 Western Blot Instructions

ALWAYS wear gloves
1.  Run the SDS-PAGE gel, remove the gel from the apparatus, cut the corner of the gel

2.  Pour transfer buffer into glass dish and assemble apparatus – 

a.  black side of cassette


b.  fiber pad


c.  dampened blotting paper


d.  gel

e.  rolled side of membrane

f.   dampened blotting paper (remove bubbles by gently rolling test tube over)


g.  fiber pad


h.  white side of cassette

    Close, latch cassette and put into the gel chamber


a.  black side toward the poles


b.  water pack on pole side

3.  Transfer for 1 hour at constant 350 mA (100 V), remove membrane from cassette
4.  Skip if used prestained markers – confirm transfer by Ponceau stain, mark marker positions 

5.  Wash membrane with 1X TBS buffer for 5 min (on rocker), decant, repeat wash, decant
6.  Add blocking solution, rock 1 hour room temp or at 4°C overnight, decant blocking solution

7.  Wash membrane twice with TTBS for 5 min (on rocker), decant buffer

8.  Add primary antibody soln (10 μL in 10 mL antibody buffer),  rock 1 – 2 hr (or 4°C O/N), decant
9.  Wash membrane twice w/ TTBS for 10 min (rock), decant buffer

10.  Add secondary antibody soln (5 μL in 15 mL antibody buffer), rock 30 min – 2 hr, decant 
11.  Wash extensively with TTBS, at least thrice for 5 min (rocker), decant
12.  Develop membrane by adding substrate solution (5 mL substrate + 250 μL enhancer) 

incubate 5 min at room temp (rocker), decant, wick dry w/ Kim wipe

13.  Place membrane between plastic sheets in autorad. apparatus – bright side up and expose
Transfer buffer pH 8.3 (make fresh each time):   Dissolve buffers in 750 mL MQ H2O, pour 200 mL methanol in a 1 L cylinder, add buffer, bring volume to 1 L   (no need to adjust pH).

  25 mM Tris

  3.03 g

192 mM Glycine
14.4   g

20 % (v/v) methanol 
200 mL

1X TBS (Tris Buffered Saline)  For 1 L:
  20 mM Tris

  2.4   g

500 mM NaCl

29.22 g

Adjust pH to 7.5 with HCl
TTBS (Tween-20 in Tris Buffered Saline)  For 1 L:
  20 mM Tris

  2.4   g

500 mM NaCl

29.22 g

0.1 % Tween-20
1 mL

Adjust pH to 7.5 with HCl

Blocking solution:  0.5% non-fat dry milk in 1X TBS (0.125 g in 25 mL 1X TBS)

Antibody buffer:  0.2% nonfat dry milk in TTBS (0.05 g in 25 mL TTBS)

Primary antibody solution:  Dilute antibody 1:1000 (10 μL in 10 mL) in antibody buffer

Secondary antibody solution:  Dilute antibody 1:3000 (5 μL in 15 mL) in antibody buffer

For dot blotting, cut blotting paper (handle with tweezers and gloves), mark off lanes with a pencil and number them.  Wet paper with either transfer buffer or TBS, let dry completely (about 15 min).  Blot protein onto lanes, let dry ~3 minutes.  Proceed from step 6 (could rinse once w/ TBS first).
