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A HNSCC lymph nodes (LN) were harvested and routinely proofed by
Pathologist. Tumor-cell-free classified lymph nodes were collected as
well as tumors and metastases to prepare single cell suspension for
further systematic analysis and genetic profiling. B Every taken
sample was mapped in detail.
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Tumor Cell Isolation and
Single Cell Genomic Profiling Workflow
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Establishing Amylase as additional exclusion-marker for CKP* tumor cell
identification in LN
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Due to the simultaneous embryological development of the parotid gland and the
cervical lymph nodes, both CK-positive glandular inclusions are found in the lymph
nodes and vice versa lymph nodes in the parotid gland. At least the acinar CK-
positive cells can be marked with the amylase stain.

Immunohistochemistry staining for Amylase in samples of HNSCC patient 17 in A
the salvary gland B in tumor C in metastasis and D in negative lymph node.
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Summary

+ Harvested lymph nodes from HNSCC patients were successfully processed and analysed.

+ Detected CKros/CD45"9/DAPIFs cells were successfully isolated with the Cell Puncher Pro and the single cell genomes were amplified.

+ Single cell genomes were successfully analysed for copy number aberrations by low-pass WGS to validate their malignant origin.

+ Genomic profiling revealed that 4 of 5 HNSCC patients were positive for disseminated tumor cells (DTC). In 5 of 7 lymph nodes were at least one proofed

DTC detected.

+ Due to the finding of nonmalignant CK-positive cells in lymph nodes of HNSCC patients and healthy donors we tested an additional exclusion marker for

these cells apparently of glandular origin.

The preliminary experiments suggest that Amylase might be a good exclusion marker but to ensure the malignant origin a second independent method as
genomic profiling or FISH should be performed additionally.
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