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	Organization: UF/IFAS CREC
	CATEGORY: [HLB Pathology]
	DATE: 08/16/10
	HEADLINE: Efforts to culture Candidatus Liberibacter asiaticus continue
	TITLE: Culturing Liberibacter asiaticus
	PI: Michael
	ABSTRACT: We have been able to detect Candidatus Liberibacter asiaticus (LAS) in biofilms on the surface of alimentary canals of psyllids (Diaphorina citri) reared on citrus infected with huanglongbing in insectaries or collected from citrus groves with a history of having huanglongbing. The alimentary canals were dissected from psyllids, suspended in a buffered dye solution on microscope slides, and LAS was observed on the canals using epifluorescence microscopy. The DNA-binding fluorochrome, Syto 13, was used as the dye. The percentage of psyllids from which LAS could be detected in this manner varied from about 0 to 30%. The percentage was consistently less in July and August than it was earlier in the year. Thus, it has become more difficult to find enough psyllids  carrying LAS for use as a source of inoculum to test different media for their ability to support growth of LAS. To help overcome this limitation, we have been washing individual alimentary canals with medium, examining a sample of this medium for LAS, and using those suspensions containing LAS as inoculum. We have been able to detect LAS cells in inoculated media by epifluoresence microscopy. By counting LAS cells, we should be able to detect changes in population size that might indicate growth of LAS in the media. Although we have not detected definite growth of LAS in any medium formulation as of yet, some formulations appear to support detectable levels of the bacterium for several weeks after inoculation while other formulations do not. 
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