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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
TEREABERE, TUSEER (ntegrin) « M/MRRMNERA-1 (TSP-1) F{ES5H7TE
H o (Sirpo) MHEAEH. HEAZEWEFEMAN N S gV g5138. 5 MEBEIEAMEA C K
MESIERE S, )2 ARIA T LT i AL W A SR

Sirpa &K H SIRP Z I B & H, R RRT EEAAL . B FORGH L LA w42
MuZiH . Sirpa fEINHIRZAR, 5 CDAT MHEAEM, BRIz MG, AT 4
BWEAER o T — LR At £ = 3K IA CDA7 LAStBl Sy ki, SIRPa (1405 X 5 AE N -
KE, AR SRR, SHFZIARKE ITIM. 7£5 CD4AT 4541, Sirpa B BERR1L
FHHHZE SHPL il SHP2, fEEBZiMN (55

£ H_SIRPa Blockade Reporter Cell Line i 753 [K4Hi R, 24 CDA7 454 SIRPa
J&» BiE CD3¢ , MM 7 6 &=l (Luciferase) 171k, HIXFPs/E T LA 2 Block
RUSE B RBELIRT, - DS e 2 B A TR T P - 0 e FEL BT B ) 47044 .- Luciferase 34 RIAAER(E 51
PE IS FIPH T SCR, Rk RT T CD47 Al SIRPo AH PR 24 AR S SRV

&4 (o AR ’\lk\i’ T CD47: A
2LCD4T o

Anti-CD47
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v MIREE
1. giffsEsR. RF. RAEAES

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.

i NAR eI ThermoFisher Scientific/Countess 3

AR X Moleculardevices/SpectraMax L
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1.

a)

b)

d)

e)

a)
b)

Genomeditech
R E T5

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

NV 2 R R L R A 4 B R R RN 37°CHE IR KA
By, KA VR IR 2R KT AR AR R SRR, ELRA
MRt GEE 2-3 7380 .

HI 70% S 5ARRA7 8 AN LRGS0 J LA A A
W2 A EUR G R R AR T R A SR+ E
AR ) MELE T, BRIES, 176 xg, B0 3min,
fEApEE, 7RG,

A 1 mL SR E R, WU S i
Jeta TR AL, 4> 3 x 108 cells/mL.
BN IR FRE I, REEM R 4-6
x10° cells/mL, L4 4 i 2o SRR, F 2 i Bl
R 124 T25 1 (3-5mL B , BRI,

AR A

{$FH 176 <g, 3 min 25O

18 FA A AL 777 (90% FBS + 10% DMSO) &
YA, ANPEEREIE%E N 5 < 100 cells/mL, &5 1 mL
Iy BB E T

FFERT, ENLE, BEAE E THERERT,
-80°C MIRAFZEAD 1R, RRERZERA .

2. ZHBAERR

T AREFER L E 2R, EREHRERE, FARR

ShER, BERATEIARNEKERE.

a) ek, BiEAK.

b) FIREIG, 248720 WHHTE AR, ki
ARG ARG TR TR B IR NPT R A KB TR A
48 h R, BVCEMFMINE 5 IR, ik
R .

C) HaNffuEE LR 1.5-2 x10° cells/mL, 11% 3, Fg2-3
RIRGAAC, ANEALILH LR 2 <108 cells/mL, HE7
T F T25 AT fL AR 55

d) 2RI, AN HER A R 1 Xt
R AR A5 B AT R o A AR AT LA B % ) 85 990 R 8
A KR TREE, SN AT Y 51 JE R N T25 1

TR RS RE 7

ERFE:

a) RGEMIXTEEBOVEUR, IR AR R4
B EHTEE

b) HRARNERET, AR FBHEREZHMN
IR,

c) FBS IiEE 56T ik 30 44, WRIFIMEMEL
WE, BARELWRSHEKHE FMMREFE
‘ﬁa

S EMREL (R AIRAF]
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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. AR5 H H_CD47 CHO-K1 cell line /£ Y4400, Conc.01 4 i &

A 2 <105 cells, 2 {5 #6 EEF R, Conc.01-Conc.09 4> 7l HEA 7E B2-B10, B11 Jy 0 4 fifg & A .

