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GM-C23900 H_SIRPa Blockade Reporter Cell Line 5E6 Cells/mL
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CD47, MNEEGHRMKREH (AP) , ZfENET I CDA7T ENHSHIEEES, BT
GEERE AR, WU SEA&R (ntegrin) M/ EE-1 (TSP-1) FI{E 57 E
H o (Sirpa) MHEAFH . HEAZHATERAIN N ii 19V G513, 5 MEEEAAN C K
R e, | ZRE TP IR AR .

Sirpa &K H SIRP Z I EME & H, FRIERIRT EEAIAL. B R0 BL A ph 42
JuZiH . Sirpa fEIIHIZAR, 5 CDAT AHEAEH, BRI ME T, AT L4 i
BEEAER . 10— R 4t &M R IA CDA7 PASEEL s iki® . SIRPo f4H AR X IAE N
KE, AR SRR, SHFEZIARKE ITIM. 7£5 CD4AT 454G, Sirpa B BERR 1L
HAH5E SHPL 1 SHP2, fEEZiMpI{E 5 .

£ H_SIRPa Blockade Reporter Cell Line i 753K 4 R, 24 CDA7 454 SIRPa
J&» BiE CD3¢ , MM 7 6 &=l (Luciferase) 171k, HIXFPs/E T LA 2 Block
RUSEHACAAR BRI, - DS e 2 B AR 2R ] P - 0 e FEL BT B ) 47044 . Luciferase 34 RIAAER(E 51l
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AN Iy H IR RPMI 1640+10% FBS+1% P.S
AR A TR RPMI 1640+10% FBS+1% P.S+400 pg/mL G418+0.75 pg/mL Puromycin+200
pg/mL Hygromycin+3.5 pg/mL Blasticidin
2N MR AT I 90% FBS+10%DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. WM HER
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 10 mg Genomeditech/GM-040402-1
Hygromycin lg Genomeditech/GM-040403-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
RPMI 1640 500 mL Viva Cell/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 96-well Corning/3912
Not Treated Microplate
H_CD47 CHO-K1 cell line / Genomeditech/GM-C09241
Anti-H_CDA47 hIgG4 Antibody / Genomeditech/GM-27657AB
Anti-H_SIRPa hIgG1 Antibody / Genomeditech/GM-46164AB
Luciferase Assay Kit 100 tests Genomeditech/GM-040501A
RS

Equipment Manufacturer/Catalogue No.

21 KX ThermoFisher Scientific/Countess 3

AR X Moleculardevices/SpectraMax L
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1. H_SIRPo Blockade Reporter Cell Line 40 & 75

a)
b)
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€)

37°C/KM TS IR AL, AT G 8 2R 97 5 mL 2 15 mL S0

ARG A L HE R A7 A B s N 37°CHEIRL K I 4, W 4 B T VR 22K T BA R A
W% 50 2 Rk

I 70% £ P B4R A7 AR ABR IRV S B i) J LA o AEAE W) 22 Al Bk & R R A7
ErhH R SRR IE R O MELE T, BRIES, 1000 rpm, B0 3min, ff
HpyiiE, 7 L.

i 1 mL eas Rt E . U0 6 I i gy T BOm 40, 4aH0> 3 = 108
cells/mL.

T IS 7 A 1 2 B L M 25 B2 4 - 6 < 10° cells/mL, K 4H M Sl 2

1-24T259 (3-5mL &%) , Bk,

2. H_SIRPa Blockade Reporter Cell Line Z0faf&4

a)

b)

c)

a)
b)

LN ELF) 1.5 - 2 <108 cells/mL, 1 1% 3, K 2-3 RKLALAL, AZILILEHE
2 <108 cells/mL, HEFA {3 ] T25 AT MARRE 77 -

AN BN, AR AR HERE G ] OB ] X A B RAS BO A A A AR 7T
CLELE A R T A B 55 7R SRR R A TS S IR R N BTN T25 B9 H
kSR IR .

TERETR, AKLBRN 55 00 BR8N IR 2

H_SIRPa Blockade Reporter Cell Line 447

{4 Fi§ 1000 rpm, 3 min 250U 24T D o

il I TA AU AVR AT (90% FBS +10% DMSO) 241 f, 41 % i 5y 5 <108
cells/mL, HFE 1 mL 4325 B4 B5 A& .

FRET, EUCE, BEEEE THEREG T, 80°CTRERD 1R, R
PREHE B AP
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1. HEEFRBERIESER

BRSO L, X T ASLE, % H_SIRPa Blockade Reporter Cell Line 4 ffi &

N 1.5 x10° cells/FL. AR H H_CD47 CHO-K1 cell line /£ Y4419, Conc.01 4 i &

2 <105 cells, 2 f5%#6 EFF%, Conc.01-Conc.09 43 MIHEAR £E B2-B10, B11 4y 0 4H U5 1A .

JAEFLINA 100 uL PBS, LABG1EIBFLZE K .

FLARHEAT AT
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

H_CD47
CHO-K1 PBS PBS

cell line
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) ke IR

1) {ESZIGHT 16-24 h, ¥f H_CDA47 CHO-K1 4H i M558 AL T3k, 5540 130-200

xg  CIRFEAFIGHAR AT R A ) (SR giN, I & o 4 77 5k 5 20 e T 4 a3
I RUH 5 IR R A i 20 R . BAHRAEIN 100 pL 40 /L 2
L. JEEIALIN 100 uL PBS. @ BARE, TR TG

2) SZE9HT 1h, ¥ H_SIRPa Blockade Reporter ZH M5 FEEHEH, B0 130-200 =

g CIRAEAFEIZ0M P A ) WA, S8 a tr D40 s 0t B, 1 DAk

F I AN A FE Sy 1.5 <108 cells/mL #%FH -

3) LI 1M RAEANN, FLIKTT 100 uL B FRIES

4)  MAPIE 2 A T4, 100 uL BEFL, 1.5 <10° cells/fL.

