Protocol for electron microscopy autoradiography to localize AMPH within neurons:
First I will test how resistant DAT is to glutaraldehyde.
I will fix cells in 4% PFA with .01, .1, .2, .5, and 1% Glut and stain with α-DAT using the ABC DAB kit. 
Step one, optimizing conditions for electron microscopy by using light autoradiography.
1. Incubate cells with concentrations ranging from 50 to 400 uM amphetamine for 24 hours with a range of 2 – 6 μc/kg (published results are with 5.3uc/kg) of tritiated or C14 labeled tissue culture.
2. Perform a mild primary fixation of the cells in 4% PFA (with Glut based on previous data) for 30 min (10 min at room temperature and 20 minutes at 4C). 
3. To identify dopaminergic neurons, I will label the cells with α-DAT antibody followed by ABC DAB staining. 
4. After DAB staining, the samples will be post fixed with the reduced osmium- thiocarbohydrazyde- reduced osmium method.
5. The samples will then be dehydrated using 30 sec dehydration steps in alcohol (up to 95% percent alcohol). Rapid dehydration is necessary to maintain radioactivity.
6. The samples will then be imbedded in epon 812 or in Fluca Durcupan and polymerized at 60C overnight.
7. The samples are then going to be cut into 2uM thick sections and mounted onto collodium-coated glass slides. (I will also cut 60nM sections to see which resin works best for em).
8. These are then coated with Ilford K5 resin and allowed to incubate 3 days to 2 months with a sample being checked every week (under these conditions there should be signal after about a week but we may see autoradiographic exposure after 3 days).
a. [bookmark: _GoBack]To do this, light proof slide box has to be used.
9. The slides will then be developed using D19 Kodak developer and fixed with Ilford Fix.
Step 2: Electron microscopy autoradiography
Depending on the results of the light microscopy experiment, an electron autoradiography experiment will be set up. The time of exposure is usually 5 to 10 times longer for the electron microscopy. Steps 1- 5 will be repeated. 
6. The samples will then be imbedded in the optimized resin.
7.  The samples are then cut and placed on Formvar coated nickel grids.
8. Ilford L4 emulsion will then be placed on the grid using the loop method. 
9. The samples will be then allowed to expose for the predetermined time based on the K5 data. 
Development and fixation will be done as previously mentioned. 
