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W EY) H_LAG3 Reporter Jurkat Cell Line fiR {52 R4l &R, 2T Lagd 5 51HEEH
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1. YHAEsEESR. HAF. Bl

Y 5 Ry R RPMI 1640+10% FBS+1% P.S

A ARG TR RPMI 1640+10% FBS+1% P.S+3.5 pug/mL Blasticidin+400 pg/mL G418+0.75
pg/mL Puromycin

Y MLRAT I - 90% FBS+10% DMSO

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

2. WFEMHER

R HE %
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 Sulfate lg Genomeditech/GM-040402-1
SHOHEKER SR (SEE 7% / Genomeditech/GM-H23036
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 round Well culture plate 96-Well NEST/701001
96 Well White Flat Bottom Polystyrene Not 96-Well Corning/3912
Treated Microplate
Switch-On Reagent(1000X) 1 mL Genomeditech/GM-041519
Anti-H_LAG3 hlgG4 Antibody(Mavezelimab) / Genomeditech/GM-28753AB
Anti-Lag3 hIgG4 Antibody(Relatlimab) / Genomeditech/GM-51650AB
Anti-H_CD4 higG1 Antibody(Tregalizumab) / Genomeditech/GM-28752AB
Switch-On / Genomeditech/GM-041519
GMOne-Step Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040503C
B
Equipment Manufacturer/Catalogue No.
il g ThermoFisher Scientific/Countess 3
BEEARAY Moleculardevices/SpectraMax L
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1. Assay BiE

A 10N
AR

Lag3 #5557

BRIl AL, KT A SEEe, HEFE H LAG3 Reporter Jurkat Cell Line ZHff &4 1

x 105 cells/fL, Raji Cell Line ZHffIH A 2 x 10* cells/fl. AVKSLK:f# ] Anti-H _LAG3 higG4

Antibody(Mavezelimab) (LR {&#K N Mavezelimab; 4> F#: 150 kDa) #l Anti-Lag3 hlgG4

Antibody(Relatlimab) ( LA T {##K 4 Relatlimab; 43 ¥ & 150 kDa) /E NFHYEFE P Mavezelima.

Relatlimabb AZIHZ K E (Cone.01)7> B4 50 pg/mL. 100 pg/mL, 4 {586 EEHiFE. SEE 1E N

HAY) CEUEIREZEAEA 100 pg/mL)

HARSUARHEAT QT
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
3.13 781.25 19531 48.83 12.21 3.05 762.94
Mavezelimab PBS PBS
pg/mL | pg/mL  pg/mL | ng/mL ng/mL | ng/mL ng/mL ng/mL pg/mL
Relatlimab PBS PBS
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) ZfEAE#

IEASEEGHT 48 h, %M 1000:1 HfAFR LA Switch-On Reagent 53511\ H_Lag3

Reporter Jurkat i1, FFEEREFE 48 h, FHT-HUE Lagd FRik.

2) ISR

a)  SZIRET 1-2 h, ¥ES 48 h i) H LAG3 Reporter Jurkat 40 NI 75 b B, B0

WA EYTIE, (] Assay Buffer 8, rl4niss /1571140, FLL Assay Buffer

AN MRl 4 x 106 cells/mL.
b)  SEUGHT 1-2h, #f Raji 40 AIE TR B, B OISR AIRITE, 161 Assay Buffer

HoE, 4RSS S, B DL Assay Buffer F#EAA AN 8 x 10° cells/mL.

PLHER N 25 pL 4H P /AL E F AL (B2-B11; C2-C11) . J&HE A4Lh0 100 uL PBS.
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d) BAMENGUA, EH—1T (0 B2-B10) .
e) BHREE
24K it BER Wi B 72
Mavezelimab 1 mg/mL / HEE MR
Relatlimab 3.3 mg/mL / HIE MR
SEE 10 pg/mL 1 pg/mL I 2 uL %75 18 pL Assay Buffer JE%]
f) 796 fL VIRMRH, NI Assay Buffer, #fLIAFIL TR,
RO | BORERRETL, MU 9.2 L, IMAIKEL | x|
1 2 3 4 5 6 7 8 9 10 11 12
7.4 uL 27.5 27.5 27.5
Mavezelimab uL uL

4.5 uL Relatlimab

g)

h)

)

k)

)

WA R R B AR A it BRI ZIEE — PR EERREAL T (1 B2 A 7.4 L

Mavezelimab) -

M —BEEERRESL B2 HHIRAX 9.2 pL WMk, IIAZZE ZAMEREMRESLT B3, 7
RS

PABLIRHE, EZ=Z 9 DML (B10) .

Be B BUE 259 SEE: B 1.59 uL #kE 5 B EEE 1 pg/mL [ SEE, M 3958.4 uL Assay
Buffer J&%], 133l 400 pg/mL [¥] SEE.

YD IR a & UFY H_Lag3 Reporter Jurkat 4008, IIAZIDHE i BEFMRLT LA
W, #4025 uL, ¥ E 30 min.

