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Effect of expression of uPA and MMP-3 in rabbit chondrocyte mediated by uPA-siRNA lentiviral vector”
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Abstract ;. Objective To construct recombinant lentiviral vector carrying small interfering RNA against uPA gene with express-
ing reporter gene GFP,and to observe its effect on the expression of uPA and MMP-3 in chondrocytes. Methods siRNAs against
uPA mRNA were designed and chemically synthesized. Recombinant lentiviral vector with uPA-siRNA and reporter gene GFP was
constructed. Rabbit chondrocytes were cultured and randomized into four groups: for uPA-siRNA transfection group:recombinant
lentiviral vector with uPA-siRNA and GFP gene was transfected into chondrocytes using lipofectamine 2000; for empty vector
transfection group: empty lentiviral vector was transfected into chondrocytes;for non transfection group: chondrocytes were cul-
tured without any treatment; for MMP inhibitor group: chondrocytes were cultured with MMP inhibitor TIMP. The mRNA and
protein expression levels of uPA and MMP-3 of chondrocytes were determined by RT-PCR and Western blot after 96 h of treatment
in all groups respectively. Results Recombinant lentiviral vector carrying uPA-siRNA and reporter gene GFP was constructed and
transfected into primary chondrocytes successfully. The transfection efficiency was more than 85% when multiplicity of infection
(MOI) was 100. The mRNA and protein expression levels of uPA were significantly decreased in uPA-siRNA transfection group
compared to three other groups(P<C0. 01). MMP-3 mRNA and protein levels were also down-regulated in uPA-siRNA transfection
group compared to empty-vector group and non-transfection group(P<C0. 01). However,only decreased mRNA level of MMP-3 was
obtaind when compare uPA-siRNA transfection group to MMP inhibitor group(P<C0. 01). There was no significant difference of
MMP-3 protein level between uPA-siRNA transfection group and MMP inhibitor group(P>>0. 05). Conclusion Recombinant lenti-
viral vector carrying uPA-siRNA and GFP gene can transfect primary chondrocytes successfully and inhibit uPA gene expression
and protein level as well as MMP-3 in chondrocytes efficiently. Low level of uPA could down regulate the expression of MMP-3.
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