London, 29 April 2019




Doctor Phillip Steindel
Review Editor
Journal of Visualized Experiments (JoVE)


RE: Manuscript ID JoVE59457R1 entitled: "Protocol for the Transthoracic Echocardiographic Examination in the Rabbit Model".

Dear Dr. Steindel,

Thank you for your letter dated 13 March 2019 informing my co-authors and I that our manuscript requires minor revisions before formally being accepted for publication in JoVE.

[bookmark: _GoBack]In the enclosed revised version of our paper and video, we have addressed all of the Editorial and Reviewers’ comments, and changes made in the manuscript are tracked to easily identify these throughout the text. I list below a detailed response to each of those comments. The response to the comments provided in the Veterinary Review Template are addressed directly in the corresponding template also uploaded through the submission system. 


· RESPONSE TO 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 JoVE editor will not copy-edit your manuscript and any errors in the submitted revision may be present in the published version.

Response: We have reviewed and proofread the manuscript in its entirety to ensure there are no spelling or grammar errors.
 
2. Please submit the figures as a vector image file to ensure high resolution throughout production: (.svg, .eps, .ai). If submitting as a .tif or .psd, please ensure that the image is 1920 pixels x 1080 pixels or 300dpi.
 
Response: We have now modified the figures to a high resolution .tif format.
 
3. Please revise the table of 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. Please sort the Materials Table alphabetically by the name of the material.
 
Response: We have revised the table of essential supplies in line with your suggestions, and sorted the Materials Table alphabetically as suggested. A revised version of this table has been uploaded onto the submission system.
 
4. Please ensure that standard access is permissible from your UK funding source. Typically, UK funding requires open access publication.
 
Response: Our UK funding source does not require open access for this publication. Thus, we can confirm that publication in standard access is permitted.
 
5. Please shorten the title to “Transthoracic Echocardiographic Examination in the Rabbit Model”.
 
Response: We value your suggestion, and have modified the title to “Transthoracic Echocardiographic Examination in the Rabbit Model”, this has been updated in the revised version of the manuscript as well as the Title cards located at time 0:00 and 14:42 of the video.
 
6. Please rephrase the Short Abstract to clearly describe the protocol and its applications in complete sentences between 10-50 words: “Here, we present a protocol to …”
 
Response: We value your suggestion; we have now rephrased the short abstract in the revised version of the manuscript (Lines: 42-45).
 
7. Please reference at least 10 previous publications.
 
Response: We appreciate your suggestion, during the review process we have now made changes to several sections of the manuscript which also required the addition of references, which now have a total of 15 references.
 
8. Please ensure that all text in the protocol section is written in the imperative tense as if telling someone how to do the technique (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. Any text that cannot be written in the imperative tense may be added as a “Note.” However, notes should be concise and used sparingly. Please include all safety procedures and use of hoods, etc.
 
Response: We have made changes throughout the protocol to ensure that the actions are described in the imperative tense, and avoided as much as possible the use of phrases such as "could be", should be" and "would be". We have also made use of NOTES, where necessary, to increase the understanding of discrete steps (e.g. section 1.1 and NOTE: 1.1.1).
 
9. The Protocol should contain only action items that direct the reader to do something. Please move the discussion about the protocol to the Discussion.
 
Response: We have made changes throughout the whole protocol to ensure it contains mainly action items (Sections 1.1 to 5.3), and moved any discussion items about it to the Discussion section.
 
10. The long note at the beginning of the protocol should be moved to either the Introduction or the Discussion.
 
Response: We value your suggestion, we have moved the long note at the beginning of the Protocol section, to the Introduction section of the manuscript (Lines: 99-121).
 
11. 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.
 
Response: We have added more details to the protocol steps, making sure the step is clearly described and where necessary added details and clarification notes.
 
12. Please revise the text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.).
 
Response: We have now made changes throughout the Protocol to ensure that, whenever possible, it does not contain personal pronouns such as "we", "you", "our".
 
13. The Protocol should be made up almost entirely of discrete steps without large paragraphs of text between sections. Please simplify the Protocol so that individual steps contain only 2-3 actions per step and a maximum of 4 sentences per step.
 
Response: We value your comment, and have therefore made changes throughout the Protocol, to ensure discrete steps of 2-3 actions per individual step are described.
 
14. As we are a methods journal, please revise the Discussion to explicitly cover the following in detail in 3-6 paragraphs with citations:
a) Critical steps within the protocol
 
Response: The critical steps have now been added to the manuscript (Lines: 582-604).
 
b) Any modifications and troubleshooting of the technique
 
Response: Modifications of the technique in certain scenarios have been added to Discussion section (Lines: 605-610).
 
c) Any limitations of the technique
 
Response: The limitations of the technique are now described in the Discussion section (Lines: 611-630).
 
d) The significance with respect to existing methods
 
Response: The significance with respect to other cardiovascular imaging methods, namely cardiac magnetic resonance, was added to Discussion section (Lines: 635-640).
 
e) Any future applications of the technique
 
Response: The application of the technique has been added to Discussion section (Lines: 631-634).
 
15. Please do not abbreviate journal titles.
 
Response: We have now changed the references so that the journal tittles are not abbreviated.
 


Changes to be made by the Author(s) regarding the video:

1. Please increase the homogeneity between the written protocol text and the audio narration. Ideally, the audio narration would be a word for word reading of the written protocol. Steps 2.1.1 and 2.3 are good examples of this.
 
