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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 pg 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.
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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 plague-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-a) 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.
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Supplementary Figure S3: Flow cytometry-derived dot plots from three BALB/c mice demonstrate

cpa’ responses to the enhanced green fluorescent protein (eGFP), ,, 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-a) 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-
a, in the stimulated samples is suggestive of a real, albeit low-magnitude response.




>0kDa Heavy Chain

25kDa Light Chain

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



Name: Sequence 5’ to 3’:

(Ad) FWD Kpnl FLAG-Tag mSurvivin: gﬁeg_?gg%%gg_ggchACTACAAGGACGACGACGACAAG

(Ad) RVS BamHI mSurvivin: TATA GGATCC TTAGGCAGCCAGCTGCTCAATTGACTG

(MG1) FWD Sall Myc-Tag mSurvivin: gﬁeg$g§g%§g_g__gchA GCAGAAGCTTATCTCCGAGGAGGACCTT
(MG1) RVS Spel mSurvivin: TATA ACTAGT TTAGGCAGCCAGCTGCTCAATTGACTG
AdApt48CAGseq FWD: CGGCTCTAGAGCCTCTGCTAACCATG

AdApt48CAGseqRVS: GGACAAACCACAACTAGAATGCAGTG

MG1insrtSeq FWD: CGATTGGGAAATAAATAACAGATGACGCATG

MG1insrtSeq RVS: CATTTGGTCTTCCGGATTGAGAAATTCTG

mSurv-T34A-SDM FWD: GGAGGACTGCGCCTGCGCCCCAGAGCGAATGGCGG
mSurv-T34A-SDM RVS: CCGCCATTCGCTCTGGGGCGCAGGCGCAGTCCTCC

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).



eGFPy4s

MVEKGEELFTGVVPI

eGFPs1g GEELFTGVVPILVEL
eGFPaz FTGVVPILVELDGDV
SGFF 27 VFILVELDGDVNGHK
eBFF . VELDGDVNGHKFSVS
eGFPzias GOVNGHKFSVSGEGE
8GFPzs3g GHKFSVSGEGEGDAT
eGFPmyy SVSGEGEGDATYGHKL
eGFPyyr EGEGDATYGKLTLKF
eBFFs DATYGKLTLKFICTT

EBFF, s GKLTLKFICTTGKLP

EGFPysss LKFICTTGKLPVPWP
eGFPyag CTTGKLPVPWPTLVT
eGPy KLPVPWPTLVTTLTY
eGFPg.yy PWPTLVTTLTYGWVOC
eGFPg.7s LT TLTYGVQCFSRY
8GFPgsrg LTYGWQCFSRYPOHM
eGFPms VQCFSRYPOHMKQHD
eGFPragr SRYPDHMKQHDFFKS
eGFPre DHMKQHDFFKSAMPE
eGFPz1s CQHDFFKSAMPEGYWVQ
eGFPaso FKSAMPEGYVQERTI
eGFPaa0s MPEGYVQERTIFFKD
eGFPezqor YVQERTIFFKDDGNY
eGFPg.a1 RTIFFKDDGNYKTRA
eGFF1.11s FEDDGNYKTRAEVKF
eGFP1os.119 GNYKTRAEVKFEGDT
eGFPmz TRAEVKFEGDTLWNR
eGFPy 13427 VKFEGDTLVNRIELK

eGFFy 7.3 GDTLVNRIELKGIDF
eBFF 21435 VNRIELKGIDFKEDG

eGFF 543 ELKGIDFKEDGNILG
eGFPy 2143 |IDFKEDGNILGHKLE

eGFPy 147 ECGNILGHKLEYNYN
eGFP 345 ILGHKLEYNYNSHNY
eGFP 41155 KLEYNYNSHNUYIMA
EGFP 4 MY MSHMNWY IMADKQEK
EGFP 4016 HNWVYIRMADK QNG
eBFPysa1e7 IMADKQKNGIKVMNFE
eGFPsram KQKNGIKWNFEIRHN
eGFPyg117s GIKVNFKIRHNIEDG

eBFF esams MFKIRHNIEDGSVQL
eGFP1ga12 RHMIEDGSWVQLADHY
eGFPraar EDGSVQLADHYQQNT
eBFPyrr1e1 VQLADHYQQNTPIGD
eGFPg1.40s DHYQQNTPIGDGPWVL
EGFF g QNTPIGDGPVLLFDM
SBFF s IGDGFVLLPDNHYLS
EGFPysaz07 PVLLPDMHYLSTQSA
EGFParz11 PDNHYLSTQSALSKD
eGFPz215 YLSTQSALSKDPNEK
eGFPzsz1e QSALSKDPNEKRDHM
[T - SKDFPMEKRDHMVLLE
eBFF sz MEKRDHMVLLEFVTA
eGFPzrzm DHMVLLEFWTAAGIT
eGFP22s LLEFWTAAGITLGMD
eGFPzs23 VTAAGITLGMDELYK

eGFPzzezw

GITLGMDELYK

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



Peptide Peptide Sequence

mSurvivin, 4 MGAPALPQIWQLYLK
MSurviving 4 ALPQIWQLYLKNYRI

MSUIViving. 23 IWQLYLKNYRIATFK

mSurvivings o7 YLKNYRIATFKNWPF
MSUVivin7.s; YRIATFKNWPFLEDC
mSurviving ;s TFKNWPFLEDCACTP
MSUrVivings s WPFLEDCACTPERMA
MSUrvivingg. «3 EDCACTPERMAEAGF

MSUMNVIVINas 7

CTPERMAEAGFIHCP

MSUNvivinag_sq

RMAEAGFIHCPTENE

MSUNVIVIN._ss

AGFIHCPTENEPDLA

MSUNVivins.so HCPTENEPDLAQCFF
MSUNViViN.s3 ENEPDLAQCFFCFKE
MSUrVivines o7 DLAQCFFCFKELEGW
MSUVivinss 71 CFFCFKELEGWEPDD
MSurvivine, 7 FKELEGWEPDDNPIE

MSurvivings g

EGWEPDDNPIEEHRK

MSUNVIvingg gz

PDDNPIEEHRKHSPG

MSUNVIvinys g7

PIEEHRKHSPGCAFL

MSUNivins.o; HRKHSPGCAFLTVKK
MSUNViving,_ss SPGCAFLTVKKQMEE
MSUNViVinzs o AFLTVKKQMEELTVS
MSUNVivingg 1q3 VKKQMEELTVSEFLK
MSUNViViNgs. 107 MEELTVSEFLKLDRQ
MSUNVivings 1. TVSEFLKLDRQRAKN

MSurvivinig_y1s FLKLDRQRAKNKIAK

MSUNVIViNoz.11 DRQRAKNKIAKETNN

MSurvivinipg_1z3 AKNKIAKETNNKQKE

mSUNiVin113_127 IAKETNNKQKEFEET

MSUNVIVINg 17131 TNNKQKEFEETAKTT

mSUNiVin121_135 QKEFEETAKTTRQSI

MSUMVIVINsz_qag

EETAKTTRQSIEQLA

mSUNiVin129_143

ETAKTTRQSIEQLAA

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



