

Protocol for sucrose selection
-Scrape up small loop of cells and resuspend in 1X PBS
	-Dilute culture 1:10 in sterile PBS to 1x10-7
Perform first dilution 1:100 so first dilution tube is 1x10-2, adding 10 uL of resuspended cells to 990 ul 1x PBS
		Perform subsequent dilutions 1:10, diluting 25 uL cells into 225 uL 1X PBS
	-Plate 100 uL of last dilution (1x10-7) onto CHAH plates. 
-Plate 100 μL of each dilution 10-2 – 10-7 on CHAH + 10% sucrose plates. If you have extra sucrose plates, can plate some or all dilutions twice. 
	-Incubate plates at 37°C for 3-4 days, or until single colonies appear. It is generally a good idea to test both large and smaller single colonies. Note that there should be many more colonies on the CHAH plate with the 1x10-7 dilution than on the sucrose plate with the corresponding dilution. If there seem to be similar numbers of colonies, the 1° integrant may have an inactivating mutation in sacB and is not worth keeping.





