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Abstract: The glycoprotein genes of extracellular domain were amplified from rabies virus ERA strain by RT-
PCR The products were respectively cloned and sequenced. The result showed that the two fragments length were
composed of 523 381 bp which encoded 174 127 amino acids respectively. It s molecular weight were 19.7 14.5
kDa. The two products of glycoprotein gene were sub—cloned into the prokaryotic expression vector pET-43a. The posi—
tive recombinants were transformed into E. coli BL.21( DE3) SDS-PAGE showed that the proteins were highly ex—
pressed in E . coli and the molecular weight were 94 89 kDa. The results are consistent with the expected molecular
weight of interest proteins. The recombinant proteins were mainly expressed in soluble form and purified by Ni-¢chela—
ting chromatography. The results of Western-Blot analysis revealed that the two expressed proteins were recognized
specifically by rabbit anti-RBV polyclonal antibody The stable expression of the proteins and the analysis of its anti—
genic specificity provide the foundation to develop the ELISA diagnostic kit for rabies.
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Fig.1 Identification of the recombinant plasmid
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MI. DNA DL2000 Marker; 1. pET-RGAI 12, pET-
RGHVAIL ; M2. DNA ADNA/Hind III Marker.

MI1. DI.2000 Marker; 1. pET-RG-Il /BamH 1 /Sal 1 ; 2. pET-RG-1 V-
Il /BamH 1 /Sal 1 ; M2. A\DNA /Hind III Marker.

2 pETRG-I 4Vl .pETRG-1I
Sal 1
Fig.2 Identification of the recombinant plasmid
PET-RGH-VI pET-RGHI by BamH I and Sal 1 digestion
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1. pETRGH4VI 4 h;2. pET43a 4 h; 3. pET-
RGA-VAL M. (97.4 66.2 43.0

31.0 20.1 14.4 kDa) ;4. pET-RGHAl  E. coli BI21( DE3) :

5. pET43a 4 h; 6. pET-RGAI 4 h.

1. Expressed product of pET-RG-I AV-Il induced for 4 h by IPTG;
2. Expressed product of pET-43a induced for 4 h by IPTG; 3. Expressed
product of pET-RG-] V- uninduced; M. Protein molecular weight
Marker(97.4 66.2 43.0 31.0 20.1 14.4) ;4. Expressed product of
pET-RG-II uninduced; 5. Expressed product of pET-43a induced for 4 h
by IPTG; 6. Expressed product of pET-RG-Il induced for 4 h by IPTG.
3 pETRG-II .pETRG-1 4Vl
SDS-PAGE
Fig.3 Analysis of expressed products of pET-RG-II
pET-RG-1 4VIl by SDS-PAGE

2.3 pETRG-II .pETRG-I VIl

Western-Blot
pETRG-I .pETRG-] V-l E. coli B121
( DE3)
Ni-NTA 2 ( 4,
Western-Blot
1. pET-RGAI ;2. pET-RGAI PM.
(97.4 66.2 43.0 31.0 20.1 14.4 kDa) ; 3. pET-RGHVI
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1. Purified protein pET-RG-II ; 2. The lysate supernatants of pET-RG-II ;
M. Protein molecular weight Marker( 97.4 66.2 43.0 31.0 20.1 14.4
kDa) ; 3. The lysate supernatants of pET-RG-] -IV-IIl ; 4. Purified protein
pETRG-1 -V-II; BI. Western-Blot analysis( Bl B2) of pET-RG-1;
B2. Western-Blot analysis( Bl B2) of pET-RG-1 -IV-II.
4 pETRG-II .pETRG-1 4Vl
Western-Blot
Fig.4 Purification and Western-Blot analysis of pET-RGAI
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