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PD-1 /20 I T SHMLAT B 40 215 (10— G e b 52 4, 75X R o pAoRl ) & B
14 G 2 B SRR R SCBEAE o RBIT 4R IE] ) PD-1 5 SR PD-L1 8K PD-L2 HYAHEAE
F454M] TCR {5 5@ B (¥4 5 LA TCR A3 024H M . 7 S os At i IR 7= A= 252
o FITBEWT PD-1/PD-L1 AHEAFEF YT HUAR Fo Ml 8 7R IT & PR AL (111 PR 150
Hh LA HARAFAS T AT S. H R T4 anti-PD-1 8% anti-PD-L1 AE9 1 5 s 4 ) )7 14K
T HIRNIE T AT AR LS st &, G I 5E . 40 R IR SR IL . THE y(IFNy)
AU 3R-2 (AL-2) ™ AR o dr T T B AR L L Sk a6 77 SRS & 4% Rk 58 77
IXERIGRE TR Iy X 58 . Ak, Skl s 7 AR M LE I S ) 2T R A S rh T

H_PD-1/PDL1 Reporter Blockade Assay »&— 444051+ LA MOA (mechanism of action)
SR ORI J7 i, AT 00 5 BT PD-1/PD-L AR A FT 304 B b2 480370 ) 285 A
. ZIRLS P AT R TRE4HA R PD-1 24341 g (PD-1 Effector Cells), EPfsERIAN
PD-1 SR A S R 75 3 I 9O 2R Bl A (A 1 Jurkat T 482 s Raji 4HA(H_PD-L1 Raji Cell
Line), & —MfaxRiAEAN PD-L1. CD80 HI4if.

YRS FERE IR, PD-1/PD-L1 2 [ F¥AH ELAE F 2 41 TCR {5 il BE (166 5 e
BT S luciferase ik . MIAFHKT PD-1/PD-L1 404G, X A0H] S8k, 5t
TCR 15 518K 114 3 K e A 10 luciferase {374 .

y
f/,‘I
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s PERERERRAS
EAXER

7 i E2Y S FiAx
GM-032AS004 H_PD-1 PDLI1 Reporter Blockade Assay 1 kit
EX Cat. K

H_PD-1 Reporter Jurkat Cell Line GM-C07928 1% (5E6 Cell/mL)
H PD-L1 Raji Cell Line GM-C03541 1% (5E6 Cell/mL)

=, 8. BRkERF

1 MR T UKisi, —196T LT (KAEBE R D KA

2. FEfERET TR TEURED SOLRIEIA T B TONIEAIRE, —196C AR (UKARER
BRI KA

3. ApeahiHR Assay, WIAE “HEY) T A Siin E e e kAT

. ZHfER

H_PD-1 Reporter Jurkat Cell Line

S I3 R IR RPMI 1640+10% FBS+1% P.S
A TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin+0.75 pg/mL Puromycin
YL RATF T - 90% FBS+10% DMSO

Jurkat Sk F o E AR BRI, IR AN

H_PD-L1 Raji Cell Line

5 D5 HG TR RPMI 1640+10% FBS+1% P.S
AR AE A TR RPMI 1640+10% FBS+1% P.S+3 pg/mL Blasticidin
T M R AR« 90% FBS+10% DMSO

Raji >k H 1 E B 2B, S0

Assay Buffer

RPMI 1640+1% FBS+1% P.S
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T SERAE R
1. BRFIFFEM

Reagent Specification Manufacturer/Catalogue No.

