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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 JEARGE M 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

Wi 2E4) H_PD-1 Reporter Jurkat Cell Line R #5 2 R4l R, 1240 fufs e RIA H_PD-1 %
K} Luciferase it 52 K. HA =B ENAM, H—Jy aAPC(OKT3) PDL1 CHO-K1 Cell
Line (Genomeditech/GM-C05269) , & —FhifiiE &k A PD-L1 F1—Ff LAHT R AR T =i
W E VR TCR W40 %1 & A /) CHO-K1 48 . # — A& H PD-L1 Raji Cell Line
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1. MR BF. Bl

MM E TG FERE: RPMI 1640+10% FBS+1% P.S

YpE KR FRIE:  RPMI 1640+10% FBS+1% P.S+3.5 ug/mL Blasticidint+0.75 ug/mL Puromycin

A RBRAT I - 90% FBS+10% DMSO

Assay Buffer: RPMI 1640+1% FBS +1% P.S
2. BHFEMER
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 Clear V-Bottom Tissue Culture 96-well Corning/3894
96 Well White Polystyrene Microplate 96-well Corning/3903
Cell Culture Dish 10 cm NEST/704001
aAPC(OKT3) PDL1 CHO-K1 Cell Line 5EG6 cells/mL Genomeditech/GM-C05269
H_PD-L1 Raji Cell Line 5E6 cells/mL Genomeditech/GM-C03541
H _CD32B aAPC CHO-K1 Cell Line 5E6 cells/mL Genomeditech/GM-C25754
OKT3(CD3 ScFv)CHO-K1 Cell Line SE6 cells/mL Genomeditech/GM-C19403
EEOHERE TR (SEE BER) 1 pg Genomeditech/GM-H23036
Anti-H _CD274(PDL1) hlgGl / Genomeditech/GM-31740AB
Antibody(Atezolizumab)
Anti-PD1 hlgG4 Antibody(Pembrolizumab) / Genomeditech/GM-52674AB
Anti-PD1 hlgG1 Antibody(Rosnilimab) / Genomeditech/GM-87952AB
Anti-PD1  hIgG4 Reference Antibody / Genomeditech/GM-87802MAB
(Pembio)
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
EE
Equipment Manufacturer/Catalogue No.
2 v H X ThermoFisher Scientific/Countess 3
B BRAY Moleculardevices/SpectraMax L
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. 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
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7N R (5 aAPC(OKT3) PDL1 CHO-K1 ZHj)
& i),

1. ThREKHESLY—Anti-PDL1

B LB IR AR AL, X T ASES, HEFE H_PD-1 Reporter Jurkat Cell Line 4 1 x
105 cells/fL. 1#f] Anti-H CD274(PDL1) higG1 Antibody(Atezolizumab) (150 kDa; LA K f&#x
N Anti-PDL1) 1AM, AIGLIKRE (Conc.01) M 15 ng/mL, 4 {HEAEHFE, Conc.01-

Conc.09 43 HIHEA{E B2-B10, B11 A 0 REXIIE . AN 100 uL PBS, PABG1EIIFLAEK .

FUBRHEAT 0T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
15 3.75 937.5 | 23438 | 58.59 14.65 3.66 915.53  228.88
Anti-PDL1 PBS PBS
pg/mL | pg/mL | ng/mL | ng/mL | ng/mL ng/mL ng/mL pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) EEPER

a) SZEGHT 16-24 h, ¥ aAPC(OKT3) PDL1 CHO-K1 Cell Line MR ELH, THik
BRI TVE , I o8 e i SR L HOR AN, A AR TS S of it L R RASE
S SR EANMIE N 1.5 x 10° cells/mL. PLHEMSIN 100 uL 4iAR/ALE FE fL.
JE Bl )£l 100 L PBS. 7% biRkas, TE4E i & i w i .

b) SEZEGHT 1-2 h, B0 H PD-1 Reporter Jurkat Cell Line, DL Assay Buffer £ 4]
ff, HEAN i B RS AT, BN Assay Buffer 1773, RGN F 2 x 10
cells/mL, W46 05 & £ H o

o) M 1 ANTCH 96 FL V RAR & BRI .

d)y MU, 817 (W B2-B10) .

