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GM-C25661 Mouse_PD-1 Reporter Jurkat Cell Line 5E6 Cells/mL

L TR 7 A TR s HE
GM-C25661 Mouse_PD-1 Reporter Jurkat Cell Line 5E6 CellssmL 1%  -196°C

—. B, sREEF

1 MR TUKisi, —196T LT (KAERE R U)K

2. FEfPEERET TR TEURE SOLRIEIA T B NGRS, —196C AR (UKARER
BRI KA

3. ApeahHR Assay, WIAE “HEM) A Siin e 7 AR kAT
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PD-1 /2#ui i T 40 B 40 RIE Y — PG Ze dmbi P 32 44, AEX IR LR AT E B 40
14 G 2 B SRR R SCBEAE o RBIT 4R IE] ) PD-1 5 SR PD-L1 8K PD-L2 HYAHEAE
240 TCR {5 5@ B L 3 LA TCR A SHIANMIIGTE . e S BamFIgu e R 77 A 55 2L
. FT-BEWT PD-1/PD-L1 R EAEFHIFIGRIT HUAMN Fo e B ELEIR YT 2 MRiE (0 i AR 106
H ORISR I N A AT . HATH TG anti-PD-1 5% anti-PD-L1 A1 6 PR 7 154K
T HIZNK T 4 MD Re 2 sl B0 &, angn o s . AR bR EYRIL . FHE y(IFNy)
AEAAZR-2 (IL-2) 725 o U T A ARG AR L 52 2% 8 75 AN & 46 gk e ik 71
XERIGRES: I N 53 . Bk, X Leill g J7 iR AR MEAE Jon B2 ] 1) 25 W) T R A5 Hh 5T

F % 4 Mouse PD-1 Reporter Jurkat Cell Line R 77 5 X 40 il %, 1% 40 i £ 52 R ik
Mouse_PD-1 %K & Luciferase i f52£[F . HACEA L Mouse PDL1 aAPC CHO-K1 Cell Line
(Genomeditech/GM-C25791), & e RI&/NR PD-L1 Al—p LAHL R AR 7 2B [F]
U5 TCR I MR I 8 9 CHO-K 40, 4 P Fh i 3k 57, PD-1/PD-L1 Z [A] fRIAH BAF:
Fl 210 TCR 5 5 il B e 3 L e 587/ /9 luciferase ik . I PD-1/PD-L1 FJ
DU, XA AR, SR TCR & T IEERML 3 K B T3 luciferase 113
i, AT E BT PD-1/PD-L1 AH B F A K FAth A= 4 il 770 B S e A A i 1k

""’C"‘]‘)’s‘”@l)gﬁﬂ R Rk TP R R SRERERE 4 th‘-"‘“\\\\
{OKT3 OKT3
Anti-PDL1 ‘
! Ly 1 D2 Ly le
ITAM ITAM [m] I-

Luciferase
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1. HfIETR. BF. EnEES

ML o5 HE IR Ik RPMI 1640+10% FBS+1% P.S

AR A TR RPMI 1640+10% FBS+1% P.S+0.75 pg/mL Puromycin+3.5 pug/mL Blasticidin

MR A7 HE TR d 90% FBS+10% DMSO

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

2. WIUFE S

R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Fetal Bovine Serum 500 mL Thermo/10099141
RPMI 1640 500 mL BI/ 01-100-1ACS
F12K 500 mL BOSTER/PYGO0036
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
Mouse PDL1 aAPC CHO-K1 Cell Line 5E6 Cells/mL Genomeditech/GM-C25791
Anti-H_CD274(PDL1) higG1 Antibody / Genomeditech/GM-31740AB
Anti-Mouse_PD1 mlgG1 Antibody / Genomeditech/GM-28206AB
ONE-Glo™ Luciferase Assay System 50 mL Promega/E6120
HEA A

Equipment Manufacturer/Catalogue No.

2 T A ThermoFisher Scientific/Countess 3

FEFRAX Moleculardevices/SpectraMax L
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1. Mouse_PD-1 Reporter Jurkat Cell Line 4 & 7

a)
b)

c)

d)

€)

f)

9)

YHARVRAZ N 5 < 100 cells/mL, WRAF45 7% 1 mL.

