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ABSTRACT Objective: To explore a more efficient method for HSC isolation based on the method of the two-step enzymatic
infusion. Methods: Three methods including circulatory pronase+circulatory collagenase perfusion, non-circulatory pronase + circulatory
collagenase perfusion and single collagenase perfusion were performed, and cell yield rate, viability and purity were compared. Cells
viability was examined by 0.4% trypan blue. Desmin and vimentin immunofluorescence was used to identify cell purity. Results: The
yield of HSC by non-circulatory pronase + circulatory collagenase perfusion was higher than that of the other two methods, and cell
viablity was higher than that by circulatory pronase + circulatory collagenase perfusion. Cell purity of all groups was over 90%, and there
was no significant difference. Conclusion: Among the three two-step enzymatic perfusion methods, non-circulatory pronase + circulatory
collagenase perfusion can significantly improve the obtaining rate of HSC, and have little effect on cell viability without reducing cell
purity, which is a highly efficient isolation method and benefits the biological research for HSC related liver diseases.
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Table 1 Comparison of the numbers, viability and purity of cells in three methods

Groups Cell numbers(x 107) Cell viablity( %) Cell purity in 24 h( %)
PC+CC 2.15%+ 0.60* 91.00+ 1.00%** 92.29+ 1.38
PN+CC 2.73%+ 0.58* 93.14% 1.21%* 92.71% 1.60

CC 1.44%+ 0.30* 95.71% 1.98** 92.57+ 1.27

i HE AR L, F=11.216,P<0.05;** £A B Fi P48 bb , F=18.336, P<0.05 ;PC+CC A5k E A BRI E + AR REBTRIAEIE L . PN+CC Jy ikl

FEBEBIERE + RFBEREER.CC ARFBEIRETAH,

Note: *Compared between the two groups, F=11.216, P<0.05; ** compared between the two groups, F=18.336, P<0.05; PC+CC: circulatory pronase +

circulatory collagenase perfusion, PN+CC: non-circulatory pronase + circulatory collagenase perfusion; CC: single collagenase perfusion.
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Fig.l Immunofluorescence of cells cultured for 24 hours
A. desmin(200x ),B. DAPI(200x ), C.desmin+DAPI(200x ), D. viment(200x ), E. DAPI(200x ), F. viment+DAPI(200x )
A. desmin(200% ), B. DAPI(200x ), C. desmin+DAPI(200x% ), D. viment(200x ), E. DAPI(200% ), F. viment+DAPI(200% )
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Fig.2 Immunofluorescence of cells cultured for 7 days
A. desmin(200% ), B. DAPI(200% ), C. desmin+DAPI(200% ), D. viment(200% ), E. DAPI(200x ), F. viment+DAPI(200% )
A. desmin(200% ), B. DAPI(200% ), C. desmin+DAPI(200% ), D. viment(200% ), E. DAPI(200x ), F. viment+DAPI(200% )
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Fig.3 HSC morphological changes
A RIS EAA(200x ), B.HESE 24 h 4RE(200% ),CA55% 7d ZHAR(200x ), DAE 5 R E4HAR(200% )
A. Cells cultured for 0 hour(200x% ), B. Cells cultured for 24 hour(200x ), C. Cells cultured for the 7 days(200x ), D. Cells cultured for 2 weeks(200x% )
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Fig4 o-SMA immunofluorescence of HSC
A.24 h a-SMA(200% ), B. DAPI(200% ), C. a-SMA+DAPI(200x ), D.6 d a-SMA(200x ), E. DAPI(200% ), F. a-SMA-+DAPI(200% )
A.24 h a-SMA(200% ), B. DAPI(200% ), C. a-SMA+DAPI(200% ), D. 6 d a-SMA(200% ), E. DAPI(200% ), F. o-SMA +DAPI(200% )
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