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Genetic transformation of Murraya paniculata is an ongoing challenge
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REPORT UPDATE (650 words; provide details about your headline)

In efforts to standardize the genetic transformation protocol for Murraya paniculata, new experiments have been designed
and implemented using pTLAB21 harbored in Agrobacterium tumefaciens strain EHA101, as previous efforts with standard
citrus transformation strains and vectors were not successful. We have also tested pCAMBIA2301 and pGreen0029 in AGL1
for comparison. Epicotyl segments obtained from in vitro grown seedlings of Murraya were used as explants and a tissue
culture medium designated as M10 (Murashige and Skoog’'s (MS) standard medium supplemented with predetermined
levels of BA and NAA) was used as the regeneration medium for all the transformation experiments. Various factors are
being tested in efforts to develop a standard protocol for transformation, such as varying OD values of the Agrobacterium
cultures, the duration of explant incubation time, duration of co-cultivation, and the amount of antibiotic used for selection of
transgenic shoots and for Agrobacterium removal. At this time, no shoots have successfully been regenerated.
Consequently, we are pursuing in parallel the regeneration of Murraya from axillary buds obtained from in vitro grown
seedlings; this technique is being standardized with the aim of using it as a possible alternative regeneration system for
future transformation experiments. Different concentrations of BA alone and in combination with NAA are being tested to
induce multiple shoot regeneration from axillary buds.




	Todays Date: Gmitter
	Organization: Citrus Research & Education Center
	CATEGORY: [Genetics]
	DATE: 11/19/09
	HEADLINE: Genetic transformation of Murraya paniculata is an ongoing challenge
	TITLE: Development of transformation techniques for Murraya, to engineer a deadly trap plant
	PI: Fred G. Gmitter Jr.
	ABSTRACT: In efforts to standardize the genetic transformation protocol for Murraya paniculata, new experiments have been designed and implemented using pTLAB21 harbored in Agrobacterium tumefaciens strain EHA101, as previous efforts with standard citrus transformation strains and vectors were not successful. We have also tested pCAMBIA2301 and pGreen0029 in AGL1 for comparison. Epicotyl segments obtained from in vitro grown seedlings of Murraya were used as explants and a tissue culture medium designated as M10 (Murashige and Skoog’s (MS) standard medium supplemented with predetermined levels of BA and NAA) was used as the regeneration medium for all the transformation experiments. Various factors are being tested in efforts to develop a standard protocol for transformation, such as varying OD values of the Agrobacterium cultures, the duration of explant incubation time, duration of co-cultivation, and the amount of antibiotic used for selection of transgenic shoots and for Agrobacterium removal. At this time, no shoots have successfully been regenerated. Consequently, we are pursuing in parallel the regeneration of Murraya from axillary buds obtained from in vitro grown seedlings; this technique is being standardized with the aim of using it as a possible alternative regeneration system for future transformation experiments. Different concentrations of BA alone and in combination with NAA are being tested to induce multiple shoot regeneration from axillary buds.
	EMAIL: fgg@crec.ifas.ufl.edu
	CONTRACT: 66
	PHONE: 1-863-956-1151
	DURATION: 2
	YEAR: 1
	FUNDS: 35000
	PERIOD: Yes


