MIC Protocol (two strains in culture tubes):                         Updated by: JTC   21/4/30

1. Create desired kasugamycin concentration:
a. Make 500ul of 50mg/ml (50000ug/ml) kasugamycin by diluting 50mg of kasugamycin into 1ml sterile H2O and vortexing.
	Tube
	Final Kasugamycin concentration (µg/mL)
	Final volume (µL)
	Concentrated Kasugamycin concentration (ug/ml)
	Final volume MHB in 2 mL tubes
	MHB in tubes (-Kasugamycin)
	Stock Kasugamycin concentration (ug/mL)
	Volume stock Kasugamycin to add (ul)

	1
	5000
	5000
	50000
	1500
	0
	50000
	1500

	2
	3333.33
	5000
	33333.3
	1500
	500.001
	50000
	999.999

	3
	2222.22
	5000
	22222.2
	1500
	833.334
	50000
	666.666

	4
	1481.48
	5000
	14814.8
	1500
	1055.556
	50000
	444.444

	5
	987.65
	5000
	9876.5
	1500
	1203.705
	50000
	296.295

	6
	658.44
	5000
	6584.4
	1500
	1302.468
	50000
	197.532

	7
	438.96
	5000
	4389.6
	1500
	1368.312
	50000
	131.688

	8
	292.64
	5000
	2926.4
	1500
	1412.208
	50000
	87.792

	9
	195.09
	5000
	1950.9
	1500
	1441.473
	50000
	58.527



2. Preparing cell dilutions:
a. For each strain being tested: 
i. Resuspend cells in 400 µL of MHB 
ii. Dilute the resuspended cells 1:10 in 900 µL of MHB. 
iii. Prepare 70 mL of media (supplemented MHB) in a 125 mL sterile flask
iv. Aim for an OD600 of 0.005 for LVS and a 0.010 for ∆rpsu1-∆rpsu2. Dilute the appropriate amount of culture in the 125 mL sterile flask that contains media to get required OD600. 
3. Transfer 4.5 mL of LVS diluted culture into 12 test-tubes. 
4. Transfer 4.5 mL of ∆rpsu1-∆rpsu2 diluted culture into 12 test-tubes. 
5. Add 0.5 mL of MHB to the tubes with no antibiotic. These will be the control.  
6. Transfer 5 mL of MHB into 2 test-tubes. These will be the blank. 
7. Transfer 0.25 mL from the antibiotic tubes to the corresponding culture tube and mix. 
8. Place culture tubes in the shaking incubator overnight. 
9. Using the aseptic technique, as you might have to incubate longer, transfer 150 µL from each culture tube to a 96-well plate. If no growth is detected incubate another night. 

