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Construction and transfection of eucaryotic expression recombinant vector containing truncated
region of UL83 gene of human cytomegalovirus and it s sheltered effect as DNA vaccine

GAO Rong-bao LI Yan-giu WANG Ming-li*
Department of Microbiology College of Basic Medicine Anhui Medical Univercity Hefei 230032 China

Abstract To construct eucaryotic expression recombinant vector containing vivo truncated region of UL83 gene of human
cytomegalovirus realize its steady expression in Hep-2 cell ~and study sheltered effect of the eucaryotic expression recombinant
vector as DNA vaccine. A vivo truncated UL83 gene fragment encoding for truncated HCMV pp65 was obtained by PCR from human
cytomegalovirus AD169 stock genome. By gene recombinant ways the truncated UL83 gene fragment was cloned into eucaryotic
expression vector pEGFP-C1 with reported gene coding GFP to construct recombinant vector pEGFP-C1-UL83. The recombinant
vector pEGFP-CI1-UL83 was tested by different methods including PCR restriction digestion and gene sequencing. Test results
showed the recombinant vector was constructed successfully. After pEGFP-C1-UL83 was transfected into Hep-2 cell by lipofectin
mediation expression of GFP and truncated pp65 fusion protein in Hep-2 cell was observed at different time points by fluorescence
microscope. Results showed that quantity of fusion protein expression was the highest at 36h point. Then Hep-2 cell was cultured
selectively by RPMI-1640 containing G418 200¢g/mL  to obtain a new cell stock of expressing truncated UL83 Gene fragment
steadily. RT-PCR and Western blot results showed the truncated fragment of UL83 gene could be expressed steadily in Hep-2 cell.
The result showed a new cell stock of expressing Tpp65 was established. This cell stock could be useful in some HCMV research
fields for example it could be a tool in study of pp65 and HCMV infection and it could provide a platform for the research into the
therapy of HCMV infection. Immune sheltered effect of pEGFP-C1-UL83 as DNA vaccine was studied in vivo of HCMV congenital
infection mouse model. The mouse model was immunized solely by pEGFP-C1-UL83 and was immunized jointly by pEGFP-C1-UL83
and its expression product. VWhen the mouse was pregnant and brought to bed differential antibody of anti-HCMV pp65 was tested
by indirect ELISA in mother mouse the infectious virus was separated with the method of virus separation and pp65 antigen was
checked up by indirect immunofluorescence staining in fetal mouse. Results showed differential antibody of anti-HCMV pp65 was
produced in mouse model. Tilter of the antibody was from 1:2.51 to 1:50.79. Results of virus separation and pp65 checkup of fetal
mouse brain tissue were negative. So the conclusion can be reached that pEGFP-C1-UL83 as DNA vaccine in vivo has sheltered
effect which can prevent HCMV vertical transmission from mother mouse to her fetus.

Keywords Human cytomegalovirus HCMV  Truncated region of UL83 Gene Green fluorescence protein GFP  Transfection
Hep-2 cell DNA vaccine
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