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WE  CDATR— AN it b, R AR @I 2 RIACDAT, B4 KK ILCDATIA M4
AR 4R, AECDAT 3@ B 5 B 2 5T SE e AR 0 AR AL . 32 A 50 vA F B & R, 9P £ (Chinese hamster ovary,
CHO)%m it 4 Az, 4| & AR CDATIE & 25, it fo % & CHOM CHO-CD474m /i % . #) AR e K.
R EE T R Ao B4k X R (reverse transcription-polymerase chain reaction, RT-PCR) & 4 #) 45 442, &
CHO-CD47# AT 4%, XA 25 R & 8, CHO-CDA7 4m Jitb & A AR CDATH) FRVEZ 4 94.7%, 22 74 ik
10k 45K, CDATA M FARFFFE T (96.4%); RNAZK -+ 5 & & 8, CHO-CD47 48 i, F R A AR
CD47 mRNA; b}, & & KP4 25 £ B =, CHO-CDA7 48 It AR 3 45 A4 AR CDATELRAZ 5 8%
& @ a(signal regulatory protein o, SIRPa)F21z 5 4 & & y(signal regulatory protein y, SIRPy) & 21 %&
8. % LATiE, CHO-CD47 @ RA8 A 4 3&, =T Fl T CDAT3e® B 5 69 45 46k 1 Bk, ) CD473e)
B ARAEST S5 09 P FOARRL, A vACDAT A ¥e., 564 J8 S 76 77 AP AR — AT 0 s

Xi#1E  CHO-CD47; ZH iy, CD47; CHO

Construction of Cell Model to CD47 Target Research
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Abstract CD47 is a new immune checkpoint. However, CD47 targeted studies lack reliable research mod-
els because CD47 widely expressed in human-derived cells and CD47-negative human-derived cells haven’t been
found. In this study, taking CHO (Chinese hamster ovary) cell to be a basis, human-derived CD47 lentiviral vector
was prepared and CHO was infected to construct CHO-CDA47 cell line. The CHO-CD47 was evaluated through flow
cytometry, RT-PCR (reverse transcription-polymerase chain reaction) and biological binding detections. The result of
flow cytometry detection demonstrated that CHO-CDA47 cell line expressed human-derived CD47 and the positive rate
was 94.7%, which kept stable (96.4%) after freeze-thawing and passaging 10 times. The result of RNA level detection
demonstrated that CHO-CD47 expressed human-derived CD47 mRNA. In addition, the result of protein level detec-
tion showed that CHO-CD47 could bind to human-derived CD47 ligands SIRPa (signal regulatory protein a) and
SIRPy (signal regulatory protein y) recombinant protein successfully. In summary, the construction of the CHO-CD47
cell model was successful. It could be used to verify the binding ability of CD47 target studies, providing a reliable re-
search model for CD47 targeted studies and a certain research basis for cancer therapy studies targeting CD47.
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AR, S T IRAEA W RE R TT F IS 2
TR VE (P dE J& , WiAR 7 AR T 52 481 (programmed
death-ligand 1, PD-1)/#% 5 £ 0 T2 52 AR BL 41 (pro-
grammed cell death-ligand 1, PD-L 1)l 55 (1 5l D i
il 4%k PD-1/PD-L1. 20354 Tibk B2 40 o AH G 2R
H-4(cytotoxic T lymphocyte associated antigen-4, CTLA-
42 )G, CDATHE—AHT B S e f i) 7T R AR AT
AL A EZ R E T, WHIE A R CD47
WA LRSS, HN-3 B A 1g VAESS
Fss, C-iig — 4 RN 5038 . CD47) iz Rk
TIEH AL JCEIEA L0, BAE 2 M [ ik o
PRI, AU R T bk L A PR L e A S T A
I a(signal regulatory protein o, SIRPa) & CD47 /LA
Z—, W5 CD4745 &, Hih] B R A i) A e AR FH 7
CDA47-SIRPoHLHI I &I, 45 CD4T N4k PD-1/
PD-L1. CTLA-4Z e iefad <. Hil, &
1% 2 B\ 5 T CDATIIPUE 25 78 . LIU
1 BRI #E [7) CDA 75048 HuSF9-G4, JF LLILAE
B2 B HoAb R A ) SRR 0T, HE#E IR
RRIHT Bt . ADVANIZE U0 HuSFORK & H) %2 i
Puln) 22490 52 VR AR A R R 4 2, 36%
B AR 5E M. TTI-621 M A JF STRPafE [ N-
Uity VES I e N % 3K B (1 G1(immunoglobulin G1,
IgG1) FeX 41k, ¥k CD47%r 1, HEHENIRK —
WIT g s Oy TR BOEOY CDATEEFIBI FU R,
LA A Rk 5 AR CDAT (1) P4 Fh 24 ffa A5 2 sk
TR AT WA W RE, NAZAE FAH Rl A% 1 %=
PN . PTAT SO B, 0 2 IA IR 4 B ik AT B A
PR TP, Sy AT DAFE AN Rk 40 b Ah R
FRIECDA77r 1. CD4TER S SIRPagh & i % S
Righ, 1825 2 FE S B A SRS, Wl /MR B
# H 1(thrombospondin-1, TSP1){F 5@ 1L CD47 1] 1£
JUMPEH ff 2 Y vp JE ZU 0 ) PR B R (cyclic adenosine
monophosphate, cAMP)7KF- 31 [A b, Sy T 3k G
[k CD47 7] e o8 40 ) 1E 5 AE 2 D) BE 3 s, 31411
e — M NI CDA7 I AP 40 B b AT i, AL
Fa i RIE NIE CD4773 1 DAE N — M a] N - CD47
B 5] 2RI 5 4 AR

