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	HEADLINE: HLB detection in citrus and psyllid provided to growers
	TITLE: Diagnostic service for growers for detection of Huanglongbing to aid in management decisions 
	DATE: 7/31/2012
	SPONSOR: [Citrus Research and Development Foundation]
	CATEGORY: [Pathogen/Disease Detection]
	ABSTRACT: Diagnostic service for growers for detection of Huanglongbing to aid in management decisions, July 2012.  This report covers the entire period that Huanglongbing Diagnostic Laboratory has been in service.  The objectives for the funding were to provide continued, uninterrupted diagnostic services to growers while expanding our ability to provide diagnostics quickly and assist with research efforts.  The HLB Diagnostic Laboratory has been operational at UF-IFAS-SWFREC since February 2008. Since the opening of the lab, there has been continued development of techniques, protocols and efficiency.  
The lab has been in operation for nearly four years,  we have processed approximately 31,000 grower samples Additionally, more than 40,000 samples have been received for research. Only the equipment is used for the research samples because PI are paying for the cost of materials and personnel on a per charge basis to keep separate from the grower's service.  
Techniques, Protocols and Research
For DNA extractions, the final protocol was as follows using the magnetic particle based system, which has proved both reliable and fast.  Current methods of sample processing have become streamlined and therefore seen little change.  We   used the TaqMan Fast Advanced MasterMix for real-time-PCR reactions as this is more economical and has shown comparable-to-superior amplification and detection of gene(s)-of-interest when compared to the TaqMan Fast Universal PCR MasterMix.  We now lyophilize all plant samples prior to BeadBeating, which enables superior sample maceration when compared to use of liquid nitrogen.  Protocol for the detection of HLB in Asian Citrus Psyllid was validated, including quantification of HLB in both plant and psyllid samples, with the primary goal of serving research projects within the entomology and plant pathology departments that also contribute funds from their research grants to support the labor and supply costs for research samples. The protocol established in 2010 for the quantification of the HLB bacteria in both the psyllid and host tissue using a standardize curve was being used for research and extension samples.  
The basic diagnostic service remains available to growers, researchers, extension faculty and dooryard citrus growers. However, we expanded the data analysis of PCR processed samples to include data from individual groves that consented to have their data used.  In conjunction with an epidemiologist and computer mathematician, the spread of the disease will be modeled. These studies are not supported by lab funds but are an offshoot of the database collection.   
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