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	HEADLINE: Attempts to culture Candidatus Liberibacter asiaticus continue
	TITLE: Culturing Liberibacter asiaticus
	DATE: 3/23/2011
	SPONSOR: [Citrus Research and Development Foundation]
	CATEGORY: [Culture, Molecular Biology, Koch's Postulates]
	ABSTRACT: A proposal to continue this project was approved. We have developed an efficient means to prepare inoculum for attempts to culture Liberibacter asiaticus. This involves collecting psyllid adults (Diaphorina citri) from huanglongbing-infected citrus plants, disinfesting the surfaces of the psyllids, aseptically removing their alimentary canals, and putting the canals into culture medium. Five canals are used in one inoculation event. After mixing  to wash bacteria from the canals, a sample of the medium is stained with Syto-13, a DNA-binding fluorochrome, and examined with an epifluorescence microscope for the presence of Liberibacter asiaticus. If present, the bacteria are counted, and the inoculated medium is incubated and re-examined periodically for growth of the bacterium. This procedure has been used to evaluate numerous culture medium formulations. Media have been developed which support increases in the number of bacteria counted 4-7 days after inoculation. These cultures were transferred to fresh media, but the numbers of bacteria declined until the bacteria were no longer detected after several transfers. We are continuing to test modifications of those media which appear to support limited growth of Liberibacter asiaticus in order to find the combination of ingredients required to support continuous cultivation. 
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