Kareem Mohni								David Cortez Lab
Protocol

[bookmark: _GoBack]Chromatin Fractionation	Mendez and Stillman			December 13, 2014

Perform all steps with cold buffers, keep samples on ice, perform spins in the cold room.

· Begin with 3x106 293T cells per sample
· Wash cells with PBS
· Resuspend cell pellet in 200μL Buffer A and leave on ice for 5 min.
· Spin at 1300g for 4 min. Remove the supernatant. This is the cytoplasmic fraction (I usually don’t save this fraction). The nuclei are in the pellet.
· Resuspend the nuclei once with 1mL of Buffer A. 
· Spin at 1300g for 4 min. Discard the supernatant. 
· Lyse nuclei in 200μL Buffer B for 10 minutes on ice. 
· Spin at 1700g for 4 min. The supernatant is the soluble nuclear fraction. Collect this and save it. The pellet is the chromatin fraction.
· Wash the chromatin fraction with 1mL of Buffer B. It really won’t go back in to solution so don’t try pipetting up and down. 
· Spin at 10,000g for 1 min. Discard the supernatant. 
· Resuspend the chromatin fraction in 200μL 2X SDS sample buffer. Boil for 5 minutes. Sonicate this sample until you can pipet it easily to load on a gel.  

Buffer A
10mM HEPES pH 7.9
10mM KCl
1.5mM MgCl2
0.34M sucrose
10% glycerol
0.1% Triton X-100
1mM DTT
1mM NaF
1mM Na2VO3
Aprotinin
Leupeptin

Buffer B
3mM EDTA
0.2mM EGTA
1mM DTT
1mM NaF
1mM Na2VO3
Aprotinin
Leupeptin
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