  Brain Heart Infusion with Cysteine plates protocol- by Jamie Wandzilak
	
For 500 mL:
1. Prepare aliquots of β -Nicotinamide Adenine Dinucleotide at 1mg/mL 
	- Dissolve 100mg B-Nicotinamide Adenine Dinucleotide in 100mL of type I ddiH20
	- Filter-sterilize and aliquot into 5mL samples store at -20C 
2. Prepare aliquots of heme-histidine 
3. Prepare a 20% glucose solution 
4. Weigh out 18.5g of brain heart infusion agar into 1L flask (non-baffled; 10.2g/100mL) 
5. Weigh out 0.5g L-cysteine and add to same 1L flask
6. Weight out 6g of bacto agar and add to same 1L flask 
7. Add stirbar to flask 
8. Add 477.5mL type I ddiH20 
9. Place on stirplate and allow agar to dissolve  
10. Autoclave on 30’ liquid cycle, filling the water bin up to the height of the media 
11. Cool down (ideally to ~55C)
12. Add supplements:
	5mL β-NAD
	5mL Heme-Histidine 
	12.5mL 20% glucose  
13. Using a 50mL pipet, aliquot 24mL of agar into each 100mm plate (should make approximately 25 plates) Try to avoid bubbles!
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