Media recipes used for bacterial isolation

Media 1: Nutrient agar
1. Lab Lemco Beef extract
1 g
2. Yeast extract


2 g
3. Peptone


5 g
4. NaCl



5 g
5. Agar (1.5%)


15 g
6. Distilled water


1 L
Media 2: Anderson Marine Medium

1. Peptone 


2.5 g
2. Yeast Extract


2.5 g
3. FePO4



0.1 g
4. EASW Sol 2 (not autoclaved)**
100 ml

5. Distilled water


900 ml

6. Fe-EDTA


1 ml

7. PO4



1 ml

8. Metal mix***


1 ml

9. Agar



1 g
Note: After autoclaving the media, add 1 ml vitamin (filtered) and 100 ml of EASW solution 1* (already autoclaved)

No NaNO3 to be added. 

Media 3: Luria-Bertani (LB) media
Composition: Tryptone, Yeast extract, NaCl
1. Add commercial 20 g LB broth premade powder in 1 L
2. Agar


15 g
Media 4: Yeast Mannitol media-sucrose
1. Add 12.8 of commercial yeast mannitol broth (composition: Yeast extract

Mannitol, Dipotassium phosphate, MgSO4, NaCl, CaCO3)

2. Gellan gum


10 g
3. Sucrose


5 g
4. EASW Sol 2 (not autoclaved)**
100 ml

5. Distilled water


900 ml

6. Fe-EDTA


1 ml

7. PO4



1 ml

8. Metal mix***


1 ml

Note: After autoclaving the media, add 1 ml vitamin (filtered) and 100 ml of EASW solution 1* (already autoclaved)

No NaNO3 to be added. 

Media 5: Yeast Mannitol media-glucose

1. Add 12.8 of commercial yeast mannitol broth (composition: Yeast extract

Mannitol, Dipotassium phosphate, MgSO4, NaCl, CaCO3)

1. Gellan gum


10 g
2. Glucose


5 g
3. EASW Sol 2 (not autoclaved)**
100 ml

4. Distilled water


900 ml

5. Fe-EDTA


1 ml

6. PO4



1 ml

7. Metal mix***


1 ml

Note: After autoclaving the media, add 1 ml vitamin (filtered) and 100 ml of EASW solution 1* (already autoclaved)

No NaNO3 to be added. 

Media 6: Nitrogen free media

1. K2HPO4


1 g
2. MgSO4.7H2O

0.2 g
or 

MgSO4

0.1 g
3. CaCO3


1 g
4. FeSO4.7H2O

0.1 g
5. NaCl


0.2 g
6. NaMoO4.2H2O

5 mg
7. Gellan gum

10 g
8. Distilled water

1 L
9. Glucose


10 g
· Adjust pH to 7.0

Media 7: Nitrogen free media-EASW

1. K2HPO4



1 g
2. MgSO4.7H2O


0.2 g

or 
MgSO4

0.1 g
3. CaCO3



1 g
4. FeSO4.7H2O


0.1 g
5. NaCl



0.2 g
6. NaMoO4.2H2O


5 mg
7. Gellan gum


10 g
8. EASW Sol 2** (not autoclaved)
100 ml

9. Distilled water


900 ml

10. Fe-EDTA



1 ml

11. PO4



1 ml

12. Metal mix***


1 ml

13. Glucose



10 g
· Adjust pH to 7.0

Note: After autoclaving the media, add 1 ml vitamin (filtered) and 100 ml of EASW solution 1* (already autoclaved)

No NaNO3 to be added. 
Media 7 and 8: TYEASW-CAA-sucrose

1. Tryptone


5 g
2. Yeast extract


3 g
3. CAA



10 g (1%)
0.1 g (0.1%)

4. Glucose


5 g
5. Gellan gum


10 g
6. EASW Sol 2** (not autoclaved)
100 ml

7. Distilled water


900 ml

8. Fe-EDTA


1 ml

9. PO4



1 ml

10. Metal mix***


1 ml

Note: After autoclaving the media, add 1 ml vitamin (filtered) and 100 ml of EASW solution 1* (already autoclaved)

No NaNO3 to be added. 

Media 9 and 10: TYEASW-CAA- sucrose

1. Tryptone


5 g
2. Yeast extract


3 g
3. CAA



10 g (1%)
0.1 g (0.1%)

4. Sucrose


5 g
5. Gellan gum


10 g
6. EASW Sol 2** (not autoclaved)
100 ml

7. Distilled water


900 ml

8. Fe-EDTA


1 ml

9. PO4



1 ml

10. Metal mix***


1 ml

Note: After autoclaving the media, add 1 ml vitamin (filtered) and 100 ml of EASW solution 1* (already autoclaved)

No NaNO3 to be added. 
*Solution 1 composition
	NaCl
	21.194 g/L

	Na2SO4
	3.550 g/L

	KCl
	0.5999 g/L

	NaHCO3
	0.174 g/L

	KBr
	0.0863 g/L

	H3BO3
	0.0230 g/L

	NaF
	0.0028 g/L


**Solution 2 composition
	Salt Solution 2 
	Final medium concentration

	MgCl2.6H2O
	9.592 g/L

	CaCl2.2H2O
	1.344 g/L

	SrCl2.6H2O
	0.0218 g/L

	
	


***Metal mix composition

	TRACE METALS
	Final medium concentration

	Na2EDTA.2H2O
	3.09 mg/L

	ZnSO4.7H2O
	73 ug/L

	CoCl2.6H2O
	16 ug/L

	MnCl2.4H2O
	540 ug/L

	Na2MoO4.2H2O
	1.48 ug/L

	Na2SeO3
	0.173 ug/L

	NiCl2.6H20
	1.49 ug/L

	CuSO4.5H2O
	9.8 ug/L


Note: 

· The media composition calculation is for 1L volume. 

· The agar (1.5%) can also be replaced with Gellan Gum (1%), example: agar 15 g in 1L, gellan gum (GG) 10 gram in 1L. The colonies appear to be more cleanly separated in GG and it also has a lower concentration of trace nitrogen source.

· The liquid media are all the same composition, except no agar/gellan gum/solidifying agent.

· Also, some of the media are made in EASW (Enhanced Artificial Sea Water) to support the growth of bacteria naturally occurring with Phaeodactylum tricornutum media. 

· Glucose/Sucrose can be directly added to their respective media or 20% glucose/ sucrose can be made, autoclaved and added to the media for the final glucose/ sucrose (final concentration 0.5-1%).
· CAA – Casa amino acid

