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1 5 hEGF

hEGF 400mL LB (Amp") 37 10h, 1 4
ODeo 1 0 IPTG Q 1mmolA,25 4h

1 6 GST-hEGF

, (50mmolA TrisHCL pH8 0, 1mmolA EDTA

pH& 0, 100 mmolA NaCl)40mL, , 15min, Q 45 um
1x PBS glutathine sepharose 4B ;
30min , , . 10mL 4 1x PBS )
3 , ImL , 10min 15mL
GST-hEGF.
17 hEGF
16 1x PBS glutathine sepharose4B ,
1h 4 5 6h , 1x PBS ,
10 h, hEGF
18
2 7 BALB/c : 3 3 (GsT
). GST-hEGF 0 ), 4,8 11
, 0,2,3,4,56,8,10,12,13 14 ; 20 (L, 400 1L
; 37 2h, 4 1 2h,5000 r/Mmin 10min, .- 20
19
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110 MTT EGF
Hela , oD 08 1 versen ,
, 2x 10°/mL. 96 , 50 (W, 37
24 h (hEGF, GST -EGF, ), 37 3d MTT
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111 ELIA
hEGF CB(50mM pH7 6) , 37 2h,4
. ,PBST 1, 200 1L (20mM PBSPpPH7 2 2% BSA; 2%
Casin), 37 2h , : 100 1L (20mM PBSpPH7 2, 2% BSA;
2%Casin) 5 W , 37 0.5 h , PBST 6 .
100 1 (1 2000) ( , ), 37 Q5h ,
PBST 6 . HRP ( A B ) 504,37 10
min 50 4L, . ob 450 nm.
2
21 hEGF
4
EGFF1 59mer
5-GGA TCCATGAAC TCC GAC TCT GAA TGCCCGCTGTCCCAC GAT GGT TACTGC CGT CAC GA-3
BamH |
EGFF2 59mer

5-GAT GGT

TACTGCCTGCACGACGGC GTT TGTATGTATATC GAG GCGCTG GACAAA TAT GC-3
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EGFR2 S59mer
5-G GCA GCG TTC GCC GAT GTA GCC TAC TACACA GTT ACA CGCATA TTT GTC CAG CGC CTC G-3
EGFR 1 59mer
5-GAA TTC TTA GCGCAG TTC CCA CCA TTT CAG GTCACG GTA CTG GCA GCG TTC GCC GAT GT-3
EcoR |
R2, F2 (PCR1),
PCR1 , R1,F1
(PCR2. F1 R1 & <y
BamH I EcoR ). 250bp
PCR pM D -18T, 100bp
( )
: PCR (3%) (
1),  59%p,PCR1 78bp, PCR2  177bp, 1 PCR
M arker : Fig 1 Identification of PCR products
2 2 hEGF Note 1M arker, 2-Primer, 3-PCR1, 4-PCR2

hEGF %H
.

EcoRl/BamH]1 &§1]) N I-’ T4 EHMER ) EcoRU/BamH1 K& )

o o
—r— =

2 hEGF
Fig 2 Thediagran of construction of plasnid for hEGF



2 : (hEGF) 125

2 1
, 3, hEGF,pMD -18T -hEGF pGEX -20T -hEGF (EcoR |
BamH I ); (  4), pBPF-hEGF, p1301-hEGF, p1301
EcoRI BamH I , BanH 1) p1301, p1301-hEGTF, (3%)

2000bp
50hp 1000
500bp *
250bp 750bp

100bp
560hp

3 4
Fig 3 Indentification of plasnid for prokaryotic Fig 4 Restriction endonuclease
expression by enzyme analysis of p1301-hEGF
Note 1M arker, 2-PCR2, Note 1M arker, 2-PCR2, 3BPF-hEGF®BamH [ /EcoR 1),
3-pT-hEGF, 4-p20T-hEGF 4-1310-hEGF @ amH [ /EcoR 1), 51310BamH I /EcoR 1),
6-1301@ amH 1), 7-1301-hEGF BamH 1)
23 hEGF
GST-hEGF GST-
hEGF )
M arker GST , 5
GST 26 kD, GST-hEGF 32 p6KD
kD. GST-hEGF 99. 7%.
hEGF Hela 35KD
; 6 hEGF hEGF,
) Hela 45KD
( oD
1.ngﬁnL), Hela , I6KD
25 ELIA 19KD
GST-hEGF
, EL 1A ,
7 BALB/c 5 GST,GST-hEGF GST-hEGF
: 4, ; D S-PA GE ( 54)
C 4 8 , Fig 5 Identification of GST, GST -hEGF
4 , 6 and purified GST-hEGF by
8 . D S-PA GE electrophoresis

Note 1M arker, 2-GST, 3-GST -hEGF,
4-Purification GST -hEGF
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Concentration(ng/ml) o
oA M8 O
—o— WEILREGE 8- BRMEREGEEES:
6 hEGF 7 BALA /c ( GST-hEGF)
(Hela) EL IA
Fig 6 The effect of purified of hEGF Fig 7 Thecurveof serum of EL ISA analysis

on activity of Hela cells
Note:A,B and C represent three BALA /c mice repec-
tively, and B’s serum was used for dot blotting

analysis
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The cloning and identifying of human epidermal growth factor (hREGF)
and it's expression plasnid construction in plant

CHEN Ting-su®?, YAN G Hai-jie’, ZHAN G Jun®, X IA N ing-shao’,

CHEN Ru-kai’, L | Yang-rui’
(12 Tumour Cell Engineering L ab of X iamen U niversity, X iamen 361005, China;
2 Fujian A griculture and Forestry U niversity, Fuzhou 350002, Ching
3 GuangxiA cademy of A griculture Science, N anning 530007, China)

Abstract: Human epidemal grow th factor (hNEGF) gene is synthesized through polymerase chain reac-
tion (PCR) , and constructed p20T -hEGF for prokaryotic expression and studied the bio-activity of re-
combinant protein hEGF, and contructed plasnid used for plant transformation It show ed that both
fusion protein GST-hEGF and purified protein of hEGF, they all had much higher bio-activity, and
the protein of hEGF ocould facilitates H ela cell regeneration, and it could strength regose reaction im-
munity w hen it mmuned mice

Key words human epidemal grow th factor (hNEGF); gene cloning; prokaryotic expression