1 MRS REE
1.1 #&
Caki-1. 786-OM4 T H [E B 2= B 4 22, 293T.

CHO-K1. LOVO. A549. DLD-1. PC3. Hela.
SKOV3. NK92. PLCIJFATCC; CD47 cDNAJ#
ki, WA HiskrZs i) A SIRPafl SIRPyZE 6T Sino
biological A #] ; HiL A\ CD47-APCi :Hi ik (%5
CC2C6). APCIRIIXFHEHT/K . i His Tagifi bt ik
4+ Biolegend A & ; PR il 14 A% & N DIEE A T Thermo
Fisher Scientific/ 7]; B JEHE T Life A 7]; F A
& T4 DNAMEREEIE T Promegas 7 ; GelRed
RS R T Biotium A F] ; 2 R H &%+ PEG 6000
8T Sangon A m] 5 FURLAHFE T & T OMERGA A
7] ; R4 I (fetal bovine serum, FBS)IAF+ BIA A ;
DMEM. F12557% 56T Gibico A H ; BERRZE M Ehi%
¥ (phosphate buffer saline, PBS)4J - Origene’A 7l ; &
e R I T TaKaRa A ] ; KAT B Top10 452
5 = ARAT

1.2 753k

12,1 Jxigg DL NJRCDAT 4K 7 51 1 i
FL#{A (CD47 ¢cDNA ORF Clone in Cloning Vector,
Human) AR, 185t 5 & B 55 20 B (polymerase
chain reaction, PCR)FARIREX H (1) 7 Bt IF 5] ANhe 1.
Sal TEGUIAL A, K H 1) 7 B 51800 5 2 4 FH B ) 4
W08 N VI Nhe VR Sal THEATEED) , [IUSCBEDI =4
T4EREET16 °C#ERE4 h, H AL Top 10K AT #1852
DY, AT 52T EE RN LB RS IR
7724 h, PRBUR B E R T 5 2% 5 5 # I LB
Rrgpdtdh, BT8R H30 °C. 280 r/minid K597 5,
FER SRR AT B D) 56 UE I T, DA 8 R 5 A
I

122 &AEHE  PLE10% FBSHDMEME; %4k
BB I293 T, PR LA KRS R I e K
HARARA 10 em3BFR LA, 53557 ML 1 48 i 15 5 22
90% LA L& B, B3 5.8 mL7 5% FBSH DMEM
RR ek, EEREFR2 he #5225 ngHMRL. 13 pg
AR, 60 uL CaCly(2.5 mol/L) 5 — & &ML
ddH,O78 2] & MAKF 600 uL, 137 °CHi¥ & 30 min
PLE. HL600 pLff)2x HBSFHHH I mIn AN & J5 1
BAERRT, RMRSEE T37 °CHLERFE3 min, F
K H I ZS mLE 5% FBSHIDMEME: 775, 37 °C
i 54 minj&, B _FRE IR, RIS, T37 °C.
5% COREFRF ISR, 48 hig gk bk - 4lifb 3R EL
NIECDATI5 FE -

