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GM-C16968 H_LILRB2(ILT4) Reporter Jurkat Cell Line 5E6 Cells/mL
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GM-C16968 H_LILRB2(ILT4) Reporter Jurkat Cell Line S5E6 CellssmL 1%  -196°C
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LILRB2 A& i1 (1 4 e BR 2 1 FE 5248 (The leukocyte 1g-like receptor subfamily B,
LILRB) FIEH I i, SRR RES MR 1, A A G sk 254U (lg-like)
FIZE R, M XA ITIM 3£ (Immunoreceptor tyrosine-based inhibitory motif) . LILRB2
I 52 AR 38 1 35 6 L ) BE A BE 6 s S2 AR B IR ITIM 6P, 220 — RBIIE 5 1% 35 4
T A H 0 -

HLA-G & —FhAF& i) MHC | 2851, TR ) L-RRAT 32 Mg 5 22 50 2 e A, 2
— MR A 4T HLA-G 83T LILRBL (ILT2) 1 LILRB2 C(ILT4) SZ24A[AH ELAE FH 0
IR ERE T 400, ARG (NK) 080 B 40MuiidtE, %S T 4iikne, FH0edt TR
TN (Tregs) K H . bhh, 1EHHRIERMHI4IE (MDSC) it 3 A SR (DC)H
XEPUR ZIBAMI (APC) ERIEM HLA-G, £ ik T 4ifie e MR EEHi5 F Treg 73 k.

FHiHEY H_LILRB2(ILT4) Reporter Jurkat Cell Line i 75 2R 41 &, AT LILRB2
{5 B 1 —Fh Luciferase #i A B4R . A MoARE Rk H_LILRB2(ILT4)%: K K&
Luciferase #R753ER, AT 48 H_LILRB2(ILTA) K HPis G107 MUK RS R
R

i HLA-G1 U TOKT3 L il gL g ' HLAYGL. ! OKT3 ) |/ I

p2m AutHLA-GL B2m

Y3

QL 0QQQUOO0
oogglﬁl : Bzign cgi: 00004

SHP1/2

c} Luciferase

Luciferase
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v MIREE
1. giffsEsR. RF. RAEAES

Y 5T D5 B R RPMI 1640+10% FBS+1% P.S
AR R B TR RPMI 1640+10% FBS+1% P.S+0.75 pg/mL Puromycin+3.5 pg/mL Blasticidin
AR AF S TR0 90% FBS+10% DMSO

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

2. WIIFEMHEE

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 Bl/ 01-100-1ACS
F12K 500 mL BOSTER/PYG0036
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
H_HLA-G1 OKT3 CHO-K1 Cell Line 5E6 Cells/mL Genomeditech/GM-C16834
Anti-H_LILRB2(ILT4) hlgG4 Antibody / Genomeditech/GM-27362AB
Anti-H_HLA-G1 higG1 Antibody / Genomeditech/GM-28208AB
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503C

Assay Kit

W AT A EEY Complete Growth Medium 4-BP (Cat. GM-042173)31 £ 5¢

Higrdk, HoEA

iy BPURAERE 75, JCHRBOMHATEIN AT B . M40 LR 78 22 10E FRMR AR I 2611 -

HEAR
Equipment Manufacturer/Catalogue No.
IR E e ThermoFisher Scientific/Countess 3
FEEARAL Moleculardevices/SpectraMax L

HAEIRE (B AIRAH
AT AL BRI i,
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1. H_LILRB2(ILT4) Reporter Jurkat Cell Line 408 8 77

a)  PIFEAFEE N 5 %100 cells/mL, #4178 %% 1 mL.

b) fE 37°CAKIHATIIGE IR AL, IMATIIATE ARG FRE 5 mL 2 15 mL B0 .

¢)  MIBZE B A AN RN 37°CIRIR K, 4 TR 2K H LR
ARl 2R .

d)  H 70%Z B AR AEE SN LAREGS Ge i L%

e) (EAM L AR B & TR R AR TP A B AR B TSE na TR 15 mL

BT, BEIRES), 1000 rpm, B0 5 min 4HDTE, FETE.

f) RO ENCREDTE, I 1mL e el aRi s g, UL A it

THEGEANM, 4l ffi>3 x 108 cells/mL.

