Christie 5/18/04

Nuclear and Cytoplasmic Extract Preparation 

Start with confluent 10cm dish-( 2-5 x 10^6 cells)

*After harvesting and washing cells all manipulations should be performed at 4 C

      1.   Wash cells once in 4ml of 1x PBS

      2.   Harvest cells by adding 1ml of 1 x PBS and scraping with a rubber policemen; 

                 collect in a 1.5 Eppendorf tube and spin for 5 min in microcentrifuge at low

                 speed (4000 rpm). Alternatively, frozen cells can be thawed and spun down.

      3.   Wash twice with 500 ul of buffer A (w/o NP-40)

      4.   Resuspend cell pellet in 20 ul of buffer a (w/ NP-40); incubate at 4 C for 10 min

                 rocking.

      5.   Spin down the cell lysate in microcentrifuge for 2 min. max speed; save

                 supernatant as cytoplasmic extract (C extract) by adding 55 ul of buffer C and

                 store at –80 C

6. Resuspend the nuclear pellet in 55 ul of buffer C; incubate at 4 C for 15 min

          rocking.

7. Spin down the nuclei in microcentrifuge for 5-10min. at max speed; save the

          supernatant as first nuclear extract (N extract) and store at –80.  May repeat steps 6 and 7 for second nuclear extract.

8. Measure protein concentration by biorad protein assay (use 2ul of extract) in 2ml of Bradford solution. Make Bradford solution by mixing concentrated Bradford solution 1:5 in water. Use stored standard curve (Rathmell)

* if you need to make your own curve use 0-25 ug.

Whole Cell Extract

1.) Wash with PBS 4ml

2.) Scrap cells off in 1-0.5ml PBS with rubber policeman

3.) Spin down in mini-centrifuge 5 sec.

4.) Remove PBS

5.) Add 2 pellet volumes of WCE buffer w/protease inhibitors (PI 1X)

6.) Rotate in cold room for 10 min.

7.) Spin down 10 min in cold room at max speed

8.) Remove pellet, save supernatant, best stored at –80C 

Buffer solution:

* needs to be added fresh not in stock soln.
Buffer A (w/o NP-40)   (100ml)

Chemical
Stock

End conc.
Vol needed

Hepes

1M

10mM

1ml

KCl

4M

10mM

0.25 ml

*Dtt

1M

 0.5 mM
0.5ul/ml

H20





95.25ml


Buffer A( w/NP-40)       (100ml)

Chemical
Stock

End conc.
Vol needed

Hepes

1M

10mM

1ml

KCl

4M

10mM

0.25 ml

*Dtt

1M

0.5 mM
0.5ul/ml

NP-40

10%

1.0%

100ul/ml


H2O





94.15 ml

Buffer C (100ml)                 (100ml)

Chemical
Stock

End conc.
Vol needed

HEPES
400mM
20mM

5ml

Glycerol
100%

20%

20ml


KCl

4M/1M
500mM
12.5ml/50ml

EPTA

500mM
0.2mM

40 ul

*PMSF
100mM
0.5 mM
5ul/ml


*Dtt

1M

0.5mM

0.5 ul/ml

MgCl2

1M

1.5 mM
0.15ml

H2O





62.46ml

WCE Buffer:
