Western Blot Protocol:
Transfer

1) Make 1X transfer buffer: Combine 100 mL 10X transfer buffer (in carboy, 1033), 200 mL Methanol and 700 mL cold deionized water

2) Prepare the membrane – to use PVDF, soak membrane for 15s in Methanol, 1m in water, then 2 m in 1X transfer buffer.  To use nitrocellulose, soak in 1X transfer buffer for 2 m.

3) Soak filter paper and sponges in 1X transfer buffer

4) Assemble the transfer sandwich as follows:
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5) Place cartridge in transfer apparatus (black side of cartridge toward black side of apparatus).  Put ice container (in freezer in 1038) in other side of apparatus.

6) Transfer for 1.5 hours at 100 mV

Western

1) Make 5% non-fat milk in TBST (in carboy, 1033)

2) Block for 1 hour at room temperature with shaking (or overnight at 4 degrees)

3) Incubate with primary (anti-rac, in -20 antibody box in freezer, 1038, dilute 1:1000 in 5% milk:TBST) for 1 hour at room temperature with shaking (or overnight at 4 degrees)

4) Wash blot with TBST 3 times: 1st wash for 10 min, 2nd two washes for 5 min

5) Incubate with anti-mouse HRP conjugated secondary antibody (in cold room, 4 degree antibody box, dilute 1:5000 in 5% milk:TBST) for 1 hour at room temperature
6) Wash blot with TBST 4 times, 15 min each wash

7) Develop: incubate blot with equal volumes of ECL reagent 1 and ECL reagent 2 for 1 min, wrap in Saran, take to dark room

Stripping blot

1) Incubate with stripping reagent for 15 min at room temperature

2) Wash 3X with TBST

3) Block as above

