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Abstract: In the present study, Marc-145cell lines with stable expression of shRNA were estab-
lished by lentiviral expression system to inhibit replication of porcine reproductive and respiratory
syndrome virus (PRRSV), and its interference suppression effect to PRRSV key target genes was
clarified from the level of cell model. LR recombination reaction between pENTR/U6/Nsp9-4
(pENTR/U6/Nsp9-6, or pENTR/U6/-CON, respectively) and pDEST were done by using the

LR technology to obtain expression skeleton. Expression vector and auxiliary plasmid Vira Pow-
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er™ Packaging Mix were cotransfected into 293-FT cells by Lipofectamine 2000, respectively, to
gain Lentiviral supernate and to infect Marc-145 cells. After 48 h, the cells were incubated in
standard culture medium including blasticidin (3. 3 g *+ mL™"), colonies with blasticidin were ob-
tained when cells were cultured in selection medium within 14 d, monoclonal were expanded, pas-
saged, screened to get monoclonal cell lines. The integration of the obtained monoclonal cell lines
were identified by PCR, CPE observation and TCID;, determination, and the inhibition effect of
the cell lines with shRNA to PRRSV proliferation were detected by indirect immunofluorescence
test and real-time PCR methods. pENTR/U6/Nsp9-4, pENTR/U6/Nsp9-6 and Marc/pU6-CON
had been integrated into the chromosome of Marc-145 cells and expressed stably at high level.
Results showed that the shRNA expressed by two cells with pEN/U6/Nsp9-4, pEN/U6/Nsp9-6
specifically suppressed PRRSV proliferation, respectively. The infection rates of PRRSV to the
negative control and normal cells were higher than those to the recombinant Marc/pU6/NSP9-4
and Marc/pU6/NSP9-6, and the difference was obvious. These results demonstrate that Marc/
pU6/NSP9-4 and Marc/pU6/NSP9-6 cell lines can effectively express shRNA to inhibit the repli-
cation and proliferation of PRRSV. It helps to clarify the key target genes that suppress PRRSV

replication, and is expected to construct transgenic animals based on the siRNA targeted PRRSV.
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A. Normal Marc-145; B. Infected Marc-145 by PRRSV; C. Marc/pU6/Nsp9-4; D. Marc/pU6/Nsp9-6; E. Marc/
pU6/-CON; F-H. Infected Marc/pU6/Nsp9-4, Marc/pU6/Nsp9-6 and Marc/pU6-CON by PRRSV, respectively
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a. IEH Marc-145 4l ; b. Marc/pU6/-CON 4 fd; c. 25X I ; d. Mare/pU6B/Nsp9-4 il ; e. Marc/pU6/Nsp9-6 4 jitl
a. Infected normal Marc-145; b, Marc/pU6/-CON; c. Control; d. Marc/pU6/Nsp9-4; e. Marc/pU6/Nsp9-6
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Fig.3 To verify PRRSYV replication inhibition of shRNA expressed by transgenic positive cells through IFA
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