Antibody staining for Membrane proteins

(From Haining @ White lab, revised by Erkang)

This antibody staining protocol is adapted from the paper below. The key point is to use as less Tween-20 as possible to preserve membrane structure. I have tried this protocol with RAB-11
Pierre Gönczy,* Heinke Schnabel, Titus Kaletta, Ana Duran Amores,* Tony Hyman,*§ and Ralf Schnabel
Dissection of Cell Division Processes in the One Cell Stage Caenorhabditis elegans Embryo by Mutational Analysis J. Cell Biol., Volume 144, Number 5, March 8, 1999 927-946
1. cut 25-30 worms in 30µl M9 on a subbed slide.

2. Place a 22X30 coverslip onto the drop and wick away the excess fluid with 3MM Whatman paper.

3. Freeze the slide on the metal block in dry ice for 30min

4. flick off the coverslip with a razor blade, and plunge the slide into --20°C methanol for 15 min or more.

5. rehydrate the slide in 1XPBS for 5 min.

6. incubate the slide with 50 µl of primary antibody in PBS for 45 min at room temperature in a wet chamber.

7. Wash slides for 5 min in PBT (PBS-0.05% Tween 20), 5 min in PBS.

8. incubate the slide with 50 µl of secondary antibody in PBS for 45 min at room temperature in a wet chamber. For Alexa 588 and 468, I use 1:400 dilution.

9. Wash slide 2-3X in PBS for 5min

10.  mount the slide in 7µl mounting buffer.

