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1. BRER

Programmed Cell Death Protein 1 (PD-1), —F7E¥iG 1 T 4 bRIAM 24k, HHE A
PD-L1 A PD-L2 454, fuMETi RN . PD-1 FAATEAE T KL H@iEH, PD-1:PD-L1/2
FHEAE R 3] T 400G, (R 40 ks s Al . PD1/PDLL {5 5 % Tl 2 g
G T P B L RS Sy, AT DA T bk L PR M A, R AR e R 0 ) G T B2, AT S
IR G e ki . 5 BFTIR, PD1 Y5 PDLL &5 T LARES T A/ S0 S b, 3%
MRS, FE ST 4NAIETS. PD1/PDLY FMHIF AT RER TR T AR Sl A
M PE T 4HNRIEE IS IE B A B T IR 5 S UM S M. PD-1:PD-L1/2 %L S 51
TS PR, AR LR BSOS 2 RE AR 2 R . RTT . JRIEA | BRE
PRIW A A B R TTHE A

LAG-3 344 CD223 & — e i d i AR 8 1, EERIAAETRALH) T 40/, NK 40 B
AN AN A A . B FE R, JEIS MHC I A F IS, LAG3 AT R T 41 fr) i
Pes HURFR, LAG3 &) 55 R T T A1 (Treg) FUFMEI1E M - BT DT BLIT LAGS,
AR T A0 RSN, MR T U S R SR, TR T R SR A C & BN
4k CTLA-4. PD-1/L1 Jim 55 = Fdb N I PR (14 H PR A 70 i B w41 1 71 o

WEFERWILE T 4RI IR S B oA il e AT LUK LAG-3 55 PD-1 3L3RIE, Jf
FLYET PD-1 FUAATR 24 AR50 T 4HAR P LAG3 234 B35 v TN 25 (0 BhoBi 4230 T 40, 1T
FE/IN SRR [F R LT LAG3 DA PD-1/L1 PR, /N RAEFFIIE K, R fuer B /D,
PE3R 7R NATT R 30 LAG3&PD-1/L1 I W] BEAFAE VR [N, JF HUn e BT 5 ik PD-1/L1
M 240 PRI, AN T2 AT R 508l A PR SE 367 58K, AERTT LAG3 451 22 R F Al PD-1/L1
A 25 BB IR R EPXE PDL/LL B LAG3 [IXUBLZ54 -

2. FENE

BHE A4 H PD1/LAG3 Dual Effector Reporter Cell %45 LRI 0@, 7F d1 4% K+ 8 4% 1
FEEARE RN E AN L, £ 52 %k A PD1(Programmed Cell Death 1, PDCD1, SLEB2, CD279,
GenBank Accession #NM_005018) 1 LAG3(lymphocyte-activation gene 3,CD223, GenBank

Accession # NM_002286). ULI& 1 58 UE PD1 ik, K 2 faUESIE LAG3 ik,
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A 35 25 DR 0 MO AL T AR A7 10 S i 230 PR [ T A8 S /0N F A% S 1 AR B 4 ] 8
TETE, SR K 24 iz N T Huik 9 AL s e R 8, X T2 . R B
RETRAT HA R L

PD1&LAG3 i 5 kA 25 LA RUAR Gr (KIS 4LL TR N PD1&LAGS 15 S i e, Jo LI

3 fiR

PDL1/MHCII APC Cell PD1/LAG3 Dual Effector Reporter Cell

MHCIl  LAG3

} Antibody
- =

Anti-PDL1

PDL1/MHCII APC Cell PD1/LAG3 Dual Effector Reporter Cell

K 3: PD1&LAG3 4H k7 JE B &

3. HREFRER

FISHER: PD1, LAG3

%44 : Programmed cell death 1, PDCD1, PD-1, PD1, SLEB2, CD279, HPD-L, lymphocyte-activation
gene 3, CD223

AR RE 7R 5L RPMI-1640+10%FBS+1ug/ml puromycin+800ug/ml hygromycin+10ug/ml blasticidin
YN VR AT-: 90% FBS+10% DMSO