Puromycin 25 mg Genomeditech/GM-040401-1

Blasticidin 10 mg Genomeditech /GM-040404-1

RPMI 1640 500 mL Viva Cell/C3010-0500

Pen/Strep 100 mL Thermo/15140-122

Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010

96 Well Clear V-Bottom Tissue Culture | 96-well Corning/3894

96 well round well culture plate 96-well NEST/701001

96 well White Flat Bottom Polystyrene | 96-well Corning/3912

Not Treated Microplate

GMOne-Step Luciferase Reporter Gene | 1000T Genomeditech/GM-040503B

Assay Kit

Anti-H _CD274(PDL1) higG1 Antibody | / Genomeditech/GM-31740AB

Anti-PD1 higG4 | / Genomeditech/GM-52674AB

Antibody(Pembrolizumab)

S EEERRE BT R (SEE B R) | 1ug Genomeditech/GM-H23036
2. EEMUSE

Equipment Manufacturer/Catalogue No.

i) IR A €N ThermoFisher Scientific/Countess 3

B ARAL Moleculardevices/SpectraMax L

3. WA, B, HEF

1) Raji 4H0H0F1 Jurkat 41 g 5 75

a)  YHMIAEAEZEE N 5 x 106 cells/mL, AAFE /0% 1 mL.

b) FE 37°CAKIATIAIE IR IE, AT TE 4 RE 77 2E 5 mL 21 15 mL 204 .

¢)  MIRE IR ERAF i RGO 37°CHEIR KA, 40 TH R 22K T BL R

N EE I B

d) H 70% LB GHERAEE SMB LRI S B LA

e) RV EAREGE S G TR R E TR A0 IS R BTSN B RS 15 mL

EET, BRI, 1000 rpm, B0 S min fEAHROTRE, F EIE.

f) M 1 mL SEeR R E R AN ITE, WU AR & b A e BeE A
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2)

3)

g) VREEM A EF] 4-6 x 10° cells/mL, KM BRI R 1-2 A T25 1 (3-5 mL,
BRI 25 em?) , W TR, HIRE G, £ 48-72h WHHTE LR, Bk
ARG ARG IR R T B RN I A RIS i 9 Ak . A 48 h RALAR, UGE Y
I FRRE, A SO R

Raji 2 LAl Jurkat 40 A&

a) RN R FELE 2.5-4 x 105 cells/mL, X Raji PRI, 440 AR 1-
1.2 x 10°cells/mL. 1 1% 3-1 1% 4, 2-3 RAEAR, ANZAEHERLE 1.5 10 cells/mL.
Xt F Jurkat 4RI 5, 4400 Z IR E] 1.5-2 x 10° cells/mL W78, 14% 3,
2-3 RAEA, AELLHS T 2 x 106 cells/mL. HEFAEH T25 MBHAT LR,
AL I A ) 4H A AR

b) AR EIRANN, AR HERAE T 3 ] X AR S BN E o AR ay
PAELHEI R IR T S IBT e 5 98, SRR RT3 S G NGB T25 15390
gk SR 9%

) MMM ARRE S A TR SRS, —BAE 7-10 RS . WRIIRSE g2
2448 /N AHIFE 20 2 N REBECRFFH T AR . ST — AN IS JITE 80%.

Raji 410 F1 Jurkat 2 Jfo 1% 17

a)  AMIEAEW: 90% FBS+10% DMSO.

b) ] 1000 rpm, 3 min LA

c) ATV AN MR AR A, AT %5 B2 R 5 % 10° cells/mL.

d) % 1 mL 7RG E T, AR 1 mL, HRAFEER S % 106 cells/mL.
FPREET, EUbNCE, KRGS E TR ERRS T, 7E-80°C MRAEED 1
Ko RAPEER R .
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Ny R
1. DhREEHESE%——Anti-PDL1

AS6 A% 1 <105 cells/Well [¥] H_PD-1 Reporter Jurkat Cell Line Al 2 <10 cells/Well ff]
H_PD-L1 Raji Cell Line (Fh% FE)iE 47 5256

ARSI Anti-PDLL (150 kDa) 1EABAMEZY), Aia# k% (Conc.01) 15 pg/mL, 4
5 EEFRFE, Conc.01-Conc.09 4 AIHEAGE B2-B10. A4 100 uL PBS, ARG ILIAFLIEK

