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	Todays Date: 
	Organization: Centro de Citricultura  - IAC
	CATEGORY: [Management]
	DATE: 07/16/2009
	HEADLINE: At the firsts months of project we developed a nested-based PCR for diagnosis of Ca. Liberibacter asiaticus in lowest titre as 
	TITLE: 
	PI: Helvecio Della Coletta Filho
	ABSTRACT: The Ca. Liberiacter asiaticus is the most prevalent species of Liberibacter associated to HLB in the American continent. In the current project we aim to develop serological and molecular techniques for diagnosis of Lib. asiaticus. The serological approach is based on heterologue expression of Outer Membrane Protein (OMP) gene in E. coli, its purification, and injection into rabbit for antibody production followed by purification. The molecular approach is the development of nested-PCR based on sequences of OMP of Lib. asiaticus. All OMP sequences deposited on GenBank were aligned and the consensus used for primers designing. The external primers (OMP1F-tgtaattcggcgtgaacttg and OMP1R-cacgcggacctataccctta) amplified a 884 pb fragment and the internal ones (OMP2F-ggcgtagaagggcatattga and OMP2R-acgtggcacaattgggttat) a 411 pb fragment. From 600 psyllids analysed, which fed on HLB-infected citrus plants, 40% of the positive samples were detected by nested-PCR whereas 42% were detected by real-time PCR. However a good relationship between both methodologies was obtained. The next step will be the establishment of one-step nested PCR to avoid cross-reaction among samples and false positiveS, which is normal in the nested-two step PCR.
At the present date the grants was not provided for us due the bureaucracy of Brazilian Bank, although it was sold by the FCPARC. The reagents for the immunological procedures including purchase of animals, culture media and culture flasks for growing the hybridome cells are expensive as well as the procedure is time demanded. The delay for release the money by the Brazilian Bank was impeditive to buy the necessary reagents for antibody production as well as to have a student working full time in this project. As soon we get the grants we will start to work in the antibody production.
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