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The Editors
JoVE 

Dear Editor, 

[bookmark: OLE_LINK3][bookmark: OLE_LINK4]We would like to submit a manuscript entitled “Flow Cytometric Analysis of Lymphocytes infiltration in CNS during Experimental Autoimmune Encephalomyelitis” by Ji et al. for publication in JoVE.

[bookmark: _Hlk514769790]Experimental autoimmune encephalomyelitis (EAE) has been widely used to investigate the mechanisms underlying MS pathogenesis in which T lymphocytes specific for myelin antigens initiate an inflammatory reaction in the central nervous system (CNS). It’s very important to assess how lymphocytes in CNS regulate the development of the disease. However, the approach for measurement the quantity and quality of infiltrated lymphocytes in CNS is very limited due to the difficulties for isolation and detection of infiltrated lymphocytes from the brain. Here we establish a protocol for characterization of the infiltrated lymphocytes. We are confident that the method outlined here will be useful for the identification and isolation of lymphocyte infiltration cells from the brain and will strengthen our understanding of how lymphocytes are involved in the development of the CNS autoimmune disease.

In this manuscript, we optimized the method for isolating mononuclear cells in the brain and analyzing T lymphocytes with markers of CD45, CD11b, CD3, CD4, INF-g and IL-17 for flow cytometry. We describe the method using MOG35-55, Mycobacterium tuberculosis H37 Ra and PTX to induce active immunization model of EAE in mice. We also describe the methods using mechanical separation and density gradient centrifugation for the isolation of CNS mononuclear cells. Finally, using multiple markers, we determine the optimal flow cytometry gating strategy to identify T lymphocytes and subsets from the brain.

[bookmark: _Hlk514769821][bookmark: _GoBack]Here we show the method can be studied on a cell-by-cell basis to better understand their expression of different surface markers, cytokines, chemokines, and intracellular proteins such as transcription factors. This method will be useful for future studies to assess the phenotype and function of T lymphocyte in the brain during disease of MS and EAE. Therefore, it is appropriate for publishing in JoVE.

Thank you for your consideration.

Sincerely, 

[bookmark: _Hlk514771869]Zhe Ji, Ph.D. 
Shanghai Institute of Immunology
Shanghai Jiao Tong University School of Medicine
Shanghai, China 200025
jizhe@sibs.ac.cn
