Protocol for gst pull down (ie sin3a)

1. Take 25 ul  of gst-sepharose beads and wash 3x in TEE

2. Add 6ug of each fusion protein to the beads in 500 ul of TEE

3. Incubate at 4c for 15 min

4. Wash 2X with TEE

5. Dilute the nuclear extract  in 500 ul of GST-pull down buffer

6. Add directly to beads

7. Rock at 4c for 2hr

8. Was with 5X 800 ul of GST pulldown buffer

9. Run on gel

Pull down buffer

1L

20 mM Hepes pH 7.9

20 mL of 1 M

150 mM NaCl


30 mL of 5 M


0.5 mM EDTA

1 mL of 0.5 M

10 % Glycerol


100 mL

0.1% Triton X-100

10 mL of 10 % Triton

1mM DTT


1mL of 1M

TEE



1L

50mMris pH7.9

50 mL of 1M

1mM EDTA


2mL of 0.5M

1mM EGTA


2mL of 0.5M