M. &7

SCIE AN B

FasEtE: 32 A0 CEAMNREE R, ARl 32 AL EARE)

%30
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TRAF %A WA LRATF
ZH: 4 7KT PD1&LAG3 {5 5-4% 3 RIS 77 B Al 70 3 A N, R v B 2 B

QC AT

4. FENEFRATFES

R st ! )

PD1/LAG3 Dual Effector Reporter Cell 5¢4= 35373 | Cobioer CBP74147M

PRI Cobioer CBP50089

PDL1/MHCII APC Cell 4iiAf Cobioer CBP74146

Anti-PD1 mAb Cobioer CBP74018A

Anti-LAG3 mAb Cobioer CBP74079A

Superantigen (SEE) Toxin ET404
Technology

Ultra Luciferase Detection Kit Cobioer CBPHO001

96 Well Assay Plate (White Plate, Clear Bottom with | Costar 3610

Lid Tissue Culture Treated Polystyrene 1/Pack)

Synergy H1 % T REBGHRAX Biotek /

5. MRS FE

5.1 R 75

1) fE 37°C KPP ARy 60 #. — HAUMIMEGR (ATRELL 60 FDAHIREANIZ) |
PR R A TR 2 RN e 10 ml T5i#4 PD1/LAG3 Dual Effector Reporter Cell 584
BEFREEM 15 ml B0

2) 1000 . 5 ZpRPECLANM, BREFFREIGHAMEET 5 ml BEE g TR

3)  AEEYNME E F] 3-6 x 105 cells/ml, SN T25 B8, N 37°C. 5% CO2 Kig#ffiH .

e

40
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5.2 ZHHAEAR

1-2 REVAM B TEL M E KT 1x 10%cells/ml B],iE A BHEAR B AN N et 58 4 5%
FREE. (R 2F AL 1x 105 - 1x 106 cells/ml 2 [8] .

5.3 JIMLEFF

HY 4-8x108 AU B 00 J5 37 L35 o N 1ml 40 R A7 #(90% FBS+10%DMSO), "XFT3I%5], M
NS « SEEVRNGH % /7 & (Nalgene 5100-0001) , JNFAEE R ZI| Lk, -80°C
VKA . 24 /NI JE NG R A 8 i B R K HERAT

6. YHpRSCILARIE

6.1 PD1&LAG3 Blockade Assay

PD1&LAG3 Blockade Assay Hi #i 7% 41l ffi PD1/LAG3 Dual Effector Reporter Cell , Cat.
#CBP74147 40 F1¥L4HJHL PDL1/MHCI APC Cell, Cat. #CBP74146 ZHJIRECXS T J&, A< s2it v fa
il Anti-PD1 mAb, Cat.#CBP74018A il Anti-LAG3 mAb, Cat.#CBP74079A {E NIINAREAS, XFA
BEAY (1 AR ) Th REHEAT B0 UE (B AT 120 B B8 0IE T B2 8k Anti-PD1 mAb fEFH . Bl Anti-LAG3 mAb 1E

FHAI Anti-PD1 mAb. Anti-LAG3 mAb FE1EFH 45 3) o

PD1/LAG3 Dual Effector Reporter Cell PDL1/MHCII APC Cell Reagent

Antibody

!

Vy,' !--J‘ By ‘\‘.. Jﬁ v =

S = 4 SN

D o =

‘! ! ! ‘ Read on plate-reading
luminometer

Kl 4: PD1&LAG3 Blockade Assay ¥t f 7 i &
1) B EE KT PDLL/MHCII APC Cell 410, B T HEE 15 10%FBS [f] RPMI1640 15773k
o, R E B AN % R A #E A 1%10e6/ml FEINN SEE, SEE ¥KFEA 0. 25 ng/ml, 37 T E

%5
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2)  HUOS ¥4 KA PD1/LAG3 Dual Effector Reporter Cell 4550035 Fi, & TH &
10%FBS [ RPMI1640 15773k, i B8 1 40 i 2% 2 R %2 y 2x10° cells/ml, 45 2 2 40
FePh B A BEE R 96 FLANMIE IR, 40 ul/FLAH ML .

