APPENDIX



Media and Reagents



1. Nutrient Broth

Quarter strength
Nutrient broth (Himedia)
Seawater (50%)

pH

Full strength

Nutrient broth (Himedia)
Seawater (50%)

pH

2. Amylase

Nutrient Agar(Himedia)
Starch

50% Sea water

pH

3. Lipase

Peptone(Himedia)
CaCl;

Tween 80

Agar

50% SW

pH

Media

gram/l

7.5

7.5

28
20

7.5-7.8

10
0.1
10
15

7.0-7.4



4. TSB Agar
Trypticase soy broth(Himedia) 30
Granulated agar 15
Distilled water
pH 7.5

5. Mineral medium (Visscher et al. 1992)

NacCl 25
NH,4CI 0.2
CaCL,.2H,0. 0.225
KCI 0.2
MgCl,.6H20 0.2
KH,PO4 0.02
Na,COs3 0.2
Vitamin, B 0.002
FeS0,4.7H,0 0.001
Trace element solution 1ml
HEPES Buffer 0.238
pH 7.5

Distilled Water

Trace element solution

EDTA 0.50
ZnS04.7H,0O 0.01
MnCl,.4H,0 0.003
H3BOs 0.03
CoCl,.6H,0 0.02
CuCl,.2H,0 0.001
NiCl,.6H,0 0.002
Na;MoO4 0.003

Milli Q distilled water



6. MOF test
Dextrose
Peptone
KH,PO4
Agar
Bromothymol blue
Seawater (50%)

Yeast extract
Yeast extract
Distilled water

Antibiotic cocktail
Nalixidic acid
Piromedic acid
Pipemedic acid
NaOH saturated

Distilled water

Stains
Gram
1. Crystal violet
Crystal violet (90%)
Ethyl alcohol 1(95%)
2. Gram’s iodine
lodine
Potassium iodide
Distilled water
3. Safranin O
Safranin O
Ethyl alcohol 1(95%)

10

0.3
15
0.02

mg
300
30ml

24
12
12

150pL
30

grams/ml

20

300

2.5
100



Distilled water 100

Lugol’s iodine solution

lodine .10
Potassium iodide 20
Glacial acetic acid (10%) 200

Acridine Orange

Acridine orange 0.1
Formalin (5%) 100
Reagents

Catalase test
H.0O, 3%

Oxidase test

N,N dimethyl paraphenylenediamine 1%
Buffered formalin

Formalin 38%

Hexamine

Saturate formalin with hexamine.

Filters sterilize and store at RT.

Protein estimation grams/ml

1. ReagentA
Na,COs3 2.0
NaOH (0.1N) 100

2. ReagentB
CuSo4 0.5
Sodium potassium 1.0
tartarate

Distilled water 100



3. ReagentC
Reagent A 50
Reagent B 1.0
4. Folin’'s Reagent (1N)
Folin’s reagent (2N) 5
Distilled water

FAME Analysis grams/ml
1. Reagent A - Saponification Reagent
Sodium hydroxide (certified ACS) 45
Methanol (HPLC grade) 150
Deionized distilled water 150
Combine water and methanol. Add NaOH pellets to the solution while
stirring. Stir until the pellets dissolve.
2. Reagent B - Methylation Reagent
6.00N Hydrochloric Acid 325
Methanol (HPLC grade) 275
Add acid to methanol while stirring.
3. Reagent C - Extraction Solvent
Hexane (HPLC Grade) 200
Methyl tert-butyl ether (HPLC Grade) 200
Add the MTBE to the hexane and stir well.
4. Reagent D - Base Wash
Sodium hydroxide (certified ACS) 10.8
Deionized distilled water 900
Add NaOH pellets to the water while stirring. Stir until the pellets are
dissolved.
Phosphates
1. Reagent A

Ammonium molybdate solution:



159 of reagent grade ammonium paramolybdate dissolved in 500ml
deionized water.
2. Reagent B
Sulphuric acid solution: (4.5M)
250 ml of Conc. Sulphuric acid added into 750 ml deionized water.
3. Reagent C
Potassium antimonyl tartarate solution:
0.34g of potassium antimonyl tartarate in 250ml deionized water.
4. ReagentD
Ascorbic acid solution:
279 ascorbic acid in 500ml deionized water.
5. Mixed reagent:
Mix together 200ml ammonium molybdate solution, 250ml sulphuric acid

solution, 50ml potassium antimonyl tartarate.

Nitrate
1. Reagent A
N (1-napthyl ethylenediamine dihydrochloride):
0.5g of amine in 500ml distilled water.
2. Reagent B
Sulphanilamide solution:
Dissolve 10g sulphanilamide in a mixture of 200ml conc. HCIl and 500 ml
distilled water. Make up the volume to 1000ml with distilled water.
3. Reagent C
Conc. Ammonium chloride solution: Dissolve 125g of AR quality = ammonium
chloride in 500ml of distilled water.

4. Reagent D



Mercuric chloride solution: Prepare 1% mercuric chloride solution by

dissolving 1g of HgCl, in 100ml distilled water.



Standard Graphs
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Nitrate
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