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Abstract

Porcinereproductive and respiratory
syndrome (PRRS) and Pseudorabies (PR) are two
important infectious diseases of swine. In order
to construct a chimeric virus, PR viruswas used as
avector to carry aforeign virus gene fragment
ORF 3 of PRRS. Thetotal fragment of ORF3
gene was amplified by Reverse-Transcription
Polymerase Chain Reaction (RT-PCR). The
resulting cDNA was inserted into prokaryotic
expression vector (pGEX-2T) system. GST-GP3
(gluthione-S-Transfer ase-glycopr otein5) expr essed
fusion proteins having molecular weight about 30
kDawas obtained. Thefusion proteinswere used

as antigensto prepare monoclonal antibodies

Mabs , and a hybridoma capabling of secreting

the M abs against the GP3 fusion proteins was
successfully produced. The Mabs against GP3
fusion proteinswas used for screening and
confirming PRRS/PR chimeric viruscarrying the
ORF 3 gene expressed proteins. The Mabs can
identify native GP3 proteins of PRRSvirus, but
not to neutralize PRRSvirus. . Furthermore, the
RT-PCR products GP3 gene fragments were
cloned into the pGX vector contained the gG gene
fragment of PR virus. Then, the constructed pJ3X
plasmid DNA contained gG gene fragment of PR
virus and GP3 gene fragment of PRRSvirus and
DNA of the attenuated PRV-gE-TK™ viruswere
co-transfected into RK-13 cells. Following
homologous recombination in the cells, a PRRS/PR

chimeric virus (designated as J3X chimeric virus)



carried GP3 gene fragment in the genome of PR
viruswas successfully constructed. GP3
recombinant proteins of PRRS/PR chimeric virus
wer e detected by Southern blotting, Western
blotting, |mmunofluor escent assay and
Immuno-peroxidase staining.  Plaques produced
by J3X chimeric virusin RK-13 cell lineswere
much smaller than those produced by wild-type PR
virus. Thechimeric virusJ3X will befurther

investigated on itsimmunogenicity in pigs.
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