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Construction and expression of prokaryotic expression vector of

GST/ AEP fusion protein and identification
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ABSTRACT Objective: To express fusion pwotein of GST and Anti— epilepsy peptide (AEP) in E. coli. Methods: The core fragment of
AEP was doned mto pGEX- 4T - 1 cotaining glutathione s— transterase( GST) fusion protein gene. Followng the restrictbn enzyme digestion
analysis and sequencing, pGEX- 4I'- 1/ AEP was transformed into E. coli BI21(DE3) . GSI'/ AEP fusion protein was expressed under IPTG in-
duction and the AEP protein was identified by the Western— blot. Results: The restriction endonuclease digestion analysis of recombinant plasmid
demonstrated that the AEP gene had been exactly inserted in pGEX— 4I'- 1, SDS— PAGE analysis showed that the relative molecular mass of the
fusion protein was about 34KD. The GST/ AEP fusbn protein was expressed in E. coli BI21( DE3) and identified by the Westem— blot. Concla-
sion: pGEX- 4I'- 1/ AEP vector was successfully constructed, and the GSI'/ AEP fusion protein in E. coli BI21(DE3) was expressed.
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0 1
1.1
(‘anti— epilepsy peptide, AEP) E. oliDH- 5a  BI21( DE3) pGEX-
AEP -1 PUCIS- T
. , AEPCDNA
-4 AEP TagDNA T4DNA
, AEP 85 , EcoRI BamHI DNAMarker
21 61 Marker IPTG HRP
C- ( ) - - NBT/ BCIP
3 3] AEP DNA
, GST/ AEP
PTG BI21 , 1.2
Western Blot 1.2.1 AEP PCR : PCR
- : (30671764)
(1977,

Tel. (029) 84775351 Email. yyfish@ fmmu. edu. cn

: R s Tel. (029) 84775347 Email . mngren@ fmmu. edu. cn
( :2006- 04- 13 : 2006- 05— 10)



e D Progress in Modern Biomedicine 2006 Vol 6 No. 8
AEPcDNA ( LPMSFI0H, \ ( 60H 2,
), Genebank ( s 15s, 8 ); (4°C, 12000rpm, 10min) ,
: AF160868) , . , 12% SDS— PAGE
PCR : 3 — GCGGAT CCATG- , GST
GATGGATATATAAGAGGAAGTAA - 3 ( BamH iv pCEX— 4T - 1 (PTG 0. Immol/L),
ATG) , : 5 —  GCGAAITCE-
TACITITITCCACCGCATGT= 3 ( EcoRI 1.2.5 GST/ AEP SDS-—
TAA, ),PCR  PAGE . Sg/L
5041, 10pmol/ 11, 94°C 1h, GST/ AEP (
5min 94C  60S 50C 60s 72°C 60s, 35 1:2000), th ,TBS*T  ,10min3
72T 10min 1.2% HRP ( 1: 2000) , 30
DNA 1.2.2 JTBST  ,5mind3 NBI/BCI
pGEX— 4T— 1/ AEP : PCR
,  BamHI  EcoRI s pGEX—- 4I'- 2
1 PUCIS- T ,37C 21 AEP
- 1.2% , PGEM— T( easy)/ AEP(
AEP : AEP ’ ) ’ PCR .
\ ., T4DNA 200bp . 1
16C . 2 2.2 [GEX- 4T— 1/AEP  PUCI18- T/AEP
E. coliDH- 5 .37°C ,
5, Amp IB .37C 7 ’
BamHI  EcoRI , 2 ,
1.2.3 : Iml, DNA , , 200bp
, BamHI ~ EcoRI ,37C 5 PUCIS— T/ AEP
; 1.2% ; 200bp 2.3 GSI'  GSI/AEP
2900 4900bp : PTG pGEX- 4T- 1/ AEP GST
PUC18- T/ AEP DNA POEX= 47— 1 ’
, 12%SDS— PAGE , 4h
1.2.4 GSI/AEP , 34KD  26KD GST/ AEP
. BI21(DE3) ,37C ST ;
s 1 3ml  Amp LB , ,
,37°C : 50041 Sml Amp LB ( 3 )
,371C 0D600= 0.6~ 0.8 IPTG GSI'/ AEP ( ) Westem blot
0. 3mmol/L, 30C 4h, 4ml, ( 4
4C 15min, Smllx PBS 0. Imol/
M AEP M 4T-1/AEP POC18-T/AEP
2000bp 2000bp
1000bp
1000bp 750bp
750bp 500bp
250bp 100bp

100bp

1 AEP PCR
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Fig 2 Construction and ident ification of
pGEX- 4T'- 1/ AEP and PUC18- T/ AEP recombinant vector
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Fig 3 GSI/AEP fusion protein expression

and identification
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Fig 4 GSI/ AEP fusion protein identification
by Western— blot

’ ’ ’

L. ,1993. 10 1) : 55— 59
(1. ,2002, 11( 1): 31- 32,40
(1. ,2002.25(6):17- 18

, . GFAP
[J1. L2002, 18(4) : 406 407

Xin— Hua Zhou, Duan Yang, Jing— Hai Zhang, et al. Purification and
N- teminal partial sequence of anti— epilepsy peptide from venan of the
scorpin Buthus martersii Karsch[ J]. Biodem, 1989, 257: 509- 517
Chun- Guang Wang, Xiao— LinHe, Feng Shao, et al. Molecular char-
aderization of an anti— epilepsy peptide from the scopion Buthus
martensi Karsch[ J]. Biochem, 2001, 268: 2480~ 2485

Ji— Qun Sheng, Zhi— Jian Cao, Wan— Hong Liu, et al. Molecular
Cloning and Analysis of BnKBT G enomic Sequence from Scorpion Buthus
martensii Karsch[ J]. Chinese Joumal of Biochemistry and M olecular B+
ology, 2004,20(4) : 491- 496

H.Dider Dellmann, Jeanne— Andree Boudier, Francois Couraud, et al.
Voltage— sensiiiv — e Na+ channek inthe neurohypophysis of the rat as
demonstrated by 1251 labeled scorpion toxin. Neuroscience Letters,
1983,35(1): 71- 77

’ s ’

[J. ,1989, 6(2): 95- 97

[J11. , 2005, 33(5) : 619-
62
J. ,D. W. , .
M]. ,2002:1217— 1231



