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Annexure- Il. Reagents and Media used.

(A) Media:

1. Blood Agar (g/L)

Sheep blood agar base 40.5¢
Distilled water 1000ml

pH 7.2+0.2 at 25 °C
Blood agar base was dissolved and autoclaved for 15min at 121 °C and cooled to 45 °C.
10ml of the agar base was dispensed in a petri plate and 5ml agar containing 5% sheep blood

was added. The mixture was tilted gently to spread out uniform layer.

2. Brain Heart Infusion agar (g/L)

Beef heart infusion (solids) 5.09
Peptic digest of animal tissue 10.0g
Calf brain infusion (solids) 12.5g
Dextrose 2.0g
Sodium chloride 5.0g
Di-sodium phosphate 2.59
Agar 20.0g
Distilled water 1000ml

pH 7.4+0.2 at 25°C
Desired quantity of the media was dissolved in distilled water maintaining the total
volume and autoclaved for 15min at 121 °C and cooled to 45 °C and dispensed in petri plate

accordingly.

3. Brain Heart Infusion broth (g/L)

Beef heart infusion (solids) 5.09
Peptic digest of animal tissue 10.0g
Calf brain infusion (solids) 12.5g
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Dextrose 2.0g

Sodium chloride 5.0g
Di-sodium phosphate 2.50
Distilled water 1000ml

pH 7.4+0.2 at 25°C

Desired quantity of the broth was dissolved in distilled water maintaining the total
volume and autoclaved for 15min at 121 °C.

4. Caesin Agar (g/L)

Caesin A:

Skimmed milk 100g
Demineralized water 1000ml
Caesin B:

Agar 20.0g
Demineralized water 1000ml

Caesin B, was autoclaved 15min at 121 °C and cooled to 45 °C and added to Caesin A,

mixed well and dispensed in petri dish uniformly.

5. Congo Red Agar (g/L)

Brain Heart Infusion 3.79
Sucrose 5.09
Agar 20.0g
Congo red stain 0.08g

Desired quantity of the media was dissolved in distilled water maintaining the total
volume and autoclaved for 15min at 121 °C and cooled to 45 °C and dispensed in petri plate

accordingly.



6. Egg yolk agar (g/L)
Nutrient agar 900ml
Egg yolk saline 100ml

For preparing egg yolk saline 4 nos. of Hen egg yolk was mixed with 1000ml saline
under sterile condition and filtered. Nutrient agar media was dissolved in water maintaining
the total volume and autoclaved for 15min at 121 °C and cooled to 45 °C and mixed with egg
yolk saline and dispensed in a petri plate accordingly

7. Mannitol Salt agar (g/L)

Meat extract 1.0g

Peptone 10.0g
D(-) mannitol 10.0g
Sodium chloride 75.0g
Phenol red 0.025¢g
Agar 20.0g
Distilled water 1000ml

pH: 7.1+0.2 at 25°C
Desired quantity of the media was dissolved in distilled water maintaining the total volume
and autoclaved for 15min at 121 °C and cooled to 45 °C and dispensed in petri plate

accordingly.

8. Mueller Hinton Agar (g/L)

Meat infusion powder 30.0g
Caesin acid hydrosylate 17.59
Starch soluble 1.50g
Agar Agar 20.0g

pH 7.3+ 2 at 25°C



Desired quantity of the media was dissolved in distilled water maintaining the total volume
and autoclaved for 15min at 121 °C and cooled to 45 °C and dispensed in petri plate

accordingly.

9. Nutrient Agar (g/L)

Beef extract 10.0g
Peptone 10.0g
Sodium chloride 5.0g
Agar 20.0g
Distilled water 1000ml

pH: 7.3£0.1 at 25°C
Desired quantity of the media was dissolved in distilled water maintaining the total
volume and autoclaved for 15min at 121 °C and cooled to 45 °C and dispensed in petri plate

accordingly.

10. Peptone water (g/L)

Peptic digest of animal tissue 10.0g
Sodium chloride 5.0g
Distilled water 1000ml

pH: 7.3+0.1 at 25°C
Desired quantity of the media was dissolved in water maintaining the total volume and
autoclaved for 15min at 121 °C and cooled to 45 °C and dispensed in a petri plate

accordingly.

11. Toludine blue agar (g/L)

Deoxyribonucleic acid (DNA) 0.30g
Calcium chloride 0.11g
Sodium chloride 10.0g
Toluidine blue 0.099

Xi



Tris (hydroxymethyl) amino methane 6.06g
Agar 10.0g
Distilled water 1000ml
pH 9.0+0.2 at 25°C

Desired quantity of the media was suspended in distilled water and heated to boil to boil

for 1 to 2 minutes and dispensed in petri plates.

12. Tributyrin agar (g/L)

Peptic digest of animal tissue 5.0g
Yeast extract 3.09
Agar 20.0g
Tributyrin 10ml
Distilled water 1000ml

pH: 7.5£0.2 at 25°C

Desired quantity of the media was dissolved in water maintaining the total volume and
autoclaved for 15min at 121 °C and cooled to 45 °C and dispensed in a petri plate
accordingly.

(B) Reagents:

1. Tris-borate EDTA (TBE) buffer (10X stock solution; g/L)

Tris Base 108.0¢
Boric acid 55.09
EDTA (pH=8.0) 20mi

Distilled water 1000ml

2. Tris-acetate EDTA (TAE) buffer (10X stock solution; g/L)
Tris-HCI 48.4¢

Glacial acetic acid 11.42ml

Xii



EDTA (pH=8.0) 20 ml

3. 6X loading dye/buffer (g/L)
Sucrose 409
0.04% bromophenol blue solution 50ml

The final volume of the solution was adjusted to 100ml.

4. Phosphate buffer saline (g/L)

Sodium chloride 8¢
Potassium chloride 0.20g
Di-sodium hydrogen phosphate 1.159
Potassium di-hydrogen phosphate 0.20g
Distilled water 1000ml
pH: 7.2

All the ingredients were dissolved in distilled water, autoclaved at 121°C, cooled and stored

at room temperature.

(C) Staining solutions:

1. Crystal Violet stain (g/L)

Solution A

Crystal Violet 2.5¢
Ethanol (95%) 25ml
Solution B

Ammonium Oxalate 1.0g
Distilled Water 100ml

Solution A and solution B were mixed, filtered and stored at room temperature.

2. Gram’s lodine solution (g/L)

Stock solution:
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lodine 5.0g
Potassium iodide 10.0g
Distilled water 100ml
Working solution:

The above solution was diluted in 1:5 ratio with distilled water for preparing working

solution.

3. Safranin stain (g/L)

Stock solution:

Safranin 2.5¢
Ethanol (95%) 100ml

Working solution:

The above solution was diluted in 1:4 ratio with distilled water for preparing working

solution.
4. Ethidium bromide solution (10mg/ml)
Ethidium bromide 0.1g

Distilled water 10ml

The above reagent was dissolved in distilled water and stored in room temperature.
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