Q) JERLAMINETTREE P A A AU AR E L O 4-6 %10 cells/mL, K54S A 1-

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

H_LILRB2(ILT4) Reporter Jurkat Cell Line 404

a) HIREI G, £948-T20 AT —RAEAQ,  BLRAEACR 41 5 772 nT i B i

PUERMSEaRTREE. 3 48 h R, BUVCEMAMINIE IR I, MR SORE R E

b) 4HifIEE kT 1.5-2 <108 cells/mL, 1% 3, [ 2-3 RARLEALAR, ANELEH SR

2 <108 cells/mL, #EFE(E A T25 AT R 77

C) IZHMINEEFANN, AAARHEREAE T [ 0E 1 MRS BOV A Ao AR AT
CAELRR ARG FR I P AT B 15 57000, AR e R AT B S0 JE M N T25 15970

kB IR
d) IZAHNEN I L BONBUR, R A TR R R S AR A A G T
e) JEEETR, MBS RIE DM TR,

H_LILRB2(ILT4) Reporter Jurkat Cell Line 4477

a)  YIMIATEM: 90% FBS+10% DMSO.
b) “Hfit%)S, 1000 rpm, 3 min B CUEE LR
c) fEATA MR AR E SR, 20 R 5 =< 106 cells/mL.
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B8 1 mL R BIMRAAE T, RAAARUN 1 mL, GRAFE LN 5 <106
cellsimL. 75 &7, E4bric)s, HARGAEETHERERGS, £-80°CT
RAFZEAD 1R, IR ZMA
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1. THEEIRESELS-Anti-H_HLA-G1

B SRR, W T ASEEG, HEFE H_LILRB2(ILT4) Reporter Jurkat Cell Line 4

Mg A 1 = 10° cells/fl. ASRSZHf# ] Anti-H_HLA-G1 higG1l Antibody(LA R &% A Anti-

H_HLA-G1; 150 kDa)fE NBHIH: 254, Conc.01 249K A 30 pg/mL, 3 f5EEMiRE, Conc.01-

Conc.09 73 A 7£ B2-B10, B11 4 0 WRFEXTHR. J&FEFLAIA 100 uL PBS, LAR kil FL2S
Ko
FLRHEA T W R
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
3.33 1.11 370.37 123.46 41.15
Anti-H_HLA-G1 PBS PBS
pg/mL | pg/mL | pg/mL  pg/mL  ng/mL  ng/mL  ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) ke IR
a) TESZIGRHT 16-24h, KEEANM H_HLA-G1 OKT3 CHO-K1 ZiJfg MBS F- I HH i AL T 3k,
DU i 3 7 B B A, A4S 77T E, T DO s IR S R R A ok PR 2
x 105 cells/mL.  PAHEFEIN 100 pL A/l a L. R RSLIn 100 pL PBS. #%
AR, TREAETREE IR
b) {ESZEGET 1h, ¥ H_LILRB2(ILT4) Reporter Jurkat 20 i 3% 753 B, B 0licde
HBEYTiE, {4 Assay Buffer B8, aill4n s /140, FELL Assay Buffer /%
Y M FE Sy 2 <108 cells/mL . LAHEFEIN 50 wL 40 /L2 L J& B i #Li0 100 pL PBS.
i PR
¢) AEH 1 /NTCER 96 LV KR HE R 2P BE .
d) BAFRUgUE, EH—17 (1 B2-B10) .
e) FREME
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2B FR i BE BC & 7%
Anti-H_HLA-G1 3.7 mg/mL / BT R
f) I Assay Buffer, &FLIAFAIL N, B2 FLRINA 81.2 uL f¥) Assay buffer, B3-B11
BN 55 uL ) Assay Buffer.
9) BRI ERFR RIS S B IR — MBS R R FL A (an B2 HA 1.34 pl
Anti-H HLA-G1) .
L PREERBESL, R ATFLIREL 27.5 uL, JAAIKAL X HRE L
1 2 3 4 5 6 7 8 9 10 11 12
134 L Ant- 55uL  55uL | 55uL 55uL 5SuL | 55l
H_HLA-G1 oK ! ! : oK a

h)

)

k)

)

m)

MEE—ABREMREL B2 IR 27.5 uL WA, IONEISE BB B3, 7t
IIIRT .

DUCEHE, B2 9 MEEMBEAL (B10) .

Kb BR a B A A R REAN M AL, BEALIRGSE 90 L B 9RFE . NN BT HER 1 1Y)
Anti-H_HLA-G1 B FEEMBEM, 4L S0 uL, WFE 1 /1.

1 h EH 23R | ROPER b IO FLARECE, KD ER b A4 B SLAR 9 i, L
B 50 uL InAZPEER j B4 fLak  B2-B11.

KRS LIRS AR, T 37 °C CO, BiaRfah 57 5 h,

A5 FH i 25 JE RS AR &, AR Luciferase.

