Preparation of Glial Cultures

Date of Dissection: ____________


Age of pups: ____________________

Methods are minor modifications of Reinoso, Undie and Levitt (1996) J Neurosci. Res. 43: 439-53.

Prior to Dissection Day:

A. Prepare buffers and media:
1.  EBSS1 and EBSS2 (or HBSS with and without Ca2+)
2. Serum media (SSM: DMEM/F12; 10% FBS; l-glutamine; penicillin/streptomycin)
3. 0.35% collagenase/dispase
B. Coat plates:

1. Add approximately 4 ml 0.1 mg/ml poly-l-ornithine (or lysine) to each 100 mm sterile dish (one dish/pup).

2. Incubate for 2-3 hrs in tissue-culture hood.

3. Vacuum aspirate poly-l-ornithine and wash 5X with sterile water.

4. Store in hood or wrapped in SaranWrap within the tissue-culture refrigerator (no UV light).

Morning of dissection:

a) Sterilize instruments.

b) Thaw EBSS2 or HBSS without Ca2+ (if necessary), collagenase/dispase.  Keep at 4°C.

c) Prepare dissecting microscope area, dishes, culture plates, conical tubes, etc.

Dissection, Plating, Cell Culture:

1. Anesthetize rat pup, record weight, decapitate, remove brain and transfer to glass petri dish containing EBSS1 or HBSS.

2. Dissect cerebral cortex in EBSS1 or HBSS and use widened, sterile pasteur pipette to transfer minced tissue pieces to a sterile eppendorf tube containing 1 ml of EBSS2 or HBSS without Ca2+.

3. Remove EBSS2 from each tube and add 1 ml of 0.35% collagenase/dispase.

4. Incubate for 30 min at 37(C.

5. Aspirate collagenase/dispase and wash 2X with 1-2 ml EBSS2 (or HBSS without Ca2+).
6. Aspirate EBSS2 and add 1 ml EBSS2 (or HBSS without Ca2+).

7. Mechanically triturate the tissue using a flame-narrowed pasteur pipette to dissociate cells.  Stop when a cloudy suspension has formed (~15X).  Avoid introduction of air bubbles!

8. Transfer suspension to 100mm dish containing ~10ml SSM.  Avoid taking clumps of tissue.

9. Maintain cells in SSM for about 5-6 days with 50% media changes every 3 days.

10. Switch plates to 12mL defined N2 media and maintain in this media for 3 days before harvesting media for use or storage (-80°C).  Two-to-three serial sets of N2 media can typically be harvested from each plate.

