Antl-TIGIT biomarker study: Inhibition of TIGIT induces loss of T regs from tumors and requires effector functio .'
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INTRODUCTION Anti-TIGIT induces CD226 and cytokine expression in T regs, T cells and NK cells Anti-TIGIT Gene signhature
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« To develop biomarkers for anti-TIGIT, we used gene expression analyses to identify anti-TIGIT gene signatures in tumors and blood from multiple syngeneic ’ lg62a 04 05 125 O T aa2a o1 o5 1 rold> |L5] Fold> | 15| N 4 [ I T N T T N
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313R12 is a surrogate rabbit-mouse chimeric 1gG2a monoclonal antibody that binds murine TIGIT, produced by Oncomed Pharmaceuticals. 313R13 is a derivative of 313R12 in . . d % 10 £, . Anti-TIGIT signature : : _ Anti-TIGIT signature e Rank in Ordered Dataset . . o« 8 83
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Large established tumors were used for the in vivo mouse experiments: female Balb/C for 4T1, CT26.WT, RENCA and EMT6 and C57BI/6J for MC38. When tumors reached 313R12 (mgfkg) S19R1Z (malka) 313R12 (mafka) pypeem—— oz 21 B8 ™ Blood 2 22 5 BlE g ¢ & & & @&
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Snap frozen tumor samples were processed using the RNeasy Fibrous Tissue Mini Kit and whole blood RNA was isolated using the PAXgene Blood RNA kit. Total RNA from tumors A 60+ . —i}* lévz 60 axpa Y 60. ‘v g subset* 2 e B subset* = © 3 ° AL :t.t. TIGIT_ S_ I:lmo; .-
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For flow cytometry, tumor samples were dissociated into single cell suspension and incubated with antibody cocktails for membrane markers or intracellular cytokines. Prior to o 207 20 201 E v intracellular cytokine expression in immune cell subtypes over time. e B ” 20 g 0 0 0 0 & AGTIGHT D Blood
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cytometer using the FACS DIVA software. TR neke TR meka) TRt ek In a dose-dependent manner. Development of anti-TIGIT gene signatures. Panel A: Microarray gene expression data from 5 mouse tumor model studies were analyzed to identify genes differentially regulated in
Immunohistochemistry (IHC) to quantify TIGIT on FoxP3+ and CD8+ cells in human tumor tissue was performed using the Ventana Discovery Ultra auto-stainer. RT-PCR analysis 12.5 mglkg IgG2a isotype control (black circles), 0.1 mg/kg (mpK) 313R12 (blue squares), 0.5 mg/kg 313R12 (green Panel B: Intracellular IL2 and IFNy expression increased in CD4* T cells tumors and in blood comparing 313R12 vs saline treatment. Homolog mapping from the mouse gene signatures was used to define the human gene signatures. Panel B: GSEA
was performed on the QuantStudio 7 Flex. triangles), 12.5 mg/kg 313R12 (dark blue diamonds). Y axis indicates percentage of Treg, NK or CD8* T cells that were with anti-TIGIT treatment at 24 hours and 2 weeks. analysis confirmed enrichment of the mouse tumor and blood gene signature (23 genes) in an independent mouse experiment. Panel C. GSEA confirmed gene regulation in training
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P ' and test datasets for 5 mouse anti-TIGIT gene signatures. Summary plot shows significant enrichment of gene signatures up-regulated (red) and down-regulated (blue) at FDR < 5%.
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Statistical analyses: For all data, results are presented as MeantSEM, n=6-10 animals per group. For statistical significance in efficacy studies, **, *** **** indicate P<0.01, 0.001,

0.0001 respectively, vs IgG2a control by two-way ANOVA followed by Dunnett’s post test. For analysis of tumor and spleen weights and for flow cytometry analysis, *, **, *** & Training datasets are shown in the green box. Test datasets included multiple independent models/experiments (n=7). The GSEA analysis from panel C is indicated by the yellow box.

indicate P<0.05, 0.01, 0.001, 0.0001 respectively, vs IgG2a or saline control by one-way ANOVA followed by Dunnett’s post test. For RT-PCR analysis, *, ** indicate P<0.05, 0.01 EffeCtOI‘ fu N Ct| on co ntri b Utes tO Antl _TIG IT effl Cacy TlG |T . . . .
expression in immune cells in human tumors by IHC

respectively, vs IgG2a control by one-way ANOVA followed by Sidak post test.

Studies to interrogate effector function-competent 313R12 and effector function-incompetent 313R13 molecules A s TIGIT + FOXP3 TIGIT + CD8
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Time course in vivo studies performed in the CT26.WT colon carcinoma model using large established tumors with weekly dosing at 0.1, 0.5 and 12.5 mg/kg (mpk) anti-TIGIT. 0 e N R 0 — S S S 0 o I AN S B 125 mpk 313R12 e £ = g E = E T
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tumor and surrounding stroma.