JAEFLINA 100 L PBS, PABG1EIBFLZE K .

FUBRCHEA W 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
H_CDA47
2 x10° | 1x10° | 50000 | 25000 6250
CHO-K1 PBS PBS
cells cells cells cells cells
cell line
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) kPR

1

2)

3)
4)
5)

6)

FESZGHT 16-24 h, ¥4 H_CDA7 CHO-K1 i W35 783 h i 4L Rk, B0 130-200
xg  CHRAEAS A 40 m] i R ) OB, i o ol 7 ik o J A U 4 P 0
TS, LR 2RI A R AN A BT B R . DAHERIN 100 pL 40 /AL 5
[E1FL. JEERFLIN 100 pL PBS. &5 FAREE, TR E IR,

SEEGHT 1h, # H_SIRPo Blockade Reporter 2 g 35 72 i HER 8500 130-200 >
g A R0 mT R B ) USCARgRA, RS R RIS Ty et 4, i RLES
IR IR MK B N 1.5 <108 cells/mL %

BYR 1 BRI, BALRF 100 pL 7%

IO IE 2 W2 B4 B8, 100 pl F9L, 1.5 %105 cells/AL .

% BRI EE, T 37T CO, WM 16 h,

WCREARS I Luciferase.
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2. PuikINELKUE Sk

BRI R AL, T ARSES, 7% H SIRPa Blockade Reporter Cell Line 4 il &
N 1.5 x10° cells/fL. AR S48 A Anti-H_SIRPo (150 kDa) £l Anti-H_CD47 (150 kDa)
YERRATEZ5Y) . Anti-H_SIRPa: Conc.01 K2 15 ug/mL, 3 f5H6 MR . Anti-H_CDA47:
Conc.01 £ 15 pg/mL, 3 f5EHEEMEE. L Anti-H_CD47 J9fi], Conc.01-Conc.09 437l HE

FifE B2-B10, B11 24 0 3REEXS M. FAREFLIIA 100 uL PBS, LABh b FLE K

FUBRHEAT 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
Anti-H_CDA47 PBS 1.67 | 55556 185.19 61.73  20.58 6.86 2.29
hlgG4 Antibody pg/mL | pg/mL pg/mL | ng/mL ng/mL  ng/mL ng/mL ng/mL ng/mL

Anti-H-SIRPa
hlgG1 Antibody

oes

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

1) kP IR
1) FESZIGHT 16-24 h, ¥ H_CDA47 CHO-K1 #Hifg M3 753 4k I3k, 2540 130200
xg  CRAEAFIGEN P B ) WSCARAMN, B o 5% o i B S A 4
FIFEEL T LUHTEERS SR AL R AN B 1.5 < 10° cells/mL. PLHERSTN 100 uL 408/
fLEAE L. BB RFLIN 100 pL PBS. % FAREE, THEFFEHHE IR
2) fEAITEE 96 LV AR HE S Z5YIRRE .

3) AFEE S, EH—47 (B2-B11) &
4) BREECE
MR 30 RER Fic & 773

Anti-H_CDA47 hlgG4

0.299 mg/mL / LA AR
Antibody
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Anti-H-SIRPa hIgG1

1 mg/mL / FLEA IR

Antibody

5) I Assay Buffer, #FLIAFIIL R, 41 B2 FLANA 74.2 uL Assay Buffer, B3-B11
FL, W 55 pL 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 B
1 2 3 4 5 6 7 8 9 10 11 12
8.28 uL Anti- n i
H_CD47 hlgG4 A L S55puL 55puL | 55puL S55uL S5uL S55puL S55ul S5ul 55l
Antibody a
2.48 pL Anti-H- n
SIRPa higG1
. N
Antibody

7y ME—AEEERBIL (0 B2) FFIREL 27.5 L Ak, IINEIE AL (A
B3) , AR

8) LLMZEHE, HZE 9 MEEMRIL (B10) .

