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Nuclear Extraction Before Western Blot

HT-22 Cells

· Add protease inhibitor to each well

· 2 mL per well of growth media

· Add 

· Scrape cells to collect in their growth media

· Combine similar conditions in a 15 mL conical tube

· Centrifuge at 4oC for 10 minutes at 3000 RPM

· Remove supernatant and wash cell pellet 2 times with ice cold 1X PBS plus protease inhibitors (Do NOT disturb the pellet)

· After final wash, remove the supernatant and re-suspend the pellet in 1 mL of ice cold TNEB plus protease inhibitor

· Centrifuge cell suspension for 5 minutes at 4oC and 500 rpm

· Remove supernatant and re-suspend the pellet in 200 (L of TNEB plus protease inhibitor

· Vortex samples for 10 seconds

· Rock cells at 4oC inhibitor for 10 minutes

· Centrifuge the cell suspension at 10,000 rpm for 10 minutes at 4oC

· Remove supernatant and re-suspend the pellet in 200 (L of TNEB plus protease inhibitor

· Shake cell suspension for 30 minutes at 4oC

· Centrifuge cell suspension for 30 minutes at 10,000 rpm at 4oC

