 (2/27/03)

Whole Embryo Ab Staining
DAY 1

1. Dechorionate embryos

2. Add 1800 (l PEM buffer and 200 (l Formaldehyde to snap cap tube.  Transfer the dechorionated embryos to the tube as well as 2 ml of heptane.  Rock for 1 hour.

3. Remove formaldehyde (not embryos) from bottom

4. Add 2 ml of methanol and shake vigorously for 1 min.

5. Carefully remove heptane (top layer) and add 1 ml of methanol, shake the tube again

6. Carefully remove methanol

7. Rinse 3 times with 2 ml methanol, after last wash; add 1 ml methanol and transfer to a 1.5 ml eppendorf tube.  Allow embryos to settle.

8. Remove as much methanol as possible.

9. Add 2 ml PBT, allow the embryos to settle, and remove.  Repeat for a total of 3 times.

10. Add 1 ml PBT+N, rock 5 minutes at RT, allow embryos to settle, and remove.

11. Add 1 ml PBT+N, rock 30 minutes at RT, allow embryos to settle, and remove.

12. Add primary antibody and rock overnight at 4(
DAY 2

13. Allow embryos to settle, remove primary antibody.

14. Wash 3 times with 1.5 ml PBT

15. Add 1.5 ml PBT, rock at RT for 10 minutes, allow embryos to settle, remove PBT, and repeat for a total of 3 times.

16. Add 1 ml PBT+N, rock 30 minutes at RT, allow embryos to settle, remove PBT+N, add secondary antibody and incubate overnight at 4( (or 4 hours at RT)

DAY 3

17. Wash with 1.5 ml PBT three times

18. Add 1.5 ml PBT and rock 10 minutes at RT, allow the embryos to settle, remove PBT, repeat for a total of three times

19.   Add 1 ml µl 0.1M Tris pH 8.8 80% glycerol and rock O/N at 4( overnight

20. Centrifuge embryos down, take off glycerol and add:

830 ml 0.1M Tris pH 8.8 80% glycerol

167 ml PDA stock solution

21. Flick tube good to mix solution, rock for 30 min at 4(
DAY 4

22. Centrifuge embryos, remove some mounting media, and transfer embryos (~40 µl) to slide with a tip with the end cut off.

23. Cover gently with coverslip and seal with nail polish.

24. View beautifully stained embryos!!!

Recipes

PEM





14 ml



100ml
0.1 M Pipes




2.8 ml .5M Pipes

20 ml .5M Pipes

2 mM EGTA




56 (l 500 mM EGTA

400 (l 500 mM EGTA

1 mM MgSO4




14 (l 1M MgSO4

100 (l 1M MgSO4
pH to 6.95 with concentrated HCl

Store at 4(
.5M Pipes
15.12g in 100 ml

pH to 6.95

PBT

1X PBS

0.1% Triton X-100

PBT+N

4 mls PBT

200 (l normal goat serum

