EXPERIMENT-03

SUBCULTURING OF BACTERIA & FUNGI
NUTRIENT STAB & SLANT PREPARATIONS

AIM: To learn the techniques of aseptic transfer of culture or a specimen in to a given nutrient
media.

REQUIRMENTS: Inoculation needle, spirit lamp, cotton, culture

PRINCIPLE:

A pure culture consists of only one species of microbes. If another species of microbes is
accidentally introduced in to the pure culture then the culture is contaminated and it is called
mixed culture. To get a pure culture, culturing and sub culturing of bacteria should be done in a
condition or environment which is free from all types of microbes (to avoid contamination). This
condition is called aseptic condition and the procedure for obtaining and maintaining pure
culture in this aseptic condition is called aseptic transfer technique.

Inoculation of culture in to media for the cultivation and identification of smears is both
fundamental and important.

PROCEDURE:

A.BROTH CULTURE:

1. Clean with disinfectant.

2. Place the Bunsen burner in front of you, all tubes and other equipment in a suitable location
which will allow you to reach them without any difficulty and without burning itself.

3. Take in one hand tube containing broth culture or one containing sterile nutrient broth.
4. Take inoculation loop with other hand and flame the entire wire to redness.

5. Remove the plugs from the tube by grasping them between the fingers of the hand holding the
inoculation instrument.

6. Be careful not to bring plugs near to the Bunsen burner.

7. Flame the mouth of broth tubes, insert inoculating loop into the culture and obtaining loopful
of inoculums.

8. Introduce the inoculum in to the tube of sterile medium by immersing the loop full of culture
in broth.

9. In removing the inoculation loop touch it to the inner surface of tube in order to remove any
left out inoculum.



10. Flame the mouth of the tube again and replace the plugs in the respective tubes.

11. Flame the inoculating loop again to redness to put the loop down and label the tube with
microbes used, date your name and initials.

12. Incubate at room temperature for 48 hours or until next laboratory period.

B.AGAR SLANT TRANSFER:

1. Take in one hand tube containing agar slant, one tube containing sterile nutrient broth. Carry
out preliminary steps flaming of inoculating needles, removing plugs and flaming the mouth of
the tube as described in stage-A.

2. Insert the inoculating needle into the tube containing agar slant culture and obtaining inoculum
by removing a small portion of surface growth.

3. Do not dig into the agar slant, immerse the inoculum into the tube of nutrient broth medium
and gently shake the inoculating media to free the microbes adhering to it.

4. Flame the mouth of the tubes and replace the plugs in to the respective tubes.

5. Flame the inoculating loop again to redness to put the loop down and label the tube with
microbes used, date your name and initials.

6. Incubate at room temperature for 48 hours or until next laboratory period.

C.LOOP TRANSFER:

1. Take one tube containing the broth culture and sterile nutrient agar slant grasp them as
indicated previously in addition to have agar slant transfer upwards. So that you can see it
clearly.

2. Carry out preliminary aseptic steps of flaming and plug removal as described previously.

3. Flame the inoculation loop as described previously and remove the inoculum from the culture
tube.

4. Place the loop down on the surface of the agar slant at the bottom of the tube.

5. Flame the mouth of the tube and replace the cotton plugs.

6. Flame the inoculation loop and label the freshly inoculated tube as described in part-A and B.
7. Repeat this procedure and incubate the tubes at room temperature for 48 hours.

REPORT:



