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	Year: [2025]
	TITLE: A High-Throughput Screen for Natural Antibacterial Agents Against CLas

	DATE: 
	SPONSOR: [Citrus Research and Development Foundation]
	CATEGORY: [CLas Bacteria]
	PERIOD: Quarterly
	ABSTRACT: 1. Please state project objectives and what work was done this quarter to address them: Objective 1: Screening of Natural Edible Resources for their Antibacterial Effects Against CLas. Objective 2: Exploration of Synergistic Effects of Natural Antibacterial Agents in Combination with Oxytetracycline (OTC). Work Accomplished This Quarter: In the fourth quarter, we continued progress toward achieving Objective 1, focusing on the extraction, purification, and biological testing of natural products for antibacterial activity against CLas. By the end of this quarter, we successfully extracted or purified a total of 77 natural product extracts or pure compounds, which is close to our proposed target. To ensure comprehensive compound coverage, extraction procedures utilized solvents of varying polarity—including ethyl acetate, methanol, and water—enhancing the recovery of a broad spectrum of bioactive molecules. Purification methods involved various chromatographic techniques, including size-exclusion and polarity-based column separations, to isolate potentially bioactive compounds. These compounds were selected based on preliminary structural analysis and antibacterial potential outlined in Quarters 1 and 2. Approximately 50% of the 77 compounds were screened against BT-1 cells using OTC at 0.1 µg/mL as a baseline comparator, as established in previous quarters. By the end of the fourth quarter, we identified 2–3 compounds exhibiting promising antibacterial activity against CLas, marking a significant advancement toward our screening goals. Given the slow growth and high contamination susceptibility of BT-1 cells, which continues to pose logistical challenges, we submitted a no-cost extension request prior to the close of this quarter to ensure sufficient time for completion of all planned assays.  2. Please state what work is anticipated for next quarter:In the next quarter, we anticipate extracting a small number of additional natural resources to expand our screening library to 80–85 distinct materials. We will continue testing for anti-CLas activity and further validate the efficacy of the 2–3 promising compounds identified to date. Additionally, we plan to initiate preliminary assessments of potential synergistic effects between selected natural compounds and OTC as outlined in Objective 2. 3. Please state budget status (underspend or overspend, and why): As with the previous quarters, our spending remains underspent. This is primarily because we are still behind our proposed schedule due to the on-board personal and method tuning conditions took longer than we expected. 
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