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	Title: Evaluation of detection protocols 
	Investigator: Tim R. Gottwald
	Email: tim.gottwald@ars.usda.gov
	Phone: 772-462-5883
	Organization: USDA, ARS
	Date: 10/01/2008
	Contract: 13503
	Duration: 1
	Year: 1
	Funds: 24492
	Report: A total of 276 DNA samples were sent to several labs in FL, CA and MD.  Included were samples from California, the Florida DPI Budwood Bureau, SWFREC, the USDA lab in Ft. Pierce, and samples from multiple counties in Florida.  Some of the samples were blind samples to all groups, some were samples that known positives, some samples were known negatives ( e.g. from screened and tested budwood trees), some samples fell in the questionable range, some samples were from citrus-relatives, and some samples were water blanks.  All labs received the samples as coded samples and were run blind.  The participating labs were: Southern Gardens (Irey), UF/CREC (Rogers, Brlansky, Wang), UF/SWFREC (Roberts), FDACS DPI- Gainesville (Sun), ARS Fort Pierce (Hilf/Poole), ARS Fort Pierce (Shatters), ARS California (Manjunath), ARS California (Hong Lin), ARS Beltsville (Hartung), Texas A & M (DaGraça), and FDACS DPI-Budwood Bureau (Sieburth).
The participating labs performed the testing using several different kinds of PCR (conventional and real time), different types of real time PCR (taqman and sybrgreen), multiplex vs single primer sets for PCR, different master mixes, several different primer sets, different machines, and different threshold systems.  With the exception of one lab that had some reagent problems and one lab that had equipment problems, all of the labs correctly identified the samples >93% of the time.  However, most of the labs missed one or more of the positive samples and several of the labs had what were considered false positive results.  Within the labs using real time PCR, there did not appear to be any difference between machines, reagents or detection systems.  Similarly, there did not appear to be any differences in sensitivity for primers based on 16S, β-operon, or DNA polymerase nucleic acid sequences.  There also did not appear to be a difference between labs using multiplex vs. single primer sets in the PCR reactions.  Conventional PCR was less sensitive than real time PCR.
Several issues were identified that will require more analysis and further testing.



