S2 protocol: To determine if rapamycin induces LC3-positive autophagic vesicles in one week-old striatal cultured neurons treated with 200nM or 400nM rapamycin (Rapa) for 6 hours.

Conditions:

label S2-1 control: 7.3 µl DMSO
label S2-8 400uM Rapa: 7.3 µl stock

Rapamycin stock: dissolve 10mg rapamycin in 10ml DMSO for a working concentration of 1.09mM

Treatment protocol:

1) Plates were incubated for 5 hours 50 min in 37°C.

2) After the incubation, plates were stained with monodansylcadaverine (MDC) at 0.05µM final concentration. Add 2µl of 0.05mM MDC stock to plates containing 2ml growth media.

3) Incubate for 10 min in 37°C


Fixation protocol:

4) After incubation, cultures were washed with warm PBS.

5) Cultures were fixed with cold 4% paraformaldehyde (PFA) for 20 min at room temperature.

6) The PFA was washed out in three 5 minute washes with PBS.


Immunolabelimg protocol:

7) Plates were blocked in PBST with 10% normal donkey serum (NDS) for one hour

8) Plates were then labeled with a rabbit antibody for LC3, an autophagy marker. Anti-LC3 Ab used at a concentration of 1:200. Plates were also stained with a mouse NeuN antibody at 1:300 that specifically stains neurons. 1° Abs incubation was done over night at 4°C.

9) Plates were washed 3 times in TBS and incubated with secondary antibody for 1 hour in room temperature.

2° Abs:
donkey anti rabbit 488 conjugate at 1:1000
donkey anti mouse 594 conjugate at 1:1000.

10) Plates were then washed 3X as before and Images were acquired on an Olympus inverted microscope.
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