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Abstract

Single-nucleus sequencing offers numerous advantages for analyzing tissues that are difficult to dissociate. It enables the analysis of frozen tissues and
access to complex cell populations that are challenging to reach with standard dissociation protocols, thereby revealing cell populations not detected by
single-cell sequencing. Additionally, this method reduces cellular stress responses caused by tissue dissociation, preserving the fidelity of the transcriptome.

Main protocol

We chose Miltenyi Biotech protocol for its simplicity and adaptability. The process is fast and enables access to clean nuclear suspensions with just one wash
(depending on the sample type).
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Optimization

Optimization is crucial: adjustments are needed for each tissue type to achieve an improved protocol. Since cells react differently to the nuclei extraction
buffer (NEB) — some being more resistant than others — and some samples having a limited number of cells, adapted approaches are necessary.
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Nuclei conservation Tested methods
Freezing is generally not recommended for nuclei as it does not preserve their integrity. However, storage in the 1 O)\
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Fresh = 13 479 nuclei; Frozen = 14 517 nuclei

Upcoming project
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to assess how cryopreservation influences the left).
chromatin structure and gene expression. A This raises jche qgestlon of whether cryopreservation affects
chromatin integrity.
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