Editorial comments:
We thank the editorial staff and editor for their constructive comments and suggestions. We have addressed each of these comments, which has significantly improved the quality of our manuscript.  We provide a point-by-point response of these changes here:

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
The revised manuscript has been extensively edited both manually and using an editing software following this suggestion.

2. Please note that there are two manuscript files. Please remove one during resubmission. However, please feel free to upload a manuscript file with track changes and a clean manuscript file during resubmission.
We have now uploaded two manuscript files, a revised manuscript in which the changes are tracked and a second clean manuscript file, for reviewers’ convenience.

3. Please provide an institutional email address for each author.
The email addresses of the corresponding author and all co-authors have now been included in the title page. 

4. Please revise the following lines to avoid previously published work: 40-43, 48-50, 52-54.
The lines have been revised as suggested, to avoid similarity to previously published work (lines 47-50, 54-60 in the revised manuscript).

5. Please provide suitable references, wherever applicable (e.g., for the following lines: 67-71, 233-239).
Reference for lines (revised numbers) 69-76: Lee JM et al. Morgan and Claypool, Life Sciences, 2013; Chhabra ES et al., Nature Cell Biology 2007. These references are mentioned at the end of the paragraph. 
Reference for lines 233-239: This part has been removed from the revised version, because it repeats an explanatio of kymography that has been included in other parts of the manuscript.

6. Please revise the introduction to include all the following:
a) The rationale behind the development and/or use of this technique
b) The advantages over alternative techniques with applicable references to previous studies
c) A description of the context of the technique in the wider body of literature
d) Information to help readers to determine whether the method is appropriate for their application
The introduction of our manuscript has been revised accordingly. Specifically, the biggest advantage of the method described in our manuscript is that it is fast, simple, cost-effective, and does not require expensive reagents or equipment. As such, and because it has been shown to directly correlate with cell migration, it can be used as a preliminary method for testing cytoskeletal dynamics involved in cell motility before deciding to perform more resource-demanding methods. It also enables testing of the effect of genetic manipulations (knockout, knockdown, or rescue constructs) of cytoskeletal proteins on cytoskeletal dynamics in a relatively simple and short experimental time (lines 88-96 in the revised manuscript).	Comment by Koleske, Anthony: 	Comment by Koleske, Anthony: I would emphasize this.  It is a facile platform with which to investigate how manipulations of cytoskeletal regulators control cell edge dynamics. 
A description of the context of the technique in the literature is included in the discussion section of our manuscript (lines 382-401 in the revised manuscript).

7. Please include an ethics statement before your numbered protocol steps, indicating that the protocol follows the animal care guidelines of your institution.
An ethics statement has been included at the beginning of “PROTOCOL” section as follows: “All methods described in this protocol have been approved by the institutional Animal Care and Use Committee (IACUC) of Bar-Ilan University” (lines 101-102 in the revised manuscript).

8. Use SI units as much as possible and abbreviate all units: L, mL, μL, cm, kg, etc. Use h, min, s, for hour, minute, second.
All units throughout the manuscript have been abbreviated as suggested above.	Comment by Koleske, Anthony: You do use min.   Think you must want to use min.

9. Please add more details to your protocol steps. Please ensure you answer the “how” question, i.e., how is the step performed? Alternatively, add references to published material specifying how to perform the protocol action.
We have now added more details to existent parts of the protocol, and additional steps in the protocol describing in detail the microscope setup and imaging stages (lines 182-207 in the revised manuscript).

10. Lines 82-85: Please provide more details on generation of MEFs. In case it is a well-established protocol, a citation would suffice.
For the generation of MEFs, we used a protocol which is described in the following link:
http://jacks-lab.mit.edu/protocols/making_mefs. A reference to this link has now been included in the text (line 107-108 in the revised manuscript).

11. Step 1.1: How were the cells cultured? Was a tissue culture flask or well plate used?
Cells were cultured in 10 cm diameter tissue culture plates. These details were added to section 1.1 (line 112 in the revised manuscript).

12. Line 107-113: Please merge the notes in to one “NOTE”.
Lines 107-113 were merged into one “NOTE” accordingly (lines 146-151 in the revised manuscript).

13. Step 3.2: How was trypsinization and cell inactivation done? How much trypsin was added? How much medium was added to neutralize trypsin?
Cells were trypsinized in 1 ml/10 cm tissue culture plate and were inactivated by adding 5 ml complete medium. These details were added to section 1.1 (lines 164-166 in the revised manuscript).



