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GM-C43866  H_PD-1 Reporter(IL-2 promoter) Jurkat Cell Line SE6 CellsmL 1%  -196°C
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PD-1 2 H0E K T A1 B 40 f 205 1) — Fh G BEAM I VE 5248, 7855 IR HTiR AT B B fi i
R SR S N R rh AR S SR . ARAEAH L] Y PD-1 5S4k PD-L1 8% PD-L2 fAHEAF
24 TCR {5 518 1% T LA TCR SR ARIGTE . e s g i 8 7= A2 452
2. FHT PN PD-1/PD-L1 AHEAEHEVGIT HUARR Fo & & E VYT &Rl A I K5
W RIS ARG IR AT H AT TRCI anti-PD-1 5K anti-PD-L1 AE 4 5 v P 1 77 924K
HTHIRNIE T UMD e 2 m ORI &, andn M3 5 . 40 R E bR SIS . FIUER y(IFNy)
A EA2R-2 (IL-2) 807 4E o B TR T AR SRR L 52 2% a6 7 RS & 6 1R il et
XERIGRE S ) N 578 . Rt X S8 5E T R AR MELE BT B | I 2 R s Hh AT

£ H PD-1 Reporter(IL-2 promoter) Jurkat Cell Line %5 3£ K4 &, iZ4HfufaE
15 H_PD-1 %K ) Luciferase it 152 K. HoAA =B HCERI M, H—Jy aAPC(OKT3) PDL1
CHO-K1 Cell Line (Genomeditech/GM-C05269) , J&—FifaERiA A\ PD-L1 Fl—Fh L IE
sy S YR TCR A4 R & A F) CHO-K1 4iiffd. >4 H PD-LI Raji Cell Line

(Genomeditech/GM-C03541) , & —MfaERIE N PD-L1 FHNJEHEERZE CD80/CD86 [ Raji

Yii. H =y H CD32B aAPC CHO-K1 Cell Line (Genomeditech/GM-C25754) , J&—Fffa
SELRIE N CD32B Al —Ff AL IR AR 7 20380 [R1 Y8 TCR 20 i 2% 1 £ (1 ) CHO-K 1 41 /il .

2% H_PD-1 i BRI 5 PDL1 Ao E4NfitL 557515, PD-1/PD-L1 Z[8]AHBAEH
S| TCR A5 5 BE 1 5% 3 S e s K7 5 1Y uciferase ik . IIAFHKT PD-1/PD-L1 ##1
TRJG, SXFRME SRR, 51 TCR 15518 1L 3 KSR T S0 luciferase [fFRIX,
AT 52 LI PD-1/PD-L1 AH A A P4 S FAt AR Ml ) R e Al As g 1% . 24 H_PD-1
A FEHYNES H CD32B aAPC CHO-K1 Cell Line 35337, I PD-1 BshFIFA, Hitks
FeyRIIb SZARAZHE, WoiE PD-1 FiF SHP2 S 2#ldNE S5, @4 TCR R susE
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1. MR BF. Bl

IR 75k RPMI 1640+10% FBS+1% P.S

Ui KRR RPMI 1640+10% FBS+1% P.S+3.5 ug/mL Blasticidin+0.75 pug/mL Puromycin
LR AT - 90% FBS+10% DMSO

Assay Buffer: RPMI 1640+1% FBS +1% P.S

2. BIFEA R

R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech /GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
RPMI 1640 500 mL Gibco/C11875500BT
96 well round cell culture plate 96-well PakGent/CL-PT096
96-well White Opaque Plate 96-well Thermo/236108
96-well U-bottom Plate 96-well Saining/1014010
aAPC(OKT3) PDL1 CHO-K1 Cell Line S5E6 cellssrmL.  Genomeditech/GM-C05269
H _CD32B aAPC CHO-K1 Cell Line SE6 cellssmL.  Genomeditech/GM-C25754
Anti-PD1 hlgG4 Reference Antibody (Pembio) 1 mg Genomeditech/GM-87802MAB
Anti-PD1 hIgG1 Reference Antibody(Rosnbio) 1 mg Genomeditech/GM-87930MAB
Anti-PD1 hlgG1 Reference Antibody (Perbio) 1 mg Genomeditech/GM-87971MAB
Anti-H_PDLI1 hlgG1 Reference Antibody 1 mg Genomeditech/GM-86854MAB
(Atezbio)
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit

B
Equipment Manufacturer/Catalogue No.
AR ThermoFisher Scientific/Countess 3
B BRAY Moleculardevices/SpectraMax L
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a)

b)

¢)

d)

e)

. ARED. B BE

R 5

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

IR A R A A0 M DR BN 37°CHE IR 7K
TR, K G PRI TR 2K T DA R B AR R S AR
HEINIREE G 2-3 20450 .

