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LAG-3 X 4 CD223 /& — My & M, FERIEMEN T A4, NK4HE. B
YA AR AHMFE R R AN . AFFE R, @S MHC I 3 TS5 6, LAG3 W] A T 4H B )i
P: HUCFIRS, LAG3 i mHg 5 R 11 T 4H A (Treg) AMHINE F o« M8 FHVAYT PEBUARBENT LAG3,
FIARBRAS T A0MLIRI A0, S5 T 40P A0 S B R SR, TR B0 HOT R IR 254 © 2 N
4k CTLA-4. PD-1/L1 Ji 55 = b NI PR F8 S PR A 7 B w410 1 71

2. FmITR

BHEEYHEH LAG3/IL-2-Luc/Jurkat I 75 R4, 7B IL-2 V9% 3R IE Luc RIGCRBEFIR
EFER Y Jurkat A IL-2-Luc/urkat b, Fag@#iE AN LAG3. W 1 i AIIE LAG3 Fik.

500 Population Name ean ,
FL1-A

{Iz Jurkat-IL2-LUC-LAG3+anti-LAG3-FITC 726

200 4 Jurkat-IL2-Luc+anti-LAG3-FITC 175

Count

100

FL1-A:: FITC-A

K 1: LAG3/IL-2-Luc/Jurkat 40 %k N\ LAG3

75 2 PRI A AR RS T AAR S 6 S i 731 RIATL AR T A JEL % B /) PR A e A RS 2 T 44
PRI, OBl e 24z N T Hs g W A is vk R g, T 29t . e
MTBATHA EEE L.

LAG3/IL-2-Luc/Jurkat $i% 75 & 5 2 SRR AU AR I HORLADL 14K Y LAG3 IS S il e, JRiEt
WK 2 iR



XY} HH ikl . AT . e
\HJ‘/ R EI R AT 22 ] Your Intimate Partner in Biosciences!
COBIOER BIOSCIENCES CO., LTD

COBIOER

Raiji Cell LAG3/IL2-Luc/Jurkat

Anti-IL2

K 2:  LAG3/IL-2-Luc/Jurkat 2 i e 75 Jei 7 ]

3. fRERER

RSN Jurkat

FIL K LAG3,IL-2-Luc

Jill 4 CD223

FAR B 375 RPMI-1640+10%FBS+1ug/ml puromycin+10ug/ml blasticidin

YR A7 I 90% FBS+10% DMSO

MR BT

SCIE A B

FasE P 32 A0 (EAIALE R, ARonid 32 L BT @)

TRIESAT: WAL

SLH: AR LAG3 15 5 % S HIBOE IS A I, w] H T @ &k el Qe T

4. ERUAFAFIFEH

EN st it s

LAG3/IL-2-Luc/Jurkat 5& 4= 3% 77 3 Cobioer CBP74079M

YR AF T Cobioer CBP50089

Anti-LAG3 mAb Cobioer CBP74079A

Superantigen (SEE) Toxin ET404
Technology
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Raji 4l ATCC CCL-86
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 e bR Biotek /

5. ‘MpaLESE
5.1 AR 7

1) 7E 37°C Ky ib g 60 #b. — B4R (ATRELL 60 FPRYRELFNIE) |
PR RAEE T A PRI 10 ml T LAG3/IL-2-Luc/Jurkat 58415 IR 341 15 ml
BOEH.

2) 1000 ¥, 5 ZpEMEOAIM, BREREFREIFHAEES T 5 ml PR e R TRE .

3) RN B 3-6 x 105 cells/ml, AIN T25 FEFRMH, JAN 37°C. 5% CO2 HiFRffir,

5.2 ZHHAEAR

1-2 REVAIML ST 2, % R T 1x 106 cells/ml I, 175 A I AR ARECKMIN T i 56 42 1%

FEEL, {RERMI M B AE 1% 10° - 1x 108 cells/ml 2 [A]

5.3 JIMLEFF

HY 4-8x108 AU B 00 J5 35 _H3h o N 1ml 404 A7 #(90% FBS+10%DMSO), "XFT3%5],
N MFEAEE o SEEVRNGH % /7 & (Nalgene 5100-0001) , JN-FAEE S| ZI| Lk, -80°C
VKA - 24 /NI JE NG R A B i BRI ERAT

6. ARESCILIRTE

6.1 LAG3 Inhibitory Assay

LAG3 Inhibitory Assay H13 2 40l LAG3/IL-2-Luc/Jurkat, Cat. #CBP74079 JTJ&, ZAsiit

