mechanism behind what 

is triggering the release of SP in these settings requires further investigation. 

Release of SP results from the activation of members of the transient receptor potential (TRP) 

family, which allow the influx of cations into neurons (Parenti et al. 2016). Of particular interest is 

the TRPV1 receptor which has been proposed to be a putative mechanoreceptor (Brederson et al. 

2012; McGaraughty et al. 2008). Indeed blockade or knockout of the TRPV1 receptor reduces the 

sensitisation of afferent neurons in the colon caused by stretch activation (Jones, Xu & Gebhart 

2005) and attenuates mechanical hyperalgesia in models of osteoarthritic pain (Chu et al. 2011). 

However, to date there has been no investigation into whether the mechanical forces following TBI 

similarly stimulate the TRPV1 receptor leading to SP release. It is postulated that as a result of the 

primary insult in rmTBI, TRPV1 may become sensitised and therefore may become more prone to the 

release of SP following subsequent injuries. Indeed, TRPV1 has previously been shown to mediate 

mechanical hypersensitivity following tissue insult and injury (Jones, Xu & Gebhart 2005). As such, 

blockade of the TRPV1 receptor could potentially reduce downstream effects and therefore tissue 

injury. Therefore the use of a competitive TRPV1 antagonist, such as capsazepine, could therefore be 

employed to prevent the release of SP and therefore improve outcomes following TBI. Capsazepine 

itself has a long half-life, estimated to be approximately 96 hrs and can readily cross the blood-brain 

barrier so it would have no problems interacting with the TRPV1 receptor (Bevan et al. 1992; Hu, 

Easton & Fraser 2005). Therefore it seems like an ideal candidate to allow for a mechanistic study of 

the SP/NK1 system following both rmTBI and severe TBI. 
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In addition in the previous chapter we were unable to demonstrate whether there was a relationship 

between SP release and tau phosphorylation following TBI. In order to investigate this further, 

preventing SP release through blockade of the TRPV1 receptor and analysis on the effects of tau 

phosphorylation will allow a more directed examination of the relationship between these two 

events.  

Accordingly, we sought to determine the role of mechanical activation of TRPV1 by administering 

treatment with the TRPV1 antagonist, capsazepine either before or after injury and examining the 

effect on SP levels following both severe and rmTBI.  If mechanical input is indeed the primary 

stimulus of TRPV1 activation and SP release then application prior to the mechanical injury should be 

more effective than treatment after the TBI.  Furthermore we sought to determine whether 

capsazepine treatment following severe TBI altered levels of tau phosphorylation with associated 

changes in the activity of kinases involved in tau phosphorylation. This study aimed to focus solely 

on the effect of severe TBI on tau phosphorylation and kinase activity as we know that kinase 

dynamics of interest to this study are altered following severe TBI (Kuo et al. 2013; Tran, Sanchez & 

Brody 2012; Zhao, Luo, et al. 2012) and would allow for the establishment of baselines for the rmTBI 

studies. Alterations in kinase activity and tau phosphorylation following rmTBI were further assessed 

in the studies conducted as a part of Chapter 5. 

 

4.2 STUDY DESIGN 
 

A total of 60 animals were used in this study, which was divided into 2 parts. For the first study to 

investigate the role of mechanical stimulation of TRPV1 in the facilitation of SP release following 

trauma, animals (n=40) were randomly assigned into the rmTBI or severe TBI cohorts and then 

subsequently sub-divided into sham, capsazepine pre-treatment, capsazepine post-treatment or 
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vehicle-treated groups for each injury condition. Animals received either 3x rmTBI (as described in 

Chapter 2.2.1) or a single moderate-severe TBI (as described in Chapter 2.2.2) and were 

administered either capsazepine (5mg/mL) or equal volume of vehicle via tail vein injection at either 

30 mins pre-injury or 30 mins post-injury. Specifically, for animals in the rmTBI cohort this drug or 

vehicle administration was at 30 mins pre-injury or post-injury on the day of the final rmTBI injury. 

Capsazepine and vehicle treatments were prepared fresh on the day (as described in Chapter 2.3.1) 

and administered under anaesthesia at the prescribed time-points (as per Chapter 2.3.4). The 

terminal time-point for assessment of SP release differed between the rmTBI and severe TBI cohorts, 

as the results from Chapter 3 indicated that the peak of SP release differed between these injury 

conditions. As such, rmTBI animals were sacrificed at 24 hrs following the final injury, whereas 

moderate-severe TBI animals were sacrificed at 5 hrs following injury for fresh tissue collection.  

A further subset of animals (n=20) were used for the second study, investigating whether prevention 

of SP release via blockade of the TRPV1 receptor in severe TBI animals had any effects on kinase 

activation or tau phosphorylation. Animals were randomly assigned into sham, vehicle, capsazepine 

pre-treatment or capsazepine post-treatment groups. Animals were sacrificed at 5 hrs post-injury for 

collection of fixed tissue (as described in Chapter 2.5.1). 

4.2.1 Fresh Tissue Analysis 
Fresh tissue was homogenised, protein levels estimated (as per Chapter 2.6.1 – 2.6.2) and the levels 

of normal and phosphorylated tau, as well as NK1 and TRPV1 expression, analysed using WB (as 

described in Chapter 2.6.5). Levels of cortical SP release were assessed using a commercial SP ELISA 

kit (as described in Chapter 2.6.3). Cell signalling interactions were assessed using a custom made 

Bio-Plex Pro Cell Signalling Assay kit (Multiplex, Bio-Rad; Chapter 2.6.4). 

4.2.2. Fixed Tissue Analyses 
To further address the cortical distribution of pTau, immunohistochemistry was performed (as per 

Chapter 2.7.). Data were collected from two independent blinded assessors (as described in Chapter 

2.7.2). 
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4.2.3. Statistical Analysis 
SP ELISA data was analysed by first creating a standard curve with a four parameter logistic fit. The 

unknown values were then interpolated to the standard curve. Data were then sorted into 

experimental groups and analysed using a one-way ANOVA with Tukey post-hoc analysis. Western 

Blot density data was analysed using a one-way ANOVA with Tukey post-hoc analysis. Multiplex 

readout data was analysed using a one-way ANOVA with Tukey post-hoc analysis. pTau 

immunohistochemistry cell count data was analysed using a one-way ANOVA with Tukey post-hoc 

analysis. All statistical analyses were performed in GraphPad Prism (GraphPad Software, v7.0.2.) 
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4.3 RESULTS 

 

4.3.1 The role of mechanical stimulation of the TRPV1 receptor on SP release 

 

4.3.1.1 SP ELISA 

 

Following severe injury both capsazepine pre-treatment (952±71.49pg/mL; p=0.002) and post-

treatment (1101±74.82pg/mL; p=0.012) led to a significant reduction in SP levels when compared to 

vehicle treated animals (1700±501.7pg/mL; Figure 4.4A). Indeed levels of SP in both capsazepine 

pre-treatment (p=0.934) and capsazepine post-treatment (p=0.477) animals were not significantly 

different to sham animals (853.6±145.2pg/m, p=0.934 & p =0.477 respectively). 

In contrast, in rmTBI animals only the animals pre-treated with capsazepine showed a significant 

reduction in SP levels compared to vehicle-treated animals (1177±224.3pg/mL vs 1973±188.9pg/mL; 

p=0.005), with capsazepine post-treated animals having a similar level of cortical SP to vehicle 

controls (1697±501pg/mL; p=0.467). A trend towards an increase in SP concentration was also 

detected in the capsazepine post-treatment group when compared to the capsazepine pre-

treatment group (p=0.075; Figure 4.1B). 
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Figure 4.1: SP ELISA data showing changes in cortical SP expression across treatment groups in 

severe TBI at 5 hrs post-injury (A) and in rmTBI at 24 hrs post-injury (B). (A): Vehicle treated animals 

had a significantly higher SP expression compared to sham, capsazepine pre-treatment and 

capsazepine post-treatment following severe TBI 5 hrs post-injury. No significant differences were 

observed between capsazepine pre-treatment and capsazepine post-treatment (n=5 all groups; 

***p<0.001, **p<0.01, *p<0.05 compared to vehicle). (B) SP concentrations were significantly 

elevated in the vehicle treated group when compared to both sham and capsazepine pre-treatment 

groups following rmTBI 24 hrs post-injury (n=5/gp; *p<0.05, **p<0.01 compared to vehicle). 
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4.3.1.2 NK1 & TRPV1 Western Data 

 

No changes in the levels of NK1 or TRPV1 were observed following either rmTBI or severe injury or 

capsazepine treatment (p = 0.39 for NK1 SEVERE; p= 0.561 for NK1 rmTBI; p = 0.20 for TRPV1 SEVERE; 

p = 0.318 for TRPV1 rmTBI; Figure 4.2).  

 

 

Figure 4.2: Western Blot data showing changes in NK1 (A) and TRPV1 (B) expression in capsazepine 

treated animals 5 hrs post severe TBI, and changes in NK1 (C) and TRPV1 (D) expression in 

capsazepine treated animals 24 hrs post rmTBI. No significant changes were observed across all 

groups (n=5/gp, p>0.05). 
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4.3.2: Effect of SP blockade on kinase activation and tau phosphorylation in severe TBI 
 

4.3.2.1 Kinase phosphorylation 

Levels of phosphorylated Akt (pAkt) were consistent between all experimental groups with no 

significant differences observed (p=0.265; Figure 4.3A). Phosphorylated ERK (pERK) readings 

revealed similar results with no significant differences observed between all experimental groups 

(p=0.193; Figure 4.3B). Readings for phosphorylated GSK-3β (pGSK-3β) also revealed no significant 

differences across experimental groups (p=0.935; Figure 4.3C). Levels of phosphorylated JNK (pJNK) 

showed a significant decrease in capsazepine pre-treated (p=0.007), capsazepine post-treated 

(p=0.002) and vehicle-treated (p<0.0001) groups, when compared to shams. A significant difference 

was also noted between the capsazepine pre-treated and vehicle groups (p=0.032; Figure 4.3D. 

Differences between the capsazepine post-treated and vehicle groups were not significant 

(p=0.1378). Total levels of Akt, ERK1/2, GSK-3β and JNK were also assessed and no differences were 

observed between any of these groups in levels of total kinase detected (Akt p=0.543, ERK1/2 

p=0.262, GSK-3β p=0.249, JNK p=0.864; Figure 4.4)  
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Figure 4.3: Multiplex data showing changes between groups in expression of pAkt (A), pERK1/2 (B), 

pGSK-3β (C) and pJNK (D). Differences in the levels of pAkt, pERK1/2, pGSK-3β were not significant 

between any of the groups (n=5, p>0.05). A significant decrease in pJNK was observed in vehicle 

(red, p<0.0001), capsazepine post-treated (purple, p<0.01) and capsazepine pre-treated (red, 

p<0.01) animals when compared to sham (green). A significant difference was also observed in the 

vehicle group when compared to the capsazepine pre-treatment group (p<0.05). (n=5/gp; **p<0.01, 

****p<0.0001 compared to sham, #p<0.05 compared to capsazepine pre-treated). 
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Figure 4.4: Multiplex data showing changes between groups in expression of total Akt (A), ERK1/2 

(B), GSK-3β (C) and JNK (D). No significant differences were observed in total levels of Akt, ERK1/2, 

GSK-3β or JNK levels at 5 hrs post-injury in capsazepine treated animals (n=5/gp, p>0.05). 
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4.3.2.2 Effect of blockade of SP release on tau phosphorylation following severe TBI. 

The effect of pre- and post-treatment with capsazepine on tau phosphorylation within the cortex 

were assessed within the cortex via both WB and immunohistochemistry.  No effect of injury nor 

treatment allocation was seen on the levels of T231 (p=0.56), tau-5 (p=0.15) or the ratio of 

T231/tau-5 (p=0.39) via western blot (Figure 4.5). In contrast, the more specific evaluation via 

immunohistochemistry found that cell counts of reactive pTau cells directly underneath the impact 

site showed significant increases in pTau immunoreactivity in capsazepine post-treated (82.8±28.6, 

p<0.0001; Figure 4.6D) and vehicle-treated (63.4±19.55, p=0.004; Figure 4.6B) groups when 

compared to shams (1.2±1.3; Figure 4.6A). Capsazepine post-treated animals also showed a 

significant increase in pTau immunoreactivity when compared to capsazepine pre-treated animals 

(29.8±14.7; p=0.002; Figure 4.6C) 
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Figure 4.5: Western Blot data showing changes in pTau (T231) deposition (A), Tau-5 expression (B) 

and T231/Tau-5 ratio (C) in capsazepine treated animals 5 hrs post injury. No significant changes 

were observed across all groups, regardless of injury type or treatment allocation (n=5/gp, p <0.05). 
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Figure 4.6: pTau immunoreactivity within the cortex directly below the impact site in Capsazepine 

treated animals 5 hrs post severe TBI.  Increased pTau immunoreactivity was observed in 

capsazepine post-treated (D) and vehicle (B) animals at five hrs post-injury. Less immunoreactivity 

was noted in capsazepine pre-treated (C) animals and virtually no immunoreactivity was noted in 

sham (A) animals. Images are displayed at 40x magnification, scale bar 0-100µm. This was confirmed 

via cell count of pTau immunoreactive cells directly underneath the impact site in capsazepine 

treated animals 5 hrs post-injury (E).  (n=5 all groups; ***p<0.001, ****p<0.0001 compared to sham, 

##p<0.01 compared to capsazepine pre-treated). 
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4.4 DISCUSSION 

These studies showed that treatment with the TRPV1 receptor antagonist capsazepine prevented the 

release of SP following rmTBI only when given prior to injury, whereas in severe TBI both pre and 

post-injury treatment successfully prevented SP release.  Administration of capsazepine was not 

associated with alterations in the levels of the NK1 or TRPV1 receptor following either rmTBI or 

severe TBI. Given that we had previously shown increases in tau phosphorylation acutely following 

severe TBI, we also sought to investigate whether preventing the release of SP with capsazepine 

would prevent this.  Of note although both pre and post-treatment with capsazepine led to a 

reduction in SP levels at 5 hrs post-injury, only the pre-treatment group had significantly increased 

expression of pJNK and decreased levels of AT180 positive cells when assessed via IHC. It is 

interesting to observe the differences in SP levels in sham animals when comparing the severe and 

rmTBI groups. This could be due to a multitude of factors including animal supply, surgical 

techniques, amount of anaesthesia, increased trauma due to intubation in severe sham animals, 

however these differences were controlled for as closely as possible within the scope of the 

experiments. 

Given the effectiveness of capsazepine treatment in reducing SP levels regardless of timing of 

administration following severe TBI compared to in rmTBI when only pre-treatment was successful, 

there may be different mechanisms driving SP release in these two models of TBI. Reductions in SP 

when given prior to injury, suggest that mechanical activation of the TRPV1 receptor is required, 

whereas effectiveness after injury is suggestive of activation of TRPV1 by other mediators, such as 

inflammatory mediators including bradykinins and prostaglandins. Neuroinflammation is widely 

shown to be increased following severe TBI in the intermediate phase of injury, with numerous 

potential triggers including peripheral blood products, tissue and cellular debris and reactive oxygen 

species potentially starting 1 hr following the initial mechanical insult (Algattas & Huang 2014). 

Indeed, a study by Tompkins et al. (2013) found that in a model of blast wave induced severe TBI, 
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increases in interleukin-1β (IL-1β) and tumour necrosis factor alpha (TNFα) were elevated 1 hr post-

injury. Given that neuroinflammation is not limited to severe TBI with microglial activation also seen 

at 6 hrs following diffuse mTBI (Lafrenaye et al. 2015), further studies would be needed to determine 

whether the time-course of inflammation and its severity differs between severe and rmTBI and may 

explain the difference in effectiveness of capsazepine post-treatment in preventing SP release.  

 

In line with the results from the previous chapter the peak of SP release was not associated with 

changes in the expression of the NK1 or TRPV1 receptor, with this unaltered by capsazepine 

treatment. Indeed previous studies have suggested that delayed time-points are required to observe 

changes in these receptors, with increased expression of TRPV1 in response to cold stressors seen at 

28 days-post-injury (Liu et al. 2017). Similarly increased NK1 receptor expression following 

penetrative brain-injury was observed from 1-4 weeks post-injury (Lin 1995). Extension of the final 

timepoints may therefore elucidate changes in NK1 and TRPV1 expression following TBI in future 

studies. 

 

As SP release was attenuated by capsazepine treatment both pre and post severe injury, we further 

investigated whether this altered kinase activation and tau phosphorylation post-injury. Capsazepine 

pre-treatment did indeed attenuate tau phosphorylation following injury as observed in IHC, 

whereas post treatment did not. Furthermore capsazepine pre-treatment significantly increased 

levels of pJNK compared to vehicle treated animals, although levels were still significantly decreased 

compared to shams.  Given that both capsazepine pre and post-treatment decreased the expression 

of SP at 5 hr post-injury the mechanism driving the decrease in tau phosphorylation in only the pre-

treated animals is difficult to explain.  It is possible that pre-treatment is more effective at 

preventing other aspects of the secondary injury cascade, such as axonal injury- either due to the 

longer time-frame available or due to the prevention of initial SP release.  Examination of SP levels 
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prior to the 5 hr time-point would allow elucidation of whether SP levels differ in the pre versus 

post-treated animals at the very early stage post-injury.  However these changes in tau 

phosphorylation do not appear to be directly linked to changes in the activity of the kinases 

examined in this study. 

It is also interesting to observe the decreases in pJNK following severe injury as a study by Otani et 

al. (Otani et al. 2002) indicated that following moderate TBI, pJNK levels decreased following a sharp 

increase 5 mins post-injury, reducing to non-significance from the sham group within 30 mins. This 

could potentially be a neuroprotective rebound effect, as in a study by Okami et al. (Okami et al. 

2013) showed that through blockade of JNK, therefore preventing upregulation of the JNK signalling 

pathway and therefore inducing JNK dephosphorylation, has been shown to reduce neuronal cell 

death in an in vitro model of ischaemia after reperfusion at 3 and 24 hr timepoints. 

4.5 CONCLUSIONS 

Overall it appears that mechanical activation of the TRPV1 receptor is key to facilitating SP release 

following rmTBI, and that secondary injury processes in conjunction with mechanical activation 

facilitate SP release following severe injury. It also appears that blockade of TRPV1 can have an effect 

on tau phosphorylation, however how this happens still requires investigation.  
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5.1 INTRODUCTION 
 

In the previous chapters (Chapters 3-4), it has been demonstrated that there is indeed SP release 

following severe traumatic brain injury, and that in rmTBI this response may be amplified (Chapter 

3).  As such, SP may therefore play a significant role in the secondary injury cascade following rmTBI. 

As outlined previously (Chapter 4) SP release from mechanically stimulated TRPV1 receptors may be 

a mediator of tau hyperphosphorylation, which is important as accumulation of abnormal tau in the 

form of neurofibrillary tangles is the hallmark diagnostic feature of CTE (McKee et al. 2016). 