F 70% T BEAR VR A7 8 4138 LA AR5 G 1y L
o IEAN) R AR B G R R T A
MBS R ) MO, BRIES,
176 x g, &0 5Smin, FAMITE, 7 LG
I 1 mL SRR FRAEE R, AT HCH 3 A
Gl R ARSI, A>3 x 10
cells/mL.

AN TR IR, VR A
F 4-6 x 10° cells/mL, MRHELHNLER A, K
YRR A 12 4 T25 H (3-5mL & »
B IR

AR AT

176 x g, 3 min B OIS

15 F T4 4R R A7 (90% FBS + 10% DMSO)
HURAHML, AR LY 5 < 10 cells/mL,
B 1 mL 7R B MR E T

FPRET, EUAMCE, BRAAE E TR
BEF, -80°CTRFED 1 K, RIEREHR
&b

2. ZHRAEAR

T AREGFER 1 E 2R, FHERERE, AR

BhRER, BERASHEIERNEKERE.

a) LAk AR, BiFAEK.

b) FHIREIE, £948-72h AT —IRAEAR, 1k
UAEARE 085 57 3 P B N s i A 2= 1 A
KIpFbt. 4 48 h RAAR, HVGE MM 75
HRIRIE, ARSI R E

c) U EIAF] 1.5-2 x 10° cells/mL, 1 1% 3,
B 2-3 RARLEAEAR, AEALHEEE 2 * 10°
cells/mL, HEFEMEH T25 MBEAT A AAHT 77

d)  ZAA R, AR [
V21 SRR BN A R AR R LB 3 )
BRI A KR IR A, SRS A IR AT
SIE RN T25 £ 38 gk sl 7%

ERFEM:

a) ZAMTERBOVEUR, H5R. AANEER
RIGAIE RSB RTEE.

b) BRENHNERER, FNEENFUHRES
AR IR IR .

c) FBS I 56°C tn#k 30 53%h, Al KiEFMEA
HomE, EARELWARSHEKETFHIH
SR

THEY AR (i) AIRA
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1. THREEIGIESEIS——Anti-PDL1

A (5 aAPC(OKT3) PDL1 CHO-K1 ZHf1)

BV BRAAREAAL, XHFASEES, #E#E H PD-1 Reporter(IL-2 promoter) Jurkat Cell Line

MM E N 1 x 10° cells/fL. 14 H Anti-H PDLI hlgG1 Reference Antibody(Atezbio) (150 kDaj

PURfEFRN Anti-PDLD) AENBEMERUA. LR (Conc.01)4 10 pg/mL, 3 {8 EEMFE,

Conc.01-Conc.08 43 HEA7E B2-B9, B10 A 0 ikEEXTR. R 100 uL PBS, LABA1-iAfL

FLAHA T T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
10.00 3.33 1.11 37037 | 123.46  41.15 13.72 4.57
Anti-PDL1 PBS 0 PBS
pg/mL | pg/mL | pg/mL | ng/mL | ng/mL ng/mL ng/mL ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

) IFEBER

a)  SCIGHT 16-24 h, K aAPC(OKT3) PDL1 CHO-K1 Cell Line MI5F#iHECH, THikL
O pTE, RS R e AR AR A B AN, RIS ) g, FRLE
S BrSR R AR EE N 1 x 105 cells/mL. PAFEMSHN 100 wL 4o /L2 e fL.

