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ABSTRACT Objective: A stable method was established for isolation and primary culture of mouse hepatocytes with high purity
and viability. Methods: The C57BL/6 mouse hepatocytes were isolated by a modified two-step collagenase perfusion and low-speed
mechanical centrifugation. The hepatocytes were cultured in modified DMEM with high level of glucose. The viabilities of cells were
evaluated by Trypan blue exclusion before cells were seeded. Cellular morphological changes were observed using a phase contrast
microscopy. The Albumin and CKI9 staining were performed on hepatocytes by immunofluorescence. Results: The total cell yield of
hepatocytes was 1.35% 106 cells/g wet weight. Total cell viability was more than 90%. The diameter of hepatocytes was 35.14 um# 4.35
pm before adherence. The hepatocytes with enlarged and flattened round shape were attached to the surface of collagen-coated dishes 3
hours after seeding. Albumin was positively expressed in all hepatocytes at 24 h after attachment, and the purity of hepatocytes was more
than 95% .

isolation, purification and culture.

Conclusion: Mouse hepatocytes with high quantity, purity and survival rate were obtained by the improved method for
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Fig.1 Morphology of cultured hepatic cells

A. Phase contrast images of hepatocytes before attachment( 100% );B. Phase contrast images of hepatocytes at 24 h( 100x )
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Fig.2 Expression of albumin in the hepatic cells by immunofluorescence staining

A. Phase contrast image of hepatocytes(400x ); B. The hepatic cells stain positively for the albumin(400x )
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