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Abstract

AIM: To determine the optimal cell density and
agar concentration for separation of cell clones
and thereby provide a reference for screening of
tumor stem cells.

METHODS: HepG2 cells were mixed with 10
g/L agarose and inoculated in 2 g/L (group A)
and 3 g/L (group B) soft agar at different densi-
ties. After 14 days of culture, the number of cell
clones was counted and the rate of colony for-
mation was calculated.

RESULTS: The number of clones formed in
group A was significantly higher than that in
group B (t = 4.36, P < 0.05). The rates of colony
formation observed in both group A and group

B increased with the increase in cell density that
varied between 100 and 500 cells per well. In
contrast, the rate of colony formation decreased
with the increase in cell density that varied be-
tween 600 and 1000 cells per well.

CONCLUSION: The optimal concentration of
agar in the upper layer for colony formation is
3 g/L, with 10% agarose as a stock agar. The
maximum rate of colony formation is achieved
when cells are inoculated at a density of 500 cells
per well.
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