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Abstract

AIM: To explore an optimal culture condition for
human fetal hepatocytes (HFHs).

METHODS: A two-step collagenase perfu-
sion technique was used to isolate HFHs. The
freshly isolated cell suspension was purified by
means of discontinuous Percoll density gradi-
ents centrifugation. After purification, cells were
cultured in Ham’s F12 medium or Ham’s F12
hormonally defined medium for different time
respectively, and the specific expression of cyto-
keratin 18 (CK18) and alpha-1-fetoprotein (AFP)
in the primary cultures was characterized by in-
direct immunofluorescence method. Cell growth
and proliferation was checked by MTT method.

RESULTS: In the condition of Ham’s F12 hor-

monally defined medium, HFHs exhibited typi-
cal hepatocyte-specific polygonal morphology;
the cultures consisted of 100% CK18- and AFP-
positive cells during different time; HFHs re-
tained higher proliferative potential. However,
in the condition of Ham’s F12 medium, some
cells in the cultures showed a sharp and spindle
feature, and only 56% cells of the cultures ex-
pressed CK18 and 43% expressed AFP at the 24"
hour. And at the 72™ hour, all cells presented a
sharp and spindle feature, and had poorer pro-
liferative potential and viability (0.25 £ 0.03 vs
1.01 £ 0.12, P < 0.001). On the 7h day, there were
not CK18- and AFP-positive cells in the cultures,
and the cells had worst proliferative potential
and viability (0.17 £ 0.04 vs 0.94 £ 0.12, P < 0.001).

CONCLUSION: Using Ham’s F12 hormon-
ally defined medium, we are able to maintain
the specific polygonal morphology and stable
phenotype of primary HFHs for 1 week, and
moreover, the cells retain a higher proliferative
potential.
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