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WrPD-1/PD-LUMH LA I iR 7 St A M FeRil & 8 I AEVR YT & AR iE 4 I R 36 Hh © 35 iR
U P L FH 5%

CTLA-4, BEFRNCDI52, A& —Mhee i 5 vE T4 Mo (treg) b 20 B 5K ¥ o e 40 52 4
TG 28 ST RS SCH . MCTLAMETANMR A E, TN LA mfsiAn A
5 CD80(B7-1)5CD86(B7-2)45 &, WEitCD28HIBH ML E 5, KUk ST IC S v
WEFERIL, T BT CTLA4/CD8OMICD86 #H .11 HI B Ht i Al Feil & 8 F 7E 1 7 % Ff i i F
I PAC 16 H s H AR A 8 N P i 52

H AT A Im R E AR, CTLA-ARIPD-1AA IR &8 HY B ] CTLA-4/PD-1H I XURF 5+
PEPUIAR, YT RUR B T S — I CTLA-4akPD- 14014 .

FH A YIH_CTLA4 PD-1 Reporter Cell Line#f & S R4 &, /& —Fifa 2 RIACTLA-4AI
PD-1 [ Luciferase fi% 77 2& [A 4fi Jfis & . i id 5 H_CD80 PDL1 aAPC CHO-K1 Cell Line

(Genomeditech/GM-C30574) F£157%, 7ECTLA-4FHIICD285CD804#, PD-1/PD-L145 4
T, WHITCR IS 5 - fEIMACTLA-4. PD-18{CTLA-4/PD-1XUs5 S hifh 5, BHBICTLA-
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1. ZfEIr. . RHRGnEE

2 S 5 a5 7 0 F12K+10% FBS+1% P.S
I AR K B TR S F12K+10% FBS+1% P.S+4 pg/mL Blasticidin+4 pg/mL Puromycin+ 100 pg/mL
Hygromycin
ML A7 90% FBS+10%DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. IR ER
T HE %
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
F12K 500 mL BOSTER/PYGO0036
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_CTLA4 PD-1 Reporter Cell Line 5E6 Cells/mL Genomeditech/GM-C26486
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)
Anti-H_CD80 higGl / Genomeditech/GM-46075AB
Antibody(Galiximab)
Anti-H_CD274(PDL1) hIgGl / Genomeditech/GM-31740AB
Antibody(Atezolizumab)
GMOne-Step 2.0 Luciferase Reporter 1000T Genomeditech/GM-040513C
Gene Assay Kit
B
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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b)

c)

d)

e)

a)

b)

<)

. HRET. BR HFE
MR 5

37°C/KIR TR JRRE 3R 0, IMATRAE S
TR s mL £ 15 mL B0 .

IR HH B VR A7 20 P R GE BN 37°CHE R K
TR, K G PRI TR 2K T DA R B AR R S AR
HE NIt GEE 2-3 7% .

FI 70% £ I #4475 A1 38 LA B AT 41 L
o (EAEY) R AN U G T R AR R
MRS R O FELET, BRRIRY,
176 xg, &5 5min, {F4HEy0E, 7 Bib.
A 1 mL B8R E R, R
B g T R AR, TR > 3 x 108
cells/mL.

AN F R IR R R T R, YRR A A
F) 2-3 x10° cells/mL, HRHE4HNLER A, K
A e B S E B RS R L

AR

/1 176 <g, 3 min BT

15 F T4 4R B R A7 (90% FBS + 10% DMSO)
HURAHML, AR Ry 5 =< 10° cells/mL,
B 1 mL /AR AR

FFRET, EUAMCE, BRAAE E TR
W, -80°CFRMFR/D 1R, RIVEREW
A

2. ZHpEAEAR (L 10 cm ML)

T AREGFERLE 2R, FHERERE, AR

BhRER, BERASHEIERNEKERE.

a) Uhdf 2R, WhEEAK . BRI E 16-24
h &, B FOW S0 MG RIS 10 . M 20 A5 KT
60%, RIATHEATAHMIAEAR . HEFE AN M AL AR EL B Dy
1:4-1:5, 2-3 KA.

b) CRILECE IR IR T2, 10 cm MU0 2
mL PBS JE¥E 1 K.

c) FF PBS, Ml 1mL 0.25% Trypsin-EDTA J§1LTR,
37C Witk 2-3 min, EEF .

d) FrRAARARE, SHAG RN AA L, 4 B U 4
Ji BHEERY, I 2 mL A A AKE RIS
1EVHAL, K gi N OIRET RO, 176 x<g iR
L»> 3 min,

e) FLiFE, gyt HAEKREFRAEEE, WG
AR 0 25 P88 434 R 5 577 LT AR 4 i %
FETHEL, ARACS 400 2 20-30%)

FEEM:

a) HRRSREERE, FRERARSES, AR
ARKEFEBTRE, HEESHS, BERHE.

b) FBS M&E 56T n# 30 434, W RIEFMEH
oW, EAEERMARSHEKEFRMH
M FE .
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1. Assay WiF

AS2Ed ] 1 <108 cells/Well [ H_CTLAA4 PD-1 Reporter Cell Line A1 1.5 x<10* cells/Well
() H_CD80 PDL1 aAPC CHO-K1 Cell Line (#/h%5 5) AT 9256

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

FLRAT 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) ST 16 — 24 h, JHALES.C Ui H_CD80 PDL1 aAPC CHO-K1 Cell Line #iff, H
BS AR IRAEE SAN, RIS I, L g R IR R A N A E

