
 

 

Figure S1. Schematic representation of Adenovirus serotype 5 (Adwt) and ICOVIR-15K (ICO15K) 
genomes. 



 
 

Figure S2. (A) Uncropped membrane of Western blot against human PH20. (B) Uncropped membrane of 
Western blot against Adenovirus serotype 5 fiber. (C) Table containing the densitometry of western blot 
bands and the PH20:Fiber ratios. 

 



 

Figure S3. Hyaluronidase activity of concentrated supernatants from infected A549 at different time 
points. A549 cells were infected with the indicated viruses at MOI 20. Supernatants were harvested at 24, 
48, or 72hours post-infection and 20x concentrated with AMICON (as detailed in Materials and Methods, 
4.6). Hyaluronidase activity was measured by turbidimetric assay and normalized for the initial 
transfecting units (TU). The ICO15K-40SA.PH20 reached saturation levels in the assay impeding an exact 
quantification of hyaluronidase activity (all hyaluronic acid was degraded). *p<0.05 significant by Kruskal-
Wallis test and Dunn’s post hoc test. 

 

  



Supplementary Table 1. Detailed sequences of splice acceptors, kozak sequence, polyA signal, and insertion 
sites used in this study. 
Name Observations Sequence 
IIIaSA  Splice acceptor Ad5 IIIa gene 5’gtactaagcggtgatgtttctgatcag 3’ 
40SA Splice acceptor Ad40 long fiber 

gene 
5’gcaggcgcaatcttcgcatttcttttttccag 3’ 

Kozak sequence Translation initiation signal 5’ ccacc 3’ 
PolyA sequence Minimal polyA signal 5’ aataaa 3’ 
After Fiber homology 
upstream 

Insertion site After fiber, 
upstream homology with Ad5 

5’ctcttacactttttcatacattgcccaagaataaagaatcgttt
gtgttatgtttcaacgtgtttatttttcaattg 3’ 

After Fiber homology 
downstream 

Insertion site After fiber, 
downstream homology with Ad5 

5’ctttatttttcaattgcagaaaatttcaagtcatttttcattcag
tagtatagccccaccaccacatagcttataca 3’ 

After-E4 homology 
upstream 

Insertion site After E4, upstream 
homology 

5’ccaaaaaacccacaacttcctcaaatcgtcacttccgttttcc
cacgttacgtcac 3’ 

After-E4 homology 
downstream 

Insertion site After E4, 
downstream homology 

5’cattttaagaaaactacaattcccaacacatacaagttactc 
3’ 

 

Supplementary Table 2. Primers used to generate transgenes by PCR for subsequent homologous 
recombination. 
Virus Primers Template 
ICO15K-IIIaSA.Luc Fwd:5’caattgggtactaagcggtgatgtttctgatcagccaccatggtaaagcg

tgagaaaaatgt 3’ 
Rv:5’tgacttgaaattttctgcaattgaaaaataaagtttattaaccgccggccttc
tc 3’ 

pTRPE CBG T2A GFP 

ICO15K-40SA.Luc Fwd:5’cgtttgtgttatgtttcaacgtgtttatttttcaattggcaggcgcaatcttg
gcatttcttttttccagccaccatggtaaagcgtgagaaaaatgt 3’ 
Rv:5’tgacttgaaattttctgcaattgaaaaataaagtttattaaccgccggccttc
tc3’ 

pTRPE-CBG-T2A-GFP 

ICO15K-E4-IIIaSA.Luc Fwd:5’ccaaaaaacccacaacttcctcaaatcgtcacttccgttttcccacgttac
gtcacgtactaagcggtgatgtttctga 3’ 
Rv:5’gtaggttttagggcggagtaacttgtatgtgttgggaattgtagttttcttaa
aatgtttattaaccgccggccttctccaaca 3’ 

ICO15K-IIIaSA.Luc 

ICO15K-E4-40SA.Luc Fwd:5’ccaaaaaacccacaacttcctcaaatcgtcacttccgttttcccacgttac
gtcacgcaggcgcaatcttcgcatt 3’ 
Rv:5’gtaggttttagggcggagtaacttgtatgtgttgggaattgtagttttcttaa
aatgtttattaaccgccggccttctccaaca 3’ 

ICO15K-40SA.Luc 

ICO15K-40SA.FBiTE Fwd:5’atcgtttgtgttatgtttcaacgtgtttatttttcaattggcaggcgcaatct
tcgcatttcttttttccagccaccatgggatggtcctg 3’ 
Rv:5’gctatactactgaatgaaaaatgacttgaaattttctgcaattgaaaaataa
agtttattacttgtcgtcgtcgtcc 3’ 

ICO15K-IIIaSA.FBiTE 

ICO15K-40SA.PH20 Fwd:5’atcgtttgtgttatgtttcaacgtgtttatttttcaattggcaggcgcaatct
tcgcatttcttttttccagccaccatgggagtgctaaaattcaa 3’ 
Rv:5’gctatactactgaatgaaaaatgacttgaaattttctgcaattgaaaaataa
agtttattaagatagtgtggagggtg 3’ 

ICO15K-IIIaSA.PH20 

Bold: homology with Ad5, Italic: correspondent SA, Underlined: Kozak sequence (Forward) or stop 
codon+PolyA (Reverse) 



 


