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Abstract:Objective To construct early endosomal antigenl (EEA1) lentiviral vector and establish the
high and stable expression of EEA1 in canis macrophage cell line DH82. Methods EEA1 was amplified using
PCR,and connected to the lentiviral expression plasmid GV287. The recombined plasmids GV287-EEA1 were
indentified by double enzymatic digestion and DNA sequencing. The recombinant lentivirus plasmid and packa-
ging plasmid pHelperl. 0 and pHelper2. 0 were co-transfected into 293 T cells. Lentiviruses were packaged and
the titer was determined. After infection of DH82 cells with lentiviral vector, EEA1 expression in these cells
was confirmed by qPCR and Western blot. DH82 cells infected with lentiviruses were further infected with
Ehrlichia chaffeensis. Results Enzymatic digestion and sequencing analysis indicated that GV287-EEA1 vector
was successfully constructed. The recombinant plasmid was successfully packaged into lentivirus and the viral
titer was 1 X 10° TU/mL. The recombinant plasmid with green fluorescent protein was highly expressed in

DHS82 cells by fluorescence microscopysand the infection rate was greater than 80%. The qPCR and Western
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blot results also proved that the mRNA and protein expression of EEA1 could successfully observed in DH82
cells transfected with GV287-EEAT. Both percentage of infected cells and total number of Ehrlichia chaffeensis

morulae were inhibited after 36 h postinfection. Conclusion EEA1 lentiviral expression vector was successful-

ly constructed,a stable expression macrophage cell line DH82-EEA1 was established,and Ehrlichia chaffeensis

morulae were inhibited after EEA1 overexpression, providing the experimental basis for further study of the

pathogenesis mechanism of E. chaffeensis.
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