Genomeditech (Shanghai) Co.,Ltd.

((/. E)ﬁgﬁaﬂia Order: 021-68455258/50432826/50432825

G di h Toll-free: 400 627 9288
enomeditec Email: service@genomeditech.com

AR FAR

H PD-1 PDL1 Reporter Blockade Assay

Genomeditech

For research use only!

A BRI, AR AT !

RAS: V2.12.2

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

1/ 14



Genomeditech (Shanghai) Co.,Ltd.

C(/} E‘:)ﬁgﬁaﬂia Order: 021-68455258/50432826/50432825

& G di h Toll-free: 400 627 9288
enomeditec Email: service@genomeditech.com

Table of Contents

—. FEBBTHIR oo 3
—. PR FEARAZ L RLZELD <o, 4
=. LR v - SO OO 4
IR AT IR e 4
Fis ST AN TR TLIIRTI] oo 5
TRFUBIEEAT ..o 5

FETEALRE e 5

A= N £ AV OO 5

75n FEFITTIE IR oot 7
1 IBEIAE TG ——AN-PDLL....o.ovoiveeeeeeeeeeeeeeee e 7

1) TIBEZEIR et 7

2)  ARAEFEDIREI ..ooooeoeeeeeeee e 9

3)  AIEZE T oot 9

2. T BEIRAIE SEIG——ANt-PD-1 .....ooivioeeeeeeeeeeeeeee e 10

1) TIEEZBIR et 10

2)  ARAEFEDRRGIN ..ot 12

3) R EZE ot 12

FFIZE T oo 13
B3 PD-L1 Raji ZHHIIEIREE B oot 14

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

2/ 14



Genomeditech (Shanghai) Co.,Ltd.

G} E)ﬁE!Zﬂ}i Order: 021-68455258/50432826/50432825

" Toll-free: 400 627 9288
Genomeditech

Email: service@genomeditech.com

—. FEmER

PD-1 2 WEH T 41 B 40 FRE B —Fh S B d M 244, 72500 e HiiA A 5 & 5t R
10 Y 2 B DR R SGBEAE o RBIT 4R IE] ) PD-1 5 AC R PD-L1 8K PD-L2 HYAHELAE
240 TCR {5 5@ B 1L 3 LA TCR A SHIANMIIGTE . e S BamFI4u i R 17 A 45 2L
Ji. FT-BEWT PD-1/PD-L1 R EAEFIFIGRIT HUAMN Fo Ba B ELEIR YT 2 MRiE 0 i AR 1006
H ORISR I N A AT . HATH TG anti-PD-1 5% anti-PD-L1 A= 41 fi6 PE 0 7 1R 4K
T HINK T 4 AID Re 2 sl B &, angn oo . AR bR EYRIL . FIE y(IFNy)
A R-2 (IL-2) 07 A2 o B T T B AR AR I 2 2% IR T AN S % 1k 56 17
XERIGRES: I N 53 . Bk, X Leill g J7 iR AR MEAE Jon B2 ] 1) 25 W) T R A5 Hh 5T

H_PD-1/PDLI Reporter Blockade Assay »&— 4= EL MOA (mechanism of action)
NEERHAS I v, AT 0 BT PD-1/PD-L1 AH B AE FH (B K At A= it 351 1) A e A
et 2R PR R TFE4H R PD-1 N 40 fi(PD-1 Effector Cells), ElfaERiEA
PD-1 SZAAFN 5% K115 5 2 G R BR 15 JE DR 1) Jurkat T 49 ; Raji 400 (H_PD-L1 Raji Cell
Line), s&—FifaeRiE A PD-L1. CDS8O0 [I4HfH.

HPFP AL IR, PD-1/PD-L1 Z 8] fAH LA FH £ 4] TCR {5 = 18K ) e K e
SR F 1 luciferase ik NIABLET PD-1/PD-L1 fdtiA G, XA M| uimek, 5/
TCR {5 5 il i (1% 5 S e s 1A 31 Tuciferase FIRIA

£ 55ED80/CDss

Fig 1. JRHUREE

HiAEYRE, (B ARAH Genomeditech (Shanghai) Co.,Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

3/ 14



Genomeditech (Shanghai) Co.,Ltd.

C(/. E‘:)ﬁgﬁaﬂia Order: 021-68455258/50432826/50432825

. Toll-free: 400 627 9288
Genomeditech Email: service@genomeditech.com

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. AR TUKIEH, —196°C LLF (UKAREGREM D KA .

