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	HEADLINE: Analysis and expansion of stable canker resistance
	TITLE: Genetic Resistance to Citrus Canker Conferred by the Pepper Bs3 Gene
	DATE: 4/26/11
	SPONSOR: [Citrus Research and Development Foundation]
	CATEGORY: [Transgenic/Metagenomic Mediation of Resistance]
	ABSTRACT: Our group continued to make excellent progress in the second year of our project.  Over the last twelve months we have accomplished the following:

Testing TAL effector specificity:
We have synthetically assembled six TAL effector genes from X. citri strains and have establishing a system to test their activity on our broad recognition or "super" promoter in transgenic Nicotiana benthamiana plants. We have also prepared constructs with promoters containing individual TAL effector binding sites to test their activity and specificity.

Testing broadness of resistance:
Using the transient transformation method that we have developed, we have tested the reaction of thirty X. citri isolates on grapefruit leaves with Bs3 promoter constructs.  We see a very high correlation between isolates which are capable of inducing disease in standard susceptible germplasm and recognition by our promoter constructs, indicating that the resistance constructs we have created will be able to confer broad resistance to diverse strains of citrus canker.  These studies concur with the preliminary results showing that the constructs limit X. citri growth and produce HR against a number of strains.  Additionally, we have generated different versions of the constructs that are designed to detect TAL effectors in all known X. citri strains.  We are currently testing these, as well as X. citri strains with single TAL effectors to isolate the role of specific TAL effector proteins in the disease and resistance process.  We have isolated multiple new TAL effector genes from important X. citri strains, which we will sequence and analyze in the next project year.

Production and analysis of transgenic grapefruit lines:
Sixteen independent transgenic lines generated in the first project year have progressed through selection, shoot formation and rooting, and are now well established in soil.  These lines were verified by PCR and have been used in several experiments to examine response to pin-prick assays with X. citri and controls.  We have thus far tested nine of the lines, and all but one demonstrates some degree of canker resistance, with two showing strong resistance.  We have also set up additional transformations on both cotyledons and epicotyls.  In total, we have initiated transformations of 6,857 explants using seven promoter constructs, and the explants are moving through tissue culture and selection, with more than 200 additional plantlets in soil. Finally, we have consulted with industry personnel to identify the most industry-relevant commercial germplasm to transform, and as a consequence of this we have obtained seed of red grapefruit and mid-season sweet orange to test in transformation assays.

Other outcomes:
We filed a patent application in January 2011 on canker-resistant transgenic citrus, and we have drafted an initial manuscript of our results, to be completed following the outcome of pending experiments. 
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