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23 October 2018

Dear Dr. Singh,

We are pleased to submit our manuscript entitled, “Growth and Characterization of Irradiated Organoids from Mammary Glands” for your consideration in Journal of Visualized Experiments (JoVE) as a Methods Research Article in the Biomedicine category.

Breast conserving therapy (BCT) is used to treat the majority of triple negative breast cancer (TNBC) patients. In BCT, the tumor is surgically removed, and the surrounding area is exposed to ionizing radiation. Treatment can reduce cancer recurrence in much of the breast cancer population; however, more than one in eight treated TNBC patients experience local recurrence. Studying how radiation may recruit circulating tumor cells will therefore lead to insights about mechanisms contributing to local recurrence for TNBC patients.

[bookmark: _GoBack]There is currently a need to develop models that accurately reproduce host interactions in vitro as these models can be viewed in real time with techniques like live cell imaging. Organoids, obtained from digested tissue, are three-dimensional cellular constructs. They retain some functionality of the original organ, and are therefore ideal candidates for in vivo mimicking models. In this protocol, we report a method for reproducibly growing organoids from mouse mammary glands.  We explored different methods of growing organoids, including plating in various protein matrices and seeding on tissue culture treated plastic; however, we determined that optimal growth resulted from culturing organoids on low-adhesion plates. We then characterized organoid growth and both epithelial marker and F-actin expression. Finally, we showed that organoids could be used for co-culture with macrophages. This presents exciting opportunities to further develop this model, including evaluation of cell-cell interactions between the organoids and other cells, including tumor cells, CD8+ T cells, and adipocytes.

We feel strongly that this work will be of wide interest to the readers of JoVE as it presents a model of irradiated normal mammary tissue that combines biological complexity and accessibility. We believe that this method will contribute to a greater understanding of breast cancer recurrence mechanisms following radiotherapy and may have significant implications for TNBC patients.

We recommend the following scientists as potential reviewers of this protocol:

Andrew J. Ewald, PhD, Professor
Department of Cell Biology
Johns Hopkins University
Email: aewald2@jhmi.edu


Mina J. Bissell, PhD, Distinguished Scientist
Biological Systems and Engineering Division
Lawrence Berkeley National Laboratories
Email: mjbissell@lbl.gov

Christine Watson, PhD, Professor
Division of Cellular and Molecular Pathology
University of Cambridge
Email: cjw53@mole.bio.cam.ac.uk

Jane E. Visvader, PhD, Professor
Department of Medical Biology
The University of Melbourne
Email: visvader@wehi.edu.au

Julio A. Aguirre-Ghiso, PhD, Professor
Department of Medicine
Icahn School of Medicine at Mount Sinai
Email: julio.aguirre-ghiso@mssm.edu

Benoit Paquette, PhD, Professor
Department of Nuclear Medicine and Radiobiology
Universitè de Sherbrooke
Email: benoit.paquette@usherbrooke.ca

We hope you share our excitement, and we look forward to your response. Please do not hesitate to reach out if you have any questions.


Sincerely,
[image: ]

Marjan Rafat, Ph.D.
Assistant Professor of Chemical and Biomolecular Engineering
Assistant Professor of Biomedical Engineering (Secondary)
Assistant Professor of Radiation Oncology (Secondary)
Faculty Member, Breast Cancer Research Program, Vanderbilt Ingram Cancer Center
Vanderbilt University
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