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CD200R1 2 4HJif1 22 T 5 A 25 11 CD200 3244 1, fE 7 BEAH A AT CDA+ T 4 il K i K38 -

CD200 5 CD200R )4k 350 CD200R 4 )it PTB Z5#438_E IR R iR fb . XX
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1. YA TR. HF. Bl

2 S 5 a5 7 0 RPMI 1640+10% FBS+1% P.S

I AR K B TR S RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin+0.75 pug/mL Puromycin

2 ML A7 90% FBS+10% DMSO

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

2. BIIFEMHEE
T HE
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 Viva Cell BIOSCIENCES/C3010-0500
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_CD200 CHO-K1 Cell Line 5E6 Cells/mL Genomeditech/GM-C25422
Anti-CD200R hlgG4 Antibody / Genomeditech/GM-48240AB
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503C
Assay Kit
A A

Equipment Manufacturer/Catalogue No.

2 T A ThermoFisher Scientific/Countess 3

AR Moleculardevices/SpectraMax L
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T SR B BF
2R 75

37°C/KIB TS IR R TR I, I TG I E 555 %
A 5mL % 15 mL B.0%E .

NV 2R R R L R A 4 B R RN 37°CHE IR KA
By, AR IR 2K 1 LT R R SR, EEINI
MRt GEE 2-3 7380 .

HI 70% LI AR A7 8 AN LARRARIS G 1) J LA A A
W A EUR G R R AR T R 4 SR+ E
AR ) MELE T, BRI, 176 xg, B0 3min,
fEam e, # L.

A 1 mL Zosa R EE, WU &
Jeta TR AL, 4> 3 x 108 cells/mL.
AN T E IR IR, A % B R 4-6
x105 cells/mL, R4 4H AR SRR, 440 S 1
FiEE 1-2 4~ T25 /1 (3-5mL B3 , B %.

AR A

{$FH 176 <g, 3 min 25O

1 FH T4 40 LR 777 (90% FBS +10% DMSO) &
4NA, AN FEVERE S 5 < 100 cells/mL, 4% 1 mL
Iy BB E T

RS, EMhRd)E, IR E B THERR &S,
-80°C FIRAFEAD 1R, RUERERAT.
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HIKE NG, 29 48-72h W TS — U ARAR, b iA%
A5 40 55 IR 2R AT R A s g AR R A KB,
Frdk. #7548 h RABAL, EUGEHAMINE IR R
5, RSO R E

MY E A E] 1.5-2 <108 cells/mL, 1% 3, [& 2-3
RIRGALA, ANEALH L 2 <108 cells/mL, HEFF
P T25 M AT AR 7% .
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1. Assay JiF——CD200R #EHi7

BB R BA AL, KT ASSES, HEFE H CD200R1 Blockade Reporter Cell Line 4 ifd

A1

x 10° cells/fL, H_CD200 CHO-K1 Cell Line Ziffl &4y 1.5 x 10* cells/fL. AR 524615 F

Anti-CD200R hIgG4 Antibody (LA FfEFRA Anti-CD200R; 7> F&: 150kDa) ENFHESEPT

#, BHFLLIKREEN 100 pg/mL, 3 56 FiFE, Conc.01-Conc.09 73 AHEAi7E B2-B10, B11 A
0 RN . A FIFLINA 100 pL PBS, DA IEA LA K . BARFLRHA T I F -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1.23 411.52  137.17 45.72 15.24
Anti-CD200R PBS PBS
pg/mL  ng/mlL ng/mL | ng/mL ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) JiFELR

a) fESZIRRT 16-24h, WALEOWCEE H CD200 CHO-K1 4if, Fid & w4kt i g
A, AMGHAE IR A TS A SRR R BE L S 1.5 x 10 cells/mL. PAFE
FEI 100 L 4HAE/AFLZE i FL. B FEFLIN 100 uL PBS. #% bikEs, T8 7746 4
B

b) SEIGHT 1-2 h, E0ULEE H CD200RI Blockade Reporter Cell Line 4Hff, LA Assay
Buffer B4, THEANME L IOE ), @Eid M Assay Buffer (775X, 540
WJZH) 2 x 109 cells/mL.

c) MM 1 ANTCHE 96 ALV IRAR LR VAR .

d) BAFFGUE, 4T (0 B2-B10) -

¢) FHEME
L YR N fitr BER ic. & 771

Anti-CD200R 2 mg/mL / ELARAE AR

f) 7E 96 fL VKM, I Assay Buffer, LA T,
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BEBIR IR BREEMREAL, AR MATALIH 27.5 uL, IIAIKAL Xof HEAL
1 2 3 4 5 6 7 8 9 10 11 12
8.25 uL Anti-
55 uL 55 uL 55 uL
CD200R

g)

h)

)

k)

D

MRS [ A R (AR A ity BRI\ B S8 — /B EERR R FLrp (B2 Hhim N 8.25 uL
Anti-CD200R) .

MEE—MEEFERRREL B2 HRURIN 27.5 uL ¥ifA, IONFIEE —ANBRERMBEILF B3,
IR

PAMLSHE, BEEH 9 MERERFEIL (B10) .

B8 b 41 H_CD200R1 Blockade Reporter Cell Line ZHMIHCH, [A125 88 i 1
B FEFRRE I BUARFLIR T, AR IIIN 55 uL 41fE (B2-B11) , & 1h.

1 h J5¥ 008 a i 1F H CD200 CHO-K 1 i FLAR A, FEFLIRFE 90 uL 40,
SRIGHS IR § W E IR AL TR 100 pL/ALIIAEIE 3% a I4IIRFLIR T,
#iti, T 37°C CO, HEFRFETARELNTH 15 ho

i GMOne-Step # # ZE A TG, Al Luciferase.

2) 45 E R
AR SR BB

H CD200R1 Blockade
Reporter Cell line

Ab ug/mL Ab ng/mL Ab

H CD200 CHO+None | H CD200 CHO+100 | H CD200 CHO+15.24

850697 138298 891330
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3) WiFER

Luminescence (RLU)

Luminescence (RLU)

H CD200R1 Blockade Reporter Cell Line 100000 cells/well

1x106- H CD200 CHO-K1 Cell Line 15000 cells/well
8x1031
6x1034
4x1034
o
2x1034
0 ] ] ] ] |
-2 -1 0 1 2 3
Logg[Anti-CD200R] (ng/mL)
H_CD200R1 Blockade Reporter Cell Line
H_CD200 CHO-K1 Cell Line
IC50 | 0.5204
H _CD200R1 Blockade Reporter Cell Line 100000 cells/well
11069 1 CD200 CHO-K1 Cell Line 15000 cells/well
8x10°1
6x10°4
4x105+
o
2x105+
0 ] ] ] ] |
-2 -1 0 1 2 3
Logyg[Anti-CD200R] (nM)
H_CD200R1 Blockade Reporter Cell Line
H CD200 CHO-K1 Cell Line
IC50 | 3.469
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