Nielsen Lab Protocols


Preparation of Pre-reduced Media for Anaerobic Culture
Before strictly anaerobic cultures can be inoculated, media must be pre-reduced and evacuated of dissolved oxygen.  The procedure is simple but requires multiple steps and prompt timing.  
1) Prepare liquid media (e.g., LB, TB, RCM) per typical recipes in a corning bottle. Mix well but do not autoclave.

2) To the media, 5 mg/L Resazurin solution (typically a 1000x stock).  The media will turn purple.  Add a stir bar to the bottle and loosely cap it.

3) Set up a water bath on a stirring hot plate and set it to boil.  Before it heats up, you must add a support objects (3 scintillation vial caps work well) so that the media bottle can be elevated above the bottom surface of the water bath (or bubbles will cause it to tip).

4) Place the loosely capped bottle in the water bath and begin stirring.  Keep an eye on the water bath so as the boiling does not get out of control.

5) Continue boiling for 20-30 minutes.  As boiling continues, the color of the media will slowly change from purple, to pink, to nearly colorless (or, the native color of the media).   
6) As the color reaches light pink, add 0.5 g/L Cysteine HCl to the media.  Continue boiling for another 5 minutes.
7) When no further reduction in color is observed, turn off the hot plate and stirrer, cap the bottle and remove it from the water bath.

8) Relocate the bottle near the N2 cylinder rack.  Sparge the media with N2 atmosphere through a gas washing stone.  Keep a sufficiently low flow rate so as to not bubble out the liquid contents.  Stuffing the mouth of the bottle around the sparging tube can help to reduce this.  While this is sparging, set up your bottles, hungate tubes, etc. and the respective caps.  Also collect the Pipet Aid and appropriate serological pipettes.
9) Continue sparging until the bottle is cool to the touch.  Remove the sparger and seal the bottle.
10) Before dispensing media into a tube, the tube must first be flushed with N2 to displace the present air.  Do this with an aggressive N2 flow rate for 30-60 seconds.  Near the end of the flushing, uncap the media bottle, and pipet up the appropriate volume of media (not to exceed 50% of the total container volume).  With you other hand, pull out the flushing line from the tube and quickly dispense in the media.  Quickly cap the tube and tightly seal.  Move quickly.  Use both hands.  Keep bottles capped when not in use or when not being sparged.

11) Move on to the next tube.

12) After ever 4-5 dispensings, you will have to sparge the media bottle as it will begin to turn purple (indicatiing oxygen contamination).

13) When all of the tubes are filled and capped they are ready to be autoclaved.

** as we do not possess an anaerobic glove box, the solid culture of strict anaerobes is performed with the aid of anaerobic GasPaks, per vendor instructions.
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