3)  JHE 10%FBS ¥] RPMI1640 5577 XS P AE A HEAT HE EERRE , IR EERRREI S* IR LA
dn (20 ul/fL) FHEF IR 96 LT, JF MR E A P TR AT R L, 4REEAE 37°C
AMLEFTRAAHE T E 60 Jrh.  (VERE: REAN R BE OBh 1 R A B (R R K
SIS TR E ARG, % AR B 5 R SEPRIE LR B E, AT A, AN
Fi e 75 S 00T FH AT T A YR BRAIE S 36 1 JL AR

4)  BUBIE 1) B ) PDLL/MHCI APC Cell BRI B 5% 3)/) 96 LA+, £E4L 40 ul, HE
37°C B FRAA P AR % 5.5 2 6 /IEY .

5) 96 FLBM B FRATHHCH, I 100 ul/fL Ultra Luciferase Detection Kit, Cat.#CBPH0001
JE 3 5l TEONBEARAC B R

6)  ARABAEANEA IR AL A, FIFH Prism Graphpad #5201 B il 40 BT 4
JEHIZE, I SRR ) EC50,

FUBRHEAR -
A Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer ;:I;e’l
B Buffer |no Antibody | i F§9 Fifes We MiftG RS TR Hife3 L) R Buffer BEHRL
o) Buffer |no Antibody |  Fiff9 e W7 Fiife6 ks W4 3 Fife2 Fifel Buffer | Mk A1
D Buffer  |no Antibody ko Fifks T fitr6 Fifks FiFe4 Fifk3 Wtk Fi Pl Buffer WA A2
E Buffer |no Antibody |  #i##9 HifEs WHT HikEG WHs Wit W3 2 HiFEl Buffer | %4
F Buffer [no Antibody |  FfE9 Fifes WR7 ke ks ik FfEs 2 it Buffer | #ilHEAL
G Buffer |no Antibody |  #ii##9 fites w7 fistho fites ] f#e3 k2 fiHHl Buffer | WiiEA2
5t Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer g:;g

K5 96 FLARHEAR &R B R
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7. HiERR

Dose Response of Blocking Antibodies in
PD-1/LAG3 Dual Effector Reporter Cells (C15) With PD-L1/MHCII APC Cells

60000+
-o- Anti-PD-1 Ab
-= Anti-LAG3 Ab
40000 A -~ Anti-PD-1 + Anti-LAG3 Abs
=
-
(14
200004
O T 1 1
-2 0 2
Log[Abs]ug/mli

K 6: PD1&LAG3 Blockade Assay % iiF 5

8. HHx~m

K ]

PDL1/MHCII APC Cell CBP74146
PD1-IL2 Pathway Effector Reporter Cell CBP74144
PDL1/aAPC/Raji CBP74145
PDL1/TCR Activator/CHO CBP74066
PDL2/TCR Activator/CHO CBP74065
PDL1/HEK293 CBP74001
PDL1/CHO CBP74032
PDL1/Raji CBP74095
PDL2/CHO CBP74064
PD1/HEK293 CBP74042
PD1/CHO CBP74043
PD1/CTLA4 Dual Effector Reporter Cell CBP74150
PDL1/CD80&CD86 aAPC Cells CBP74151
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PD1/TIGIT Dual Effector Reporter Cell CBP74126
PDL1/CD155/TCR Activator/CHO CBP74127
PD1/NFAT-Luc/Jurkat CBP74018
PD1/41BB Dual Effector Reporter Cell CBP74172
PD1/0X40 Dual Effector Reporter Cell CBP74163
PDL1 aAPC Cell CBP74164
SIRPa/PD-1 Dual Effector Reporter Cell CBP74154
CD47/PD-L1 Dual Target Cell CBP74155
CD80/PDL1/TCR Activator/CHO CBP74129
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