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LILRBL A& il (1 40 i e BR 2 1 FE 5248 (The leukocyte Ig-like receptor subfamily B,
LILRB) FIEH I i, SRR RES MR 1, A A G sk 254U (lg-like)
FIZE R, B XA ITIM Z£F (Immunoreceptor tyrosine-based inhibitory motif) . Ji53Z {4k

ok 455 B ) IS FRITE AR BE A B0 SZ AR LA 1) ITIM 22, 30— R 15 S 1% S5 300 T 40
M. BEAh, LILRBL AEANEI MU AN SR EARIE . BAR LILRBL TR 1k SRR M Bk
T 240 bk EEL 08 200 M 6 T 9 18 5 B R A2 K, {H HLA-G / LILRBL AH B/ F w4 B 2 it bk 12
JANETE . PRIEEE ) LILRBL K te a7 ke 21 2 M 7 D g

HLA-G &2 —FhdEZ il MHC | 255+, 7ElIR )L - BRI 21 rh e s £ R EZAEH,
SRS A F o HLA-G JIT LILRBL (ILT2) A1 LILRB2 (ILT4) SZAAMIAHELAE
MRS T 40, EARSME (NKO iR B 4UfstE, S T difuskht, et T
T (Tregs) KA o BLAh, 7EHBERUE I HI 40 (MDSC) B 52 MEA SR 4h il (DC)
RRPUR LIANM (APC) ERIEM HLA-G, £{eit T 4 SR A% F Treg 401k

A H_LILRB1(ILT2) Reporter Jurkat Cell Line #2555 H 400 &, 3T LILRB1
{55 @M —F Luciferase R HEFAM R . ZAMIFZE FRIA human LILRBL(ILT2)E
Al &% Luciferase R 453EK, A A T#EH human LILRBL(ILT2) KIS H B A ZE VA TT MEH LAY

I RAIEA
T THEAXGT TCOKT3 0 o HLA-GL L @K’I‘3 1T
Bzm Anti-HLA-G1 ﬂZm

L J I B]\‘_‘ S

SHP1/2

Luciferase c} Luciferase
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1. HfIETR. B RS
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. WIHUFEA S
R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Thermo/10099141
RPMI-1640 500 mL BI/ 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 Cell/mL Genomeditech/GM-C16834
Anti-H_LILRB1(ILT2) migG1 Antibody 10 pg Genomeditech/GM-27366AB
Anti-H_HLA-G1 mlgG2a Antibody 10 pg Genomeditech/GM-38392AB
Luciferase Assay Kit 100 tests Genomeditech/GM-040501A
HEAA
Equipment Manufacturer/Catalogue No.
AHARTH X ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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1. H_LILRBI(ILT2) Reporter Jurkat Cell Line 408 8 7
Q)  AUMIRAEE N 5 <1008 cells/mL, A7 /3% 1 mL.
b) fE 37°CKIBFRTNIIEFREE, IIATHHATE AR TR 5 mL 2 15 mL &0
¢)  MIBRER B A AR IR RN 37°CTHIE KR, K 40 M IR 22 /K TH BA R
AWrRE s 2Rk .
d) H 70% O BEARR AR E A LRSS G L3R
e) FEAEM R AR EGE G TR AR TP A PR U AL B TS I TRFAEF ) 15 mL
BT, BEIRZS), 1000 rpm, 2.0 5 min EgNfpcE, F L.
f)  RAEMMRECFWEDTE, I 1mL waisritEg. U H amiEge
THOESHL, 4/9>3 x 108 cells/mL.
Q) HEREKMINEEFRIE AL A G A DY 4-6 <10° cells/mL, R4 il S AT £ 1-
2/ T25 9 (3-5mL &) , BHRFR.
2. H_LILRB1(ILT?2) Reporter Jurkat Cell Line 4HHuf&4%
8) EWHEFIR, 248720 WHHATH— UK, BEUCHE R I R AT A
PUERI TR IR, 4 48 h AL, BUGEBAMNINEEIREE, MARSORE ) i &
b) L% EIAF] 1.5-2 <100 cells/mL, 1 1% 3, [ 2-3 RKGALAR, RNELLIL A
2 <108 cells/mL, HEF#fEH] T25 MHHEAT AR 7.
¢) XA EEANNG, AARNHEREAE A [ HBGE Y AN MRS BON A o AR 7]
AEFE A B R P I B 55 50, AR5 M IAT I S R AT T25 K55
HH AR BEEL IR
d) IZANMEXT AN A RO, HiR . AN T SRR AN B A S A G

e) VEREIR, AALBEIN SRS L INR R
3. H_LILRB1(ILT?2) Reporter Jurkat Cell Line 403517

a)  YIMIATEM: 90% FBS+10% DMSO.
b) fdF 1000 rpm, 3 min E O LR
C) M TAMMRGAT R E SN, 4 R % N 5 %< 108 cells/mL.
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1. ThEERIESEL

AR AT, KT ARSES, HEFE H_LILRB1(ILT2) Reporter Jurkat Cell Line 4
oA 1 <108 cells/FL. AR SZEGAd ] Anti-H_LILRB1 (150 kDa) Al Anti-H_HLA-G1 (150
kDa) 1ENBAMEZG%). Anti-H_LILRB1: Conc.01 Z&9KJ¥ 9 100 pg/mL, 3 fEHREERRE. Anti-
H_HLA-G1: Conc.01 £ A 100 pg/mL, 3 586 #iks. LL Anti-H_LILRB1 A1, Conc.01-