In addition, SP release may exacerbate a number of other secondary injury factors, such as axonal 

injury. Concussive insults are known to be associated with increases in intracellular calcium, due to 

the ionic fluxes induced by the biomechanical impact, as well as the indiscriminate release of 

neurotransmitters, including glutamate (Giza & Hovda 2014; Prins et al. 2013). Such increased levels 

of intracellular calcium promote over-activation of a number of deleterious enzymes, which in turn 

lead to cellular injury and axonal damage through disruption of key cytoskeletal components such as 

neurofilaments and microtubules (Giza & Hovda 2014). Indeed, SP can facilitate this process, with 

studies demonstrating that SP administration leads to a sustained potentiation of NMDA receptors 

(Castillo et al. 2011), as it facilitates the release of the excitatory neurotransmitter glutamate (Guiard 

et al. 2007) which binds to the NMDA receptor to promote calcium influx (Strong et al. 2014). 

Axonal injury is a key mediator of cognitive deficits following concussion (McKee et al. 2014), with 

recent reports that reduced axon integrity in CTE cases is related to the degree of tau pathology in 

the associated grey matter (Holleran et al. 2017). The level of axonal injury has been shown to be 

markedly reduced following administration of an NK1 tachykinin receptor antagonist following 

severe injury in females (Corrigan et al. 2012; Donkin et al. 2011), which is the principal receptor to 

which SP binds (Alves 2014). This reduction in axonal injury was associated with an improvement in 

acute behavioural outcomes encompassing both motor and cognitive domains in females (Corrigan 

et al. 2012; Donkin et al. 2011). However, the efficacy of NK1 tachykinin receptor antagonist 
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treatment following rmTBI is yet to be determined. It should be noted that in the previous severe TBI 

studies two different forms of the NK1 antagonist have been utilised encompassing NAT, which 

cannot cross an intact BBB due to its lipid solubility (Banks 2009) and EU-C-001 (001), a blood-brain 

permeable variant (Donkin et al. 2011). 

Therefore, this chapter sought to assess the efficacy of both NK1 tachykinin receptor antagonists, 

NAT and EU-C-001 following rmTBI, both in the acute (24 hrs post-injury) and more chronic phase of 

injury (12 weeks post-injury), through evaluation of their effects on kinase activity, axonal integrity 

and tau phosphorylation, as well as behavioural outcomes. It is hypothesised that EU-C-001 will be 

more effective due to its lipid solubility and enhanced ability to cross the BBB, in contrast to NAT 

which is not lipid soluble and requires the BBB to be open to penetrate the brain (Donkin et al. 

2011). A smTBI group was also included in this study to assess whether there are any long term 

effects following injury, although there were no pathological differences observed in earlier studies 

(Chapter 3), there may be long term effects of a single injury that may not present acutely.  

5.2 STUDY DESIGN 
 

A total of 100 animals were used in the study: 1) acute study: n=50 animals, 24 hr survival time-

point; 2) long-term study: n=50; 12 week survival time-point. For both survival time-points, animals 

were randomly assigned into experimental groups: sham, smTBI, rmTBI with vehicle treatment 

(rmTBI VEH), rmTBI with NAT treatment (rmTBI NAT) or rmTBI with EU-C-001 treatment (rmTBI 001).  

Animals received mild TBI (as described in Chapter 2.2.1) and at thirty minutes following each injury, 

animals were re-anaesthetised and administered either NAT (2.5mg/kg), EU-C-001 (1mg/kg) or 

vehicle (0.9% saline) via tail vein injection, prepared as described in Chapter 2.3.2 - 2.3.3. At the pre-

determined end time-points, n=5 animals/gp were allocated to fresh tissue collection and n=5 

animals were allocated to fixed tissue collection. However due to technical difficulties and loss of 

corrupted data from the functional testing, group sizes have varied over the course of this study. 
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5.2.1 Functional Outcome Testing 
At six and twelve weeks post-injury, animals were tested for measures of anxiety, spatial and 

recognition and working memory as well as depressive-like symptoms using the Open Field (OF), 

Elevated Plus Maze, Y Maze (EPM), Barnes Maze (BM) and Forced Swim Test (FST), as described in 

Chapter 2.4. 

5.2.2 Fresh Tissue Analysis 
Fresh tissue was collected at 24 hrs and 12 weeks post-injury, homogenised (as per Chapter 2.6.1) 

and protein levels estimated (as per Chapter 2.6.2). Levels of normal and phosphorylated tau were 

assessed at both time-points using WB (as described in Chapter 2.6.5). Markers of axonal integrity 

including myelin basic protein (MBP) and neurofilament light chain (NFL), as well as the synapse 

markers, in post-synaptic density protein 95 (PSD-95), and synaptophysin were analysed at the 12 

week timepoint using WB (as described in Chapter 2.6.5). Levels of cortical SP release at 24 hrs post 

injury were assessed using a commercial SP ELISA (as described in Chapter 2.6.3). Cell signalling 

interactions were assessed at 24 hrs post injury using a custom made Bio-Plex Pro Cell Signalling 

Assay kit (Multiplex, Bio-Rad; as described in Chapter 2.6.4). 

5.2.3 Fixed Tissue Analysis 
To further examine the cortical distribution of pTau, immunohistochemistry was performed (as per 

Chapter 2.7.2). Data were collected by two independent and blinded assessors (as described in 

Chapter 2.7.2). 

5.2.4. Statistical Analysis 
All functional outcome measures, excluding the Barnes Maze, were analysed using a one-way 

ANOVA with Tukey post-hoc analysis. Barnes Maze data from days 1-3 of the protocol and the probe 

trial were analysed using a two-way ANOVA with Tukey post-hoc analysis for multiple comparisons. 

SP ELISA data was analysed by first creating a standard curve with a four parameter logistic fit. The 

unknown values were then interpolated to the standard curve. Data were then sorted into 

experimental groups and analysed using a one-way ANOVA with Tukey post-hoc analysis. WB density 
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data, the multiplex kinase assays and pTau immunohistochemistry cell count data were analysed 

using a one-way ANOVA with Tukey post-hoc analysis.  All statistical analyses were performed in 

GraphPad Prism (GraphPad Software, v7.0.2.). All data are displayed as mean ± SEM. 
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5.3 RESULTS 
 

5.3.1 SP ELISA 
A significant increase in cortical SP concentration was observed in rmTBI VEH tissue (1388±491.9 

pg/mL) when compared to sham (567.5±187.1 pg/mL, p = 0.002), smTBI (613.9±338.4 pg/mL, p = 

0.003), rmTBI NAT (589±127.2 pg/mL, p = 0.002) and rmTBI 001 (391±121.2 pg/mL, p = 0.0002) 

animals at 24 hrs post-injury (Figure 5.1). No other significant differences in cortical SP levels 

amongst groups were observed (p>0.05). 

 

 

Figure 5.1: SP ELISA data showing changes in SP expression across treatment groups at 24 hrs post 

injury. A significant increase in SP concentration was observed in the rmTBI VEH group, which was 

prevented with administration of both NK1 tachykinin receptor antagonists NAT and 001.  (n=5/gp; 

**p<0.01, ***p<0.001 compared to rmTBI VEH). 
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5.3.2 Kinase Activation 
The effect of NK1 tachykinin receptor antagonist treatment on acutely altering the expression of 

kinases, pAKT, pJNK, pERK and pGSK3α/β, known to be involved in tau phosphorylation expression 

was evaluated. A significant decrease in levels of pAKT were seen in the rmTBI VEH (p = 0.005) and 

rmTBI NAT (p = 0.011) groups compared to shams. Furthermore the smTBI (p = 0.005), rmTBI VEH (p 

= 0.0002) and rmTBI NAT (p = 0.0004) had significantly lower levels than the rmTBI 001 group (Figure 

5.2A). 

Similar results were observed in pERK1/2 expression at 24 hrs post injury (Figure 5.2B), with 

significant decreases relative to the sham and rmTBI 001 animals seen following smTBI (SHAM p = 

0.031; rmTBI 001 p = 0.0002), rmTBI VEH (SHAM p = 0.004; rmTBI 001 p<0.0001) and rmTBI NAT 

(SHAM p = 0.014; rmTBI 001p<0.0001) animals. The same pattern was observed in pJNK expression, 

with significant decreases relative to the sham and rmTBI 001 animals seen in the smTBI (SHAM p = 

0.026; rmTBI 001 p = 0.0009), rmTBI VEH (SHAM p = 0.002; rmTBI 001 p<0.0001) and rmTBI NAT 

groups (SHAM p = 0.008; rmTBI 001 p = 0.0003) (Figure 5.2D). In contrast no effect of injury or NK1 

tachykinin receptor antagonist treatment was seen on pGSK-3α/β expression (p=0.181; Figure 5.2C). 

Overall no changes were observed when looking at total expression of Akt, ERK, GSK-3α/β or JNK 

across all injury and treatment groups (Figure 5.3) 
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Figure 5.2: Multiplex data showing changes between groups in expression of pAKT (A), pERK1/2 (B), 

pGSK-3α/β (C) and pJNK (D) in NK1 tachykinin receptor antagonist treated animals at 24 hrs post 

injury. Treatment with 001 following rmTBI preserved levels of pERK1/2, pJNK and pAkt at 24 hrs 

following injury. There was no effect of injury on the levels of pGSKα/β. (n=5 all groups; *p<0.05, 

**p<0.01 compared to sham, ##p<0.01, ###p<0.001, ####p<0.0001 compared to rmTBI 001). 
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Figure 5.3: Multiplex data of total Akt (A), ERK1/2 (B), GSK-3α/β (C) and JNK (D) in any animals at 24 

hrs post injury. No changes were observed across all experimental groups (n=5gp/, p>0.05). 
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5.3.3 Tau Phosphorylation 
The effects of blockade of SP signalling on tau phosphorylation were examined via both WB, as well 

as IHC of the number of AT180+ve neurons directly under the impact site. At 24 hrs post-injury, no 

changes in pTau (p = 0.81), Tau-5 (p = 0.84) or the pTau/Tau-5 ratio (p=0.76) were observed between 

any of the experimental groups within the cortical impact site via WB (Figure 5.4A-C). However, with 

a more directed analysis via IHC cell counts of the cortex located directly underneath the impact site, 

a significant increase in the number of pTau immunoreactive cells was seen in the rmTBI VEH 

(67±13.91; p = 0.019) and rmTBI NAT groups (65.4±21.05; p = 0.026), with a trend towards an 

increase in the rmTBI 001 group (59.8±22.4; p=0.069) when compared to the smTBI group 

(27.6±12.18; Figure 5.4D).  No significant differences in pTau immunoreactive cells were noted in the 

sham animals (45.5±17.86) compared to the smTBI group (Figure 5.5). 
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Figure 5.4: Analysis of pTau (T231) (A), Tau-5 expression (B) and the T231/Tau-5 ratio (C) in NK1 

tachykinin receptor antagonist treated animals at 24 hrs post injury via WB.  There were no changes 

in levels of tau phosphorylation at the T231 site noted at 24 hrs following injury (n=4 per group, 

p<0.05).  
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Figure 5.5: Representative IHC images of AT180 staining in cells directly underneath the impact site 

in sham (A), smTBI (B), rmTBI VEH (C), rmTBI NAT (D) and rmTBI 001 (E) animals 24 hrs post-injury. 

IHC staining showed a significant increase in AT180 positive cells in rmTBI VEH and rmTBI NAT 

groups at the 24 hr time-point (arrows), when compared to the smTBI group. Staining also appeared 

to be increased in the rmTBI 001 group, however this was not significant when compared to the 

other groups. Sham and smTBI groups generally appeared to have less staining overall when 

compared to all other groups. Images taken at 40x, scale bar 0-100µm. These changes were 

confirmed via cell count of the pTau immunoreactive cells (F) (n=5/gp; *p<0.05 compared to smTBI). 
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At 12 weeks post-injury, WB analysis showed significant differences in T231 levels (Figure 5.6) with 

smTBI (p=0.001), and all the rmTBI animals, irrespective of treatment (mTBI VEH p=0.04, rmTBI NAT 

p<0.0001 and rmTBI 001 p=0.01) having higher levels compared to shams. Amongst injury groups, a 

significant increase in T231 expression was observed in the rmTBI NAT group when compared to the 

rmTBI VEH group (p = 0.02), with no significant differences observed between the rmTBI VEH and 

rmTBI 001 groups (p = 0.96). However, when converted to a ratio of T231/Tau-5 expression no 

significant differences in tau phosphorylation were noted between any of the vehicle or NK1 

tachykinin receptor antagonist treated groups (p=0.63; Figure 5.6C). This may be potentially due to 

differences in expression of total-tau, with a significant increase in tau-5 expression in the rmTBI 

NAT group when compared to sham animals (p = 0.02; Figure 5.6B).  Despite these observations, WB 

analysis did not match the IHC analysis, with no significant differences in AT180+ve cells observed 

across any of the groups (p = 0.352; Figure 5.6D). 
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Figure 5.6: Analysis of changes in the levels pTau (T231) deposition (A), Tau-5 expression (B) and the 

T231/Tau-5 ratio (C) in NK1 tachykinin receptor antagonist treated animals at 12 weeks post-injury. 

Significant increases in T231 expression were observed in all experimental groups when compared to 

sham animals, and in the rmTBI NAT group when compared to the rmTBI VEH group (A). Tau-5 

expression was also significantly increased in rmTBI NAT animals when compared to sham (B). No 

effect of NK1 antagonist treatment was seen on the Tau231/Tau-5 ratio (C) (n=4/gp; *p<0.05, 

***p<0.001, ****p<0.0001 compared to sham, #p<0.05 compared to rmTBI VEH).  
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Figure 5.7: Representative IHC images of AT180 staining in cells directly underneath the impact site 

in sham (A), smTBI (B), rmTBI VEH (C), rmTBI NAT (D) and rmTBI 001 (E) animals 24 hrs post-injury. 

No significant differences in AT180 staining were observed across all experimental groups. Images 

taken at 40x, scale bar 0-100µm. These observations were confirmed via cell count of the pTau 

immunoreactive cells (F). (n=5/gp; p>0.05). 
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5.3.4 Axonal and Synaptic Integrity 
WB analysis was used to investigate the effects of NK1 tachykinin receptor antagonist treatment 

following rmTBI on preservation of synaptic and axonal integrity at 12 weeks post-injury in the 

cortex under the impact site (Figure 5.8).  Levels of PSD-95, a post-synaptic scaffolding protein, were 

significantly increased following both smTBI (4.09±0.93; p = 0.004) and rmTBI NAT (4.13±1.32; p = 

0.004), when compared to shams (1.474±0.51) at 12 weeks post -injury. Significant differences were 

also observed in the smTBI and rmTBI NAT groups when compared to both the rmTBI VEH (1.67±0.7; 

p = 0.008; p = 0.007 respectively) and rmTBI 001 (1.18±0.45; p = 0.001; p = 0.001 respectively) 

groups (Figure 5.8A).  In contrast, levels of synaptophysin, a presynaptic vesicular protein 

representing an index of synapse formation, were unaltered by injury (p = 0.767) (Figure 5.8D). 

In regards to axonal integrity, MBP, which is essential for normal myelination was found to 

significantly differ between groups (Figure 5.8B; p=0.02). Specifically, there was a significant increase 

in MBP levels in rmTBI VEH animals (1.65±0.52; p<0.05) and a trend towards an increase in rmTBI 

NAT animals (1.51±0.39; p=0.05), compared to the rmTBI 001 animals (0.69±0.25). No differences in 

MBP band density were seen in relation to sham (1.11±0.15) or smTBI (1.25±0.50) animals (Figure 

5.8B).  The axonal structural protein NFL was also assessed, however no significant differences were 

seen, irrespective of injury or treatment type (p=0.77; Figure 5.8C). 
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Figure 5.8: WB data showing changes in PSD95 (A), MBP (B), NFL (C) and synaptophysin (D) in NK1 

treated animals 12 weeks post injury.  (n=4/ gp; **p<0.01 compared to sham, ##p<0.01 compared to 

rmTBI VEH, †p<0.05 compared to rmTBI 001, ††p<0.01 compared to rmTBI 001). 
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5.3.5 Functional Outcome Testing 
The effect of NK1 tachykinin receptor antagonist treatment on locomotion, anxiety-like behaviour, 

depressive-like behaviour and cognition was assessed at 6 and 12 weeks post-injury. Distance 

travelled in the OF showed no differences at 6 weeks post-injury between any of the groups (p = 

0.61; Figure 5.9A). However, at 12 weeks post-injury, a significant increase in the total distance 

travelled was observed in the rmTBI 001 group compared to shams (38.59±13.27m vs. 

24.99±11.54m, p=0.015), in addition to a trend towards increased distance travelled in the rmTBI 

VEH group (35.75±4.8; p=0.086). No significant differences were seen between the smTBI 

(33.79±5.38m; p=0.226) and rmTBI NAT groups (32.73±9.04m; p=0.346) when compared to shams 

(Figure 5.9B).   

 

Within the EPM no difference in terms of time spent in the open arm was noted at either 6 (p=0.977; 

Figure 5.9C) or 12 weeks (p=0.188; Figure 5.9D) post injury. Similarly, the amount of time spent in 

the novel arm within the Y Maze was not significantly different between any group at either time-

point (6 weeks: p=0.791; 12 weeks p=0.253; Figure 5.9E&F). Depressive-like behaviour was 

evaluated as time spent immobile on the FST, with no differences seen at 6 weeks (p=0.129; Figure 

5.9G), but an overall effect seen at 12 weeks post-injury (p=0.013).   This was driven by a significant 

reduction in time spent immobile in the smTBI animals (110.7±52.69) compared to the rmTBI NAT 

animals (180.4±52.65s; p=0.023), with a trend compared to the sham (167.7±54.78s; p=0.091) and 

rmTBI 001 groups (167.3±24.04s; p=0.095). No differences were observed between the smTBI and 

rmTBI VEH groups at any time post-injury (129.5±55.44s; p=0.91; Figure 5.9H).  

 

Learning and memory was also examined on the Barnes Maze, with the time taken to enter the 

escape box averaged over two trials on three separate training days. All groups displayed a 

significant improvement in test duration time over the three day testing period at both 6 and 12 
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week time points (p<0.0001 6 & 12 weeks), however such changes were not significantly different 

between groups (6 weeks: p=0.643; 12 weeks: p=0.199; Figure 5.10A&B). Probe trial data analysis of 

the time taken to find and enter the new escape box location was used as the primary outcome 

measure, and although the time taken to complete the trial did improve across all groups (p=0.029 6 

weeks, p=0.01 12 weeks), no significant differences were observed between groups at both the 6 

and 12 week time-points (6 weeks: p=0.322; 12 weeks: p=0.715; Figure 5.10C&D). 



