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Cobra Venom NGF Inhibits Proliferation and Induces Apoptosis of
Hepatic Stellate Cell*
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ABSTRACT Objective: Cobra venom NGF canbe isolate and purfity with a rapid method,and observe the effect of the proliferation
and apoptosis after NGF add to the HSC-T6 cells. This provide the basis for the treatment of anti-liver fibrosis in further. Methods: NGF
is separated from guangxi cobra venom through shephadex G-75 and CM Sepharose CL-6B column chromatography; PC12 cell assay the
activity of the NGF elution peak, then identified NGF purity and relative molecular mass with SDS-PAGE; we establishment groups of
control and NGF respectively, acting on the HSC-T6, nurturing the corresponding time points, MTT test HSC-T6 cells viability effected
on cobra venom NGF; hematoxylin and eosin stain [PALM MicroBeam and transmission electron microscope Morphology observed the
changes in HSC-T6 cells; Tunel.and flow cytometry detected HSC-T6 cell apoptosis after adding the cobra venom NGF; Results: The
Cobra venom elution peak identified by PC-12 cells having NGF active;SDS-PAGE electrophoresis show the elution peak  pure and
the relatived molecular mass is 22.3KD; HSC-T6 cell proliferation is inhibited evidently (2 wg/mINGF inhibition ratio is 49.66% +
6.50%; 6.25 wg/mINGF inhibition ratio is 71.33% + 1.53%, P<0.05); TUNEL shows apoptosis ratio of HSC-T6 is 28.71%z+ 1.59% 2
pg/ml NGF) and 34.4% + 2.49 % (5 wg/mINGF) that is obviously higer than control 15.85% * 1.58%, P<0.05; It is also founded in flow
cytometry, apoptosis ratio of HSC-T6 is 16.12% + 3.02% (2 wg/ml NGF) and 21.15%= 3.31%(5?9/mINGF) that is obviously higer than
control 2.7% + 1.55%, P<0.05. Conclusion: The cobra venom NGF inhibits HSC-T6 proliferation and induces apoptosis.
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Fig. 1 Crude Cobra venom isolate and purfity. A Gel filtration chromatography of Chinese cobra venom was fractioned on sephadex G-75 column 2.6
cmx 100cm B lon exchange chromatography of the peak 3 with NGF activity obtained from sephadex G-75 column was fractioned on CM-Sepharose
CL-6B column 2.6 cmx 50 cm
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Fig. 2 The activity analysis of PC-12 cells treated with Cobra venom NGF
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Fig. 3 Determination of NGF molecular weight and content. A:SDS-Polyacrylamide gel electrophoresis (12.5%); B:Bovine serum albumin standard curve
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Fig. 4 MTT sssay HSC-T6 cells proliferation effected on cobra venom NGF . A: HSC-T6 cells growth curve;
B:HSC-T6 cells growth histogram treated with NGF
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Fig. 5 Morphology observe HSC-T6 cells after adding the cobra venom NGF. A: hematoxylin and eosin stain; B: acridine orange stain
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Fig. 6 Electron microscope observe HSC-T6 cells after adding the cobra venom NGF
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Fig. 7 HSC-T6 cells apoptosis induced by Cobra venom NGF (TUNEL 400x )
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Fig. 8 Flow cytometry detecte HSC-T6 cells after adding the cobra venom NGF
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