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Dear Dr. Singh

I am pleased to submit an Invited Methods Article entitled “Automation of the In Vitro Micronucleus Assay using Multispectral Imaging Flow Cytometry” for consideration for publication in the Journal of Visualized Experiments (JoVE). This manuscript describes, in detail, the methodology employed to perform an automated multispectral imaging flow cytometry (MIFC) based micronucleus (MN) assay in toxicology that I published in Cytometry Part A in 2018. Additionally, my collaborators and I have published several other papers in a number of peer reviewed journals describing the development of this method for radiation biodosimetry. 

In this manuscript, I outline all required steps to perform the laboratory protocol as well as the data acquisition and analysis for the in vitro MN assay in toxicology using MIFC. All data analysis has been automated using the software that accompanies the MIFC and a full, step-by-step protocol is presented here, such that other researchers can repeat and verify the effectiveness of the protocol and validate the results. The brief summary of results in the manuscript indicate that this method is able to detect statistically significant increases in MN formation following exposure of TK6 cells to well-known aneugenic and clastogenic agents.

[bookmark: _GoBack]I believe that this manuscript is well suited for publication in JoVE since the laboratory protocol is elegantly simple but the data analysis is very complicated. As such, having a step-by-step document that researchers can follow to create data analysis templates in their own laboratories will be very helpful. Furthermore, the manuscript contains explanations on the development of this new methodology to perform automated analysis of MN data and these details will aid readers who are interested in adopting this technique in their laboratories.

This manuscript has not been published and is not under consideration for publication elsewhere. Where figures have been modified from previous publications, the appropriate permissions have been obtained. I must disclose that I am employed by MilliporeSigma, the maker of the Amnis® brand ImageStream® MIFC used in this work. This disclosure is declared in the manuscript. 

Thank you for your consideration!

Sincerely,
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Matthew A. Rodrigues, PhD
Research Scientist
MilliporeSigma, Seattle, WA, USA
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