Dear Dr. Cao,  
 
Sincerest thanks for the positive response and comments. We have modified the paper in response to editorial and reviewer comments. Please refer to the point-by-point responses.

Editorial comments:
Changes to be made by the author(s):
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.
· We have proofread the manuscript to correct spelling and grammar issues

2. Please revise lines 95-98, 154-159, 168-170, 171-177 to avoid previously published text.
· We revised the designated text

3. Keywords: Please provide at least 6 keywords or phrases.
· Added on page 1 of manuscript

4. Please add a Summary section before the Abstract section to clearly describe the protocol and its applications in complete sentences between 10−50 words: “Here, we present a protocol to …”
· Done

5. Abstract: Please expand to provide an overview of the method and a summary of its advantages, limitations, and applications.
· Done

6. Introduction: Please rephrase to include a clear statement of the overall goal of this method.
· Done

7. Please define all abbreviations (MEF, RT, etc.) before use.
· Done

8. Please abbreviate liters to L (L, mL, µL) to avoid confusion. Please use the micro symbol µ instead of u.
· Done

9. JoVE cannot publish manuscripts containing commercial language. This includes trademark symbols (™), registered symbols (®), and company names before an instrument or reagent. Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials. You may use the generic term followed by “(Table of Materials)” to draw the readers’ attention to specific commercial names. Examples of commercial sounding language in your manuscript are: Phusion, Lipofectamine, CutSmart, NEB Gibson, TrypLE, Matrigel, etc.
· Removed all commercial language from manuscript

10. Please revise the Protocol text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.).
· Done

11. Please add more details to your protocol steps. There should be enough detail in each step to supplement the actions seen in the video so that viewers can easily replicate the protocol. 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. See examples below.
· Added detail to supplement actions and answered 12-28 below

12. 1.5.1: What container is used here?
13. 1.6: Please describe how to excise and purify the 100 bp band. Alternatively, please provide a relevant reference.
14. 2.2: Please describe how to optimize the PCR reaction using control genomic DNA and specify the parameters used for agarose gel electrophoresis. Alternatively, please provide a relevant reference.
15. 3.1: Please describe how this is actually done. What container is used? Is the mixture mixed by pipetting or vortexing?
16. 3.2: Please spell out O/N.
17. 3.3: Please specify the parameters used for agarose gel electrophoresis.
18. 3.4: Please describe how.
19. 4.2: Please provide a reference for the bacterial transformation protocol.
20. 5.1: Please specify the culturing conditions.
21. Line 133: Please specify the incubation temperature here.
22. 5.3.2: Please provide the composition of ROCKi. If it is a commercial term, please replace it with a generic term.
23. 5.3.4: Please specify the mesh size of the strainer.
24. 5.4: Please specify the gating strategies.
25. 6.2: What happen after centrifugation? Please specify.
26. 7.2: Please describe how this step is actually done.
27. 7.6: What are resuspended? The two ssODNs?
28. 9.1: Please specify PCR primers and conditions.

29. Please combine some of the shorter Protocol steps so that individual steps contain 2-3 actions and maximum of 4 sentences per step.
· Combined shorter protocol steps

30. Please apply single line spacing throughout the manuscript, and include single-line spaces between all paragraphs, headings, steps, etc.
· Done

31. After you have made all the recommended changes to your protocol (listed above), please highlight 2.75 pages or less 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.
· Done

32. Please highlight complete sentences (not parts of sentences). Please ensure that the highlighted part of the step includes at least one action that is written in imperative tense. Notes cannot usually be filmed and should be excluded from the highlighting. Please do not highlight any steps describing anesthetization and euthanasia.
· Done

33. Please include all relevant details that are required to perform the step in the highlighting. For example: If step 2.5 is highlighted for filming and the details of how to perform the step are given in steps 2.5.1 and 2.5.2, then the sub-steps where the details are provided must be highlighted.
34. Tables: Please use the micro symbol µ instead of u and abbreviate liters to L (L, mL, µL) to avoid confusion. Please include a space between all numerical values and their corresponding units: 15 mL, 5 g, 7 cm, 37 °C, 60 s, 24 h, etc. Please use subscripts in chemical formulae to indicate the number of atoms, e.g., H2O, MgCl2, etc. Please replace commercial language (Lipofectamine) with a generic term.
· Changed symbols, including appropriate spacing, added subscript, replaced commercial with generic

35. Table of Materials: Please make the sheet containing “Reagents and solutions” a separate table and reference it in the manuscript.
· Now separate Table 5

36. Table of Materials: Please sort the items in alphabetical order according to the name of material/equipment.
· Done

37. Please remove the titles and figure legends from the uploaded figures. Please include all the figure Legends together at the end of the Representative Results in the manuscript text.
· Removed from figures and put into appropriate location in text

38. Please use superscript arabic numerals to cite references in text. The superscript number is inserted immediately next to the word/group of words it applies to but before any punctuation.
· Done

39. Please ensure that the references appear as the following: [Lastname, F.I., LastName, F.I., LastName, F.I. Article Title. Source. Volume (Issue), FirstPage – LastPage (YEAR).] For more than 6 authors, list only the first author then et al. Please do not abbreviate journal titles. See the example below:
Bedford, C.D., Harris, R.N., Howd, R.A., Goff, D.A., Koolpe, G.A. Quaternary salts of 2-[(hydroxyimino)methyl]imidazole. Journal of Medicinal Chemistry. 32 (2), 493-503 (1998).
· Done
[bookmark: _GoBack]
Reviewers' comments:
We appreciate both reviewer’s comments.  We made all minor corrections suggested by Reviewer 1:

Reviewer #1:
Page 2 Line 89: Says 1% agarose gel, but Figure 3A says 1.5% agarose gel. Please confirm if it's one or the other
Page 2, line 100
The authors have a table of materials with name of material/equipment in one table (Page 21) and company/cat# in another page (page 22). Not sure if this is a journal requirement or a decision of the authors,
but I think it will be hard for somebody that has never done this kind of experiments to understand for example which company/cat# is the gRNA cloning vector.
Please keep consistent in naming the same medium, it won't be easy otherwise to follow for a unexperienced reader:
Page 3, line 136
Please correct HESC medium with hESC medium
Page 3, line 143
Please change "growth medium" to hESC medium
Page 4, line 192
Please change "stem cell media" to hESC medium



We clarified the sentence in comment 1, softened the PAM sequence modification, and added the cited reference for comment 3.
Reviewer #2:
1. "Within 20 bps of this region, identify three to four 23 bp sequences that fit the format" this sentence is difficult to understand.
2. In Figure 4A, authors suggested to replace G with A in the PAM sequence. Actually, Cas9 can also Cut NGA or NAG PAMs, although the efficiency is low (PMID: 24956376).
3. PMID: 22967807, this paper is the first genome editing paper in the cardiovascular society, and should be cited.
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