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Summary:

Cresyl violet is an effective and reliable stain used for light microscopy sections. Initially, tissue sections are ‘defatted’ by passing through graded dilutions of ethanol. Then, rehydrated by passing back through decreasing concentrations of ethanol. Lastly, back into water. The ethanol solutions act to differentiate the stain, causing myelin and other components to lose color wheareas perikarya retain the color. 

Procedure:

1. Take slides out (every 10th slide) in cold room.

2. Leave at room temperature to dry.

3. Dehydrate: 

75% ethanol for 3 min 

95% ethanol for 3 min 

100% ethanol for 3 min 

100% ethanol for 3 min 

Xylene for 3 min 

Xylene for 3 min 

Xylene for 3 min

4. Rehydrate and stain: 

Xylene for 3 min 

Xylene for 3 min 

100% ethanol for 3 min 

100% ethanol for 3 min 

95% ethanol for 3 min 

75% ethanol for 3 min 

Milli-Q H2O for 30 sec

Cresyl violet for 10 min

5. Destain: 

Milli-Q H2O* 

75% ethanol* 

95% ethanol* 

100% ethanol for 3 min 

100% ethanol for 3 min 

Xylene for 3 min 

Xylene for 3 min 

Xylene for 45 min

6. Coverslip with permount.

7. Leave at room temperature for slides to dry.

*Depending if sections are lightly/darkly stained. Dark sections-more time in H2O, 75%, and 95% ethanol. Light sections-less time in H2O, 75%, and 95% ethanol. Add a few drops of 6N HCl to speed destaining. 
