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Western Blot

Membrane transfer

1. While your gel is running, prepare the transfer buffer and chill it to 4C.

2. Cut one piece of transfer membrane (we use PVDF-plus transfer membrane 0.22 micron, Osmonics Inc, Cat # PV2HY320F5) and 4 pieces of 3 mm Whatmann filter paper of the size of the gel.

3. Once the gel is done running, make marks on both gel and membrane so that you will know the orientation.

4. Equilibrate the gel and the membrane by placing in the pre-chilled transfer buffer for about 15 min.

5. Assemble the transfer apparatus (refer to Bio-Rad mannul).

6. Wet the filter papers and transfer sponges with transfer buffer. Then assemble the transfer “sandwiches” in the transfer buffer.

BLACK side

      1 transfer sponge

      2 Whatman 3MM filter paper

      Gel

      1 transfer membrane
      2 Whatman 3MM filter paper

      1 transfer sponge

      TRANSPRANT side

7. Place the “sandwiches” in the transfer apparatus. Make sure always place BLACK TO BLACK. Add ice pack and transfer buffer. Put the whole aparatur in ice bath.

8. Run transferring at constant current at 250 mA (=100 kV) for approximately 1 hour and 10 min.  The current goes up when the temperature increases.

9. Once transfer is complete, disassemble the apparatus and the “sandwiches”. It is a good idea to stain the gel in Coomassie Blue afterwards to determine the efficiency of transfer.

10.  Rinse the membrane with dH2O briefly. Allow the membrane to air dry completely and it’s ready for immuno-detection. Or you can wrap the membrane with foil and store at RT or 4C for later use.

Immuno-detection

1. Incubate the membrane for 1hr or longer in blocking buffer at RT with shaking. You can also do it for overnight at 4C.

2. Rinse the membrane once in 1 xPBS buffer. 

3. Dilute the primary antibody with the blocking buffer and incubate the membrane in it for 2h to overnight with shaking at RT or 4C (if overnight).

4. Wash off antibody 3 times with 1 x PBS + tween 20. 10-15 min each time.

5. Dilute secondary antibody with the blocking buffer and incubate membrane for 1h to overnight. This dilution is usually 1:15,000 (1.65 (l in 25 ml).

6. Wash 3 times for 5-10 min each in 1 x PBS+tween20. 

7. Add substrates 

Note: keep the membrane wet and store at 4C if you want to stip the antibody and reuse the membrane.

Solutions

10 x PBS

1.3 M NaCl         

76g 

70 mM Na2HPO4   
10 g

30 mM  NaH2PO4   
4.1 g

Adjust pH to 7.4 with KOH pellets

Add ddH2O to 1L

Use 1 x PBS 1L + 3 ml Tween-20

Towbin Transfer Buffer (TTB)

25 mM Tris



192 mM Glycine

20% Methanol

pH8.1-8.5

(Optional: add 5-10 ml 10% SDS to 1L TTB)

Store at RT. Stable for more than 1 yr.

Blocking buffer:

1x PBS + 5% non-fat milk powder

To strip a Western Blot

2 x 1min  in 1M Glycine pH 2.5

Rinse a few times with ddH2O

Wash with TTB

Block