104 
  

 



105 
  

Figure 5.9: Effect of NK1 tachykinin receptor antagonist treatment on functional performance on the 

OF (A&B), EPM (C&D), Y Maze (E&F) and FST (G&H) performance at 6 (left) and 12 (right) weeks 

post-injury. No differences were noted between groups at the 6 week time-point for all groups in all 

tests (OF: n=10/gp, p>0.05; EPM: SHAM, smTBI, rmTBI NAT n=10, rmTBI VEH n=6, rmTBI 001 n=7, 

p>0.05; Y Maze: SHAM, rmTBI VEH n=9, smTBI n=10, rmTBI NAT n=7, rmTBI 001 n=6, p>0.05; FST 

n=10/gp, p>0.05). No differences were observed between groups in EPM and Y Maze performance 

at the 12 week time-point (EPM: n=10/gp, p>0.05; SHAM n=9, smTBI n=10, rmTBI VEH, rmTBI NAT 

n=7, rmTBI 001 n=8, p>0.05). A significant increase in distance travelled was observed in rmTBI 001 

animals when compared to sham in the OF at 12 weeks post-injury (n=10/gp; *p<0.05 compared to 

sham). In the FST at 12 weeks post-injury, a significant increase in immobility time was also observed 

in the rmTBI NAT group when compared to the smTBI group (n=10/gp; #p<0.05 compared to smTBI). 
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Figure 5.10: Barnes Maze performance over the acquisition phase (A&B) and the probe trial (C&D) at 

6 (left panel) and 12 (right panel) weeks post-injury. Although performance did improve over time 

following injury, there were no significant differences observed between all groups in the acquisition 

phase at either 6 or 12 weeks post-injury. Similarly, although performance improved over time in the 

probe trial, no significant difference was observed between all groups at both the 6 and 12 week 

time-points (6 week: SHAM, smTBI n=8; rmTBI VEH, rmTBI NAT, rmTBI 001 n=7, p>0.05; SHAM n=9, 

smTBI, rmTBI 001 n=8, rmTBI VEH, rmTBI NAT n=7, p>0.05). 
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5.4 DISCUSSION 
 

Although it has been demonstrated in these studies that administration of an NK1 tachykinin 

receptor antagonist appears to have acute effects following injury through a reduction in SP release, 

alteration of the levels of pAkt, pERK and pJNK and a reduction in the levels of tau phosphorylation 

(when the specific region under the impact zone was assessed immunohistochemically), this did not 

translate to long-term benefits in improving tau phosphorylation, functional outcomes or changes in 

markers of axonal integrity.  Such findings were unexpected, however there are several caveats. 

Specifically, the fact that in this study, in contrast to our previous work (McAteer et al. 2016), rmTBI 

animals did demonstrate any significant functional deficits at either 6 or 12 weeks post-injury, nor 

accumulation of hyperphosphorylated tau, as assessed via immunohistochemistry, which would be 

amenable to treatment. As such, these key differences in the pattern of injury observed may 

contribute to the discrepancy in outcomes observed between our studies. Intriguingly, there was 

implication that the NK1 antagonist, NAT, may actually worsen outcome with these animals, showing 

an increase in levels of PSD-95, a postsynaptic membrane protein that is found adjacent to the 

presynaptic sites of neurotransmitter release, and an increase in time spent immobile in the FST, 

which was not present in rmTBI vehicle treated animals.  In contrast some benefits of 001 were seen 

with preservation of sham levels of MBP at 12 weeks post-injury, which was increased in both rmTBI 

vehicle and NAT treated animals. 

 

Attenuation of SP release via the administration of NK1 tachykinin receptor antagonists has been 

observed previously in models of stress exposure. A study conducted by Singewald et al (Singewald 

et al. 2008) found that at resting, administration of a NK1 tachykinin receptor antagonist increased 

SP release, but when subjected to swim stressors, SP release was diminished. It was therefore 

suggested that under normal conditions SP and the NK1 receptor act in a self-regulatory capacity, 

regulating endogenous concentrations via receptor-mediated negative feedback loops. In contrast, 
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under stressful conditions SP release is further facilitated through the action of NK1 activation, 

creating a positive feedback loop leading to higher levels of SP and internalisation of NK1 receptors 

that have higher SP binding affinity (Lever et al. 2003; Malcangio & Bowery 1999; Singewald et al. 

2008). Therefore administration of a NK1 antagonist can block this positive feedback loop and 

prevent further SP release via this mechanism. This could also explain the increases in SP observed in 

the rmTBI vehicle treated animals and the subsequent decrease in concentration in the NK1 

tachykinin receptor antagonist treated groups, due to the blockade of potential SP binding sites and 

therefore preventing activation of this self-regulation loop. 

 

In addition to investigating acute changes in SP, the effect of rmTBI and subsequent NK1 tachykinin 

receptor antagonist treatment on levels of activated kinases (pAKT, pERK, pJNK and pGSK3α/β) were 

also investigated. rmTBI significantly decreased pAkt, pERK and pJNK expression at 24 hrs post-

injury, which was prevented by treatment with 001, but not NAT. This may be because higher levels 

of 001 may have entered the central nervous system, as it is more BBB penetrable than NAT (Donkin 

et al. 2011), and therefore able to more easily access the cerebral parenchyma. In addition to this, 

001 has an additional trifluoromethyl benzyl ester group which increases binding affinity to the NK1 

receptor (Cascieri et al. 1994; MacLeod et al. 1994), which may have had an impact on these results.  

The effect of these alterations in acute kinase levels require further investigation, given the wide 

range of functions of these kinases. Protein phosphorylation is the most widespread post-

translational modification used in signal transduction and can affect every single cellular process, not 

limited to cell metabolism, growth, membrane transport and countless others (Ubersax & Ferrell Jr 

2007). ERK activation requires phosphorylation at its regulatory Tyr and Thr residues, and has been 

shown to interact and phosphorylate a large number of substrates (Yoon & Seger 2006). A number 

of transcription factors are phosphorylated by active ERK including Elk1 (Gille, Sharrocks & Shaw 

1992), p53 (Murphy et al. 2002), c-Fos (Milne et al. 1994), and c-Jun (Morton et al. 2003), which are 
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all important for the initiation and regulation of proliferation and oncogenic transformation (Shaul & 

Seger 2007). However in most cell types, ERK activation is transient, with peak activation and 

phosphorylation observed 5-15 minutes after stimulation (Yao & Seger 2004). Dephosphorylation of 

ERK is mediated by removal of the phosphates from the Tyr and Thr residues by Ser/Thr 

phosphatases such as PP2A (Alessi et al. 1995; Yao & Seger 2004). Decreases in pERK may be 

therefore linked to a negative feedback loop involving the actions of phosphatases in controlling 

excessive ERK activity following acute activation (Yao & Seger 2004). The decrease in pERK 

expression observed in this study echoes the results of other studies, with dephosphorylation of 

ERK1/2 in the hippocampus observed following a single mTBI in rodents at 4 and 18 days post-injury 

(Kuo et al. 2013). The dephosphorylation of ERK has also been linked to the induction of apoptosis 

via capsase-3 activation (Yufune et al. 2016; Zhao, Luo, et al. 2012) and thus may have detrimental 

effects acutely post-injury. 

 

With regards to the other kinases assessed in this study, decreases in pAkt have been linked to 

phosphorylation of tau at Thr212/Ser214 in vitro (Ksiezak-Reding et al. 2003). Decreases in pAkt may 

also be detrimental, as administration of an Akt inhibitor prior to moderate controlled cortical 

impact TBI increases apoptotic cell death, with depletion of the Akt inhibitor leading to rescue of 

pAkt and attenuation of TBI-induced cell death (Farook et al. 2013). Furthermore, administration of a 

histone deacetylase inhibitor, believed to interact with the PTEN and Akt pathways, both prevented 

such decreased dephosphorylation and improved functional outcomes following TBI (Wang, Jiang, et 

al. 2013). Reduction of pJNK also improves outcomes following TBI, with a moderate reduction of 

activity via a known JNK inhibitor found to reduce JNK phosphorylation, which in turn reduced tau 

phosphorylation following TBI (Tran, Sanchez & Brody 2012). 

However, in this study any effects of alterations in kinase activation appeared to be distinct from 

alterations in tau phosphorylation. Acutely, no increase was seen in T231/Tau 5 ratio via WB, 
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whereas more targeted immunohistochemical analysis saw an increase in all rmTBI groups 

regardless of treatment, although this did not reach significance in the 001 treated animals. 

Nevertheless, observing differences between WB and IHC analysis of tau is not uncommon, as due to 

the multitude of tau isoforms and phosphorylation sites it can be difficult to select appropriate 

targets. Indeed, Espinoza et al (Espinoza et al. 2008) assessed the differences in 3R and 4R tau 

labelling with IHC and WB techniques in a cohort of human AD samples, reporting that although IHC 

detected both 3R and 4R tau, when analysed with WB, not all tangles appeared to be labelled using 

the same 3R and 4R monoclonal antibodies. It should be highlighted that WB analysis encompasses a 

much larger area of tissue compared to IHC, and thus if changes in tau phosphorylation are highly 

localised these may not be seen via WB as they are “diluted” in the large sample. Furthermore, in 

lissencephalic brains, tau deposition may run parallel to the surface of the tissue given the shear 

stress profiles previously observed (Cloots et al. 2008), and given the distinctive accumulation of tau 

within certain cortical layers, this is difficult to differentiate with WB analysis.   

 

With regards to changes in pTau in the chronic stage of injury in this study, at 12 weeks post-injury 

an increase in T231 was noted in all injury groups, relative to sham via WB. However it appears that 

rather than an increase in phosphorylation of tau, this seemed to be caused by an overall increase in 

levels of tau itself, as once expressed as a ratio (T231/tau-5) this effect was lost. Increases in total 

tau in blood plasma have been observed in former military personnel and are strongly associated 

with exposure to mTBI and the development of post-concussive syndrome (Olivera et al. 2015). This 

also has been observed in animal models, with Ojo et al (Ojo et al. 2016) reporting a two-fold 

increase in total tau at 6 months following mTBI that was delivered twice weekly for a period of 

either 3 or 4 weeks. In contrast to the acute time-point, such alterations were not reflected in the 

IHC analysis, with no differences observed compared to sham tissue. This may, in part, be explained 

by the way that tau phosphorylation was assessed, as number of AT180+ve neurons, as the increase 
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seen via WB may have been driven by an increase in intensity in the AT180+ve cells, rather than an 

increase in the overall number of positive cells.  Furthermore, it may suggest that by 3 months post-

injury alterations in tau are no longer confined directly to the impact site, and may have spread to 

encompass greater areas of tissue beyond the immediate injury impact site.  This is most evident in 

CTE disease progression, with stage I of the disease localised to discrete pTau foci in the cerebral 

cortex and around small blood vessels, whereas in stage IV severe pTau pathology is observed 

throughout most regions of the cerebral cortex and medial temporal lobe (McKee et al. 2013). 

 

Nonetheless, it is evident that NK1 tachykinin receptor antagonist treatment had no effect on the 

levels of tau phosphorylation, at either the acute or long-term time-points examined.  Future studies 

could also examine different phosphorylation sites, although T231 is implicated in NFT formation in 

other tauopathies such as Alzheimer’s disease, there are upwards of 40 phosphorylation sites 

directly identified that are also involved (Hanger, Anderton & Noble 2009). Investigation of other 

phosphorylation sites that are important for maintenance of microtubule assembly, such as Ser262, 

(Biernat et al. 1993), or Ser214, which when phosphorylated, along with T231, can decrease 

polymerisation of microtubules by tau (Illenberger et al. 1998), may therefore be warranted to give 

more insight into the effects of rmTBI and potential therapeutic effect of NK1 antagonist treatment 

on tau phosphorylation (Schwalbe et al. 2015). Hyperphosphorylation of tau in neurodegenerative 

disease states occurs at many different sites and is mediated through a multitude of pathways. A 

study by Cavallini et al. (Cavallini et al. 2013) assessing the phosphorylation of tau in human 

neuroblastoma cells and primary cortical neurons found that GSK3α/β and MAPK13 were the most 

active tau kinases at sites associated with AD disease states. Fyn kinase activation has also been 

linked to tau hyperphosphorylation, it has the ability to hyperphosphorylate tau in the dendritic 

spines leading to microtubule instability (Rubenstein et al. 2017). Indeed, in a study by Chin et al. 

(Chin et al. 2005), overexpression of Fyn in a mouse model of AD resulted in accelerated synaptic 
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loss and cognitive impairments. It could be that NK1 blockade is not having the intended effects on 

kinase activity, or not interacting with other kinases that could be interacting with tau. The 

hyperphosphorylation of tau following TBI is an incredibly complex and multifaceted and 

necessitates a need to highlight the important interactions between tau and kinases in order to 

understand disease progression in tauopathies. 

 

Despite having no effect on tau phosphorylation, treatment with 001 did preserve MBP levels at 

sham levels, in contrast to rmTBI vehicle and NAT animals which showed a significant increase at 3 

months post-injury. MBP is the second most abundant protein in CNS myelin and is essential for its 

formation (Boggs 2006). MBP plays an essential role in the compaction and formation of the myelin 

sheath within the CNS allowing for proper transmission of signals down neurons (Readhead et al. 

1990). The mechanism driving an increase in MBP following rmTBI is unknown; it may reflect a 

rebound effect following an acute alteration of MBP, as increases have been observed in the acute 

phase of injury. Indeed, MBP has been proposed as a potential biomarker of mTBI, with increases in 

MBP serum levels reported at 24 hrs, 72 hrs and 14 day time-points following rodent mTBI (Rostami 

et al. 2012).  In line with our findings, increases in MBP were observed in juvenile rats following a 

moderate CCI TBI at a 60 days post-injury, which were associated with changes in white matter 

morphology.  Further histological examination is required to confirm whether alterations in MBP 

seen here relate to structural abnormalities in myelination.  

 

In contrast to the changes in MBP which were observed in rmTBI VEH and NAT animals, altered PSD-

95 expression was seen in the smTBI and rmTBI NAT animals only. PSD-95 is a scaffolding protein 

that is expressed within excitatory synapses and is important in glutamatergic neurotransmission 

(Wakade et al. 2010). PSD-95 expression has also been observed to change expression following 

neurological injury, with acute decreases following moderate CCI observed in the ipsilateral 
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hippocampus 7 days post-injury (Wakade et al. 2010). Loss of PSD-95 and post-synaptic scaffolding 

proteins has also been observed in immature rodents following TBI and in human cases of AD 

(Gobbel et al. 2007; Proctor, Coulson & Dodd 2011; Walker & Tesco 2013), which does not match 

the results in this study which report an increase in PSD-95 expression. Although much work has 

been done assessing the short-term effects of mTBI on axonal integrity, the results from this study 

warrant further investigation into axonal responses in the chronic phase of injury.  

 

Despite these minor structural changes, limited alterations in functional outcome were observed 

following rmTBI at either 6 or 12 weeks post-injury. This is in contrast to our previous experience 

with this model where we observed decreases in locomotion at 6 and 12 weeks post-injury as 

observed on the OF, as well as mild changes in spatial learning and memory as seen in the Y Maze at 

12 weeks post-injury and Barnes Maze at both 6 and 12 weeks have been observed in rmTBI animals 

and were not observed in the current study (McAteer et al. 2016). Potential explanations for such 

changes in functional outcome performance not being replicated in the present study are varied. 

Specifically, the animals used in this study, although sourced from the same supplier, may for some 

inexplicable reason experienced a phenotypic shift (Wong, Gottesman & Petronis 2005) and 

therefore did not respond to the rmTBI as they had previously. It could also be the case that the 

sham animals, although not injured, could have become influenced by outside factors. Although 

such factors are strictly controlled for, any change to the housing or diet of the animals within the 

holding facility could also have an effect on these results. Although functional deficits in this model 

have been observed previously, the longer inter-injury interval may explain the milder deficits 

observed in this study. Multiple studies have used a shorter, three day interval and in turn, observed 

greater functional deficits (Huang et al. 2013; Kane et al. 2012; Longhi et al. 2005)In addition to this, 

corruption of critical functional data due to technological faults reduced group sizes across the board 

and may have impacted on the presented data, therefore accurate assumptions cannot be made 
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about changes in functional outcomes in this study. Overall, these results indicate that the 

behavioural assessments used here may require revalidation and perhaps addition of more robust 

cognitive assessments such as operant boxes may allow for a more thorough assessment of 

behavioural changes following rmTBI in this model. 

5.5 CONCLUSIONS  
Overall it appears that the NK1 antagonists NAT and 001 may indeed have an effect on acute SP 

release following rmTBI. In addition to this, 001 but not NAT may also have an effect on 

phosphorylation of the tau protein kinases Akt, ERK and JNK, however dephosphorylation of these 

does not lead to molecular changes in pTau deposition in the acute phase of injury. However 

changes in pTau levels can be observed histologically in the acute phase of injury and molecularly in 

the chronic phase of injury. Changes in axonal pathology and behavioural outcomes are still unclear 

and warrant further investigation. To summarise, the NK1 antagonists may influence outcomes if 

administered following rmTBI, but their effects on tau phosphorylation are negligible. Therefore in 

the context of attenuating the long term effects of rmTBI and targeting the phosphorylation of tau 

related to the development of CTE, the SP/NK1 system does not appear to be involved. Investigation 

into other pathways that may be influenced by SP release and therefore NK1 blockade could possibly 

highlight another therapeutic intervention for these compounds. 
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Chapter 6: General Discussion 
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6.0 INTRODUCTION 

 
From the experiments conducted within this thesis, it has been demonstrated that SP is released in 

response to both rmTBI and severe TBI. Indeed, this is the first study to show that there is an 

increase in SP release following rmTBI and that this has the potential to be even greater than that 

observed at the peak of severe injury (Figure 6.1). This is believed to be caused primarily by 

mechanical activation of the TRPV1 receptor, as blockade by administration of a TRPV1 receptor 

antagonist prior to injury prevented SP release following both severe and rmTBI. At the same 

timepoints, increases in pTau observed via IHC were observed following severe TBI. As such, to 

determine whether potential changes in tau phosphorylation were driven by the action of SP release 

on the NK1 receptor following rmTBI, the efficacy of NK1 tachykinin receptor antagonist treatment 

was assessed. Although increases in SP cortical concentrations, decreases in JNK, ERK and Akt 

phosphorylation and increases in levels of pTau detectable by IHC in the acute phase of injury were 

altered by rmTBI and these effects of injury reduced by NK1 tachykinin receptor antagonist 

administration, this did not affect changes to pTau detected via WB. Indeed, changes in T231 pTau, 

MBP and PSD-95 were detected via WB at the 12 week timepoint, however, this was not reflected in 

changes to total tau detected via WB or pTau detected via IHC, or any major changes in functional 

outcomes. 
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Figure 6.1: Representative diagram of SP release following TBI of varying severities and frequencies. 

Following smTBI (yellow), a non-significant increase in cortical SP concentrations is usually observed 

when compared to sham levels (green). Conversely following a single severe TBI (red), significant 

increases in SP release are observed 5 hrs post-injury. However, following rmTBI (blue), this 

response appears to be magnified and an exponential increase in SP release is observed at the 24 hr 

timepoint following the final mTBI, which appears to be greater than that observed at the peak of SP 

release in severe TBI (graph not to scale).  
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Level of Injury 
5 hours post-

injury 
24 hours post-injury 

72 hours post-
injury 

12 weeks 
post-injury 

SHAM No increase No increase No increase No increases 

smTBI 
Non-significant 
increase in SP 

Non-significant 
increase in SP 

Non-significant 
increase in SP 

Non-
significant 

changes 

rmTBI 
Significant 

increases in SP 

Very significant 
increase in SP, 

dephosphorylation of 
JNK, ERK, Akt, 

increased pTau (IHC), 
increased TRPV1 

activation 

Non-significant 
increases in SP 

Significant 
decreases in 
MBP, PSD95, 

significant 
increases in 
pTau (WB) 

SEVERE 
Significant 

increases in SP 

Significant increase in 
SP, increased pTau, 

increased TRPV1 
activation 

Non-significant 
increases in SP 

Not assessed 

 

Table 6.1: Table summarising the key findings following TBI from the experiments conducted within 

the thesis. 

