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	Title: Research on Improved Diagnostics for Citrus Greening for Use in Florida
	Investigator: R. H. Brlansky and M. J. Davis
	Email: rhby@crec.ifas.ufl.edu
	Phone: 863-956-1151
	Organization: University of Florida, CREC
	Date: 09/29/2008
	Contract: 013385
	Duration: 5
	Year: 2
	Funds: 52500
	Report: Development of Rapid Diagnostics:  As is well known Huanglongbing (HLB), also known as citrus greening disease, is a devastating disease of citrus and is associated with phloem-limited bacteria that have not been grown in culture. Three species, Candidatus Liberibacter asiaticus, L. africanus, and L. americanus, are known.  We attempted to isolate Candidatus L. asiaticus (Ca.Las) which has been found in Florida citrus using media formulations developed in response to the growth of another bacterium that appears to be related to the liberibacters based on 16S rRNA gene homologies. Cultures were obtained that were PCR positive for Ca Las. However, transmission electron microscope examination of the culture, PCR using generic primers, and sequencing of the PCR products revealed the presence of other bacteria in the cultures. These were actinobacteria related to Propionibacterium acnes based on 16S rRNA homologies. The cocultures remained after attempts to purify the cultures by single colony isolation suggesting that the bacteria might be mutually beneficial to each other in culture. The cocultures have survived more than 10 weekly passages to fresh medium. PCR using P. acnes specific primers indicated that actinobacteria are common inhabitants of citrus and psyllids, whether or not Ca. Las is present. 

Testing of Florida Scions and Rootstocks for Susceptibility:  Greening infected field budwood was collected and verified as infected with the HLB (LAS) bacterium using Real-time PCR.   Florida scions such as Navel, Valencia, Hamlin were then graft inoculated with various Florida geographic isolates of citrus greening infected budwood.  Rootstocks also were inoculated and included Swingle citrimelo, Carrizo citrange, Kuharski, rough lemon, sour orange and Cleopatra mandarin.    All three sweet orange scion cultivars were PCR positive for Las three months after inoculation and produced the typical yellow shoot symptom which developed into a blotchy mottle if the leaves did not abscise.   Many of the plants were used in culturing work described above.
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