Kb IR j BUE AT SEE, INAFPEER b AE4 47 (1) Raji A0 LR, F4L 25 pL, 7

B 30 min.

m) 30 min J&, RPER | G FUAR P A REFLIR 50 ul, I EEER k 4R LAk

(B2-B11; C2-C11) &
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n) BRSERFLREE RS, T 37 °C COy BiaRFEH 57 16 he
o) f#F GMOne-Step i 15 3 RS MAAF &, #E Luciferase.

3) wEZEFRN
SHA SRR B

100 pg/mL SEE + 0 100 pg/mL SEE + 50 100 pg/mL SEE + 762.94
H_LAG3 Reporter Jurkat
] ) pg/mL Ab pg/mL Ab pg/mL Ab
Cell line+Mavezelimab
12989 76921 9884
100 pg/mL SEE + 0 100 pg/mL SEE + 100 100 pg/mL SEE + 1.53
H_LAG3 Reporter Jurkat
. . pg/mL Ab pg/mL Ab ng/mL Ab
Cell line+Relatlimab
12181 79160 12760
4) WIELER
EC50
H LAG3 R Jurkat Cell Li -©- Anti-Lag3 (Mavezelimab) 0.1458
1x10%7 A eporter Jurkat Cell Line A Anti-Lag3 (Relatlimab)  2.079
— Raji Cell Line
= gx1044
=3
8 6x104+
=
3
S 4x10%4
£
E 2x10+4
- +100 pg/mL SEE
0 L] L] L] 1
-4 2 0 2 4

Logp[Sample] (ug/mL)

Fig 1. Response to Mavezelimab and Relatlimab. The H LAG3 Reporter Jurkat Cell Line (Cat. GM-C20096) was
pre-treated with Switch-On Reagent(Cat. GM-041519) for 48 hours prior to the assay. Serial dilutions of
Mavezelimab (Cat. GM-28753AB) and Relatlimab (Cat. GM-51650AB) were incubated with 1E5 cells/well of the
cells in a 96-well plate for 30 minutes. Simultaneously, 10 pg/well of SEE was added to 2E4 cells/well of Raji
cells in another 96-well plate and incubated for 30 minutes. The two mixtures were then combined and incubated
for an additional 16 hours. Firefly luciferase activity was measured using the GMOne-Step Luciferase Reporter
Gene Assay Kit (Cat. GM-040503). The results indicated a maximum blocking fold of approximately [7.8] and

[6.2]. Data are shown by drug mass concentration.
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fi% 1. ARRERE

H LAGS3 Reporter Jurkat Cell Line P3/P13

EC50
-©- P3(Mavezelimab)  0.1406

Raji Cell Line
8- ! - P13(Mavezelimab)  0.1670
P3(Relatlimab) 1.584
6 ® Pl3(Relatlimab) 1.4l

FOLD(RLU)
=

0 L L L L]
-4 2 0 2 4

Log o[ Anti-Lag3] {(ug/mL)

Fig 2. The passage stability of response to Mavezelimab and Relatlimab. The H LAG3 Reporter Jurkat Cell Line
(Cat. GM-C20096) was pre-treated with Switch-On Reagent(Cat. GM-041519) for 48 hours prior to the assay.
Serial dilutions of Mavezelimab (Cat. GM-28753AB) and Relatlimab (Cat. GM-51650AB) were incubated with
1ES cells/well of the passage 3 and 13 of the cells in a 96-well plate for 30 minutes. Simultaneously, 10 pg/well of
SEE was added to 2E4 cells/well of Raji cells in another 96-well plate and incubated for 30 minutes. The two
mixtures were then combined and incubated for an additional 16 hours. Firefly luciferase activity was measured

using the GMOne-Step Luciferase Reporter Gene Assay Kit (Cat. GM-040503). Data are shown by drug mass

concentration.
\ »
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fix 2: MAWAES
100 = plelD Geometric Mean : FL11-H
1 B Jurkat anti-CD4+APC-2nd Ak 8271
Jurkat H_IgG+APC-2nd 1147

Normalized To Mode

FL11-H :: APC-H

Fig 3. H_LAG3 Reporter Jurkat Cell Line (Cat. GM-C20096) was determined by flow cytometry using Anti-
H_CD4 hlgG1 Antibody(Tregalizumab) (Cat. GM-28752AB).
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100 = SamplelD Geometric Mean : R675-H
1 M Jurkat anti-LAG3+APC-2nd Ab 892
H_LAG3 Reporter Jurkat H_IgG+APC-2nd Ab 968

[ H_LAG3 Reporter Jurkat anti-LAG3+APC-2nd Ab 13578

Normalized To Mode

R675-H :: APC-H

Fig 4. H LAG3 Reporter Jurkat Cell Line (Cat. GM-C20096) was determined by flow cytometry using Anti-
H_LAGS3 hligG4 Antibody(Mavezelimab) (Cat. GM-28753AB) (Cells were induced with Switch-On for 48 h).
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Anti-H LAG3 hlgG4 Antibody(Mavezelimab) Anti-Lag3 hlgG4 Antibody(IMP-7)

Anti-Lag3 hlgG4 Antibody(Relatlimab)
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