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Supplemental Figure 1. Expression of SynCon and native FSHR vaccines. Western blot of protein
derived from (A) OVCARS3, ID8-Defb29/Vegf-a-Fshr and 1D8-Defb29/Vegf-a and (B) murine FSHR
SynCon vaccine, murine native FSHR vaccine or empty vector transfected 293T cells (10% gel MOPS
buffer) blotted for FSHR and B-actin (representative of 2 experiments)
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Supplemental Figure 2. Mouse FSHR DNA vaccine generates strong CD8 and CD4 responses when
pulsed with vaccine matched peptides. Percentage of IFNy, TNFa and IL-2 produced by (A) CD8+ or
(B) CD4+ T cells from the spleen of mice immunized with FSHR SynCon vaccine, FSHR native vaccine
or empty vector stimulated with consensus vaccine matched peptides. ANOVA. *p<0.05, **p<0.01,
***p<0.001.
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Supplemental Figure 3. Mouse FSHR DNA vaccine generates antibodies against FSHR. (A) Binding
of sera from mice vaccinated with FSHR vaccine, native FSHR or pVAX empty vector to the extracellular
domain of native murine FSHR in a binding ELISA. Each curve represents one mouse.
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Supplemental Figure 4. CD8 and CD8 depletion experiment. (A) Correlation between luciferase
expression and ascites-based survival in luciferase transfected 1D8-Defb29/Vegf-a-Fshr tumor challenge.
(B)We vaccinated mice and challenged with ID8-Defb29/Vegf-a-Fshr one week after the last immunization.
One day prior to the tumor challenge and twice weekly thereafter we administered either anti-mouse CD8
or rat polyclonal 1gG. Flow plots showing CD4* and CD8* T cells in the tumor microenvironment of the
different groups at day 21 after tumor inoculation. (B) Survival plot of the FSHR SynCon vaccine or pVAX
empty vector with our without CD8 depletion (n=5 mice per group). Pearson correlation, Log-rank.
*p<0.05, **p<0.01
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Supplemental Figure 5. Murine FSHR SynCon vaccine increases the number and intensity of
immunogenic sequences of FSHR. (A&B) IFNy ELISpot of splenocytes from mice immunized with
murine FSHR SynCon vaccine, native FSHR vaccine or empty vector pulsed with FSHR derived peptides
predicted to bind with high affinitiy to H2-K(b) or H2-D (b) (n=4 mice per group). (C) Percentage of IFNy,
TNFo and IL-2 produced by CD8* T cells expanded from mice immunized with murine FSHR SynCon
vaccine expanded with KKLRARSTYRLKKLP peptides and stimulated with the same peptides at different

doses.
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MHC-I Binding Prediction Results
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MHC-I Processing Prediction Results

Input Zazuencss

T e T e

MALL LW LLAFL s s SO _CHLSMEVELUUSEY | E L SUDLE A LE LR VL | KL
RYTPERSFSGFSN FRTETSOMM FYTFANVESHE PHI HETRTF AR | ¥THEFAF
UHLI"S L PLL LS MG LEHL AR LS LURN LLULUPHANLHLLA TS -MaL s -ESY L
so|P3EATEFIHR_MCUSE  LWLNENGIGE HNCAFNGTOLDE LNLSOHNN L EE_FDOVE QLASGA Y LDISRTEVYS

Foliclc stimulabng LIPHHGLENLEKL RARSTYRLEKL PSLDKFAMLIEAS LTYT SHCCARANLTIRT SELHM
1 oo ieceplon ICHKSIERCOIDDMTOPODQRYS LUDDER SYGHGSCILYS SFOYDLCH SFVINTCSPE
C0=Mus rusculus FDAMNACCCTACYMI LRV LINT I SILATTGNT TYLAWLTT S0YKLTVR AT LMCHLACA

0= 10080 GN-Fehr PE-2 LLLLIGLYLLLLASWVLLE | RS OYHRYS LW I el LAubak = | VEASELSVFILALIL

vz FRRHTTTHAMQI FIEUTI (HAAS T FRAFAFLAR] FRTAOTSSYMEUSTIL 3M0TN
SIP_SDLY Y HALLYLMALAFYY LCGLYEHL YL | WERNALVS S5 RU | L1ACINS | _LF 1L
FLCMAST L FFAI SASLKVPLITVS AT L VLFYPINSCANP FLYAT FTEHFR IDF =\
LHSKTGOIVQAQIYKTCTESITINT I ERKNP LS5 RV THS VWL VLRI ISWOR

Fredichion mrethod: recommendod | Hig Score = mch eiiciency
Oownload result

137003
PMrotzosomc Score TAP Scorc H Mroccaaing Score _ MHC IC50[nM]
Hzkb | 1 [2x3 S0 14 LYV LERAFARANLL 139 054 Az 193 arz 1582
Hzkb | 1 200 E (] LG AFATAL 139 040 RE-1] 178 058 152
H-?Kh 1 9% S0 ] WOFAFAALL 138 4 -1 56 I @5 nan >
H-7Kh 1 200 s 13 WLGMAF AFALA _F 120 10& -1at I a7 A
H-7Kl 1 il S 1 17 My LEaTAFOAAL 138 n5l -125 | 4@ eSS M e
—
[ 1 240 e n STYILKKL 102 nET -1 66 ] n47 a7 I
— — - -
IF2Hb | 1 160 1] ] TERNSFHEG] 147 047 -1.6a 194 025 I

Supplemental Figure 6. STYRLKKL is an FSHR derived octamer predicted to be efficiently
processed and bind H2-K(b) with high affinity. (A) Screenshot showing the binding prediction to MCH-
I of 8-mers derived from murine FHSR to H2-K(b) and H2-D(b) using the immunoepitope database
(http://tools.iedb.org/mhci/). (B) Screenshot showing the proteasome and TAP processing prediction of all
potential FSHR-derived peptides and binding to H2-K(b) and H2-D(b) using the immunoepitope database
(http://tools.iedb.org/processing/).



