AN3025: an immune-stimulatory anti-human TNFR2 antibody with strong anti-tumor activity
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Figure 3. AN3025 significantly inhibits MC38 tumor growth as a monotherapy in hTNFR2 mouse model. (A) Schematic diagram of experimental
design. Murine colon cancer MC38 cells (SE5) were implanted into

TNFR2 mice (female, n=8 each group).
Mice were grouped when tumor volume reached approximately 100 mm?. Then they were treated with 10 mg/kg AN3025 or mouse PD-1 antibody
every 3 days intraperitoneally for 7 doses in total. (B) Tumor volume measurement during the treatment. AN3025 significantly limited MC38 tumor
growth as a monotherapy in hTNFR2 mouse. (C) Body weight record during the treatment. AN3025 treatments did not change mice body weight
Values were expressed as mean + SEM. ***p<0.001.
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Materials and methods: Figure 1. AN3025 binds to human TNFR2 and blocks its binding to TNFa. (A) ELISA Binding of AN3025 to human TNFR2 on plate T
AN3025 was generated through rabbit immunization followed by phage display, (EC5;=0.052nM).(B) Cellular binding of PE-Conjugated AN3025 to human TNFR2 over-expressed Jurkat cells. (C) ELISA binding of AN3025 to
then it was humanized by CDR grafting. The binding affinity and specificity were cynomolgus TNFR2 on plate (EC50=0.053nM). (D) Competition ELISA binding of AN3025 with biotinylated human TNFe: to human TNFR2 on
studied by ELISA and FACS. The ability of AN3025 to mitigate TNF/TNFR2 plate. AN3025 does not recognize human TNFR1, mouse TNFR2 or rat TNFR2 (data not shown).
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mouse model bearing MC38 tumor. The tumor samples from control and AN3025 A Juricat cells B TNFRZover-expressing Jurkatcells ~ C  TNFRZ over-expressing Jurkat cells oo L
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AN3025 binds to the extracellular domain of human TNFR2 with sub-nanomolar 'E'm g oo 2 o v = et conol
affinity and specificity. It cross-reacts with cynomolgus TNFR2 with similar affinity, = sonco. 3 woom, 3 2000 Figure 5. AN3025 decreases Treg cell number or frequency in the MC38 tumors and increases tumor infiltrating CD4* T
but not with mouse or rat TNFR2. Mechanistically, AN3025 blocks the binding of S Oyt B e i . cells and CD8" T cells. (A) AN3025 decreased Treg (CD45*CD3*CD4*Foxp3*) number or frequency in the total tumor-infiltrating
TNFo to TNFR2 and inhibits TNFo induced hTNFR2 overexpressing Jurkat cell P o) NFa (ngim) Antibodies Concentration (M) CD4* T cells in MC38 tumors. Treg cell number or frequency in total CD4* T cells were quantified by flow cytometry (n=6 each
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L ) o D o TNFR2 over-expressing Jurkat cell e . J— infiltration in the umors. cells were quantified by immunohistochemistry (n=3 each group). (D) Representative
hFC CrOSS“nkl_ng‘ In vivo AN3025 S|gn|ﬁcan.tly inhibits ‘MC38 tumor growt.h asa o el GRSET et 2500 immunohistochemistry of CD4 staining on MC38 tumors. (E) AN3025 increased CD4* T cells infiltration in the MC38 tumors.
monotherapy in hTNFR2 mouse model, while has no impact on body weight. Pr0.0005 P<00001 ** CD4* T cells were quantified by immunohistochemistry (n=3 each group). ***P<0.001.
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the treatment of human cancers. Jimited human TNFe: induced cell death of TNFR2 over-expressing Jurkat cells. (D) AN3025 lacked agonist activity towards TNFR2 even in the presence H 2
Reference: of hFC crosslinking. (A-D) CellTiter-Glo™ luminescent cell viability assays were performed on Jurkat cells or TNFR2 over-expressing Jurkat cells with
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— e — We have developed an anti-TNFR2 antibody program (AN3025) with excellent antitumor activity.
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« AN3025 binds human and cynomolgus TNFR2 with sub-nanomolar affinity.

+ AN3025 blocks the binding of TNFo to TNFR2.

+ AN3025 significantly inhibits MC38 tumor growth as a monotherapy in h TNFR2 mouse model.
« AN3025 promotes immune activation with reduced Treg but increased Teff tumor infiltration.

Combination therapy of AN3025 and PD-1 antibody exhibits improved anti-tumor efficacy than
respective monotherapies.




