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Western blots using alkaline phosphatase conjugated 2nd antibodies

     * Block and incubate blot as usual (2-3 hours at RT or ON at 4 ° C followed by 1-2 hours at RT work well)

    * Incubate with AP conjugated 2nd antibodies for 1-2 hours at RT (diluted 5,000 fold) in 1 x PBS containing 0.5% Tween-20.

    * Wash with 1 x PBS-Tween 20

    * Wash once with AP buffer

    * Put membrane on a piece of plastic wrap. Develop with about 0.5 ml of substrate solution (Western Blue stabilized substrate for Alkaline Phosphatase, Promega Cat# S3841). You can develop between 1 minute and 24 hours. Background starts to increase usually after 1 hour.

    * Stop reaction by addition of EDTA to about 20 mM. Wash a couple of times with water and store dry (the staining product does not bleach appreciately)

    AP Buffer

100 mM Tris pH 9.5

100 mM NaCl

5 mM MgCl2

NBT stock 50 mg/ml in 70% DMF

BCIP stock 50 mg/ml in DMF