2. FEf SR TR TEUCENP AL R A TONRAIRES, —196°C LUK (UKARER
BRI KA

3. KRR Assay, BIAE “HUEY) R A Siin e 2 R kAT

. ZHffER

H_PD-1 Reporter Jurkat Cell Line

Y 2 75 R 7R 2k 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
I B AR AT 90% FBS+10% DMSO

H_PD-L1 Raji Cell Line

i INCPiNe = RPMI 1640+10% FBS+1% P.S

G A R TR RPMI 1640+10% FBS+1% P.S+3 pg/mL Blasticidin
YL RATF T 90% FBS+10% DMSO

Assay Buffer

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

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 ExCell/FSP500

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 2.0 Luciferase Reporter | 1000T Genomeditech/GM-040513C

Gene Assay Kit

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

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

Antibody(Pembrolizumab)

S EE A PRE BT R (SEE B R) | 1ug Genomeditech/GM-H23036
2. EENSH

Equipment Manufacturer/Catalogue No.

AR A ThermoFisher Scientific/Countess 3

B ARAL Moleculardevices/SpectraMax L

3. MBI B HE

1) Raji 4HHEA Jurkat ZHHL R J5

a)  AHRBIRAESEE N 5 x 100 cells/mL, {5EA7F840%% 1 mL.

b) E 37°CIKIRR TS FREE, IIATHAGE 4975 5 mL ) 15 mL &0 .

¢) MR BCH A R AR R

N EE I B

BN 37°CHEIR/K A, R0 IR 227K T LR

d)  H 70% BRI AF B AN LA RS B JLER

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

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

) A 1 mL 5848 IR R ITE, ATHCH R & Wy e O 4

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

57/ 14




Genomeditech (Shanghai) Co.,Ltd.

E)ﬁiﬂﬂﬁ Order: 021-68455258/50432826/50432825
(:} G di h Toll-free: 400 627 9288
enomeditec Email: service@genomeditech.com
g)  ABIEANIEE FE R 4-6 x 10° cells/mL, B AMERZEME 1-2 4 T25 1 (3-5 mL,

2)

3)

BrFRHIA 25 em?) , WEEE TR, HIRE G, £ 48-72h WHHTE — LR, Mk
AR5 ARG IR AL VT B RN I AR R I i 9 k. A 48 h RALAR, R UGE Y
I FRRE, A SO R

Raji 401 Jurkat 28 fafE4%

a) RN R FELE 2.5-4 % 105 cells/mL, X1 Raji MR, 400 AL E] 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 QAT 5, 4400 E IR E] 1.5-2 x 10° cells/mL BTG, 14% 3,
2-3 RALAR, AELLHB A 2 x 106 cells/mL. HEFF M T25 BT %,
AL I A ) 4H A AR

b) IZANMRIF M, AR A RoE 1 A RSB R AR AT
PAELHEI R IR T S IBT e 5 98, SRR RT3 S G NGB T25 15390
gk SR 9%

o) ZHMEAEHYRANTE S B TRWEIRS, —RIE 7-10 REEA . BT EfER2
2448 /N AMIAE 20 A2 N REBECRFFH T AR . ST — A IS JITE 80%.

Raji ZH A1 Jurkat 20 J 1477

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

b) 3] 1000 rpm, 3 min /Lo EE AL

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

d) 8 1 mL 7RG E T, AR 1 mL, HRAFEER S % 106 cells/mL.
FPREET, EUbCE, BHRGAE E THEREA T, 7E-80°C T REED 1
K, PR R .
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1. TIREEIESEY——Anti-PDL1

ASZEGAEF 1 % 105 cells/Well ff] H_PD-1 Reporter Jurkat Cell Line Fl 2 x 10* cells/Well ]
H_PD-L1 Raji Cell Line (3% )it 475256

ASEEGAE ] Anti-PDL1 (150kDa) 1ENHPEZG, HRUA&IKE (Cone.01) A 15 ug/mL, 4
5B FERRE, Conc.01-Conc.09 437 HEAT /£ B2-B10. Ji N 100 uL PBS, AR IEIAFLER .

FLBRAT 5 -

1 2 3 4 5 6 7 8 9 10 11

12

15 3.75 937.5 234.38 58.59 14.65 3.66 915.53 = 228.88
Anti-PDL1

pg/mL  pg/mL | ng/mL | ng/mL ng/mlL ng/mlL ng/mlL 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) hnkEB IR

a) {ESZEGHET 1-2h, 20U H PD-1 Reporter Jurkat Cell Line 1 H_PD-L1 Raji Cell
Line ZHiffd, DL Assay Buffer H &40, THHE ML LS T), BTN Assay
Buffer 11753, 4% H_PD-1 Reporter Jurkat Cell Line 403 & Ky 4 x 106
cellsymL, 1A% H PD-L1 Raji Cell Line ZHE#E A 8 x 10° cells/mL. &A™ 96
FLAR, Wibk4U A DAHERIN 25 pL 20 8/FL B ANFLBLE 10 A~FL. A RBIFFLIN 100
uL PBS. W HE M E R

b) AR 96 fL V AR % 2RI R .