6.1 CHARACTERISING THE RELEASE OF SP AND DOWNSTREAM EFFECTS FOLLOWING 

rmTBI 
 

The results obtained from these studies indicate that there is indeed an increase in SP release within 

cortical tissue at the 24 hr timepoint following rmTBI. This appeared to be different from the 

timepoint of peak SP release observed in severe animals, which was observed at 5 hrs post-injury, 

similar to what has been observed previously in this model of TBI (Donkin et al. 2009). Although an 

increase in SP cortical concentrations was noted in the severe TBI group at the 5 hr timepoint, levels 

were significantly higher at the 24 hr timepoint in rmTBI animals, which supports previous findings 

that SP release is proportional to the frequency and intensity of stressful stimuli (Allen et al. 1997; 

Mantyh 2002). Increased NK1 expression was also observed in the severe TBI group at the 24 hr 

timepoint however that was not observed in the rmTBI animals. This therefore warrants further 

investigation given that the highest overall release of SP was observed at the 24 hr timepoint in 

rmTBI animals and the fact that this does not match the results observed with the NK1 study is 

intriguing. TRPV1 expression was also significantly altered by both rmTBI and severe TBI, with 
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increases observed at the 24 hrs in the severe group and decreases in the rmTBI group at 72 hrs. 

However, no direct relationship between the SP-NK1 system and changes in acute tau 

phosphorylation were observed, with increases in AT180 positive cells observed at the cortex 

observed via IHC but not WB. 

 

It is clear that although there are changes following both rmTBI and severe TBI, study of both 

additional timepoints and markers including markers of axonal injury and neuroinflammation is 

needed to fully understand the changes present following trauma. The tau phosphorylation 

observed in this study, although it matches previous studies where increases were observed in the 

acute phase of injury following rmTBI (McAteer et al. 2016; Petraglia et al. 2014), these were not 

able to be observed via WB. Although there was indeed tau phosphorylation, this not only did not 

exceed pTau levels in the severe group but matched levels observed in the smTBI group at the 24 hr 

timepoint. More insight may be gained from assessment of axonal injury dynamics either through 

immunohistochemical assessment of amyloid precursor protein (APP) positive axons or via further 

western blot assessment of different sized neurofilaments at this timepoint. Mechanical dissociation 

of tau from the microtubules may potentially be driving these increases given phosphorylation was 

observed at all injury levels; since axonal injury has been shown to be at higher levels following 

severe TBI compared to mTBI in previous studies (Browne et al. 2011; Smith et al. 2000), this might 

explain the results observed in these studies. Further analysis of how classical inflammation may be 

influencing pTau levels following TBI may also be warranted given that previous work indicates that 

there may be interplay between the two processes (Kitazawa et al. 2005; Sy et al. 2011). A study by 

Kitazawa et al. (Kitazawa et al. 2005) found that in a transgenic mouse model of AD, when exposed 

to lipopolysaccharide (LPS), a known activator of classical inflammation, tau hyperphosphorylation 

was significantly increased at sites known to be mediated by CDK5.  Additionally, a study by Sy et al. 

(Sy et al. 2011) found that following induction of acute or chronic inflammation in a transgenic 
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mouse model of AD, increased tau phosphorylation characteristics were observed as well as spatial 

memory in the chronic inflammation group. Specifically, following chronic inflammation, tau 

phosphorylation was increased via a GSK3B dependent mechanism and inhibition of GSK3B activity 

did indeed attenuate tau phosphorylation (Sy et al. 2011). How neurogenic inflammation and the 

release of SP following TBI influences this classical inflammation (Corrigan, Vink & Turner 2016) and 

potential rise in pTau may also shed some light on the results observed in this study.  

 

6.2 EFFECT OF TRPV1 BLOCKADE ON SP RELEASE FOLLOWING TBI 
 

These studies indicated that blockade of the TRPV1 receptor via administration of the TRPV1 

antagonist capsazepine prior to TBI, had an effect on the cortical concentrations of SP following both 

rmTBI and severe TBI. Reductions in SP concentration were observed at the peak times of SP release 

in both rmTBI and severe animals when pre-treated with capsazepine. However, this did not have an 

effect on TRPV1 or NK1 expression at the same timepoints which is unexpected given the SP results. 

This may be due to the method of detection used for TRPV1 and NK1 expression via western blot. As 

with the tau phosphorylation results, it may be that the area of tissue analysed was too big to allow 

for meaningful analysis given the widespread distributions of both TRPV1 and NK1 within the CNS 

(Datar et al. 2004; Ho, Ward & Calkins 2012). Therefore either a more targeted dissection of the 

tissue of interest or a more targeted analysis of the tissue using a different technique such as 

immunoprecipitation or immunohistochemistry may also be warranted to gain more meaningful 

results. Following the results from Chapter 3, which showed increases in acute tau phosphorylation 

following severe TBI, an investigation into how TRPV1 blockade effects tau phosphorylation may also 

be warranted as it was shown that treatment with capsazepine prior to injury prevented cortical 

pTau accumulation as detected via IHC and increased expression of pJNK compared to vehicle 

treatment.  
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The most interesting finding from this study was the potential differences in mechanisms for SP 

release between severe and rmTBI as capsazepine pre-treatment was only successful following 

rmTBI. This has potential interest for investigation of other pathways that TRPV1 can activate in the 

CNS following injury. TRPV1 activation has been shown to interact with the BBB in the CNS, more 

specifically on pericytes and astrocytes that interact with the brain vasculature (Toth et al. 2005). A 

study by Hu et al. (Hu, Easton & Fraser 2005) found that following administration of capsaicin, a 

TRPV1 agonist, to the brain surface of rats that this increased permeability and that administration of 

capsazepine reduced the response elicited from capsaicin. Given the sharp increase in TRPV1 levels 

in the severe group following injury and the knowledge that BBB disruption is a feature of severe TBI 

(Corrigan et al. 2016), this provides an interesting avenue for future studies.  

 

However some of the results in this study are more difficult to explain, such as the decreased 

expression of SP in both the capsazepine pre-treatment and post-treatment groups following severe 

TBI and the fact that although SP was reduced in both these groups, pTau levels were only decreased 

in the pre-treatment group. This may come back to the previously discussed notion that tau 

phosphorylation may be influenced by a multitude of factors following TBI and not solely the actions 

of TRPV1 and SP release alone, including altered kinase activity and changes in microtubule dynamics 

as a result of the primary insult (Blennow, Hardy & Zetterberg 2012; Lucke-Wold et al. 2014). 

Furthermore, the results of the kinase studies, which may differ dependent on the level of injury as 

indicated in Chapter 4 and Chapter 5, raise additional questions as to their level of involvement 

following mTBI.  

The greatest increases in pTau were observed in the severe group at the 24 hr timepoint, however 

kinase interactions were largely unaffected which again indicate different or additional tau 

phosphorylation pathways. With all that being said, this allows for many avenues of investigation for 

future studies. 
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6.3 EFFECT OF NK1 TACHYKININ RECEPTOR ANTAGONISTS ON OUTCOMES 

FOLLOWING rmTBI 
 

In these studies, administration of a NK1 tachykinin receptor antagonist following rmTBI reduced the 

release of SP that was observed following rmTBI in the previous chapters. Indeed, administration of 

a NK1 tachykinin receptor antagonist also appeared to have an effect on the tau-protein kinases Akt, 

JNK and ERK in the acute phase of injury, as well as changes in pTau expression when examined via 

IHC. However, such changes in the acute stages of injury were not associated with accompanying 

improvements in long-term outcomes, neither the accumulation of pTau examined via IHC nor 

improvements in functional outcomes, despite positive changes being observed previously (McAteer 

et al. 2016). Nevertheless, examination of markers of axonal injury including MBP and PSD-95 

indicated changes in their expression following NK1 tachykinin receptor antagonist treatment, with 

an improvement in MBP levels compared to vehicles observed in the 001 treatment group and a 

significant increase in PSD-95 following NAT treatment. 

 

One of the most important outcomes from this study is that although it appeared that the NK1 

tachykinin receptor antagonists did have an effect on the phosphorylation state of the tau-protein 

kinases assessed in this study, this did not have a pronounced effect on tau phosphorylation. With 

consideration towards the results gathered in Chapter 4, it appears that there is more to the tau 

phosphorylation cascade than the action of these protein kinases alone. Indeed, studies assessing 

the role of protein phosphatases such as PP2A following both rmTBI and severe TBI have shown that 

there is diminished activity following traumatic injury (Shultz et al. 2015; Tan et al. 2016). As 

discussed earlier, there is also a potential role for classical inflammation to play a role in the 

accumulation of pTau following TBI (Collins-Praino & Corrigan 2017). It could be that disruption of 

axonal integrity following rmTBI could promote the initial disease state formation of tau, which then 
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could be further promoted into tauopathy by a chronic inflammatory state, perhaps driven by acute 

SP release as it has been seen previously that SP can contribute to further inflammation within the 

brain (Collins-Praino & Corrigan 2017; Johnson, Young & Marriott 2016). Since both of these lines of 

study were not partaken of within this thesis, they present an attractive opportunity to examine the 

potential effects that the release of SP and neurogenic inflammation may have in these systems. 

Additionally, examination of additional timepoints at earlier and later stages, for example at 5-15 

minute timepoints to assess potential spikes in ERK activity (Yao & Seger 2004), or a 30 day 

timepoint to assess intermediate tau phosphorylation (Kane et al. 2012) may also shed some light on 

disease progression as we may have missed critical parts of changes in protein conformation with 

the timepoints selected in this study. 

 

6.4 LIMITATIONS & FUTURE DIRECTIONS 
 

It is important to reflect on the limitations in this study that may have affected the results presented 

herein. A large limitation that almost certainly affected these results would be the loss of critical 

behavioural data due to technological failures. Although best attempts were made to recover this 

data, not all of the data points were able to be recovered successfully and such had an overbearing 

effect on the group sizes and power levels of some of the behavioural studies. This type of failure 

was unforeseen on the part of the experimenters, but as such steps such as automatic online backup 

of experimental data to cloud storage can be implemented in future to prevent such a loss. 

As discussed earlier, the results of the western blots with regards to NK1 and TRPV1 activity were 

unexpected and may indeed be to the gross dissection of cortical tissue. This may therefore be due 

to the inclusion of unnecessary tissue that may have been dissected along with the target area at the 

time of collection. This may have also affected the SP ELISA results, with high variability observed 

between studies. To prevent this in future, more targeted dissection, perhaps with a dissection 

microscope to better discern the target areas, may prove useful in future to improve results. 



124 
  

In addition to more targeted dissection, analysis of additional areas of the brain may shine more 

light on what is happening following rmTBI, both in the short term and long term. Many other 

studies in rodents have analysed different areas of the brain following rmTBI, including the 

hippocampus (Slemmer et al. 2002) and indeed in cases of CTE changes have been observed in the 

frontal and temporal lobes, as well as in the thalamus and hypothalamus (McKee et al. 2015). Future 

experiments in this model of rmTBI could include a comprehensive analysis of the additional areas 

believed to be implicated in the pathogenesis of CTE and could provide further validation of this 

model as one that is clinically relevant. 

A large gap that certainly allows for future studies is the effect of biological sex on release of SP 

following rmTBI. Although most of the work surrounding the study of long term neurodegeneration 

following early life participation in contact sports has been focused on male athletes in the past, 

there has been a recent surge in research pertaining to concussion rates in females. Although 

concussion rates have been found to be higher in males when compared to females in rule-matched 

sports, females have a higher rate of disclosure of concussion symptoms when compared to males 

(Iverson et al. 2015). In a study conducted by Brook et al. (2017) it was found that in a sample of 459 

NCAA women’s ice hockey athletes, about half of respondents reported at least one diagnosed 

concussion over the course of their entire organised ice hockey career, with an incidence rate of 1.18 

per 1000 athlete-exposures to a game of practice. Additionally, a study by Rosene et al. (2017) found 

that compared to men’s concussion rates in NCAA hockey, women’s rates were similar, with 

0.83/1000 exposures in Division I men compared to 0.73/1000 exposures in Division III women, and 

that differences could be attributed to division of play, not biological sex. With the concussion rates 

in women matching that of men, it presents a pronounced need to focus more study in this area 

within pre-clinical models, and this model certainly presents an attractive option to do so. 

Although the link between SP release and tau-mediated neurodegeneration was not made clear 

within these studies, it still presents important findings that may impact clinically. This is one of the 
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first studies to ascertain the role that SP may play following rmTBI and although it had no effect on 

tau phosphorylation, there are still many opportunities to intervene clinically, although not via drug 

administration. The finding that rmTBI significantly increases SP release could potentially pave the 

way for a clinical test to further confirm concussions, potentially detecting through the blood, CSF or 

in conjunction with DTI imaging to determine white matter integrity. A study by Lorente et al. (2015) 

found that in severe TBI patients with a GCS of < 8, serum levels of SP were higher in non-surviving 

patients than in surviving patients and higher SP serum concentrations correlated with mortality. 

Elevated levels of SP in the CSF have also been linked with other CNS disorders such as fibromyalgia 

(Russell et al. 1994; Vaeroy et al. 1988) and in patients with major depressive disorder (Rimon et al. 

1984). Adding to this, a study by Won et al. (2017) assessed the relationship between plasma SP 

levels and white matter integrity in patients with major depressive disorder, finding a negative 

correlation between increased plasma SP levels and decreased radial and mean diffusivity within the 

corticospinal tract, which projects to the anterior cingulate cortex, as well as a negative correlation 

between increased SP levels and fractional anisotropy values of the forceps minor of the corpus 

callosum, which is involved in interconnecting the prefrontal cortex and anterior cingulate areas. 

However no studies have looked clinically at the effects of rmTBI on peripheral SP release and 

therefore presents an attractive area for future studies.  

 

6.5 CONCLUSIONS 
 

Overall, these studies that SP release appears to be dependent on the severity and frequency of the 

injury following TBI and indeed this work is one of the first to show that there is a severe increase in 

SP following rmTBI, which may be more significant than what is observed following severe injury. 

This release is thought to be via the mechanical stimulation of TRPV1 receptors within the CNS as 

blockade prior to injury prevented increases in SP levels. However, the SP-NK1 system did not have a 

pronounced effect on tau phosphorylation following TBI as a part of the short and long term 
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downstream effects of blockade of SP mediated actions, whether at the start of the chain at the 

TRPV1 receptor or at a later stage at the NK1 receptor. However, these studies have opened up many 

avenues for further investigations on how neurogenic inflammation may potentially influence tau 

dynamics in different ways following TBI, especially with regards to the influence on kinase activity 

and classical inflammation that release of SP following rmTBI may indeed have an effect on.  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



127 
  

REFERENCE LIST  
 

Abbas, K, Shenk, TE, Poole, VN, Breedlove, EL, Leverenz, LJ, Nauman, EA, Talavage, TM & Robinson, 
ME 2015, 'Alteration of default mode network in high school football athletes due to repetitive 
subconcussive mild traumatic brain injury: a resting-state functional magnetic resonance imaging 
study', Brain Connect, vol. 5, no. 2, Mar, pp. 91-101. 

 
Akazawa, T, Kwatra, SG, Goldsmith, LE, Richardson, MD, Cox, EA, Sampson, JH & Kwatra, MM 2009, 
'A constitutively active form of neurokinin 1 receptor and neurokinin 1 receptor-mediated apoptosis 
in glioblastomas', J Neurochem, vol. 109, no. 4, May, pp. 1079-1086. 

 
Albayram, O, Kondo, A, Mannix, R, Smith, C, Tsai, CY, Li, C, Herbert, MK, Qiu, J, Monuteaux, M, 
Driver, J, Yan, S, Gormley, W, Puccio, AM, Okonkwo, DO, Lucke-Wold, B, Bailes, J, Meehan, W, Zeidel, 
M, Lu, KP & Zhou, XZ 2017, 'Cis P-tau is induced in clinical and preclinical brain injury and contributes 
to post-injury sequelae', Nat Commun, vol. 8, no. 1, Oct 17, p. 1000. 

 
Alessi, DR, Gomez, N, Moorhead, G, Lewis, T, Keyse, SM & Cohen, P 1995, 'Inactivation of p42 MAP 
kinase by protein phosphatase 2A and a protein tyrosine phosphatase, but not CL100, in various cell 
lines', Curr Biol, vol. 5, no. 3, Mar 01, pp. 283-295. 

 
Algattas, H & Huang, JH 2014, 'Traumatic Brain Injury Pathophysiology and Treatments: Early, 
Intermediate, and Late Phases Post-Injury', Int J Mol Sci, vol. 15, no. 1, pp. 309-341. 

 
Allen, BJ, Rogers, SD, Ghilardi, JR, Menning, PM, Kuskowski, MA, Basbaum, AI, Simone, DA & Mantyh, 
PW 1997, 'Noxious cutaneous thermal stimuli induce a graded release of endogenous substance P in 
the spinal cord: imaging peptide action in vivo', J Neurosci, vol. 17, no. 15, Aug 1, pp. 5921-5927. 

 
Altomare, DA & Testa, JR 2005, 'Perturbations of the AKT signaling pathway in human cancer', 
Oncogene, vol. 24, no. 50, Nov 14, pp. 7455-7464. 

 
Alves, JL 2014, 'Blood-brain barrier and traumatic brain injury', J Neurosci Res, vol. 92, no. 2, Feb, pp. 
141-147. 

 
Anderton, BH, Betts, J, Blackstock, WP, Brion, JP, Chapman, S, Connell, J, Dayanandan, R, Gallo, JM, 
Gibb, G, Hanger, DP, Hutton, M, Kardalinou, E, Leroy, K, Lovestone, S, Mack, T, Reynolds, CH & Van 
Slegtenhorst, M 2001, 'Sites of phosphorylation in tau and factors affecting their regulation', 
Biochem Soc Symp, no. 67, pp. 73-80. 

 
Atkins, CM, Falo, MC, Alonso, OF, Bramlett, HM & Dietrich, WD 2009, 'Deficits in ERK and CREB 
activation in the hippocampus after traumatic brain injury', Neurosci Lett, vol. 459, no. 2, 05/03, pp. 
52-56. 

 
Ballatore, C, Lee, VM & Trojanowski, JQ 2007, 'Tau-mediated neurodegeneration in Alzheimer's 
disease and related disorders', Nat Rev Neurosci, vol. 8, no. 9, Sep, pp. 663-672. 



128 
  

 
Banks, WA 2009, 'Characteristics of compounds that cross the blood-brain barrier', BMC Neurology, 
vol. 9, no. Suppl 1, 06/12, pp. S3-S3. 

 
Barkhoudarian, G, Hovda, DA & Giza, CC 2011, 'The molecular pathophysiology of concussive brain 
injury', Clin Sports Med, vol. 30, no. 1, Jan, pp. 33-48, vii-iii. 

 
Barnes, CA 1979, 'Memory deficits associated with senescence: a neurophysiological and behavioral 
study in the rat', J Comp Physiol Psychol, vol. 93, no. 1, Feb, pp. 74-104. 

 
Bellander, BM, Olafsson, IH, Ghatan, PH, Bro Skejo, HP, Hansson, LO, Wanecek, M & Svensson, MA 
2011, 'Secondary insults following traumatic brain injury enhance complement activation in the 
human brain and release of the tissue damage marker S100B', Acta Neurochir (Wien), vol. 153, no. 1, 
Jan, pp. 90-100. 

