Brain Nuclear Lysates

PBS Lysis Buffer (make fresh with cold PBS):
PBS 5 mls

200mM PMSF 25

2mg/ml Aprotinin 25 pl

Extraction Buffer (for 100mls; store at 4 C):
ddH20 83 mis

1M Tris (pH7.8) 2 mls (20 mM)

5M NaCl 2.5 mls (125 mM)

1M MgCI2 0.5 mls (5 mM)

0.5 M EDTA 40 pl (0.2 mM)

Glycerol 12 mls (12%)

NP40 100pul (0.1%)

Just before using prepare Extraction Lysis Buffer as follows:
Extraction buffer 5 mls

Aprotinin 25 pl

PMSF (200 mM) 25 pl

200 MM DTT 250 pl

1. Place small piece of frozen ctx (approx one hemisphere of E18
Ctx) in 1 ml PBS lysis buffer.

2. Homogenize with dounce homogenizer (5 strokes with A, 5
strokes with B).

3. Transfer homogenate to eppendorff tube.

3. Spin at 4 C for 5 mins.

4. Discard supernatant, resuspend pellet (nuclei) in 1 ml Extraction
Lysis Buffer.

5. Sonicate nuclei with two 15 sec bursts.

6. Spin at 4 C for 15 mins.

7. Recover supernatant and freeze in -&0 freezer.