©) XFRRUFES, 1T (0B 4T, HERATLRN 6 MY .

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

uL [ Assay buffer, B3-B11 I\ 27.5 uL [] Assay Buffer.
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e) THEMCHE
2 4R i BE fL & ik
Anti-PDL1 2.8 mg/mL / B AR
SEE 0.4 mg/mL 0.004 mg/mL 2 uL fi##+198 pL Assay Buffer

) IO FMRFR A AL S B, I ZIEE —MER R REAL S (n B2)

oo}

S| BERERREAL, (KU 9.2 p, MAAL B
1 2 3 4 5 6 7 8 9 10 11 12
0.8 uL

A

Anti-PDL1

T Q@ m m - a

g) fEB2ALHINA 0.8 pL ) Anti-PDL1 Hifk, A . X T RERERTAE, EFLIN
ANBUREARRE, L5 HBh R R A A2 AR R ¥, 7T DA HAR HEAT S48

h)  DASKEHE, HZE B10 L, B11 AAINHUARIN .

i) PR a I H PD-L1 Raji Cell Line 400U ECH, A5 25 pL B EE R RE
fIPtis, 9 HE 30 min.

j)  FCE 5 ng/mL Y SEE (4 x igWKE) « B 2.75 uL £ 0.004 mg/mL SEE, jIAZ|
550 uL Assay Buffer H', J&%]

k) CKBUR a HES I H PD-1 Reporter Jurkat Cell Line ZH I FLIRECH, 44000 25 uL
A% j FLB 4 SEE, §#F 30 min.

) 30 min J&, fEHFMEREE 17 H PD-1 Reporter Jurkat Cell Line #1 H PD-L1 Raji
Cell Line V& H (50 uL+50 pl)

m) #FH BRI, T 37°C CO, BEFRMEFHEFE 16 he

n) RS FFAEI, A Luciferase.
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2) REZEFKN
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) WIFER

H_PD-1 Reporter Jurkat Cell Line 1 10° cells/well

30000  H_PD-L1 Raji Cell Line 2 x 10* cells/well

o
3
°
g 20000
8
-
51
b5
£ 10000-
=
3 +5 ng/mL SEE
0 | | L] 1
-4 -2 0 2

Log,[anti-PDL1] (ug/mL)

H PD-1PDLI1 Assay

EC30

0.09857

H_PD-1 Reporter Jurkat Cell Line | x 10° cells/well
30000« H_PD-LI Raji Cell Line 2 x 10* cells/well

o

+5 ng/ml. SEE

=)
2
~ 200004
s
=
s
A
£ 10000+
E
=
=
0 T
-4 -2

0 2

Log,glanti-PDLI1] (nM)

H PD-1PDL1 Assay

EC50

0.6571

Fig2. {#i[fl H_PD-1 Reporter Jurkat Cell Line f1 H PD-L1 Raji Cell Line, 3&ilF Anti-PDL1 H&% FoR
CT BRI 203 AT T3 50 R P58 T B R 88 1) i B ) &)

sl AEEL (R BIRAF

AP AR,
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2. DIREHHESEE——Anti-PD-1

ASEIGAEF 1 % 10° cells/Well [] H_PD-1 Reporter Jurkat Cell Line 1 2 x 10* cells/Well []
H_PD-L1 Raji Cell Line (3% )it 475256

A 524 B Anti-PD1 hIgG4 Antibody(Pembrolizumab) ( 150 kDa; LA T & #k A
Pembrolizumab) {EAFHMEZY), #LIHAIRE (Conc.01) M 50 pg/mL, 4 f586ZFHiFE, Conc.01-

Conc.09 43 HIHEAi £ B2-B10. N 100 uL PBS, AR ibinFL7& K . FLRAR 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/mlL ng/mlL ng/mlL ng/mL  pg/mL

FERSANFE GUANE S AN 1S, T IR B AR AR D PR LAIRAT AP A4 R a0 R A0t
SE MU B BEAT R, SR DAL PR 4R 2 T8 g L 451 o

1) fnteB R

a) {ESZYGHET 1-2h, 20U H PD-1 Reporter Jurkat Cell Line A1 H_PD-L1 Raji Cell
Line 4fiffd, UL Assay Buffer H.E400d, TH5E 4% L /7, @ AMIN Assay
Buffer 11773, %% H PD-1 Reporter Jurkat Cell Line 4R &E N 4 x 10°
cells/mL, % H PD-L1 Raji Cell Line 40BN 8 x 10° cells/mL. &P 96
FUB, H_PD-1 Reporter Jurkat Cell Line 41 g LAHERS N 25 pL 4 /FL & iE] 10 4
FL, H_PD-L1 Raji Cell Line 4} LAHEFE N 25 pl 4HH/ALE 55— 96 FLAR 1) (1]
10 NL. FEEMFLIN 100 uL PBS. W8 A6 & £5 .

