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1. Create desired kanamycin concentration:
a. Make 200 µL of 5000 µg/mL of kanamycin by diluting 20 µL of kan in 180 µL of MHB. 
b. Prepare antibiotic dilutions using the table below 

	Tube
	Final Kanamycin concentration (µg/mL)
	Final volume (µL)
	Concentrated Kanamycin concentration
	Final volume MHB in 2 mL tubes
	MHB in tubes (-Kanamycin)
	Stock Kanamycin concentration (ug/mL)
	Volume stock Kanamycin to add (ul)

	1
	50
	5000
	1000
	1250
	1225.0
	50000
	25

	2
	12.5
	5000
	250
	1250
	1187.5
	5000
	62.5

	3
	6.25
	5000
	125
	1250
	1218.8
	5000
	31.25

	4
	3.13
	5000
	62.6
	1250
	1234.4
	5000
	15.65

	5
	1.56
	5000
	31.2
	1250
	1242.2
	5000
	7.8

	6
	0
	5000
	0
	 1250
	1250 
	-
	0



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 4.75 mL of LVS diluted culture into 12 test-tubes. 
4. Transfer 4.75 mL of ∆rpsu1-∆rpsu2 diluted culture into 12 test-tubes. 
5. Add 0.25 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. 
