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Common buffers and reagents for western blot
Take your sample (tissues or cells or ….) then lysis them in lysis buffer

As example RIPA lysis buffer

RIPA Lysis buffer

Nonidet-P40   1%

TritonX-100    1%

Na dioxycholate  0.5%

NaCl 150 mM

EDTA 5mM

EGTA 10 mM

Tris-HCl 50 mM

Make a stock and keep at 4Сº, prior to use add inhibitors of proteases and phosphatases

PMSF  1 mM

Leupeptin/pepstatin mix 1%

Lysis your sample on ice by grinding or Sonication (briefly) for tissues or passing through syringe needle of 20 gauge for cells. Then estimate your protein concentration by any familiar method.
Add  loading buffer  or ( sample buffer) to your sample

Prepare 4X stock and keep in room temp.

4 X loading buffer     for 50 ml

SDS 4g

Glycerol 20 ml

1M tris, pH 6.8  12 ml

Bromophenol blue 50 mg

Complete to 50 ml by distilled water

Prior to use add 8 % B mercaptoethanol for the volume you will use of 4 X loading buffer. As example, if you will use 5 ml of 4X loading buffer so you will add 0.4 ml of  B mercaptoethanol to 4.2 ml of 4X loading buffer.
 Mix your sample with the loading buffer and boil in water bath for 3-5 min.

Keep in -20 Сº until use in electrophoresis, upon using let them melt in room temp and boil as previous.

Prepare SDS PAGE

Stacking gel, and separating gel ( according to your favorite percentage)
29.2% Acrylamide and 0.8 % bis acrylamide mix

Acrylamide 146 g

Bis acrylamide 4 g

 Dissolve in 500 ml distilled water 

You may need brief warming to dissolve, filter and keep in 4 Сº 

10 % SDS

10 g SDS, add DW (distilled Water) till 100 ml keep in room temp

1.5 M Tris, pH 8.8

Tris 90.75 g

Dissolve in 300 ml DW and adjust pH by HCl and then complete with water to 500 ml, keep in 4 Сº

1M Tris pH 6.8

 Tris 30.25 g

Dissolve in 200 ml DW, adjust pH by HCl and then complete volume up to 250 ml by DW

10 % APS ( Amonium persulfate)

1 g in 10 ml DW, dissolve and aliquot in 1.5 ml tubes and keep in -20 Сº

5X electrophoresis buffer

Tris 60.6 g

Glycine 288.4 g

Dissolve in 4 liters of DW, pH should be around 8, adjust it with few crystals of Tris till 8.3, do not use HCl or NaOH, and keep in 4 С º.

1X electrophoresis buffer

Stock 5 X    800 ml

10 % SDS 40 ml

Complete to 4 liters by DW and keep in room temp.

Transfer buffer

For wet or tank transfer

Stock 5X    800 ml

10 % SDS   40 ml

Methanol absolute  800 ml

DW to 4 liters , keep in room temp.

For semi dry transfer

Tris base 5.82g

glycine 2.93g
SDS 0.375g 
Dissolve in 500 ml DW and add 200 ml methanol absolute , complete to 1 liter with DW, keep in room temp.

After transfer –if you like- test the transfer of your protein bands by Ponceau S stain

1% Ponceau S

1g Pnceau S

50 ml acetic acid glacial

DW till 1 liter, keep in room temp.

 Put your Nitrocellulose membrane or PVDF membrane in this stain for 1 min with shaking and then wash in DW till appearance of bands, then wash again with DW till disappearance of bands

, wash your membrane in 1X TBST
10 X TBS
Tris 30.2 g

NaCl 75 g

Dissolve in 800 ml DW, adjust pH to 7.5 by HCl and then complete with DW to 1 liter. Keep in 4 С º.

1X TBST

100 ml of 10 X TBS

Add DW to 1 liter

 200 μl of Tween-20  (0.02%)

Dissolve and keep in 4 С º.

Blocking buffer

5 % skim milk

1 g skim milk (fat free milk powder) in 20 ml 1X TBST

Or

1 % BSA (bovine serum albumin)

0.2 g BSA in 1X TBST

Put your membrane for at least 1 hour in blocking buffer.

first antibody

Dilute your first antibody in blocking buffer according to manufacturer recommendations, most famous dilutions is 1: 500 to 1: 1000 ( 1 part of antibody to 500 or 1000 part of blocking buffer), try to make scarcely  enough volume to save your antibody as example prepare 1 to 5 ml of antibody dilution. Keep your membrane at least 2 hours with first antibody with agitation or keep overnight in closed container in 4 С º.

Wash your membrane 5 times each of 5 min with 1 X TBST

secondary antibody

Dilute your enzyme linked secondary antibody (as example anti mouse HRP conjugated) in blocking buffer 1: 5000 or 1: 10,000, put your membrane for not more than1 hour with agitation.

Wash your membrane 5 times each of 5 min with 1 X TBST
Detection by ECL or colorimetric method

DAB colorimetric method
Tris-HCl 25 mM pH 7.6

NaCl 125 mM

CoCl2 or NiCl2 2 mM

DAB (Diamino benzidine) 0.25mg/ml

H2O2 0.015%

Prepare this mix freshly every time

DAB stock aliquots in -20 С º, the rest of reagents in 4 С º.
Put your membrane in appropriate volume of colorimetric solution and shake until the desired intensity of your protein obtained. Wash in DW and scan and keep as image saved in your computer. Analyze the result with your software, interpret your data.
