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Fig.1 Fluorescence protein in THP-1 macrophages. A: THP-1 macrophages; B: THP-1 macrophages transfected with pDsRed-
Monomer-C1; C: THP-1 macrophages transfected with pDsRed- Monomer-C1/vacA.
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Fig.2 Western blot analysis of VacA protein from transfected
macrophages. a. THP-1 macrophages; b. THP-1 macrophages 2.3.2 VacA Mo
transfected with pDsRed-Monomer-C1; c¢. THP-1 macrophages ( 4 6h
transfected with pDsRed-Monomer-C1/vacA. ’ ’
, (P <0.05);
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Fig.3 Vacuolated cells observed by electron microscopy. A: The THP-1 macrophage; B:The cytoplasm filled with vacuoles and the
form of the cell nucleus was nomal; C: The cytoplasm filled with vacuoles and the cell nucleus was pushed aside.
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Fig.5 The level of TNF- o or IL-1 in the cell culture medium. ’
A. The effect of different group on the level of TNF-a or > V-ATP
IL-1B in the cell culture medium at 6h or 24h after transfection; [”]’ , ,
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Helicobacter pylori VacA up-regulates secretion of macrophages by Transfec-
tion of vacA eukaryotic expression vector

Cunyan Li, Yan Zhang®, Zhijie Liu, Minjun Yu, Wen Yu
(Institute of Pathogenic Biology,University of South China,Hengyang 421001, China)

Abstract: We constructed a recombinant plasmid containing the N-terminus gene of vacA gene of Helicobacter pylori and
studied the effect of VacA on the secretion of macrophages as an individual virulence determinant. VacA gene amplified
by Polymerase Chain Reaction (PCR) from Helicobacter pylori was cloned into eukaryotic expression vector
pDsRed-Monomer-C1. The recombinant plasmids were verified by restriction endonucleases analysis and nucleotide se-
quencing. Then the recombinant plasmids pDsRed-Monomer-Cl/vacA were transfected into macrophages. Their expres-
sion in macrophages was examined by Western blot and fluorescence microscope. Vacuolated phenotype in macrophages
was observed by electron microscopy and neutral red uptake. The cytokine content of TNF-a or IL-1p in the culture me-
dium was tested quantitatively with Enzyme Linked Immunosorbent Assay( ELISA) kit, respectively. The effect of pyr-
rolidine dithiocarbamate (PDTC), an inhibitor of NF-kB, on the secretion of macrophages transfected with the recombi-
nant plasmids, was also studied. Restriction endonucleases analysis and nucleotide sequencing showed that the eukaryotic
expression recombinant pDsRed-Monomer-C1l/vacA was successfully constructed. A clear vacuolated phenotype devel-
oped in some of macrophages transfected with the recombinant plasmids. VacA over-expressed increased the level of
TNF-o and IL-1B. PDTC decreased the production of TNF-a and IL-1f induced by VacA. In conclusion, we have suc-
cessfully constructed the eukaryotic expression plasmid encoding VacA. The over-expression of VacA fusion protein can

up-regulate secretion of macrophages. Activation of NF-«kB is probably involved in VacA induced cytokines production.

Keywords: Helicobacter pylori; VacA; eukaryotic expression vector; Macrophages; Cytokine
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