e) IHEREHE

KLY S il BER Hic B 7
Anti-PDL1 2.8 mg/mL 0.28 mg/mL i 2 uL £ + 18 uL Assay Buffer
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f) 96 fLVJEHF, MMA Assay Buffer, #fLAFI T, 40 B2 fLINA 65.5 uL Assay
Buffer, B2-B11 fL, JIA 55 uL Assay Buffer.
g) R FEMRR AR IRE SRR, ORI EE —/MER R BEAL T (it B2 Wi 7.86 uL

Anti-PDL1) , 8%,

FERRIL | BRIERREL, HCUCOHTFLIREL 183 pL, IIAIRAL | x|
1 2 3 4 5 6 7 8 9 10 11 12
[ I T
7.86 pL Anti-
PPN 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
PDL1 ne

hy  MEE—BEEERBSL B2 TP 18.3 pL, IIAFIEE ZANBERERREAL B3, 7/MRE)

i) DA, BEERE 9 MBERBEIL (B10) .

i) KB IR a #EA T ) aAPC(OKT3) PDL1 CHO-K 1 Cell Line ZH il FLAR B HY , W # L 7,
FEFLINA 50 uL 5 3% b #4451 H PD-1 Reporter Jurkat Cell Line 4, FAEALN
50 uL BEFERRREI LA, TRSIGWEE 16 ho

k) AR SR A, A Luciferase.

2) EEREN
S AR e RIS 58 B
H_PD-1 Reporter Jurkat Cell 0 pg/mL 15 pg/mL 228.88 pg/mL
Line+Anti-PDLI 624 3166 685

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

9/19




Genomeditech (Shanghai) Co.,Ltd.

C/ Eiﬁ;#aﬂ;a Order: 021-68455258/50432826/50432825

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

3) KFSE R

H_PD-1 Reporter Jurkat Cell Line
4APC(OKT3) PDL1 CHO-K1 Cell Line

4x10%
3x10%
2x10%4

1103+

Luminescence (RL1U)

-4 -2 ]
Log ylanti-PDL1] {pg/mL)

H PD-1 PDLI1 Reporter Blockade
EC50 | 0.3511

Fig 2. Response to Anti-H CD274(PDL1) hlgG1 Antibody(Atezolizumab). Serial dilutions of the Anti-
H_CD274(PDL1) higG1 Antibody (Atezolizumab) (Cat. GM-31740AB) was incubated with 1.5E4 cells/well of
the aAPC(OKT3) PDL1 CHO-K1 Cell Line (Cat. GM-C05269) in a 96-well plate for 1 hour. Subsequently,
H_PD-1 Reporter Jurkat Cell Line (Cat. GM-C07928) with a concentration of 1E5 cells/well was added, and the
co-culture proceeded for an additional 16 hours in assay buffer (RPMI 1640 + 1% FBS + 1% P.S). The firefly

luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech).
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2.

DR IR SE X ——Anti-PD1

BRIl AL, BT ASEEG, #EFE H PD-1 Reporter Jurkat Cell Line ZH &4 1 x

10° cells/ fL - f# | Anti-PD1 hIgG4 Antibody(Pembrolizumab) ( 150 kDa; LA N & 8 N

Pembrolizumab) {ENFHPESIA, Human IgG4 Isotype Antibody (150 kDa; LA RfEFRA 1gG

Antibody) 1E RN MXTHEBTA. LA Pembrolizumab N, ACUHZKE (Conc.01)4 30 ug/mL,

3 fEbRJERRE, Conc.01-Conc.09 437 HEAR7E B2-B10, B11 4 0 dEXTH. AR 100 uL

PBS, PABGIEIAfLZE K. SUARHAG T

1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
3.33 1.11 37037  123.46 41.15 . 4.57
Pembrolizumab PBS PBS
pg/mL | pg/mL | pg/mL  pg/ml ng/mlL ng/mL  ng/mL g ng/mL
1gG Antibody PBS PBS
PBS PBS
1 IEEBER

a)  SCIGHT 16-24 h, K aAPC(OKT3) PDL1 CHO-K1 Cell Line M5 ECH, HikL
B WCEANIYTIE, i AE B e AR R A R, RIS IR LS
LB IR R BN 1.5 < 10° cells/mL. LHERSIN 100 pL ZHHE/FLZE (a1 fL.
JEFEFLIN 100 uL PBS. 56 bR EE, T4 g & i

b) SIGHT 1-2 h, B0 H PD-1 Reporter Jurkat Cell Line, LA Assay Buffer 584
i, AN R s 7T, B NI Assay Buffer (730, ALK EEE] 2 x 106
cells/mL, F-HEFE i & 15 .