123 @miedld  LLE10% FBSHIF1235 5 L% 5%
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#&1 AJRCD47 RT-PCR3|MIFFIRKE
Table 1 Primer sequence and length of human CD47 for RT-PCR

ElEZE20 FFH (5'—=3") K /bp
Primer name Sequence (5'—3") Length /bp
Human CD47-F CGG CGC TGT TGC TGG GCT CG 20

Human CD47-R ACA GTG TCA TTA CAAAAC GTG A 22

P [E 6 3, N 5 (Chinese hamster ovary, CHO)4IIfif, £
A KR A R AF B R E J5 BLI 104N /L AR 224 L 1R
H, 500 pLAR R EEFRE/IN 22 FWRE ) TN T ul 500%
DEAEYS N JECD47H #, 4% SR 5 B 137 °C.
5% COIGF-AH B 7B, Fr A B — @ g5
I8 I I % 36 R A 55 X = Vi (reverse transcription-
polymerase chain reaction, RT-PCR) A it =C4H g A A&
M NJECDATI R IETE I o

124 AKAMNEK  BUREST KERE— ey
&, BUS* 10340, FIPBSIEBE, 300 xgB5.0»5 min,
7& 3%, F100 uL&2% FBSIIPBSH &, A i &
PR/ RS B B4R, T4 °Clig B30 min, HIPBSI
Tk, 300 xgB0»5 min, 3 _E, 200 uL52% FBSIH
PBSH &5 B 2, EHURIIBE =,

1.2.5 RT-PCR 43 5IHU1x10*>CHO5 CHO-CD47
41 ffg, PBSIH VL, 7 13, H TrizoliL$2 HUSRNA, F
FH 38 5 5 S 3R B DNA, %t N CD47 RT-PCR
3% 51 W Human CD47-F5 % 5| #%/Human CD47-
R(31), LAcDNA KB 3E1TPCR, FPCR™ ) it AT
LK

12.6 CHO-CD474 4 Feik&da  f A Hishr %
IR ZE A T L EddHLOH M 2 — 2R B, A
4 °CTRA I 52% FBSHIPBS 2 S AR 4100 L, [ H:
Hs INHisTR AA0K, T4 °CHEE 30 minj5, 540
T4 °Cii# H30 min, PBSIEYE, 4 °C+ 300 xgE5.(»5 min,
FH4 °CHUA I %2% FBSHIPBSH & £ it 2V, R
ARSI

2 HR
2.1 ERZARECD47RIAREM

WA R H SR IE 40 i &, 56 AN JE/h 4
Ji it e 40 i R AS49. AN&EE 40 & DLD-1f1
LOVO. A 'Bi% W4 i 40 R 786-O 1 Caki-1. A
RIS A R PC3. N B 40 M 5 HeLa. A BT
JEAPARPLC. AUPEIELNIE RSKOV3. ASEHEE
AT SR 1 AR A NKO2. AR

4HHE 293 T, ¥ A1 75 v iR 5] CD47 L 1) SIRPagk
G RPN CD47HUAR LI F 1, i I CD47
MZRIE DL, g5 R 8w, DL B4 e CD47 [ M4
M (B 1A). PRt 34Tt — 20 22 ik B A A @ 1Y)
T HYM . CHOS —F) iz N T4 4 2 AH S A
FH T HANM, 452 Hl 4% T RIA NJFEPD-L1/ PD-
L1/aAPC CHO-K 140 a3 H T 56 UF th 23 1y Al 23
13 -7-O- B Z= W HF R AW PD 1/PD-L1AH AR FH I BE
J1WL, FRATE Jex CHORICD4743 T f AN CD474r T
Ig VI FIEME ST O, 25 R 5w, Wi IgVIkIA
FEMEIEA R (K 1B). K CHOZH ML 55T N\ CD47Hi{k
R H G, WIS B R, CHORI CDA7HfSEA
55 CD4Tuik A (K 1C). 4i A Lk BT s,
CHORE RN AP EA M, 75 5 RIE AR CD47, #4E
CHO-CD474H}y R AE A P4 ML, 457 CDATHE [ A
FVPN AL, R BRI HANME .
2.2 pL-CD47FRIEFRAIBE R EE