Response: We have now increased the homogeneity between the written protocol and the corresponding narration throughout the whole protocol.
 
2. Please include some section title cards: Protocol, Representative Results, Conclusion, etc.
 
Response: We value your comment. We have changed the title cards to better match the sections of the paper and subsections within the protocol. For this the Section cards have been capitalized to match the style of the paper. In a similar way, subsections of the PROTOCOL section of the video have been numbered according to the different subsections of the protocol in the manuscript. 
 
3. We recommend lowering the volume of the background music by 3 dB. It occasionally competes with the narrator and interview voices.
 
Response: We have adjusted the volume of background music throughout the video to ensure it doesn't compete with the narrator and interview voices.
 
4. 0:19, 0:24, 0:30 - These images should be scaled up to fill the frame.
 
Response: The images at 0:19, 0:24 and 0;30 have now been scaled up to fill the frame as suggested.
 
5. Many of the edits are page wipes, which can be a bit distracting. It is not required, but we recommend changing them to crossfades, so that the edits don't call as much attention to themselves and the viewer can focus more on the content.
 
Response: We have now changed the transitions to crossfades throughout the whole video as suggested.
 
6. 14:37 - This title card seems redundant with the following one. It should be removed.
 
Response: The tittle card located at 14:37 has now been removed as suggested.
 
Please upload a revise high-resolution video here: https://www.dropbox.com/request/YTvdhxk8Ovu1ShYm9rWV?oref=e

Response: We have uploaded a revised version of the video in high-resolution, as indicated.
 


Reviewers' comments: 
 
Reviewer #1:
Manuscript Summary:
Accurate diagnosis of cardiac disease requires knowledge of normal heart parameters and useful standardized techniques. In the field of the cardiac translational medicine the knowledge of the most important imaging tool as echocardiography to analyze cardiac structures during systolic and diastolic function is a key and basic point to better apply in vivo study using large animal models. The paper entitled "Protocol for the Transthoracic Echocardiographic Examination in the Rabbit Model" is a method article that explain a basic and standard ultrasounds views to obtain a complete echocardiographic examination. The choice of rabbit as animal model is an effective solution to compare in vivo scientific data for human purposes, indeed the rabbit is now considered a bridge between small animals such as mice and rats and real large models such as pig, sheep and goats. The paper is well presented, and all the materials and methods are given to the reader, clearly explained. Thanks to the video I think that the practical explanation of this procedure is effective and helpful to everyone who needs an echocardiographic guideline for rabbits. The anticipated results are reasonable and useful to readers and reference are appropriate. For my instance this article can be accepted for the publication.
 
Major Concerns:
None.
 
Minor Concerns:
I suggest revising minor error in the text to complete the publishing procedure:
Line 108: "This protocol is adapted for current international guidelines and includes practical recommendations based on our own experiences in clinical and experimental settings" (please insert a citation or explain which int. Guidelines as you later say in the line 139 to 142 (ACVIM, ASECHO and EACVI).
 
Response: We appreciate your suggestion, and therefore added the corresponding reference number to line 131 of the revised version of the manuscript.
 
Lines 123-124: "bi-dimensional mode (B-mode or 2D), motion mode (M-mode), color Doppler, spectral Doppler (CWD, PWD) and TDI". Change in bi-dimensional mode (B-mode or 2D), motion mode (M-mode), color Doppler (CWD), spectral Doppler (PWD) and Tissue doppler imaging (TDI). 
 
Response: We value your suggestion, we have defined the acronyms for CWD, PWD and TDI in a previous paragraph (line 89 of the revised version of the manuscript), and therefore have now modified the text to reflect this change in line 103 of the revised version of the manuscript. 
 
 
Reviewer #2:
Manuscript Summary:
This manuscript is a detailed protocol for performing transthoracic echocardiography in the rabbit as an animal model for medical and veterinary cardiovascular researches, the manuscript demonstrate how to obtain the different echocardiographic views and imaging planes, as well as the different imaging modes available in the clinical echocardiography systems.
 
Major Concerns:
The manuscript is well written and supported by a well overview video. but before accepting the manuscript for publication, some minor revision should be done on the manuscript.
 
Minor Concerns:
Line 247: It is recommended to use "craniocaudal" instead of "anteroposterior" in animal model.
 
Response: We value your comment, this is correct, we have now replaced "anteroposterior" with "craniocaudal" in line 268 of the revised version of the manuscript.
 
Line 416: talking about BIPLANE mode, it is necessary to estimate the left ventricular volume in left apical 4 chamber view, and either the right parasternal long axis image or the left apical two chamber view (average of volumes from two orthogonal planes). Here in current article you explained single plane but not biplane single plane method is no longer reliable if there are some wall motion abnormalities.
 
Response: We appreciate your suggestion; we have therefore added this clarification in lines 453-455 of the revised version of the manuscript.


Once again, on behalf of my coauthors, I would like to thank you for considering our article for publication in JoVE.
We look forward to hearing from you in due course.
Yours sincerely,

Alejandro Giraldo M.D., Ph.D.
Institute for Cardiovascular and Metabolic Research
School of Biological Sciences
University of Reading
Whiteknights
Reading
RG6 6UB
Email: a.giraldoramirez@reading.ac.uk
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