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CD47, MNEEGHRMKREH (AP) , ZfENET I CDA7T ENHSHIEEES, BT
GEEREABEE, "TUSEA&R (ntegrin) /MR EE-1 (TSP-1) FIfE S E
H o (Sirpa) MHEAFH . HEAZHATERAIN N i 1gV G513, 5 MEEEEAAN C K
R e, | ZRE TP IR AR .

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
TWEAE o T — L8 s 40t 2> /= 3R 18 CDA7 DASEHL kiR . SIRPo f 20 A oE X ISE N |
KB, DARZ IS, SHVZIEIRILE ITIM, 7615 CD4T 4541, Sirpo BeREER 1L
FHAH5E SHPL 1 SHP2, fEEBZiipIfE .

FiEY H SIRPo/CD47 Reporter Blockade Assay(Jurkat: CHO)FR 1 3L [K 41l & , 24 CDA47
454 SIRPo 5, W& CD3( , MIMmIE G (Luciferase) HIZRIL, HIXMHGE1F M AT
PABEEA Block RN A BT REINT, PRI bt 40 M A5 78 m) A T e PELBT Y f B4 . Luciferase 12
(8 RIARFEAZ 5 0B (S FIBELIBTRCR,  [RIE T FlF CDA7 A1 SIRPo AH SIS I 1A Hh
Rt

SRRSO ) I ¥ AR RSN SRR eSS 61 ) I iy s

Anti-CD4T
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o, D N

i STRP
L L T L L L L L L S L L I B T
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GM-032AS007 H_SIRPa/CDA47 Reporter Blockade Assay(Jurkat:CHO) 1 kit
2R Cat. =
H_SIRPa Blockade Reporter Cell Line GM-C23900 1% (5E6 Cell/mL)
H CD47 CHO-K1 cell line GM-C09241 1 % (5E6 Cell/mL)

=. A%, BhkiER

1. 4 AR ST UKiE %, —196<T LAF (UKAHBIRE ISR KRG AE.

2. FER ST TE . HICE LRI e TONRAPIRES, —196T LA (UKAREL
WA KHARETE

3. APTAAHIK Assay, IAE R AN A S B e AR AT

v difafER

H_SIRPa Blockade Reporter Cell Line

S I3 R R RPMI 1640+10% FBS+1% P.S

G AR R TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin+400 pug/mL G418+200
pg/mL Hygromycin+0.75 pg/mL Puromycin

I R A7 - 90% FBS+10% DMSO

Jurkat >k E BB, 240

H_CD47 CHO-K1 cell line

A Iy TR Ak F12K+10% FBS+1% P.S
YA K TR F12K+10% FBS+1% P.S+4 pg/mL Puromycin
YN B AT I - 90% FBS+10% DMSO

CHO-K1 Sk HH B 2= B dn p e, IR i

Assay Buffer

RPMI 1640+1% FBS+1% P.S
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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 BIOSCIENCES/ C3010-
0500
F12K 500 mL BOSTER/PYGO0036
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
Anti-CD47 hlgG4 Antibody(5F9) / Genomeditech/GM-27657AB
Anti-H_SIRPa hIgG1 Antibody / Genomeditech/GM-46164AB
Luciferase Assay Kit 100 tests Genomeditech/GM-040501A
EIRVE

Equipment Manufacturer/Catalogue No.

2 T A ThermoFisher Scientific/Countess 3

B ARAL Moleculardevices/SpectraMax L
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1. Jurkat ZHfE 75

a)
b)

d)

€)

37°C/K I ATIIAE R AL, I TIIAE 1K) 58 245 9725 5 mL £ 15 mL BS.L .

I R B VR A7 A IR BN 37°CIE /K 44, K AN M i TV 22 /K THT LA R AS
Wi B B 2 Ak .

HI 70% 2 BF AR R A7 AR DARRARTS B L3 . fEAE e e i & TR iR A7
BB RER R ER O MELEY, BiEIES, 1000 rpm, &0 3min, i
Mpyiie, 7 L.

1 mL e s R E . B B G - Bus A, 401> 3 x 108
cells/mL.

AR IR R T 2 B TR A A B FE Y 4 - 6 =< 10° cells/mL, H4-4H f B i Heph 422

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

2. Jurkat 4HHAEAR

a) ULHPEFEIILF) 1.5 - 2 <108 cells/mL, 11%3, Bf 2-3 R4KEALM, AEiLHZE
i 2 <106 cells/mL, ] T25 AT AL A%

b) IZAMMUY BN, AL AR HERAE A R HBE ] AR SBON AR AL H]
PAEER BT AR S 15 700, SRS AT B S0 JE RN T25 15970
4k AL RE R

C) ERETR, AALBEIN 5506 RE R IE AN TR

3. Jurkat ZHfIIRFF

a) #1000 rpm, 3 min BC AL

b) i TRA G AETR (90% FBS +10% DMSO) 40, ZHf%5 EE H %y 5 <108
cells/mL, % 1 mL 733 B 400K .

