Drug Assay: Pathway Activation (by Western Blot)
1- Plate cells (up to 5 x 106 cells/well in a 6-well plate) in 1.5-2 mL medium/well.

2- Allow cells to attach overnight (or until nearly 85-90% confluency).

3- If need to serum starve for 24 h: 

a. Aspirate medium

b. Rinse wells with PBS

c. Add 1 mL serum- and phenol red-free medium 

4- Treat wells with drugs for desired times (generally 30min-24h) at 37(C. (prepare/treat 1 drug at a time)

5- Remove drug from wells by rinsing 1x with PBS.

6- Treat with 50 ng/mL EGF for 20 min at 37(C.

(concentration is cell-line-dependent) 

(may not be required, depending on drugs/pathways involved)

7- Rinse wells 1x with PBS. Add 1 mL PBS.

8- Place plates on ice. (Keep everything on ice until samples are in sample/loading buffer)

9- Scrape cells in 1 mL PBS. Transfer cell suspension to labeled eppendorf tubes. Rinse wells with 0.5 mL PBS. Transfer to appropriate eppendorf tube.

10- Centrifuge 2 min at RT. Discard supernatant.

11- Add 35 L lysis buffer (cold). Homogenize by pipetting up and down a few times. Incubate on ice for 30 min.

12- Centrifuge at 10 000 rpm for 20 min at 4(C. Collect supernatants.

13- Store at -80(C until ready to verify protein concentration.

14- Determine protein concentrations by Bradford Assay (Read optical density at 600 nm).

15- {Load (100 ug protein/well}

Lysis Buffer:
100 mL
50 mM  
Tris-HCl, pH 7.5
605.7 mg

150 mM
NaCl
876.0 mg

1%
NP40
1 mL

1 mM
EDTA
0.2 mL (0.5 M)

Prior to use, add (keep on ice):

5 mM
NaF


   (0.002 g / 10 mL)

1 mM
Na3VO3 

   (0.002 g / 10 mL)

1x complete protease inhibitors (Roche Biochemicals)
(1 tablet/10 mL)
