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Crystal violet 
 
safranin 

Gram Stain 
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Acid fast S. 
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stains 



Flagellar stain 



Spore Stain 



The Gram stain has four steps: 
 
1. crystal violet, the primary stain: 
followed by 
 
2. iodine, which acts by forming a crystal 
violet-iodine complex, then 
 
3. alcohol, which decolorizes, followed by 
 
4. safranin, the counterstain. 







 gram positive bacteria. 



gram negative bacteria. 



In Gram-positive bacteria, the purple crystal violet stain 
is trapped by the layer of peptidoglycan which forms the outer 
layer of the cell.  In Gram-negative bacteria, the outer membrane 
of lipopolysaccharides prevents the stain from reaching the 
peptidoglycan layer. The outer membrane is then permeabilized 
by acetone treatment, and the pink safranin counterstain is 
trapped by the peptidoglycan layer. 


