
Phospho-CREB Western

Date: _____________

Important Points:

- Elevation of cAMP, by forskolin, results in PKA-dependent phosphorylation of CREB on Ser133 (Gonzalez and Montminy, 1989).

- Forskolin must be stored at RT in DMSO – freezing it in DMSO either at 4˚C or at -20˚C will cause it to lose activity.

Cell Culture:

Commissural Neurons:

( 1 million in a 35mm dish or 6well dish

( Culture O/N in 10% iFBS

( Culture for ~24hrs or 6 days in B-27



HEK 293T cells:

( ~50% confluent 35mm dish

Cell Lysate Preparation:

( Stimulate, can remove 1ml from each to reduce volume

( Lyse in 200μl of RIPA/SDS sample buffer
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Western blot analysis of extracts from SK-N-MC cells,
untreated or treated with forskolin and FGF(lanes 1 and 2)
or 293 cells. untreated or UV treated (lanes 3 and 4), using
Phospho-CREB (Ser133) (1B6) Mouse mAb.

Cell Signaling #9196



( Scrape and transfer to a 1.5ml tube

( Boil for 5min

SDS-PAGE/Western: 

( 15-well 13% Gel (CREB is ~45kDa):

( Load 20μl of each
( 1( *** IMPORTANT: PRIMARY OVERNIGHT

- Both CREB and pCREB @ 1:2000 in 2%HS/2%BSA in PBST O/N @ 4(C

( 2( anti-CREB is Rabbit and anti-pCREB is mouse use HRP at 1:20,000 in 2%HS/2%BSA in PBST for 45min
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http://www.geocities.com/simonwaynemoore/protocols.htm 
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