b) HFHIEE 96 £l V RARAE & 2R

c) XFREMAES, AT (B 47, HEEA LU 6 N2 .

d) W Assay Buffer, &AW F%E. LL Pembrolizumab Jyfi, 1 B2 LI
40 uL H Assay buffer, B3-B11 JiI\ 30 uL f Assay Buffer.

e) HHAEME
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2R fitr i BEK [N WARES

Pembrolizumab 1.86 mg/mL / ELARAE AR
SEE 10 ug/mL / ELRR AR HI#R

) RIS FE AR A AR IRE S B, B S — AR EERREFL (W1 B2)

B | BAREREETL, HCUCNAITLIRI 10 uL, AL | 3L |
1 2 | 3 | 4 | 5 | 6 | 7 | 8 , 9 | 10 11 12
Pemtf:himab VPN 40ul  30pL | 30pL | 30pL 30pL | 30puL 30ul  30pL | 30l 30 puL

g) 7E B2 fLHNA 4.82 uL ] Pembrolizumab, &%), XHTFARFEMKERMPLA, LN
NBUAEATE, LR s AR AR R A R, Tl DU AR AT 256

h)  DAMGZEHE, E% B10 5L, B11 AAIEUARIN R,

i) FCE SEE (4 x MUEIKEE) « BL0.72 uL 1) 10 pg/mL SEE, AIAZ] 1200 pL Assay
Buffer 1, B2,

i) KbIR a IR H PD-L1 Raji Cell Line 400FLARER H, 5000 25 uL D3 i it
BHLFH) SEE, §%E 30 min.

K) KB IE h BRI I PUAEIL 25 uL AINEIS T AL, 4KSEREE 5 min.

)  WEEREEETE a i) H PD-1 Reporter Jurkat Cell Line JIAF25 5% j FLIR

m) & PR, T 37°C CO, 7R HEFE 16 ho

n) AR S AU I, A Luciferase.
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2) REZEFKN
SH AR R B4

H_PD-1 PDL1 Reporter Blockade

0 pg/mL

50 pg/mL

762.94 pg/mL

Assay+Pembrolizumab

23973

56092

23669

3) WIFER

H_PD-1 Reporter Jurkat Cell Line
H_PD-L1 Raji Cell Line

63104

5x104+

Luminescence (RLU)

+1.5 ng/mL SEE

-2

0 2

Log g[Pembrolizumab] (ug/mL)

H_PD-1 Reporter Jurkal Cell Line

EC50 | 0.4695

H PD-1 Reporter Jurkat Cell Line
H PD-L1 Raji Cell Line

6x104+

5x1044

4x104

3x10++

Luminescence (RLU)

2x10*

+1.5 ng/mL SEE

-4

-2 0

2 4

Log,o[Pembrolizumab] (nM)

H_PD-1 Reporter Jurkat Cell Line

EC50

3.130

Fig 3. {1/ H_PD-1 Reporter Jurkat Cell Line #1 H_PD-L1 Raji Cell Line, 3&ilF Anti-PD-1 {45 $ R4
CT BT 25933k 4T R Bk FEE A BE IR IR B e 50 S 451D

s EMRE (R AIRAF]

A E] P AR I, AR T AT
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58 FA VR AT XL
AR B A FAAGILR, EIR IR £ RIS LTI b B

AGHAE Z 7 SRR, AR TAEFT R % .

AP A T N KBRS, BAMS BT N R RS

FHP B Ry HER 2 Al 55 1A 55 =7 AR L R AT #E 249 58 ROV L P9 A8 AR R R AR, ANFHEAT 18 M6, TR
AFFEUEFT AR SR CRIERIBNLD 22k 8. Feab sl UL Al 77 S F 3 i A= M0 h ok .

TR AT S A B DA 38, UESE RS H bR (i) A IRA R I Ve,

PERIEIC AR E W AR (B FIRAF.
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fi¥3 PD-L1 Raji Z1fEJRASER

100 = SamplelD Geometric Mean : FL11-H
M | Raji ant-CD8O+APC-2nd Ab 45880
RajiH_PDL1 H_IgG+APC-2nd Ab 664
80 = ] Raji H_PDL1 anti-PDL1+APC-2nd Ab 278383
2
o
=
2 607
=
@
N
®©
E 407
<]
2z
20 7
04
0 2 4 <] 8
10 10 10 10 10
FL11-H :: APC-H

Fig 4.1 F§ Anti-H_CD274(PDL1) hIgG1 Antibody(Atezolizumab)(Genomeditech/GM-31740AB)#l Anti-
H_CD80 hIgG1 Antibody(Galiximab)(Genomeditech/GM-46075AB)4&1iF PD-L1 Raji 40 i f & %1% PD-L1
CD80
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