Antibody Staining a la Pablo

Day 1

1) Section paraplast embedded material.  Once sections have flattened, take off excess water.  Allow slides to dry overnight on slide warmer (should be set very low or turned off, depending on how much water is left).

Day 2

1) Hydrate slides.  Make up 300 ml volumes of each wash and use tupperware boxes (except for HemoDe which requires glass boxes).

10 min. in HemoDe, repeat in fresh HemoDe.

1 min. in 100% EtOH, repeat in fresh EtOH.

30 sec. each in declining concentrations of Ethanol: 95%, 80%, 70%, 50%, 

30%.


30 sec. in water, then in 1X PBS


Allow to drip dry.  They don’t have to be completely dry.

2) Protease treat slides. Make up 300 ml of 10 (g/ml Protease in 100 mM Tris pH 8, 50 mM EDTA in a tupperware box.  Soak slides (in slide rack) in Protease for 10-20 minutes at 37(.  This step requires some optimization. You want to Protease as much as you can without affecting the integrity of the tissue.  The first time you do the experiment, you may want to try several different protease concentrations or several different durations of treatment.  Also, each batch of Protease (or Proteinase K) has different activity, so make up a big batch of 10 mg/ml stock at the beginning of the experiment and just use the same stock throughout.

3) Wash three times for 5 minutes each in 1x PBS, 0.1% Tween-20 (make up 300 ml batches and do wash in tupperware boxes).

4) Block for one hour in 0.5% BSA, 1% goat serum in 1x PBS, 0.1% Tween-20 (PBT). Make up about 100 ml and place slides section-side up in the bottom of a flat plastic box.  Add block, place lid on box, and place on rocking platform for 1 hour.

5) Remove slides from block, wipe backside dry with kimwipe.  Set up a flat plastic box with a lining of paper towels and six pieces of broken, small (like 1 ml) plastic pipets.  The idea is to have the slides laying on the broken pipets so that they are elevated above the paper towels (ask Queenie about this, she’ll know what I’m talking about).  Wet the paper towels with water.  Place the slides on the pipets in the box.  Apply secondary antibody. I got the best results using a 1:250 dilution of the (AP3 and a 1:50 dilution of the (PI.  The antibodies should be diluted in .5% BSA in PBT.  Apply about 125 (l to the slide and carefully put on a large coverslip, avoiding bubbles as much as possible.  Line the lid with Saran wrap and put the lid on so that it is tightly sealed.  Leave overnight at 4(.

Day 3

1) Carefully remove the coverslips and place face up in the bottom of a clean flat plastic box.

2) Wash three times in 100 ml PBT for 5 min on a rocking platform.

3) Wash twice for five minutes in Genius solution 3 (100 mM Tris pH 9.5, 100 mM NaCL, 50 mM MgCl2).

4) Remove slides from wash box and place, face up, back in papertowel lined box with pipets.  Apply 125 (l of the staining solution to each slide.  The staining solution is 2.2 (l of NBT and 1.6 (l of BCIP in 1 ml of Genius solution 3.

5) Carefully wrap box in tin foil and place in dark drawer. Check for development of color in about 20 minutes.  May require up to an hour for complete development.  The longer they are left, the more background will come up.

6) Stop reaction by removing coverslips, placing slides back in rack, and rinsing in 300 ml 1x PBS.

7) Mount with water and large coverslip.  Photo immediately.

