
protocol Western blot 

Sample preparation for gel 

1. Spin down and short vortex the samples. 

2. Mix 20 µL of sample with 5 µL loading buffer (Genscrip sample buffer, put him first). 

Pipette. 

3. To the space well (if there is one, if more make more solution) and to the P.M - 

prepare an Eppendorf with 20 µL of MOPS with 5 µL loading buffer (10 µL to the 

space well and to the P.M 10 µL and 5 µL P.M. ) 

4. Spin down the samples (short spin). 

5. Incubate the samples at 70°C for 10 minutes.  

6. During incubation, prepare gel apparatus. 

Gel and electrophoresis apparatus preparation 

1. Assemble everything together (only one way to do it). Include conductive stand, 

buffer dam, thin gel support and gel. 

2. The ready to use gel (Genscript-A2S) is in the +4 fridge. 4-20% gel unless mentioned 

differently. 

3. Take off the green sticker at the bottom. Gently remove the comb under weak 

stream water and wash the rest of the gel. 

4. Put the gel in the apparatus with the wells turning to the inside (towards the buffer 

dam). If you need only one gel, put the buffer dam where the other gel should be. 

5. Add Running buffer (MOPS SDS buffer), a small amount in between the gels. After 

making sure there is no leakage, feel the space in between the gels and add buffer 

outside the gels as well. The buffer should cover the wells on the inside, and on the 

outside reach just below the loading wells.  

Loading samples to the gel 

1. Spin down the samples again for few seconds. 

2. Loading is done with special long, narrow tips from the "western" drawer. 

3. Load 20 µL of each sample to the gel. 

4. After you finished loading all the samples to the gel, "quick spin" the marker and 

load 5 µL to the gel. 

5. Connect the electrodes to the power source and run the gel in 140 V for 

approximately 1 hour. 

Transfer to PVDF membrane 

1. If not done before, take the gel out of the plastic cassette and place in a lock&lock 

containing DDW. 

2. Cut PVDF membrane to match a “gel window” size beforehand. 

3. Shake the membrane in methanol for 3minutes. 

4. Discard the methanol and wash with DW. Careful on the membrane. 

5. Incubate the membrane for 1 minute in equilibration buffer. 

6. Assemble the transfer stack: 

a. Place the anode pad (orange). 

b. Using two tweezers, place the membrane on the anode pad as equally as 

possible. 

c. Using the roller, push out air bubbles. 



d. Using both of your hands, place the gel in the middle of the membrane.  

e. Using the roller, push out air bubbles. 

f. Place the gel window used for the membrane cut earlier, in a way it will 

cover the margin around the membrane. 

g. Carefully place a cathode pad on the transfer stack. 

h. Push down the lid and close it. 

i. Run for X minutes (depending on protein size its write in the protocol of the 

machine). 

7. After transfer is finished, take the membrane out of the sandwich and mark the 

Ladder and the wells locations with normal pen. 

8. Prepare blocking solution: 10% skim milk in TBST buffer (1.2 g in 12 ml buffer, put 

the liquid first). Put the membrane in the buffer for 40 min (room temperature) or 

overnight (at +4 ºC). 

9. Primary antibody incubation: prepare primary antibody solution: 5% skim milk in 

TBST buffer (0.6 g in 12 ml buffer) and add the antibody in the appropriate dilution 

(sterile!). Incubate the membrane in the solution for 1 hour. 

10. When the time is finished keep the solution in freezer and wash the membrane 3 

times with ~11 mL TBST for 5 minutes. 

11. Secondary antibody incubation: prepare secondary antibody solution: 5% skim milk 

in TBST buffer (0.6 g in 12 ml buffer) and add HRP-conjugated secondary antibody 

(some antibodies connect to HRP already, (sterile!)). Incubate the membrane in the 

solution for 1hour. 

12. When the time is finished keep the solution in freezer and wash the membrane 3 

times with ~11 mL TBST for 5 minutes, don't trash the 3 wash!.  

Developing process 

The whole developing process is done in the dark because luminol is sensitive to light! 

1. Cover 15 mL tube with aluminum foil. 

2. Prepare developing solution: 1:1 hydrogen peroxide (H2O2) and Luminol (3 ml each). 

3. Find a box with minimum interruption for the image. 

4. Put the membrane in the new box, add developing solution and shake for ~1 

minute. 

5. Photograph the membrane with LAS-4000 in chemiluminescence mode. Precision, 

standard, 10 sec for start. 

 

Running buffer 1L: 

- Dissolve MOPS running buffer packet in 1L DW. 

 


