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	SPONSOR: [Citrus Research and Development Foundation]
	CATEGORY: [Horticultural & Management]
	PERIOD: Quarterly
	ABSTRACT: 1. Please state project objectives and what work was done this quarter to address them:   This investigation aims to identify a bacteriophage that infects and lyses Liberibacter crescens, a close relative of the unculturable Liberibacter asiaticus. For this project, L. crescens was cultured in liquid and on solid BM7 media, with optimal growth observed at pH 6.5, incubated at 28°C, and rotated 250 rpm for liquid cultures. Given the success of growth in these conditions, BM7 will be used as the media throughout the experiment.   After establishing L. crescens growth in both solid and liquid media, preliminary phage hunt experiments began to test various methods. Soil samples were collected, suspended in media, agitated, centrifuged, and filtered using 0.2 µm filters, aiming to remove bacteria and preserve bacteriophage. Water samples were also collected and filtered at 0.2 µm. The supernatant was concentrated using centrifugal filtration and mixed with L. crescens in liquid culture and soft agar for plaque assays. Plates were incubated at 28°C for 14 days, but no plaques were observed.   Next, L. asiaticus-infected Asian Citrus Psyllids (ACP) were collected and stored at -20°C. Psyllids were processed using two digestion methods: manual crushing using a tissue homogenizer and chitinase treatment at two different volumes of chitinase (1 and 1.5 mg per 25 psyllids, as suggested by manufacturer). After digestion, samples were centrifuged and filtered with 0.45 µm filters. The larger filter was used to allow a greater variety of phages than the preliminary experiments, and will be used for the remainder of the project. The same phage plating process was used, and growth will be monitored for 10 days.2. Please state what work is anticipated for next quarter:   Future work depends on the outcome of these experiments. If bacteriophages are successfully isolated from the infected ACP, phages will be processed on these plates and used to reinfect L. crescens in various dilutions, then sequenced for identification. If no plaques form, we will modify our approach, possibly using different chitinase concentrations to improve digestion of the insect exoskeleton or isolating ACP abdominal contents. Additionally, we may test non-infected ACP to assess any potential differences between infected and non-infected insects. Lastly, we propose that we can process phloem and soil from infected trees as a bacteriophage source. 3. Please state budget status (underspend or overspend, and why):  We are behind in spending the money having spent just 25% of the budget so far.  However, our methods are now in hand and thing will progress faster which will allow a faster spend rate.  4. Please show all potential commercialization products resulting from this research, and the status of each:  We have no products yet, but once we find phage of interest, a product in possible.  
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