Conc.09 43 HEA /£ B2-B10, B11 4y 0 WkfEXTHE. J&HEFLIIA 100 uL PBS, LABG1EIAFLFE

Ko
TR HAT 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
100 33.33 11.11 3.7 . 41152  137.17  45.72 15.24
Anti-H_LILRB1 0 PBS
pg/mL | pg/mL | pg/mL  pg/mL | pg/mL  ng/mL ng/mL ng/mL ng/mL

100 . . . . . . . 15.24
Anti-H_HLA-G1
pg/mL pg/mL | pg/mL ng/mL  ng/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) kS

FESZIGRT 16-24 h, FHE4HM H_HLA-G1 OKT3 CHO-K1 Cell Line M35 i1k 3k,
DA e 55 F5 Sk R AN, RS TN A E 00T EG T AR B SR AR B IR 2 < 108
cells/mL.  BLHEAEIN 100 pL g /AL Z= e 20 L. BRI 100 uL PBS. 7% EARES,
TR A S

TESCIGRT 1h, #5 H_LILRB1(ILT2) Reporter Jurkat 40 s 5 B, 250Ul A4
UUUE, {HH Assay Buffer F 5, R I4HME /757114, FLL Assay Buffer %40 ik B2 2
=10 cells/mL. AHE N 50 uL 40 /L2 8] 20 A~FL. F LN 100 pL PBS. 5 AR -
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2) #iMptEE

a) 1 AT 96 LV AR IE R 2R R -

b) EAFIMGUA, 4T (1 B2-B10) .

c) BHAEME

LU it BE WA WARES
Anti-H_LILRB1 0.5 mg/mL / HRAE MR
Anti-H_HLA-G1 3.7 mg/mL / HRAE MR

d) WA Assay Buffer, ZFLAAFIIL N3, LL Anti-H_LILRBL Sfil, a1 B2 FLH A 49.5

uL [1) Assay buffer, B3-B11 Jil A 55 uL 1] Assay Buffer. LA Anti-H_HLA-G1 4,

W1 C2 FLH A 78 uL 1) Assay buffer, C3-C11 A 55 uL [ Assay Buffer.

e)  WRHUCAFEARRIFHIARE St BB, IS SE — MR EEMREFL (i B2 P 33 pL

Anti-H_LILRB1) .

BRI FREEERREAL, AR MATFLIRER 27.5 uL, IIAIRAL X HEFL
1 2 3 4 5 6 7 8 9 10 11 12
33 uL Anti-
S55uL | S5uL  55uL | 55pL SSpL | SSpuL SS5uL S5uL 55l
H_LILRB1 - m m ! M ! ! M b !
4.46 uL Anti-
H_HLA-G1

f)  AEABERRSL (1 B2) T 27.5 pL A, IIABIEE —/AMEREERGFLH (o
B3) , R

0) VABESHE, BES 9 NMREMBESIL (B10) (Anti-H_HLA-G1 F% 9 AN EFRESL

(C1D) ) »

3) PR

i KPR 1A A RE A AL, AL 90 pL BRI . NN HTHERS 4T

f) Anti-H_HLA-G1 ¥ R, AL 50 uL (C2-C10) , ¥ H 1 /I
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i PR 1 R H_LILRBL(ILT2) Reporter Jurkat 4R fLAEL Y, TN Z B #E 4 4T

) Anti-H_LILRBL B FEMBER, HfL 50 L (B2-B10) , ¥ H 1 /M.

i IR 1h ERREILIR, KPR i FLARIK B2-B10 &I 50 pL I FIA IR i

FLIR Y B2-B10, P8R ii FLARI C2-C10 &M HX 50 puL A ZEIEER i FLAR W C2-

C10.
iv BRI FURE EARES, T 37°C CO2 RiFMEF IR 5 h.
v Al RS FE AR &, K Luciferase.
4) & FEFE RN
SR A FEDRIAS IR 1

H_LILRB1(ILT2) Reporter PBS Control 100 pg/mL 15.24 ng/mL
Jurkat Cell line+Anti-
17888 164471 16372
H LILRB1
H_LILRB1(ILT2) Reporter PBS Control 100 pg/mL 15.24 ng/mL
Jurkat Cell line+Anti-H_HLA-
14338 41628 14739
Gl
5) WIELR
H LILRBI(ILT2) Reporter Jurkat Cell Line
2000001  H_HLA-G1 OKT3 CHO-K1 Cell Line
=} EC50
z 1500007 e Anti-H_HLA-G1 5.606
8 -& Anti-H_LILRBI 12.81
E 100000
'E 50000+
3
2 a4 0 1 2 3
Logjo[Sample] (ng/mL.)
H LILRBI(ILT2) Reporter Jurkat Cell Line
»00000-  H_HLA-G1 OKT3 CHO-K1 Cell Line
= EC50
z 1500009 o Anti-H HLA-G1 37.37
g -a Anti-H_LILRB1 85.41
E 100000
'E 50000+
i
2 0 1 2 3

Logo[Sample] (nM)

Fig. DI RESSIESE R
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HEYR LV AT I RURRL A L AT LR A RIS AT A T80 VAT BRI T 28 e VF T
N BV R VERIAMR AR, AL BB EDR VR RTARL I BT A AL

(EH AR RBEVE T J7 18], VP 5 A e v MR FTT VB i & . P I 7 A 55, 70k 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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