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8% KA RT-PCR Jy i BB LB SRA R hy 1 1l pEGF 2 ¥ H i S PITT R ik pMD18-T +, £Hil/F %€ IE
WE, BrRED R REEE pET-41a( +) L, WEEHAFRIETN pET-ECF. FIEH FUR 1L E. coli BL21(DE3) 1§
¥, 2 PTG 5% 155 1 SDS-PAGE 3k 1 Western-blotting Xt GST-EGF B4 B H #7447, &R EH 37 €
BERRZNBSEA SRR, A RKSEAK 20.2% ;30 CESRENIRERSEOSBES, SHKRE
M 7.7%.
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Expression of Porcine Epidermal Growth Factor in Escherichia coli

YANG Gui-xiang, HUANG Wei-hua, PENG Xian-feng
( College of Veterimiry Medicine ,South China Agric. Univ. , Guangzhou 510642, China)

Abstract: Porcine epidermal growth factor (pEGF) cDNA was amplified from the RNA of swine kidney -
cortex by RT-PCR, and then the amplicon was cloned into pMDI18-T for sequencing. After confirmation
by sequencing, the pEGF cDNA fragment was inserted into prokaryotic expression vector pET-41a( + )
to construct recombinant plasmid pET-EGF. Then the constructed plasmid was transformed into host cell
E. coli BI21(DE3) , and induced with IPTG. The expression of GST-EGF fusion protein was analyzed by
SDS-PAGE and Westemn-blotting. The SDS-PAGE result indicated that fusion protein GST-EGF was
20.2% of the total bacterial proteins, and the yield of the soluble target prolein accounted for 7. 7% of

the total bacterial proteins.
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¥ 3 K 4 K F (porcine epidermal growth [ac-
tor,pEGF) B—# &% 53 MEERKBH L IRELE
KET, SA 4G RESIVWREREEKETEL, R
AR SR A S, R EE F &M KR
ShEERA SR YF Y. $E3CakIRE  pECF &
FFROBEHEREEY BEFHENEST
B B RIE R U R E N T
KU E, S EGR A 4 MR AR
. AXURHE pEGF ZH ) mRNA 5313k RT-PCR
7558 B pEGF ] cDNA , 3-H H 5o f 3l R B R A 8
&b FIRREEREREHTRE. NRSEAHT

W75 B3 .2005-12-02

BI04 Al Western-blotting %58 , i pEGF A5
FFF R IT T HRY.

1 #8ExGZ

53¢
REZ K pMDI18-T kit Iy § TaKaRa /A 5] ; JE#
ZFEIAE 4K pET-41a( + ) 1 B Novagen /A H].
1.2 PCR3|¥
#23E GenBank  pEGF £ [H ) mRNA £33t
5%, EHS[8 F. 5'-GCC GAC GCG AGT CAA AAT
AGT TAC TCT GAA TGC CCG-3'( TRIZRAb ) PshA 1

1.1
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BIAL R ); FUHFSI 4 R: 5'-AAC GGA TCC TTA
GCG CAG CTC CCA CCA TTT CAA- 3 (TRIZkAabA
BamH 1 BUM ). L5 EIBEEREYEARE
R E R

1.3 HfeFERAH

Trizol Reagent 1§ § Gibco 4} &] ; M-MLV Reverse
Transcriptase , Oligo( dT) ,5 primer . Recombinant RNasin
Ribonuclease inhibitor , JG% M EF () 7K ) B Promega 7
7} ; Qiaprep® Spinminiprep Kit.Qiaquick® Gel Extrac-
tion Kit JiJ  Qiagen 24 ] ; RIRHE ML A BEH BB #%
BEE(GST) KB L RE LA B Novagen 22 A] ; BRI
S EBRICHLFEI/DR 86 il B 4L
A R);IPTG R HAhE§ R TaKaRa /2 &) 7= 4.

1.4 pEGF E[FA cDNA BI&H;

Fi Trizol $EHUHE B I B2 B 4H 4119 & RNA, #4T
PEGF [ cDNA £ —8 G . WFRINL:2 pg &
RNA,0.1 pL Oligo(dT) s, IN LB RREEHIK £12 pL,
70 CHin#5 min, JKEHEED S min, SRIGHNA S x Wi R
MM S wl,2. 5 mmol/L dNTPs 5 pL,RNA E§l
HI7% (40 U/uL) 0.625 L, M-MLV (200 U/pL)
1 uL, I BRESHI/KE 25 L, IBSEEL 105, F
BHCE 10 min,37 CH#EEF 35 min,42 C 1% 25 min,
B UKiE S min. LA AU cDNA SRAR#4T PCR i
B PCR i {A % :4 puL cDNA; 5 pL 10 x PCR £ nf
;4 uL dNTPs (% 2.5 mmol/L); E. T #3519 &
1 pL; 78187k 34.75 pL;EX-Tag DNA E4E50. 25 L.
RT-PCR P41 0.025 g/mL. (IBAASHERER: o ik , F
Qiaquick® Gel Extraction Kit [FI§t iz H i1 5 Bx.
1.5 pEGF EAH cDNA &

