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Background

Heal-shock POIEINS Nave BEen Mowh 10 AMect Tau Phasphantabion (Tau-P). In Ihis xpeniment] wanl 1 Seell
speciically H3p27, knawn 10 60 regulate cell proliferation, can aMeet Tau-P in N2a Mouse neurcelastoms cels.

Nza
Confluence: ca 85%
ssage s 4
Celliysates were prepared sccording 1o the "Cell lysate prolocor” below:

Day 1
Cell lysates

1) Remove the media and wash the cells with iceold PBS (sSml75cm® flask,
~500pliw el in 6-well plates).

2) Suck away the PBS and add new ice-cold PBS («Sml/75cm3 flask, aS00pliw oll in

G-well plates) = scrape the cells loose with a cell scraper and transfer the cell
suspension to 3 tube (pool the samples when necessary).

3) Centrifiege, ~3000rpm 3 5 min.

4) Remove the supernatant and resuspend the cell pellet in “cell fsis buffer” (don’t
forget to add the “protease inhibitor cocktail", 50yl to 10ml of cel lysis buffer).

5) Somicate the samples (keep on ice), =10 sec at =20microns => after the sonication
the samples should be kept on ice or in, at least, -20°C.

6) Measure the protein concentrations (dilute samples & standard in “cell lysis
buffer”).
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