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M ST, HE R AR A TE A 22 P e ffE Al H ATt SCF iy Wi R AT IS R % B,
SCF TEW6 T & P 8 L IR B 0T 47 I - 888 ML BE Ko M F A M A i s S H |
BERITEHEHMS. SCFS52H4RETRREABHREAER. SCF 5 M-CSF.
IL-3.GM-CSF B G-CSF M 1 F Tl 3k 5 W 40 M A0k 40 MU B9 88 7, 5 TPO th 51 4F A 7 %
E# 48T, 5 EPO B E4E F RIMLL A M B 39 38, 40, SCF BB S IL-1, [L-6 %4
M FEhE AT, A SCF RE Y 7E COS #M» ¥, CHO A AKX iTE 1 fi8 5
Fik, PHFRAFHEAMEE BRARMKREIFEEMNER TR TRERSHREAE
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B EHBRE,
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W #E N PIBE & T B E§ ¥ B New England Bidlabs 22 8] ; [«-P-dATP1I H DuPont
247 TNM-FH R LA BRE R EWG S Sigma 24 7); RPMIL1640 35578 2. L5 B4 g Ak
BB GIBCO BRL 25 ; MTT £ 8 # 0 2%, BLfH SEE, 3 FEH Smg/ml. SCF #
HHEFESHERERMESWRTHE, ARXBHE(E. ol RE W ERE R
S YRERIT R 2B 16G — 4515 Watson BioMedicals, Inc 7= ;rhIL 3 ¥Rl E R
Ktk E IS M,

1.3 WERBIE pvLI41-SCF il

A RT-PCR 84 F & R [ E¥E A SCF (DNA EH, 8% 25 M EEBMESKE
RIS M RAERHMBE ENARIELFED, LE2FTER(3]. M DNA FRREET
pUC18 8 F| pUCI8-SCF(D), EHFEHIE pVLISL-SCF MM ER T FTREXIR T
AT AT
1.4 FAERAEERBHAL

ERA RSB E (8., BEHFHEMIESBICE[9], H Southern blot %
HBEARET, M E B WE LR,

1.5 RERETE 0o AP KA

X MOI = 10PFU/ cell 7| B HEFR L E SO 41AR, £ 5 10% /D ILHHY TNM-FH
BESEE P 27°C 5538, 7 R o TH) 000 W 52 400 B 15 SR R I 7 4, P HE X B (Rl 24
1.6 S£8HiEENE

ZRECHR(6 180 ik HEESREE 10% /D ILE (F 2ng/mL [L-3)8Y 1640 3EFEED K
TF-1 fE, B 1640 B ERE 3 K, A5 20% /pEMEN 1640 BFERRFE L 4
x10° 4 /mL M BHAH. H 1640 33 EFE YRGS E oo AR B 2 9 £
- AR, LR S0pL, R E A B (et &, FUF S0pL 1650 R E), R &
A 50pL AAMIERR (& 0.25ng/mL IL-3), EREEHK 100uL/Fl, 37C 5% CO, ¥ 5 48h
EATLIN MTT FEH 10pL, 28153 4~ 6h, A SDS % # (10% SDS-0. 01mol/L HCI)
100p1.,37C 5% CO, RiBE o & 595nm RhH R, fEH B3R, IWBAEGHE SCF
T,

1.7 Waestern-blotting 433

ZByTHEFH AR, PERERER12%,

2.1 EEFEEHME pV0I41-SCF Mg

pUCI8-SCF(I) ¥ SCF BH 5 -%5%F Bgl 1 15,3 -%F BamH [ Y15, H Bel 1 -
BamH 1 B, BUSEEEAY B3 1k % SCF 3K} Bt, B2 Klenow %M F, WA pUCIS
# Sma | £245, F EcoR 1 BRI At SCF #E 5" %% BamH [ G158 3 W Kpn 1
fif s iy T AR B pUCLB-SCF( 11 ). pUCI8-SCF{ I )§1 pV1.941 Fiki 4> 514 BamH 1 F
Kpn 1 WY, EREF SCF St REE L AKX T2ZE, 8% SCF EH B &E
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Fig.1 Construction of recombinant transfer vector pYL941-SCF

=3: SCF gene signal peptide sequence;
~- SCF gene encoding sequence;

—; Polyhedrin gene promoter.

2.2 EIAFRE ACNPV-SCF Bt MEE

pVL941-SCF 5#4 B AcNPV DNA £ Lipofectin 41 534 44 S19 498, J§ 96 FLiK
FRTWREE LSRN HRUREERHE 4 REET 6 %BLHRE, ME LB HELE
FREREFEREERH —k, 25 BEE ANPV-SCF 5 54 AR B4 S0 416,
RHFHE DNA, 2 BamH 1 M Kpn | WEGH, 1 % BHASESE R R KT A o-2P-dATP #3510
By SCF [ F B4 #E1T Southern EFBFR S 4347, &5 BAEL AcNPV-SCF DNA P #HEX
£ 570bp KA H5 hSCF EE F B (H 2).
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B 2 HEAMWE DNA BY Southern EFFEZR 3 4347
Fig.2 Southern-hybridization analysis of recombinant viral DNA
A. Restriction pattern; B. Scuthern-hybridization with SCF probe.
a.ADNA/ Hind Il marker; b. Wild type viral DNA/ BamHI + KpnI;

¢. Recombinant viral DNA/ BamHI + Kpnl; d.pVL1941-SCF/ BamHI + Kpnl.
2.3 rhSCF BYF A Roet [E)dh sk

