DTSB (Dialyzed Trypticase Soy Broth)

1. In a small flask combine:

30 g trypticase soy broth

90 ml H2O

10g sodium chelex-100/chelex resin

2. Stir for 6 hours

3. Pour into dialysis bag - spectra/por MW cut-off 12,000-14,000 (leave space for swelling)

4. Rinse off bag with MilliQ H2O (make sure water is >18 ohms)

5. Dialyze against 900 ml of MilliQ H2O overnight (15 hours) at 4°C

6. Collect lysate and bring volume to 930 ml with MilliQ H2O

7. Autoclave
Before using, supplement with:

0.05M MSG (monosodium glutamate)

1% Glycerol

100 µM (27 µg/ml) FeCl3
50 µM (13.5 µg/ml) FeCl3
5 µM (1.35 µg/ml) FeCl3
40 µM Hemin

Stocks:

1M MSG: 16.91g/100 ml MilliQ water

50% Glycerol: 50 mls of glycerol combined with 50 mls of MilliQ water

100 mM FeCl3: 27 mg/ml in MilliQ water, filter and store at 4°C

2mM Hemin: 12.5 mg washed in 1N HCl & resuspended in 10 mls 6% ammonium hydroxide
