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SUPPLEMENTAL FIGURES  

 

Supplemental Figure 1. Expression of SynCon and native FSHR vaccines. Western blot of protein 

derived from (A) OVCAR3, ID8-Defb29/Vegf-a-Fshr and ID8-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 -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 IFN, TNF 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. 

 

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 ID8-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 IgG. 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) IFN 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 IFN, 

TNF 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. 



5 
 

 

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/). 
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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 

 


