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To develop the hypoxia microenvironment model in vitro by using
cobalt chloride and its effects on inducing ES cells into neurosphere

Binh NH?, Aoki H2, Taguchi A!, Yamada Y!, Hara Al

1Department of Tumor Pathology, and 2Department of Tissue and
Organ Development, Gifu University Graduate School of Medicine,
Gifu, Japan.

Neural stem cells can be derived from single mouse embryonic
stem cell. Recent studies show that hypoxia enhances neurogenesis in
vivo and in vitro. Cobalt chloride has been widely used as hypoxia
mimic in cell culture and it 1s known to activate hypoxia signaling by
stabilizing the hypoxia inducible transcription factor 1a (HIF1 o). Our
study i1s conducted to determine the affects of cobalt chloride on
inducing mouse embryonic stem cells (mES cells) into neuro stem cells
(neuro spheres). There are 2 steps: (1) Induction of neural stem cells;
(2) differention of neural stem cells. Step (1) : mES cells (line D3) are
co-cultured with mouse stroma cells (PA6) for 6 days. Step (2) : all cells
are trypsinized and seeded in 75cm3 flasks for 6 days in presence of
cobalt chloride 0, 20, 50, 100, 150 uM. Neural stem cells markers are
checked by Immunohistochemistry (IHC) and Realtime PCR. To
confirm the affect of cobalt chloride on inducing neural differentiation
by making a comparision between 5 among chloride concentration
groups.
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