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Abstract: [Objective] To evaluate the inhibition ability of siRNAs targeting to M protein gene of porcine reproductive and
respiratory syndrome virus. [ Method] shRNA-expressing plasmids were constructed and delivered to HEK293A or Marc145 cells,
efficiency of RNA interfering was assayed by semiquantitative RT-PCR, indirect immunofluorescence assay (IFA), virus titre of
TCIDsgand real time PCR. [Result] After cotransfection with fusion-protein expressing plasmids, the fluorescence in HEK293A
cells treated by shRNA expressing plasmids became obviously weaker compared to those cotransfected with target gene expressing
plasmid and pSUPER plasmid. Different ShRNA expressing vectors were also cotransfected into HEK293A cells with vectors
expressing M proteins of PRRSV, and the mRNA level of M protein was inhibited by 54%-64% assayed by semi-quantitative PCR.
These plasmids expressing sShRNA were also delivered into Marc145 cells. After infection, these cells showed a significant decrease
in virus yield when compared to control cells, by detection using virus titers (TCIDs), IFA and real-time RT-PCR. [ Conclusion]
SiRNA targeting to M protein gene of PRRSV could inhibit M protein expression and PRRSV replication in Marc145 cells.
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HEAT) 5 24 FLBUR L FLEC A L RS 579 5 RNA %
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M: 1kb plus DNA ladder; 1: pSUPER %% Jfifi; 2~5: pSUPER-M1,
pSUPER-M2, pSUPER-M3, pSUPER-M4

M: 1kb plus DNA ladder; 1: pSUPER; 2-5: pSUPER-M1, pSUPER-M2,
pSUPER-M3, pSUPER-MA4, respectively

1 shRNA SRiA R RO BBV £ T
Fig. 1 Identification of the recombinant plasmids with Kpn I
and EcoR I restriction enzymes digestion
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M: 1kb plus DNA ladder; 1: M JEFEY 174); 2: pM-EGFP-N1 Hind
111/BamH 1 XU #)

M: 1kb plus DNA ladder; 1: PCR product of M protein gene; 2:
pM-EGFP-N1 digested by Hind III/BamH I

2 BERIERNHMESLEE
Fig. 2 Identification of fusion-protein expressing plasmid

3 MAEBRRIEMETE (10X20)
Fig. 3 Expression of fusion-protein (10X20)
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4 F[E shRNA JHEEE RS E RIS (10X10)
Fig. 4 Inhibition of the expression of fusion protein by different sShRNA expressing plasmid (10X 10)
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Fig. 5 Inhibition detected by semiquantitative RT-PCR
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Fig. 6 Relative expressing of M detected by semiquantitative
RT-PCR
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logTCIDs,

Bl 7 TCIDs# shRNA XF PRRSV & il 8941 4E A
Fig. 7 Suppression of viral replication in Marc145 cells by
RNA.i detected by TCIDs,

& SKRT PCR 43l shRNA RiA B xS PRRSV HYHDHI{E F
Table Detection of PRRSV N protein gene by real-time PCR

Cycle threshold(Cr)* TCIDso- mI™(logy)

(Mean=+SD) (Mean+SD)
Virus control 11.7240.88 46+0.26
pSUPER 11.58+1.29 4.64+0.38
pSUPER-M1 15.384+0.59 3.53+0.17
pSUPER-M2 17.22+3.83 3.00+1.12
pSUPER-M3 14.85+1.07 3.6940.31
pSUPER-M4 15.865+1.83 3.394+0.53

* Ct =-3.429 log1oTCIDso +27.49

8 IFA & shRNA XF PRRSV EHlIAY#NHI (10X 20)
Fig. 8 Suppression of viral replication by RNAi detected by IFA
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4 i

AT INAIEE T 4 AR PRRSV M & (LA
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AT, AU RS SRR AR . R RESS
Ry AR AT AR LS. PRRSV [R5 4t
TR T BRI
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