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Cloning and expression of 120 000 surface antigen of Ehrlichia chaffeensis

JIAN Rui, WEN Bo-hai (Department of Microbiology, Third Military Medical University, Chongqing 400038, China)

Abstract: Objective To construct a prokaryotic expression plasmid with a gene encoding a 120 000 surface antigen (P120) of Ehrlichia
chaffeensis for its highly express in the E . coli cells. Methods The DNA fragment containing gene encoding the immunodominant of P120 was am-
plifyed with a pair of primers designed based on the reported sequence of the pl20 gene by PCR. The PCR product was cloned with T-vector and the
cloned DNA fragment was cut off from the T-vector with Ndel and BamH1. The DNA fragment was ligated into an expression plasmid (PET11C) and
transformed the E . coli BI21(DE3) with the recombinant plasmid { PET11C/p120). The expression of p120 gene in the E. coli was induced by
IPTG. Results The DNA fragment amplified by PCR was 1 119 bp and was identified to be the p120 gene of E. chaffeensis by analyzing its se-
quence. A 41 000 natural protein that was 28% of the total protein of the . coli was identified in this transformed E. coli by SDS-PAGE and it
reacted specifically with the sera of patients infected by E. chaffeensis in Western blotting analysis. Conclusion The E . coli transformed by the
recombinant plasmid (PET11C/p120) yield a high level of P120 antigen of Ehrlichia Chaffeensis , which lays a foundation of preparing a large amount
of P120 antigen for serological diagnosis and vaccination of human monocytic ehlichiosis.
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Fig 1 Construction of the recombinant plasmids
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Fig 2 Identification of the direction of p120 gene in the PUCm-
T/p120
1: Primer Py and P, ; 2: Molecular weight marker; 3: Primer M13 and
P,; 4: Primer M13 and P, ; 5: Primer P; and P, ( Negative control )
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Fig 3 Identification of P120 antigen by immunoblot analysis

1: Molecular weight marker; 2: E. coli transformed with PET11C/
p120 induced with IPTG in SDS-PAGE; 3: E. coli transformed with
PET11C induced with IPTG in SDS-PAGE; 4: E. coli transformed
with PET11C/p120 induced with IPTG in immunoblot with HME pa-
tient sera; 5: E. coli transformed with PET11C/pl120 induced with
IPTG in immunoblot with normal sera
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