
Anaerobic Growth of Pseudomonas

1. Prepare DTSB media, and dispense 1.5 ml / 37-ml vial.
2. Inoculate:
a. Prepare solution at OD600 ≅ 0.5 of each strain in DTSB.
b. Inoculate vials with 50 µl of solution.
3. Apply sterile stoppers to vials and swab with alcohol.
4. Insert 18.5 gauge exhaust (short) and delivery (long) needles, with the exhaust needle inserted just below the stopper, and the delivery needle all the way into the media.
5. Purge 5 vials for 30 minutes with 5% CO2 and 95% N2 biological atmosphere mixture.
6. Remove both needles at once, and repeat for additional bottles as needed.
7. Grow cultures shaking at 37°C for 18 hours or as otherwise needed.
If making cultures microaerobic:

8. Simultaneously purge two large vials with pure O2.
9. Remove volume of CO2/N2 mixture according to volume of O2 that will be added.

0.5% = 0.19 ml


1.0% = 0.37 ml


2.5% = 0.90 ml


5.0% = 1.85 ml


10.0% = 3.7 ml

10. Add oxygen from large vials to cultures, flushing syringe 5Xs for each re-entry.

