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The Effect of Notchl Gene Transfection on the Growth of Hep3B Hepatocarci-
noma Cells and the Related Mechanisms
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Second Military Medical University, Shanghai 200433, China )

[ Abstract ] Objective: To investigate the effects of Notchl gene transfection on the growth of human hepatocarcinoma
cells and to explore the mechanisms of Notch signaling. Methods: Recombinant retrovirus MSCV-ICN/GFP and MSCV-
GFP were prepared by calcium phosphate precipitation mediated gene transduction of 293T package cells. The recombinant
retroviruses were used to infect human hepatocarcinoma cells Hep3B. After infected, proliferation of Hep3B cells was ob-
served by MTT assay. Cell cycle distribution was analyzed by FACS and p53 expression was detected by Western blot.
Results: After infection of MSCV-ICN/GFP recombinant retrovirus, the growth of Hep3B cells was inhibited significantly
and cell cycle distribution analysis showed that Hep3B cells in G,/G, phase were increased. Western immunoblotting
showed that Notchl signaling up-regulated p53 expression. Conclusion: Notchl activation could inhibit the growth of hep-
atocarcinoma cells through G,/G, cell cycle arrest and p53 induction.
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Fig. 1 GFP expression in 293T cells 48 h after

plasmids cotransfection
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Fig. 2 Transduction efficiency of human hepatocarcinoma
cells Hep3B by recombinant retroviruses
GFP expression in transduced Hep3B cells was
analyzed by FACS ( Fluorescence intensity for GFP on

the x-axis and cell numbers of Hep3B on the y-axis )
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Fig. 3 Constitutively active Notchl inhibits the growth of
Hep3B human hepatocarcinoma cells
Growth rate of Notchl- infected Hep3B cells
was detected by MTT assays
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Fig.4 Activation of Notchl alters the cell cycle Kinetics of human hepatocellular carcinoma cells

Hep3B cells were harvested 24 ~72 h postinfection for cell cycle analysis using propidium iodide staining.

Activated Notchl transient expression caused G,/ G, arrest in Hep3B cells
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Fig. 5 Activation of Notchl( ICN ) induces expression of p53
in Hep3B cells. p53 expression was performed by Western

bloting in Hep3B cells 48 h postinfection
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