WESTERN BLOTTING PROTOCOL

FOR PHOSPHOTYROSINE 

Always work with reagents and cells on ice.

*Lysis Buffer

50 mM Tris-HCl pH 7.5


150 mM NaCl

1% Nonidet P-40

1mM EDTA

Just before using, add  for 10 ml of lysis buffer:

5 mM NaF

0.002  g




1 mM Na3VO4
0.002 g

1 x complete (protease inhibitor tablet; Roche Biochemicals)
1) Plate cells in 6 well-plate (106 cells/well) for 24 hr. After confluency, wash cells 2 times with PBS and expose them to serum free medium for 18-24 h. Thereafter, treat the cells with the compounds for 90 min and then add the growth factor (i.e. EGF 100 ng/ml) for 10 min. Wash the cells 2 times with cold PBS.

2) Scrape  cells form the plate with 1 ml of cold PBS and transfer to an autoclave eppendorf tube. 

3) Spin for 3 min at 5000 rpm at 4ºC. Remove PBS.

4) Re-suspended pellet with 90-100 l of  cold lysis buffer* (use 1 ml pipette to re-suspend). Keep on ice for 30 min.

5) Keep supernatant and determine protein concentration: use the Bio-Rad protein assay kit ( Microtiter Plate protocol; Bio-Rad Laboratories, Hercules, CA). Sample can be frozen and kept at –20ºC until needed.

Electrophoresis and Mini Trans blotting

1. Add  for 1 V sample, ½ V of sample buffer 2X and boil for 5 min.

2. Apply 40-80 l in each well of 8-12 % SDS-polycarylamide gel (comb of 10-teeth of 1.5 cm, mini-gel 10 x 10 cm). Don’t forget to loading the protein ladder (5 ml) (i.e. for EGFR 170 kDa, use the BenchMarck prestained protein ladder  cat n 100748-010).

3. Run at 150 V for 55 min (until the dye front reach the bottom of the gel).

4. Following electrophoresis  rinse the gels into transfer buffer prior to blotting. 

5. Cut the membrane (polyvinylidene difluoride, Millipore) to the dimensions of the gel (7x 9 cm) and label it with a soft pencil to identify the gel and the orientation of the membrane. Wet the membrane briefly in MeOH, then in transfer buffer for 15-30 min.

6. Completely saturate the per-cut filter paper (catalogue number 170-3932) and fiber pads by soaking them in transfer buffer.

7. Install the Mini Trans-Blot electrode in the buffer chamber. Fill the buffer tank half full with transfer buffer (approximately 400 ml). 

8. Assembly of gel-holder cassette.  (See Mini Trans-Blot Protocol.)

9. Run for one hour at 100V.

Immunodetection

1. After transfer, stain membrane with red Ponceau to see the bands and to check the quality of the transfer. The gel can also be stained with Coomassie blue for 1-1h30 with shaking, then wash it several times with water + 1% of acetic acid solution).

2. Wash the membrane with water, then PBST 2x 10 min.

3. Block membrane for 20 minutes with PBST containing 3% skim milk.

4. Add primary antibody (anti-phospohotyrosine antibody PY20 (NeoMarkers, Fremont, CA) in PBST containing 3% skim milk for one hour at room temperature with shaking, or overnight at 4( C.

5. Wash with PBST 4x15 min.

6. Add secondary antibody (HRP-goat anti-mouse antibody) in PBST containing 3% skim milk for 1h30.

7. Wash with PBST 1x5 min and then 4x15 min.

8. Detect bands with enhanced chemiluminescence system (see Amersham pharmacia kit).

9. Measure band intensities using the SynGene GeneTools software.

· The membrane may be stripped of bound antibodies and reprobed several times:

10. submerge the membrane  in stripping buffer  and incubate 50C for 30 min with occasional agitation.

11. Wash the membrane for 2x 10 min in PBST using a large volumes of wash buffer.

12. Perform immunodetection as described above.

Solutions

Sample Buffer 2X: (10 ml)

Tris-HCl 0.5 M, pH 6.8
2.5 ml

Glycerol 20%


2.0 ml

SDS 4%


4 ml (SDS10%)

0.1% bromophenol blue
1 ml (bb 1%)

-mercaptoethanol

0.5 ml

5x SDS running buffer:

Tris 


15.1g

0.5 M Tris

72g

SDS


  5g


Up to 1 litter with dd water

For 1x working solution: 200 ml 5x SDS running buffer+800 ml water

10x transfer buffer

Tris


30.3g

0.5 M Tris
           144.1g




Up to 1 litter with double distilled water

For 1x working solution: 100 ml 10x transfer buffer + 650ml water+250 ml methanol.

Stripping buffer

-mercaptoethanol 100 mM

3.5 ml

SDS 2%



10g

Tris-HCl 62.5 mM pH 6.7

3.8g

 Up to 500 ml with double distilled water

Coommassie blue buffer

Coommassie blue R


0.5g

Absolute Ethanol 100%

100ml

Shake overnight. 

Filter and add:

Acetic acid



100 ml

Absolute Ethanol


400 ml


Up to 1 l with dd water.