15 37°CKM IR TIIART 775, DN T SE A5 75 2k 5 mL 2] 15 mL &0 .

MG B VR AE A TR BN 37°CEL IR /K VAR, K 40 B Y T 3 28 /K 1T LA
N B A

H 70% B4R R A7 B AR AR AT S B J L3

FEAE ) 22 M EGRR 1 6 TR R A T B 200 MR e 7 3 T I A TR 15 mL
BT, BEIRES), 1000 rpm, B0 5 min 4HDTE, FETE.
RAFAHM B O SRR TUE, fEEH I mL et it . BUH M H G gt
THEUEAAL, 400>3 x 108 cells/mL.

TR 5 1 T 2 R T A B 5 FE D 4-6 <10 cells/mL, K 41 M 4% AR 22 1-

24N T25 7 (3-5mL &) , HkEFE.

2. Mouse_PD-1 Reporter Jurkat Cell Line ZHffif&4Y;

a)

b)

c)

d)

e)

a)
b)

c)

EIXRETN )G, % 48-T2 h W HEAT 55— IRAEAR, R A 4 15 77 2 mT R B 9
PUERIE R 4 48 h KA, BUCEAHMINIEFREE, MR SCARE R i E
MY LA E] 1.5-2 <108 cells/mL, 1 4% 3, B 2-3 RARLALAL, ANELLHH
2 <108 cells/mL, HEF#fEH] T25 MHHEAT AR 7.

AN R A, A AR AR (302 ] X AR S BN Ao ARAR AT
PAELER I B TR AR S 15 750, SRS K AT B S0 G RN T25 15970
kg 7%

AR AR R RO R, B R AR USR5 A A IE RV
TERE TR, AACBER 55 B8 & A s IR 4

Mouse_PD-1 Reporter Jurkat Cell Line 4H /%47

MIEAEI: 90% FBS+10% DMSO.
AR EUS, 1000 rpm, 3 min &0 WA 2
A5 FE T4 2 0 v A VR R 2 A, T 3 FE R %2 Ry 5 <109 cells/mL.
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1. THEEHIESER-Anti-PDL1

BEVE DR RREAR A, X T ARSELS, #EFE Mouse_PD-1 Reporter Jurkat Cell Line 41 &

N1 < 10° cells/fL. AL Anti-H_CD274(PDL1) hlgG1 Antibody (LR &% Anti-

PDL1;150 kDa) /£ NBHH: 254, Conc.01 3% 30 ug/mL, 4 5465 %, Conc.01-Conc.09

A (E B2-B10, B11 4 0 yREEXS . FAFEFLIIA 100 uL PBS, UABA bl FLEE K

FUARHEAT R
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
7.5 1.88 468.75  117.19 29.3 7.32 1.83 457.76
Anti-PDL1 PBS PBS
pg/mL | pg/mL | pg/mL ng/mlL ng/mL ng/mL ng/mL ng/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a)

b)

d)

FESZGHT 16-24 h, K5 Mouse PDL1 aAPC CHO-K 1 Cell Line 4 i A 3% 375 R 8 AL T
ke, CUBTEERE IR AL SR AN, ARG IR T AR TR R A Ak
N 2% 105 cells/mL.  LAHEMEIN 100 pL 41 /FL & HiEFL. F LN 100 uL PBS.
w AR, TR E

FESZIORT 1-2 h, K Mouse PD-1 Reporter Jurkat Cell Line 40 A5 75 HELH, B
ORI TTIE, (5 Assay Buffer B8, il 415 7797114k, LA Assay Buffer
VAEEYNHLIR FE A 2 x 109 cells/mL, % .

M 1 ATEE 96 FL V RAR & HUATRE .

AN, 57 (0 B2-B10).
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e) WERERR
Uk FR fiti BEK e & 71
Anti-PDL1 1.49 mg/mL / BT AR

f) 96 L VJEM T, JIA Assay Buffer, SFUAFIL I, W B2 FLIIA 70.4 uL Assay
Buffer, B3-B11 L, M 55 uL Assay Buffer.
0)  RECAERF BRI SRR, IR — MR R REAL T (it B2 HIIN 2.95 uL

Anti-PDL1), J&B%].

