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TriChrome Staining (28 mL per step is usually enough)

The Masson's Trichrome Stain is adapted from the protocol from the Sigma kit with Fast Green substituted for Aniline Blue.  You can buy all the solutions/chemicals separately from Sigma.
1. Leave slides in Bouin’s solution overnight at room temperature (no longer than 24hrs)

2. Wash in running tap water until sections are no longer yellow.

3. Stain in working Weigert’s hematoxylin for 5 min

    (make fresh 1 part A: 1 part B Sigma HT10-79)

4. Wash in running tap water for 5 min

5. Rinse in deionized H2O

6. Stain in Biebrich Scarlet-Acid Fuchsin (HT15-1) for 5 min.

7. Rinse in deionized H2O

8. Stain in working phosphomolybdic acid (PMA)/phosphotungstic acid (PTA) solution for 5 min

    1 part PMA: 1 part PTA: 2 parts DI water  (HT15-2, HT15-3)

9. Stain in Fast Green for 5 min

    (2.5% Fast Green FCF in 2% acetic acid)

    Fast Green (97.5 mL H2O, 2.5mL acetic acid, 2.5 g Fast Green FCF)

    any Fast Green powder will make huge mess when comes in contact with water

    only use Fast Green twice total.

10. 1% acetic acid for 1-1.5 minutes

11. Dehydrate in 95% ethanol for 2 minutes

12. Dehydrate in 95% ethanol for 2 minutes

13. Dehydrate in 100% ethanol for 2 minutes

14. Dehydrate in 100% ethanol for 2 minutes 

15. Place in Xylene

16.  Mount coverslip with Permount (add xylene if too goopy)


wipe xylene off bottom of slide


put large drop of Permount on


catch edge of coverslip


use needle to slowly lower coverslip


avoid bubbles (push to side if occur)

Results:

Nuclei- dark purple

Collagen- turquoise blue

Other fibers (fibrin, muscle, etc.)- red

