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B. Electro transfer 
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D. Development 

 

E. Experimental protocol 

 

The western blot procedure is laborious and spans over two days. Make sure that you read 

the protocol carefully in order to prepare everything for a smooth run.  

 

Make sure you have these things ready before starting: 

● 4x Seprataion buffer 

● 8x Stacking buffer 

● 8x Running buffer 

● 10x Transfer buffer 

● 30% Acrylamidsol 

● 10% APS 

● TEMED 

● The samples ready (for how to do this, se the protocol for preparing the cells) 

● Destainer 

● 1 M DTT 

● PBS 

● PBS/Tween  

 

Day 1  

1. Cast two 10 % acrylamide gels (one for staining and one for blotting). 

Caution! Acrylamide is poisonous, always wear gloves, lab coat and saftey glasses! 

 

Separation gel (the protocol covers the making of two gels) 

 12% 10% 8% 7.5% 

4xSeparationbuffe
r 

2.5 ml 2.5 ml 2.5 ml 2.5 ml 

30% 30:08 
Acrylamidsol. 

4 ml 3.33 ml 2.7 ml 2.5 ml 

H2O 3.35 ml 4.02 ml 4.65 ml 4.85 ml 



10% APS 50 µl * 100 µl 50 µl * 50 µl * 

TEMED 5 µl * 10 µl 5 µl * 5 µl * 

* Alternations might be needed. 

 

Stacking gel (the protocol is enough for two gels) 

 4% 5% 

8 x Stacking Buffer 625 µl 625 µl 

30% 30:08 Acrylamidsol. 650 µl 833 µl 

H2O 3.7 ml 3.5 ml 

10% APS 50 µl * 100 µl 

TEMED 5 µl * 10 µl 

* Alterations might be needed 

 

 

2 x Loading Buffer 

125 mM Tris base pH 6.8 

5 % SDS 

25 % Glycerol 

0.04% BFB 

 

 

4 x Separation Buffer 

1.44 mM Tris base pH 8.8 

0.4 % SDS 

 

 

8 x Running Buffer 
(1L) 

24.2 g Tris base 

115.2 g Glycin 

8 g SDS 

ph 8.3 

 



 

8 x Stacking Buffer 

0.92 mM Tris base pH 6.8 

0.8 % SDS 

 

 

 

2. Wash the casting equipment carefully with detergent and then with 70% ETOH. Dry with tissues. 

Put the casting-tray together (use equal pressure when fastening the glass plates). Be sure that 

the bottoms of the glass plates are equal in height, otherwise the gel will leak... 

3. Prepare the 10% seperation gel according to the protocol and pour it between the glass plates 

up to 2 cm below the upper edge (if seperation gel is lower, the seperation will not be 

complete). Pour n-butanol on top (to get rid of any unwanted air bubbles) and let polymerize for 

at least 30 min. You need to be quick after adding the APS and TEMED as the gel immediately 

will begin to polymerize! 

4. When the separation gel has polymerized (check by carefully tilting the gel), remove the butanol 

with a piece of filter paper.  

5. Cast the 5 % stacking gel, be quick after adding APS and TEMED. Don’t forget to add the comb! 

Make sure there are no bubbles (you can prevent this by adding the comb from one side to the 

other). 

6. Prepare Loading Dye by adding 30 µl of 1M DTT to 120 µl 2x Loading Buffer. Add this to your 

samples and your positive control according to the scheme below.  

 

20 µl of supernatant + 15 µl of Loading Dye (*just enough for one 
gel!) 

pellet + 150 µl of Loading Dye (resuspend) 

10 µl Positive Control + 10 µl Tris-buffer + 6 µl Loading Dye 

 

8. Put the gels in the gel tank and add 1x running buffer. Wash the wells with running buffer. Make 

sure the tank is not leaking.  

9. Boil the samples in 95 °C for 5 min. Load the samples and the marker on the gel. If you have 

difficulties loading the pellet because it is too slimy, you can dilute it by adding some running 

buffer.  

10. Run the gel on 90-100 V until the dye starts to run out. 

11. Make 1x Transfer Buffer. 

 

100 mL 10x Transfer Buffer  
100 mL MeOH 
800 mL dH20 
------------------------------ 
1000 mL 



 

12. Cut a transfer membrane (8 x 5 cm). Cut 4 to 6 Whatman papers the size of the sponges. 

Prepare the membrane according to the manufacturer’s manual as the protocol differs between 

different membranes. Put the Whatman papers and sponges in transfer buffer. 

13. Carefully disassemble the glass plates, leaving the gel on one side. Caution! The gel must stay 

intact! Remove the stacking gel and transfer the separation gel to a tray with Transfer buffer.  

14. Put together the blotting sandwich immersed in transfer buffer. Be careful not to trap any 

airbubbles! Transfer the assembly rapidly to the tank filled with transfer buffer. Be sure that you 

connect the black side of the sandwich towards the black side of the transfer tank! If done 

otherwise, the proteins will be lost in the transfer buffer.  

 
 

15. Blot with cooling in the cold room over night at 20 mA. Use a magnetic stirrer. Do not begin the 

transfer too early in the day, the transfer will take about 16 h (this is an estimation!). If left for too 

long the protins will have left the membrane and gone out in the solution. 

16. The other gel should now be stained with Coomassie Blue. If you would rather continue with the 

destaining day 2, you can leave the gel in the Coomassie Blue over night.  

 

Day 2 

1. Make Blotto-solution. Shake until the solution is homogenous. 

Option 1* Option 2 

5 % BSA in PBS 
 

20 g dry milk powder in 400 ml 1x PBS 



(if a small box is used, 10 ml PBS should be 
enough) 

*This one is preffered 

 

2. Disassemble the cassette. Check that the prestained molecular weight marker is present on the 

filter. It is an indication that the transfer has worked. If the ladder is still visible on the gel, the 

transfer has not been completed and should be put back in the casette and blotted for a little 

while longer. If the transfer has been fully completed, put the membrane in a box and add Blotto 

solution and let incubate 1,5-2 h by shaking at room temperature. (Be quick when transfering 

the membrane, it must not be allowed to dry!) 

3. Prepare PBS/Tween (if this has not been done earlier!). 

4. Discard the Blotto solution and wash the membrane 3x5 min in PBS/Tween (shaking at room 

temperature for 5 min + 5 min + 5min). OBS! Discard the old PBS/Tween and add new in each 

washing step, The membrane must not be allowed to dry! Add primary antibody (diluted in 

Blotto, check with the person giving you the antibodies for the right concentration). Incubate 1,5-

2 h by shaking at room temperature. 

5. Wash the membrane in PBS/Tween 5x5 min (same procedur as previous). 

6. Immerse the membrane in secondary antibody (diluted in Blotto) for 1,5-2 h by shaking at room 

temperature. 

7. Wash the membrane in PBS/Tween 5x5 min (same procedure as previous). 

8. Mix ECL reagents 1:1 and incubate the filter for 5 minutes in the ECL solution at room 

temperature, avoid exposure to light as much as possible. 

9. Drain off excess liquid by carefully touching one of the corners to a piece of tissue. Place the 

membrane between two plastic sheets. Expose to photographic film 30 s - 3 min. Develop the 

film. 

 

 

 

 

 

 

  


