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Fig. 1 Colony PCR of candidate strains
Specific band of ureB epitope was showed in lane /, 2, 6, which was

indicated that corresponding strains might harbor this gene.
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Fig. 2 Restriction enzyme digestion of pAcYclysis
A band equivalent to lysis gene cassette was showed after digestion by
BamH 1 (lane 2).
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Fig. 3 Growth curve of recombinant TOP10 and ghost
A value of recombinant TOP10 became higher and higher , significantly
distinctive from that of bacterial ghosts, which was indicated that lysis
gene could work properly. A—aA: pCSX-ureB; m—m: pCSX-ureB +
pAcYc-Lysis.
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Fig. 4 Electron micrographs of recombinant
bacterial ghosts
Almost all bacterial was lysed into ghosts with loss of cytoplasmic

material and structural integrity.
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Fig. 5 SDS-PAGE and Western blot analysis
of crude fimbriae
SDS-PAGE of crude fimbriae of TOP10 (lane/), TOP10 (pCSXureB)
(lane2) and bacterial ghosts (lane3) was showed in Figure S5a,
corresponding Western blot analysis using rabbit anti-UreB antibody

was showed in Figure 5b.
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Fig. 6 Fluorescence microphotographs of E. coli ghosts
The microphotographs of ghost filled with DNA vaccine and stained
with SYBR Green | was showned when fluorescence was unactivated

(a) and activated (b).
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Fig. 7 Flow cytometric analysis of bacterial ghosts package experiment

The fluorescence of bacterial ghosts of unpackaged (a) was compared to that of the packaged (b). Successful loading resulted in the fluorescence shift of

ghosts packaged indicated by the MFI, whereas the fluorescence of unpackaged ghosts remained almost unchanged.
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Fig. 8 Antibody titer determination of immunized mice

Anti-kat antibody titer of mice immunized with packaged ghost was higher than that immunized with DNA vaccine alone (a), however anti-ureB

antibody titer of mice immunized with packaged ghost remained almost unchanged compared to that immunized with ghost alone(b).
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Fig. 9 Anti-ureB antibody type determination
of immunized mice
Anti-ureB antibody type determination of different groups of immunized
mice was shown, namely, [gG2a antibody level of all immunized groups
was higher than that of IgG1 antibody level, which was indicated that
Th1 immunized response was prone to elicited. [1: IgG1; Il : 1gG2a.
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Fig. 10 Anti-katA antibody type determination
of immunized mice
Anti-katA antibody type determination of different groups of immunized
mice was shown, namely, IgG2a antibody level of all immunized groups
was higher than that of IgG1 antibody level, which was indicated that
Th1 immunized response was prone to elicited. (1 : IgG1; l: 1gG2a.
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Recombinant Bacterial Ghosts Displaying ureB Epitope Can Deliver
Helicobacter pylori DNA Vaccine”

ZHANG Rui-Ping"?, LIU Chun-Jie", TAO Hao-Xia?, LIU Xiang-Xin", ZHANG Zhao-Shan"™
(" Institute of Biotechnology, Academy of Military Medical Sciences, Beijing 100071, China
2 Life Science Department of Hei Bei University of Economics and Business, Shijiazhuang 050061, China)

Abstract Whether the immunogenicity of DNA vaccine can be further increased by novel deliver system-
bacterial ghost is discussed. First, the bacterial ghost displaying ureB epitope by CS3 fimbriae was constructed,
namely, plasmids pCSXureB harboring ureB epitope and plasmids pAcYclysis harboring lysis cassette were
transformed into E. coli together. The recombinant bacterial ghosts were then enfolded the Helicobacter DNA
vaccine pcDNAKAT by incubating at 24°C for 30 min. It was confirmed by DNA agarose electrophoresis,
fluorescent microscope that plasmids pcDNAKAT could bound to bacterial ghost unspecificly, successful loading
also resulted in the fluorescence shift indicated by the MFI of flow cytometric analysis. The anti-katA antibody titer
of mice immunized with packaged DNA vaccine was 1 : (520 + 54), which was significantly higher than that of
control groups (P = 0.0058), which was indicated strongly that bacterial ghosts could deliver DNA vaccine
effectively.

Key words bacterial ghost, DNA vaccine, Helicobacter pylor, deliver system
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