Media Preparation:

1. MM9 media preparation:
1.1 Add 30 g Potassium dihydrogen phosphate (KH2PO4) in 1000 mL distilled water
1.2 Add 50 g Sodium chloride (NaCl) in 1000 mL distilled water.
1.3 Add 100 g Ammonium chloride (NH4Cl) in 1000 mL distilled water.

2. Peptone water media preparation (1000 mL):
2.1 Add 1 g of Peptone in 1000 mL distilled water.
2.2 Add 1 g of Sodium chloride (NaCl) in 1000 mL distilled water.
2.3 Let Peptone and NaCl dissolve completely.
2.4 Extract with 3% 8-hydroxyquinoline.
2.5 Autoclave and store at room temperature.

3. King’s B media preparation (1000 mL):
3.1 Add 20 g Proteose peptone to 1000 mL distilled water.
3.2 Add 1.5 g Magnesium sulphate (MgSO4) to 1000 mL distilled water.
3.3 Add 1.5 g Dipotassium phosphate (K2HPO4) to 1000 mL distilled water.
3.4 Extract with 3% 8-Hydroxyquinoline (C9H7NO).
3.5 Autoclave and store at room temperature.

4. Casamino acid media preparation (1000 mL):
4.1 Add 111.1 g Casamino acid to 1000 mL distilled water.
4.2 Add 1.5 g Magnesium sulphate (MgSO4) to 1000 mL distilled water.
4.3 Add 1.5 g Dipotassium phosphate (K2HPO4) to 1000 mL distilled water.
4.4 Extract with 3% 8-Hydroxyquinoline (C9H7NO).
4.5 Autoclave.
Note: Casamino acid should be freshly made. When kept for long time, media will change colour.

5. 3 % 8-hydroxyquinoline preparation (250 mL):
5.1 Add 7.5 g 8-hydroxyquinoline (C9H7NO) in 250 mL Chloroform.
5.2 Let it dissolve in chloroform.
5.3 Cover it with aluminium foil.

6. Media extraction by 8-hydroxyquinoline:
6.1 Carefully pour 250 mL nutrient media in 250 mL 3% 8-hydroxyquinoline.
6.2 Mix it carefully and Store at 4 ˚ C for 20 min.
6.3 After 20 min, take out 250 mL Peptone water media carefully and transfer it to new glass flask. 
Note: While separating media, take care chloroform phase remains intact.
