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Journal of Visualized Experiments,

Dear editors:

[bookmark: OLE_LINK90][bookmark: OLE_LINK91]Please find enclosed our manuscript entitled “Tumor Transplantation for Assessing Dynamics of Tumor Infiltrating CD8+ T Cells in Mice” by Lisha et al. for your consideration of publication as an Article in Journal of Visualized Experiments. 

T cell-mediated immunity plays a crucial role in immune responses against tumor, with CTLs playing the leading role in eradicating cancerous cells. However, the origins and replenishment of tumor antigen specific CD8+ T cells within tumor micro-environment remain obscure. Within the tumor microenvironment (TME), persistence of tumor antigens as well as the immunosuppressive factors drive CD8+ T cells into a hypo-responsive state of exhaustion. Besides, the impaired proliferative capacity of exhausted CD8+ T cells results in decreasing number of tumor antigen-specific T cells and the residual CD8+ T cells within TME could barely provide sufficient protective immunity against tumor progression. Thus, the maintenance or reinforcement of intra-tumoral antigen-specific CD8+ T cells is indispensable for tumor repression. To study immune responses of antigen-specific T cell during tumorigenesis and compare the immune responses of tumor-inherent and peripheral-originated antigen-specific CD8+ T cells, we designed this experiment, the critical points are as follows:

[bookmark: OLE_LINK1][bookmark: OLE_LINK2](1) We employed B16F10-OVA melanoma cell, stably expressing the surrogate antigen ovalbumin and TCR transgenic OT-I mice, enabling the study of antigen-specific T cell responses during tumorigenesis. 
[bookmark: OLE_LINK3][bookmark: OLE_LINK4](2) By transplanting tumor tissues from donor mice into tumor-matched recipient mice to specifically trace the influx of recipient-derived immune cells, it allowed us to analyze the immune responses of tumor-resident and peripheral-originated antigen-specific CD8+ T cells. 
(3) We found a dynamic transition between tumor-inherent and peripheral-originated antigen-specific CD8+ T cells. 
Collectively, this experimental design has provided a new approach to precisely investigate the immune responses of CD8+ T cells in TME, and can be further exploited as a novel strategy in the field of anti-tumor immunity. Hence, this study should be of broad interests to scientists in the field of anti-tumor immune response, T cell biology and tumor immunotherapy. 

[bookmark: OLE_LINK88][bookmark: OLE_LINK89][bookmark: OLE_LINK87]For potential reviewers, we recommend Dr. Bin Li (Shanghai Institute of Immunology, Shanghai JiaoTong University School of Medicine, binli@sibs.ac.cn) and Dr. Linrong Lu (Institute of Immunology, Zhejiang University School of Medicine, lu_linrong@zju.edu.cn) who are experts on the tumor immunology. Thank you for your consideration. 

Sincerely yours,
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Lilin Ye, Ph.D.

Professor
Institute of Immunology, PLA
Third Military Medical University
Chongqing 400038
China
Tel: +86-23-68771922
Email: yelilinlcmv@tmmu.edu.cn
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