EXPERIMENT-02

STERILISATION OF GLASS WARE PREPARATION & STERILISATION
OF MEDIA

AIM: To sterilize glassware, prepare media and sterilize the media prepared.

REQUIREMENTS: agar, peptone, beef extract or meat extract, NaCl, distilled water, Test
tubes, measuring cylinder, conical flask, non absorbent cotton, pH meter , autoclave, Hot air
oven.

PRINCIPLE:
Sterilization of equipment and materials is carried by:
Wire loop: Heat to redness in Bunsen burner flame.

Empty glassware: pipettes and Petri dishes :hot air oven at 160 °C for 2 hours, allowing
additional time for items to come to temperature.

Culture media and solutions: Autoclave/pressure cooker.

Glass spreaders and metal forceps: Flaming in alcohol (70 % IDA).

Culture medium is a nutrient preparation which provides a balanced mixture of required
nutrients that will permit good growth of microbes or other cells. Isolation, growth and,
maintenance of microbes necessitates the preparation of suitable medium. Although all
organisms need sources of energy, carbon, nitrogen, phosphorous, sulphur and various minerals,
the composition of the medium will depend on the species to be isolated and cultured. Culture
media are based on their components function and use . Depending on physical state; media are
classified into 3 types.

1. SOLID MEDIA:

Solid media are needed for surface cultivation of microbes. Agar is widely used as a
solidifying agent as it dissolves in boiling water and solidifies at about 40-42° C. Agar is a
sulphated polymer composed of D-glucose, 3, 6-anhydro levo-galactose, D-galacturonic acid. It
is prepared by addition of 105% agar to the corresponding liquid or broth medium. It is also an
excellent hardening agent because most organisms cannot degraded it

2. SEMI SOLID MEDIUM:

It is prepared by the addition of 0.1-0.4% agar to the liquid medium. These media are

used for demonstrating the motilities of the bacteria.




3. LIQUID OR BROTH MEDIUM:

It is prepared without adding solidifying agent. These media are ideal for physiological
and biochemical studies.

Nutrient agar and nutrient broth are routinely used in the laboratory hence they are
referred as general purpose media. These media are essential in the isolation and identification of
microbes. These media are frequently used in water and food analysis, industrial microbiology
and also to find out antibiotic sensitivity.

PROCEDURE

COMPOSITION OF NUTRIENT AGAR
It is a solid medium and it’s composition is

Agar-15 G

Peptone-5G

Beef extract-3G

NaCl-5G

Distilled water-1000ml
PREPARATION OF NUTRIENT AGAR

1. Dissolve required quantity of given chemicals in 1000ml distilled water.

2. Find out the pH of the solution by pH meter/pH paper.

3. Adjust pH (if required) by NaOH and HCI solution drop by drop to pH 7.0.

4. Now, put a cotton plug in the mouth of the conical flask and cover it with the aluminum
foil.
Sterilize the medium in autoclave for 15-20 minutes at a pressure of 15 Ibs and
temperature of 121°.
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PREPARATION OF AGAR SLANT

After allowing the tubes containing agar medium to cool down to 45-60°C keep them in slanting
position by resting the plugged ends over a glass rod on the table and leave the test tube until the
medium is cooled to room temperature.

COMPOSITION OF NUTRIENT BROTH

It is liquid medium and it’s composition is
Peptone-5 G

Beef extract-3 G

NaCl-5 G

Distilled water-1000ml



PREPARATION OF NUTRIENT BROTH:

All steps are similar to the preparation of nutrient agar except the addition of agar. All
ingredients are weighed and dissolved in water. Agar is not added in broth preparation and the
sterilized liquid medium is directly distributed in to flask and culture tubes.

REPORT:



