Comments on Jove editors,
Dear Prof. Lyer,

Thank you so much for your comments on our manuscript (JoVE62874R3).
I am returning herewith the above manuscript, which had been revised according to reviewer’s comments. We would be happy if the revised manuscript is reviewed again and is accepted for publication in Journal of Visualized Experiments.

Sincerely yours,

Tomo Yonezawa
Tomo Yonezawa, Ph.D. 
Associate Professor
Division of Functional Genomics and Therapeutic Innovation,
Research Center for Advanced Genomics, 
Graduate School of Biomedical Sciences,
Nagasaki University, ,
1-12-14 Sakamoto, Nagasaki 852-8523, Japan
Phone:+81-95-819-8525; Fax:+81-95-819-8525
E-mail Address: yonet@nagasaki-u.ac.jp; yonet2301@yahoo.co.jp

Editor
1. We changed our manuscript format to fit the journal standard and responded rebuttal comments on each comment.
2. We carefully improved the manuscript to ensure that there are no spelling or grammar issues.
3. We rewrote the final part of discussion as given below.
4. In conclusion, our novel approach achieved significant improvements in high-standard assay by omitting stop enzymatic reactions and by performing real-time measurement of fluorescent intensities in every well. The very important step of injecting reagents to carry out enzyme reactions and fluorescent development in every well is automatic and simultaneous. Additionally, real-time measurement is also very important to avoid false negative results so that there are no different fluorescent intensities among the samples due to saturation.  To date, no errors in our methods have been   found, no improvements shown necessary, and the protocol is relatively easy to follow. In comparison to conventional NTPase assay, our throughput, accuracy and dynamic range are quit remarkable. Our only limitation is that we haven't yet miniaturized the assay from 384 to 1536-well format. If available, the running cost can be much more reasonable in 1536-well format. From the view point of NTPase, the active form NTPase can be only measured with  this assay. If necessary, a step to make the enzyme active can be added.  However, this assay is eminent and easy to achieve as compared to conventional low-throughput and -dynamic range assay  Moreover, the running cost is very reasonable and thus, helpful in carrying out drug screening even in the case of a large  number of test compounds. This assay can be greatly instrumental, specifically in clinical diagnostics of toxoplasmosis, and will lead to  cutting edge advances in basic biological and biomedical fields, drug discovery, and general clinical diagnostics.Our introduction and demonstration of this assay process including the method of preparing reagents and handling devices effectively is highly beneficial to research science, and can be applied to the handling of devices for other enzymatic assay via measuring ADP content.
5. [bookmark: _GoBack]We sent psd of figures to you.
6. We improved the description of figure according to your comments. Then, I sent pptx file of the figure.
7. We improved the duplication of references and checked any other duplication.
8. We improved Biotec in Table of Materials. Biotec is correct.
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