14. Step 3.6: How was the plate set up for imaging? How were the images acquired? 
Please elaborate the steps for acquiring images. If this step needs to be filmed, please make sure to provide all the details such as “click this”, “select that”, “observe this”, etc. Please mention all the steps that are necessary to execute the action item. Please provide details so a reader may replicate your analysis including buttons clicked, inputs, screen shots, etc. Please keep in mind that software steps without a graphical user interface (GUI) cannot be filmed.
We have now added a separate “microscope setup and imaging” section (new section 4) to the protocol, detailing all necessary steps for these stages.

15. 4.3: Please format the commands/clicks to Images > Stacks > Reslice to emphasize the commands/options (bold letters with the initial letter capitalized).
The commands were formatted as required (lines 219 and 280 in the revised manuscript).

16. Step 4.4 NOTE: How is the spreading phase of the cell determined? How is their nucleus different from cells which just started moving and cells which completed movement?
The spreading phase in which imaging is performed is defined as 15 min following plating (when cells adhere to the substrate) and until 1 hr following plating, when cells start migrating. The migration of cells can be observed by movement of their nucleus: during spreading the nucleus is stationary, which during cell migration the nucleus is dynamic and localizes at the rear side of the cell to construct leading edge-centrosome-nucleus axis towards the direction of migration. This explanation has now been added to the discussion lines 352-363 in the revised manuscript.

17. Please remember that our scripts are directly derived from the protocol text. Please include all actions associated with each step.
The protocol section has now been revised and all actions associated with each step have been included.

18. In the JoVE Protocol format, “Notes” should be concise and used sparingly. They should only be used to provide extraneous details, optional steps, or recommendations that are not critical to a step. Any text that provides details about how to perform a particular step should either be included in the step itself or added as a sub-step. Please consider moving some of the notes about the protocol to the discussion section.
As required, we have now moved several notes about the protocol into the discussion section.

19. Please include a single line space between all the steps and sub-steps. 
A single line space was included between all the steps and sub-steps in the manuscript.



Please highlight up to 3 pages of the protocol (including headings and spacing) that identifies the essential steps of the protocol for the video, i.e., the steps that should be visualized to tell the most cohesive story of the Protocol. Remember that non-highlighted protocol steps will remain in the manuscript, and therefore will still be available to the reader.
As suggested, we have now highlighted essential steps of the protocol for the video.

20. Please ensure that the Results section focuses on the effectiveness of your technique backed up with data.
As suggested, we have now revised the results section to focus on the effectiveness of the technique. The results section is backed up with example data (Figure 2). 

21. As we are a methods journal, please ensure that the Discussion explicitly covers the following in detail in 3-6 paragraphs with citations:
a) Critical steps within the protocol
b) Any modifications and troubleshooting of the technique
c) Any limitations of the technique
d) The significance with respect to existing methods
e) Any future applications of the technique
The discussion section has been revised to include all points above. 

22. Please do not use the &-sign or the word “and” when listing authors in the references. Authors should be listed as last name author 1, initials author 1, last name author 2, initials author 2, etc. Title case and italicize journal titles and book titles. Do not use any abbreviations. Article titles should start with a capital letter and end with a period and should appear exactly as they were published in the original work, without any abbreviations or truncations.
Although we used the JoVE format of references in Endnote in the submitted version, we now manually corrected the references as suggested above.

23. Please ensure that the table of materials contains all the essential supplies, reagents, and equipment. The table should include the name, company, and catalog number of all relevant materials in separate columns in an xls/xlsx file.
The table of materials has been revised accordingly, changes are marked in red.

24. Please submit each figure individually as a vector image file to ensure high resolution throughout production: (.psd, ai, .eps.).
Each figure has been submitted separately as an Illustrator file (.ai) via the submission website as requested.

25. Please ensure to include scale bar in all the images of the panel, wherever necessary.
A scale bar has been included in all images and movie as necessary.

26. Figure 1: Maintain a single space between the numeral and (abbreviated) unit, except in cases of %, x, and ° (i.e., the degree sign; excluding temperature). (e.g., 5 mL, 10%, 3°, 100 °C, 3x SSC). Revise “1 hour” to “1 h”, “37°C” to “37 °C”, “5 %” to “5%”.
The above changes have now been included in Figure 1.
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