  WESTERN OF HPASK

1) Run SDS-PAGE and transfer at least 4 hours to nitrocellulose membrane (overnight is best for full length protein).

2) Block 1 hour in 5% milk PBST, rinse blot once with PBST.

3) Incubate 1 hour at 37( in 1% milk PBST 1:3000 primary antibody (use 1617C for antibody against kinase domain, or  2501 for antibody against PAS domain).  Antibody should be reused for months.

4) Wash blot 3 times with PBST for 10 minutes each

5) Soak blot in secondary antibody (1:3000 in 1% milk PBST) for 2 hours.

6) Wash blot 3 times in PBST for 10 minutes each and develop.