9) MNPk FEM P H_SIRPa Blockade Reporter Cell Line 418 %5 50 mL 5.0
H, B JEUCEMRITIE, &R Assay Buffer BUE:, A INAHMIE S IE iR, AR
H Assay Buffer %5241 gy fE 21 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) FPHPIR 1 E RSB, B ATIRSE BiE, IABEERRE Anti-
H_CDA47 hlgG4 Antibody, 50 pL &L, FLFEHE 1h.

12) 1hJ5, BATMASLER O AR LFIIA MR, 50 uL &FFL: CATWRIT BiE, AL

IR 10 fR &, 100 pL &AL
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13) # ARG, T 37C CO, HFMhEF% 15 h,

14) YFEREI Luciferase.

2) HEERKN
Z 2 1 B DA 3 A 4

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) WiEFR
H_SIRPa-CD3E Reporter Jurkat Cell Line
H CD47 CHO-K1 cell line
150007 EC50
) -©- Anti-H_CD47 hlgG4 Antibody 0.06853
é =& Anti-H_SIRPa hligG1 Antibody 0.03370
Z 100004
=
3
g
T 5000
=]
=
0 L] L] L] L]
3 -2 -1 0 1
Log g[Sample] (ug/mL)
H_SIRPa Blockade Reporter Cell Line
15000 H CD47 CHO-K1 cell line EC50
= o~ Antill CD47 higG4 Antibody  0.4569
: -A- Anti-H_SIRPa hlgG1 Antibody  0.2247
3 10000
=
S
2
E 5000
=]
=
0 T

0 2

Logm[Sample] (HM)

Fig 3. iM% UESS
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RS i

CD47:SIRPa
H_SIRPa Reporter Jurkat Cell Line Cynomolgus CD47 CHO-K1 Cell Line
H_CD47 aAPC CHO-K1 Cell Line H_CD47 CHO-K1 cell line
H_CD47 MC38 Cell Line H_CD47 PDL1 MC38(mouse_PDL1 KO) Cell Line
H SIRPA(SIRPa) CHO-K1 Cell Line Mouse CD47 CHO-K1 Cell Line
Anti-CD47 hlgG4 Antibody(5F9) Anti-mouse SIRPA mIgG1 Antibody(p84)

Anti-mouse SIRPA RlgG1 Antibody(p84)

5 VAT TR L

TR L AT AR T R SR AN R R RTAN AT ROV AT AORUCRIR T AR VR T
N BV R VERIAMRL, AR, TG IR ER VR B A AL

FER W AR WT J5 2 8], vl 7 A e EMEA 7 B S &R . P T TAE 2. 2K
B B D AR DT SO B PR R AR e S L W] BRI, BERBE . RS

PSR | 227 Y M OR A2 I N0l E RO TR C A E

bl

N

W

H

516 276 i A R AL
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https://www.genomeditech.com/cell-line/H_SIRP%CE%B1-Reporter-Jurkat-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_CD47-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CD47-aAPC-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CD47-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CD47-MC38-Cell-Line
https://www.genomeditech.com/cell-line/H_CD47-PDL1-MC38-mouse_PDL1-KO-Cell-Line
https://www.genomeditech.com/cell-line/H_SIRPA-SIRP%CE%B1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_CD47-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-CD47-hIgG4-Antibody-5F9
https://www.genomeditech.com/antibody/Anti-mouse-SIRPA-mIgG1-Antibody-p84
https://www.genomeditech.com/antibody/Anti-mouse-SIRPA-RIgG1-Antibody-p84