EUEN

| BRRERREAL, HCUONRITFLIIL 18.3 pl, MOAYAL BN

1 2 3 4 5 6 7 8 9 10 11 12

2.95 uL Anti-PDL1 | JOA

| I I
70.4
L 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
w

h)  AEE—ANBREERREFL B2 HHIAX 18.3 pL, IS B EE R RESL B3, 70 iR A .

i) DA, EEE O MHERMBIL (B10).

i) ¥ a i E I A Mouse PDL1 aAPC CHO-K1 Cell Line FLERHUH, &L 90
uL BEFREE . NN Z RTHERLFH) Anti-PDL1 BSEEAREAR, 4L 50 uL, B8 1 /M,

K) ThEfb B j i fUAREH, B2-B11 AFALANA S B8 b R B BE I (4T, 50 L.

) KRS AL BIREE, T 37°C CO, #597F P 4k4:E 6 h.

m) fi ] ONE-Glo™ # 15 & RS IR &, Kl Luciferase

2) i H E R
S B DR R i B A5
Mouse_PD-1 PDL1 Reporter 0 pg/mL 30 pg/mL 457.76 pg/mL
Blockade Assay 10859 250222 11356
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3) WirgER

3.0¢1059 -© Mouse_PD-1 Reporter Jurkat Cell Line 3.0x 105 Mouse_PD-1 Reporter Jurkat Cell Line
= Mouse PDL1 aAPC CHO-K1 Cell Line = Mouse PDL1T aAPC CHO-K1 Cell Line
= =3
- _
€ 2.0x10% € 2.0x105
@ @
< <
= =
b S
3 3
£ 1.0x10%4 £ 1.0x1054
E £
= =
= |
0 T T T T 1 0 T T T
-4 -3 -2 -1 0 1 2 -4 -3 -2 -1 0 1 2
Logio[Anti-PDL1] (ug/mL) Logio[Anti-PDLI1] (nM)
Y_PD-1 PDL1 Reporter Blockade Assal M _PD-1 PDL1 Reporter Blockade Assal
EC50 0.1440 EC50 0.9598

Fig 2. BIES5 R
CH DR AR AT 57 ok J3E R 7R A P PR 88 B i 221D
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2. ThESIIF LI -Anti-Mouse_PD1

EEVE R IR TR AL, XA S2, HEFE Mouse_PD-1 Reporter Jurkat Cell Line 40 &
N1 %< 10° cells/FL. AR Anti-Mouse_PD1 mlgG1 Antibody (LA R f&#&% Anti-
Mouse_PD1;150 kDa) /£ NBHEZ54). Conc.01 £k A 100 ng/mL, 4 546 HiFE, Conc.01-

Conc.09 7 HIHEA7E B2-B10, B11 4 0 KX . FEREIFLIIA 100 uL PBS, PAR; ik FL7%

7X'_‘ o
FUBRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
6.25 390.63  97.66 24.41 6.1 1.53
Anti-Mouse PDI1 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 PBS

1) hnkeBER

a) fFESZIGHT 16-24 h, ¥ Mouse PDL1 aAPC CHO-K1 Cell Line 40 g )\ 535 h i 4L T
K, CUBTEERE IR AL S AN, ARG A IF R T AR TR R A Ak
N 2% 10 cells/mL.  LAHEMEIN 100 pL 41 f/FL & HiEFL. F LN 100 pL PBS.
AR, TR E

b) {ESZIGHT 1-2h, ¥ Mouse PD-1 Reporter Jurkat Cell Line 2 MBS F53 HECH, 5
CWCERAMTTIE, 1 Assay Buffer B8, il 41 s 7797114k, LA Assay Buffer
VREAN MO R 2 x 100 cells/mL, PAHEFSHN 50 pL 4Hf/FLZ A EFL. I REIPFLm
100 uL PBS. # F#kds, THEfE+HH .

c) A 1ATCH 96 fL VI RARIE & HUARRE .

d) SARFNPUAE, H—47 (40 B2-B10).
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e) MEREHN

EAR YN fifi B W B 7 %
Anti-Mouse PD1 5 mg/mL / ELREAE AR

f) 96 L V JEM T, I Assay Buffer, SFULAFIL I, W B2 FLIIA 70.4 uL Assay

Buffer, B3-B11 L, M 55 uL Assay Buffer.

