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Effects of Sirtl inhibition by lentivirus-mediated shRNA
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Abstract: [Objective] The study was to investigate the effects of Sirtl inhibition by lentivirus-media-
ted shRNA vector on apoptosis of porcine preadipocytes. [Method) pLentiH1-Sirtl shRNA lentivirus vec-
tor was constructed to infect porcine preadipocytes. The morphological changes of cells were observed un-
der fluorescence microscope after Hoechst 33258 staining; flow cytometer was used to assess the percenta-
ges of apoptotic cells;expression of apoptotic marker Cleaved caspase-3 in porcine preadipocytes was exam-
ined by Western blotting analysis. [Result] After Sirtl expression was inhibited by lentiviral Sirtl shRNA
infection. Preadipocytes showed characteristic morphological features of apoptosis under fluorescence mi-
croscope, such as reduced cell volume, chromatin condensation and nuclear shrinkage. Apoptosis rate in
cells infected with Sirtl shRNA was significantly increased compared with that of empty vector group,and
the early apoptotic and late apoptotic cell fractions increased from 4% and 9% (P<C0.05) to 30% and 32%
(P<C0.05) ,respectively,assessed with flow cytometric analysis. Western blotting analysis showed that in-
hibition of Sirtl also upregulated the Cleaved caspase-3 expression. [Conclusion]) Lentivirus-mediated shR-

NA vector effectively inhibited Sirtl expression and remarkably induced apopotosis in porcine preadipo-
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cytes. These results suggest that Sirt]l may play an important role in the apoptosis of preadipocytes.
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Fig. 1 Identification of positive lentiviral vector by
restriction enzyme digestion
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Fig.3 pLentiH1-Sirtl shRNA transfected to 293T cells(40X)

A. Observed under common microscope—+fluorescence microscope; B. Observed under fluorescence microscope
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Fig. 4 GFP expression of porcine preadipocytes after infected with lentivirus containing Sirtl shRNA(40X)
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A. Observed under common microscope; B. Observed under {luorescence microscope
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Fig. 5 Expression of Sirtl protein after preadipocytes

infected by pLentiH1-Sirtl shRNA
A. Non-transfected group; B. Empty vector group;C. pLentiH1-Sirtl
shRNA interference group; * . Means significant difference compared

with non-transfected group and empty vector group,the same below
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Fig. 6

Effect of Sirtl downregulation on apoptotic morphology of preadipocytes detected by Hoechst 33258 staining (100 X)

A. Non-transfected group;B. Empty vector group;C. pLentiH1-Sirtl] shRNA interference group;—. Indicate apoptotic cell
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Fig. 7 Flow cytometric analysis of downregulation of
Sirtl induced apoptosis in porcine preadipocytes
A. Non-transfected group;B. Empty vector group;

C. pLentiH1-Sirt] shRNA interference group
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Fig. 8 Expression of Cleaved caspase-3 protein after
preadipocytes infected by pLentiH1-Sirtl shRNA
A. Non-transfected group;B. Empty vector group;

C. pLentiH1-Sirt]l shRNA interference group
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