T RENE 2 A AR T AMIRCDAT ZE 41 i
e A L, iR 4 HRE R e B4 21 4
FSEZENEO I A= = G RRR it E 3 ks R NS I
OB A R R A R, FATE TCAGHE &
Ja 81, %5 31 H E 48 i 7 (cytomegalovirus,
CMV) RIS 38 7 39 B- L3 28 1 a3 4Rk, sk
T CMV J& 3l F7E4 P 0] B IR I BR il s U6
M WFPCREIY, £ NJECD47 7518 R Fi i 5] A
Nhe 1R1Sal 1E§VIAL 55, FNhe 1TH1Sal TPR $] AR
DI AT B V) 5, 80 T4E SRk L N 18 #3%
LT, R R HIRZ SR EEETE
B R R B B 7K, IR R TR R B SR
FH R WLBR AR IR A, THEIERIKH30 °C,
280 r/minid 7%, 2 TR I8 E Nhe THISal TFR
Bl R N V)R AT G D) %5 58, 45 R Bon, Frhie
R AL B H Sk, HOR/NS BB {E (974 bp)
FHAF; B Ja 0t FCEAT I 7 o L 7 9, 4 SR SRR,
P45 RS H T 51— 5L, X R HpL-CD473R 1A i fi
P I (E12) .
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2.3 CHO-CD474pf B &

R 55 0. 2% R G008 NJR CD473R 18 Ji fi 4
BB EE. JHIE IR CD4718% B/ Y CHO4N i,
ff HFIE NJHECD4A7. NAEMA I mRNAR R IE
L, LE R BAR AR 7 91 X 3815 v A CD47
[ RT-PCR5I Y. Frdbfuibia s —e 3 H 5, ik
DU BH M2 JF 18 3 RT-PCREZ I mRNA ) 3R A 15 0 (]
3AFIEBB), M7 7K1 CHO-CD4T#AT VP . i
A 45 5 B R, CHO-CD47RH 14 %54 5194.7%; RT-
PCRAG IS IR 2 7~, CHOTE NJRCD47Y 1, 1fii CHO-
CDATAE(E NJECDATY 14 Fr B, iIX K HJCHO-CD47%}
SEPERIE NJE CD47 mRNA, M7 /K FIESE CHO-
CD47W] i Py 315 NJECD47 .

SR P BV p RIS AR E P — DU B 4
Pro K CHO-CDA7URAT Ja H 5 JE AT KRS 7%,
B 2~3 RHATAEAR, JE10RALAR G, FF IR 31T
FEAEZRA , &5 R o, BHTER N 96.4%(K] 3C), Hif
Ja W AR 45 AR B, AE 2 i Rl B 22 IRAE AR
J& , CHO-CD4 74 Jfa BH 14 26 b T AR X Ao e /K F, 33
CHO-CD4741ffd_E NJECD4A7F e K Ik

24 E£HIFLEEWIE

SIRPoZ CDA7IWELAA, 1] 5 CD4745 & - ud s
SEE. N TR AKX CHO-CDATH#HAT VP4,
LA CDA7H R AR LA SIRPaRE 5 5 CHO-CD47
Sh4 RIGIE CHO-CDATIM A2 DRk . FHia iR
SIRPo-His Tag 84 55 (4 SHisii :UPiiA T4 °CIHLH &,
i His¥it 2044 5 A\ SIRPa-His Tag 20 & 4 ¥ His
gh4y b5 5 293T4HHE T4 °CILME A , i\ His
BH 4 5 5 LA T CD47 S BRI 245 S 15 T, 45 1 1%
7N, His A, 20 A SIRPo-His TagE 41K Al 5
293T FHJCD47IEH 456 (Bl4A). FHRERI IR CD47
5 CHOW) CD4747-{E R YEYE , 9B #i A\ SIRPa-His
Tag 2 & H & S fFfE 45 A CHO | CD47 7 T I 1S
e 75 5 CHO-CD47 L N CD4745 4, % CHO.
CHO-CD47% 5l 541 T Hisiit AP 4A HI A SIRPa-
His Tag #2025 [ T4 °CILFE, i R M HisPH 1 2,
4E B K], CHOAR 5 ASIRPa-His Tag B 4 454,
CHO-CD474% 4 N\ SIRPo-His Tag 2 1 (1 H A%
H 52.4%(FE 4B), &1 CHO-CD470] 5 SIRPak A= 4F
SR A