2) #REEERN
rint s UG

H_LILRB2(ILT4) Reporter Jurkat
Cell line+Anti-H_HLA-G1

PBS Control
50628

30 pg/mL
229858

4.57 ng/mL
42503
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3) WiIF4ER

H_LILRB2(ILT4) Reporter Jurkat

-©- SER SRR g H LILRB2(ILT4) Reporter Jurkat Cell Line
2.5x10% HHLAGLOK T CHO-K ad HiHLA-GI(OK’I‘é CPF{)O-KI Cell Line
= 2.5x105+ -
= 2.0x105 ~
3 =S 2.0x10
8 1.5x1054 &
g 8 1.5x105
% 1.0x1051 g
g g 1.0x10%
= 5.0x1044 '
= S 5.0x10%
0 y . y y ] x
3 2 -1 0 1 2 0 - . . . .
Logio[Anti-H_HLA-G1] (pg/mL) -2 -1 0 1 2 3
H_LILRB2(ILT4) Reporter Jurkat LogiofAntizH_HLA-G1] (nM)
H_HLA-G1 OKT3 CHO-K1 H_LILRB2(ILT4) Reporter Jurkat
EC50 0.5652 EC50 3.763
Fig 2. DI RESGIE S5 5

A PRI AT R A FEE A B A P BRI B 221D
2. DHESIIFSLE-Anti-H_LILRB2

B PR S TIRRIRUESE R -Anti-H_HLA-G1, HAOR[FEM/Z: Anti-H_LILRB2 F2 5%
A H_LILRB2(ILT4) Reporter Jurkat £ fd (HUAAFI A A R 7L % S0 uLOSLIFE 1h J5, 8 H_HLA-
G1 OKT3 CHO-K1 4 g it , W 5 90 pL, S8 545 Anti-H_LILRB2 A1 H_LILRB2(ILT4) Reporter
Jurkat 20 ()78 S FLWER 100 uL A F] H_HLA-G1 OKT3 CHO-K1 4i i Lk 4, 4k&t:
K598 5 h J5# Luciferase.
1) #wEZEFERM

AR B R 5 B
H_LILRB2(ILT4) Reporter Jurkat PBS Control 30 pg/mL 4.57 ng/mL
Cell line+Anti-H_LILRB2 24069 268672 28028

2) WIFZER

5e o H_LILRB2(ILT4) Reporter Jurkat - H_LILRB2(ILT4) Reporter Jurkat Cell Line
3.0x10%4 H_HLA-G1 OKT3 CHOKI — H_HLA-G1 OKT3 CHO-K1 Cell Line
S 25x10% o
=}
% 2.0x10%+ 2
g . = 2.0x105
S 1.5x10°4 2
g
£ 1.0x105 g
E £ 1.0x10%
3 5.0x104 £
=
0 -
-3 -2 -1 0 1 2 0 T T T T 1
Logio[Anti-H_LILRB2] (ug/mL) -2 -1 0 1 2 3
3] vl
T LILRB2(ILT4) Reporter Jurkat Logio[Anti-H_LILRB2] (nM )
H_HLA-G1 OKT3 CHO-K1 | | H_LILRB2(ILT4) Reporter Jurkat |
EC50 0.8266 [ EC50  [5.510

Fig 3.ZhREIGIESE SR
A5 IR B AT 02 B2 R 55 R B ZR AR 55 ) 4 B 5 4D
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H LILRB2(ILT4) Reporter Jurkat Cell Line
H HLA-G OKT3 CHO-K1 Cell Line

EC50
3.0x104+ ©- CP3 0.9347
5 & CP13  0.6837
-
& 2.0x 1044
3
=
S
%)
£ 1.0x1044
£
=
-
0 L} L} L] L} ]
=3 22 -1 0 1 2

Log;o[Anti-H_LILRB2] (png/mL)

Fig 4. H_LILRB2(ILT4) Reporter Jurkat Cell Line &5 IHilF 45 3 P3-P13

100 = SamplelD Geometric Mean : BL1-H
B | Jurkat anti-H_LILRB2+FITC-2nd Ab 73.9
Jurkat H_LILRB2 H_IgG+FITC-2nd Ab 114
80 = M | Jurkat H_LILRB2 anti-H_LILRB2+FITC-2nd Ab 10701
3
o
=
2 807
=)
[<F)
A
©
E 407
S
=
20 7
0
R e L e T e L e B
0 1 2 3 4 5
10 10 10 10 10 10
BL1-H = FITC-H

Fig 5. H_LILRB2(ILT4) Reporter Jurkat Cell Line {#/] Anti-H_LILRB2(ILT4) hlgG4 Antibody 7 036 1IE 45
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