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Fig.1 Western blot analysis of Lpp20-IL2 expressed in HelLa cells.
1. HeLa cells transfected with pcDNA3.1 ( + ); 2. HeLa cells
transfected with pcDNA3. 1( + )/Lpp20-112.
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Fig.2 A,y of special IgG antibody in sera of immunized mice.
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Table 1 IFN-y and IL4 in cultural supernatant of spleen lymphocytes from immunized mice
Groups Number of mice IFN-y(x £5) MA(x £5)
PBS 10 14.53 £3.58 26.37 £7.80
pecDNA3. 1( +) 10 18.30 £5.32 40.10 £18. 54
pcDNA3. 1( + )/Lpp20 10 204.86 +17.02 374.97 £54.92
peDNA3. 1( +)/112 10 40. 47 +14. 98 156. 25 +46. 86

peDNA3. 1( +)/Lpp20-112 10

366.79 +61. 94 650. 86 +120. 35
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Table 2 Stimulation index (SI) of spleen cells of different immune mice

Groups Number of mice Stimulation index (SI) (x +s)
PBS 10 1.14 £0. 12
pcDNA3. 1( +) 10 1.20 +0. 14
peDNA3. 1( +)/112 10 1.36 £0. 14
pcDNA3. 1( +)/Lpp20 10 1.91 £0.24
pcDNA3. 1( + )/Lpp20-11.2 10 2.26 £0.35
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et 2 28 S AE I AL S ARFR AT L (1 3) 6
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Fig.3  Immunoflourescence analysis of Lpp20 and Lpp20-IL2 expression in muscular tissue of mice. A: Muscular tissue of mice immunized by PBS;

B: Muscular tissue of mice immunized by pcDNA3. 1( + ) ;C. D: Muscular tissue of mice immunized by pcDNA3. 1 ( + )/Lpp20;E: Muscular tissue
of mice immunized by pcDNA3. 1( + )/IL2;F. G Muscular tissue of mice immunized by pcDNA3. 1( + )/Lpp20-1L2.
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Construction of Helicobacter pylori Lpp20-IL2 DNA
vaccine and evaluation of its immunocompetence in
CS57BL/6 mice

Wen Yu, Yan Zhang " , Jifang Jing, Zhijie Liu
(Institute of Pathogenic Biology, University of South China, Hengyang 421001 , China)

Abstract ; [ Objectives ] To evaluate the humoral and cellular immune responses in C57BL/6 mice induced by pcDNA3. 1
( +)/Lpp20-1L2 for further development of DNA vaccine against H. pylori infection. [ Methods | The eukaryotic
expression vector pcDNA3. 1 ( + )/Lpp20-IL2 was constructed and then transfected into HeLa cells using liposome.
Western blot was used to verify the expression of Lpp20 antigen gene in Hela cells. Then five groups of 6-week-old
C57BL/6 mice were immunized intramuscularly with either of the following vaccines: pcDNA3.1 ( + )/Lpp20-112,
pcDNA3. 1( + )/Lpp20,pcDNA3. 1( + ) /112 ,mock plasmid pcDNA3. 1( + ) ,or PBS four times at 1-week interval. Six
weeks after the last injection, the specific IgG in the sera of C57BL/6 mice and the cytokine content of IFN-y and 114 in
mice spleen lymphocyte culture medium after stimulation by recombinant Lpp20 ( rLpp20 ) was tested quantitatively by
ELISA ,respectively. The proliferation of spleen cells was measured by MTT assay. Lpp20-IL2 fusion protein in mouse
muscular tissue was detected by immunofluorescence histochemistry. [ Results ] The eukaryotic expression recombinant
pcDNA3. 1( + )/Lpp20-1L2 was successfully constructed and could be expressed in Helia cells . The significant specific
antibody titers were detected by ELISA in pcDNA3. 1( + )/Lpp20-IL2 DNA vaccine groups and the highest titer was 1:
4096 after eight weeks. The cytokines content of IFN-y and II4 in cultural supernatant of spleen lymphocytes from mice
immunized with pcDNA3.1 ( + )/Lpp20-1L2 increased significantly. After stimulated by corresponding antigen, the
stimulation index of pcDNA3.1 ( + )/Lpp20-I1L2 and pcDNA3.1( + )/Lpp20 group were higher than that of control
groups (P <0.01). Lpp20-IL2 fusion protein could be expressed in mouse muscular tissue. [ Conclusions ] We have
successfully constructed the recombinant eukaryotic expression plasmid pcDNA3. 1( + )/Lpp20-112 and the Lpp20-I11.2
fusion protein could be effectively expressed in Hela cells. Both pcDNA3.1( + )/Lpp20-I1L.2 and pcDNA3.1( + )/
Lpp20 DNA vaccines could induce strong cellular immunity and humoral immunity in C57BL/6 mice,and the former could
induce more powerful cellular immunologic response.
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