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H and E Staining (For frozen sections)

Fixation/Hydration:

1. Fix about 5 minutes in 10% NBF or 4% PFA

2. Rinse in cold PBS or distilled water

Stain:

3. Hematoxylin (Gill’s 2x)
2minutes

(Filter when metallic scum appears on surface)

4. Tap water rinse under running water until water is clear (about 2 minutes)

5. Bluing solution
1-2 dips

6. Allow slides to stand in running tap water for 2 minutes 

7. 80% EtOH
2 minutes

8. Eosin
5 minutes

Dehydration:

9. 80% EtOH
3-4 dips to rinse out excess Eosin

10. 95% EtOH
2 minute

11. 95%EtOH
2 minute

12. 100% EtOH
2 minute

13. 100% EtOH
2 minute

14. Xylene
3 minutes

15. Xylene
3 minutes

16. Xylene
3 minutes

( Coverslip with Permount (Xylene based)

After cover slipping, the chromatin in nuclei should be stained dark blue (hematoxylin) and the cytoplasm should be stained pink (eosin)

