WESTERN BLOTTING PROTOCOL

A. Running gels and transferring

1. Add 10 L PSM to 20 l of sample and boil for 3 minutes. Load samples on gel. Run Novex minigel (use the buffer dam in the Electrophoresis unit if using only one gel) at 100 volts constant voltage or 25 mA constant current. Transfer to nitrocellulose membrane (kept in drawer labeled "Western Blotting Supplies"). Use forceps (NOT FINGERS) to hold the membrane at all times. Remember to wet nitrocellulose in transfer buffer before use. 

2. SEMI-DRY TRANSFER: Use the Bio-Rad Semi-dry transfer apparatus. Open lid, wet both inner surfaces with transfer buffer (shown below). Place one piece of wet filter paper, the membrane, the gel, another piece of wet filter paper in respective order. Squeeze bubbles out by adding buffer at every step and rolling with a pipette after each addition.  Bubbles are bad.  Close lid (align top) and connect red to red and black to black. Run at 12 volts for 1 hour.

3. Remove filter paper from cassette. Make a small cut of the upper left corner of membrane for orientation of membrane. Place membrane in blocking buffer at room temperature for 1 hour or at 4 C overnight.  Gel, filter paper, etc. get trashed. For AHSG use milk as blocking buffer (see below) and for phospho-AHSG use BSA as blocking buffer (see below).
B.  Immunoblot transferred proteins

4. After blocking for one hour or overnight, incubate the membrane in enough antibody solution (5 mL for Novex mini gel) in polythene bags and seal it. Let it rotate on the rocker overnight at 4 oC. Antibody solutions are made up in blocking buffer. For AHSG blot, use INCSTAR Laboratories AHSG Ab as primary Ab.(1:2000 dilution) stored in left shelf in glass double door refrigerator). For Phospho-AHSG blot, use the custom made Rabbit anti-human phospho AHSG antibody (1:2000 dilution in BSA blocking buffer). If you are not sure, please ask.
**NOTE:  MANY USED ANTIBODY SOLUTIONS CAN BE SAVED FOR RE-USE SEVERAL TIMES (some cannot however, so check with someone who knows).

5. Wash membrane 5-7 times, five minutes with wash buffer.

6. Add secondary antibody as in step 4. For AHSG blot, use rabbit anti-goat IgG antibody conjugated with horse radish peroxidase enzyme (stored in the glass double door refrigerator). Secondary antibody should be diluted in block buffer at 1:2000 dilution. Rotate on rocker for 2 hours at room temperature. For Phospho-AHSG blot, use goat anti-rabbit Ab as secondary Ab (1:10,000 dilution in BSA block buffer)
7. Wash membrane 5-7 times, five minutes with wash buffer.

8. Develop using chemiluminescence substrate (colorful box from Pierce – you need to mix 1.5 mL of Soln.A with 1.5 mL of soln.B in a tube, just before use). Develop blot using UVP Image Analyzer.
C. Reagents and solutions

Western Blot Transfer Buffer:


4 liters
25 mM Tris :
 12.1 g Tris base

192 mM Glycine : 



57.6 g Glycine

20% MeOH




: 800 ml MeOH

Western Blot Wash Solution




2 liters





                                           20X solution/L
10 mM Tris pH 7.4 : 20 mL 1 M Tris 7.4                                   200 mL 1M Tris, pH 7.4

100 mM NaCl

                                                                              116.7 g/L

0.1% Tween-20
 : 2 mL Tween-20                                               Add fresh when making 1X

Milk Blocking Solution



: 50 mL
5% non-fat dry milk (BIORAD) in Western Blot wash buffer (2.5g/50 mL)
BSA Blocking Solution: 50 mL

1% BSA in Western Blot wash buffer (0.5g/50 mL)

