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Dear Editors of JoVE,

We submit for your consideration our manuscript entitled “Subverting Tumor Exploitation of Infiltrating Myeloid Cells as Determined by Flow Cytometry and Adoptive Transfer”. This is an original manuscript; it is not under consideration for publication anywhere else. All the listed authors have agreed to submit the manuscript. This work provides a protocol to isolate viable intratumoral myeloid cells for functional analyses, and is to be submitted to the Tumor Microenvironment Methods Collection established by Dr. Sofia Sousa.

Though tumor-infiltrating myeloid cells exist within varying activation and differentiation states within the tumor, several subsets have been identified. Unfortunately, the overlapping expression of cell-surface markers used to identify these myeloid cell subsets makes it currently challenging to phenotypically differentiate tumor myeloid cells from other myeloid cells. Similarly, therapy-induced phenotypic changes to tumor-infiltrating myeloid cells may not be easily observed with existing myeloid antibody staining panels. Taken together, the insufficiency of unique surface markers complicates our understanding of myeloid cell biology. To delineate natural, tumor-driven, and therapy-influenced myeloid cells, we recommend evaluating myeloid cells subsets by their function in addition to their phenotypic characteristics.

In comparison to tumor-infiltrating leukocyte (TIL) isolation protocols which favor harsher enzymatic mixes to enhance the reproducible release of various cellular subsets, this method favors more conservative enzymatic digestion. Our results demonstrate that this method produces a high yield of myeloid cells from solid murine tumors. The preservation of receptor integrity and cellular viability facilitates reliable functional analysis of desired myeloid subsets. These improvements to myeloid cell isolation allow us to discern the changing function of intratumoral myeloid cells upon normalization of the TME with Class I histone deacetylase inhibitor (HDACi) MS-275 during adoptive T cell therapy. 
[bookmark: _GoBack]
The manuscript contains 3 figures for the print version. 


Best Regards,

Dr. Andrew Nguyen, PhD

MDCL 5024
McMaster University
1200 Main St W  
Hamilton ON Canada L8N 3Z5
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