Dissection and Culture of Cortical Neurons

Important points:

· This outline is based on Gonthier et al, 2005 (p. 12-22 in Poindron et al., 2005).

· The cerebral cortex is generated within the last week of gestation in the mouse and rat

· Layer 6 neurons, the deeper layer, are generated btw E13-16 in rats

· Layer II/III are produced btw E18-21 in rats

· A common age to use is E18 for rats and E16 for mice.

· Will get ~1.5M cells from each E18 mouse embryo.

Dissection:

· Cut off head with scissors
· Remove skin and then skull (thin cartilage)
· With closed forceps, lift out brain and transfer to a new dish

· Cut and transfer the hemispheres to a new dish

· Place hemispheres medial side up

· Remove the frontal and occipital areas (see diagram) 

· Unroll the hemisphere and cut out neocortex by pinching with forceps

· Cut into smaller blocks with a tungsten needle (to help with future trypsinization)
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Dissociation:

· Transfer tissue to 10ml of TLE

· Incubate for 30min

· Add 1ml of FBS, mix and centrifuge @ 1,000xg

· Re-suspend in 1ml of media and triturate with a P1000 tip and then a P200 tip.

· Place a 40µm cell strainer (Falcon # 352340) in a 50ml tube.
· Transfer cell suspension to filter and wash through with 10ml of media
· Count cells

Notes:
· Feb 12th 2009 dissection:

· Embryos were E18

· Got 14M cells from 9 embryos

· Made 19 aliquots of ~725K cells that were frozen using the Nalgene container (#5100-0001) in FBS with 10% DMSO.
· Put in bottom slot of tower #2 in the LARGE liquid N2.
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