Western Protocol


For new antibodies that arrive as lyophilized powder, bring up in Sigma water.  Aliquot into 20 l fractions, and store at -80oC.  Most other antibodies arrive as serum, aliquot and store at -80oC.  Clearly label with tape, these antibodies may be used long after you have graduated!  Include titer on label, if possible.
Run a normal acrylamide gel. Do not stain!!! Run the gel with pre-stained BioRad marker. 

After electrophoresis, incubate the gel at RT carbonate buffer for 30 min

Cut off the stacking gel and put a notch in the top right hand corner (for orientation)

Chill the rest of the carbonate buffer, as well as the sandwiches for the transfer apparatus

Assembling the apparatus:


*wet all pieces before applying


1-1 sponge on the black side


2-2 pieces of Whatman filter paper


3-acrylamide gel (in reverse orientation)


4- Nitrocellulose

5-2 pieces of Whatman filter paper

6- 1 sponge on the white side

Place the sandwich into the transfer box containing cold carbonate buffer.  White side with the nitrocellulose should face the positive anode (red).

Important tips

· Filter paper and nitrocellulose should be slightly larger than the gel

· Make sure protective blue paper is kept on the nitrocellulose until it is to be used. 
· Use very very very clean gloves when handling the nitrocellulose also make sure the nitrocellulose membrane does not touch anything…this is very important.
Transfer-Overnight in the fridge at 25Volts  (connections can sometimes be bad make sure to check if it is running).
Alternatively, a semi-dry transfer can be done.  This is faster, but less efficient.

AFTER THE TRANSFER
Remove the nitrocellulose (carefully: remember clean gloves).  Blot can be stained with DB71 (Direct Blue 71, Hong et al., 2000, Electrophoresis 21:841) to visualize protein on the blot.  Alternatively, blot can be placed in blocking buffer directly.

DB71 Stain 

Blot is incubated in DB71 stain solution (0.008% DB71 in 40% ehanol, 10% acetic acid) for 5 min.  [This can be made with 800 L of a 0.1% stock of DB71 (made in Sigma water) in 10 ml of 40% ethanol, 10% acetic acid].  Blot is then scanned to record image.  DB71 is then removed with 2-3 washes of DB71 destain solution (150 mM sodium bicarbonate in 47.5% ethanol).  
The blot is then incubated in Blocking TTBS overnight (or a few hours) gently shaking at RT.


**if you want to store it for longer block in the cold 40C

Remove Blocking TTBS and incubate for 20 min in TTBS (not-blocking) at RT while shaking.

Add a small volume of primary antibody in TTBS and incubate 3-4 hours or overnight, shaking at room temp.  If titer is 1:10,000 use 2 L of antibody for 20 ml of solution; if 1:5,000 use 4 L of antibody for 20 ml solution, etc.  You may need to determine titer empirically, 1:1,000 is a good starting point.
Wash 3 times, 20 min each with TTBS at RT while shaking.
Incubate in secondary antibody TTBS for 2-4 hour at RT while shaking. (NOT overnight) 

                 Titer used: 1/10,000  

     If primary antibody is raised in rabbits, use goat anti-rabbit. If primary    antibody is raised in mouse, use goat anti-mouse.
Wash 3 times, 20 min each time in TTBS at RT while shaking.
Wash 2 times, 10 min each in 1X TS at RT while shaking.
Stain in 1X AP buffer with NBT and BCIP.
Develop at RT while gently shaking. Stop reaction by immersing in milli Q water.

Stock solutions and Buffers

Carbonate buffer

1.2 Liters
3 mM Na carbonate

0.38g

10 mM Na bicarbonate
1.01g

10% methanol


120 ml

approx. pH 9.9


qs to 1.2 L

1X TTBS


200 ml
20 mM Tris (pH7.4)

4 ml 1 M Tris pH 7.4

500 mM NaCl


20 ml 5M NaCl

0.05% tween 20

100 l (100%)





qs to 200ml

Blocking TTBS
TTBS with 5% milk


Or

0.1 g/ml thimerosol

1% gelatin

1x TS Buffer


200ml
20 mM Tris (pH 7.4)

4 ml 1 M Tris pH7.4

200 mM NaCl


20 ml 5M NaCl





qs to 200 ml

5x AP buffer (pH 9.5)
0.5 M Tris base

0.5 M NaCl

50 mM MgCl2
1x AP Buffer w/ NBT and BCIP

5 ml of 5x AP buffer

20 ml of water


*just be for use make:



8.5 mg of NBI in 115 l of DMF and 50 l of water (in fuge tube)






and in another tube



4.15 mg BCIP in 82.5 l of DMF

NBT- Nitro Blue Tetrafolium and is found in the 40C in the Western reagents 

tupperware.

BCIP- 5-bromo-4-chloro-3-indolyl phosphate and is found in the -200C desiccators with the pink label.