 
Berger, Z, Roder, H, Hanna, A, Carlson, A, Rangachari, V, Yue, M, Wszolek, Z, Ashe, K, Knight, J, 
Dickson, D, Andorfer, C, Rosenberry, TL, Lewis, J, Hutton, M & Janus, C 2007, 'Accumulation of 
pathological tau species and memory loss in a conditional model of tauopathy', J Neurosci, vol. 27, 
no. 14, Apr 04, pp. 3650-3662. 

 
Bevan, S, Hothi, S, Hughes, G, James, IF, Rang, HP, Shah, K, Walpole, CS & Yeats, JC 1992, 
'Capsazepine: a competitive antagonist of the sensory neurone excitant capsaicin', Br J Pharmacol, 
vol. 107, no. 2, Oct, pp. 544-552. 

 
Biernat, J, Gustke, N, Drewes, G, Mandelkow, EM & Mandelkow, E 1993, 'Phosphorylation of Ser262 
strongly reduces binding of tau to microtubules: distinction between PHF-like immunoreactivity and 
microtubule binding', Neuron, vol. 11, no. 1, Jul, pp. 153-163. 

 
Billingsley, ML & Kincaid, RL 1997, 'Regulated phosphorylation and dephosphorylation of tau protein: 
effects on microtubule interaction, intracellular trafficking and neurodegeneration', Biochem J, vol. 
323 ( Pt 3), May 01, pp. 577-591. 

 
Binder, LI, Guillozet-Bongaarts, AL, Garcia-Sierra, F & Berry, RW 2005, 'Tau, tangles, and Alzheimer's 
disease', Biochim Biophys Acta, vol. 1739, no. 2-3, Jan 03, pp. 216-223. 

 
Blennow, K, Hardy, J & Zetterberg, H 2012, 'The neuropathology and neurobiology of traumatic brain 
injury', Neuron, vol. 76, no. 5, Dec 6, pp. 886-899. 

 
Boggs, JM 2006, 'Myelin basic protein: a multifunctional protein', Cell Mol Life Sci, vol. 63, no. 17, 
Sep, pp. 1945-1961. 

 
Brederson, JD, Chu, KL, Reilly, RM, Brown, BS, Kym, PR, Jarvis, MF & McGaraughty, S 2012, 'TRPV1 
antagonist, A-889425, inhibits mechanotransmission in a subclass of rat primary afferent neurons 
following peripheral inflammation', Synapse, vol. 66, no. 3, Mar, pp. 187-195. 



129 
  

 
Brenner, LA, Vanderploeg, RD & Terrio, H 2009, 'Assessment and diagnosis of mild traumatic brain 
injury, posttraumatic stress disorder, and other polytrauma conditions: burden of adversity 
hypothesis', Rehabil Psychol, vol. 54, no. 3, Aug, pp. 239-246. 

 
Brodin, E, Rosen, A, Schott, E & Brodin, K 1994, 'Effects of sequential removal of rats from a group 
cage, and of individual housing of rats, on substance P, cholecystokinin and somatostatin levels in 
the periaqueductal grey and limbic regions', Neuropeptides, vol. 26, no. 4, Apr, pp. 253-260. 

 
Brook, EM, Kroshus, E, Hu, CH, Gedman, M, Collins, JE & Matzkin, EG 2017, 'Incidence of Sports-
Related Concussion Among NCAA Women's Ice Hockey Athletes', Orthop J Sports Med, vol. 5, no. 7, 
Jul, p. 2325967117714445. 

 
Broussard, JI, Acion, L, De Jesus-Cortes, H, Yin, T, Britt, JK, Salas, R, Costa-Mattioli, M, Robertson, C, 
Pieper, AA, Arciniegas, DB & Jorge, R 2018, 'Repeated mild traumatic brain injury produces 
neuroinflammation, anxiety-like behaviour and impaired spatial memory in mice', Brain Inj, vol. 32, 
no. 1, pp. 113-122. 

 
Browne, KD, Chen, XH, Meaney, DF & Smith, DH 2011, 'Mild traumatic brain injury and diffuse axonal 
injury in swine', J Neurotrauma, vol. 28, no. 9, Sep, pp. 1747-1755. 

 
Cascieri, MA, Macleod, AM, Underwood, D, Shiao, LL, Ber, E, Sadowski, S, Yu, H, Merchant, KJ, Swain, 
CJ, Strader, CD & et al. 1994, 'Characterization of the interaction of N-acyl-L-tryptophan benzyl ester 
neurokinin antagonists with the human neurokinin-1 receptor', J Biol Chem, vol. 269, no. 9, Mar 04, 
pp. 6587-6591. 

 
Castillo, C, Norcini, M, Baquero-Buitrago, J, Levacic, D, Medina, R, Montoya-Gacharna, JV, Blanck, TJ, 
Dubois, M & Recio-Pinto, E 2011, 'The N-methyl-D-aspartate-evoked cytoplasmic calcium increase in 
adult rat dorsal root ganglion neuronal somata was potentiated by substance P pretreatment in a 
protein kinase C-dependent manner', Neuroscience, vol. 177, Mar 17, pp. 308-320. 

 
Caterina, MJ, Schumacher, MA, Tominaga, M, Rosen, TA, Levine, JD & Julius, D 1997, 'The capsaicin 
receptor: a heat-activated ion channel in the pain pathway', Nature, vol. 389, no. 6653, Oct 23, pp. 
816-824. 

 
Cavallini, A, Brewerton, S, Bell, A, Sargent, S, Glover, S, Hardy, C, Moore, R, Calley, J, Ramachandran, 
D, Poidinger, M, Karran, E, Davies, P, Hutton, M, Szekeres, P & Bose, S 2013, 'An Unbiased Approach 
to Identifying Tau Kinases That Phosphorylate Tau at Sites Associated with Alzheimer Disease', 
Journal of Biological Chemistry, vol. 288, no. 32, August 9, 2013, pp. 23331-23347. 

 
Chang, F, Steelman, LS, Lee, JT, Shelton, JG, Navolanic, PM, Blalock, WL, Franklin, RA & McCubrey, JA 
2003, 'Signal transduction mediated by the Ras/Raf/MEK/ERK pathway from cytokine receptors to 
transcription factors: potential targeting for therapeutic intervention', Leukemia, vol. 17, no. 7, Jul, 
pp. 1263-1293. 

 



130 
  

Chauhan, VS, Kluttz, JM, Bost, KL & Marriott, I 2011, 'Prophylactic and therapeutic targeting of the 
neurokinin-1 receptor limits neuroinflammation in a murine model of pneumococcal meningitis', J 
Immunol, vol. 186, no. 12, Jun 15, pp. 7255-7263. 

 
Chauhan, VS, Sterka, DG, Jr., Gray, DL, Bost, KL & Marriott, I 2008, 'Neurogenic exacerbation of 
microglial and astrocyte responses to Neisseria meningitidis and Borrelia burgdorferi', J Immunol, 
vol. 180, no. 12, Jun 15, pp. 8241-8249. 

 
Chin, J, Palop, JJ, Puolivali, J, Massaro, C, Bien-Ly, N, Gerstein, H, Scearce-Levie, K, Masliah, E & 
Mucke, L 2005, 'Fyn kinase induces synaptic and cognitive impairments in a transgenic mouse model 
of Alzheimer's disease', J Neurosci, vol. 25, no. 42, Oct 19, pp. 9694-9703. 

 
Cho, JH & Johnson, GV 2003, 'Glycogen synthase kinase 3beta phosphorylates tau at both primed 
and unprimed sites. Differential impact on microtubule binding', J Biol Chem, vol. 278, no. 1, Jan 03, 
pp. 187-193. 

 
Chu, KL, Chandran, P, Joshi, SK, Jarvis, MF, Kym, PR & McGaraughty, S 2011, 'TRPV1-related 
modulation of spinal neuronal activity and behavior in a rat model of osteoarthritic pain', Brain Res, 
vol. 1369, Jan 19, pp. 158-166. 

 
Cloots, RJ, Gervaise, HM, van Dommelen, JA & Geers, MG 2008, 'Biomechanics of traumatic brain 
injury: influences of the morphologic heterogeneities of the cerebral cortex', Ann Biomed Eng, vol. 
36, no. 7, Jul, pp. 1203-1215. 

 
Cohen, TJ, Guo, JL, Hurtado, DE, Kwong, LK, Mills, IP, Trojanowski, JQ & Lee, VM 2011, 'The 
acetylation of tau inhibits its function and promotes pathological tau aggregation', Nat Commun, vol. 
2, p. 252. 

 
Collins-Praino, LE & Corrigan, F 2017, 'Does neuroinflammation drive the relationship between tau 
hyperphosphorylation and dementia development following traumatic brain injury?', Brain Behav 
Immun, vol. 60, Feb, pp. 369-382. 

 
Conrad, CD, Galea, LA, Kuroda, Y & McEwen, BS 1996, 'Chronic stress impairs rat spatial memory on 
the Y maze, and this effect is blocked by tianeptine pretreatment', Behav Neurosci, vol. 110, no. 6, 
Dec, pp. 1321-1334. 

 
Corrigan, F, Leonard, A, Ghabriel, M, Van Den Heuvel, C & Vink, R 2012, 'A substance P antagonist 
improves outcome in female Sprague Dawley rats following diffuse traumatic brain injury', CNS 
Neurosci Ther, vol. 18, no. 6, Jun, pp. 513-515. 

 
Corrigan, F, Mander, KA, Leonard, AV & Vink, R 2016, 'Neurogenic inflammation after traumatic 
brain injury and its potentiation of classical inflammation', J Neuroinflammation, vol. 13, no. 1, Oct 
11, p. 264. 

 



131 
  

Corrigan, F, Vink, R & Turner, RJ 2016, 'Inflammation in acute CNS injury: a focus on the role of 
substance P', Br J Pharmacol, vol. 173, no. 4, Feb, pp. 703-715. 

 
Corsellis, JA, Bruton, CJ & Freeman-Browne, D 1973, 'The aftermath of boxing', Psychol Med, vol. 3, 
no. 3, Aug, pp. 270-303. 

 
Cross, DA, Alessi, DR, Cohen, P, Andjelkovich, M & Hemmings, BA 1995, 'Inhibition of glycogen 
synthase kinase-3 by insulin mediated by protein kinase B', Nature, vol. 378, no. 6559, Dec 21-28, pp. 
785-789. 

 
Dajani, R, Fraser, E, Roe, SM, Young, N, Good, V, Dale, TC & Pearl, LH 2001, 'Crystal structure of 
glycogen synthase kinase 3 beta: structural basis for phosphate-primed substrate specificity and 
autoinhibition', Cell, vol. 105, no. 6, Jun 15, pp. 721-732. 

 
Dam, TV & Quirion, R 1986, 'Pharmacological characterization and autoradiographic localization of 
substance P receptors in guinea pig brain', Peptides, vol. 7, no. 5, Sep-Oct, pp. 855-864. 

 
Dash, PK, Johnson, D, Clark, J, Orsi, SA, Zhang, M, Zhao, J, Grill, RJ, Moore, AN & Pati, S 2011, 
'Involvement of the glycogen synthase kinase-3 signaling pathway in TBI pathology and 
neurocognitive outcome', PLoS One, vol. 6, no. 9, p. e24648. 

 
Datar, P, Srivastava, S, Coutinho, E & Govil, G 2004, 'Substance P: structure, function, and 
therapeutics', Curr Top Med Chem, vol. 4, no. 1, pp. 75-103. 

 
Donkin, JJ, Cernak, I, Blumbergs, PC & Vink, R 2011, 'A substance P antagonist reduces axonal injury 
and improves neurologic outcome when administered up to 12 hours after traumatic brain injury', J 
Neurotrauma, vol. 28, no. 2, Feb, pp. 217-224. 

 
Donkin, JJ, Nimmo, AJ, Cernak, I, Blumbergs, PC & Vink, R 2009, 'Substance P is associated with the 
development of brain edema and functional deficits after traumatic brain injury', J Cereb Blood Flow 
Metab, vol. 29, no. 8, Aug, pp. 1388-1398. 

 
Dudek, H, Datta, SR, Franke, TF, Birnbaum, MJ, Yao, R, Cooper, GM, Segal, RA, Kaplan, DR & 
Greenberg, ME 1997, 'Regulation of neuronal survival by the serine-threonine protein kinase Akt', 
Science, vol. 275, no. 5300, Jan 31, pp. 661-665. 

 
Enomoto, T, Osugi, T, Satoh, H, McIntosh, TK & Nabeshima, T 2005, 'Pre-Injury magnesium 
treatment prevents traumatic brain injury-induced hippocampal ERK activation, neuronal loss, and 
cognitive dysfunction in the radial-arm maze test', J Neurotrauma, vol. 22, no. 7, Jul, pp. 783-792. 

 
Espinoza, M, de Silva, R, Dickson, DW & Davies, P 2008, 'Differential incorporation of tau isoforms in 
Alzheimer's disease', J Alzheimers Dis, vol. 14, no. 1, May, pp. 1-16. 

 



132 
  

Faden, AI, Demediuk, P, Panter, SS & Vink, R 1989, 'The role of excitatory amino acids and NMDA 
receptors in traumatic brain injury', Science, vol. 244, no. 4906, May 19, pp. 798-800. 

 
Farkas, O, Lifshitz, J & Povlishock, JT 2006, 'Mechanoporation induced by diffuse traumatic brain 
injury: an irreversible or reversible response to injury?', J Neurosci, vol. 26, no. 12, Mar 22, pp. 3130-
3140. 

 
Farook, JM, Shields, J, Tawfik, A, Markand, S, Sen, T, Smith, SB, Brann, D, Dhandapani, KM & Sen, N 
2013, 'GADD34 induces cell death through inactivation of Akt following traumatic brain injury', Cell 
Death Dis, vol. 4, Aug 01, p. e754. 

 
Finch, CF, Clapperton, AJ & McCrory, P 2013, 'Increasing incidence of hospitalisation for sport-
related concussion in Victoria, Australia', Med J Aust, vol. 198, no. 8, May 6, pp. 427-430. 

 
Freeman-Cook, KD, Autry, C, Borzillo, G, Gordon, D, Barbacci-Tobin, E, Bernardo, V, Briere, D, Clark, 
T, Corbett, M, Jakubczak, J, Kakar, S, Knauth, E, Lippa, B, Luzzio, MJ, Mansour, M, Martinelli, G, Marx, 
M, Nelson, K, Pandit, J, Rajamohan, F, Robinson, S, Subramanyam, C, Wei, L, Wythes, M & Morris, J 
2010, 'Design of selective, ATP-competitive inhibitors of Akt', J Med Chem, vol. 53, no. 12, Jun 24, pp. 
4615-4622. 

 
Freyberg, Z, Ferrando, SJ & Javitch, JA 2010, 'Roles of the Akt/GSK-3 and Wnt signaling pathways in 
schizophrenia and antipsychotic drug action', The American journal of psychiatry, vol. 167, no. 4, 
11/16, pp. 388-396. 

 
Fukunaga, K & Kawano, T 2003, 'Akt is a molecular target for signal transduction therapy in brain 
ischemic insult', J Pharmacol Sci, vol. 92, no. 4, Aug, pp. 317-327. 

 
Gazzieri, D, Trevisani, M, Springer, J, Harrison, S, Cottrell, GS, Andre, E, Nicoletti, P, Massi, D, Zecchi, 
S, Nosi, D, Santucci, M, Gerard, NP, Lucattelli, M, Lungarella, G, Fischer, A, Grady, EF, Bunnett, NW & 
Geppetti, P 2007, 'Substance P released by TRPV1-expressing neurons produces reactive oxygen 
species that mediate ethanol-induced gastric injury', Free Radic Biol Med, vol. 43, no. 4, Aug 15, pp. 
581-589. 

 
Geddes, JF, Vowles, GH, Nicoll, JA & Revesz, T 1999, 'Neuronal cytoskeletal changes are an early 
consequence of repetitive head injury', Acta Neuropathol, vol. 98, no. 2, Aug, pp. 171-178. 

 
Geppetti, P, Bertrand, C, Ricciardolo, FL & Nadel, JA 1995, 'New aspects on the role of kinins in 
neurogenic inflammation', Can J Physiol Pharmacol, vol. 73, no. 7, Jul, pp. 843-847. 

 
Geppetti, P, Nassini, R, Materazzi, S & Benemei, S 2008, 'The concept of neurogenic inflammation', 
BJU Int, vol. 101 Suppl 3, Mar, pp. 2-6. 

 
Gille, H, Sharrocks, AD & Shaw, PE 1992, 'Phosphorylation of transcription factor p62TCF by MAP 
kinase stimulates ternary complex formation at c-fos promoter', Nature, vol. 358, no. 6385, Jul 30, 
pp. 414-417. 



133 
  

 
Giza, CC & Hovda, DA 2014, 'The new neurometabolic cascade of concussion', Neurosurgery, vol. 75 
Suppl 4, Oct, pp. S24-33. 

 
Gobbel, GT, Bonfield, C, Carson-Walter, EB & Adelson, PD 2007, 'Diffuse alterations in synaptic 
protein expression following focal traumatic brain injury in the immature rat', Childs Nerv Syst, vol. 
23, no. 10, Oct, pp. 1171-1179. 

 
Goedert, M, Jakes, R, Qi, Z, Wang, JH & Cohen, P 1995, 'Protein phosphatase 2A is the major enzyme 
in brain that dephosphorylates tau protein phosphorylated by proline-directed protein kinases or 
cyclic AMP-dependent protein kinase', J Neurochem, vol. 65, no. 6, Dec, pp. 2804-2807. 

 
Goedert, M, Spillantini, MG, Jakes, R, Rutherford, D & Crowther, RA 1989, 'Multiple isoforms of 
human microtubule-associated protein tau: sequences and localization in neurofibrillary tangles of 
Alzheimer's disease', Neuron, vol. 3, no. 4, Oct, pp. 519-526. 

 
Gould, TD, Dao, DT & Kovacsics, CE 2009, 'The Open Field Test', in DT Gould (ed.), Mood and Anxiety 
Related Phenotypes in Mice: Characterization Using Behavioral Tests, Humana Press, Totowa, NJ, pp. 
1-20. 

 
Guiard, BP, Guilloux, JP, Reperant, C, Hunt, SP, Toth, M & Gardier, AM 2007, 'Substance P neurokinin 
1 receptor activation within the dorsal raphe nucleus controls serotonin release in the mouse frontal 
cortex', Mol Pharmacol, vol. 72, no. 6, Dec, pp. 1411-1418. 

 
Guise, S, Braguer, D, Carles, G, Delacourte, A & Briand, C 2001, 'Hyperphosphorylation of tau is 
mediated by ERK activation during anticancer drug-induced apoptosis in neuroblastoma cells', J 
Neurosci Res, vol. 63, no. 3, Feb 1, pp. 257-267. 

 
Guskiewicz, KM, Marshall, SW, Bailes, J, McCrea, M, Harding, HP, Jr., Matthews, A, Mihalik, JR & 
Cantu, RC 2007, 'Recurrent concussion and risk of depression in retired professional football players', 
Med Sci Sports Exerc, vol. 39, no. 6, Jun, pp. 903-909. 

 
Hanger, DP, Anderton, BH & Noble, W 2009, 'Tau phosphorylation: the therapeutic challenge for 
neurodegenerative disease', Trends Mol Med, vol. 15, no. 3, Mar, pp. 112-119. 

