Protocol for cell harvesting on batch-grown 

cells from different TEA’s

1. Seed a 5 ml LB culture and grown overnight with shaking (150 rpm)  

2. Take 1 ml from above culture and seed a 50 ml LB culture (250 ml flask), and grow to O.D.600  0.6-0.8  (overnight) 

3. Pellet cells (aerobically ie –cells placed into centrifuge tubes in chamber and closed, then transferred to centrifuge not within chamber.  Post centrifugation tubes are placed back into chamber for resuspension.  Tubes should not be opened outside of the chamber)

4. Resuspend pellet in 900 mls of AN-MR-4 media plus 0.5% LB,  10 mM Fumerate, 20mM Lactate 

5. Grow overnight to O.D.600 0.3-0.4 (late exponential)   Very little lag is seen during this growth

6. Pellet cells (aerobically ie –cells placed into centrifuge tubes in chamber and closed, then transferred to centrifuge not within chamber.  Post centrifugation tubes are placed back into chamber for resuspension.  Tubes should not be opened outside of the chamber)

7. Resuspend in 30 ml basal MR-4 

8. Inoculate 50 ml with 10 ml of above suspension into respective substrates (3 replicates)  60 mls total 

9. Expose for 31/2 hours

10. Collect cells for RNA prep

NOTE:  Yeild ~100 (g need 10 (g for a single labeling reaction.  Controls grown on Fumerate anaerobically, all procedures conducted anaerobically except for centrifuge spins.  

Last Updated: 092602

