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LVS:
Day 0:
1. Pour fresh MHB plates without antibiotics (24ml per plate) the day before DDA to have more consistent results.
2. Patch cells on CHAH plates (with appropriate antibiotic) and incubate overnight at 37ºC. Incubate plates at 37ºC overnight.
Day 1:
3. Aseptically resuspend cells (half of a loopful) of the strain being tested in about 400 µL of supplemented MHB (sMHB) media. Measure the OD600:
a. Put 950 ul of sMHB into cuvette and then 50 ul of the bacteria; pipet to mix
b. Remember that spec cuvettes are not sterile, so be sure to change pipets in between samples
c. Set up a blank with 1 ml sMHB
4. Aim for a final OD600 of 0.01. Dilute the appropriate amount of culture in a 50 mL conical or serially dilute in 1.5ml tubes that contains sMHB media to get required OD600, for a final volume of 1 mL. [Use C1V1=C2V2] Repeat steps 1 and 2 for each strain. 
5. For each strain being tested, aseptically add 100 µL each of LVS cells at OD600 0.01 to 3 MH agar plates and spread with glass beads. Allow plates to dry.
6. Using sterile tweezers, add sterile filter paper discs to a sterile plate and then add 20 µL methanol or water for the negative control and antimicrobial to respective discs. Allow discs to dry for 20 minutes.
7. Using sterile tweezers, transfer dry discs from sterile plate to MH agar plates that have been spread with LVS so that there is a negative control disc and antibiotic disc on each agar plate and gently press them into plate without breaking the agar. By convention, the antibiotic disc goes in the middle of the plate and the control is on the side.
8. Incubate overnight at 37ºC.
9. Image and analyze plates with ImageJ (see ImageJ protocol)

S. aureus:
1. Pour fresh LB plates without antibiotics (24ml per plate) the day before DDA to have more consistent results
2. Aseptically resuspend cells (half of a loopful) for the strain being tested in about 400 µL of LB media. Alternatively, liquid cultures can be started the night before. Measure the OD600:
a. Put 950 ul of LB into cuvette and then 50 ul of the bacteria
b. Remember that spec cuvettes are not sterile, so be sure to change pipets in between samples
c. Set up a blank with 1 ml LB
3. Adjust the concentration of cells for a final OD600 of 0.05. To do this, dilute the appropriate amount of culture in a 50 mL conical or serially dilute in 1.5ml tubes that contains LB media to get required OD600, for a final volume of 1 mL (Use C1V1=C2V2). To ensure accurate dilutions, do not pipette less than 20 uL of concentrated cells. Repeat steps 1 and 2 for each strain. 
4. For each strain being tested, aseptically add 100 µL each of S. aureus cells at OD600 0.05 to LB agar plates in triplicate and spread with glass beads. Allow plates to dry.
5. Using sterile tweezers, add sterile filter paper discs to a sterile plate. On each disc, add 20 µL of either the liquid the antibiotic is resuspended in for the negative control or the  antimicrobial. Be careful to not mix up the discs! Allow discs to dry for 20 minutes. Examples of drugs and dilutants are listed below:
Drug					Dilutant
Laurenobiolide (8 mg/mL)		methanol
Kasugamycin (conc varies)		water

6. Using sterile tweezers, transfer dry discs from sterile plate to LB agar plates that have been spread with S. aureus. On each plate, place one control disc (on the side) and one antibiotic disc (in the center). Gently press them into plate without breaking the agar. 
7. Incubate overnight at 37ºC.
8. Image and analyze plates with ImageJ (see ImageJ protocol)