SUPPLEMENTAL METHODS
Mouse SynCon FSHR DNA sequence

ATGGACTGGACCTGGATTCTGTTCCTGGTGGCCGCTGCCACAAGGGTGCACTCCTGC
CACCACTGGCTGTGCCACTGTTCTAACAGGGTGTTCCTGTGCCAGGACAGCAAGGTG
ACCGAGATCCCTCCCGATCTGCCCCGGAACGCCATCGAGCTGCGCTTCGTGCTGACA
AAGCTGAGAGTGATCCCTAAGGGCTCCTTCTCTGGCTTTGGAGATCTGGAGAAGATC
GAGATCTCCCAGAACGACGTGCTGGAAGTGATCGAGGCCGACGTGTTCAGCAACCT
GCCTAAGCTGCACGAGATCCGGATCGAGAAGGCCAACAACCTGCTGTACATCAACC
CCGAGGCTTTCCAGAACCTGCCTAGCCTGCGCTACCTGCTGATCTCCAACACCGGCA
TCAAGCACCTGCCAGCCGTGCACAAGATCCAGAGCCTGCAGAAGGTGCTGCTGGAC
ATCCAGGATAACATCAACATCCACATCATCGCTAGAAACTCCTTCATGGGACTGTCT
TTTGAGAGCGTGATCCTGTGGCTGAACAAGAACGGCATCCAGGAGATCCACAACTG
TGCCTTTAACGGAACACAGCTGGACGAGCTGAACCTGTCTGATAACAACAACCTGG
AGGAGCTGCCTAACGACGTGTTCCAGGGCGCCAGCGGACCAGTGATCCTGGATATC
TCCAGGACCAAGGTGCACTCTCTGCCCAACCACGGCCTGGAGAACCTGAAGAAGCT
GAGGGCCAGATCCACATACAGACTGAAGAAGCTGCCTTCTCTGGACAAGTTCGTGA
CCCTGATGGAGGCTTCTCTGACATACCCAAGCCACTGCTGTGCCTTTGCTAACTGGA
GGAGACAGATCAGCGAGCTGCACCCAATCTGTAACAAGTCCATCCTGCGGCAGGAC
ATCGACGATATGACCCAGATCGGAGATCAGCGCGTGAGCCTGATCGACGATGAGCC
CTCCTACGGCAAGGGATCTGACATGATGTACAGCGAGTTCGACTTTGATCTGTGCAA
CGAGGTGGTGGATGTGACATGTTCCCCAAAGCCCGACGCCTTCAACCCCTGCGAGG
ATATCATGGGCTACAACATCCTGCGGGTGCTGATCTGGTTTATCTCCATCCTGGCTAT
CACCGGAAACACCACAGTGCTGGTGGTGCTGACCACATCTCAGTACAAGCTGACAG
TGCCTCGCTTCCTGATGTGCAACCTGGCCTTTGCTGACCTGTGCATCGGCATCTACCT
GCTGCTGATCGCCTCTGTGGATATCCACACCAAGAGCCAGTACCACAACTACGCCAT
CGACTGGCAGACCGGCGCTGGATGTGATGCTGCCGGATTCTTTACAGTGTTCGCCTC
CGAGCTGAGCGTGTACACCCTGACAGCTATCACCCTGGCCAGGGCTCACACCATCAC
ACACGCCATGCAGCTGGAGTGCAAGGTGCAGCTGAGACACGCTGCCTCTATCATGG
TGCTGGGCTGGACATTCGCTTTTGCTGCCGCTCTGTTCCCAATCTTTGGAATCAGCTC
CTACATGAAGGTGTCCATCTGTCTGCCTATGGACATCGATAGCCCACTGTCCCAGCT
GTACGTGATGGCCCTGCTGGTGCTGAACGTGCTGGCCTTCGTGGTCATCTGCGGCTG
TTACACCCACATCTACCTGACAGTGCGGAACCCCAACATCGTGTCTAGCTCCTCTGA
CACCAAGATCGCCAAGCGCATGGCTACCCTGATCTTCACAGATTTTCTGTGCATGGC
CCCAATCAGCTTCTTTGCCATCAGCGCCTCCCTGAAGGTGCCCCTGATCACCGTGAG
CAAGGCTAAGATCCTGCTGGTGCTGTTCTACCCAATCAACTCCTGCGCCAACCCCTT
TCTGTACGCTATCTTCACAAAGAACTTTCGGCGCGACTTCTTTATCCTGATGAGCAA
GTTCGGATGTTACGAGATGCAGGCCCAGATCTACCGGACCGAGACAAGCTCCGCCA
CCCACAACTTTCACGCTAGGAAGTCCCACTGCAGCAGCGCCCCCAGGGTGACAAAC
TCTTACGTGCTGGTGCCTCTGAACCACAGCGTGCAGAACTGATAA