¥ RT-PCR [E] 74y % H 2= se RE 4R 4 pMDI18-T,
£ A% % PCR FIDUEE U] 4 & PR3 T4 Ok
pMD-EGF, iy | #Hk-& 2 A "Xt EGF i) cDNA
T4 5E.

1.6 FEERZEARNMIGE

Fi PshA 1 #i BamH 1 53 5|3t Sk pMD-EGF FI
pET-4la( + ) FATXEEY) , GV =Y TR AR HEBE L
k5B Ja Yl [E L 186 bp &9 pEGF f9 cDNA Jr BL Al
5.9 kb Hik & REHTER. EERTYWEERT
¥4k E. coli DHSa BmZSHM, EEFHEX
(30 pg/mL) 4 LB P L 7 6 PR S B, 38 o 35 5%
JEE WV PCR X HMHEME %, H Qiaprep ®
Spinminiprep Kit $2EUSHL, I3 OB AT B U 4 5E
BEBEARNE FBEEREYBERERA RN
Jr, T## pEGF FHI M IREHE R IEH. HWEKNE
ik JFhL AR 4% 2 pET-EGF.

1.7 GST-pEGF @& ZEAKFESRE

KA MFRIE AL E. coli BL21(DE3) f5 %
B, AR R AR E & R ARE K (30 pg/ml) 9 LB
WAk SRS 37 CHESR 12 h f5, LA 1: 100 () LA
K LB (30 pg/mL RIPER) MR E,
¥ CHRGBEFREEBN Deom 218 0.6, RFIMA
PTG (29K 1 mmol/L) 7E 30 CHTESEE, F
BEEM1.2.3.4.5h &8 1 mL §¥#,12 000 r/min
201 min, 35 b W5 B 20 wL PBS (16 mmol/L
Na,HPO,, 4 mmol/L NaH,PO,, 150 mmol/L NaCl,
pH7. 4) EREEUIIE, WA S pL 5 x HHENHR, B
A1JG 100 C & B 5 min, #Ef7 15% SDS-PAGE H 3k
ST
1.8 RSEQFATHRESN

pET-EGF %4k BL21 ( DE3) MR £ 30 C
1 mmol/L IPTG Gk, FHF 4 h FHERR,
BOFE WS, A PBS Bl 2 IR, REH
A B 24 W (50 mmol/L Tris-HCl pH 7.8, @ =5% H
i, 50 mmol/L NaCl,1 mg/mL {5 HiE) ERBEEN
¥E, Z i 50 o/min BRI S) 20 min, 7RI 3T A
TRBAENRE. BB TYET 400 W BERKE
5s,[E8KS s, 763 30 K, ERAELTERTHIE. 4 C
12 000 r/min B.0> 30 min, 2 B WCEE b BORITLIE.
X EEBR(SAHEAUBEER) MUTEHTT 15% SDS-
PAGE 3, 3 0, Y 2% Bl & 26 (3 B0 7T 9 38 40 19
=&
1.9 Western-blotting X5

FIATY)So#t4T SDS-PAGE Ik, BAFKE. #
H L, SRR ORI A BRPL GST 1Y 58 3a e B AR A BUiR i
SR IC L EHT/NR 166, &5 in DAB ( dia-
minobenzidine) & 8, , 31 F8.

2 #R

2.1 pET-EGF FE#REHkAE

K519 Oligo(dT) ,¥E M-MLV ¥ RESHI{E
AT, %Sk 57 R 5 RNA #47 pEGF 3 [H #9 cDNA
FE—HEME L RJE UL pEGF EH 42K cDNA
W, A B R 15 9 34T PCR, 13 Bl K/
180 bp )y Bt ( 1). ¥ 3% cDNA R B EE
pMD18-T £k, R/ H LSk F pET-41a( + ) ,#I&
B & FIEE K pET-ECF( & 2). WIFRA, FimAR
Bt GenBank 1 pEGF L[ ) mRNA 75|52 & —
B, ™ H pEGF ZERX#Hitk pET-EGF h 5@ AEH
GST BRI HEIEHA.



