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1. (30-40ug) of protein were separated via gel electrophoresis (10-20%) under denaturing conditions and 
transferred to nitrocellulose membrane.

2. Membrane was blocked overnight (4C) in TBS/Tween-20 (TBST) + 5% milk (blocking buffer).

3. Membrane was incubated with primary anti-FIH [cat# NB 100-428] (1:500) in blocking buffer for 2 hours at room 
temp.

4. Membrane was washed 3 times with TBST. 10 minutes each wash.

5. Membrane was incubated with HRP conjugated Donkey anti-rabbit secondary in blocking buffer for 2 hours at 
room temp.

6. Membrane was washed 3 times with TBST. 10 minutes each wash.

7. Membranes were developed for visualization using Super Signal(R) West Pico Chemiluminescent Substrate and 
captured on Hyperfilm ECL (Amersham Biosciences).
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