 
Harmon, KG, Drezner, JA, Gammons, M, Guskiewicz, KM, Halstead, M, Herring, SA, Kutcher, JS, Pana, 
A, Putukian, M & Roberts, WO 2013, 'American Medical Society for Sports Medicine position 
statement: concussion in sport', Br J Sports Med, vol. 47, no. 1, Jan, pp. 15-26. 

 
Harrison, S & Geppetti, P 2001, 'Substance p', Int J Biochem Cell Biol, vol. 33, no. 6, Jun, pp. 555-576. 

 
Hawkins, BE, Krishnamurthy, S, Castillo-Carranza, DL, Sengupta, U, Prough, DS, Jackson, GR, DeWitt, 
DS & Kayed, R 2013, 'Rapid accumulation of endogenous tau oligomers in a rat model of traumatic 
brain injury: possible link between traumatic brain injury and sporadic tauopathies', J Biol Chem, vol. 
288, no. 23, Jun 7, pp. 17042-17050. 



134 
  

 
Henkins, KM, Sokolow, S, Miller, CA, Vinters, HV, Poon, WW, Cornwell, LB, Saing, T & Gylys, KH 2012, 
'Extensive p-tau pathology and SDS-stable p-tau oligomers in Alzheimer's cortical synapses', Brain 
Pathol, vol. 22, no. 6, Nov, pp. 826-833. 

 
Hiploylee, C, Dufort, PA, Davis, HS, Wennberg, RA, Tartaglia, MC, Mikulis, D, Hazrati, LN & Tator, CH 
2017, 'Longitudinal Study of Postconcussion Syndrome: Not Everyone Recovers', J Neurotrauma, vol. 
34, no. 8, Apr 15, pp. 1511-1523. 

 
Ho, J & Kleiven, S 2009, 'Can sulci protect the brain from traumatic injury?', J Biomech, vol. 42, no. 
13, Sep 18, pp. 2074-2080. 

 
Ho, KW, Ward, NJ & Calkins, DJ 2012, 'TRPV1: a stress response protein in the central nervous 
system', Am J Neurodegener Dis, vol. 1, no. 1, pp. 1-14. 

 
Holleran, L, Kim, JH, Gangolli, M, Stein, T, Alvarez, V, McKee, A & Brody, DL 2017, 'Axonal disruption 
in white matter underlying cortical sulcus tau pathology in chronic traumatic encephalopathy', Acta 
Neuropathol, vol. 133, no. 3, Mar, pp. 367-380. 

 
Hong, M, Zhukareva, V, Vogelsberg-Ragaglia, V, Wszolek, Z, Reed, L, Miller, BI, Geschwind, DH, Bird, 
TD, McKeel, D, Goate, A, Morris, JC, Wilhelmsen, KC, Schellenberg, GD, Trojanowski, JQ & Lee, VM 
1998, 'Mutation-specific functional impairments in distinct tau isoforms of hereditary FTDP-17', 
Science, vol. 282, no. 5395, Dec 04, pp. 1914-1917. 

 
Hong, S, Zheng, G, Wu, X, Snider, NT, Owyang, C & Wiley, JW 2011, 'Corticosterone mediates 
reciprocal changes in CB 1 and TRPV1 receptors in primary sensory neurons in the chronically 
stressed rat', Gastroenterology, vol. 140, no. 2, Feb, pp. 627-637 e624. 

 
Hooper, C, Killick, R & Lovestone, S 2008, 'The GSK3 hypothesis of Alzheimer's disease', J Neurochem, 
vol. 104, no. 6, pp. 1433-1439. 

 
Hovda, DA, Badie, H, Karimi, S, Thomas, S, Yoshino, A, Kawamata, T & Becker, DP 1993, 'Concussive 
Brain Injury Produces a State of Vulnerablility for Intracrainial Pressure Pertubation in the Absence of 
Morphological Damage', in CJJ Avezaat, JHM van Eijndhoven, AIR Maas & JTJ Tans (eds), Intracranial 
Pressure VIII, Springer-Verlag, Berlin, pp. 469-472. 

 
Hu, D-E, Easton, AS & Fraser, PA 2005, 'TRPV1 activation results in disruption of the blood–brain 
barrier in the rat', Br J Pharmacol, vol. 146, no. 4, pp. 576-584. 

 
Huang, L, Coats, JS, Mohd-Yusof, A, Yin, Y, Assaad, S, Muellner, MJ, Kamper, JE, Hartman, RE, Dulcich, 
M, Donovan, VM, Oyoyo, U & Obenaus, A 2013, 'Tissue vulnerability is increased following repetitive 
mild traumatic brain injury in the rat', Brain Res, vol. 1499, Mar 7, pp. 109-120. 

 
Hughes, K, Nikolakaki, E, Plyte, SE, Totty, NF & Woodgett, JR 1993, 'Modulation of the glycogen 
synthase kinase-3 family by tyrosine phosphorylation', EMBO J, vol. 12, no. 2, Feb, pp. 803-808. 



135 
  

 
Illenberger, S, Zheng-Fischhofer, Q, Preuss, U, Stamer, K, Baumann, K, Trinczek, B, Biernat, J, 
Godemann, R, Mandelkow, EM & Mandelkow, E 1998, 'The endogenous and cell cycle-dependent 
phosphorylation of tau protein in living cells: implications for Alzheimer's disease', Mol Biol Cell, vol. 
9, no. 6, Jun, pp. 1495-1512. 

 
Ip, YT & Davis, RJ 1998, 'Signal transduction by the c-Jun N-terminal kinase (JNK)--from inflammation 
to development', Curr Opin Cell Biol, vol. 10, no. 2, Apr, pp. 205-219. 

 
Iqbal, K, Liu, F, Gong, CX, Alonso Adel, C & Grundke-Iqbal, I 2009, 'Mechanisms of tau-induced 
neurodegeneration', Acta Neuropathol, vol. 118, no. 1, Jul, pp. 53-69. 

 
Iverson, GL, Silverberg, ND, Mannix, R, Maxwell, BA, Atkins, JE, Zafonte, R & Berkner, PD 2015, 
'Factors Associated With Concussion-like Symptom Reporting in High School Athletes', JAMA Pediatr, 
vol. 169, no. 12, Dec, pp. 1132-1140. 

 
Ji, RR, Befort, K, Brenner, GJ & Woolf, CJ 2002, 'ERK MAP kinase activation in superficial spinal cord 
neurons induces prodynorphin and NK-1 upregulation and contributes to persistent inflammatory 
pain hypersensitivity', J Neurosci, vol. 22, no. 2, Jan 15, pp. 478-485. 

 
Johnson, B, Neuberger, T, Gay, M, Hallett, M & Slobounov, S 2014, 'Effects of subconcussive head 
trauma on the default mode network of the brain', J Neurotrauma, vol. 31, no. 23, Dec 1, pp. 1907-
1913. 

 
Johnson, MB, Young, AD & Marriott, I 2016, 'The Therapeutic Potential of Targeting Substance P/NK-
1R Interactions in Inflammatory CNS Disorders', Front Cell Neurosci, vol. 10, p. 296. 

 
Jones, RC, 3rd, Xu, L & Gebhart, GF 2005, 'The mechanosensitivity of mouse colon afferent fibers and 
their sensitization by inflammatory mediators require transient receptor potential vanilloid 1 and 
acid-sensing ion channel 3', J Neurosci, vol. 25, no. 47, Nov 23, pp. 10981-10989. 

 
Kabadi, SV, Stoica, BA, Byrnes, KR, Hanscom, M, Loane, DJ & Faden, AI 2012, 'Selective CDK inhibitor 
limits neuroinflammation and progressive neurodegeneration after brain trauma', J Cereb Blood 
Flow Metab, vol. 32, no. 1, Jan, pp. 137-149. 

 
Kabadi, SV, Stoica, BA, Loane, DJ, Luo, T & Faden, AI 2014, 'CR8, a novel inhibitor of CDK, limits 
microglial activation, astrocytosis, neuronal loss, and neurologic dysfunction after experimental 
traumatic brain injury', J Cereb Blood Flow Metab, vol. 34, no. 3, Mar, pp. 502-513. 

 
Kadavath, H, Hofele, RV, Biernat, J, Kumar, S, Tepper, K, Urlaub, H, Mandelkow, E & Zweckstetter, M 
2015, 'Tau stabilizes microtubules by binding at the interface between tubulin heterodimers', Proc 
Natl Acad Sci U S A, vol. 112, no. 24, Jun 16, pp. 7501-7506. 

 
Kane, MJ, Angoa-Perez, M, Briggs, DI, Viano, DC, Kreipke, CW & Kuhn, DM 2012, 'A mouse model of 
human repetitive mild traumatic brain injury', J Neurosci Methods, vol. 203, no. 1, Jan 15, pp. 41-49. 



136 
  

 
Khatoon, S, Grundke-Iqbal, I & Iqbal, K 1994, 'Levels of normal and abnormally phosphorylated tau in 
different cellular and regional compartments of Alzheimer disease and control brains', FEBS Lett, vol. 
351, no. 1, Aug 29, pp. 80-84. 

 
Khurana, VG & Kaye, AH 2012, 'An overview of concussion in sport', J Clin Neurosci, vol. 19, no. 1, 
Jan, pp. 1-11. 

 
Kimura, T, Ishiguro, K & Hisanaga, S 2014, 'Physiological and pathological phosphorylation of tau by 
Cdk5', Front Mol Neurosci, vol. 7, p. 65. 

 
Kincy-Cain, T & Bost, KL 1996, 'Increased susceptibility of mice to Salmonella infection following in 
vivo treatment with the substance P antagonist, spantide II', J Immunol, vol. 157, no. 1, Jul 1, pp. 
255-264. 

 
Kitazawa, M, Oddo, S, Yamasaki, TR, Green, KN & LaFerla, FM 2005, 'Lipopolysaccharide-induced 
inflammation exacerbates tau pathology by a cyclin-dependent kinase 5-mediated pathway in a 
transgenic model of Alzheimer's disease', J Neurosci, vol. 25, no. 39, Sep 28, pp. 8843-8853. 

 
Kondo, A, Shahpasand, K, Mannix, R, Qiu, J, Moncaster, J, Chen, CH, Yao, Y, Lin, YM, Driver, JA, Sun, 
Y, Wei, S, Luo, ML, Albayram, O, Huang, P, Rotenberg, A, Ryo, A, Goldstein, LE, Pascual-Leone, A, 
McKee, AC, Meehan, W, Zhou, XZ & Lu, KP 2015, 'Antibody against early driver of neurodegeneration 
cis P-tau blocks brain injury and tauopathy', Nature, vol. 523, no. 7561, Jul 23, pp. 431-436. 

 
Kramer, MS, Cutler, N, Feighner, J, Shrivastava, R, Carman, J, Sramek, JJ, Reines, SA, Liu, G, Snavely, 
D, Wyatt-Knowles, E, Hale, JJ, Mills, SG, MacCoss, M, Swain, CJ, Harrison, T, Hill, RG, Hefti, F, Scolnick, 
EM, Cascieri, MA, Chicchi, GG, Sadowski, S, Williams, AR, Hewson, L, Smith, D, Carlson, EJ, 
Hargreaves, RJ & Rupniak, NM 1998, 'Distinct mechanism for antidepressant activity by blockade of 
central substance P receptors', Science, vol. 281, no. 5383, Sep 11, pp. 1640-1645. 

 
Krishna, R, Grinn, M, Giordano, N, Thirunavukkarasu, M, Tadi, P & Das, S 2012, 'Diagnostic 
confirmation of mild traumatic brain injury by diffusion tensor imaging: a case report', J Med Case 
Rep, vol. 6, Feb 16, p. 66. 

 
Ksiezak-Reding, H, Pyo, HK, Feinstein, B & Pasinetti, GM 2003, 'Akt/PKB kinase phosphorylates 
separately Thr212 and Ser214 of tau protein in vitro', Biochim Biophys Acta, vol. 1639, no. 3, Nov 20, 
pp. 159-168. 

 
Kuo, JR, Cheng, YH, Chen, YS, Chio, CC & Gean, PW 2013, 'Involvement of extracellular signal 
regulated kinases in traumatic brain injury-induced depression in rodents', J Neurotrauma, vol. 30, 
no. 14, Jul 15, pp. 1223-1231. 

 
Lafrenaye, AD, Todani, M, Walker, SA & Povlishock, JT 2015, 'Microglia processes associate with 
diffusely injured axons following mild traumatic brain injury in the micro pig', J Neuroinflammation, 
vol. 12, Oct 06, p. 186. 



137 
  

 
Lasagna-Reeves, CA, Castillo-Carranza, DL, Sengupta, U, Clos, AL, Jackson, GR & Kayed, R 2011, 'Tau 
oligomers impair memory and induce synaptic and mitochondrial dysfunction in wild-type mice', Mol 
Neurodegener, vol. 6, Jun 06, p. 39. 

 
Lasagna-Reeves, CA, Castillo-Carranza, DL, Sengupta, U, Sarmiento, J, Troncoso, J, Jackson, GR & 
Kayed, R 2012, 'Identification of oligomers at early stages of tau aggregation in Alzheimer's disease', 
FASEB J, vol. 26, no. 5, May, pp. 1946-1959. 

 
Lee, DC, Rizer, J, Selenica, ML, Reid, P, Kraft, C, Johnson, A, Blair, L, Gordon, MN, Dickey, CA & 
Morgan, D 2010, 'LPS- induced inflammation exacerbates phospho-tau pathology in rTg4510 mice', J 
Neuroinflammation, vol. 7, Sep 16, p. 56. 

 
Lever, IJ, Grant, AD, Pezet, S, Gerard, NP, Brain, SD & Malcangio, M 2003, 'Basal and activity-induced 
release of substance P from primary afferent fibres in NK1 receptor knockout mice: evidence for 
negative feedback', Neuropharmacology, vol. 45, no. 8, Dec, pp. 1101-1110. 

 
Li, Y, Zhang, L, Kallakuri, S, Zhou, R & Cavanaugh, JM 2011, 'Quantitative relationship between axonal 
injury and mechanical response in a rodent head impact acceleration model', J Neurotrauma, vol. 28, 
no. 9, Sep, pp. 1767-1782. 

 
Lin, A 2003, 'Activation of the JNK signaling pathway: breaking the brake on apoptosis', Bioessays, 
vol. 25, no. 1, Jan, pp. 17-24. 

 
Lin, RC 1995, 'Reactive astrocytes express substance-P immunoreactivity in the adult forebrain after 
injury', Neuroreport, vol. 7, no. 1, Dec 29, pp. 310-312. 

 
Lindwall, G & Cole, RD 1984, 'Phosphorylation affects the ability of tau protein to promote 
microtubule assembly', J Biol Chem, vol. 259, no. 8, Apr 25, pp. 5301-5305. 

 
Ling, H, Hardy, J & Zetterberg, H 2015, 'Neurological consequences of traumatic brain injuries in 
sports', Mol Cell Neurosci, vol. 66, no. Pt B, May, pp. 114-122. 

 
Lisoprawski, A, Blanc, G & Glowinski, J 1981, 'Activation by stress of the habenulo-interpeduncular 
substance P neurons in the rat', Neurosci Lett, vol. 25, no. 1, Aug 7, pp. 47-51. 

 
Liu, F, Grundke-Iqbal, I, Iqbal, K & Gong, CX 2005, 'Contributions of protein phosphatases PP1, PP2A, 
PP2B and PP5 to the regulation of tau phosphorylation', Eur J Neurosci, vol. 22, no. 8, Oct, pp. 1942-
1950. 

 
Liu, Y, Liu, Y, Jin, H, Cong, P, Zhang, Y, Tong, C, Shi, X, Liu, X, Tong, Z, Shi, L & Hou, M 2017, 'Cold 
stress-induced brain injury regulates TRPV1 channels and the PI3K/AKT signaling pathway', Brain 
Res, vol. 1670, Sep 01, pp. 201-207. 

 



138 
  

Longhi, L, Saatman, KE, Fujimoto, S, Raghupathi, R, Meaney, DF, Davis, J, McMillan, BSA, Conte, V, 
Laurer, HL, Stein, S, Stocchetti, N & McIntosh, TK 2005, 'Temporal window of vulnerability to 
repetitive experimental concussive brain injury', Neurosurgery, vol. 56, no. 2, Feb, pp. 364-374; 
discussion 364-374. 

 
Lorente, L, Martin, MM, Almeida, T, Hernandez, M, Ramos, L, Argueso, M, Caceres, JJ, Sole-Violan, J 
& Jimenez, A 2015, 'Serum substance P levels are associated with severity and mortality in patients 
with severe traumatic brain injury', Crit Care, vol. 19, Apr 27, p. 192. 

 
Lu, KP, Kondo, A, Albayram, O, Herbert, MK, Liu, H & Zhou, XZ 2016, 'Potential of the Antibody 
Against cis-Phosphorylated Tau in the Early Diagnosis, Treatment, and Prevention of Alzheimer 
Disease and Brain Injury', JAMA Neurol, vol. 73, no. 11, Nov 1, pp. 1356-1362. 

 
Lucke-Wold, BP, Turner, RC, Logsdon, AF, Bailes, JE, Huber, JD & Rosen, CL 2014, 'Linking traumatic 
brain injury to chronic traumatic encephalopathy: identification of potential mechanisms leading to 
neurofibrillary tangle development', J Neurotrauma, vol. 31, no. 13, Jul 1, pp. 1129-1138. 

 
Luo, J, Nguyen, A, Villeda, S, Zhang, H, Ding, Z, Lindsey, D, Bieri, G, Castellano, JM, Beaupre, GS & 
Wyss-Coray, T 2014, 'Long-term cognitive impairments and pathological alterations in a mouse 
model of repetitive mild traumatic brain injury', Front Neurol, vol. 5, p. 12. 

 
MacLeod, AM, Merchant, KJ, Brookfield, F, Kelleher, F, Stevenson, G, Owens, AP, Swain, CJ, Casiceri, 
MA, Sadowski, S, Ber, E & et al. 1994, 'Identification of L-tryptophan derivatives with potent and 
selective antagonist activity at the NK1 receptor', J Med Chem, vol. 37, no. 9, Apr 29, pp. 1269-1274. 

 
Malcangio, M & Bowery, NG 1999, 'Peptide autoreceptors: does an autoreceptor for substance P 
exist?', Trends Pharmacol Sci, vol. 20, no. 10, Oct, pp. 405-407. 

 
Mandelkow, EM, Drewes, G, Biernat, J, Gustke, N, Van Lint, J, Vandenheede, JR & Mandelkow, E 
1992, 'Glycogen synthase kinase-3 and the Alzheimer-like state of microtubule-associated protein 
tau', FEBS Lett, vol. 314, no. 3, Dec 21, pp. 315-321. 

 
Mannix, R, Meehan, WP, Mandeville, J, Grant, PE, Gray, T, Berglass, J, Zhang, J, Bryant, J, Rezaie, S, 
Chung, JY, Peters, NV, Lee, C, Tien, LW, Kaplan, DL, Feany, M & Whalen, M 2013, 'Clinical correlates 
in an experimental model of repetitive mild brain injury', Ann Neurol, vol. 74, no. 1, Jul, pp. 65-75. 

 
Mantyh, PW 2002, 'Neurobiology of substance P and the NK1 receptor', J Clin Psychiatry, vol. 63 
Suppl 11, pp. 6-10. 

