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GABAa autoradiography:

1. Remove slides from –80 and thaw for 15 mins

2. Incubate in Tris-HCl Buffer (NO MgCl) for 30 mins at 4 degrees, moving racks up and down occasionally (every 5 mins)

a. Tris-HCl Buffer = 50mM TrisHCl, 120mM NaCl, 5mM KCl, pH 7.4

b. 7.85g/L Tris, 6.96g/L NaCl, 0.38g/L KCl, pH to 7.4, autoclave

3. Incubate w/ radioligand diluted in binding buffer, 4 degrees, 60 mins using upright slide holders (which are 10mLs each) 

a. SPECIFIC ACTIVITY CALCULATIONS – H3-Flumazenil is ordered in 1000uCi quantities, 88uCi/nmol.  If you need to recheck the specific activity, please use biodegradable LSC as the scintillation medium, and dispose of this solution in the appropriate H3 liquid waste container.

b. 15nM H3-Flumazenil ( 13.2ul per 10mls of soln (13.2 x 10^-3 uCi)

c. Binding Buffer: 50mL of TrisHCl (NO MgCl) buffer from above, with 100mg MgCl, 50 mg BSA, sterile filter (0.4 micron filter)

4. Wash in Tris-HCl + Mg buffer 2 x 5 mins

a. Tris-HCl + MgCl buffer = same as Tris-HCl (NO MgCl) + 10mM MgCl (2.03 g/L), autoclave 

5. Dip in H20 for 15-30 secs moving racks up and down

6. Dry slides using a hairdryer on “cool” setting (this is to avoid diffusion of ligand) for 3-4 mins per rack, followed by 15 mins in a 37 degree incubator and 2 hrs room temp 

7. appose slides to film (BioMax MR), and remember to put down standards as appropriate 

