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	HEADLINE: cloning of the protein targets, evaluation of protein expression
	TITLE: Identification of small molecules that disrupt pathogenicity determinants of Liberibacter asiaticus
	DATE: 07/15/2011
	SPONSOR: [Citrus Research and Development Foundation]
	CATEGORY: [Culture, Molecular Biology, Koch's Postulates]
	ABSTRACT: The ultimate goal of the present project is the identification of inhibitory compounds to inactivate potential virulence determinants in Liberibacter asiaticus, the citrus greening causative agent. Consequently, it was proposed to evaluate a chemical library of compounds with a variety of chemical scaffolds. The library will be screened to identify “ligands” for the selected targets. Five transcription factors and two periplasmic proteins involved in nutrients transport were selected. The first logical step toward our goal is the cloning and purification of the selected targets. The genes encoding three transcription factors (Clibasia_00835; 03370 and 01180) were successfully amplified, cloned and the proteins successfully expressed. The protein 01180 was already purified to homogeneity and it demonstrated excellent qualities to be screened using thermomelt assays. The proteins product of the genes identified as Clibasia_02535 and 01510 are currently being cloned. 
The periplasmic proteins were, as well, successfully amplified and cloned. The correct sequence of both genes was confirmed by sequencing reactions. The original clones, His6X tagged at the amino terminal, had very low solubility being found mostly as inclusion bodies. Consequently, the gene was re-cloned into different vectors carrying different Tags (like GST and S-tag) for affinity chromatography (to allow 1 step purification) and to be expressed using different hosts. The His6X was changed from the amino terminus to the carboxy terminus to allow better expression and higher purification yields.  The new recombinant proteins are being tested in new hosts such as Bacillus subtilis or the yeast Pichia pastoris.
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