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HHEEREH TR —MB o fHANKN RS REHEED BEREFAR. SR FHAR. N EH
MR AARHELS N, AN EHNEARAAAREHEHIEMMEER" ), KM LR
BEr L, WA RE KA TRRESK BT RMAT . B F R HCF 4 ol LW EE, | AR
F RT-PCR HiE VARSI mRNA B TR AT HRERE T DNA, &2 EFMF 7 T HTHEEE C AN
BT 2 I B0 K SO AR A B MNP (R R) . HF hHGF 4K ¢DNA 5 pcDNA3 8
e 4y B8 FL 3 4 A M AL TR AL, J5 B CHO 1M, A G418 IRERI1E e &, [FIFS 8 ik P Ry i o

1 H#E %

1.1 #8

1.1.1 ¥ & hHGF &4 (DNA S pSL-1 JFR ERE R A RT-PCR KB E B, pDNAS Hh
B B Invitrogen 27 .

1.1.2 B5RA: ByBME BRL A A f Pomega 2 7], T4 DNA £ Z8EW H BM 4 7, BB S I e
S F M O BRL A F], FOR S B Pharmacia 4 5], BEIEREM B Sgma &7, MTT BB Flua
Biochemica 2 7, A 0.01 mmol/L PBS pt7.2,0.14 mol/L NaCl BAR 5 mg/ml, B3 S BR B, 4°C B B4R TT .
1.1.3 4IMFEFHE. CHOMRMEXRERE, H4 KIEFHE N DMEM, 10% 417, A ERASEE
%5100 o/ml, HIJBFFED PREFEMA GH8 AR,

1.1.4 Wistar KBl A R FHPYAFEE.

1.2 FiE

1.2.1 hHGF ESE 3 FBaHd. 8 pSL-1 R iy hHGF cDNA(2.2kb) £ T4DNA 3 458 5 A B
pcDNA3Xbal # BamH I i b, R AN DB EL AR, LN pSL3, FH 1 2% HIEWER
YT A URER . pSL-3 ER AL RITE IM109 H4TH 1%, Al Qiagen Ku $HERE BT TE &nr
WEF-20CHEE.

1.2.2 pSL3 ¥4 CHO 4 M. CHO M7 DMEM 2 s Bchi¥ 3f 6 Junh 3h B350 1 1K, LI 20pg
pSL 3 BRI CHO MM, B R WS MEN A K BT, 515 12 h 5, 60h 5 LI K
e BT 24 300~ 500 pg/mi BY G418 FRE .

1.2.3 hHGF £ ¥ 2SN . A KR FEIFHRA S8 BAE Wistar KREELY 180~200 ¢ B
P RaERE, AR, IS SR TRE , Fl 458 Krebs-hensedeit ¥ (pH7. 4) M BE
£ 10min, TR 0.05% i FRE& G50 v i M £Y 6 8min, B PR, XTI, MA & 10%/hF 1L
4 RPMI-1640 SEF 0, B2 W74 8P iR, 2 2 2wt i S B0 3 B3, B 1 RPMI-1640 SEHE 1
WoORH0.05% AN a0 M MRS A, LS 10% /b M e RPMI-1640 SR ATHREE. B
MTT 8 hHGF 3 54 MR HepG2 JFE 78 40 B 0 4 4 2 55 0 . IR _E R AR N A 96 FLIZ SRR, § 4.
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450 & Ll T oS 2 1" 14 %

200 pl,37°C,5% CO. HFMPIEHR 4 b 5, R0 WAL E, T8I0 3 i A KR 38 bR v 5 R
£, Rt CHO TS MMM 1 /E2 B, 30 A DMEM R 87l SR #0300, B_XR
BRES EHRIER, MAKER, 48h S HIEFHE, S MA MTT BIH 200, S35 FH 4 b, DORFESF
FLEM, BMA 100 pd DMSO, 4'C KB, B8 S B, W K 570 nm. HepG2 MRMERMESR
3~4 d M FHPELE, B 10% /M FME RPMI-1640 328 T4 MR B, A 96 FLR IS, #& Lif MTT
HEVLRR R PR SERE S MUY HepG2 MY B . 48 hHGF X I 40 B oF, HepG2 £ MU S i B 80 5 5L % -

