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	SPONSOR: [Citrus Research and Development Foundation]
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	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 third quarter, we built upon the progress made during the first and second quarter by continuing to focus on Objective 1. Specifically, we concentrated on selecting and testing promising compounds for their antibacterial effects against CLas. We continued our systematic approach to identify and prioritize compounds for screening. Seventeen compounds were selected based on their structural potential and previous reports of antibacterial activity.  Tweleve compounds of 17 chosen ones have been completeted for the testing: these compounds were prepared using dimethyl sulfoxide (DMSO), deionized (DI) water, or ethanol, following the methods established in Quarter 1. To better understand the role of OTC as a control in our experiments, we tested  OTC concentrations at 0.1 µg/mL against BT-1 cells based on the results from Quarter 2. This concentration serves as the baseline for comparison in subsequent experiments. The 12 tested compounds were tested at 100 µg/mL—equivalent to  1,000 times the concentration of OTC. The experimental design included OTC as a negative control, while DI water, DMSO, and ethanol served as positive controls.The testing followed the protocol developed in Quarter 1, which was optimized for reliable compound screening. After a 10-day incubation period at 28°C, some compounds demonstrated limited antibacterial activity, most of tested compounds from Quarter 3 showed negative results.  We plan to explore more compounds  in the next phase.  2. Please state what work is anticipated for next quarter: Based on the results obtained this quarter, we didn’t  identified  compounds that merit further investigation. In the next phase, we plan to test more compounds as outlined in Objective 1. Additionally, we will continue screening syngerstic effects as 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 personel and method tuning conditions took longer than we expected.    
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