
 
 

GRAM STAINING TECHNIQUE 
 
  
1) For smears from solid medium (e.g. Nutrient Agar plates or 
 slopes, emulsify a very small portion of a single colony in a drop of 
 0.9% saline on a clean plain microscope slide. 
 
 For smears from liquid media (e.g. Nutrient broth), transfer a 
 loopful of fluid to a clean microscope slide.  This will contain far 
 fewer organisms than smears of colonies from solid media. 
 
2) Allow material on slide to completely air dry. 
 
3) Pass the slide quickly through a Bunsen flame (approximately 
 0.5 seconds) to fix the material to the slide. 
 
4) Do not overheat. 
 
5) Place a large drop of Crystal Violet on the slide, over the smear.  
 Leave the stain on the slide for 1 minute. 
 
6) Rinse the slide under running tap water for 5 Seconds. 
 
7) Cover the smear with Gram’s Iodine solution and leave for one 
 minute. 
 
8) Rinse the slide under running water for 5 seconds. 
 
9) Decolorize briefly with acetone alcohol for 2 seconds. 
 
10) Rinse under running water for 5 seconds. 
 
11) Counter stain by completely covering the smear with Safranin stain 
 for 30 seconds. 
 
12) Rinse briefly with running water and blot slide dry.  A piece of 
 white clean paper can be used to blot the slide. 
 
NOTE:  At each rinsing, take care not to wash smear off the slide. 
  
   

 
 

 
  
 

“ a world of learning”  

 
 
We supply: 

 
•Living materials 

 
•Culture media 

 
•Frozen materials 

 
•Preserved materials 

 
•Skeletons 

 
•Microscopes 

 
•Wall charts 

 
•Data logging equipment 

 
•Stains and Indicators 

 
•Seeds 

 
•Books 

 
•CD-ROMs 

 
•Videos 

 
•Forensic Equipment 

 
and lots more in our full 
colour catalogue 

 

Catalogue Code:  E6.30 

Ref:  Shared/Information Products/Kits&Equip/Microbiology/GramStaining Techniques 


