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Safety equipment: Work under a hood with lab coat, gloves, and glasses. 

 
1. De-paraffin slides in xylene - 2 minutes  
2. De-paraffin slides in xylene - 2 minutes  
3. Clear slides in 100% alcohol - 2 minutes 
4. Clear slides in 100% alcohol - 2 minutes 
5. Hydrate slides in 95% alcohol - 2 minutes 
6. Hydrate slides in running water - 5 minutes 
7. Bouins at 60C – 1 hour 
8. Wash running water – 10 minutes 
9. Stain in Picro-sirius red - 1 hour  
10. Wash in acidified water - 1 minute  
11. Quickly - Dehydrate and clear 
12. Dehydrate in 100% alcohol - 1 minute 
13. Dehydrate in 100% alcohol - 2 minutes 
14. Dehydrate in 100% alcohol - 10 minutes 

15. Clear in xylene - 2 minutes  

16. Clear in xylene - 10 minutes  

Results: Muscle, cytoplasm –Yellow Collagen-- Red  

 

Mouse Skin Stained with Sirius Red 
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With polarizing microscopy: 

Large collagen fibers--Yellow or Orange  

Thin collagen fibers--Green 

Dog Skin Stained with Sirius Red and under Polarized Microscope 

 

 

Solutions 
 

0.1% Picro Sirius red solution (3 years)  
 

Sirius Red F3B -------------------------0.1 gm 

Saturated aqueous solution 

  of picric acid -------------------100 ml 

 

Add a little solid picric acid to ensure saturation if available. 

Sirius Red 0.1% in Sat Sol. of Picric Acid 

Direct Red 80 0.1 g 

Sat Sol. Picric Acid 100 ml 

 

(Keeps for at least 3 years and can be used many times). 

Acidified water 

 Add 5ml of glacial acetic acid to 11ml of DH2O 

 

Bouin’s Fixative 

    Bouin’s fluid is an excellent fixative for preserving soft and delicate structures. The 
shrinking of the picric acid is balanced by the swelling of the glacial acetic acid. 
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       Saturated picric acid (21 gm to       1500 ml 

       1 liter) in distilled water 

       Formalin                                            500 ml 

       Glacial acetic acid                             100 ml 

    The yellow color may be removed during staining with 50% to 70% alcohol or 70% 
alcohol saturated with lithium carbonate.  Fix blocks from 4 to 12 hours depending on 
the size.  It is important to wash in several changes of 50% alcohol for 4-6 hours, 
agitating constantly, to insure proper removal of the picric acid.  Store in 70% alcohol. 
Note.  The removal of picric acid from tissues is most essential in order to ensure proper 
staining of the tissue sections.  It is known, that when picric acid has not been properly 
removed from tissues, detrimental staining effects occur. 

This harmful reaction continues in effect, within the embedded specimen for a number 
of years.  An excellent stained section is secured several days after fixation and 
conversely, a very poorly stained sections demonstrated several months later upon re-
cutting the same paraffin block.  Therefore, the necessity of removing picric acid from 
tissues cannot be over emphasized. 

 

 

 

 

 

 


