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Western Blot Protocol
Pouring gel:

1) Clean large and small plate pairs with 70% EtOH and Chemwipes and place with equal-sized rubber spacers, clean side in.

2) Slide plates with spacers behind plastic and tighten screws.

3) Snap into plastic holder (can pour water in between plates to make sure doesn’t leak).

4) Put comb in so that wells are just below top of glass.  Measure ~1 cm below bottom of wells and make mark with marker to specify height to load separating gel.

5) Make separating gel (10% is standard for most average-sized proteins) according to recipe.

6) Add separating gel to line marked (~.5-1 cm below bottom of where comb will be).
7) Add methanol on top.

8) Wait about 30 minutes-1 hour for separating gel to set (keep separating solution nearby as a guide).

9) Pour out methanol and wash with ddH20 3X.  Suck water out.
10) Make stacking gel and pour between plates.  Add comb.  Set for 30 minutes.

11) Remove comb and wash wells with water.

12) Snap set gel into holder and place into tray.  Add 1X SDS running buffer between plate pairs to above the small plates and also around the plate pairs to the same height in case of leaking (if only running one plate pair, turn rubber on other side backwards so that flat side faces out to contact plastic).

13) Write # on each gel holder to distinguish.

Prepare and Run Samples:

1) Combine 20 uL of protein sample with 5 uL of loading buffer and heat for 5 minutes at 95 deg C in heating block.

2) Load samples between plate pairs (including 10 uL of marker).

3) Run for 2 hours at 100V or 120V for 1 hour and then 180V to the end.

Membrane Transfer:

1) Cut membrane, soak in 100% methanol for 20 sec and soak and shake in transfer buffer.  Mark membrane with number on side for direct protein transfer.
2) Soak 2 sponges for each gel.  Get out all bubbles.

3) Add transfer buffer in a large glass container; put the clip in it, white down, black up.  Final contents top-down:  black, sponge, paper, gel, membrane, paper, sponge, white clip (protein should transfer towards the white clip [and then the (+) electrode].

4) Cut the stacking gel and stick membrane to the gel, ensuring that there are no bubbles.  Put the membrane and gel on paper.

5) Put the stack in the red-black holder; black to black, red to white.

6) Run for 1 hour at 100V.

Blocking:

1) Take out the membrane and mark the protein gel face.  Soak in 1X TBS-T buffer.

2) Make 5 g milk with 100 mL TBS-T and stir for 5 minutes.

3) Put membrane in milk.  Keep overnight in 4 deg cold room with shaking (or can shake at RT for 1.5 hours minimum to add primary antibody that day; can also put primary antibody on overnight).
Probing:

1) Wash 3X with TBS-T.

2) Make TBS-T and primary antibody mixture on ice.

3) Pour mixture into plastic sheath with membrane (2 mL total sufficient for small blot, 4 mL for total blot).
4) Incubate at RT for 1 hour with shaking.
5) Wash with TBST 5X for 5 min each.

6) Add secondary antibody at 1:3000 dilution and shake at RT for 1 hour, again in plastic sheath.

7) Wash with TBST 4X for 5 min each.

8) For detection, mix reagents 1 and 2 at 1:1 (2mL:2mL).  Put membranes on plastic face up.  Pour detection mixture on the surface.  Wait for 1 min then take them to another plastic membrane.  Seal and take to darkroom.

9) Expose.

