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1.4 Making Smear

, ‘A’ and ‘B’ transfer.
Take two clean sterilized glass slides and level with mar.ke’r : a Ll e s
With the help of flame sterilized loop, two loop full of distilled wa .

[ )

Flame the loop and allow to cool. .
: f single colony from mother culture of both bacteria on agar Plate jny,
Aseptically transfer a port of sing 4
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distilled water.
: , gently and even|
5. Make a suspension of the culture in the water on slide and thoroughly, gently « Y Spread over

slide in a 2 cm area. otk .
6. Now dry the suspension on by warming gently on spirit lamp flame and then “fix’ it by quickly Passipy

through the flame a few times.

7. This heat fixed smear is now ready for staining.

1.5 Gram-Staining Procedure
1. Take both heat fixed slide ‘A’ and ‘B’.
Stain separately with crystal violet for 1 minute.

Rinse with water using wash bottle.
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Now treat the smear with iodine solution for 30 seconds. lodine acts as mordant, that helps the stain g
adhere to the specimen, a crystal violet-iodine complex is formed and smear looks black.

Dicolourize the iodine solution with 95% ethyl alcohol with dropper, until the washing appears pale viglet
Rinse immediately with water and drain.

Counter stain with safranin both the slides for 30 seconds.

Wash with water and blot dry with absorbent paper.
Let the slides dry.
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10.Examine the slide under compound microscope ( Fig. 3).

1.6 Observation

1. Bacteria) cells appearing violet/purple =

Gram-positive bacteria (S
2. Bacterial cells appearing red/pink = G (S. aureus)

fam-negative bacteria (E. coli)
1.7 Precautions

1. Use only fresh culture,

4. Avoid using excessive alcoho).







