Whole Embryo In Situ Protocol

1. Wash embryos into egg collection baskets with H2O along with all residual yeast (embryos may be in yeast)

2. Rinse embryos well with dH2O

3. Dechorionate embryos in 50% bleach for 2-3 minutes (until embryos sink to bottom and then 1 minute more)

4. Wash well with dH2O

5. Remove mesh with embryos from basket being careful not to lose embryos

6. Blot mesh on kimwipe to remove excess water

7. Air dry 10 minutes

8. Immerse mesh in 5 ml heptane (in scintillation vial)

9. Let embryos fall from mesh into heptane and remove mesh

10. Add 5 ml fix solution

11. Fix by vigorously shaking in heptane/fix solution for 25 minutes

12. Remove lower aqueous layer; add 5 ml methanol; shake hard for about 1 minute until embryos fall to the bottom.  About 1/3 of the embryos and all of the vitelen membranes will stay at the interface.

13. Aspirate off top layer and most of bottom layer

14. Wash in 5 ml methanol for 5 minutes three more times

15. Rinse in 3:1 Methanol:PBT-4% formaldehyde for 2 min.utes

16. Rinse in 1:3 Methanol:PBT-4% formaldehyde for 5 minutes

17. Fix for 10 minutes in PBT-4% formaldehyde on rocker

18. Wash 4 times for 5 minutes  in PBT

19. Rinse in hybridization buffer, and prehybridize for 1 hour at 53-55(C

20. Add RNA probe at 1:100 into hybridization solution and allow to hybridize overnight at 53-55(C (at least 12-14 hours)

21. Wash at least 4 times in hybridization buffer at 53-55(C over 3-6 hours

22. Rinse in PBT and wash 4 times for 5 minutes each in PBT

23. Incubate overnight in PBT+BSA with 1:2000 preabsorbed Dig antibody

24. Wash in PBT four times at 5 minutes each

25. Wash in PBT two times at 30 minutes each

26. Wash in staining solution two times for 5 minutes each

27. Stain in 1 ml staining solution with 9 (l NBT and 7 (l X-phosphate, let develop 5 minutes to hours until done (can determine staining by viewing under dissecting scope)

28. Stop the reaction by rinsing in PBT, if finished, dehydrate 1x 5 minutes in 40% ethanol, 1x 5 minutes in 70% ethanol, and 2x 10 minute in 100% ethanol

29. Clear briefly, wash 1 minute in xylene

30. Remove xylenes and mount in Permount

31. If continuing with an antibody stain, wash 4x 5 minutes in PBT, 1x 30 minutes in PBT, and 1x 30 minutes in PBT+BSA, then proceed with the standard antibody staining protocol

Solutions

Hybridization Buffer

25 ml deionized formamide

12.5 ml 20x SSC

.9 ml sheared DNA (100 (g/ml)

.5 ml tRNA (100 (g/ml)

.25 ml Heparin (50 (g/ml)

0.1% Tween-20

10.8 ml DEPC H2O

50 ml

Staining Solution

100 mM NaCl

50 mM MgCl2

100 mM Tris-HCl

0.1% Tween-20

pH to 9.5

PBT+BSA

PBT

0.5% BSA

Fix Solution

32. PBS + 3.7% formaldehyde (from 37% formaldehyde)