5) i bEGltkE:, T 37T CO; 3EFRFEHHIFE 16 h.

6) USRI Luciferases
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H_SIRPa Blockade Reporter
Cell Line+H_CD47 CHO-K1
cell line
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3) WIFER

H_SIRPa Blockade Reporter Cell Line
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2. PiikINEKUE Lk

BRI REEAAL, X ARSELS, H#EZE H SIRPa Blockade Reporter Cell Line 4 il &
N 1.5 x10° cells/fL. A% Sz4f8 F Anti-H_SIRPo (150 kDa) £l Anti-H_CD47 (150 kDa)
YERBATEZ5Y) . Anti-H_SIRPa: Conc.01 K24 15 ug/mL, 3 f5HR MR . Anti-H_CDA47:
Conc.01 &K N 15 pg/mL, 3 f5EEERFE. LA Anti-H_CDA47 4%, Conc.01-Conc.09 43 7ilHE
FifE B2-B10, B11 24 0 3REEXS M. FAREFLIIA 100 uL PBS, LABh b FLE K

FLBGHEAR R -
1 2 3 4 5 6 7 8 9 10 11 12

PBS | PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

Anti-H_CD47
hlgG4 Antibody

PBS

Anti-H-SIRPa
hlgG1 Antibody

PBS

PBS | PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) kP IR

1) FESZIGHT 16-24 h, ¥ H_CDA47 CHO-K1 #Hi g 3% 753 4k 3k, 2540 130200
xg  CHEEAS A 20 i ] A B o) WACBR I, X i i a5 9 i o J A U 2 P
JIFETHEL, LB iR R AL AR A E) 1.5 < 10° cells/mL.  PAHEFEN 100 pL 4/
FLEPEFL. HEFFLIN 100 uL PBS. &5 FiRaE, THEFETHESR.

2) fEAITEE 96 LV AR HES Z5WIRRE .

3) MAFFIMEEM, AT (B2-B1D) .

4) HHRCE
LY iR BRI fic & 777

Anti-H_CDA47 hlgG4

0.299 mg/mL / LA AR
Antibody
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Anti-H-SIRPa hlgG1
1 mg/mL / FLEA IR

Antibody

5) A Assay Buffer, &FLIAFINL N, 1 B2 fLINIA 74.2 uL Assay Buffer, B3-B11
FL, WA 55 uL Assay Buffer.
6) A EARF RIS SRR, IINBIEE — AR EERREAL T (o B2 FLH A

8.28 uL Anti-H_CD47 hlgG4 Antibody) -

EERR | BERHBIL, HORMATZLIRER 27,5 L, AR L
1 2 3 4 5 6 7 8 9 10 11
8.28 uL Anti- n
H_CDA47 hlgG4
) A
Antibody
2.48 pL Anti-H- n
SIRPa hlgG1
) A
Antibody

I @ m m ©

7 MNE—AEREMRESL (0 B2) FRIRE 27.5 pL Ak, IIANEIE AERERML
B3) , /R

8) LAMLIEHE, EHEE MMM (B1O) .

9) MR IR % H SIRPa Blockade Reporter Cell Line 4l 2 50 mL 50044
o, B ECELNIBYTUE, i&E Assay Buffer 8, R4S i, AR
F Assay Buffer 1% 41 ffa i FE 1) 3 =< 106 cells/mL.

10) B¢ b5 PN AR S 0 FE BB 1) Anti-H-SIRPa hIgG1 Antibody 5 1h (52
uL+52 pul)

11) RSP 1 W E SR FLREC, B AT B35, IONBREERREN) Anti-
H_CDA47 hlgG4 Antibody, 50 pL &L, JLFEHE 1h.

12) 1hJa, BATMALER O AR LFIIA MR, 50 uL &FFL: CATMIT BiE, AL

PR 10 KRG, 100 pL FF1L.
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13) =% BN GE, T 37T CO, HFeMihii9% 15h.
14) YFERTI Luciferase.

2) e EAN

S B R AR I 5 B A

H_SIRPa Blockade Reporter 0 pg/mL 15 pg/mL 2.29 ng/mL
Cell Line+Anti-H_CDA47 10195 876 12121
H_SIRPa Blockade Reporter 0 pg/mL 15 pg/mL 2.29 ng/mL

Cell Line+Anti-H_SIRPa 10386 3375 10478

3) WiFgR

H SIRPa Blockade Reporter Cell Line
H _CD47 CHO-K1 cell line

15000+ EC30
. -©- Anti-H_CD47 higG4 Antibody  0.06853
E -a- Anti-H_SIRPo hlgGl Antibody  0.03370
£ 100004
2
=
@
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= 5000+
g
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0 L] ] L]
22 0 2
Logp[Sample] (ug/mL)
H SIRPa Blockade Reporter Cell Line
15000~ H_CD47 CHO-K1 cell line EC50
. -©- Anti-H_CD47 higG4 Antibody  0.4569
3 -a- Anti-H_SIRPa higGl Antibody  0.2247
£ 100004
2
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@
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= 5000+
g
=
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22 0 2
Logg[Sample] (nM)
Fig 3. fo 4| 38 ik 45
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