ZH o
(A) ©
Isotype| “* A "
. g 2.0K 4
- 99.9% ° 99.9% § 99.9% o 99.9% 1.5K4 — Isotype
L229%, 2 0, I sl 229% .
1.0K 4
HA R A oo P A
A549 DLDI1 LOVO 786-0O - 5004
=
o
3 0
. . &}
< . ; B, 2.0K4
s 000% |37 000% | & 99.9% Euud 99.9% sk
o o Lo o]
AN A AN 1.0k
T e e e T e e oo e e A A M
Caki-1 PC3 Hela PLC 300
N S0 0 100 104 10°
™ g ok CHO-K1
Sond, | o080 o 100.0% S 100.0%
" N
—\Uu 0 10 10° 10 100 0 100 10 10° 1000 10 100 10°
SKOV3 NK92 293T
B)

KSVEFTFCNDTVVIPCFVTNMEAQNT TEVYVKWKFKGRDIYTFDGALNKSTVPTDFSSAK 60

CD47-1gV (Human)

KS-VE-FTKCNETVVIPCIVLNVEAQSTEEMYVKWKLNKTYIFIYDGSKNNSTVETNFTS 58

CD47-IgV (CHO)

CD47-IgV (Human) ~ IEVSQLLKGDASLKMDKSDAVShTGNYTCEVTELTREGETIIELKYRV 108

CD47-1gV (CHO) AKISVSDLLKGDASLKMERQQAVLGNYTCEVTELSREGKTVIELKYRM 106

A NI F B JECDAT R, B: CHOZH R CDA475 ANHCDAT IgVIR FIYE M E; C: CHO-K141BCD4745 & i ACDATHL IR B J7 K0 o
A: detection of human-derived CD47 in human cell lines; B: comparison of IgV domain homology between CHO cell line CD47 and human-derived
CDA47; C: detection of combination between CD47 of CHO-K1 cell and anti-human CD47 antibody.

El1 CD475RIEAN K [EiR % EExF

Fig.1 CD47 expression detection and homology comparison
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2..19
7307...7239
(A) —— / (B) fbp
§/
/f ' — 5000
;’\ 4 — 3000
y — 2000
— 1500
pL-CD47
7376 nt 974 =
— 1000
— 750
— 500
- = — 250
Caszs.asor] CD47
/
— 100
(C) Detection GCATGTGGCCCCTGGTAGCGGCGCTGTTGCTGGGCTCGGCGTGCTGCGGATCAGCTCAGC TTGTTGCTGGACTAGTGATCACTGTCATTGTCATTGTTGGAGCCATTCTTTTCGTCCCAG