o) M 1ATEH 96 FL V RAR & HUARRE .

d)  BAFFNGUE, H—4T (0 B2-B10)

e) IHEREHI

EAN N fifi B Wie & 7772
Pembrolizumab 0.77 mg/mL / B AR
IgG Antibody 1 mg/mL / A AR
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f) 96 fLVJEHF, NI Assay Buffer, #FLAFIIL T, 41 B2 fLINA 76 uL Assay
Buffer, B2-B11 fL, JHA 55 pL Assay Buffer.
g) R FEMRRIAFIRE SRR, IR EE — MR R BEAL (i B2 DA 6.5 L

Pembrolizumab) , J&BZ].

BRI | BREERRREAL, RUCAAITLIIN 275 uL, AL | x|
1 2 3 4 5 6 7 8 9 10 11 12
I I | T
6.5 uL
PPN 76 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
Pembrolizumab
2.5 uL IgG
_ A
Antibody

h)y  AEE—ABREERREL B2 TR 27.5 uL, MONFIEE ZANBAEEMBRAL B3, FuoriRA

i) DUSEHE, BEEE 9 MBREMBAL (B10) .

i) KB IR a #EA T aAPC(OKT3) PDL1 CHO-K 1 Cell Line ZH il FLAR B HY , W # 1 7,
FEFLIN 50 uL 5 5% b #E 451 H PD-1 Reporter Jurkat Cell Line 4, F4EALAN
50 pL AR EEMREIPUA, JRAEWEE 7h.

k) AR BRGNS Luciferase.

y R EERN
AR HE A B4
H PD-1 Reporter Jurkat Cell 0 pg/mL 30 pg/mL 4.57 ng/mL
Line+Pembrolizumab 3535 25935 3966
H_PD-1 Reporter Jurkat Cell 0 pg/mL 15 ug/mL 2.29 ng/mL
Line+IgG Antibody 3125 3540 3719
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3) KFSE R

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

3x104+

5
: EC50
bt 2x1044 -© Pembrolizumab  0.8411
S - 1gG Antibody
g
£ 1x104-
£
=
=

O L) | |

-4 -2 0 2

Log o[Sample] (ug/mL)

Fig 3. Response to Anti-PD1 hlgG4 Antibody(Pembrolizumab). aAPC(OKT3) PDL1 CHO-K1 Cell Line (Cat.
GM-C05269) was seeded at a density of 1.5E4 cells/well in a 96-well plate and incubated overnight. The next day,
serial dilutions of the Anti-PD1 hlgG4 Antibody(Pembrolizumab) (Cat. GM-52674AB) ,and Human IgG1 Isotype

Control were incubated with 1ES cells/well of the H PD-1 Reporter Jurkat Cell Line (Cat. GM-C07928) in a 96-
well plate for 1 hour, and then added to the pre-seeded cells. The mixture was incubated for an additional 6 hours.

The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech).
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+t. FHFE (PD-1E3F)D GRED
1. ThEEMIESELe

ASZIGAFF 1 x 105 cells/Well #J H_PD-1 Reporter Jurkat Cell Line A1 1 x 10* cells/Well ]
H CD32B aAPC CHO-K1 Cell Line. OKT3(CD3 ScFv)CHO-K1 Cell Line #7525

S5 A4 F Anti-PD1 higG1 Antibody(Rosnilimab) (2] 150kDa; f&#% Rosnilimab) {EA
FHT%:2%), HumanIgG Antibody (150 kDa; %K IgG Antibody) fENFIVEXTHE, 264
W JE(Conc.01) 4 30 pg/mL, 4 f5EHEHRE, Conc.01-Conc.09 4 HIHEAT/E B2-B10. C2-C10.

JE 79 100 uL PBS, LARIERBFLE Ko FLERAT ) :

1 2 3 4 5 6 7 8 9 10 11 12
PBS
. 30.00 7.50 1.88 468.75 | 117.19 = 29.30 7.32 1.83 457.76
Rosnilimab PBS PBS
pg/mL | pg/mL  pg/mL | ng/mL | ng/mL ng/mL ng/mL | ng/mL | pg/mL
30.00 7.50 1.88 468.75 | 117.19 | 29.30 7.32 1.83 457.76
IgG Antibody PBS 0 PBS
pg/mL | pg/mL | pg/mL | ng/mL | ng/mL | ng/mL | ng/mL | ng/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) IEEPER
a) SEIOHT 16-24h, ¥f H CD32B aAPC CHO-K1 Cell Line. OKT3(CD3 ScFv)CHO-K1

Cell Line MIEFRM A ECE, VHALE OUCEARRTTIE, Al A & 58 4205 77 2k 2 2
M, RIAENE 7 9F R, T DS e SRR TR AR BE DY 1 % 10° cells/mL.  LAFE
FEAN 100 pL 4/ L2 AHEFL. LI 100 L PBS. f BARGE, TR E
R

b) AEAITEE 96 AL V IRARHE & 25 R .