WAE% = (A ODH-X R oD {H )/t HHE 0D # < 100

TE{E A 3 M AR S T, 0 S 300 o S A3 3,

2 # B

2.1 pSL-3 BN
BAEEMEE pSL-1 FR P hHGFCDNA 5 A Bl pcDNA3 R #Y BamH [ ) Xba [ fiz8 L, A
pSL-3 BB 1, KW HREE %A 2,

'y HH; Spb
C>isiiiiazes:<g,

BamH [

N\ "
SV4C oni pSL.; \| PHGFDNA
4.9kb /J Xbal
BamH] +Xba]
BamH I + Xba I j e——
BamH ] Xbal
BamH 1
hHGFeDNA
Xba ] B 1 pSL-3 Fik MR AR

2.2 hHGF ¥ CHO B HEE

Hifh pSL-3 BRI FE S CHO HI/GEFH GUI8 A DMEM B EFIE5#, 42 RGN A AR,
PR AV TR, BE4E LA E 500p/m] G418 B9 DMEM HFHFEIEFH, RE U R T G418 B 10% /4 ML 7
DMEM {38 3R B HESTRE, 1 G WS CHO IS 9ei, Al T ELE B EH.
2.3 R4 EEFEMFETHNE

W 4 2 R HL STRE SS W, W E hHGF B E W76 tE. ¥ | Fim, EE FT NS hHGF M & F IR
B, R B R R A, B AT 150% B b, T AT HepG2 40 MR HI HI4E A LBt 38, Bk
BN ET 40% 0L b,

3 i #
MTT SR 5 i 602 2] B 05 48 B SR B P E LM S0 0 MITT 35 LR R R , L) MR 7 RS 1B

AHRERE (L ODERT) RREAMY BB URABFHERRE, 5°H-TdR B A 3 5 B4 53
REXHBERY,
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4% FFE%, AFHBEEET -DNA EEE CHO AP HEE 451

¥ 1 & nHGF i CHO IRME LM HepG2 0

HMRARFEBRERNER
- FFERE MTT =M E X
2.26 kh
A/ FRANFHEKR  HepG2 8
0.58 kb 10 17.8+4.5 -21.6+2.5
20 45.8+3.8 ~28.6+3.4
40 94.159.9 -31.9+1.6
M2 pSL-3 BURAY P8R
A. pSL-3/EcoR I :0.6kb, 0.8kb, 6. 2kb 60 156.8+11.8 “47.2%5.4
B. pSL-3/EcoRV + Xba T ;1.5kb, 6. 1kb 80 158.148.5 _46.84+4.8
C. pSL-3/BamH I + Xba I ;2.2kb,5.4kb
D. 3Hind

RA1R M pcDNA3 B T —HoA S FK RS hHGF #RR, B4 mn % CHO ARG,
AFFARR A K B F BB ik, il MTT ¥ BR3P 88 (2 3 IR WUAF 40 38 AL, 3F AE 3 i HepG2
MM AN, S REVEASY hHGF RAEW¥EH, & hHGF WEBETRESRE T £, X2
KFPHBH - RR,

$ % X M
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Expression of Human Hepatocyte Growth Factor with Chinese
Hamster Ovary(CHO) Cells

Li Xiaogui Ying Qilong Gu Yundi® Zhu Hui Zhang Yanling Song Houyan
{ Department of Molecular Genetics, * Department of Histology and Embryology of Shanghai
Medical University, Shanghai 200032)

Abstract The cDNA gene encoding human hepatocyte growth factor(hHGF) was inserted into peD-
NA3 plasmid and obtained pcDNA3/hHGF expression plasmid. The pcDNA3/hHGF plasmid was
transfected into CHO cells with calciux_n phosphate-DNA precipitate method. The expression clones
was obtained by G418 selection. The culture supernatant from the positive clones could stimulating
the mitosis of primary culture of rat hepatocytes and inhibiting proliferation of HepG2 cells were ob-

served.
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