RN R R R N R RN RN RN R R RN R A RN A RN

(RN R R A RN RN RN RN RN AR NN R N

Design gCcATGTG! CCTGGTAGCGGCGCTGTTGCTGGGCTCGGCGTGCTGCGGAT C TTGTTGCTGGACTAGTGATCACTGTCATTGTCATTGTTG ATTCTTTTCGTCCCAG
Detection TACTATTTAATAAAACAAAATCTGTAGAATTCACGTTTTGTAATGACACTGTCGTCATTC — GTGAATATTCATTAAAGAATGCTACTGGCCTTGGTTTAATTGTGACTTCTACAGGGATAT
X 10 T 1 T 1 T T A 8 O (AR R RN RN N RN R RN R RN RN AR NR RN RN
Deslgn TACTATTTAATAAA ATCTGTAGAATTCACGTTTTGTAATGACACTGTCGTCATTC GTGAATATTCATTAAAGAAT 5 CTTGGTTTAATTGTGACTTCTACAGGGATAT
Detection CATGCTTTGTTACTAATATGGAGGCACAAAACACTACTGAAGTATACGTAAAGTGGAAAT — TAATATTACTTCACTACTATGTGTTTAGTACAGCGATTGGATTAACCTCCTTCGTCATTG
X (RN G o N L S 1 O SR a1 e 1 | I I IRRERRRERRREE] {8 0 O o o Bl T
Design  cas GTTACTAATAT 5GCACAAAACACTACTGA ACGTAAAGTG TAATAT “TA STTT TTGGATTA? CATTG
Detection TTAAAGGAAGAGATATTTACACCTTTGATGGAGCTCTAAACAAGTCCACTGTCCCCACTG — CCATATTGGTTATTCAGGTGATAGCCTATATCCTCGCTGTGGTTGGACTGAGTCTCTGTA
. (AR R N R R RN R R R R RN R RN E Y] FREEREEERET Rt et b e bbb et e e bbb e e e bbb e e e b e e e
Demgn T ATTTACACCTTTGATGGAGCTCTAAACAAGTCCACTGTCCCCACTG CCATATTGGTT. CAGGTG. CCTATATCCTCGCTGTC GG. STCTCTGTA
Detection  AcTTTAGTAGTGCAAAAATTGAAGTCTCACAATTACTAAAAGGAGATGCCTCTTTGAAGA — TTGCGGCGTGTATACCAATGCATGGCCCTCTTCTGATTTCAGGTTTGAGTATCTTAGCTC
. 3 0 1 1 0 1 I 5 1 I 0 e o o (R R RN RN NN ERA R
Design  acrrracTA AAAATTGAAG \ATTACTAAAAGGAGATGCCTCTTTGAAGA  TTGCGGCGTGTATACCAATGCA STCTTCTGATTT TTGAGTATCTTAGCTC
Detection  1GGATAAGAGTGATGCTGTCTCACACACAGGARACTACACTTGTGAAGTAACAGAATTAA  TAGCACAATTACTTGGACTAGTTTATATGAAATTTGTGGCTTCCAATCAGAAGACTATAC
. i 1 81 4 8 o O T {1 [RRRN (RN 1 ol Qi O e O e o 6 {164 L Do B e O [REREI
Design  1GGATAAGAGTGATGCTGTCTC “TACACTTGTGAAGTAACAGAATTAA  TAGCACAATTACTTGGACTAC AAATTTGTGGCTTCCAATC TATAC
Detection  ¢caGaGAAGGTGAAACGATCATCGAGCTAAAATATCGTGTTGTTTCATGGTTTTCTCCAA  AACCTCCTAGGAAAGCTGTAGAGGAACCCCTTAATGCATTCAAAGAATCAAAAGGAATGA
. (AR RN RN RN R R RN RN RN RN RN AR R RN RR RN FEEEREEEEER Rt et e b e e v et e bbb e e e bbb e e e e e e e e
DeSIgn \GAAGGTGAAACGATCATCGAGCTAAAATATCGTGTTGTTTCA' TTTCTCCAA AACCTCCTAGGAAAGCTGTAGA CCCTTAATGCATTCAAAGAATCAAAAGGAATGA
Detection  ppanaaTATTCTTATTGTTATTTTCCCAATTTTTGCTATACTCCTGTTCTGGGGACAGT — TGAATGATGAATAAGTCGACTCAACCT CTGGATTACAARATTTGTGAAAGATTGACTGGT
Desi 1 1 1 11 1 1 1) 6 I I e e e I G 0 o T (NN RN R R RN RN RN RN RN RE RN RA R
CSI80  ATGAAAATATTCTTATTGTITATTTTCCCAATTTTTGCTATACTCCTGTTCTGGGGACAGT —TGAATGATGAAtaagtcgactcaacctctggattacaaaatttgtgaaagattgactggt
Detection  165raTTAAAACACTTARATATAGATCCGGTGGTATGGATGAGAARACAATTGCTTTAC
Desi FREREEEEEET R e e e e et e b e e e e e e e e b e e e e
csign CACTTA GGTG ACAATTGCTTTAC

A: pL-CDA7F 1K JF KL 45 4 7~ 3 I8l B pL-CDA73R Ik UKL 1) %5 58 FiVK 181, 1: Nhe 15 Sal TG Y)pL-CDA73RIA i K, 2: pL-CDA73R A Ji ki, M:

DL5 000 DNA% T-ErifE; C: pL-CDA73EIE ORI T 51 Lt

A: schematic diagram of pL-CD47 expression plasmid; B: electrophoresis pattern of pL-CD47 expression plasmid digestion identification, 1: double

digestion of pL-CD47 expression plasmid with Nke I and Sal 1, 2: pL-CD47 expression plasmid, M: DL5 000 DNA marker; C: sequencing alignment of

pL-CD47 expression plasmid.