FLBAT 5
1 2 3 4 5 6 7 8 9 10 11

12

. 15 3.75 9375 | 234.38 58.59 14.65 3.66 915.53  228.88
Anti-PDL1

pg/mL  pg/mL | ng/mL | ng/mL ng/mL ng/mL ng/mL pg/mL | pg/mL

EEO AN R S AT PR 3, AT IR B AU AR AT 2D SR CATRAT S A 45 R SR A0t
SE MU B BEAT R, 5B DRAL PR 4R 2 T8 g L 451 o

1) Ineep B

a) fESEIKGHET 1-2h, B.0U4E H_PD-1 Reporter Jurkat Cell Line A1 H_PD-L1 Raji Cell
Line 40fifd, LA Assay Buffer S840, THEAIMEE G /1, B #MN Assay
Buffer {772\, 4% H_PD-1 Reporter Jurkat Cell Line il & &y 4 < 10°
cells/mL, 1A% H_PD-L1 Raji Cell Line 41 E A 8 x10° cells/mL. &4~ 96
FUAR, PR B DAHER N 25 L 20 /L= AN FLBR K 10 ANFL. A IFL N 100
uL PBS. W HE M E R

b) {FRTEHE 96 L V AR HE % 29 FE .

¢)  ATRENAES, MH—AT (BT, HEEA LU 6 NP .

d) b Assay Buffer, &AW F%E. L Anti-PDL1 A, 41 B2 LA 35.9

uL 1) Assay buffer, B3-B11 filA 27.5 uL [1] Assay Buffer.
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88

e) FHEACE

2 4R i BE fL & ik
Anti-PDL1 2.8 mg/mL / B AR
SEE 0.4 mg/mL 0.004 mg/mL 2 pL fif#i+198 uL Assay Buffer

) RO FEARR R ARIURE S BB, INESE — MR R R FL (i B2)

BRI | BRIERVREAL, (RO AIFLII 9.2 L, AL | %L |
1 2 3 4 5 6 7 8 9 10 11 12
0.8 uL

Anti-PDL1

pL pL

27.5 2715 2715 27.5 27.5 27.5

ne pL pL

g) 7EB2 LI 0.8 pL ) Anti-PDL1 Hifk, WRS. X ARMKERMSUE, HLN

ANPUAREAFE, B LG R E R A E AR R, T LA
h) DLk, B B10 fL, B11 NAIIPUARmIxS .

HAAGHEAT S5

i) BB a #ER LTI H_PD-L1 Raji Cell Line 4HAFLAREL Y, FEFLIN 25 pL Bh MR

Itk & 30 min.

j)  ECE 5ng/mL ) SEE (4 < W&k E) « B 2.75 uL 9 0.004 mg/mL SEE, hnAZ%|

550 uL Assay Buffer /1, J2%]

k) BB a vEF R H_PD-1 Reporter Jurkat Cell Line 40 fLAREHE, AE4LI0 25 uL

IR § BCE 47 SEE, %8 30 min.

I) 30min &, f#HHAEKE B 09 H_PD-1 Reporter Jurkat Cell Line 1 H_PD-L1 Raji

Cell Line V@& B (50 uL+50 ul) -
m) @ BRI, T 37T CO, HIEM R 16 h.

n) Al R FERAGFAE I, A Luciferase.
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2) REEFKN
SH AR R B4

H_PD-1 PDL1 Reporter Blockade

0 pg/mL 15 pg/mL

228.88 pg/mL

Assay

3234 26710

3318

3) WiIF4R

° H PD-1 Reporter Jurkat Cell Line
30000 HiPD-Ll Raji Cell Lineo
=)
=
~ 20000+
L
]
=
S
A
£ 10000+
=
=
—
0 L] L
-4 -2 0
Logio[anti-PDL1] (ug/mL)
H PD-1 PDL1 Assay
EC50 0.09857
. H_PD-1 Reporter Jurkat Cell Line
30000~ H_PD-L1 Raji Cell Line
o
-
=
— 20000+
=3}
&
=
S
E 10000
' 5 ng/mL SEE
3
0 L] L] L]
-4 -2 0 2

