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	HEADLINE: ACP ESTs annotated/copy number; Potato psyllid ESTs; FISH
	TITLE: The citrus psyllid transcriptome and time course differential gene expression in Ca. Liberibacter-infected/free whole psyllids and organs
	DATE: 10/03/2011
	SPONSOR: [Citrus Research and Development Foundation]
	CATEGORY: [Infection Responses]
	ABSTRACT: 1. Data mining for ACP continues for annotated transcriptomes (phase I) of the whole adult and gut ACP to identify candidate genes for functional analysis, with an emphasis targets for siRNA-mediated silencing. These data have been used to design RNAi solutions for bioassay.

2. Illumina sequence data for ACP ESTs (from PAVE) was analyzed based on R-stat and normalized expression levels.  Pairwise comparisons were done for the Adult,Nymph and infected adult and  infected nymph libraries, revealing a number of  genes differentially expressed in the four pairwise comparisons, based on transcript copy number.  Not all genes that are differentially expressed in the Adult and Nymph were  exclusively expressed in either one. The varying range of differential expression suggests that there are well defined developmental cues. Expression of genes in all pairs and the fold change ranges from very obvious to very subtle differences.

3. Potato psylllid ESTs.The Six adult psyllid libraries (adults, dissected salivary glands and alimentary canal) were used to construct mRNA enriched from total RNA extracts (Trizol). The paired Illumina libraries were prepared for sequencing, subjected to DNA sequencing, and are currently being assembled by NCGR. DNA sequences will be organized in PAVE, our data management system that constructs a database and has tools for mining transcripts, and will allow for subsequent RNASeq quantification (Soderlund).  

4. FISH probe localization was highly successful for Liberibacter solanacearum localization in dissected guts using the 16S rRNA, outer membrane protein, and abc transporter genes probes when fixation conditions were modified and the new fluorescent camera was employed. Testing with the 16S rRNA for Carsonella ruddii (primary endosymbiont, potato psyllid) as an internal control, are underway to demonstrate specificity. Optimization is underway using the 16S rRNA probe for salivary glands and the oral box. FISH results for whole psyllids indicated decolorization will be essential and that this may confound the technique's utility for intact adult psyllids, however, parameters are being tested in an attempt to overcome this limitation.

5.  Feeding studies are underway to optimize an artificial feeding assay for potato psyllid using a system developed for whitefly. Psyllids were found to remain alive on sucrose feeding solutions tested for 3-7 days. 
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