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Dr. Xiaoyan Cao
Review Editor 
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Dear Editor,

Please find enclosed our revised manuscript titled “A model of ischemic heart disease and a video-based comparison of cardiomyocyte contraction using hiPSC-dervived cardiomyocytes,” which we request you to consider for publication in Journal of Visualized Experiments.

We wish to thank reviewers for their relentless effort and attention to details to improve our manuscript. We believe most of the demands regarding the manuscript were met. We attach the point-by-point response to the reviewers’ comments below.

We believe that the protocol described here is relevant to the scope of your journal and will be of interest to its readership. We look forward to hearing from you at your earliest convenience.

Sincerely,
Ken Takahashi, Ph.D.

Department of Cardiovascular Physiology, Graduate School of Medicine Dentistry and Pharmaceutical Sciences, Okayama University
2-5-1 Shikata-cho, Kita-ku, Okayama 700-8558, Japan
Email Address: takah-k2@okayama-u.ac.jp






Editorial comments:
Changes to be made by the author(s) regarding the manuscript:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. The JoVE editor will not copy-edit your manuscript and any errors in the submitted revision may be present in the published version.

Thank you for your suggestion. We proofread the manuscript.

2. 1.3: Please specify the culture media.

We specified the culture medium.

3. 1.4.13: The section title of 1.4 is “Subculture the hiPSCs”. It is more logical if you change to “1.5. Subculture the cells on day 7”.

The manuscript was revised as suggested.

4. 6.2.3: Please specify the incubation temperature.

Thank you for your suggestion. Temperature was described.

5. In the Figure and Table Legends section, please provide a title for the video (12.5 2-2 before.wmv).

We provided a title for the video as suggested.



Reviewers' comments:
Reviewer #4:
Major Concerns:
 The recent publication by Halloin et al. (Stem Cell Reports 2019; doi: 10.1016/j.stemcr.2019.09.001.) describes a scalable, chemically defined method to induce hPSC-CM purity of >95% by chemical WNT pathway modulators without requirement of any selection by markers. ROR1 was not used for CMs selection in that paper but to monitor efficiency of early cardiomyocyte induction. Since the paper describes one of the most recent and most efficient technologies to derive hPSC-CMs for experimental use, it must be cited in the current manuscript before publication is considered.

[bookmark: _GoBack]Thank you for your suggestion. We cited the publication by Halloin et al.

 Moreover, even if authors have not selected or enriched CMs in their method, they must still provide clear data and information on the CMs content achieved in their differentiation and subsequently used in their experiments. Again, in the paper by Halloin et al., authors will find methods how to quantitatively assess the CMs content in their culture e.g. by flow cytometry. Pls perform respective experiments and show the data; thank you.

We added an image-based analysis on the CM content in Supplementary Figure 3. The ratio of cardiomyocytes to total cells was calculated by dividing the area of cTnT-stained region by that of DAPI-stained region. The result was described in the limitation section.

