MIC protocol
1. For each strain to be tested, prepare 100 mls of media (supplemented MHB) in 2 sterile 50 mL conical.
2. Resuspend cells for strains being tested in about 400 uL of MHB (if necessary). Measure the OD600. 
3. Aim for an OD600 of 0.05. Dilute the appropriate amount of culture in the 50 mL conicals that contains media to get required OD600. 
4. Add 1.1 mL of the diluted culture into the wells of a 96 well deep-well plate, such that three rows and all 12 columns are filled for each strain (see diagram below).
5. The next steps will vary based on the concentrations of antibiotic you want to use. An example for kanamycin, with the highest concentration in the wells of 50 ug/mL and 1:10 dilutions, is shown here. A starting concentration of 600 ug/mL in stock tube A is required, because it will be diluted 1:12 when added to the deep well plates. An example for hygromycin, with the highest concentration in the wells of 200 ug/mL and 1:10 dilutions, is shown here. A starting concentration of 2400 ug/mL in stock tube A is required, because it will be dilute 1:12 when added to the deep well plates. 
6. In 12 sterile microcentrifuge tubes, prepare 405 uL of media. 
7. Prepare a working stock of kanamycin that is a concentration of 6 mg/mL, by adding 6 uL of our stock 50 mg/mL solution to 44 uL of MHB. Prepare a working stock of hygromycin that is at a concentration of 24 mg/mL, by adding 2.2 uL of our stock 54 mg/mL to 47.8 uL of MHB.
8. Add 45 uL of this working stock to the first microcentrifuge tube and mix.
9. [bookmark: _GoBack]Serially dilute 1:10 by transferring 45 uL from the first microcentrifuge tube to the next, mixing, and repeating through the 11th tube. In the last tube, do not add any antibiotic. This will be the control. 
10. Using the microchannel, pipet 100 uL from the microcentrifuge tubes to the corresponding wells on the plate with cells and mix (you can use dispense function and take up 300 uL, dispensing 100 uL into each of the three replicates).
11. Then take 200 uL from each well, and put into the smaller 96 well plate to compare different volumes.
12. Cover plate with film and put in 37C incubator overnight.
13. In the morning, pipet 200 uL from each well into a normal 96 well plate. Use the plate reader to measure OD600.
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