FEl A ALIN 100 uL PBS. % ARk, THEAE i E S w e .

b)  SEIGHT 1-2 h, Z.OUEE H PD-1 Reporter(IL-2 promoter) Jurkat Cell Line, LA Assay

Buffer 24000, THEAIM% TG/, @IidHMIN Assay Buffer 1773, V%40

WEEF 2 x 100 cells/mL, FHF46 % & F5H o
) fEHI 1 ANTEH 96 £l U JERBMER BUIRFRE .

d) BN, 4T (i1 B2-BY) .

e) MERERR

THEY AR (i) AIRA

AAT] PRI IE, PR T A RIRT
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EiIN LY 7S it BE [ WIRER
Anti-PDLI1 8.4 mg/mL 840 pg/mL 8 2 uL £ + 18 pL Assay Buffer

f) 96 LU JEMF, NN Assay Buffer, FFLAFIILTZR, 1 B2 fLIIA 90 uL Assay
Buffer, B2-B11 4L, JMA 60 pL Assay Buffer.
g)  RHUCAFEMRR AR IS S B, IONBIEE —MER R BEAL T (it B2 HiiN 2.20 uL

Anti-PDL1) , 8%,
FERRIL | BRIERVREL, HRUCOTELIREL 30 pL, AL | x|

1 2 3 4 5 6 7 8 9 10 11

12

2.20 puL Anti-
PDL1

A

hy  AEE—ABEEERERAL B2 R 30 pL, INAEIH ASBRERRSL B3, FAMRA

i) DLHSHE, BRI 8 MHEMEIL (BY .

i) KR a #EA T ) aAPC(OKT3) PDL1 CHO-K 1 Cell Line 2 FLAR B HY , W # b 7,
FEFLIMAN 50 pL 298 b #4511 H PD-1 Reporter(IL-2 promoter) Jurkat Cell Line 2l
M, FEEALIN 50 pL AR EERRRERISUA, RIS E 16 ho

k) WokE, #2296 fLHEEH EHL, A Luciferase.

2) WEEER

SR DA I B

H_PD-1 Reporter(IL-2 promoter) 0 pg/mL 4.57 ng/mL 10.00 pg/mL
Jurkat Cell Line+Anti-PDLI1 5600 7287 66399
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3) KFSE R

H_PD-1 Reporter(IL-2 promoter) Jurkat Cell Line
aAPC(OKT3) PDL1 CHO-K1 Cell Line

8x104m
=)
5% 6x104=
54
S 4x104+
]
=
g 2x1044
=1
]
0 | | | | | | | | 1
-3 =2 -1 0 1 2

Logg[Atezolizumab] (ug/mL)

H| PD-1 Reporter(IL-2 promoter) Jurka
EC50 | 0.2132

Fig 2. Response to Anti-H _PDL1 hlgG1 Reference Antibody(Atezbio). aAPC(OKT3) PDL1 CHO-K1 Cell Line
(Cat. GM-C05269) was seeded at a density of 1E4 cells/well in a 96-well plate and incubated overnight. The next
day, serial dilutions of the Anti-H _PDL1 hlgG1 Reference Antibody(Atezbio) (Cat. GM-86854MAB) was
incubated with 1ES cells/well of the HH PD-1 Reporter(IL-2 promoter) Jurkat Cell Line (Cat. GM-C43866) in a
96-well plate for 1 hour, and then added to the pre-seeded cells. The mixture was incubated for an additional 16
hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The

results indicated a maximum fold of approximately [11.9]. Data are shown by drug mass concentration.
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2. THEEIGIESZ%—Anti-PD1
BRI

N EA 1 x 10° cells/FL. 1# ] Anti-PD1 higG4 Reference Antibody (Pembio) (150 kDa; LA

TR, X FASLE, % H_PD-1 Reporter(IL-2 promoter) Jurkat Cell Line

TR Anti-PDIDAE N BHIEDUE #2246 24K FE (Cone.01) 49 10 pg/mL, 3 546 B, Cone.01-

Conc.08 73 A E B2-B9, B10 4y 0 WFEXTHR . J& 2y 100 uL PBS, LAR7IEfLAEK
FUBRHEA T W R
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
10.00 3.33 370.37 123.46 41.15 13.72 4.57
Anti-PD1 PBS PBS

pg/mL

pg/mL

pg/mL

ng/mL

ng/mL

ng/mL

ng/mL

ng/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

) PR

1)  SZEGHT 16-24 h, ¥ aAPC(OKT3) PDL1 CHO-K1 Cell Line MRFFEARELH, JHik
ELD R DTVE, IS B s e i IR L ER AN, AN AN s J0f it L R RASE
SR IR VAR E N 1 % 105 cells/mL. PALHEFEIN 100 uL 403E/FLE a1 L. J&
FEI LN 100 L PBS. & bBARkas, THE4E i & i w e .

