Stripping and Reprobing Membranes for Western Blot

1. Make up 100 ml of Stripping Buffer in a sealable Tupperware container, adding 2- mercaptoethanol in the fume hood. 

2. Place membrane in the buffer, seal container tightly and incubate in the hybridization oven at 50°C for 30 min. About every 10 minutes, agitate the container for about 30 sec.

3. Using the extra large Tupperware container, place 200 ml of TBS-T in it and transfer the filter into this, sealing it tightly in the large container. Do this in the fume hood because the 2-mercaptoethanol vapor should be contained. Place the stripping buffer in the waste container in the fume hood and wash the Tupperware dish well with soap and warm water.

4. Agitate the filter vigorously on the shaker platform for 10 minutes.

5. Pour the TBS-T down the sink and run water for a few minutes to wash it down.

6. Repeat the above wash with a fresh 200 ml of TBS-T for 10 min.

7. Block the membrane in TBS-T with 5% non-fat dry milk (NFDM) for 1 hr at room temp.

8. Repeat immunodetection with next set of primary and secondary antibodies. 

Stripping Buffer

62.5 mM Tris-HCl pH 6.7

2% SDS

100 mM 2-mercaptoethanol

For 100 ml:

6.25 ml 1M Tris-HCl pH 6.7

20 ml 10% SDS (Bio-Rad # 161-0416)

0.7 ml 14.3M 2-mercaptoethanol (Sigma # M7154)

73 ml distilled water

TBS-T

10X TBS (Tris-buffered saline)

24.2 g Tris base

80 g NaCl

qv to 1 liter and adjust to pH 7.6 with HCl.

Dilute to 1X prior to use (100ml 10X TBS + 900 ml water)

Add Tween-20 (Calbiochem # 655204to 0.1% (1 ml/liter) to get TBS-T for Western blot
