[bookmark: _Hlk17187280]S2 Text: In-house Media Preparation

The two in-house culture media preparation methods below were adapted from previously established methodologies [1,2].
A. Selective Broth
Reagents
· Colistin, equivalent to 150 mg (e.g., Millimed Colistin-150) 
· Tryptone soya broth powder (Oxoid CM 0129)
· Glycerol (Sigma G5516-500ML)
· Crystal Violet 0.1 % (0.1 g/100 mL)
Note: new stock needs to be incubated at 37°C for 2 weeks before use
· Distilled water

Procedure
Preparing Stock Solution
1. Add 3.0 ml of distilled water to one vial of Millimed Colistin-150 (containing colistimethate sodium equivalent to Colistin 150 mg). 
2. [bookmark: _Hlk202972904]Mix until the colistimethate (white powder) has fully dissolved to create a 50 mg/mL colistimethate stock solution. Dispense 0.5 mL aliquots into labelled sterile 1.5 mL Eppendorf tubes.
3. Store at -80°C.
Preparing Medium
1. [bookmark: _Hlk29384571][bookmark: _Hlk29386531]Mix the following ingredients in a labelled 1 L Duran bottle. 
	[bookmark: _Hlk29384521]NO.
	INGREDIENTS
	AMOUNT

	1
	Tryptone soya broth (Oxoid CM 0129)
	5
	g

	2
	Glycerol		
	20
	mL

	3
	Crystal Violet 0.1%
	2.5
	mL

	4
	Distilled water		  
	475
	mL


2. Place a magnetic stirring bar into the bottle.
3. [bookmark: _Hlk166154853]Place the bottle on a stirring hot plate set at ~100°C and stir until the media is thoroughly mixed (note, undissolved powder will dissolve during the autoclaving process).
4. Loosely place the bottle lid on, but do NOT over tighten it.
5. Place a strip of autoclave tape over the bottle lid.
6. Autoclave the bottle at 121°C for 15 minutes.
7. After the autoclave has finished carefully remove the bottle, mix and then place in a 50°C water bath to allow it to cool to ~50°C (cool enough to hold by hand).
8. Whilst the bottle is cooling, prepare sterile 10 mL plain tubes in a test tube rack. 
9. To the cooled broth add 0.5 mL colistimethate stock solution (50 mg/mL) and mix thoroughly.
10. Aseptically dispense 5 mL volumes of the broth into 10 mL sterile plain tubes. Re-cap the tubes and allow them to cool completely.
11. When cool label the tubes and perform quality control testing. 
12. Store at 4-8°C.


B. Ashdown Agar
Reagents
· Tryptone soya broth (Oxoid CM0129)
· Agar No 1 (Oxoid LP0011)
· Glycerol
· Crystal Violet 0.1% (0.1 g/100 mL) 
Note: New stock needs to be incubated at 37°C for 2 weeks before use.
· Neutral red 1% (1 g/100 mL; BDH 340564A)
· Distilled water

Procedure
1. Place the following ingredients in a labelled 1 L Duran bottle. 
	No.
	Ingredients
	Amount
	Unit

	1
	Tryptone soya broth (Oxoid CM0129)
	5
	g

	2
	Agar No 1 (Oxoid LP0011)	
	7.5
	g

	3
	Glycerol
	20
	mL

	4
	Crystal Violet 0.1% (0.1 g/100 mL)
	2.5
	mL

	5
	Neutral red 1% (1 g/100 mL; BDH 340564A)
	2.5
	mL

	6
	Distilled water 	
	475
	mL


Place a magnetic stirring bar into the bottle and stir.
Place the bottle on a stirring hot plate set at ~100°C and stir until the media is thoroughly mixed (note, undissolved powder will dissolve during the autoclaving process).
[bookmark: _Hlk77058314]Loosely place the bottle lid on, but do NOT over tighten it.
Place a strip of autoclave tape over the bottle lid.
Autoclave at 121°C for 15 minutes.
After the autoclave has finished carefully remove the bottle, mix and then place in a 50°C water bath to allow it to cool to ~50°C (cool enough to hold by hand).
To the cooled media, add gentamicin for injection (80 mg/2 mL) to give the desired concentration: 62.5 μl (5 mg/L) and mix thoroughly. 
Pour 20 mL for each plate aseptically and leave overnight (this can be inside a biosafety cabinet).
13. Perform quality control testing and store at 4-8°C. 
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