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Objective: This study was to confirm whether the established hurnan embryonic stem (hES) cell growth
can be rnaintained without mouse embryomc feeder (MEF) cells.

Materials and Methods: The hES cells derived from frozen-thawed blastocysts were subcultured until
10th passage (about 2 month, 40 population doublings) on MEF feeder. And then some of these hES
colonies were cultured on feeder-free condition using Matrigel-coated plates with MEF conditioned
medium. Characterization of hES cells cultured on feeder or off feeder were taken by alkaline phosphatase
staining, karyotyping, surface marker staining, Oct4 gene expression and telomerase activity.

Results: The hES cells cultured on feeder-free condition during subculture indicated stable proliferation
rate, normal karyotype, high telomerase activity. Especially, compared with culture on feeder condition,
hES cells cultured on feeder-free condition were tended to decrease spontaneous differentiation. Similar
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to cells cultured on feeders, hES cells maintained under feeder-free conditions expressed Octd, alkaline

phosphatase, surface marker (SSEA-4).
Conclusions: The established hES cells derived from frozen-thawed blastocysts can be maintained on

feeder-free condition without loss of human cell characterization.
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