Logio[anti-PDL1] (nM)

H PD-1PDLI Assay

EC50

0.6571

Fig2. fifl H_PD-1 Reporter Jurkat Cell Line 1 H_PD-L1 Raji Cell Line, il Anti-PDL1 f145
CT B 23 AT I 5 R PS8 R B SR J8E 1) i B ) &)
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2. DhEeRiEsE——Anti-PD-1

A SZEGAE ] 1 <108 cells/Well [ H_PD-1 Reporter Jurkat Cell Line £l 2 x10* cells/Well ]
H_PD-L1 Raji Cell Line ($%&/h% )it 175256

A S5 {# FH Anti-PD1 hlgG4 Antibody(Pembrolizumab) ( 150 kDa; LL K & #%
Pembrolizumab) £ 41254, Human IgG Antibody (150 kDa; LA T f#i#5 1gG Antibody)
PERAMEXTIE, LL Pembrolizumab A, LIRS (Conc.01) 50 ng/mL, 4 586 MR,
Conc.01-Conc.09 73 7| HEAli £ B2-B10. J& 79 100 uL PBS, LARIEAFLE K. FLIRAT R«

1 2 3 4 5 6 7 8 9 10 11

12

50 12.5 3.13 781.25 195.31 48.83 12.21 3.05 762.94
Pembrolizumab

pg/mL  pg/mL | pg/mL | ng/mL ng/mL ng/mL ng/mL ng/mL | pg/mL

1gG Antibody

EEO AN FIGTARE S AT IR 3, AT IR B AL AR AT 2D BRCATRAT S A 45 R SR Xt
SE MU ML BEAT R, RSB AAL PR 4R 2 T8 g L 451 o

1) Ineep B

a) FESZEGET 1-2h, B0t H_PD-1 Reporter Jurkat Cell Line A1 H_PD-L1 Raji Cell
Line 41fifd, LA Assay Buffer S 2418, THHEAIMEE G/, B #MN Assay
Buffer ()77, % H_PD-1 Reporter Jurkat Cell Line 4 il & Ay 4 <108
cells/mL, 1A% H_PD-L1 Raji Cell Line 1<% A 8 x10° cells/mL. &4~ 96
FUBX, H_PD-1 Reporter Jurkat Cell Line 41 g LAHERS TN 25 pL 41 /4L % | 20 4
fL, H_PD-L1 Raji Cell Line #tiff1 LAHEAEIN 25 pL AHA/FLZ 55— 96 FLAR 1+ i)
20 M4L. FIFERIFLIN 100 uL PBS. % & A% & RiH .

b) fEFTEIE 96 fL V RARME & 2R -

¢)  ATRENAES, MH—AT (BT, HEEA LU 6 MY .

d) A Assay Buffer, &fLIAFIIL N3, LL Pembrolizumab %, 41 B2 LRI
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27.2 uL 1] Assay buffer, B3-B11 il A 27.5 uL [¥] Assay Buffer.

e) BHRENCHE

2R fiti BEK Tt & 7 ik
Pembrolizumab 0.77 mg/mL / HRAE MR
IgG Antibody 1 mg/mL / HEMAH AR
SEE 0.4 mg/mL 0.004 mg/mL 2 uL fi%#+198 pL Assay Buffer

) I FEARAR AR IR R BB IR — MR RAL (I B2) .

