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Establishment of a primary culture protocol of
Mongolian gerbil hepatic stellate cells
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[ Abstract] Objective To investigate the method to isolate and culture hepatic stellate cells (HSCs) for studying
the cellular mechanisms of hepatic frbrosis. Methods  HSCs were isolated by nycodenz density gradient centrifugation
after the hepatocytes obtained from adult male gebils were digested with pronase, collagenase and DNase, infused via portal
vein. The cell viability was determined by trypan blue exclusion test. The purity of HSCs was identified by detecting
a-SMA , desmin immunohistochemical staining. Results The yield rate of HSCs was 0. 5 ~ 1 x 10" per gerbil liver, and the
cell viability was more than 90% . The percentage of a-SMA-positive cells was more than 75% after 3 days primary culture
and almost 100% cells were a-SMA and desmin positive in passage culture. Conclusion The successful protocol of
primary culture of Mongolian gerbil HSC provide a technical support for research of relevant liver diseases and drug
development in the future.
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Fig.2 Gerbils hepatic stellate cells’ growth status in
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Fig.3 Gerbils hepatic stellate cells’ focal growth status in

primary culture for in 3 days( x20)
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B4 KIRNUE HSCs R EL 3 RATMLLLA( x20) BS5 KINEE HSCs FRHFR 7 d
Fig.4 Gerbils hepatic stellate cells in primary culture BEAGEYNEFIE A ( x20)
for in 3 days, oil red O staining( x20) Fig.5 Gerbils hepatic stellate cells in primary culture

for in 7 days, fibroblast morphology( x20)

HSCH K%t (x20) DAPI (x20) &I (<20)
HSC spontaneous fluorescence (<20) Merge (<20)

Bl 6 HSC HXEZ ( x20)
Fig.6 HSC spontaneous ﬂumesceme( XZO)
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Fig.7 Gerbils hepatic stellate cells in primary culture for in 5 days, positive staining with labeled antibody

against a-SMA, A(A x20,B x40)

B 8 Desmin FEoOGYL (T’J:’TJU: 24h)

Fig.8 Desmin immunofluorescence stain
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Fig.9 «-SMA immunofluorescence stain
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