1.5 x10° cells/mL, PAHEMEAIN 100 L 40 /AL & a1 FL, JE FEIRI$LA 100 uL PBS,
i bR, TR E AR

b) SZIGHT 1-2h, B4 H_CTLA4 PD-1 Reporter Cell Line, LA Assay Buffer &4l
Mo, TGN R R s 7y, @i A in Assay Buffer 1520, 8% H_CTLA4 PD-1
Reporter Cell Line £l 4 <106 cells/mL.

c) M 1L 96 FL VI ERBHER SRR .

d &AFHUTUE, 4T (i 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 LA 15.8 uL Assay Buffer, JIA 17.2 uL itk
iii.  Anti-CTLA-4 + Anti-PD-1 Abs: D1 LA 35.6 Assay Buffer, {KXI0A 13.2
uL Anti-CTLA-4 Ab, 17.2 uL Anti-PD-1 Ab
iv.  CTLA-4/PD-1Bispecific Ab: E1 fLH /A 33.6 uL Assay Buffer, HIA 3.1puL $it
(LS
g) 96 FL VEN T, SN Assay Buffer, #&%FLIAFIIL T .
PANCEN
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 pL Anti-
PD-1 Ab

3.1 uL CTLA-4/PD-
1 Bispecific Ab

h)

)

BAT5 C 17, MEE—ABRERMEESL BL (C1) HIREL 5.5 uL, AIAFIEE —/AMEEE
MikEAL B2 (C2) , F/MIRA, DASLISHE, B ZEZ 11 MREMESL

(B11/C11) .

D17, MEE—BAEERMRAL DL AL 11 ul, IR ABEFRESL D2, %
GRS, DAURSRHE, EES 11 MREMEESL (D1D) .

EAT, MEE—ANBEERMBEFL EL L 9.2 uL, MIARIZE - ANBEMBEILE2, =
HRA, DLSEHE, BEEZ 11 MEEERESL (E1D)
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k) ¥ 0% a #E45 147 H_CD80 PDL1 aAPC CHO-K1 Cell Line il LA, &R LKL

3£ 90-95 uL 4HAE, KBS ERBIPUA, B AT, CAT. E47HFLWEN 25 ul 4k

AN BIGHRE LA, D ATHRRFLIR 50 uL AR UTIIA BI4HRALIR 2RI &AL 25 uL

IONAEIE b #E 4471 H_CTLA4 PD-1 Reporter 4}, #xJ& a4 LI Assay

Buffer, AF1EZA R 100 pL/AL, B, & L&, BAEFRES, HE 7h.

) i 2 RS ) 2, A Luciferases

2) IRE T FR I
SRS FE RSN B 1 o
0 pg/mL 100 pg/mL 1.65 pg/mL
Anti-CTLA-4 Ab Hem pg/m P9
38048 566465 39831
0 pg/mL 100 pg/mL 1.65 pg/mL
Anti-PD-1 Ab He'm pg/m P9
45638 159901 48237
0 pg/mL 100 pg/mL 1.65 pg/mL
Anti-CTLA-4 + Anti-PD-1 Abs nem ng'm Pg
36536 846281 38896
0 ng/mL 100 pg/mL 95.37 pg/mL
CTLA-4/PD-1 Bispecific Ab Hem hg/m P9
37345 962100 47585
3) WHELER
EC50
1.2x106q7  H_CTLA4 PD-1 Reporter Cell Line - Anti-CTLA-4 Ab 0.1543

Luminescence (RLU)

1x104+
8x105
6x10°4
4x10%4

2x10%4

0- T

H_CDS80 PDL1 aAPC CHG-K1 Cell Line

-6 -4 2 0

Logp[Sample] (Lg/mL)

-4 Anti-PD-1 Ab

1.111

Anti-CTLA-4 + Anti-PD-1 Abs  0.2213
@ CTLA-4/PD-1 Bispecific Ab 0.7527

Fig 2. ThABIGIFS, H
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fEk: MARIUESR

SamplelD

Geometric Mean : FL11-H

Lk IR IS BN IR IR DL
0 2 4 8
10 10 10 10
FL11-H :: APC-H

B | GHO-K1 anti-PDL1+APG-2nd Ab 1462

CHO-K1 anti-CD80+APC-2nd Ab 1394
M| H_CD80 PDL1 aAPC CHO-K1 H_IgG+APC-2nd Ab 1035
| H_CD80 PDL1 aAPC CHO-K1 anti-PDL1+APC-2nd Ab 60194
|. H_CD80 PDL1 aAPC CHO-K1 anti-CD80+APC-2nd Ab 117044

Fig 3. H_CD80 PDL1 aAPC CHO-K1 Cell Line {# ] Anti-H_CD274(PDL1) higG1 Antibody(Atezolizumab)
(Genomeditech/GM-31740AB) & Anti-H_CD80 hlgG1 Antibody(Galiximab) (Genomeditech/GM-
46075AB) UGN ESSE R

(AT RIRYIIVE

FUGSERAE AR 5, BIRAMERE B B8y DT AR EUR:

o RHANMLAR R TR, A AR .
o  AKPEMEEHIT AKREEM LG, WA EEA T AR RS
°

PP B R FCR 2 AR5 0 58 =077 7 B R AN T 2 20 58 BHIEE R N AT A RL SO AR, ST, IR

AT AR CRFESRBNLD 25 6. Haks bl A 7 UG5 W A kL

®  FRE AT T AR WA LM IR, AUFHSESRE AR (i) AIRA R A m v,

TEHIHIR A EPAEMAEL (L) ARAF

HER (L) AIRAT
A E P LGRS, TR T AT !
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