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Establishment of a New Procedure for Isolating Rat Hepatic
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[ Abstract] Objective To build an efficient procedure for isolating rat hepatic stellate cells. Methods
Primary hepatic stellate cells (HSC) were isolated from normal Sprague-Dawley (SD) rats by infusion and
combined digestion of pronase E and collagenase IV ex situ. Hepatic stellate cells were purified by density
centrifugation with 12% Nycodenz. Autofluorescenes, desmin and smooth muscle actin ( o -SMA)
immunofluorescence staining identified and assayed purity of HSC. HSC were activated by culture on uncoated
plastic tissue culture dish and culture in a higher glucose Dulbecco’s modified eagles medium ( DMEM)
supplemented with 10% fetal calf serum under 37°C contained 5% CO, 95% air incubater. Results The harvest
rate of hepatic stellate cells was about (3.7 £ 0.6) x 107 per rat, and the viability was more than 90%. Hepatic stellate
cells could be activated by culture for more than 7 days. Conclusion This reformed method is more efficient to
isolate hepatic stellate cell and by culture the hepatic stellate cells can be activated.
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Fig. 1 Cell separation interface

Fig. 2 HSC containing the refractive index particles
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Fig. 3 HSC spontaneous fluorescence
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Fig. 4 Desmin immunofluorescence staining
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Fig. 5 Alpha SMA immunofluorescence staining
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