
  



Supplementary Figure S1: Confirmatory western blots of murine survivin expression post-
infection with recombinant viruses. Lysates from Vero cells infected with recombinant 
replication-deficient human adenovirus serotype 48 (Ad48) or replication-competent Maraba 
virus (MG1) vectors were collected 24 hours later and used to detect the expression of 
transgene-derived survivin. All lanes were loaded with 15 µg of lysate and probed with a FLAG 
tag-specific (a,e), Myc-tag-specific (b,d) or survivin-specific antibody (c,f). Lysates from 
uninfected Vero cells or Vero cells infected with Ad48 or MG1 carrying transgenes encoding for 
enhanced green fluorescent protein were used as negative controls lacking the expression of 
tagged-survivin. Normal lung-derived lysate was used as a negative control that did not express 
substantial amounts of endogenous survivin. FLAG-tagged Jaagsiekte sheep retrovirus 
enveloped protein (Jenv) was used as a FLAG positive control (a). Myc-tagged surfactant protein 
B expressed from an adeno-associated virus (AAV) was used as a positive control for Myc (b). 
Lysate from HeLa cells was used as a positive control for expression of endogenous survivin (c). 
The tagged murine survivin was expected to be ~5.6% larger than the endogenous survivin 
protein.  

 



  



  



Supplementary Figure S2: Intracellular cytokine staining after re-stimulation of CD4+ and CD8+ 
T cells with the complete overlapping survivin peptide library. 

C57BL/6 and BALB/c mice were vaccinated with 1x108 infectious units of Ad-T34A-mSurvivin, 

then boosted 14 days later with 1x109 plaque-forming units of MG1-T34A-mSurvivin. Spleen 
samples were taken from vaccinated mice at the peak of the secondary response (day 21), 
processed and re-stimulated with the peptide indicated above each dot plot for five hours. 

Panels (a) and (b) indicate CD8+ and CD4+ T cell responses respectively, demonstrated by 
staining for intracellular interferon gamma (IFN-y) and tumor necrosis factor alpha (TNF-α) in 

C57BL/6 mice using flow cytometry. Similarly, CD8+ and CD4+ T cell responses are respectively 
shown in panels (c) and (d) in BALB/c mice. Data shown are representative dot plots from one of 
three mice of each strain. Non-specific stimulation with phorbol 12-myristate 13-acetate (PMA) 
and ionomycin was used as a positive control to demonstrate that the assay worked. 
  



  

Supplementary Figure S3: Flow cytometry-derived dot plots from three BALB/c mice demonstrate 

CD4+ responses to the enhanced green fluorescent protein (eGFP)9-23 peptide. 

Mice were vaccinated intramuscularly with 1x108 infectious units of a recombinant replication-
deficient human adenovirus serotype 48 carrying a transgene encoding enhanced green fluorescent 
protein. Fourteen days later the mice were boosted with a recombinant replication-competent 
Maraba virus carrying a transgene encoding enhanced green fluorescent protein. Five days post-
boost splenocytes were intracellularly stained for interferon gamma (IFN-y) and tumor necrosis 
factor alpha (TNF-α) following re-stimulation with the peptide and assessed by flow cytometry. The 
appearance of events in the upper right quadrant, which shows cells expressing both IFN-y and TNF-
α, in the stimulated samples is suggestive of a real, albeit low-magnitude response. 



  

Supplementary Figure S4: Heavy and light chain fragments of UC10-4F10-11 
hybridoma-derived anti-cytotoxic T lymphocyte antigen-4 (CTLA4). Four µg 
of purified CTLA4-specific antibody was denatured, resolved by 12% sodium 
dodecyl sulphate–polyacrylamide gel electrophoresis, and stained with 
Coomassie Blue. 



  

Supplementary Table S1: Primers used to clone, mutate, and sequence a full-length murine survivin insert in 
adenoviral and Maraba virus plasmid vectors. The forward primers for cloning survivin had added restriction 
enzyme cleavage sites (underlined), followed by a Kozak sequence (double underlined) for improved translation 
initiation, the ATG start codon followed by a FLAG-tag, or Myc-tag sequence for the adenovirus vector and Maraba 
vector, respectively (bolded). Finally, the primers had 17 base-pairs of homology to murine survivin. Similarly, the 
reverse primers had a restriction enzyme cleavage site and 27-base-pairs of homology. The sequencing primers for 
the adenovirus vector and Maraba vector had homology to the flanking regions of the insert portion of the pAdApt 
and pMG1-Genome plasmids, respectively. The site-directed-mutagenesis (SDM) primers were homologous for 
murine survivin, with the exception of the mutation site (double underlined). 



  

Supplementary Table S2: Full-
length overlapping (by 12 amino 
acids) enhanced green fluorescent 
protein 15-mer peptide library. 



 

Supplementary Table S3: Full-length 
overlapping (by 12 amino acids) murine 
survivin 15-mer peptide library.  


