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	TITLE: Rapid production of non-transgenic genome edited citrus plants 
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	ABSTRACT: 1. Please state project objectives and what work was done this quarter to address them:
In this quarter, we conducted several experiments with the Roble cell line. However, these cells proved unproductive, failing to yield sufficient cells despite multiple attempts. We plan to discard this line and initiate new cultures in 2026. However, these new cultures will not be ready for transformation and genome editing before the project concludes. Regeneration from potentially edited grapefruit protoplasts has been limited, prompting us to optimize the protocol for improved efficiency. Protocols optimized for sweet orange cannot be directly applied to grapefruit genome editing. Putatively edited Hamlin and Parson Brown protoplast-derived plantlets have been regenerated, but they are still too small for molecular analysis. We will postpone their evaluation until next quarter, when they are larger. Additionally, we have begun optimizing editing protocols using other Cas proteins, as outlined in the proposal. Initial experiments and transient studies suggest that one Cas protein exhibits much higher editing efficiency than Cas9. We plan to focus more on this particular Cas protein to achieve a greater number of edited plants. 
2. Please state what work is anticipated for next quarter:
New embryogenic callus lined will be produced. We will also PCR confirm any edited lines in the next quarter. ALso, more focus will be placed on other Cas proteins for efficienct genome editing in citrus.
 
3. Please state budget status (underspend or overspend, and why):
 
Budget spending is on track.
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