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ABSTRACT

Gram staining is a differential staining technique performed when a bacterial infection is suspected. The technique
classifies bacteria into two broad groups: Gram negative and gram positive bacteria. In this net educational video,
we have demonstrated the method of Gram staining.
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INTRODUCTION

Gram staining [Video 1] is a widely used staining technique in the field of dermatology and is
named after the Danish bacteriologist Hans Christian Gram.!

INDICATION

Clinical suspicion of bacterial infection.

PROCEDURE

Preparation of the smear

An inoculation loop is used to transfer a drop of suspended culture to the microscope slide,
smeared as a thin film, and either air-dried or over a gentle flame.

Gram staining

Primary stain — Crystal violet/methylene blue — wash after 60 seconds.
Mordant - Gram’s iodine — wash after 60 seconds.

Decolorizer — Acetone/acetone-ethanol mixture — wash in 5 seconds.!?
Counterstain — Carbol fuchsin/safranin — wash after 30 seconds.
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INTERPRETATION OF THE RESULTS

e Initial slide examination under low-power magnification to evaluate the smear distribution
and then under oil immersion objective*?

e  Gram-positive organisms are either purple or blue, while gram-negative organisms are either
pink or red

e Bacilli are rod shaped, while cocci are spherical
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Video 1: Gram staining technique.
Video available online at: https://doi.org/10.25259/]SSTD_22_2022

CONCLUSION

Gram stain differentiates bacteria based on the differential
staining properties of bacterial cell wall. Bacteria with thick
peptidoglycan layer stains blue to purple and are treated as
gram positive, while bacteria with thin peptidoglycan layer
stains red to pink and are treated as gram negative.”
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