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Safranin-0.5% w/v(SI028) 

 
Use 
 

Safranin is used for Gram's staining. 

 

Principle 

Gram staining basically involve six basic steps: 

1. Preparation of smear 

2. Fixing of smear by heating  

3. Staining with crystal violet  

4. Use of mordant (iodine) 

5. Treatment with alcohol-acetone for decolourisation 

6. Counter staining with safranin 

 

The air-dried, fixed smear of bacteria, when treated with crystal violet stain (Gram stain) and the mordant (iodine), 

picks up the stain, and looks purple. Iodine, which acts as a mordant, enhances the union between the dye and the 

internal contents of the organism. The subsequent step, alcohol-acetone treatment, takes away the colour and 

decolorizes some bacteria, which are designated as gram negative. On the other hand, gram positive bacteria will retain 

the colour. Following decolourization, counterstaining with safranin stains the gram negative bacteria red while the gram 

positive bacteria retain the original crystal violet stain (Gram stain). When viewed under the microscope the gram 

negative organisms are red in colour and the gram positive organisms are purple in colour.  

 
Formulation 

 

Sr 

No. 

Items/Ingredients Grams/Litre 

1. Safranin powder 5 

2. Ethyl Alcohol 1000 

 

Storage And Stability 
 

1. Store the bottle in dry, cool and dark place.  

2. The shelf life of reagents is as per the expiry date mentioned on the reagent bottle labels. 

 

Procedure 

 

1. Transfer the specimen to a clean microscope slide. Prepare a smear and air dry. 

2. Heat-fix the slide by passing through the flame and place on a staining rack with smear side up. 

3. Flood the slide with Gram Crystal Violet (SI010)  for 1 minute.  

4. Rinse with tap water and flood with Gram Iodine (SI016).  

5. Wait for 1 minute and rinse with water. 

6. Decolorize with Gram Decolorizer (SI 002) until no more dye is released. Immediately rinse with tap water.  

7. Flood the slide with Gram Safranin (SI028) for 30 seconds and rinse. 

8. Wipe any stain that remains off the back of the slide and blot dry or air dry completely.  
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PRECAUTIONS 

1. For In-vitro Diagnostic use only 

2. Overheating of organisms during fixing process may disintegrate organisms on the smear. 

3. Decolourising process timing depends upon the thickness of smear and adequate allowance should be given depending 

upon the tube of the specimen. 

4. Product to be used only by adequately trained and qualified laboratory personnel.  

 

 

 

 

QUALITY CONTROL 

 

Appearance: Red Colour solution 

 

Microscopic Examination 

Using Crystal Violet as a stain, gram staining is carried out and staining characteristics of microorganisms are observed 

under microscope by using oil immersion lens. 

Run controls using 18-24 hour standard ATCC cultures of known gram-positive and gram-negative microorganisms. The 

following test strains are recommended: 

 

 

Organism Expected Results 

Staphylococcus aureus ATCC 25923 Gram-positive cocci Dark purple colored 

Escherichia coli ATCC 25922 Gram-negative rods Red or pink colored 

 

Packaging 
 

Product Name : Safranin 
Product Code : SI028 

Available Pack sizes : 500ml/125ml 
 

  

 

 

 

 

 

 

Further Information  

 

For further information please contact your local MICROMASTER Representative.  
 

 
MICROMASTER LABORATORIES PRIVATE LIMITED           IR031PSS, QAD/FR/024,Rev.00 

Unit 38/39, Kalpataru Industrial Estate, 

Off G.B. Road, Near ‘R-Mall’ , Thane (W) – 400607. M.S. INDIA. 

Ph: +91-9320126789/9833630009/9819991103 

Email: sales@micromasterlab.com 
 

 

 

mailto:sales@micromasterlab.com
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Disclaimer : 
All Products conform exclusively to the information contained in this and other related Micromaster Publications. Users must ensure that 

the product(s) is appropriate for their application, prior to use. The information published in this publication is based on research and 

development work carried out in our laboratory and is to the best of our knowledge true and accurate. Micromaster Laboratories Pvt Ltd 

reserves the right to make changes to specifications and information related to the products at any time. Products are intended for 

laboratory, diagnostic, research or further manufacturing use only and not for human or animal or therapeutic use, unless otherwise 

specified. Statements included herein should not be considered as a warranty of any kind, expressed or implied, and no liability is 

accepted for infringement of any patents 
 


