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TE G 28 S SEIET P RE GV . MCTLAMETANMR A B, TAIMLLLE &SRR
5 CD80(B7-1)5CD86(B7-2)45 &, WEitCD28HIBH LR E 5, Kk ST IE [ v
WEFE R, T BT CTLA4/CD8OMICD86 #H .11 HI B Ht i Al Fefil & 8 1 7E 1 7 %% A i i F
I PAC 16 H s H AR A 8 N P i 52

H Al A IR bR, CTLA-4RIPD-1I 3T A& FH Bl HI CTLA-4/PD-1 ) XU 5
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1. ZfEIr. . RHRGnEE

AR Iy H IR RPMI 1640+10% FBS+1% P.S
Y ff A R R R RPMI  1640+10% FBS+1% P.S+3.5 pug/mL Blasticidin+200 upg/mL
Hygromycin+0.75 pg/mL Puromycin
ML A7 90% FBS+10%DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. IR ER
T e
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/GM-040401-1
Hygromycin lg Genomeditech/GM-040403-1
Fetal Bovine Serum 500 mL ExCell/FSP500
RPMI 1640 500 mL gibco/C11875500BT
96 well round well culture plate 96-well NEST/701001
96 Well Clear V-Bottom Tissue Culture ~ 96-well Corning/3894
96 well White Flat Bottom Polystyrene 96-well Corning/3912

Not Treated Microplate

H CD80 PDL1 aAPC CHO-KI1 Cell

Line

5E6 Cells/mL

Genomeditech/GM-C30574

Anti-H CTLA-4 hIgGl / Genomeditech/GM-27203AB
Antibody(Ipilimumab)
Anti-PD1 higG4 / Genomeditech/GM-52674AB
Antibody(Pembrolizumab)
Anti-CTLA-4/PD-1 higGl / Genomeditech/GM-60293AB
Antibody(Cadonilimab)
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503C
Assay Kit

B
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L

S EARR (L) AIRA

AAT] PRI IE, PR T A RIRT
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1. H_CTLA4 PD-1 Reporter Cell Line 4HiE 75

a)
b)

d)

3TCCARM TR IR, A TG 58 & 774 S mL & 15 mL B0 .

TR B HE R A A s N 37°CHE TR /K i A, W 4 BATNR 227K T BA R A
WriE s Rk .

HI 70% CEFHEAR R AR AMB LLERARTS B L3R o AEAEW) 22 B Bl i & O R A7
AR EREIPTR O WEOEY, BEES), 1000rpm, B 3min, ff
HMppoisE, F L.

A 1 mL el R dE . BUh A ] S iy At BOm 4n i, ZH> 3 < 108
cells/mL.

T I AR 7R A R T U RS A Y 4-6 <108 cells/mL, K4 i &R 3 & 1-

24N T25 1 (3-5mL &) , I,

2. H_CTLA4 PD-1 Reporter Cell Line ZHaf&/R

a)

b)

c)

2 2 FEIA B 1.5-2 <109 cells/imL, 1 4% 3, K 2-3 RARLEALAR, AZiLHEEH
2 %108 cells/mL, 774 T25 JEAT R ALRE 77

A R, AR HER A 30 ] X AR BN A H o A& AR 7T
DAL B BT T AR I B TR, SN SR A AT B SR RN T25 55990
Hh Ak SR IR .

HRETR, AAFLET 5% DR IE MR

3. H_CTLA4 PD-1 Reporter Cell Line 4B

a)
b)

{4 Ff 1000 rpm, 3 min B /CoUSCEE 4

1 FH VA 4N IVR A7 (90% FBS +10% DMSO) H 240, 4% B 1% Ay 5 <108
cells/mL, 8 1 mL 225240478
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1. Assay WiF

AS2Ed ] 1 <108 cells/Well /) H_CTLAA4 PD-1 Reporter Cell Line 1 1.5 x10* cells/Well
() H_CD80 PDL1 aAPC CHO-K1 Cell Line (#fh%5 5F) HEAT 9256