¢)  BEAFRFNEERAEH—4T (W B2-B10. C2-C1017) -

d) BFHERCHE

LYY it BRI e & 7
Rosnilimab 6.04 mg/mL / A AR
IgG Antibody 2 mg/mL / FLFEAE At
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e) 96 fL vV fLIRH, M Assay Buffer, #fLAFILTFZER. B2 - C2 L4250 80
uL 1] Assay buffer, B3-B11. C3-C11 FL435IHA 60 uL ] Assay Buffer,

) R FEAFREARIRE S BER,  INBI S —ANBREERREAL S (n B2, C2 43 il

JHN 0.8 uL Rosnilimab. 2.47 pL IgG Antibody) -
RERIRIR | BRIERREAL, (KM ATFLIRIL 20 pL, MIAIKAL | x|
1 2 3 4 5 6 7 8 9 10 11 12
0.8 uL
Rosnilimab IVl S0l | 60pL  60puL | 60l  60pL  60uL  60uL  60puL 60 pL | 60 pL
2.47 uL 1gG
Antibod JnA | 80puL | 60pL | 60pL | 60pL | 60uL | 60uL | 60uL | 60pL | 60uL | 60 pL

g)  MEE—MERERMESL B2, C2 Pyl 20 pL, IMANE|EE ZAEEEMAL B3,
C3. h, IR

h)y  DLHSRHE, EZRH 9 MREMEBAL (B10. C10) .

i) SZEORT 1-2h, B.0EE H PD-1 Reporter Jurkat Cell Line, LA Assay Buffer 524
B, AN B A g 77, AN Assay Buffer F) 7720, REEAIADIRE R 2 x
10%cells/mL, T9EAE G 7 H .

i) #DPE a R UFH H CD32B aAPC CHO-K1 Cell Line. OKT3(CD3 ScFv)CHO-K 1
Cell Line ZH B FLAECH, Wegs B3 100 uL; IIACEIR h ERIF IR EERR,
fL 50 uL, #¥F 1ho

k) 1h JEHCH AL, AAJEINANEER § #4471 H PD-1 Reporter Jurkat Cell Line 4Hf,
#4150 pLo

) #ERWRE, T 37°C CO, RFRFHRIFE 6 h.

m) i RS SR R, A Luciferase.
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0 pg/mL 30 pg/mL. | 457.76 pg/mL
H PD-1 Reporter Jurkat Cell Line + H CD32B
- . - - 14504 1468 13793
aAPC CHO-K1 Cell Line + Rosnilimab
H_PD-1 Reporter Jurkat Cell Line + OKT3(CD3
. . 59423 49519 54488
ScFv)CHO-K1 Cell Line + Rosnilimab
H PD-1 Reporter Jurkat Cell Line + H CD32B
. . 14662 15450 11240
aAPC CHO-K1 Cell Line + IgG Antibody
H_PD-1 Reporter Jurkat Cell Line + OKT3(CD3
. . 37542 34803 35911
ScFv)CHO-K1 Cell Line + IgG Antibody
3) WIEGR
H_PD-1 Reporter Jurkat Cell Line
H_CD32B aAPC CHO-K1 Cell Line
1.8x104+ 1C50
= A -9~ Rosnilimab 0.03140
- A -4 TgG Antibody
% 1.2%1044
g
2 6x1034
E
-
U Ll T 1
-4 -2 0 2

Logg[Sample] (pg/mlL )

Fig 4. Response to Rosnilimab and Isotype. Serial dilutions of the Rosnilimab and Isotype was 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 Jurkat Cell Line (Cat. GM-C07928) with a concentration of 1E5 cells/well was

added, and the co-culture proceeded for an additional 6 hours in assay buffer (RPMI 1640 + 1% FBS + 1% P.S).

The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech).

H_PD-1 Reporter Jurkat Cell Line
OKT3(CD3 ScFv) CHO-K1 Cell Line

60000+

50000+

Luminescence (RLU)
o

40000 T T
-4 -2 0 2
Logjo[Sample] (ug/mL)

IC50

-©- Rosnilimab
4 IgG Antibody

Fig 5. Response to Rosnilimab and Isotype. Serial dilutions of the Rosnilimab and Isotype was incubated with 1E4
cells/well of the OKT3(CD3 ScFv) CHO-K1 Cell Line (Cat. GM-C19403) in a 96-well plate for 1 hour.

Subsequently, H PD-1 Reporter Jurkat Cell Line (Cat. GM-C07928) with a concentration of 1ES cells/well was

added, and the co-culture proceeded for an additional 6 hours in assay buffer (RPMI 1640 + 1% FBS + 1% P.S).

The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech).
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M3 1 5 H _PD-L1 Raji Zfudtiss

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

3x104+
—_ (o]
=
=3 (e}
3 2x10%-
=
5
g
=
é‘ 1x104+
=
- +5 ng/mL SEE
0 L] L] 1
-4 2 0

Logg[anti-PDL1] (ng/mL}

T PD-1 PDLI Assay
EC50 | 0.09857

Fig 6. Response to Anti-H _CD274(PDL1) hIgG1 Antibody (Atezolizumab). The Atezolizumab (Cat. GM-
31740AB) was serially diluted and incubated with 2E4 cells/well of the H PD-L1 Raji Cell Line in a 96-well plate
for 30 minutes. Meanwhile, 1ES cells/well of the H PD-1 Reporter Jurkat Cell Line (Cat. GM-C07928) was pre-
incubated with 0.5 ng/well of SEE in a 96-well plate for 30 minutes. Afterward, the two treated cell mixtures were
combined in equal volumes and co-incubated in assay buffer (RPMI 1640 + 1% FBS + 1% P.S.) for 16 hours.The
firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The results

indicated a maximum fold of approximately [8.3]. Data are presented based on drug mass concentration.

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

6x104

9

a 5X104'

5

g 4x1044

3

=

£ 3x104+

=

= +1.5 ng/mL SEE
2x104 T T 1

-4 -2 0 2
Log g[Pembrolizumab] (pg/mL)
H_PD-1 Reporter Jurkat Cell Line
EC50 | 0.4695

Fig 7. Response to Anti-PD-1 Human IgG4 Antibody (Pembrolizumab). Having been pre-incubated with 1.5
ng/well of SEE for 30 minutes, 2E4 cells/well of the H PD-L1 Raji Cell Line (Cat. GM-C03541) were
subsequently incubated with serially diluted pembrolizumab for 5 minutes. Upon completion, 1ES cells/well of the
H PD-1 Reporter Jurkat Cell Line (Cat. GM-C07928) were introduced into the assay buffer, and the reaction was
allowed to proceed for 16 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay
Kit (Genomeditech). The results indicated a maximum fold of approximately [2.3]. Data are presented based on

drug mass concentration.
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H PD-1 Reporter Jurkat Cell Line
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EC50
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-4 CP14 0.08637
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2-
0 | | | | 1
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Fig 8. The passage stability of response to Anti-H CD274 (PDL1) hIgG1 Antibody (Atezolizumab). Serial
dilutions of the Atezolizumab (Cat. GM-31740AB) were incubated with 1.5E4 cells/well of the aAPC (OKT3)
PDL1 CHO-K1 Cell Line (Cat. GM-C05269) in a 96-well plate for 1 hour in assay buffer (RPMI 1640 + 1% FBS
+ 1% P.S). Subsequently, the passage 4, 14, and 24 of H_PD-1 Reporter Jurkat Cell Line (Cat. GM-C07928) at a
concentration of 1E5 cells/well was added, and the coculture proceeded for an additional 16 hours. The firefly
luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). Data are shown by drug

mass concentration.

fik 3 WARIES R
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[ ] H_PD-1 Reporter Jurkat anti-PD-1+APC-2nd Ab 249477

Normalized To Mode

R675-H :: APC-H

Fig 9. H PD-1 Reporter Jurkat Cell Line (Cat. GM-C07928) was determined by flow cytometry using Anti-PD1
hlgG4 Reference Antibody (Pembio) (Cat. GM-87802MAB).
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Canine PD1 Protein; hFc Tag
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