B2 pL-CD47TFRIAFKHIIESEE
Fig.2 The construction and identification of pL-CD47 expression plasmid

k& T SIRPa#f, 15 5 15 2K Fy(signal regulatory
protein y, SIRPY) M /2 CD47(# it & 2 —, 7] 5CD47
gty . N T 2058 X CHO-CDAT & 7K I T
1y, V% SIRPy-His Tagfi 20K I EE LR SLL, 45
R, 293T L HICD477] L SIRPy-His Tag 2 25 [
454 (4C), CHOA 5 SIRPy-His Tag i 415 (45 4,
CHO-CD474% 4 SIRPy-His Tag #5418 (4 H.FH 5% A
75.3%([&4D), % WICHO-CD47t 1] 15 SIRPy /& 4=

AN
élﬁlljo

PLESE SR, CHO-CD47% i (1) N JK CD47
i[5 CDATRARIE R 456, R T N CD47TIA)
AR ME . AR S NI CDA7 3 0k BH P AR 45
96.4%(E3C) ML, FIASE R+ CHO-CD47R L A
I CD475 SIRPo/SIRPY 45 A Zfli{K. H T CD47
SRR & & 5Pt Pk ss &M A — e M E R
P, WA W REE BOXILR R E . B SCRIS A,

St
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(A)
150 =
94.7%
100 -
=
=1
o
Q
0 10° 10 10°
CD47
©)
200 - 96.4%
150 4
=
=
o
QO

100 4

50

-10° 0 10° 10* 10°

CD47

B) 1 2 M
/bp

500
400

300

200
150

100

50

A: I3 B YL J5 CHO-CD47H M A8, B: RT-PCRAZ I A JHCD47% 1% ik €, 1: CHO, 2: CHO-CD47, M: DL500 DNA % F & {5 #E; C: CHO-

CDATVR LI 10UAEAR G BE M 2 A6

A: detection of CHO-CD47 positive rate after virus infection; B: electrophoresis pattern of human-derived CD47 detection by RT-PCR, 1: CHO, 2:
CHO-CD47, M: DL500 DNA marker; C: positive rate detection of CHO-CD47 after freeze-thawing and passaging 10 times.
[El3 CHO-CD47%CD47RIEME
Fig.3 The determination of CD47 expression in CHO-CD47

CDA47 5 Fe A& £ A 1E 45 4 J5 Bf SIZAF A6 DO i 25 1 B
FUFS R, DA B RS, gi B3R, AT
CD47HE [ HIF 77 240 B A 28 A 28 B Ty

3 e

ST A TR ) A A RV 2 W ST R R EE AT, 5
2 1) 4T A R AR KRR FE B8 HE S AF 7T 10 IR 3
17. M2 ENIHERZ 2B ST H R
T 37 o PR AR AR 2R SR AHE B DRI 7T (1) 2
AMER%5 UV i 7] F 29348 fif #4) 2 3 F2 Sre A Y5 1
[ J5L 4 FID(Sre homology and collagen D, SheD)f#]293
41 22 H T FSheDA- 4 MLIZ B IHLA] . JAMES

A CORE T B /)N B PL IR R 994 2 (mouse mammary
tumor virus, MMTV)J3 5145 il ()4 5 2 70 1 2
P i BRI (secreted alkaline phosphatase, SEAP)# A%
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A: binding ability detection of SIRPa with human CD47; B: detection of His positive rate after co-incubation of SIRPa with CHO and CHO-CD47; C:
binding ability detection of SIRPy with human CD47; D: detection of His positive rate after co-incubation of SIRPy with CHO and CHO-CD47.
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Fig.4 CHO-CD47 bind to CD47 ligands
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