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Study on Extraction of the Hepatic Stellate Cells in Rats by Optiprep Gradient Centrifugation Method. Dai Chunlei,Chen Shaolong, Chen
Lili , Zhang Weiwei, Lin Zhuo,Chen Yongping. Institution of Hepatology ,Wenzhou Medical College/The First Affiliated Hospital of Wenzhou
Medical College, Zhejiang 325000, China

Abstract Objective To establish a practical scheme for the extraction of the hepatic stellate cells (HSCs) from Sprague Dawley
rat, and observe their biological phenotypes, which could lay the foundation for the further study of the possible mechanism of it in liver fi-
brosis and immune response. Methods The liver was digested by in situ perfusion of former perfusion solution, 0. 15mg/ml pronage E
and 0. 5mg/ml collagenase IV in turn. The liver was continued to be cut into pieces and digest using 0. 3mg/ml pronage E, 0. 3mg/ml col-
lagenase IV and 0.02mg/ml DNage I solution with constant temperature oscillator for 20 min in vitro. After low speed centrifugation being
used to remove residual hepatocytes, cells were treated with density gradient centrifugation by Optiprep to obtain the purified rat HSCs.
Trypan blue exclusion test was used to estimate cell viability. The cell purity was identified by HSCs autofluorescence and light microsco-
py. The HSCs were identified by immunocytochemical staining of a — SMA. HSCs morphological changes were observed by light microsco-
py. Results This protocol yielded a preparation of approx 8.2 x 10°cells from a single rat liver, with viability over 90% . The purity quo-
tient of HSCs was more than 85% after 24 h of primary cluture and close to 95% after the first cell passage. Conclusion This method for
isolating HSCs is simple, ecnomic and practical, which obtained more rat HSCs.
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