  Cystine heart agar with hemoglobin plates protocol- by Jamie Wandzilak
	
For 600 mL of CHA
1.  Measure out 30.6g of cystine heart agar into 1L flask (non-baffled; 10.2g/100mL) 
2. Add 300mL of ddiH2O (type I) 
3. Add stirbar to flask 
4. Heat on low, stirring, for about 10 minutes (media should be totally dissolved) 
5. Autoclave on 30’ liquid cycle, filling the water bin up to the height of the media 
6. Cool down (ideally to ~55C)
7. Separately (before), prepare hemoglobin 2% solution 
8.  Add 6g freeze-dried hemoglobin to 300mL of ddiH2O (type I)
9. Autoclave on 20’ liquid cycle with water in the bin
10. Cool down (ideally to ~55C)
11. Using sterile technique, pour hemoglobin into CHA
12. Using a 50mL pipet, aliquot 24mL of CHAH mixture into each 100mm plate (should make approximately 25 plates) Try to avoid bubbles!

Reagents
	Cystine heart agar
	2% hemoglobin
	100mm plates

Modifications
Plates with kanamycin
For 5 ug/ml, add 60 ul of 50 mg/mL kanamycin to 600 mL of media
Plates with X-gal
For 100 ug/mL X-gal, add 1.2 mL of 50 mg/mL X-gal (dissolved in DMF, stored protected from light at -20°C). Keep plates out of light. 