%30
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] Anti-LAG3 mAb {EMIRREAS, XA ) A W) DY REHEAT BIE -

Raji Cell
: - LAG3/IL2-Luc/Jurkat Reagent

-
/& /\\\ Anti-LAG3 Neutralizing Antibody
49

)
e >, . e SO
AT v - =
y_ A \{/%:j_—%
' ,' Read on plate-reading
luminometer

K] 3:  LAG3 Inhibitory Assay Wi fe s &

1) DECSEAEKE Raji 400,  HEE THEERE 10%FBS () RPMI1640 557751, R H& 1)
2 25 P VR B A 5%10e5/ml FFANN SEE, SEE V£ 0.025 ng/ml, 37 BERE FRARTE 1 /M
(v SEEWREZHI T FAMKESR, W RERR ZAUL, (HlH HIKETEREFE 0.025
% 0.25 ng/ml ZI8), W AL V5 7E M0 FE ¥ Bl R gk AT f A )

2)  HUSHEAE K LAG3/IL2-Luc/Jurkat 4HAf, HE & TRTEF 13 10%FBS ] RPMI1640 15 774k
A, o R 4 T 2x106 Cells//ml 3145 FLERh 21 (1 B2 1) 96 FLANARE FRAR
40ul/fL.

3)  JHE 10%FBS f] RPMI1640 35 77~ B0 135 I AE i J2EAT B0 BEFRRE , BC 1 5* IR BERE R BR RE VR
TMNFRREI S* I BERE T AR BERR R VAVR (20 ul/FL) BUREFD IR 2) 47 4ni i 96 FLERH,
AN E A I IR IR L, ARSEAE 37 CANMIL R E 60 0o, (HVE: AR
P B vtk FEE SRR A, S W AR A S B AR R IR V00 S SR 3R 7 SR B TR ARALD)

4)  HUPER 1)H8CE R Raji 20NN PER 3 1) 96 FLiR Y, FESL 40 ul, JHCE 37 EEREIRAE
HkBEREFE 5.5 £ 6 /N,

5) K 96 FLACNEFRAE P ECH, N 100ul/4L Ultra Luciferase Detection Kit, Cat.#CBPH0001
JRCE 3 F 5 4, ONBERR T R .

6) MR ARANA FE U FLXS LA AE, AU FH Prism Graphpad B4 R X 4H RIS 1
JEHIZE, I H SRR EC50,

b
IN
p=il
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FLARHEAT -

A Rl Hk2 i ] it ifEs Hifee HiFeT ks ] w10 WLl | R
B HiFel HiFe2 W3 ke s Hifte HiFeT Fikes Hakr9 kL0 FERELL [ PREERAR
C Fiel itk Fife3 fitra fifrs it fafe? Fafes fatto Fif10 FFe1l | HEARSE AR
D Fife1 Hike2 Hife3 Fifea ifes fiff6 Hife7 e o k10 Fifk1l | HEFREER AR
E Fie1 Hife2 Fibr3 Fitra Hifes Hiffo Hife7 FiFes Hitro Hikt10 Hifell [ HEFRECAR
F FifEl 2 w3 Hifra HiFEs Hitke Wit Hifks Wifr9 Fifkl0 ikl | AR EE
G i1 MR i3 Hfea fafes fiifko Mre? RS ] HifE10 S I Bt 0
H FifEL k2 HiFe3 HiFRa WiFES HiFk6 Fife? Fifes Fikeo Hifk10 WLl | R

K 4: 96 FLARHEAR R B R

7. BWR~

Dose Response of Anti-LAG3 Neutralizing Antibody
in LAG3/IL2 Promoter Reporter-Jurkat Cells

15000+

EC50 = 2.99 pg/ml
10000- SIB=7

RLU

5000+

-4 -2 0 2
Log[Anti-LAG3 Ab]ug/ ml

Assay specifics: E:T ratio = 4.1, Raji cells as target cells;
SEE Con = 0.01 ng/ml
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K] 5: LAG3 Inhibitory Assay & 1iF 45 5

8. 13X/

e "S5

PD1/LAG3 Dual Effector Reporter Cell CBP74147
LAG3/NFAT-Luc/Jurkat CBP74060
LAG3/IL-2-Luc/Jurkat CBP74079
LAG3/HEK293 CBP74051
LAG3/CHO CBP74052
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