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ANNEXURE 1

COMPOSITION OF ALSEVER'S SOLUTION

Sodium chloride: 4.15 g/l
Tri sodium citrate: 8.00 g/I
Glucose: 20.50 g/I
Citric acid: 0.55 g/l

Distilled water: 1000 mi



ANNEURE 2

Composition of media (Nutrient Broth)(pH 7.2 + 0.2)

Composition (a/)

Peptone: 5.0
Sodium chloride: 10.0
Yeast extract: 2.0
Beaf extract: 1.0

For Vibrio species extra 0.5% NaCl was added into the medium. The ingredients were
dissolved in distilled water and made up to one litre. The solution was poured in test

tubed and sterilized in autoclave at 121°C for 15 minutes.



ANNEURE 3

Composition of media (Antibiotic assay agar)(pH 7.2 + 0.2)

Composition (a/l)
Trypton: 15.0
Soy trypton: 5.0
Sodium chloride: 10.0
Agar: 15.0

The above ingredients were dissolved in distilled water, made up to 1 | and sterilized in

an autoclave at 121° C for 15 minutes.



ANNEURE 4
Composition of PAGE Reagents
1. Stock arcrylamide solution: (30%)

Acrylamide : 29.1¢g
Bis acrylamide :09g

The mixture was dissolved in a very small quantity of water, then made up to
100 ml using double distilled water and then filtered using whatman No.1 filter paper
and stored in amber coloured bottles in refrigerator.
2. Gel buffers:
a. Separating gel buffer:

1.5 M Tris-HCl (pH 8.8) 18.75 ml of 2M Tris was taken and made upto 25 ml
after adjusting the pH to 8.8 by using 2N HCI.
b. Stacking gel buffer:

0.5 M Tris-3.028 gm (pH 6.8) pH was adjusted to 6.8 using 2 M HCl and the final
volume was raised up to 50 ml using double distilled water.

3. Electrode buffer:

0.0 SM Tris-HCl :16.057 g
0.038 M glycine : 28,527 g
0.1% SDS 114
Distilled water : 1 litre

4, 10% SDS stock solution
5. Polymerizing agent

Ammonium persulfate - 10% (Freshly prepared)



6. TEMED (N, N,N* N'- tetramethylethylenediamine)

Composition of 12% Gel:
Separating Gel : (10.005 ml)
Distilled water :3.4ml
Separating gel buffer 125 ml
SDS :0.05 ml
Acrylamide solution (30%) :4.00 mi
Ammonium persulfate : 0.05 ml
TEMED : 0.005 mi

Total monomer :10.005 ml

Stacking gas :5.05ml
Distilled water :3.075 ml
Stacking gel buffer : 1.25 ml
Acrylamide solution (30%) : 0.067 mi
Ammonium per sulfate : 0.025 ml
TEMED :0.005 ml

Total stack monomer :5.05 ml

iii) Sample buffer:

Distilled water : 4.0 ml
Stacking gel buffer : 1.0ml
Glycerol :0.8 ml
SDS : 1.6 ml
p-mercaptoethanol :0.4ml

Bromopheonl blue :0.2ml



ANNEURE 5
Composition of Reagents for Hydroxyproline Assay
Hydroxy proline standard
- 25 mg of vaccum - dried L-hydroxy proline in 250 ml of 0.001N HClI.

- Dilute with water to get the concentration of 1-5ug/2ml.

Buffer- Citric acid monohydrate -50g

Glacial acetic acid -12ml
Sodium acetate trihydrate -120g
Sodium hydroxide -34q

Distilled water -4
Chloramine T (0.05 M)

Sodium p-Toluenesulfonchloramide - 1.41g
Distilled water - 20ml

Ethylene glycol mono methyl ether

(methyl cellosolve) - 30ml

Buffer - 50ml

Perchloric acid(3.15M)

70% perchloric acid - 27ml

D.wW. - 100ml
P-Dimethylaminobenzaldehyde (20% solution)

Take 20g of P-dimethylaminobenzaldehyde in a flask and Ethylelen glycol mone
methyl ether (methyl cellosolve) to give a final volume of 100ml.

(Freshly prepared solution should be used).



ANNEURE 6
Composition of Reagents for Lysyl oxidase Assay
. 0.02 M Potassium phosphate buffer (pH 8.2);
. Urea 1.5M

. Sodium homovanillate 2509
. Horse radish peroxidase 40 ng
. Butyl amine (0.01M)-200 pl

. t-amino propionitrate (0.1mm)-100p! (Inhibitor of enzyme).
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