¢) ITRET, EUbRLE, KIRFEETHERRE T, 80°CTRAFED 1R, R

PRIEFE BIE D
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4, CHO-K1 4ifa & 75

a)
b)

c)

d)

37C/KIBHR A FREE, INANTIIE 78 2857 5 S mL % 15 mL 2505
MG B VR A A B RGN 37°CEIR /K T8, 4 AR BRI THT 93 Z KT LA R AS
W28 2 2 A

F 70% B AR A7 A LARRARIS S L3R o TEAR) 22 A Bl 5 ot VR A7
B ERERZIPR o EOE D, 2R, 1000rpm, B0 3 min, ff
MpyiiE, 7 L.

A 1 mL e iRk g, WHGH G G A G SO A, TE4HE> 3 <
108 cells/mL.

RN TE AR TR R AL, MR AR EEE) 2 - 3 x 10° cells/mL, ARG
WURARRR, A AR B 25 3& R G IR LA

5. CHO-K1 ZHffufEft

a)

d)

f)

9)

MU ERT 60%Ht, BIATATAAR . HEFEARMAE IR LRGN 1:4-1:5, 2-3 KAk
VAV

W LB FM P 35 323K 35 25, 10 em ILJ 2 mL PBS JE3%% 1 7K.

7+ PBS, il 1 mL 0.25% Trypsin-EDTA JHAGHETE—8, 3%, FERRE 1 mL ¥
B, 37°C WAL 2 - 3 min, T UL,

R AR, AHMIRIRE I B, 0 AR Aa B BB B, N 2 mL A2 A5 S ARG R
FRSIZAEEA, BN OIRET R R, 1000 rpm = IR £S5 3 min.

7 13E, dRTiiE e AR R E R, MM AR AT A0 I A B A AR B 77 L THI AR
AP BETH5, ARSI B2 20 - 30%) .

6. CHO-K1 #jiikTT

a)
b)

£ 1000 rpm, 3 min 25 CoUSC 4 M .

i FH A MBBIE TR (90% FBS +10% DMSO) H 24, 4% RN 5% 106
cellsymL, % 1 mL )3 B 400K E .

RS, ESbCE, WEEEETHERRGT, 80°CTREZRLD 1 R, R
PR A

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AN F A BRI AR, R AEH T NRYEIT Y For research use only !

7113



T & m m O O

Genomeditech (Shanghai) Co.,Ltd.

- Toll-free: 400 627 9288
Genomeditech

C EiﬁE:aﬁ*ﬁ Order: 021-68455258/50432826/50432825

Email: service@genomeditech.com

B, FERTE
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 .

FUARHEAR 4 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_CD47
- 2 =105 | 1=10° | 50000 | 25000 6250 3125 15625 @ 781.25
CHO-K1 PBS PBS
cells cells cells cells cells cells cells cells
cell line
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) hitES IR
a) fESZIGHT 16-24 h, # H_CDA47 CHO-K1 4 fiu A5 755 i 4k Rk, 5.0 130 - 200
xq  CIRAEASE 0B mT A EE L) RN, IE S i 1% 77 5 B B e A I 4 a3
JIFEVHEL, P DLUBT S IR R RN i %5 2 2 <108 cells/mL.  LAHEFE I 100 pl 41
Mo/FLE R L. FE LN 100 uL PBS. % EAREE, THFMEPIEE LXK .
b) SEZIGET 1h, ¥ H_SIRPa Blockade Reporter 40 M 75 R BUH, B0 130 - 200
xq CHRHEAS R 40 pf m] R 2L ) SR, B2 a M40 f v 0 FF 04, FEDARS
FERL RN MU B Ry 1.5 < 108 cells/mL 4%
c) FWaEMirnregniE, I 100 uL Kkt
d) IIADIR 2 AR, 100 uL &FL, 1.5 x10° cells/fL.
e) @ RIS, T 37T CO, BiFfdiEdE 16 h,
f)  UCFEAI Luciferase.
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2) MEEFM
SR SRR 58 13 -

H_SIRPo/CD47 Reporter
Blockade Assay(Jurkat:CHO)

0 cells

2 %10° cells

781.25 cells

544

63857

3118

3) WiIF4R

H_SIRPa Blockade Reporter Cell Line

800007 & 4CD47 CHOK1 Cell Line
=
3 60000+
[-F)
[*)
S 40000+
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£ 20000+
=
-
0 = T '
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2. PUikIHIRAUESE LS