m) SEEGHET 1-2 h, 04 H PD-1 Reporter(IL-2 promoter) Jurkat Cell Line, Ll Assay
Buffer 2400, THH 4NN RIE 77, ISHMIN Assay Buffer 153X, V%40
WEF] 2 x 106 cells/mL, T E 7

n) A1 ATEH 96 fL U JRAR & BUAR R .

o) FMFFMBLA, 1T (4 B2-B9) .

p) HE&ERER

PR fitr i BRI Fi & 771k
Anti-PD1 11.7 mg/mL 1.17 mg/mL fliH] 2 uL W + 18 pL Assay Buffer

HER (L) ARAT
A A LR
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qQ 96 fLUJEMH, MMA Assay Buffer, #&fLAFIN TR, W B2 fLAIIA 90 pL Assay
Buffer, B2-B11 7L, Ml 60 uL Assay Buffer.
) PRI R AR AR SRR, InNBSE —ANBREER R L (i B2 HHIA 1.57 uL
Anti-PD1) , 8%,
FERRIL | BRISERRE L, HRUCATELIRE 30 pL, AL | x|
1 2 3 4 5 6 7 8 9 10 11 12

1.57 uL Anti-PD1

s)
t)

v)

MEE—BEEERREAL B2 WAL 30 uL, BRI = ABEEEMREFL B3, MRS
PAUEISHE, B 2% 8 DML (B9 .

W55 9% a E £ 1) aAPC(OKT3) PDL1 CHO-K 1 Cell Line 4 FLAR HX H , W 77 13,
I 50 pL B3 b #4511 H_PD-1 Reporter(IL-2 promoter) Jurkat Cell Line 4
M, RSN 50 pL BREERRERISUIA, TRSIEIEE 16 ho

eRE, %5 96 FLIARAR 1ML, Kl Luciferase.

) REZEFRN
BHAR SR B0

H_PD-1 Reporter(IL-2 promoter) 0 pg/mL 4.57 ng/mL 10.00 pg/mL
Jurkat Cell Line+Anti-PD1 8112 7269 108173
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3) KFSE R

H PD-1 Reporter(IL-2 promoter) Jurkat Cell Line
aAPC(OKT3) PDL1 CHO-K1 Cell Line

1.5x105=
=)
z
S 1)(105-
]
=
-F}
b
£ 5x104-
E
=
—
0 L] L] L] L] L}
-3 -2 -1 1] 1 2
Logg[pembrolizumab] (ug/mL)
H| PD-1 Reporter(IT.-2 promoter} Jurkat
EC50 | 0.9588

Fig 2. Response to Anti-PD1 hlgG4 Antibody(Pembrolizumab). aAPC(OKT3) PDL1 CHO-K1 Cell Line (Cat.
GM-C05269) was seeded at a density of 1E4 cells/well in a 96-well plate and incubated overnight. The next day,
serial dilutions of the Anti-PD1 hlgG4 Reference Antibody (Pembio) (Cat. GM-87802MAB) was incubated with

1ES cells/well of the H_PD-1 Reporter(IL-2 promoter) Jurkat Cell Line (Cat. GM-C43866) in a 96-well plate for 1
hour, and then added to the pre-seeded cells. The mixture was incubated for an additional 16 hours. The firefly
luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The results indicated a

maximum fold of approximately [13.3]. Data are shown by drug mass concentration.
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t. SRAFE (PD-1 EFHFD  GRfD
1. ThREIIESEIR

ASZIGAEA 1 x 105 cells/Well ] H_PD-1 Reporter(IL-2 promoter) Jurkat Cell Line I 1 x

10* cells/Well ] H CD32B aAPC CHO-K1 Cell Line #7525 .