 
Marmarou, A, Foda, MA, van den Brink, W, Campbell, J, Kita, H & Demetriadou, K 1994, 'A new 
model of diffuse brain injury in rats. Part I: Pathophysiology and biomechanics', J Neurosurg, vol. 80, 
no. 2, Feb, pp. 291-300. 

 
Marshall, CM 2012, 'Sports-related concussion: A narrative review of the literature', J Can Chiropr 
Assoc, vol. 56, no. 4, Dec, pp. 299-310. 



139 
  

 
Martland, HS 1928, 'Punch drunk', Journal of the American Medical Association, vol. 91, no. 15, pp. 
1103-1107. 

 
McAteer, KM, Corrigan, F, Thornton, E, Turner, RJ & Vink, R 2016, 'Short and Long Term Behavioral 
and Pathological Changes in a Novel Rodent Model of Repetitive Mild Traumatic Brain Injury', PLoS 
One, vol. 11, no. 8, p. e0160220. 

 
McCrory, P, Davis, G & Makdissi, M 2012, 'Second impact syndrome or cerebral swelling after 
sporting head injury', Curr Sports Med Rep, vol. 11, no. 1, Jan-Feb, pp. 21-23. 

 
McCrory, P, Meeuwisse, W, Dvorak, J, Aubry, M, Bailes, J, Broglio, S, Cantu, RC, Cassidy, D, 
Echemendia, RJ, Castellani, RJ, Davis, GA, Ellenbogen, R, Emery, C, Engebretsen, L, Feddermann-
Demont, N, Giza, CC, Guskiewicz, KM, Herring, S, Iverson, GL, Johnston, KM, Kissick, J, Kutcher, J, 
Leddy, JJ, Maddocks, D, Makdissi, M, Manley, G, McCrea, M, Meehan, WP, Nagahiro, S, Patricios, J, 
Putukian, M, Schneider, KJ, Sills, A, Tator, CH, Turner, M & Vos, PE 2017, 'Consensus statement on 
concussion in sport—the 5<sup>th</sup> international conference on concussion in sport held in 
Berlin, October 2016', Br J Sports Med. 

 
McCrory, P, Meeuwisse, WH, Aubry, M, Cantu, B, Dvorak, J, Echemendia, RJ, Engebretsen, L, 
Johnston, K, Kutcher, JS, Raftery, M, Sills, A, Benson, BW, Davis, GA, Ellenbogen, RG, Guskiewicz, K, 
Herring, SA, Iverson, GL, Jordan, BD, Kissick, J, McCrea, M, McIntosh, AS, Maddocks, D, Makdissi, M, 
Purcell, L, Putukian, M, Schneider, K, Tator, CH & Turner, M 2013, 'Consensus statement on 
concussion in sport: the 4th International Conference on Concussion in Sport held in Zurich, 
November 2012', Br J Sports Med, vol. 47, no. 5, Apr, pp. 250-258. 

 
McGaraughty, S, Chu, KL, Brown, BS, Zhu, CZ, Zhong, C, Joshi, SK, Honore, P, Faltynek, CR & Jarvis, 
MF 2008, 'Contributions of central and peripheral TRPV1 receptors to mechanically evoked and 
spontaneous firing of spinal neurons in inflamed rats', J Neurophysiol, vol. 100, no. 6, Dec, pp. 3158-
3166. 

 
McKee, AC, Cairns, NJ, Dickson, DW, Folkerth, RD, Keene, CD, Litvan, I, Perl, DP, Stein, TD, Vonsattel, 
JP, Stewart, W, Tripodis, Y, Crary, JF, Bieniek, KF, Dams-O'Connor, K, Alvarez, VE, Gordon, WA & 
group, TC 2016, 'The first NINDS/NIBIB consensus meeting to define neuropathological criteria for 
the diagnosis of chronic traumatic encephalopathy', Acta Neuropathol, vol. 131, no. 1, Jan, pp. 75-
86. 

 
McKee, AC, Cantu, RC, Nowinski, CJ, Hedley-Whyte, ET, Gavett, BE, Budson, AE, Santini, VE, Lee, HS, 
Kubilus, CA & Stern, RA 2009, 'Chronic traumatic encephalopathy in athletes: progressive tauopathy 
after repetitive head injury', J Neuropathol Exp Neurol, vol. 68, no. 7, Jul, pp. 709-735. 

 
McKee, AC, Daneshvar, DH, Alvarez, VE & Stein, TD 2014, 'The neuropathology of sport', Acta 
Neuropathol, vol. 127, no. 1, Jan, pp. 29-51. 

 
McKee, AC, Stein, TD, Kiernan, PT & Alvarez, VE 2015, 'The neuropathology of chronic traumatic 
encephalopathy', Brain Pathol, vol. 25. 



140 
  

 
McKee, AC, Stern, RA, Nowinski, CJ, Stein, TD, Alvarez, VE, Daneshvar, DH, Lee, HS, Wojtowicz, SM, 
Hall, G, Baugh, CM, Riley, DO, Kubilus, CA, Cormier, KA, Jacobs, MA, Martin, BR, Abraham, CR, Ikezu, 
T, Reichard, RR, Wolozin, BL, Budson, AE, Goldstein, LE, Kowall, NW & Cantu, RC 2013, 'The spectrum 
of disease in chronic traumatic encephalopathy', Brain, vol. 136, no. Pt 1, Jan, pp. 43-64. 

 
Menon, DK, Schwab, K, Wright, DW, Maas, AI, Demographics, Clinical Assessment Working Group of 
the, I, Interagency Initiative toward Common Data Elements for Research on Traumatic Brain, I & 
Psychological, H 2010, 'Position statement: definition of traumatic brain injury', Arch Phys Med 
Rehabil, vol. 91, no. 11, Nov, pp. 1637-1640. 

 
Merchant-Borna, K, Asselin, P, Narayan, D, Abar, B, Jones, CM & Bazarian, JJ 2016, 'Novel Method of 
Weighting Cumulative Helmet Impacts Improves Correlation with Brain White Matter Changes After 
One Football Season of Sub-concussive Head Blows', Ann Biomed Eng, vol. 44, no. 12, Dec, pp. 3679-
3692. 

 
Metcalfe, MJ & Figueiredo-Pereira, ME 2010, 'Relationship between tau pathology and 
neuroinflammation in Alzheimer's disease', Mt Sinai J Med, vol. 77, no. 1, Jan-Feb, pp. 50-58. 

 
Mietelska-Porowska, A, Wasik, U, Goras, M, Filipek, A & Niewiadomska, G 2014, 'Tau Protein 
Modifications and Interactions: Their Role in Function and Dysfunction', Int J Mol Sci, vol. 15, no. 3, 
pp. 4671-4713. 

 
Millspaugh, JA 1937, 'Dementia pugilistica', US Naval Med Bull, vol. 35, pp. 297-303. 

 
Milne, DM, Campbell, DG, Caudwell, FB & Meek, DW 1994, 'Phosphorylation of the tumor 
suppressor protein p53 by mitogen-activated protein kinases', J Biol Chem, vol. 269, no. 12, Mar 25, 
pp. 9253-9260. 

 
Monastyrskaya, K, Hostettler, A, Buergi, S & Draeger, A 2005, 'The NK1 receptor localizes to the 
plasma membrane microdomains, and its activation is dependent on lipid raft integrity', J Biol Chem, 
vol. 280, no. 8, Feb 25, pp. 7135-7146. 

 
Mondragón-Rodríguez, S, Perry, G, Zhu, X, Moreira, PI, Acevedo-Aquino, MC & Williams, S 2013, 
'Phosphorylation of Tau Protein as the Link between Oxidative Stress, Mitochondrial Dysfunction, 
and Connectivity Failure: Implications for Alzheimer&#x2019;s Disease', Oxidative Medicine and 
Cellular Longevity, vol. 2013, p. 6. 

 
Morton, S, Davis, RJ, McLaren, A & Cohen, P 2003, 'A reinvestigation of the multisite phosphorylation 
of the transcription factor c-Jun', EMBO J, vol. 22, no. 15, Aug 01, pp. 3876-3886. 

 
Mouzon, B, Chaytow, H, Crynen, G, Bachmeier, C, Stewart, J, Mullan, M, Stewart, W & Crawford, F 
2012, 'Repetitive mild traumatic brain injury in a mouse model produces learning and memory 
deficits accompanied by histological changes', J Neurotrauma, vol. 29, no. 18, Dec 10, pp. 2761-2773. 

 



141 
  

Murphy, LO, Smith, S, Chen, RH, Fingar, DC & Blenis, J 2002, 'Molecular interpretation of ERK signal 
duration by immediate early gene products', Nat Cell Biol, vol. 4, no. 8, Aug, pp. 556-564. 

 
Nimmo, AJ, Cernak, I, Heath, DL, Hu, X, Bennett, CJ & Vink, R 2004, 'Neurogenic inflammation is 
associated with development of edema and functional deficits following traumatic brain injury in 
rats', Neuropeptides, vol. 38, no. 1, Feb, pp. 40-47. 

 
Noble, W, Hanger, DP, Miller, CC & Lovestone, S 2013, 'The importance of tau phosphorylation for 
neurodegenerative diseases', Front Neurol, vol. 4, p. 83. 

 
Noshita, N, Lewen, A, Sugawara, T & Chan, PH 2002, 'Akt phosphorylation and neuronal survival 
after traumatic brain injury in mice', Neurobiol Dis, vol. 9, no. 3, Apr, pp. 294-304. 

 
Ojo, JO, Mouzon, B, Algamal, M, Leary, P, Lynch, C, Abdullah, L, Evans, J, Mullan, M, Bachmeier, C, 
Stewart, W & Crawford, F 2016, 'Chronic Repetitive Mild Traumatic Brain Injury Results in Reduced 
Cerebral Blood Flow, Axonal Injury, Gliosis, and Increased T-Tau and Tau Oligomers', J Neuropathol 
Exp Neurol, May 31. 

 
Okami, N, Narasimhan, P, Yoshioka, H, Sakata, H, Kim, GS, Jung, JE, Maier, CM & Chan, PH 2013, 
'Prevention of JNK phosphorylation as a mechanism for rosiglitazone in neuroprotection after 
transient cerebral ischemia: activation of dual specificity phosphatase', Journal of Cerebral Blood 
Flow & Metabolism, vol. 33, no. 1, pp. 106-114. 

 
Olivera, A, Lejbman, N, Jeromin, A, French, LM, Kim, HS, Cashion, A, Mysliwiec, V, Diaz-Arrastia, R & 
Gill, J 2015, 'Peripheral Total Tau in Military Personnel Who Sustain Traumatic Brain Injuries During 
Deployment', JAMA Neurol, vol. 72, no. 10, Oct, pp. 1109-1116. 

 
Omalu, BI, DeKosky, ST, Minster, RL, Kamboh, MI, Hamilton, RL & Wecht, CH 2005, 'Chronic 
traumatic encephalopathy in a National Football League player', Neurosurgery, vol. 57, no. 1, Jul, pp. 
128-134; discussion 128-134. 

 
Omalu, BI, Hamilton, RL, Kamboh, MI, DeKosky, ST & Bailes, J 2010, 'Chronic traumatic 
encephalopathy (CTE) in a National Football League Player: Case report and emerging medicolegal 
practice questions', J Forensic Nurs, vol. 6, no. 1, Spring, pp. 40-46. 

 
Otani, N, Nawashiro, H, Fukui, S, Nomura, N, Yano, A, Miyazawa, T & Shima, K 2002, 'Differential 
activation of mitogen-activated protein kinase pathways after traumatic brain injury in the rat 
hippocampus', J Cereb Blood Flow Metab, vol. 22, no. 3, Mar, pp. 327-334. 

 
Otsuka, M & Yoshioka, K 1993, 'Neurotransmitter functions of mammalian tachykinins', Physiol Rev, 
vol. 73, no. 2, Apr, pp. 229-308. 

 
Parenti, A, De Logu, F, Geppetti, P & Benemei, S 2016, 'What is the evidence for the role of TRP 
channels in inflammatory and immune cells?', Br J Pharmacol, vol. 173, no. 6, pp. 953-969. 



142 
  

 
Patacchini, R, Maggi, CA & Holzer, P 2000, 'Tachykinin autoreceptors in the gut', Trends in 
Pharmacological Sciences, vol. 21, no. 5, p. 166. 

 
Patrick, GN, Zukerberg, L, Nikolic, M, de la Monte, S, Dikkes, P & Tsai, LH 1999, 'Conversion of p35 to 
p25 deregulates Cdk5 activity and promotes neurodegeneration', Nature, vol. 402, no. 6762, Dec 9, 
pp. 615-622. 

 
Paxinos, G, Watson, CR & Emson, PC 1980, 'AChE-stained horizontal sections of the rat brain in 
stereotaxic coordinates', J Neurosci Methods, vol. 3, no. 2, Dec, pp. 129-149. 

 
Petraglia, AL, Plog, BA, Dayawansa, S, Dashnaw, ML, Czerniecka, K, Walker, CT, Chen, M, Hyrien, O, 
Iliff, JJ, Deane, R, Huang, JH & Nedergaard, M 2014, 'The pathophysiology underlying repetitive mild 
traumatic brain injury in a novel mouse model of chronic traumatic encephalopathy', Surg Neurol 
Int, vol. 5, p. 184. 

 
Ploia, C, Antoniou, X, Sclip, A, Grande, V, Cardinetti, D, Colombo, A, Canu, N, Benussi, L, Ghidoni, R, 
Forloni, G & Borsello, T 2011, 'JNK plays a key role in tau hyperphosphorylation in Alzheimer's 
disease models', J Alzheimers Dis, vol. 26, no. 2, pp. 315-329. 

 
Prins, M, Greco, T, Alexander, D & Giza, CC 2013, 'The pathophysiology of traumatic brain injury at a 
glance', Dis Model Mech, vol. 6, no. 6, Nov, pp. 1307-1315. 

 
Proctor, DT, Coulson, EJ & Dodd, PR 2011, 'Post-synaptic scaffolding protein interactions with 
glutamate receptors in synaptic dysfunction and Alzheimer's disease', Prog Neurobiol, vol. 93, no. 4, 
Apr, pp. 509-521. 

 
Qian, W, Shi, J, Yin, X, Iqbal, K, Grundke-Iqbal, I, Gong, CX & Liu, F 2010, 'PP2A regulates tau 
phosphorylation directly and also indirectly via activating GSK-3beta', J Alzheimers Dis, vol. 19, no. 4, 
pp. 1221-1229. 

 
Quirion, R & Dam, TV 1986, 'Ontogeny of substance P receptor binding sites in rat brain', J Neurosci, 
vol. 6, no. 8, Aug, pp. 2187-2199. 

 
Raghupathi, R, Muir, JK, Fulp, CT, Pittman, RN & McIntosh, TK 2003, 'Acute activation of mitogen-
activated protein kinases following traumatic brain injury in the rat: implications for posttraumatic 
cell death', Exp Neurol, vol. 183, no. 2, 2003/10/01/, pp. 438-448. 

 
Ralevic, V, Milner, P, Hudlicka, O, Kristek, F & Burnstock, G 1990, 'Substance P is released from the 
endothelium of normal and capsaicin-treated rat hind-limb vasculature, in vivo, by increased flow', 
Circ Res, vol. 66, no. 5, May, pp. 1178-1183. 

 
Rasley, A, Bost, KL, Olson, JK, Miller, SD & Marriott, I 2002, 'Expression of functional NK-1 receptors 
in murine microglia', Glia, vol. 37, no. 3, Mar 01, pp. 258-267. 



143 
  

 
Readhead, C, Takasashi, N, Shine, HD, Saavedra, R, Sidman, R & Hood, L 1990, 'Role of myelin basic 
protein in the formation of central nervous system myelin', Ann N Y Acad Sci, vol. 605, pp. 280-285. 

 
Reynolds, CH, Utton, MA, Gibb, GM, Yates, A & Anderton, BH 1997, 'Stress-activated protein 
kinase/c-jun N-terminal kinase phosphorylates tau protein', J Neurochem, vol. 68, no. 4, Apr, pp. 
1736-1744. 

 
Rimon, R, Le Greves, P, Nyberg, F, Heikkila, L, Salmela, L & Terenius, L 1984, 'Elevation of substance 
P-like peptides in the CSF of psychiatric patients', Biol Psychiatry, vol. 19, no. 4, Apr, pp. 509-516. 

 
Rosen, A, Brodin, K, Eneroth, P & Brodin, E 1992, 'Short-term restraint stress and s.c. saline injection 
alter the tissue levels of substance P and cholecystokinin in the peri-aqueductal grey and limbic 
regions of rat brain', Acta Physiol Scand, vol. 146, no. 3, Nov, pp. 341-348. 

 
Rosene, JM, Raksnis, B, Silva, B, Woefel, T, Visich, PS, Dompier, TP & Kerr, ZY 2017, 'Comparison of 
Concussion Rates Between NCAA Division I and Division III Men's and Women's Ice Hockey Players', 
Am J Sports Med, vol. 45, no. 11, Sep, pp. 2622-2629. 

 
Roskoski, R, Jr. 2012, 'ERK1/2 MAP kinases: structure, function, and regulation', Pharmacol Res, vol. 
66, no. 2, Aug, pp. 105-143. 

 
Rostami, E, Davidsson, J, Ng, KC, Lu, J, Gyorgy, A, Walker, J, Wingo, D, Plantman, S, Bellander, BM, 
Agoston, DV & Risling, M 2012, 'A Model for Mild Traumatic Brain Injury that Induces Limited 
Transient Memory Impairment and Increased Levels of Axon Related Serum Biomarkers', Front 
Neurol, vol. 3, p. 115. 

 
Rubenstein, R, Chang, B, Grinkina, N, Drummond, E, Davies, P, Ruditzky, M, Sharma, D, Wang, K & 
Wisniewski, T 2017, 'Tau phosphorylation induced by severe closed head traumatic brain injury is 
linked to the cellular prion protein', Acta Neuropathol Commun, vol. 5, no. 1, Apr 18, p. 30. 

 
Russell, IJ, Orr, MD, Littman, B, Vipraio, GA, Alboukrek, D, Michalek, JE, Lopez, Y & MacKillip, F 1994, 
'Elevated cerebrospinal fluid levels of substance P in patients with the fibromyalgia syndrome', 
Arthritis Rheum, vol. 37, no. 11, Nov, pp. 1593-1601. 

 
Sahyouni, R, Gutierrez, P, Gold, E, Robertson, RT & Cummings, BJ 2017, 'Effects of concussion on the 
blood–brain barrier in humans and rodents', Journal of Concussion, vol. 1, 2017/01/01, p. 
2059700216684518. 

 
Sandhir, R, Onyszchuk, G & Berman, NE 2008, 'Exacerbated glial response in the aged mouse 
hippocampus following controlled cortical impact injury', Exp Neurol, vol. 213, no. 2, Oct, pp. 372-
380. 

 
Schinder, AF, Olson, EC, Spitzer, NC & Montal, M 1996, 'Mitochondrial dysfunction is a primary event 
in glutamate neurotoxicity', J Neurosci, vol. 16, no. 19, Oct 1, pp. 6125-6133. 