BRI REEAAL, X ARSELS, H#EZE H SIRPa Blockade Reporter Cell Line 4 il &

9 1.5 x10° cells/fL. AIRSLEEH Anti-H_SIRPo. (150 kDa) F1 Anti-H_CD47 (150 kDa)

YERFAYEDUA . Anti-H_SIRPa: Conc.01 iR EEN 15 ng/mL, 3 f5BEEEMRE. Anti-H_CDA47:

Conc.01 &K% N 15 pg/mL, 3 f5BEERFE. L Anti-H_CDA47 4%, Conc.01-Conc.09 43 7ilHE

fifE B2-B10, B11 5 0 #JE XM,

JAE LD 100 uL PBS, LA IEiIFLZ K o

AR AT 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
1.67 555,56  185.19 61.73 20.58 6.86
Anti-H_CD47 PBS PBS
pg/mL | pg/mL  pg/mL | ng/mL ng/mL ng/mL ng/mL  ng/mL
Anti-H-SIRPo, PBS PBS
PBS | PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) kPR
a) {ESZYGHT 16-24 h, K H_CDA47 CHO-K1 ZHf MBS F8I 1L R ok, B0 130-200
xg  CIRHEASFE UM T L ) ISR, & SR iR 75 5 B B 5 R 40 i v
FIFEHEL DU RS R I R AN i 2] 1.5 < 105 cells/mL. PLHERIN 100 pL 408/
LEFE L. FEFEPFLIN 100 pL PBS. 75 EARGE, TR E TR,
b) (EHIEH 96 FL V ERARME % 250 FE o
¢) BAFRNRES, fH—1T (B2-B11) .
d EREACE
EIR =2 fif iR BER P & 772
Anti-H_CD47 0.299 mg/mL / LA AR
Anti-H-SIRPa 1 mg/mL / ELEA AR

e) I Assay Buffer, &AL T, 1 B2 LA 74.2 uL Assay Buffer, B3-B11

fL, BRI 55 pL Assay Buffer.
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f) WA FEMAF RS S BRE, IR — R REAL T (o B2 FL A

8.28 uL Anti-H_CD47) .
BRI | BARERREETL, BRUCMRTILI 27.5 pL, AL BN
1 2 3 4 5 6 7 8 9 10 11 12
82:_2221;& 55uL  55uL  55ul 55uL 55puL 55uL 554l
2.48 uL Anti-H-
SIRPa

0) MEBE—ERERRAL (W1 B2) HIREL 27.5 uL WA, IINEIZE ZANEREERGFL (n
B3) , RN

hy LIRS, BEEE 9 MERRIL (B10) .

i) MfuEs R £ H SIRPo Blockade Reporter Cell Line 41 2 50 mL 25005
o, B0 R SRR ITIE, & Assay Buffer B, K IN4HANE SRR, AT
H Assay Buffer 1524 Ho i fE 1| 3 <106 cells/mL.

D) K B YN i B S B EE AR Anti-H-STRPa hIgG1 Antibody #¥ & 1 h (52
uL+52 ul) o

K) [FEB¥EIR a B E TR MFUREGE, B A7 sr BiF, INER RSB Anti-CD47
hlgG4 Antibody(5F9), 50 uL &fL, FLEME 1h.

) 1hJ5, BATIIAGER i R A E, S0 pL BfL: C AT BiE, AP
R IREW, 100 uL FHAL.

m) #F BRI, T 37T CO, I HEFE 15h.

n) YRR Luciferase.
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2) REEFKN
S 4 SRR 011

H_SIRPa Blockade Reporter 0 pg/mL 15 pg/mL 2.29 ng/mL
Cell Line+Anti-H_CD47 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) WiIF4R

H SIRPa Blockade Reporter Cell Line
H CD47 CHO-K1 cell line

15000+ EC50
_ -e- Anti-Il_ CD47 higG4 Antibody  0.06853
3 -a- Anti-H_SIRPo hlgG1 Antibody  0.03370
& 10000
b5
=
[}
Q
g
£ 50004
£
=
[
0 L] ]

o =

2 0
Logp[Sample] (ug/mL)

H SIRPa Blockade Reporter Cell Line
H CD47 CHO-K1 cell line

15000+ EC50
- -0~ Anti-H CDA47 hlgG4 Antibody  0.4569
3 -a- Anti-H_SIRPo hlgG1 Antibody  0.2247
2 10000-
bt
=
-+
~
b
= 50004
g
=
s

0 L] L} L]

2 0 2
Logg[Sample] (nM)
Fig 3. BuiAciiil 56 1iE 45

T BT HEAT 57 B8k JEE R BE 7R IR P PR 80 B s 1) D
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HEYR LV AT FURRL ARG L AT LR RIS AT ATV RT BBUR 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

VRN TS 25 5 A R B
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