Minimal medium for Bacteroides spp. (Eric's recipe - 12-01-2005)

Recipe for 1.0L of medium:

Salts/carbon source (I dissolve these first and then pH prior to adding supplements):

13.6g KH2PO4
0.875g NaCl

1.125g (NH4)2SO4

5.0g glucose (or other carbon source) - 0.5% w/v final (but can be varied)

[pH to 7.2 with concentrated NaOH]

Supplements:

0.5g of L-cysteine (free base)

*1.0ml histidine-hematin solution (1.9mM hematin in 0.2M histidine)

1.0ml MgCl2 solution (0.1M in water)

1.0ml FeSO47 • H2O or other Fe+3 salt solution (0.4 mg/ml in 10mM HCl)

1.0ml vitamin K3 (menadione) solution (1mg/ml in ethanol)

1.0ml CaCl2 solution (0.8% w/v in water)

0.5ml of vitamin B12 solution (0.01 mg/ml in water)

[check pH again to verify 7.2]

Filter sterilize through 0.22m filter (for tube cultures or chemostats)

[autoclaving the medium seems to interfere substantially with B. theta growth/recovery rate, leading to considerably longer lag time. If autoclaving the medium, leave out the carbon source(s) above and add separately after medium is sterilized] 

For chemostat cultures: 

I pre-reduce medium by sparging with 20% CO2/80% N2 (flow rate of ~0.4L/min) for ~30 min (37°C with agitation at 100 rpm) prior to incoculating. 

Inoculate 1:400 with TYG-grown overnight culture; e.g. 2ml of overnight (2-4 x 109 cfu total) into 800 ml of medium.

Reduce gas flow to 0.1L/min after inoculating; continue to agitate at 100 rpm.

B. theta typically exhibits a 72-75 min log-phase doubling time under these conditions with glucose as the carbon source.

*Hematin takes a very long time to go into solution. I make the solution by dissolving the hematin in a small volume (e.g. 1ml) of 1M NaOH, in which it is freely soluble, then neutralize carefully with an equal volume of 1M HCl. Bring to final volume with an appropriate amount of L-histidine solution. This doesn't appear to interfere with its use by B. theta.