144 
  

 
Schwalbe, M, Kadavath, H, Biernat, J, Ozenne, V, Blackledge, M, Mandelkow, E & Zweckstetter, M 
2015, 'Structural Impact of Tau Phosphorylation at Threonine 231', Structure, vol. 23, no. 8, Aug 04, 
pp. 1448-1458. 

 
Sengupta, A, Wu, Q, Grundke-Iqbal, I, Iqbal, K & Singh, TJ 1997, 'Potentiation of GSK-3-catalyzed 
Alzheimer-like phosphorylation of human tau by cdk5', Mol Cell Biochem, vol. 167, no. 1-2, Feb, pp. 
99-105. 

 
Seshacharyulu, P, Pandey, P, Datta, K & Batra, SK 2013, 'Phosphatase: PP2A structural importance, 
regulation and its aberrant expression in cancer', Cancer Lett, vol. 335, no. 1, Jul 10, pp. 9-18. 

 
Seto, S, Tanioka, A, Ikeda, M & Izawa, S 2005, 'Design and synthesis of novel 9-substituted-7-aryl-
3,4,5,6-tetrahydro-2H-pyrido[4,3-b]- and [2,3-b]-1,5-oxazocin-6-ones as NK(1) antagonists', Bioorg 
Med Chem Lett, vol. 15, no. 5, Mar 1, pp. 1479-1484. 

 
Shapira, M, Licht, A, Milman, A, Pick, CG, Shohami, E & Eldar-Finkelman, H 2007, 'Role of glycogen 
synthase kinase-3beta in early depressive behavior induced by mild traumatic brain injury', Mol Cell 
Neurosci, vol. 34, no. 4, Apr, pp. 571-577. 

 
Shaul, YD & Seger, R 2007, 'The MEK/ERK cascade: from signaling specificity to diverse functions', 
Biochim Biophys Acta, vol. 1773, no. 8, Aug, pp. 1213-1226. 

 
Shultz, SR, Bao, F, Omana, V, Chiu, C, Brown, A & Cain, DP 2012, 'Repeated mild lateral fluid 
percussion brain injury in the rat causes cumulative long-term behavioral impairments, 
neuroinflammation, and cortical loss in an animal model of repeated concussion', J Neurotrauma, 
vol. 29, no. 2, Jan 20, pp. 281-294. 

 
Shultz, SR, Wright, DK, Zheng, P, Stuchbery, R, Liu, SJ, Sashindranath, M, Medcalf, RL, Johnston, LA, 
Hovens, CM, Jones, NC & O'Brien, TJ 2015, 'Sodium selenate reduces hyperphosphorylated tau and 
improves outcomes after traumatic brain injury', Brain, vol. 138, no. Pt 5, May, pp. 1297-1313. 

 
Signoretti, S, Lazzarino, G, Tavazzi, B & Vagnozzi, R 2011, 'The pathophysiology of concussion', PM R, 
vol. 3, no. 10 Suppl 2, Oct, pp. S359-368. 

 
Singewald, N, Chicchi, GG, Thurner, CC, Tsao, KL, Spetea, M, Schmidhammer, H, Sreepathi, HK, 
Ferraguti, F, Singewald, GM & Ebner, K 2008, 'Modulation of basal and stress-induced amygdaloid 
substance P release by the potent and selective NK1 receptor antagonist L-822429', J Neurochem, 
vol. 106, no. 6, Sep, pp. 2476-2488. 

 
Slattery, DA & Cryan, JF 2012, 'Using the rat forced swim test to assess antidepressant-like activity in 
rodents', Nat Protoc, vol. 7, no. 6, Jun, pp. 1009-1014. 

 
Slemmer, JE, Matser, EJ, De Zeeuw, CI & Weber, JT 2002, 'Repeated mild injury causes cumulative 
damage to hippocampal cells', Brain, vol. 125, no. Pt 12, Dec, pp. 2699-2709. 



145 
  

 
Smith, C, Gentleman, SM, Leclercq, PD, Murray, LS, Griffin, WS, Graham, DI & Nicoll, JA 2013, 'The 
neuroinflammatory response in humans after traumatic brain injury', Neuropathol Appl Neurobiol, 
vol. 39, no. 6, Oct, pp. 654-666. 

 
Smith, DH, Nonaka, M, Miller, R, Leoni, M, Chen, XH, Alsop, D & Meaney, DF 2000, 'Immediate coma 
following inertial brain injury dependent on axonal damage in the brainstem', J Neurosurg, vol. 93, 
no. 2, Aug, pp. 315-322. 

 
Stambolic, V & Woodgett, JR 1994, 'Mitogen inactivation of glycogen synthase kinase-3 beta in intact 
cells via serine 9 phosphorylation', Biochem J, vol. 303 ( Pt 3), Nov 1, pp. 701-704. 

 
Stern, RA, Daneshvar, DH, Baugh, CM, Seichepine, DR, Montenigro, PH, Riley, DO, Fritts, NG, Stamm, 
JM, Robbins, CA, McHale, L, Simkin, I, Stein, TD, Alvarez, VE, Goldstein, LE, Budson, AE, Kowall, NW, 
Nowinski, CJ, Cantu, RC & McKee, AC 2013, 'Clinical presentation of chronic traumatic 
encephalopathy', Neurology, vol. 81, no. 13, Sep 24, pp. 1122-1129. 

 
Stern, RA, Riley, DO, Daneshvar, DH, Nowinski, CJ, Cantu, RC & McKee, AC 2011, 'Long-term 
consequences of repetitive brain trauma: chronic traumatic encephalopathy', PM R, vol. 3, no. 10 
Suppl 2, Oct, pp. S460-467. 

 
Strong, KL, Jing, Y, Prosser, AR, Traynelis, SF & Liotta, DC 2014, 'NMDA receptor modulators: an 
updated patent review (2013-2014)', Expert Opin Ther Pat, vol. 24, no. 12, Dec, pp. 1349-1366. 

 
Stucky, CL, Galeazza, MT & Seybold, VS 1993, 'Time-dependent changes in Bolton-Hunter-labeled 
125I-substance P binding in rat spinal cord following unilateral adjuvant-induced peripheral 
inflammation', Neuroscience, vol. 57, no. 2, Nov, pp. 397-409. 

 
Sy, M, Kitazawa, M, Medeiros, R, Whitman, L, Cheng, D, Lane, TE & Laferla, FM 2011, 'Inflammation 
induced by infection potentiates tau pathological features in transgenic mice', Am J Pathol, vol. 178, 
no. 6, Jun, pp. 2811-2822. 

 
Tan, XL, Wright, DK, Liu, S, Hovens, C, O'Brien, TJ & Shultz, SR 2016, 'Sodium selenate, a protein 
phosphatase 2A activator, mitigates hyperphosphorylated tau and improves repeated mild traumatic 
brain injury outcomes', Neuropharmacology, vol. 108, Sep, pp. 382-393. 

 
Tavazzi, B, Signoretti, S, Lazzarino, G, Amorini, AM, Delfini, R, Cimatti, M, Marmarou, A & Vagnozzi, R 
2005, 'Cerebral oxidative stress and depression of energy metabolism correlate with severity of 
diffuse brain injury in rats', Neurosurgery, vol. 56, no. 3, Mar, pp. 582-589; discussion 582-589. 

 
Teasdale, G & Jennett, B 1974, 'Assessment of coma and impaired consciousness. A practical scale', 
Lancet, vol. 2, no. 7872, Jul 13, pp. 81-84. 

 
Terwel, D, Lasrado, R, Snauwaert, J, Vandeweert, E, Van Haesendonck, C, Borghgraef, P & Van 
Leuven, F 2005, 'Changed conformation of mutant Tau-P301L underlies the moribund tauopathy, 



146 
  

absent in progressive, nonlethal axonopathy of Tau-4R/2N transgenic mice', J Biol Chem, vol. 280, 
no. 5, Feb 04, pp. 3963-3973. 

 
Thelin, EP, Tajsic, T, Zeiler, FA, Menon, DK, Hutchinson, PJA, Carpenter, KLH, Morganti-Kossmann, 
MC & Helmy, A 2017, 'Monitoring the Neuroinflammatory Response Following Acute Brain Injury', 
Front Neurol, vol. 8, p. 351. 

 
Thornton, E & Vink, R 2012, 'The Role of the Neuropeptide Substance P in the Pathogenesis of 
Parkinson’s Disease', in J Dushanova (ed.), Mechanisms in Parkinson's Disease - Models and 
Treatments, pp. 511-530, DOI 10.5772/16987. 

 
Tompkins, P, Tesiram, Y, Lerner, M, Gonzalez, LP, Lightfoot, S, Rabb, CH & Brackett, DJ 2013, 'Brain 
injury: neuro-inflammation, cognitive deficit, and magnetic resonance imaging in a model of blast 
induced traumatic brain injury', J Neurotrauma, vol. 30, no. 22, Nov 15, pp. 1888-1897. 

 
Toth, A, Boczan, J, Kedei, N, Lizanecz, E, Bagi, Z, Papp, Z, Edes, I, Csiba, L & Blumberg, PM 2005, 
'Expression and distribution of vanilloid receptor 1 (TRPV1) in the adult rat brain', Brain Res Mol 
Brain Res, vol. 135, no. 1-2, Apr 27, pp. 162-168. 

 
Tran, HT, Sanchez, L & Brody, DL 2012, 'Inhibition of JNK by a peptide inhibitor reduces traumatic 
brain injury-induced tauopathy in transgenic mice', J Neuropathol Exp Neurol, vol. 71, no. 2, Feb, pp. 
116-129. 

 
Ubersax, JA & Ferrell Jr, JE 2007, 'Mechanisms of specificity in protein phosphorylation', Nat Rev Mol 
Cell Biol, vol. 8, no. 7, 07//print, pp. 530-541. 

 
Vaeroy, H, Helle, R, Forre, O, Kass, E & Terenius, L 1988, 'Elevated CSF levels of substance P and high 
incidence of Raynaud phenomenon in patients with fibromyalgia: new features for diagnosis', Pain, 
vol. 32, no. 1, Jan, pp. 21-26. 

 
Vagnozzi, R, Marmarou, A, Tavazzi, B, Signoretti, S, Di Pierro, D, del Bolgia, F, Amorini, AM, Fazzina, 
G, Sherkat, S & Lazzarino, G 1999, 'Changes of cerebral energy metabolism and lipid peroxidation in 
rats leading to mitochondrial dysfunction after diffuse brain injury', J Neurotrauma, vol. 16, no. 10, 
Oct, pp. 903-913. 

 
Vagnozzi, R, Signoretti, S, Tavazzi, B, Floris, R, Ludovici, A, Marziali, S, Tarascio, G, Amorini, AM, Di 
Pietro, V, Delfini, R & Lazzarino, G 2008, 'Temporal window of metabolic brain vulnerability to 
concussion: a pilot 1H-magnetic resonance spectroscopic study in concussed athletes--part III', 
Neurosurgery, vol. 62, no. 6, Jun, pp. 1286-1295; discussion 1295-1286. 

 
Vagnozzi, R, Tavazzi, B, Signoretti, S, Amorini, AM, Belli, A, Cimatti, M, Delfini, R, Di Pietro, V, 
Finocchiaro, A & Lazzarino, G 2007, 'Temporal window of metabolic brain vulnerability to 
concussions: mitochondrial-related impairment--part I', Neurosurgery, vol. 61, no. 2, Aug, pp. 379-
388; discussion 388-379. 

 



147 
  

Veronesi, B & Oortgiesen, M 2006, 'The TRPV1 receptor: target of toxicants and therapeutics', 
Toxicol Sci, vol. 89, no. 1, Jan, pp. 1-3. 

 
Vershinin, M, Carter, BC, Razafsky, DS, King, SJ & Gross, SP 2007, 'Multiple-motor based transport 
and its regulation by Tau', Proc Natl Acad Sci U S A, vol. 104, no. 1, Jan 02, pp. 87-92. 

 
Vink, R, Gabrielian, L & Thornton, E 2017, 'The Role of Substance P in Secondary Pathophysiology 
after Traumatic Brain Injury', Front Neurol, vol. 8, p. 304. 

 
Vink, R & van den Heuvel, C 2010, 'Substance P antagonists as a therapeutic approach to improving 
outcome following traumatic brain injury', Neurotherapeutics, vol. 7, no. 1, Jan, pp. 74-80. 

 
von Bergen, M, Friedhoff, P, Biernat, J, Heberle, J, Mandelkow, E-M & Mandelkow, E 2000, 'Assembly 
of τ protein into Alzheimer paired helical filaments depends on a local sequence motif 
(306VQIVYK311) forming β structure', Proceedings of the National Academy of Sciences, vol. 97, no. 
10, May 9, 2000, pp. 5129-5134. 

 
Wakade, C, Sukumari-Ramesh, S, Laird, MD, Dhandapani, KM & Vender, JR 2010, 'Delayed reduction 
in hippocampal postsynaptic density protein-95 expression temporally correlates with cognitive 
dysfunction following controlled cortical impact in mice', J Neurosurg, vol. 113, no. 6, Dec, pp. 1195-
1201. 

 
Walf, AA & Frye, CA 2007, 'The use of the elevated plus maze as an assay of anxiety-related behavior 
in rodents', Nat Protoc, vol. 2, no. 2, pp. 322-328. 

 
Walker, KR & Tesco, G 2013, 'Molecular mechanisms of cognitive dysfunction following traumatic 
brain injury', Front Aging Neurosci, vol. 5, p. 29. 

 
Wang, G, Jiang, X, Pu, H, Zhang, W, An, C, Hu, X, Liou, AK, Leak, RK, Gao, Y & Chen, J 2013, 'Scriptaid, 
a novel histone deacetylase inhibitor, protects against traumatic brain injury via modulation of PTEN 
and AKT pathway : scriptaid protects against TBI via AKT', Neurotherapeutics, vol. 10, no. 1, Jan, pp. 
124-142. 

 
Wang, JZ, Xia, YY, Grundke-Iqbal, I & Iqbal, K 2013, 'Abnormal hyperphosphorylation of tau: sites, 
regulation, and molecular mechanism of neurofibrillary degeneration', J Alzheimers Dis, vol. 33 Suppl 
1, pp. S123-139. 

 
Weingarten, MD, Lockwood, AH, Hwo, SY & Kirschner, MW 1975, 'A protein factor essential for 
microtubule assembly', Proc Natl Acad Sci U S A, vol. 72, no. 5, May, pp. 1858-1862. 

 
Winston, CN, Noel, A, Neustadtl, A, Parsadanian, M, Barton, DJ, Chellappa, D, Wilkins, TE, Alikhani, 
AD, Zapple, DN, Villapol, S, Planel, E & Burns, MP 2016, 'Dendritic Spine Loss and Chronic White 
Matter Inflammation in a Mouse Model of Highly Repetitive Head Trauma', Am J Pathol, vol. 186, no. 
3, Mar, pp. 552-567. 



148 
  

 
Woie, K, Koller, ME, Heyeraas, KJ & Reed, RK 1993, 'Neurogenic inflammation in rat trachea is 
accompanied by increased negativity of interstitial fluid pressure', Circ Res, vol. 73, no. 5, Nov, pp. 
839-845. 

 
Won, E, Kang, J, Choi, S, Kim, A, Han, KM, Yoon, HK, Cho, SH, Tae, WS, Lee, MS, Joe, SH, Kim, YK & 
Ham, BJ 2017, 'The association between substance P and white matter integrity in medication-naive 
patients with major depressive disorder', Sci Rep, vol. 7, no. 1, Aug 29, p. 9707. 

 
Wong, AH, Gottesman, II & Petronis, A 2005, 'Phenotypic differences in genetically identical 
organisms: the epigenetic perspective', Hum Mol Genet, vol. 14 Spec No 1, Apr 15, pp. R11-18. 

 
Woodgett, JR 1990, 'Molecular cloning and expression of glycogen synthase kinase-3/factor A', The 
EMBO Journal, vol. 9, no. 8, pp. 2431-2438. 

 
Xiong, Y, Gu, Q, Peterson, PL, Muizelaar, JP & Lee, CP 1997, 'Mitochondrial dysfunction and calcium 
perturbation induced by traumatic brain injury', J Neurotrauma, vol. 14, no. 1, Jan, pp. 23-34. 

 
Yao, Z & Seger, R 2004, 'The molecular mechanism of MAPK/ERK inactivation', Curr Genomics, vol. 5, 
no. 4, pp. 385-393. 

 
Yoon, S & Seger, R 2006, 'The extracellular signal-regulated kinase: multiple substrates regulate 
diverse cellular functions', Growth Factors, vol. 24, no. 1, Mar, pp. 21-44. 

 
Yoshida, H, Hastie, CJ, McLauchlan, H, Cohen, P & Goedert, M 2004, 'Phosphorylation of 
microtubule-associated protein tau by isoforms of c-Jun N-terminal kinase (JNK)', J Neurochem, vol. 
90, no. 2, Jul, pp. 352-358. 

 
Yousuf, MA, Tan, C, Torres-Altoro, MI, Lu, F-M, Plautz, E, Zhang, S, Takahashi, M, Hernandez, A, 
Kernie, SG, Plattner, F & Bibb, JA 2016, 'Involvement of aberrant Cdk5/p25 activity in experimental 
traumatic brain injury', J Neurochem, vol. 138, no. 2, 05/25, pp. 317-327. 

 
Yu, UY, Yoo, BC & Ahn, JH 2014, 'Regulatory B Subunits of Protein Phosphatase 2A Are Involved in 
Site-specific Regulation of Tau Protein Phosphorylation', Korean J Physiol Pharmacol, vol. 18, no. 2, 
Apr, pp. 155-161. 

 
Yufune, S, Satoh, Y, Akai, R, Yoshinaga, Y, Kobayashi, Y, Endo, S & Kazama, T 2016, 'Suppression of 
ERK phosphorylation through oxidative stress is involved in the mechanism underlying sevoflurane-
induced toxicity in the developing brain', Sci Rep, vol. 6, Feb 24, p. 21859. 

 
Zacest, AC, Vink, R, Manavis, J, Sarvestani, GT & Blumbergs, PC 2010, 'Substance P immunoreactivity 
increases following human traumatic brain injury', Acta Neurochir Suppl, vol. 106, pp. 211-216. 

 



149 
  

Zhang, X, Chen, Y, Ikonomovic, MD, Nathaniel, PD, Kochanek, PM, Marion, DW, DeKosky, ST, Jenkins, 
LW & Clark, RSB 2005, 'Increased Phosphorylation of Protein Kinase B and Related Substrates after 
Traumatic Brain Injury in Humans and Rats', Journal of Cerebral Blood Flow & Metabolism, vol. 26, 
no. 7, 2006/07/01, pp. 915-926. 

 
Zhao, S, Fu, J, Liu, X, Wang, T, Zhang, J & Zhao, Y 2012, 'Activation of Akt/GSK-3beta/beta-catenin 
signaling pathway is involved in survival of neurons after traumatic brain injury in rats', Neurological 
Research, vol. 34, no. 4, 2012/05/01, pp. 400-407. 

 
Zhao, Y, Luo, P, Guo, Q, Li, S, Zhang, L, Zhao, M, Xu, H, Yang, Y, Poon, W & Fei, Z 2012, 'Interactions 
between SIRT1 and MAPK/ERK regulate neuronal apoptosis induced by traumatic brain injury in vitro 
and in vivo', Exp Neurol, vol. 237, no. 2, Oct, pp. 489-498. 

 

 




