Supplemented Brain Heart Infusion Broth with Cysteine (sBHIc)

Reagents:
Brain Heart Infusion (BHI), BD Diagnostics 237500
L-cysteine hydrochloride
20% glucose (recipe below)
1 mg/mL β-Nicotinamide Adenine Dinucleotide (β-NAD, recipe below)
1 mg/mL heme-histidine (recipe below)
For sBHIc with 5% KCl: Potassium chloride (KCl)

For 500 mL:
1. Combine in a 1 L bottle:
a. 18.5 g BHI
b. .5 g L-cysteine hydrochloride
c. If preparing sBHIc with 5% KCl, add 25 g KCl (and be sure to label the bottle!)
2. Add 480 mL type I ddiH20, shake to mix
3. Autoclave 30’, let cool
4. Store media in the dark for up to 1 month prior to adding supplements
Supplementing media prior to use:
5. If aliquots of supplements are already made, thaw at room temperature (keeping heme-histidine away from light)
6. Aseptically add:
a. 5 mL 1 mg/mL β-NAD
b. 5 mL 1 mg/mL heme-histidine
c. 12.5 mL 20% glucose
7. Use media within 2 weeks


20% glucose
1. Dissolve 20 g glucose in 100 mL type I ddiH20
2. Filter-sterilize, store at 4°C

1 mg/mL β-NAD
1. Dissolve 100 mg β -NAD in 100 mL type I ddiH20
2. Filter-sterilize and prepare 5 mL aliquots in 15 or 50 mL conical tubes
3. Store at -20°C 

1 mg/mL heme-histidine
1. To about 90 mL type I ddiH20, add:
a. 100 mg L-histidine
b. 100 mg Hemin–HCL
c. 1 ml 1 N NaOH 
2. Microwave briefly to dissolve
3. Adjust volume to 100 mL by adding type 1 ddiH20
4. Filter-sterilize and prepare 5 mL aliquots in 15 or 50 mL conical tubes
5. Store at -20°C away from light
