AT A AR, 2005, 36(2) , 187-190

Acta Veterinaria et Zootechnica Sinica

O EFTKE Z) ¥k 5401 A £
XA E P RIFRIE

FRgZo5', ERE, KW

(1. HTTT IF a5 B2 A9 T, B 310029; 2. v [ el 2 sh e 27 e, kst 100094)
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RT-PCR, LA 7 9:2 WAk 5% B 28 o A 490 36 T 4 S
A2 RT-PCR RF &304 .

-

1.5.3 PCR "#Mscke 2 ME% oA @ e " Jy
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Fig.1 PCR amplification of 5401 gene from
Eimeria tenella Zhejiang Strain sporozoites
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1,2. PCR products; M. XEcoT 14 I molecular

weight marker
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Fig.2 Characterization of pGEM-T-5401 by restriction
enzyme analysis
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M. XEcoT 14 I molecular weight marker
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Fig. 3 Analysis of pET 30ax 5401 by restriction enzyme
1. EcoR1 Hifil§t):2. EcoR1 + Sall X E§L:

3. Sall + BamH 1 AEFYI; M. XEcoT 14 1 f5ifE4r 1t
1. pET-30a5401( EcoR 1 );2. pET-30a 5401
(Sall + EcoR1);3. pET-30a5401(Sall +
BamH 1 ); M. kEcoT 14 I molecular weight marker
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HUIMAGE S5 IPTG J5 2 4 6 h &IEH, &k
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NENTA A4k A &%) His 5401 @ila 8 k47
afifk, NeNTA 0] BLS A28 P93 1) His A% 4 e
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Fig. 4 SDS PAGE analysis of the fused protein of the
recombinant E. coli with pET 30a 5401
L ANE pET-30ar 5401 FE4LTURE (1 N FF 1 2 %) 1
2. FATARAR pET-30a (KK FF B % 1
3. KN IPTG i 511 pET-30a 5401 411
4~ 6. A IPTG %55 2 4 6 h 51 pET-30a 5401
AR M. b iE 414k
I. Control E. coli without recombinant plasmid;

2. Control E. coli with plasmid pET-30a;

3. The expressed E. coli with plasmid pET-30a 5401
that hadn’ t been induced by IPTG;
4~ 6. The expressed E. coli with plasmid pET-30a 5401
that has been induced by IPTG for 2,4 and 6 h;
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Fig. 5 Identification of the fusion protein His 5401 by
Nir NTA reagent through purifying process
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1. The production of expressed E. coli; 2~ 5. The solvent
production of the aim protein absorbed by Nr NT A

reagen; M. Protein molecular markers
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Fig. 6 Westermr blot analysis of 5401 gene

expressed in E. coli
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Expression of 5401 gene of Eimeria tenella Z.J Strain in E. coli BL21

DU Arfang', WANG Su-hua', SUO Xun’
(L. Institute of Preventive Veterinary Medicine, Zhejiang University, H angzhou 310029, China;
2. College of Veterinary Medicine, China A gricultural University, Beijing 100094, China)

Abstract: The specific primers were designed and produced according to E. tenella sporozoite surface anti-
gen 5401 gene sequence. EcoR1 and Sall restriction enzyme cut sites and protective bases were added at
the two ends of the primer respectively. A fragement of 881bp was cloned by RT-PCR from the E. tenella
sporulated oocysts. The recombinant plasmid pGEM-T-5401 was identified with EcoR | and Sal | restric
tion enzyme, the fragements were collected by agarose gel fraction method. After purificaion the fragement
was ligated to the pET-30a express vector, the recombinant pET-30a 5401 express plasmid was construc
ted. After transformation, the engineered strain E. coli BL21/ 6 x His~5401 was expressed by the induction
of IPTG in a form of dimer protein. The specific approximate 66. 2 ku band was obtained by analysis of
SDS-PAGE and Western-blotting. The result indicated that E. tenella 5401 protein had been expressed
successfully in E. coli expressing system.
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