A SZIG{H B Anti-PD1 hlgG4 Reference Antibody (Pembio)

Pembrolizumab)

. Anti-PD1 hlgG1 Antibody(Rosnilimab) (#] 150 kDa;

(%] 150 kDa; fd] %

f&i#% Rosnilimab) -

Anti-PD1 hlgG1 Reference Antibody (Perbio) (%] 150kDa; f&j#K Peresolimab) 1 ABHPEZ Y,

IR 2R BE$5)(Cone.01) 29 10 pg/mL,
B10. C2-C10. D2-D10. J&H[A 100 uL PBS, VARG iIEBFLAK . fLEA R

4 fEEREMEE, Conc.01-Conc.09 73 HHEATE B2-

1 2 3 4 5 6 7 8 9 10 11 12
PBS
10.00 625.00 | 156.25 39.06 9.77 2.44 610.35
Pembrolizumab PBS PBS
pg/mL | pg/mL  ng/mL | ng/mL | ng/mL ng/mL ng/mL | pg/mL
Rosnilimab PBS PBS
Peresolimab PBS PBS
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) EEPER
a) SEIOHT 16-24 h, ¥f H CD32B aAPC CHO-K1 Cell Line M358 R ELH, THALE O
WCEEAIMYTTE, 8 PG R e A IR A R AN, R DN AU AR F7 o, T DA A
FRAEVAEEANMIIR N 1 x 105 cells/mL.  LAHEFE I 100 pL 4f/FLE i fL. JA BT

FLIn 100 uL PBS. % BArEs, THEFER I E LR EH .

b) AEHTCHE 96 L U IRARHER 251 ke o
o) BAMFREMAESEH —4T (W B2-B10. C2-C10. D2-D10 47) &
d) BHERCE
24 TR Tt R [ WIRCS
Pembrolizumab 11.7 mg/mL 1.17 mg/mL {#F 2 uL £+ 18 uL Assay Buffer
Rosnilimab 7.58 mg/mL 758 pg/mL f#i ] 2 uL 3 + 18 uL Assay Buffer

FiAERE (LD FHIRAFR Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR
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Peresolimab 9.67 mg/mL 967 ug/mL fEH 2 uL f%¥% + 18 pL Assay Buffer
e) 96 fL U LB, I Assay Buffer, &FLABINL T, B2 . C2. D2 fLh7r5lin
A 80 puL [1] Assay buffer, B3-Bl11. C3-C11. D3-D11 FL43 %I 60 uL [ Assay
Buffer,
) I FEHATR AR IAE S BRI BSE — DML (0 B2, C2, D2
43 AN 1.39uL Rosnilimab. 2.17 pL Rosnilimab. 1.69 uL Peresolimab)
BEEREX | BEERRESL, MR ATFLBIR 20 uL, I IRAL ‘ Xof B AL
1 2 3 4 5 6 7 8 9 10
1.39uL
Pembrolizumab
2.17 uL
Rosnilimab
1.69 uL
Peresolimab
g)  MEB—EREMEEAL B2, C2. D2 Hor AW 20 pul, IS AR SL
B3. C3. D31, 75
h)y DARZEHE, HEFE 9 MREMBEIL (B10. C10. D10) .
i)  SZEOHT 1-2h, FOUEE H PD-1 Reporter(IL-2 promoter) Jurkat Cell Line, LA Assay
Buffer SH2400, THH 4% G 77, @IEHMIN Assay Buffer 17720, %40
MO FE R 2 x 106 cells/mL, T 946 -H 0 & 145 1
i) ¥P9E a R LT H CD32B aAPC CHO-K1 Cell Line 4l FLBECH, W3 B
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Fig 4. Response to Pembrolizumab, Rosnilimab and Peresolimab. Serial dilutions of three antibodies were
incubated with 1E4 cells/well of the H CD32B aAPC CHO-K1 Cell Line(Cat. GM-C25754) in a 96-well plate for
1 hour. Subsequently, H PD-1 Reporter(IL-2 promoter) Jurkat Cell Line(Cat. GM-C43866) with a concentration
of 1ES5 cells/well was added, and the co-culture proceeded for an additional 16 hours in assay buffer (RPMI 1640 +
1% FBS + 1% P.S). Luciferase activity was measured via Luciferase Reporter Assay Kit (Genomeditech). The
results indicated maximum blocking folds of approximately [3.4], [22.5] and [25.5]. Pembrolizumab exhibited

moderate agonist activity in the presence of FcgR binding. Data are shown by drug mass concentration.
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Fig 9. H PD-1 Reporter(IL-2 promoter) Jurkat Cell Line (Cat. GM-C43866) was determined by flow cytometry
using Anti-PD1 higG1 Reference Antibody(Rosnbio)(Cat. GM-87930MAB).
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