Stripping Western Membranes

Procedure

1. Put the membrane in TBST with 7 ul/ml -mercaptoetanol (100 mM) and 2% SDS for 30 mins at RT in agitation (rocker)

2. Wash the membrane for 30 mins in TBST

3. Put the membrane in blocking buffer

Tips

1. Avoid overstripping the membrane, as target proteins may be lost from the blot during extended incubations. Scan membrane to determine when stripping is complete. If overstripping is a problem, try reducing the amount of SDS in the stripping buffer.

2. Depending on the strength of the antibody-antigen interactions, you may need to increase the stringency. This can be achieved by preheating the buffer to 65°C before use. Pour the warmed buffer onto the blot and shake at room temperature or perform stripping by shaking at 65°C in an oven or water bath. When using elevated temperature, check the blot frequently by scanning to avoid overstripping.

