Re: Rebuttal Letter for JoVE submission JoVE62623R1 
We would like to thank the editor and reviewers for their time to re-read the manuscript and for their positive comments and feedback. We believe that this improved our manuscript and video substantially.
All the comments have been addressed per reviewer below and the requested changes were incorporated in the manuscript.

1. Editorial and production comments:
Changes to be made by the Author(s) regarding the written manuscript:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
- The language and grammar of the manuscript was thoroughly checked.

2. Please revise the following to avoid textual overlap: 401-405, 407-410
- Line 401-405 and Line 407-410: Has been revised as follows: This type of pen can be used in various immunostaining techniques such as on paraffin sections, frozen sections and cytology preparations and is insoluble in alcohol and acetone. Furthermore, it is important to select a hydrophobic pen which is compatible with enzyme and fluorescent-based detection systems. Following slide preparation, the fixation and immunofluorescence γ-H2AX staining occurred. In this protocol, the cells are fixed using 3% PFA in a PBS solution for 20 minutes. For immunostaining to succeed, it is essential that the morphology of the cells is retained and that the antigenic sites are accessible to the detection reagents being used. PFA is a relatively gentle agent for fixation and stabilizes cells while preserving protein structures 51.

3. Please include a 50 word summary that states the goal of the experiment.
- A 50-word summary has been added to the beginning of the manuscript.
- SUMMARY
This protocol presents the slide preparation and automated scoring of the γ-H2AX foci assay on peripheral blood lymphocytes. In order to illustrate the method and sensitivity of the assay, isolated lymphocytes were irradiated in vitro. This automated method of DNA DSB detection is useful for fast and high-throughput biological dosimetry applications. 

4. Please provide an ethics statement at the beginning of the protocol showing that proper approvals were obtained.
- The following statement was added to the beginning of the Protocol section: This study was approved by the Biomedical Research Ethics Committee of The University of Western Cape Ethics Committee – Code BM18/6/12.


2. Changes to be made by the Author(s) regarding the video:
1. Please ensure that the title in the written manuscript and the video are the same.
- This has been corrected and is reflected in the video.

2. Raise the volume of the voice over
- The volume of the voice over has been increased.

3. Add a separate chapter title card for the results section and the conclusion section. 
- A chapter title card for the Results and Conclusion slide has been added. 

3. Please upload a revised high-resolution video here:
https://www.dropbox.com/request/GgLPQOcnYs1LDLGpU3Az?oref=e
- A high resolution video has been uploaded using the link provided. Video titled: JoVE62623_revised

Reviewers' comments:

Reviewer #1:
Manuscript Summary:
The manuscript 'The automated γ-H2AX foci assay in human peripheral blood lymphocytes for biological dosimetry' by Nair et al. was revised according to my initial concerns and recommendations. All concerns are adequately addressed and the revised manuscript has improved. Therefore, I recommend acceptance and publication of the manuscript.

Major Concerns:
none

Minor Concerns:
Section "Automated Scanning and Scoring of slides" 4.4 and section "Discussion" line 491:
… the search is terminated if the whole search has been scanned… maybe this statement has to be revised: …the search is terminated if the whole SLIDE has been scanned…
 - Thank you for picking up this error. It has been corrected. 

Reviewer #3:
Manuscript Summary:
Now the method is better described as per journal format and is more complete.

Major Concerns:
Nil

Minor Concerns:
Nil


Reviewer #4:
Manuscript Summary:
This manuscript entitled "A microscopic scoring method for the γ-H2AX foci assay in human peripheral blood lymphocytes" describes the protocol for its application in a mass radiation exposure scenario. The experimental protocol has been described to a greatest extent so that it enables the reader to adopt and reproduce the accurate results. The intricacies of these methodological aspects have been brought in which will be highly useful tips to the performer of this assay.

Major Concerns:
Authors have incorporated all the suggested modifications in the revised manuscript.

Minor Concerns:
Authors are suggested to make the following modifications while revising the manuscript:
Title: It should be either "A" microscopic study or "The" microscopic study - cannot be "An"
- ‘An’ has been retained in the title, as the word “automated” follows and starts with a vowel. 

Abstract: Line- 25 - Remove "highly"
- Agreed, ‘highly’ has been removed from the text. 

Line 28: why only over exposed?
- The reviewer is right that the assay can also be used for surveillance of radiation workers or to determine the radiosensitivity of patients (e.g. to predict if patients might develop early or late toxicity after radiotherapy). Based on this comment, we deleted “of potentially over-exposed individuals” in this sentence.

Line 74: after reference 10. Add a sentence indicating the draw backs of the standard biodosimetry assays in general over gamma H2AX (give reference). Of course it is mentioned later- but it would be appropriate here.
· [bookmark: _GoBack]However, the major drawback of the conventional cytogenetic methods is the long turnaround time to obtain the results in an emergency situation  8.

Line 173: Correct the sub heading as: 2. Preparation of samples
- Thank you for picking up this error. It has been corrected. 

Line 334: "at 37 degree" is repeated
- The repetition has been removed. 

Line 397: in vitro and in vivo - make it to italics- similarly in all other places
- In vitro and in vivo has been changed to italics. 

Reviewer #5:
The authors have addressed all of my concerns satisfactorily. By incorporating the suggested edits from all reviewers, the manuscript is much stronger than the original submission and is suitable for publication in JoVE
