Toluidine blue staining

1. keep slides in 100% xylenes for 10 minutes.

2. Again keep slides in 100% xylenes  for 10 minutes.

3. Move 100% Ethanol for 1 minutes

4. 100% for 1 minutes

5. 100% for 1 minutes

6. 95% for 1 minutes

7. 90% for 1 minutes

8. 80% for 1 minutes

9. 60% for 1 minutes

10. 35% for 1 minutes

11. Keep slides in DI water for minimum 5 minutes( not to exceed 5 hours)

12. Stain in toluidine blue for 5 seconds

13. keep in DI water for washing

14. again in DI water for washing

15. 35% for 20 seconds

16. 60% for  20 seconds

17. 80% for 20 seconds 

18. 90% for 20 seconds 

19. 95% for 20 seconds 

20. 100% for 20 seconds

21. 100% for 20 seconds

22. Xylenes for 5 minutes

23. Xylenes for 5 minutes

Drain the excess xylenes from the slide and put 4 drops of Cytoseal and cover with coverslip. Dry in the  hood for overnight.

Note: Do not use aqua poly mount for Toluidine blue staining. Because Touidine blue dissolves in water immediatey Use only cytoseal ( xylene based).

