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· Slices were prepared according to GW Hassen et al. (Bergold’s method)

· p11 S.D. rats were anesthetized with Halothane  1%; given an IP injection of 20mL ketamine/diazepam 5/0.02 mg/mL PBS respectively, then sacrificed.

· Slices were dissected in the usual way

· Slices were plated @ 3 slices per insert with each slice coming from a unique animal, bathed in 1.2 mL of SCM I and moved from room temperature/atmosphere to a 32(C /5% CO2 incubator

· After 48 hours, slices were fed with SCM II 

· After 48 additional hours, slices were fed with SCM III

· On Saturday, February 12th, slices were transferred to a 37(C /5% CO2 incubator

· Slices were consistently fed at 48 hour intervals

· Imaging
· Slices are assigned numbers arbitrarily and for accurate location, the vertical mark on the side of each insert must be aligned with the horizontal mark on the plate case when the rounded edge is pointed to your right (all inserts are now in this orientation).  

· Media
· SCM I – 25% Horse Serum (Hyclone Labs, Heat inactivated sterile filtered), 50% MEM Eagles with Earle’s Balanced Salt Solution (28 mM, adjusted to 6.5g/L) glucose, 25mM NaHEPES, 1mM glutamine, pH 7.2, [K+] = 2.66mM

· SCM II – 20% Horse Serum, 50% MEM, 30% Homemade Salt Solution {CaCl2 @ 1.8mM, MgSO4 @ 4mM, NaCl @ 200mM, NaHCO3 @ 31mM, Na2HPO4 @ 0.7mM, glutamine @ 1mM, HEPES-HCl @ 25mM, pH 7.2}

· SCM III – 5% Horse Serum, 50% MEM, 45% Homemade Salt Solution II {glutamine @ 1mM, HEPES-HCl @ 25mM, pH 7.2}

· Comment
· Slices were prescreened, unacceptable slices were not photographed…some show PI fluorescence, likely because of the unstable [CO2] in the upper incubator…slices were transferred to the lower incubator on 2/16/05.

