Western Blotting (protocol for anti-His antibody)
(Ayaz Najafov 2/11/05)

MATERIALS:

Nitrocellulose or PVDF membrane
Filter papers
Methanol
Blocking solution:

1% Casein or 10% milk in TBST
Antibodies (stocks):

Mouse anti-His (0.2mg/mL)

Goat anti-mouse IgG HRPconjugate (0.4mg/mL)

1X Transfer Buffer:


25mM (3g/L) Tris



192mM (14.4g/L) Glycine



20% Methanol
1X TBST(Tris Buffered Saline with Tween 20):

50mM (6.055g/L) Tris-HCl pH8.0

150mM (8.77g/L) NaCl

0.05% Tween 20
PROCEDURE:

1) Soak nitrocellulose membrane, 3MM Whatman papers and sponges in 1X transfer buffer.

· If using PVDF membrane, soak it in methanol for 5min.
2) Put the gel onto the paper and the membrane onto the gel. Mark the wells and the gel perimeter at the back of the membrane by using a ball pen. Get rid of bubbles by using a glass rod.

3) The sandwich should be: (+) sponge-paper-membrane-gel-paper-sponge (-)

4) Fill the tank with 1X transfer buffer.

5) Run: 1 hour at 100V at with a block of ice and/or in the cold room.

6) Incubate the blot in 1% casein either at +4oC O/N or at RT for 1hr or at +37oC for 30min.

· 10% non-fat milk/ TBST can be used for most antibodies but, some antibodies (e.g. anti-His antibody) bind to some proteins in milk, which results in high background.

7) Rinse the blot in 1X TBST for 1-2min.

8) Incubate: Primary antibody (mouse anti-His 1:2000 of stock in 1% casein) for O/N at 4oC or 1hr at RT or at +37oC for 30min.

9) Wash: 3-4 times 10-15min each in 1X TBST.

10) Incubate: Secondary antibody (goat anti-mouse IgG 1:5.000 of stock in 1% casein) for O/N at 4oC or 1hr at RT or at +37oC for 30min.

11) Wash: 3-4 times 10-15min each in 1X TBST.

12) Add substrate: H2O2 + Luminol (kit).

13) Expose and develop the film in dark room. First expose to 1min and then decide on shorter or longer exposures.

