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Effect of plasmid delivered shRNA knocking down CTGF on
extracellular matrix secretion in rat hepatic stellate cells
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Abstract

<FONT face=Verdana=AIM: To clone the recombinant plasmids expressing CTGF
short hairpin RNA (shRNA), to screen the highly efficient shRNA and to investigate
the effect of CTGF shRNA on the expression of TGF-B<SUB>1</SUB=>, type I
procollagen, type 111 procollagen mRNA and extracellular matrix secretion in HSC-T6
cells. METHODS: (1) Three pairs of two DNA sequences containing small hairpin
structure and one pair of unspecific control sequence were designed and
synthesized, respectively. Four pairs of recombinant plasmids were transfected into
HSC-T6. The expressions of CTGF mRNA and protein levels were determined by
reverse transcription-polymerase chain reaction (RT-PCR) and Western blotting 24
h later. (2) The CTGFshRNA plasmids contained EGFP were transfected to HSC-T6
with transfection reagent metafectene. Another three HSC-T6 groups: one with
plasmids and without CTGFShRNA; one only with metafectene; and one was
untreated. The expression of TGF-f<SUB>1</SUB=>, type [ procollagen and type III
procollagen mRNA level were determined by reverse transcription-polymerase chain
reaction (RT-PCR) and/or Western blotting after 24 and 48 h. Precollagen type III,
IV-type collagen, hyaluronate (HA), laminin (LN) in the supernatants were
determined by radioimmunoassay. RESULTS: (1) Compared to the controls, the
expression of CTGF mRNA and protein levels in HSC-T6 transfected with CTGFshRNA
recombinants were markedly down-regulated respectively in two groups of
recombinant plasmids. (2) After 24 h and 48 h, the expressions of type I
procollagen and type Il procollagen mRNA levels in HSC-T6 transfected with pEGFP-
CTGFshRNA were markedly down-regulated. The contents of precollagen type III, IV-
type collagen, HA, LN in the supernatants were decreased. No difference in the
expression of TGF-f<SUB>1</SUB> mRNA and protein was observed.
CONCLUSION: CTGFshRNA requlates connective tissue growth factor, extracellular
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matrix molecule expression and secretion in HSC-T6. CTGF shRNA may inhibit the
development of liver fibrosis.</FONT>
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