Supporting Materials and Methods

Microglial culture

Mixed glial cell culture was prepared following the described method [1] with some modifications. For culture of enriched microglia, cerebral hemispheres were minced, dissociated with trypsin, and then maintained with D-MEM (Wako Pure Chemical Industries, Ltd., Osaka, Japan) supplemented with 10% FCS (Sigma-Aldrich, Inc., St. Louis, MO, USA). After 10 day of culture, microglia were detached from an astrocyte monolayer by gently shaking the culture flask. The floating cells were reseeded in 8-well chamber slides (Nalge Nunc internatinal, Naperville, IL) in the same medium.

ES cell culture and neural differentiation

D3-ES cells were maintained and differentiated as previously described [2, 3], with some minor modifications. To initiate embryoid body (EB) formation and differentiation, ES-D3 cells were cultured without leukemia inhibitory factor (LIF, ESGRO; Chemicon, Temecula, CA, USA) in low-attachment petri dishes and incubated for 8 days. Medium was changed every 2 days and 5μM retinoic acid (Sigma-Aldrich, Inc., St. Louis, MO, USA) was added after 4 days. EBs were then dissociated and the ES-derived neural cells plated on Poly-D-lysine- and laminin-coated 8-well chamber slides (Nalge Nunc internatinal) in D-MEM supplemented with N2 (GIBCO/BRL, Grand Island, NY, USA). 

Purity analysis of astroglial cultures 

Protein extracted from astroglial cultures and mouse adult whole brain, and performed Western blot analysis using anti-GFAP polyclonal antibodies, anti-CD11b polyclonal antibodies (Santa Cruz biotechnology Inc, Santa Cruz, CA, USA), and anti-MAP2 monoclonal antibodies (Sigma-Aldrich, Inc., St. Louis, MO, USA), and detected with secondary horseradish peroxidase-conjugated antibodies (DakoCytimatin, Glostrup, Denmark) and chemiluminescent substrate (Chemi-Lumi One, NAKALAI TESQUE, INC., Kyoto, Japan). For immuncytochemistry, cells were stained using antibodies against CD11b or MAP2, together with secondary fluorescent antibodies.
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