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Molecular Cloning and Prokaryotic Expression of the
ORK3 of Tobacco bush top virus

LONG Ya-qin', ZUO Rui-juan', LI Fan', ZHAO Xiu-lan®, LI Ling' , CHEN Hai-ru'
(1 Key Laboratory for Agricultural Biodiversity for Pest Management of China Education Ministry, Yunnan Agricultural University,
Kunming 650201 , China;2 Plant Protection Station of Agricultural Bureau of Cangyuan County, Lincang 677400, China)

Abstract: The ORF3 was amplified from RNA of Tobacco bush top virus( TBTV) Longling isolate ( TBTV-
YLLi) by RT-PCR,and the amplified cDNA was then cloned into pMD18-T. The results of sequence anal-
ysis indicated that the ORF3 of TBTV-YLLi was consisted of 714 bp,and shared 98. 3% to 98. 6% nucle-
otide identities and 95. 4% to 95. 8% amino acid identities with other TBTV 1solates, respectively. Com-
pared with the ORF3 of TBTV with other umbraviruses , the results demonstrated that TBTV had 61. 6% ,
65. 1% and 49. 7% nucleotide 1dentities and 34. 6% ,36. 4% and 16. 5% amino acid with Pea enation
mosaic virus-2 ( PEMV-2) . Carrot mottle mimic virus (CMoMV) and Groundnui rosette virus ( GRV) | re-

spectively. The ORK3 was then cloned into pET28a( + ) ,and the recombinant plasmid of pET-ORF3 was
then transformed into E. coli B121-plysS and induced by IPTG. The fusion protein reached the highest ex-
pression level when induced with 1. 0 mmol/L IPTG for 4 h at 37 °C. The expressed protein was then pu-
rified through Ni’" affinity chromatography column. SDS-PAGE analysis revealed that the expected 35 000

fasion protein was expressed successfully.
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Fig.3 Analysis of the puritied expressed protein of ORF3
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