AK130, a first-in-class Fc-mutant anti-TIGIT antibody fused with TGF-BRII protein,
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Figure 3. Binding activity of AK130 to TIGIT or TGF-B detected by Fortebio. Figure 5. ADCC and CDC activity of AK130 against CHO-K1-TIGIT Cells.
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Note: Data was shown as mean+SEM (N=2), the statistical differences among groups were assessed using one-way ANOVA.
*P<0.05, **P<0.01, ***P<0.001 vs. Isotype control (human IgG1 or human IgG4).

Figure 1. Schematic diagram of the structure and mechanism of action of AK130.
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Methods

Binding activity of AK130 with TIGIT or TGF-3 were assessed by Fortebio and flow cytometry.
The bioactivity of AK130 to block the TIGIT or TGF-f signaling pathways was determined in
luciferase reporter cell assays. Effector functions of AK130 were measured in ADCC and CDC
assays. The anti-tumor activity of AK130 was investigated in BALB/c-hTIGIT transgenic mice
Implanted with H22 (a mouse hepatocarcinoma cell line) cells. Mice were treated with isotype
control antibody, anti-HEL&TGF-BRII that could bind to TGF-f but not TIGIT or AK130 (4
mg/kg; 36 mg/kg) via intraperitoneal injection. The tumor volume was measured.

Results

Figure 2. Binding activity of AK130 to TIGIT expressed on human T cells.
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Note: both CD3*CD4*T and CD3*CD&* T cells were found to endogenously express TIGIT on cell surface.

Akeso Biopharma Co., Ltd. Presented at ESMO 2022 annual meeting. All right reserved. For correspondence, please contact: jing.min@akesobio.com

200007
i i Negative control
15000+ Human IgG4
- I AK127 (GADM)
=1 10000- B AK130
50001
0 T T
Antibody © 8 & & = 5 2 8 8 8 ®» m = o 2% 8 8 8 (nwm
y S o g 9 4 8 4 ® & o g 2 g9 8 a4 o o
— S — S —
B 50000 1 3 Blank control © TGF-B 1 MM AK127(GADM) EE AK130 C 30000 7 3 Blank control TGF-3 3 WM AK127(G4DM) EE AK130
40000 -
20000 -
30000 -
- D)
- -l
x nd
20000 -
10000 -
10000 -
ol ol L1 &
TGF-81 - + + + + + + + + + + + + (1ng/mL) TGFB3 - +
Antbody © © &8 8 3 3 8 3383 38 3 8 (nm Antibody < ©
— S g O © © ©o o « ~
S

Note: AK127(G4DM) is the parental antibody for AK130. (A) When CHO-KT7-aAPC-PDLT-PVR cells and Jurkat-TIGIT-NFAT-Luc cells
were co-cultured , the TIGIT/PVR interaction inhibits NFAT-mediated luminescence, blocking the interation of TIGIT with PVR leads
to enhancement of luminescence, (B-C) When 293T-hTGFBRII-Luc cells cultured with TGF-S71 (B) or TGF-B3 (C), the TGF-B/TGFBRII

interaction activates SMAD-mediated luminescence, while blocking the interaction TGF-B with TGFBRII leads to reduction of

luminescence.
Data was shown as mean+SEM (N=2), the statistical differences among groups were assessed using one-way ANOVA. (A) *P<0.05,
**P<0.01, ***P<0.001 vs. human 1gG4; (B-C) *P<0.05, **P<0.01, ***P<0.0017 vs. AK127 (G4DM).

AK130 via intraperitoneal injection on day 0, 3, 7, 10, 14 and 17. Tumor volume data was presented as mean+SEM and body weight
data was presented as mean+SEM (N=8). The statistical differences among groups were assessed using two-way ANOVA.
vs Isotype control

Conclusion

*P<0.05

AK130 could specifically bind to human TIGIT and TGF- with high affinity. In reporter assays,
AK130 efficiently blocked the interaction between TIGIT and CD155, as well as TGF-$1/TGF-33
and TGFpBRII. As expected, AK130 did not show ADCC or CDC activity when compared with

tiragolumab. AK130 also demonstrated strong anti-tumor efficacy in mice.

AK130, a humanized Fc-mutant anti-TIGIT antibody fused with TGFB-RII protein, shows great
anti-tumor efficacy in a mouse tumor model and does not have ADCC and CDC effects,
supporting its clinical development for the treatment of human cancers.
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