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	HEADLINE: Axenisation of the in vitro culture of LAS
	TITLE: In vitro culture of the fastidious bacteria Candidatus Liberibacter asiaticus associated with Citrus Greening (Huanglongbing or HLB) Disease.
	DATE: 10/17/2011
	SPONSOR: [Citrus Research and Development Foundation]
	CATEGORY: [Culture, Molecular Biology, Koch's Postulates]
	ABSTRACT: The goal of this project is the in vitro culture of Ca. Liberibacter asiaticus (LAS)- Vietnamese strain maintained in greenhouse on Citrus spp. and periwinkles - associated with the Citrus greening syndrome. The strategy consists of primo-cultures of the bacteria in insect cell cultures used as feeder cells. 

An optimized protocol of bacteria extraction from infected citrus trees or periwinkles has been set up to inoculate various insect cell cultures, in various culture media. Selective pressure, stress protectants, and nutrients allowing and/or improving the bacteria survival and growth in co-cultures were selected. Various cell lines were tested and a couple selected for further studies. Different co-cultures were continuously grown over several months with successive transfers. A publication describing this work is in preparation.

We obtained LAS cultures cured from insect cells. The presence of insect cell DNA was checked by microscopy and by PCR using primers within the insect cell cytochrome oxidase gene. 
We verified whether LAS was the only bacteria in our cultures with broad-range PCR based on bacterial 16S rDNA. Other bacteria were found in co-culture with LAS (i.e. a Delftia acidovorans or an actinobacteria strain). 
Enforced antibiotic selections have been applied to successfully get rid of contaminants and we are monitoring their effects. 
We tried to isolate LAS colonies on a solid version of the culture medium used in the co-cultures. However, so far this approach was not successful in getting any bacterial colonies.

The very next step is to inoculate the cultured bacteria into healthy Citrus in order to verify whether after a period of in vitro culture, it keeps its pathogen properties, and if we are able to re-isolate it (Koch's postulates). 

We set up a protocol of mechanical inoculation in healthy citrus. By microscopy, we verified with a fluorescent tracer that we had circulation of the inoculated material throughout the plant via the citrus phloem. We are monitoring several LAS co-cultures and we will inoculate them to healthy citrus after several transfers.
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