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Construction and functional verification of a shRNA targeting
3D polymerase of coxsackievirus B
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Abstract: The present paper aimed to inhibit the expression of 3D polymerase of coxsackievirus B by short
hairpin RNAs (shRNAs) with lentiviral vector. Three pairs of RNA interference sequences targeting 3D
gene and corresponding control sequences were designed and synthesized. The pair with the highest
interference efficiency was screened by quantitative reverse transcription-polymerase chain reaction (RT-
qPCR) and Western blotting. The recombinant plasmid pLVTHM-3DshRNA was constructed and co-
transfected with psPAX2 and pMD2.G in 293T cells. The packaged lentivirus (titer 5 X 107 TU) was
subjected to functional evaluations in HeLa cells and mice. The inhibition of 3D polymerase expression was

observed.
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siRNA-1043 GCAAGGACTATGGATTAATCA 1 043-1 063
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siRNA-1281 GCACGAATATGAGGAGTTTAT 1 281-1 301
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Tab. 2 The shRNA sequences used for constructing lentiviral vectors
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A: Expression of 3D in CVB3-induced cells after siRNA interference by Western blotting. B: Quantitative analysis of protein expression.
n=3, ** P<0.001. C: Expression of CVB3 RNA in CVB3-induced cells after siRNA interference by RT-qPCR.
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Fig. 1 Screening of effective targets of CVB 3D siRNA
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A: Expression of 3D in CVB3-induced HeLa cells after lentiviral infection by Western blotting. B: Quantitative analysis of protein

expression. n =3, ** P<(0.001. C. Expression of green fluorescent protein was observed under fluorescence microscope (200X ). D.

Expression of 3D in CVB3-induced BALB/c mice after lentiviral infection by Western blotting. E. Quantitative analysis of protein

expression. n =3, ** P<C0.001.
4 2555 Lenti-sh3D THHRLEE

Fig. 4 Interference effect of Lenti-sh3D
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