
APPENDIX:

Plasmid DNA Maps
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rhNS transgene

PLASMID NAME: rhNS-pcDNA3.1

PLASMID SIZE: 7233 bp 

VECTOR DETAILS: The rhNS sequence was derived from human liver as described in 

Scott et al (1995). After the addition of EcoRI linkers, the rhNS transgene (bases 1 to 1806 of 

GenBank accession no. U30894) was cloned into the EcoRI site of the multiple cloning site of

the pcDNA3.1 (-) vector (Invitrogen, cat. no. V95-20).
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rhNS transgene

PLASMID NAME: pNS-IRES 

PLASMID SIZE: 7114 bp 

VECTOR DETAILS: The rhNS sequence (bases 1 to 1806 of GenBank accession no. 

U30894) was removed by EcoRI digestion from the rhNS-pcDNA3.1 vector and sub-cloned 

into the EcoRI site of the pIRES-2EGFP vector (Clontech, cat. no. 6029-1).
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PLASMID NAME: pTCAV-12VK 

PLASMID SIZE: 5155 bp 

VECTOR DETAILS: This plasmid is derived from ptCAV-12a and has been modified by the

insertion of the kanamycin/neomycin resistance gene in the FspI site of the ampicillin gene. 

The CAV-2 inverted terminal repeat (ITR) and the CAV-2 E2 region are homologous to the 

sequences in the pTG5412 plasmid. The desired transgene is subcloned into the multiple 

cloning site following an intervening sequence (IVS) and is driven by the CMV promoter.
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rhNS-

IRES-

EGFP

PLASMID NAME: pTCAV-NS 

PLASMID SIZE: 8275 bp 

VECTOR DETAILS: The 5’ rhNS-IRES-EGFP 3’ sequence from the plasmid pNS-IRES 

was removed by digesting with NotI, blunting with Klenow fragment and then by digestion 

with NheI (i.e. sticky/blunt fragment). The ptCAV-12VK vector was digested with NheI and

EcoRV (a blunt-cutter) and ligated with the rhNS-IRES-EGFP fragment to form the plasmid

ptCAV-NS.
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PLASMID NAME: pTG5412 

PLASMID SIZE: 33375 bp 

VECTOR DETAILS: This vector was constructed by TransGene SA (France) and contains 

the entire CAV-2 genome (Genbank accession no. J04368), including the inverted terminal

repeats and E2B regions. The CAV-2 genome is cloned into a pPolyII backbone and is 

flanked by NotI linkers.
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Addenda

Page 14, line 30: change to “benzodiazepines, chloral hydrate ….  trimeprazine tartrate have had some success”.  

Page 15, line 4: delete “antipsychotic”. 

Page 60, line 15: delete “complete” and replace with “completely”. 

Page 69, line 1: change “25 mL” to “25 L”. 

Page 136, line 11: replace with “… was able to have…”  

Page 137, lines 1-4: change to “Injection of 108 or 109 particles/ L CAV-NS at birth did not significantly impact on the 
concentration of HNS-UA detected in the olfactory bulb at both 1-wk and 6-wks post-injection, given the variation in the 
PBS-treated MPS IIIA group at these time-points (p=0.80, p=0.30). 

Page 145, line 30: delete final sentence and replace with “The operator was placed at a point equidistant from an open 
and closed arm”. 

Page 153, line 17: change “marginally significant” to “approached significance”. 

Page 160, paragraph 2: after “1- 7-days after the initial exposure” insert the sentence “This discrepancy may relate to the 
time difference between the first trial and subsequent re-exposure to the EPM apparatus in these studies (less than 1 
week) compared to the 3 weeks interval utilised in our study”. 

Page 162, line 5: delete “Neither antibodies towards rhNS nor”. 

Page 179, line 5: insert after the end of sentence “CAV-NS treatment did not increase the amount of NS activity 
measured in unaffected or MPS IIIA mice”. 

Page 203, line 18: change “Compared to PBS-treated animals, CAV-NS treatment had no effect on the functional 
changes associated with MPS IIIA.” to read:  “No functional changes were able to be demonstrated between PBS- and 
CAV-NS-treated MPS IIIA animals.” 
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