NOTE:  This procedure should only be performed while wearing gloves, lab coat, and safety glasses.

Cell Lysis
1. Remove media from plate.

2. Add 100ul of lysis buffer (for P100 mm plate).

3. Scrape cells and add entire suspension to tube.

4. Spin for 5 minutes at 2000 rpm.

5. Collect supernatant and freeze at -80°C for use in Western blot.

NOTE:  steps 1,2, and 3 should be performed in biological safety cabinet.

Solutions

Lysis Buffer

10ulof 100X cocktail protease inhibitors

100ul of 0.1M PMSF **
100ul of 10X Na2VO4 **
100ul of 10X Triton X 100

100ul of 1.5M NaCl

20ul of 1MTris Base

_____________

430ml

570ul of H2O___

1ml TOTAL VOLUME

** PMSF and Na2VO4 are toxic and should be used only with gloves, lab coat, and eye protection.
1M Tris Base

1 mol (121.14g)(1L______)(500ml)= 60.57g/in 500ml

L       mol          1000ml

Adjust pH to 7.4

Triton X-100 | 10X solution
1ml of 100% Triton X-100 ( 9ml of H2O

0.1M Na3VO4

0.1 mol (121.9g) (1L_____) X 10ml = 0.1219g

L           mol        1000ml                   into / 0ml

PMSF 0.1M

0.1 mol (174.2g)(1L______) (10ml) = 0.174g

g      mol       1000ml                      10ml

1.5M NaCl

1.5 mole (58.44g) (1L          X 5ml) = 43.83g

L           mole     1000 ml               in 500 ml

Materials/Methods

100X Protease inhibitor cocktail (Calbiochem 539131)

PMSF (Sigma P7626)

Na2VO4 (Sigma 28936-1)

Triton X 100 (Fisher BP151-100)

NaCl (Fisher S671-500)

Tris Base (Fisher BP 152-1)