9) RIS FMRARE AR AR S BRI EIEE — AR EEM R FL e (B B2 A 2.93 L

Anti-Mouse PD1), j&%].

EEIRIR | BRIERVREAL, (RVUCMAITLIRIL 183 L, AL B
1 2 3 4 5 6 7 8 9 10 11 12
| I T T | T |
2.95 uL Anti- 70.4
A 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
Mouse PD1 ne

2)

h) S —EREERRESL B2 T 18.3 uL, A RIEE — MR EERREAL B3, 78015 .

i) PABRSEHE, EZEE 9 MEEMEEAL (B10).

i) KP3E bMouse PD-1 Reporter Jurkat Cell Line 40 i fLAR MEFFRFGECH, IO HE i

#4111 Anti-Mouse_PD1 B EEFEME, #EAL 50 uL, ¥ HE 1 /N,

K) 1h /52588 a i E i1 Mouse PDL1 aAPC CHO-K1 Cell Line FLARHUH!, FALIK

7t 90 pL BiFRdk. AP j KRG W, &FL 100 pL.

) CRRSIERFUREE B, T 37 °C COy B5FR M TP KEEIEH 6 he

m) 8 ONE-Glo™ # 2 ZE R A7 &, Al Luciferase.

s 2 H A
S R UL

Mouse_PD-1 PDL1 Reporter
Blockade Assay

0 pg/mL

100 pug/mL

1.53 ng/mL

11496

79968

11886

s EMRE (R AIRAF]
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Luminescence (RLU)

Mouse_PD-1 Reporter Jurkat Cell Line

s Mouse PDL1 aAPC CHO-K1 Cell Line
80000+
60000+
40000+
20000+
0 T T T 1
-4 2 0 2 4
Logio[Anti-Mouse PD1] (ug/mL)
Y1_PD-1 PDL1 Reporter Blockade Assal
EC50 4.126

Luminescence (RLU)

Mouse_PD-1 Reporter Jurkat Cell Line

IGanns Mouse PDL1 aAPC CHO-K1 Cell Line
80000+
60000+
400004
200004
0 T T T 1
-4 22 0 2 4
Logio[Anti-Mouse PDI1] (nM)
M_PD-1 PDLI1 Reporter Blockade Assa
EC50 2751

Fig 3. WiE45 R
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fff3x— Mouse PD-1 Reporter Jurkat Cell Line Ri&F I

100 = ‘ SamplelD Geometric Mean : FL11-H
‘. Jurkat anti-Mouse_PD-1+APC-2nd Ab 587
‘ Mouse_PD-1 Reporter Jurkat M_IgG+APC-2nd Ab 568
80 = ‘. Mouse PD-1 Reporter Jurkat anti-Mouse_PD-1+APC-2nd Ab 33477
Q
o
=]
=
o -
= 60
o
@
N
@
E 407
)
=4
20 7
0 LRl | LR | Likk | LRk | L |

2 3 4 5 6
10 10 10 10 10 10
FL11-H - APC-H

Fig 4. Mouse_PD-1 Reporter Jurkat £ Fi§ Anti-Mouse_PD1 mlgG1 Antibody (Genomeditech/GM-28206AB)
BAIF 45
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f¥F = Anti-H_CD274(PDL1) cross Mouse_PDL1 IiF4: R

100 =
80 T
60 =

40 7

Normalized To Mode

20 7

SamplelD Geometric Mean : RL1-H

M| MC38 NONE 832
MC38 H_IgG+APC-2nd Ab 116

M| MC38 anti-H_PDL1+APC-2nd Ab 1002

RL1-H :: APC-H

Fig 5.7F MC38 4ljig, f# ] Anti-H_CD274(PDL1) higG1 Antibody (Genomeditech/GM-31740AB)3&1iF
Mouse_PDL1 &i&

s EMRE (R AIRAF]

SIE

AP AR,

]
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(EE W AERIEVE AT T 18], VP 5 A e vr DMEFT B A & . PRI AME 2 5. ks 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

VETHE 278 W 4 i R BRI
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