1§ i Anti-H_CTLA-4 hlgG1 Antibody(Ipilimumab)(LA T & #5 A Anti-CTLA-4 Ab;150 kDa),
Anti-PD1 hlgG4 Antibody(Pembrolizumab)(LA T &#5 4 Anti-PD-1 Ab;150 kDa), Anti-CTLA-

4/PD-1 hlgG1 Antibody(Cadonilimab)(LA T & #K & CTLA-4/PD-1 Bispecific Ab;200 kDa). Hi&

FLARAT R T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
100 16.67 2.78 46296  77.16 12.86 2.14 357.22 | 59.54 9.92 1.65
Anti-CTLA-4 Ab
pg/mL  pg/mL | pg/mL | ng/mL  ng/mL | ng/mL ng/mL pg/mL | pg/mL pg/mL  pg/mL
Anti-PD-1 Ab
Anti-CTLA-4 +
Anti-PD-1 Abs
CTLA-4/PD-1
Bispecific Ab
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS | PBS
1) EeB R

a)  SREGTHT 16 — 24 h, JHALES.CYisE H_CD80 PDL1 aAPC CHO-K1 Cell Line #iff, H
BS AR E SAN, RIS I, L E R IR R A N B E

1.5 x10° cells/mL, VAHEMEAN 100 L g0 /AL & a1 FL, A FEIRFL 100 uL PBS,
i bR, TR E AR

b) SZIGHT 1-2h, E.OUKEE H_CTLA4 PD-1 Reporter Cell Line, LA Assay Buffer 524
M, H LR R K g, @i Assay Buffer #9757 , H% H_CTLA4 PD-1
Reporter Cell Line £I| 4 <106 cells/mL.

c) MM 1L 96 FL VI ERBHER SRR .

d &AFHUTTE, 4T (W B1-B1D) .

e) {HERABER
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EARLEY N fifi 5201 L WIRES
Anti-CTLA-4 Ab 1 mg/mL / ELREAE TR
Anti-PD-1 Ab 0.77 mg/mL / ELREAE AR
CTLA-4/PD-1 Bispecific Ab 4.809 mg/mL / FL AL R

f)  biikuE
i.  Anti-CTLA-4 Ab: B1 LA 19.8 uL Assay Buffer, JIA 13.2 uL $ifk
ii.  Anti-PD-1 Ab: C1 fLFIA 15.8 L Assay Buffer, HIA 17.2 uL Fifk
iii.  Anti-CTLA-4 + Anti-PD-1 Abs: D1 LA 35.6 Assay Buffer, K0 13.2
uL Anti-CTLA-4 Ab, 17.2 uL Anti-PD-1 Ab
iv.  CTLA-4/PD-1Bispecific Ab: E1 fLH 1A 33.6 uL Assay Buffer, HIA 3.1puL $it
(LS
g) 96 4L VEN T, SN Assay Buffer, #&%FLIAFIN T,
KA
1 2 3 4 5 6 7 8 9 10 11 12

13.2 pL Anti-CTLA-
4 Ab

17.2 uL Anti-PD-1
Ab

13.2 pL Anti-CTLA-
4 Ab +17.2 L Anti-
PD-1 Ab

3.1 uL CTLA-4/PD-
1 Bispecific Ab

h)

)

B 175 C 17, MEE—/MEREFMRFL BL (CL) HIREL 5.5 uL, IIANFIZE —ANBHE
Mkl B2 (C2) , 74MRA], DAMEHE, B2 11 MM

(B11/C11) .

D AT, ME—AHEREEREAL D1 FPEL 11 pL, MAFEE —MEEEMRSL D2, 7
GrRS), DABRSRHE, ELES 11 MREMEESL (D1D) .

