Post-synaptic densities prep

Gardoni et al., J. Neurochem. 1998 Oct.
Hippocampi from at least 25 rats were rapidly dissected (within 2 min after decapitation) and pooled

1. Homogenize with 10 strokes in a Teflon-glass homogenizer (70-0 rpm) in 4 vol./w of cold solution A (0.32M sucrose/1mM HEPES/1mM MgCl2/1mM NaHCO3/o.1mM PMSF, pH 7.4 + PI cocktail). Centrifuge at 1000 x g for 10min 4C.

2. Discard pellet (P1), collect supernatant (S1). Spin S1 at 3000 x g 15min.

3. Supernatant (S2) contains microsomal membranes – discard S2. P2 contains mitochondria and synaptosomes. Resuspend P2 in 2.4 vol of solution B (0.32M sucrose/1mM HEPES/1mM NaHCO3/0.1mM PMSF). Overlay on a sucrose gradient (0.85-1.0-1.2 M). Spin at 82,500 x g for 2h (22,000 rpm in TH641 Sorvall rotor).

4. Collect fraction between 1.0 and 1.2M layers, dilute with an equal vol. of 1% Triton x-100 in solution B and stir at 4C for 15min. Spin at 82,500 x g for 30min.

5. Pellet (P3) contains Trition X-100 insoluble material. Resuspend P3 in solution B, layer onto a new sucrose gradient (1.0-1.5-2.1M), spin at 100,000 x g (24,200 rpm in TH-641) for 2h at 4C.

6. Collect fraction between 1.5 and 2.1M, dilute with an equal vol of 1% triton X-100/150mM KCl. Spin at 100,000 x g for 30min at 4C. Resuspend in ?, store at -80C.
