Western blotting - antibody
Loading SDS-page gel with samplers and run overnight (90V, start with 50V and go up)

Cut PVDF membrane (hydrophobic) in to size that covers the gel size

Put membrane in methanol (to make it hydrophilic) for 5-10 minutes then transfer it to the *transfer buffer for 5-10 minutes.

Put the gels in the transfer buffer to equilibrate

To make the sandwich for transferring the proteins form gel to membrane:

(Sandwich holder, black-side down)

· 1 sponge 

· 3 filter-papers

· 1 gel

· 1 PVDF membrane 

· 3 filter-papers

· 1 sponge

(All wetted in transfer buffer)

Close the cassette and put in the apparatus, the black-side towards the red tap on the apparatus 

250 mA for 3 hours in 40 C

Put the membrane in PBS containing 0,5% tween 20, 0,02% NaN3 and 5% milk to block unspecific binding in shaker for 1-2 hours in room-temperature or overnight at 4oC

Wash the membrane 3x with PBS containing 0,5% tween 20 and 0,02% NaN3
Put 5 ml of PBS containing 0,5% tween and with primary antibody and incubate on a shaker for 1 hour in room temperature (incubation time depends on the antibody) or overnight at 40C

Wash membrane 2x10 minutes with PBS containing 0,5% tween 20 and 0,02% NaN3
Put 5 ml of PBS containing 0,5% tween and with secondary antibody with HRP and incubate on a shaker for 1 hour in room temperature

Wash membrane 2x5 minutes with PBS containing 0,5% tween 20 and 0,02% NaN3
Wash membrane 2x5 minutes with PBS

Wash membrane 1x5 minutes with water

Mix the ECL mix, solution A and solution B 1:1 

Add the ECL mix to the membrane and let it incubate for 1 minute, shake it so the whole membrane is constantly wet and then poor of and let the membrane dry

Expose the membrane in cassette for 1-3 minutes and develope

* Blotting transfer buffer (BTB): 10X

100mM Tris Base 12,14g in 1l

1.0 M glycine 75,1g in 1l

H2O up to 1l

Transfer buffer:

3l
500 ml

10X BTB

300 ml
50 ml

Methanol (20% final)
600 ml
100 ml

H2O

2,1 l
350 ml

