Dear editors and reviews, 
Thank you for the insightful comments. We have revised this paper based on the suggestions. The revision to the manuscript may be found in red text. Please find our responses to each reviewer comment below
Editorial comments:
Q1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
	A1. Thank you for the suggestion, proofreading was done. 
Q2. Please check either the Standard Access or Open Access checkbox in the Author License Agreement (ALA). Please then scan and upload the signed ALA to your Editorial Manager account. Please note that in the Questionnaire Responses Standard Access is selected. Please be consistent.
	A2.  Thank you for your suggestion, Standard Access is marked and signed with new data. 

Q3. Please revise lines 56-58 (84-85), 76-77, 132-134, 135-137, 146-147, 205-207 to avoid previously published text.
	A3. We are unaware of any previous published text that matches our wording. 

Q4. Keywords: Please provide at least 6 keywords or phrases.
	A4. Additional keywords are provided

Q5. Please rephrase the Summary to clearly describe the protocol and its applications in complete sentences between 10-50 words: “Here, we present a protocol to …”
	A5. Summary was rephrased: 
Coronary flow reserve (CFR) is the ratio of maximal coronary blood flow to resting coronary blood flow. CFR demonstrates the importance of microvascular dysfunction. Here we present a protocol for evaluating CFR via ultrasound, which offers the opportunity to predict cardiovascular risk factors in the absence of obstructive coronary disease. 


Q6. Please rephrase the Abstract to more clearly state the goal of the protocol. A more detailed overview of the method and a summary of its advantages, limitations, and applications is appropriate.
	A6. Abstract was changed according to the comments. Please see lines 48-64
Q7. Please revise the Introduction to include all of the following:
a) A clear statement of the overall goal of this method
b) The rationale behind the development and/or use of this technique
c) The advantages over alternative techniques with applicable references to previous studies
d) A description of the context of the technique in the wider body of literature
e) Information to help readers to determine whether the method is appropriate for their application
	A7. We have made it more clear and changed introduction according to the comments. 


Q8. Please use SI abbreviations for all units: L, mL, µL, h, min, s, etc. Please use the micro symbol µ instead of u. Please abbreviate liters to L to avoid confusion.
	A8 We have made the requested changes.

Q9. 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 and Reagents. You may use the generic term followed by “(see table of materials)” to draw the readers’ attention to specific commercial names. Examples of commercial sounding language in your manuscript are: Vevo, FUJIFILM VisualSonics Inc., etc.
	A9. We have removed all commercial languages from the manuscript

Q10. Please include an ethics statement before your numbered protocol steps, indicating that the protocol follows the animal care guidelines of your institution.
	A10. We have added the ethics statement before numbered protocol. Please see lines 94-96

Q11. Please adjust the numbering of the Protocol to follow the JoVE Instructions for Authors. For example, 1 should be followed by 1.1 and then 1.1.1 and 1.1.2 if necessary. Please refrain from using bullets, dashes, or indentations.
	A11. Thank you for the comment. The numbering of the protocol was adjusted as indicated in JoVE instructions for Author. 

Q12. Please order the steps properly so that the protocol can be followed in chronological order.
	A12 Changes have been made as requested 

Q13. 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.
	A13. We have added more details to the protocol. 

14. Lines 99-101: Please describe how to perform the open heart ischemia/reperfusion surgery including details such as how the rats are anesthetized and how proper anesthetization is confirmed and specify all surgical tools used.
	A14. Open heart ischemia/reperfusion was described detailed in lines 166 -188

Q15. Lines 106-107: Please mention how proper anesthetization is confirmed.
	A15. We have added how proper anesthetization is confirmed. Lines –169 -170

Q16. Line 126: How to obtain a B Mode image?
	A16. We are obtaining image in B-Mode as described in line 124

Q17. Line 139: How to infuse dobutamine via tail vein? Is a syringe used?
	A17. We have added more detailed description of tail vein infusion. Please see lines 137- 152

18. Lines 213-214: JoVE articles do not have an Abbreviations section. Please remove it and define all abbreviations before use.
	A18. Changes have been made as requested.


Q19. Figure 3: Please define error bars in the figure legend. Please define Cont B, Cont D, IR B, IR D in the figure legend.
	A.19 Changes have been made as requested.

Q20. Table of Equipment and Materials: Please sort the items in alphabetical order according to the name of material/equipment.
	A20. Changes have been made as requested.
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Reviewers' comments:


Reviewer #1:
Manuscript Summary:
This is interesting study, it will be more important if you can show some abnormalities of the coronary flow curve,
Some recent publication shows type of diagnostic parameters for coronary flow curve.

Defining Coronary Flow Patterns: Comprehensive Automation of Transthoracic Doppler Coronary Blood Flow.
Sunyecz IL1, McCallinhart PE1, Patel KU1, McDermott MR1, Trask AJ2,3

If you can show some specific changes during I/R it will be more interesting paper,
Response: Thank you very for sharing this interesting paper. Unfortunately in the paper offered by the reviewer, curve was evaluated using MATLAB program. We do not use this program to analyze our data. VEVO3100 analyzing software does not have ability to evaluate coronary flow curve. 

Major Concerns:
1. For the ultrasound image it will be good to show witch is the left side and which is the right side of the heart,
Response: Thank you for your suggestion. We added the marker in the image. 

2, Show the animals chest and the position of the probe.
Response: We have added additional figure to show the probe position. (Fig. 1A)

3. For the coronary artery orientation (left vs right) , you need to show short axis picture, move to probe towards the base of the heart and be close to LVOT. This step by step picture diagram will help readers to understand the method and reproduce,
Response: Thank you for your suggestions. We have different approach to find the coronary artery. We find pulmonary artery and move the probe toward the apex. We have found this method more consistent in locating the coronary artery. Please see the lines 109-135
 
4. In this paper you show only the flow velocity changes. Can you also show the coronary artery diameter and show blood flow reserve (which is more accurate the velocity ration). The citation for the CFR calculation is for human study. Is there any animal study?
Response: Obtaining the diameter of coronary arteries in small animals is limited and not consistent. Based on our experience, we cannot consistently visualize the full width of the coronary arteries clearly enough to obtain diameter measurement. The citation for the CFR calculation is for human study, but calculation is not different between the species. There are few studies using this method but there are no other papers where they are calculating CFR. 

Minor Concerns:
1. Ultrasound imaging, point N5.
Ultrasound probe cannot have 250 MHz frequency,
This is the probe number
Please correct and mention the frequency you used for the imaging,
Response: Thank you for correction, you are right, probe name is MS250 -13–24 MHz linear probe, changes have been made. 


Reviewer #2:
Manuscript Summary:
The authors report a study about evaluation of coronary flow reserve after myocardial ischemia reperfusion in 12 female rats.
This manuscript is generally well-written, and extends on an interesting area of research. Nonetheless, there are several issues that need to be addressed by the authors.

Minor Concerns:
-Abstract. The abstract does not explain what the authors have done. It should be explained at least the methods and results.
Response: Thank you for the insightful comment.  Changes to the abstract have been made
-Limitations should be included like the small sample size etc
Response: Limitations have been added, please see lines 255-260
