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ABSTRACT (Executive Summary-public report-do not disclose proprietary information or intellectual property)

During the current reporting quarter, the project advanced from early-stage
confirmation and inventory development into the movement and scale-up of
selected transgenic citrus materials for downstream propagation and testing.
These activities build directly on the previous quarter, during which multiple
independent events expressing the 35S-AA1 construct were confirmed and
advanced through tissue culture and early acclimation. A major
accomplishment during the present quarter was the initiation of budwood
transfer and nursery-scale propagation planning for two Mpp51Aal clones
covered under an executed materials transfer agreement with Brite Leaf
Citrus Nursery. Budwood from these two lines is being prepared for transfer
so that 50 copies of each can be propagated for future experimental use.
This represents an important transition from greenhouse and tissue culture
advancement to production of larger numbers of plants needed for
subsequent evaluations. In parallel, the inventory of confirmed and
developing transformed materials continued to expand. Five independent
US-942 35S-AALl events that had been confirmed twice remain ready for
transfer, with two plants now robust and approximately two to three feet in
height, two additional plants approximately ten inches tall, and one smaller
but still viable. Further screening of incubator materials identified additional
unconfirmed micrografts, including five 35S-AA1l events in the EV1
background, two in Valencia, and two in US-942, with many additional
cultures still present in light and dark incubators awaiting evaluation. These
developing events have been secondary grafted and will be reassessed
after further growth. Progress was also made with mature citrus scions
carrying other constructs in the project pipeline. At present, seven mature
citrus scions are ready for transfer, including four TPP-expressing lines and
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	ABSTRACT: During the current reporting quarter, the project advanced from early-stage confirmation and inventory development into the movement and scale-up of selected transgenic citrus materials for downstream propagation and testing. These activities build directly on the previous quarter, during which multiple independent events expressing the 35S-AA1 construct were confirmed and advanced through tissue culture and early acclimation. A major accomplishment during the present quarter was the initiation of budwood transfer and nursery-scale propagation planning for two Mpp51Aa1 clones covered under an executed materials transfer agreement with Brite Leaf Citrus Nursery. Budwood from these two lines is being prepared for transfer so that 50 copies of each can be propagated for future experimental use. This represents an important transition from greenhouse and tissue culture advancement to production of larger numbers of plants needed for subsequent evaluations. In parallel, the inventory of confirmed and developing transformed materials continued to expand. Five independent US-942 35S-AA1 events that had been confirmed twice remain ready for transfer, with two plants now robust and approximately two to three feet in height, two additional plants approximately ten inches tall, and one smaller but still viable. Further screening of incubator materials identified additional unconfirmed micrografts, including five 35S-AA1 events in the EV1 background, two in Valencia, and two in US-942, with many additional cultures still present in light and dark incubators awaiting evaluation. These developing events have been secondary grafted and will be reassessed after further growth. Progress was also made with mature citrus scions carrying other constructs in the project pipeline. At present, seven mature citrus scions are ready for transfer, including four TPP-expressing lines and three wild-type controls. Additional lines representing multiple cultivar and construct combinations have been confirmed once and secondary grafted, although many remain too small for immediate transfer. Screening and confirmation of regenerated shoots without a reporter gene continued to present substantial technical challenges because of intermittent Agrobacterium contamination, inconsistent PCR confirmation, and uncertainty regarding possible chimerism in some plants. To address this, qPCR-based screening and a newer assay platform have been incorporated into the workflow to improve reliability of confirmation. Despite ongoing losses associated with micrografting and some possible phytotoxicity in secondary grafts, the project has now completed more than 16 transformation efforts across multiple mature citrus backgrounds, including Valencia, ValF, ValB965, and EV1, using four experimental vectors and an empty-vector control. Collectively, the accomplishments of this quarter demonstrate continued advancement of both the Bt citrus and mature scion pipelines, while also establishing the propagation, transfer, and screening infrastructure needed to support the next phase of greenhouse and field-oriented evaluation.
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