EAT, ME—ABERERRIL EL PRI 9.2 uL, IIAZISE - /MEREMRILE2, 7
MRS, DLSEHE, B2 11 MEEERESL (E1D)
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k) #:B0% a #E45 147 H_CD80 PDL1 aAPC CHO-K1 Cell Line il FLECELHY, &FFLIKL
# 90-95 uL, KBRS IIHTIA, B AT CAT EATEFLIRIN 25 uL MmN 40
Fu LR, D ATAREFLIREL 50 uL AR I AN BI40 LA, SRJEREFL 25 pL I
PR b 4 1T H_CTLA4 PD-1 Reporter 41/, #Ja M&EFLH I Assay Buffer, 44
BUEZA S 100 pL/AL, A, # E&ER, RAREFRFET, WE 7h.

) R 2 A ) 2, A Luciferases

2) EZEERN
AR FE D R U B 4
0 ug/mL 100 pg/mL 1.65 pg/mL
Anti-CTLA-4 Ab He He P9
38048 566465 39831
0 ug/mL 100 pg/mL 1.65 pg/mL
Anti-PD-1 Ab He He P9
45638 159901 48237
0 ug/mL 100 pg/mL 1.65 pg/mL
Anti-CTLA-4 + Anti-PD-1 Abs He He Pg
36536 846281 38896
0 ug/mL 100 pg/mL 95.37 pg/mL
CTLA-4/PD-1 Bispecific Ab He NE PY
37345 962100 47585
3) BHELR
EC50
1.2x10% H _CTLA4 PD-1 Reporter Cell Line -0 Anti-CTLA-4 Ab 0.1543
_ H CDS0OPDL1 aAPC CHO-KI CellLine  —A- Anti-PD-1 Ab 1111
= 1x10% Anti-CTLA4 + Anti-PD-1 Abs  0.2213
Z  gx10°- -8 CTLA-#/PD-1 Bispecific Ab 0.7527
§ 6x1054
£ 4x105-
E
5 2x10%4

0 B n
-6 -4 2 0 2
Logp[Sample] (Lg/mL)

Fig 2. ThAgIHIFLS H
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PP B R FeR 2 AR 55 4 58 =77 7B R AN AT 72 20 58 BHIFE Bl N AT A ARE SO 74X, ST, TR
AFFIATAT AR S CREECIBIIAD 2R 8. Hka UL A 7 SR 5 i A= k).
WA i T A BRI LASM R R, AU SE R SRR (R AR A= 1w vr T,

VR AR T AR (Bl AIRAF.
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ff% 1 H CTLA4 PD-1 Reporter Cell Line /£{%%a & 18

H_CTLA4 PD-1 Reporter Cell Line CP3/CP13 EC50
157 H_CDS80PDL1 aAPC CHO-KI Cell Line - CTLA-4/PD-1 Bispecific Ab CP3  1.262
- CTLA-4/PD-1 Bispecific Ab CP13 0.9207
12-
=
2 97
g
S 67
=
3-
0 | | | | | L] 1

S50 -4 30 20 - 0 1 2 3
Logg[Sample] (ug/mL)

Fig 4. 1§/ Anti-CTLA-4/PD-1 higG1 Bispecific Antibody(Cadonilimab) (Genomeditech/GM-60293AB) #ifk
K AL AR 2SI B (AL FR Luminescence {H 5 L fs 2D
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% 2H CTLA4 PD-1 iRE R

SamplelD Geometric Mean : FL11-H

M| Cell anti-CTLA4+APC-2nd Ab 682

Cell anti-PD-1+APC-2nd Ab 1902

M| H_CTLA4 PD-1 Reporter Cell H_IgG+APC-2nd Ab 898

\ H_CTLA4 PD-1 Reporter Cell anti-CTLA4+APC-2nd Ab 274270

- ) M| H_CTLA4 PD-1 Reporter Cell anti-PD-1+APC-2nd Ab 161413

™ ™ ™ L L | L B | ™

o] 2 4 L 8

10 10 10 10 10
FL11-H :: APC-H

Fig 4. f#f Anti-H_CTLA-4 higG1 Antibody(Ipilimumab) (Genomeditech/GM-27203AB)#l Anti-PD1 higG4
Antibody(Pembrolizumab) (Genomeditech/GM-52674AB) i 2098 IF 4%
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