S| BERERPREAL, MU 9.2 L AL | x|

1 2 3 4 5 6 7 8 9 10

11

12

9.5 uL

Pembrolizumab

4.4 L

1gG Antibody

g) £ B2 LA 9.5l ) Pembrolizumab, JB%4). ST ARIKERBUE, ELIMA
PUAEARE, EALSRBEEARRERAE AR, FT DA A AT 5250

hy DASEISHE, EZ B10 fL, BL1 NAIIHUARIIGT R

i) BB a HEA T H_PD-1 Reporter Jurkat Cell Line 40 fLARELH, &EFLIN 25 pL
BREEMBEIIBTLAR, W E 30 min,

i) BCE SEE (4> WSk - B 2.75uL 1) 0.004 mg/mL SEE, AN 550 uL Assay
Buffer #1, &%)

K) BB a R IFH) H_PD-L1 Raji Cell Line ZifaFLAECH, &L 25 pl B38 j iR
B SEE, WFE 30 min.

I) 30min /5, {#HHHCK S 1% H_PD-1 Reporter Jurkat Cell Line 1 H_PD-L1 Raji
Cell Line V& H (50 uL+50 pl)

m) & BRI, T 37C CO, MR 16 h.

n) {4 GMOne-step # & F: AT, Kl Luciferase.

SR (i) AR AH] Genomeditech (Shanghai) Co., Ltd
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2) HMEEFRN

AR FE DA I A

H_PD-1 PDL1 Reporter Blockade 0 pg/mL 50 pg/mL 762.94 pg/mL
Assay+Pembrolizumab 6131 40546 6249
H_PD-1 PDL1 Reporter Blockade 0 pg/mL 30 pg/mL 457.76 pg/mL

Assay+1gG Antibody 6057 6891 6072

3) WiIF4ER

EC50
H_PD-1 Reporter Jurkat Cell Line - pembrolizumab 0.4352
50000+ H PD-L1 Raji Cell Line & 1gG Antibody
= 40000+
)
b 300004
s
§ 20000+
g
E 00004 5 ng/mL SEE
[
0 L] L] L
-4 -2 0 2
Logjg[Sample] (pg/mL)
. EC50
H_PD-1 Reporter Jurkat Cell Line o pembrolizumab  2.902
50000+ H PD-L1 Raji Cell Line & TG Antibody
= 40000+
=)
3 30000+
g
2 20000
=
E o000 5ngmL SEE
=
0 L] L] L] L
-4 -2 0 2 4

Logo[Sample] (nM)

Fig 3. 18] H_PD-1 Reporter Jurkat Cell Line A1 H_PD-L1 Raji Cell Line, IiF Anti-PD-1 {45 SR
CT B 2 AT o3 S R 5 R B8 7R R 5 (1) 5 B s 22D
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5 A AT TR L

HEYR LV AT I RURRL A L AT LR A RIS AT A T80 VAT BRI T 28 e VF T
N BV R VERIAMR AR, AL BB EDR VR RTARL I BT A AL

(EH AR RBEVE T J7 18], VP 5 A et MERTT VB A & . I A 55, 70k i
B B IA T AR BRI ARE AR BS L ESRE . BT PR BEBE . KEEEAENE
AR F) AR =TT AR T AMOARVE I NRIWT A H AT

R TS 25 5 40 R B AL
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fit3% PD-L1 Raji AifIIRAE R

100 = SamplelD Geometric Mean : FL11-H
M| Raji anti-CD8O+APC-2nd Ab 45880
Raji H_PDL1 H_IgG+APC-2nd Ab 664
80 - | Raji H_PDL1 anti-PDL1+APC-2nd Ab 278383
g
=)
=
o -
2 60
-
®
N
®
E 40
<]
=
20 -
0
L IR Bl LR L B B B |
10 10 10 10 10

FL11-H :: APC-H

Fig 4.1# F Anti-H_CD274(PDL1) hlgG1 Antibody(Atezolizumab)(Genomeditech/GM-31740AB)# Anti-
H_CD80 hlgG1 Antibody(Galiximab)(Genomeditech/GM-46075AB) 3 1iF PD-L1 Raji 4 fififa 2 3%k PD-L1 Al
CD80
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