Western Blot

Gels can be prepared in advance: 

· prepare/pour running gel 

· overlay running gel with propanol while it sets (approx. 35 minutes)

· rinse gels with water. Dry. Pour stacking gel. Place comb in gel. Let set (approx. 15 minutes)

· wrap gels in plastic wrap and store at 4(C until ready to use (up to 1-2 weeks).

Rinse wells with water and running buffer before loading samples.

Boil samples (with loading buffer) for 5 minutes. Centrifuge briefly. Load samples and ladder.

Run gels. 

If using PVDF membranes:

· wet membranes in 100% methanol (15-30 seconds)

· wash membranes with dH2O for 5 minutes (2x) on rocking platform (RS=9)

Soak membranes in transfer buffer for at least 30 minutes.

Prepare transfer cassettes.

Transfer.

If using PVDF membranes:

· soak membranes in 100% methanol (15-30 seconds)

· let membranes dry for 15 minutes

Membranes can be stored (in plastic wrap) at -20°C and analyzed at a later date.

Wash with 15 mL ddH2O for 5 minutes. Repeat once.

Incubate with 15 mL Blocking Solution for (180 minutes on rocking platform. (RS=3)

(Block overnight if only incubating with primary antibody for 2h)

Prepare primary antibodies 

Rinse with 15 mL TBST briefly (2x).

Incubate with 10 mL primary antibody overnight at 4(C on rocking platform (RS=3) 

(N.B. Some antibodies should only be incubated for 2h)

Wash with 15 mL TBST briefly (2x), 15 minutes (1x), 5 minutes (3x).

Prepare secondary antibodies 

Incubate with 10 mL secondary antibody for 60 minutes on rocking platform (RS=3)

Place detection reagents at room temperature (don’t open until equilibrated at RT!) 

Wash with 15 mL TBST briefly (2x), 15 minutes (1x), 5 minutes (3x). 
Prepare detection reagents (*light sensitive*)

Incubate membranes with ECL

Expose membranes

N.B. can use PBST instead of TBST.

TBST (0.1%):

100 mL TBS (10X)

899 mL dH2O

1 mL Tween 20