' BEAM#E AcNPV-SCF B Si9 41ME A R EI A% 5% B MTT K& %M TF-1
MR E SCF =W EHE, HFIERX ML (H 3), RBEAFTEENEREBEM 50%
(€ RBPN SCF Xt IL-3 B Kt E fEF B 50% ) B3t R f9 SCF #9 & (B EDsy) 5 1 N8
fi(u). WEEAFFERBES SO MG AR R4 HIEFER + SCF B HiEKF, et
RHZ(E 4), FILAE &, WH AR SO AME 72h RiABBH, 53] 1970u/mL(10° 41
K. WS E AR BB A R QRS SCF MM, STUSH B TR,

1.0 |'

x 10°
2.0
0.8p
0.6F fi: 1.5k
5
Hoal E 1.0
0.2 &
“r % 0.5
0.0F
1 1 1 i 1 1 0.0 T 3 ; ; 1
(\] 2 4 6 8 10 12 R
LogsD* Time after infection/d
B3 HEAMRFED SO MARARB L Bl 4 rhSCF 7E Sf9 40 M - 323K iy et ] iy 48
Fig.3 Relationship curve of Sf9 cells infected Fig.4 Time course of the production of rhSCF
with recombinant viruses in s{g cells

# DF; Dilution Factor.
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2.4 TEFDHETE

%5 ¥ AcNPV-SCF it Sfo 4§
S Y 40 i 3% 55 M % 12 % SDS-PAGE
J&, B hSCF Byt —i, AT H
B IC B MR 1eG R AT
Western-blotting 447, Al WES T &
18X 10%.20 X 10° 1 22 X 10° 47 3 %
#(A 5).

3 W #®
F B R A & M B (NPV)
ZatdEAEENBEBI FHELE
5 rhSCF 9 Western-Blotting 7347 FRHBERFERR B E N A
Fig.5 Analysis of rhSCF by WEstern-blot ER. ZREEEARERTHER
1. Supernatant of Sf9 cells infected with wild-type AcNPV; ﬁﬁ;% Wﬁﬁ’ yﬂﬁﬁi% ; E‘_%‘E_H
2. Supernatant of 519 cells infected with recombinant AcNPV-SCF. i%ﬁﬂﬁﬁ%ﬁ@ﬁﬁﬂ‘%%ﬁﬁ
%, EESHETEOREREHINT, mEkE 20 8L 8RRk =W LR
¥ A SEEEESRRBEATAHLSE, T E. ol BEERGY KL ULE
HREREE, BEST ST R A RBIH AP EES =Y, BB EREBERT
A ¥ . 2EE Micro Gene Sys 24 8] i R SRR 0 DR R BB E T 1987 FH %
AR, AAZEAERIMEET « THE.IL-3.M-CSF BEH., FXH
HON FIFFRAREE ACNPV MR ATE SO WP BRI B M RIA T hSCF, BHREFEMAR
SO HHE 72 /BT S IR S L WC A IO 41, 25 = U v R T 1R 440 MU A 4 D e 4R R )
SCF TEHEME T 100 B41/mL(10° 40H3), iE W& K #Y SCF0 % LA _E4 W2 M35 3R M0,
BRI TAEMa, hkBEFEHA SCF BT —MHHER.

SCF R —F#E M, hSCF B H 4 MR NG K Asn® ., Asn” . Asn™ 7l
Asn'®, LIEEH, Asn? il Asn® R AR, HA Asn®H Asn® & EBRANY ., Ei
3 B B 40 B 5% 49 hSCF T BB7E7E 3 Fr NS SE (L BB AR A9 74 :0-NL1-N 0 2-N 8
Ak, 7E Sf9 AR AN hSCF £ Western-blotting 247 BR t 3 &4, IEFE T RANK
W], SRR ASLT B 40 B8 R K thGM-CSFUO AT X % 40 M b R K thGM-
CSFil,

#1712 KHY SCF EMEHESN T E R AR MTT ks, ZrEkiEasFEai
KA REM A (DRIERE:; (Q)IRE/D, AN SBEH, FHAKREEENE 30% %
47 (3) ARG, 805 RE 3d, TS A REEENR 7 ~10d, FCRET -4 SCFER
B EE i, R SCF 5 1L-3 gythEI/E A, LA TF-1 fE% IL-3 ARBI40 B S T 4
SCF &/ MTT %, REEMEHENF HERES.
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EXPRESSION OF RECOMBINANT HUMAN STEM CELL
FACTOR IN INSECT CELLS

Zhang Dongmei Qin Junchuan Zang Yuhui Zhu Jie
( Department of Bischemistry and State Key Laboratory of Pharmaceutical
Biotechnology, Nanjing University, Nanjing 210093)
Shen Beifen
{ National Instivate of Military Medical Science, Beijing 100850)

Abstract: The cDNA of human stem cell factor( hSCF) containing signal sequence was cloned into
the transfer vector pV1L.941 of AcNPV to construct a recombinant transfer vector pVL341-SCF. Sf9
cells were cotransfected with wild type viral DNA and pV1.914-SCF to produce the recombinant
virus AcNPV-SCF by homologous recombination in cell. Southern-hybridization analysis suggested
that the recombinant viral DNA contained hSCF cDINA {ragment. The Sf9 cells infected with the re-
combinant baculovirus AcNPV-SCF expressed biologically active thSCF which was secreted into the
cell culture. The synergistic activities of SCF in conjunction with human interleukin-3 (hIL-3) was
measured by MTT colorimetric method and TF-1 cell line. The expression level of $9 cells reached
its highest at about 1970 units/ml in the 3rd day after the infection with AcNPV-SCF. Three SCF
bands with molecular masses of 18 X 10,20 ¥ 10* and 22 % 10° were detected by immuncblotting.

Key words: Human stem cell {factor, AcNPV, Expression in insect cell
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