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APPENDIX I 
INSTRUMENTS  MAKE/ MANUFACTURER  

Autoclave  Adhir Dutt and Co., India 

Laminar flow hood Toshiba, India 

Micropipettes and tips Tarson,  

Inoculating needle Tarson 

L- Spreader  Tarson,  

ELISA plate reader MRX Revelation, DYNEX 

Spectrophotometer  Rayleigh UV-2601 

Incubator  Remi,  

Phase contrast microscope Olympus 

Camera  MC Camera, Motic, Olympus, Cannon 

Cooling centrifuge Eppendorf  

Table top centrifuge Remi, 

Electronic balance Satorius 

PH meter Hanna  

Vortex mixture Biorad 

-20°C freezer Bluestar,  

Refrigerator  Godrej, India 

Magnetic stirrer Remi,  

Horizontal electrophoresis unit Genei, India 

Vertical  electrophoresis unit Biotech,  

Electrophoresis power supply Genei, India 
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UV trans-illuminator Gibco BRL, Life technologies 

Gel documentation system Spectronics corporation 

PCR machine Eppendorf, 

Water bath Labman scientific instrument 

Water distillation plant Riviera,  

Deionised water system Millipore corporation, USA 
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APPENDIX II 

Composition of different agars  

Anaerobic Agar 
Ingredients Amount/1000ml 
Trypticase 20g 
Glucose 10g 
Sodium chloride 5g 
Sodium thioglycolate 2g 
Sodium formaldehyde sulfoxylate 1g 
Agar  15g 
Distilled water 1000ml 
 

Adjust the pH to 7.2 distribute into 15 mm test tubes in amounts sufficient to give a 75 mm depth 

of medium and sterilize by autoclaving at 121°C for 20min. 

Nutrient Agar 
Ingredients Amount/1000ml 
Nutrient agar 28g 
Distilled water 1000 ml 
 

Adjust pH 7.4 and autoclave at 121°C for 15 min. 

Nutrient Broth 
Ingredients Amount/1000ml 
Nutrient Broth 13g 
Distilled water 1000 ml 
 

Adjust pH 7.4 and autoclave at 121°C for 15 min. 

Milk Agar 
(For Casein hydrolysis) 

 

Adjust pH 7.2 and autoclave at 121°C for 15 min. 

Ingredients Amount/1000ml 
Casein/skimmed milk powder 100g 
Peptone 5g 
Agar 15g 
Distilled water 1000 ml 
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Starch Agar  
(For startch hydrolysis) 

Ingredients Amount/1000ml 
Peptone 5g 
Beef extract  3g 
Starch soluble 2g 
Agar 15g 
Distilled water 1000 ml 
 

Adjust pH 7.0 and autoclave at 121°C for 15 min. 

Catalase Agar 
(For catalase test) 

Ingredients Amount/1000ml 
Tripticase 15g 
Phyton/Teptron 5g 
NaCl 5g 
Agar 15g 
Distilled water 1000 ml 
 

Adjust pH 7.0 and autoclave at 121°C for 15 min. 

Bacillus thuringiensis maintaining media 
Ingredients Amount/1000ml 
Glucose 3g 
Ammonium sulphate 2g 
Yeast extract 2g 
Potassium phosphate dibasic 0.5g 
Magnesium sulphate hepta hydrate 0.2g 
Calcium chloride dihydrate 0.08g 
Manganese sulphate   0.05g 
Agar  15g 
Distilled water 1000 ml 
 

Adjust pH 7.3 and autoclave at 121°C for 15 min. 
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Composition of different reagents 
Preparation of the various stains used 

Crystal violet stain  

 

 

 

 

 

Malachite stain 

 

 

Safranin stain 

 

 

Gram's stain 

 

 

 

 

 

 

 

 

 

 
 

 

Solution A: 2g of crystal violet (90%) dye content) was dissolved in 20 ml of 

ethanol. 

Solution B: 0.8g of ammonium oxalate was dissolved in 80ml of distilled water 

Solution C: Solutions A and B were mixed together and filtered through tissue 

paper to remove the particulate matter, if any and stored in a dark bottle at 

room temperature. Fresh staining solutions were prepared once in two weeks. 

5.8 g of Malachite green was dissolved in 100ml of distilled water and mixed 

thoroughly. Strained and filtered and stored at room temperature. 

 

2.5 g of Safranin was dissolved in 100 ml of 95 per cent ethanol and from this 

5% aqueous solution was prepared and stored at room temperature. 

Gram's iodine: Dissolve 0.33 g of iodine and 0.66 g of potassium iodide in 100 

mL of distilled water; alternately, dilute 0.1 (N) iodine in 1:4. 

Counter stain stock solution: Dissolve 2.5 g of certified safranin in 100 mL of 

95% ethyl alcohol. 
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Composition of different buffers and dye for Electrophoresis 

Agarose gel electrophoresis 
TAE buffer (50 X) 
Tris base  242 g 
Glacial acetic acid  57.1 ml 
EDTA 0.5 M (pH 8.0)  100 ml 

  

Tris-Glycine running buffer (10X) 

Tris base 30.0g 
glycine 144.0g 
SDS 10.0g 
Distilled water 1000ml 
The pH of the buffer should be 8.3.  

Loading dye (5 X) 

 
Bomophenol blue  

0.25% 

Xylene cyanol  0.25% 
Glycerol  30% 

Sample Loading Buffer (5X) 

  
Tris·HCl (pH 6.8) 250 mM 
SDS 10% 
Glycerol 30% (v/v) 
DTT 10 mM 
Bromophenol Blue 0.05% (w/v) 
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