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	ABSTRACT:  During the current reporting quarter, meaningful progress was achieved toward the generation, validation, and advancement of transgenic citrus materials designed to support downstream experimental objectives of this project. These activities directly build upon the foundational transformation, regeneration, and molecular confirmation work described in the two previous quarterly reports and represent a critical transition point from early-stage tissue culture to plant material suitable for greenhouse establishment and future biological testing.
 
An accomplishment during this quarter was the successful advancement of multiple independent transgenic events expressing the 35S-AA1 construct in the US-942 rootstock background. At present, five independent US-942 35S-AA1 events have been confirmed twice for transgene presence and integrity and are now ready for transfer out of controlled culture conditions. Of these, two plants have reached a size of approximately two to three feet in height, indicating robust growth and successful acclimation through the tissue culture and early regeneration pipeline. Two additional confirmed plants are approximately ten inches tall, while one remains smaller but viable. The availability of multiple confirmed events at different developmental stages provides valuable redundancy and flexibility for subsequent experiments, including grafting, phenotypic evaluation, and pathogen-related assays.
 
In addition to these fully confirmed plants, substantial progress was made in expanding and cataloging the pipeline of developing transgenic material currently maintained in incubators. A recent census of unconfirmed micrografts revealed the presence of five independent 35S-AA1 events in the EV1 background, two 35S-AA1 events in the Valencia background, and two additional 35S-AA1 events in the US-942 background. Importantly, these numbers represent only a subset of the total material currently in culture, as many additional shoots remain to be screened. This expanding inventory demonstrates continued success in transformation and regeneration efforts and significantly increases the likelihood of identifying additional high-quality events for future phases of the project.
 
A particularly important technical advance during this quarter was the implementation of a newly developed screening method for regenerated shoots. This approach reduces reliance on PCR-based screening, which, while effective, is susceptible to contamination and can complicate high-throughput confirmation workflows in tissue culture environments. The new screening method allows for more rapid, reliable, and scalable identification of candidate transgenic shoots, improving efficiency and confidence in event selection. This methodological refinement represents a meaningful improvement to the project’s experimental pipeline and will accelerate progress in subsequent quarters by streamlining confirmation and reducing bottlenecks associated with molecular diagnostics.
Collectively, the accomplishments of this quarter mark clear progression toward the generation of transgenic citrus plants expressing Bt for field testing. The availability of multiple confirmed US-942 35S-AA1 lines, combined with a growing pool of additional candidate events and improved screening capacity, places the project on track for grafting, greenhouse evaluation, and downstream field analyses.
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