  
	
ANSWER TO REVIEWERS


	
Editorial comment.
The editor has formatted the manuscript to match the journal's style. Please retain.


	
The authors appreciate the comment.
The manuscript format was retained.

	
Editorial comment. 
Employ professional copyediting services.

	
The authors appreciate the comment.
The manuscript was submitted to proofreading.


	
Editorial comment.
Please address all specific comments marked in the manuscript.

	
The authors appreciate the comment.
Title proposal is acceptable: “Predicting Amputation Using Local Circulating Mononuclear Progenitor Cells in Angioplasty-treated Patients with Critical Limb Ischemia” 


	
Editorial comment. 
The manuscript needs a thorough proofreading, please use professional copyediting services.

	
The authors appreciate the comment.
The manuscript was submitted to proofreading.


	
Editorial comment. 
Please ensure that summary is no more than 50 word limit. Also please ensure that summary clearly states the goal of the protocol: “This protocol presents…”

	
The authors appreciate the comment.
The summary was modified to express clearer ideas and fit word number limit, as follows: “Lower limb amputation may occur even after angioplasty of obstructed vessels in Critical Limb Ischemia (CLI). Mononuclear Progenitor Cells (MPCs) reflect vascular repair. The present protocol describes the quantification of MPCs from circulation close to angioplasty, and its relation with endothelial dysfunction and prediction of lower limb amputation”.


	
Editorial comment. 
Please ensure that the Abstract is within 150-300-word limit and clearly states the goal of the protocol.

	
The authors appreciate the comment.
The abstract was modified to express clearer ideas (word number limit was correct), as follows: “…Mononuclear Progenitor Cells (MPCs) are reactive to vascular damage and repair, with ability to reflect vascular diseases. The present protocol describes quantification of MPCs obtained from blood circulation from vessel close to the angioplasty site, as well as its relation with endothelial dysfunction and its predictive ability for limb amputation in the next 30 days after angioplasty in patients with CLI.”


	
Editorial comment. 
Please revise the Introduction to include all of the following: 

[bookmark: _Hlk7767055]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

	
The authors appreciate the comment.



The introduction was modified to clearly express:

a) the goal of this method: “The purpose of the present study is to describe how to determine the amount of MPCs circulating close to the vascular obstruction in patients with CLI undergoing angioplasty; and how to evaluate the prognostic relation between MPCs with indicators of endothelial dysfunction and limb amputation.”


b) the underlying rationale: “Due to MPC’s ability to proliferate, migrate and vascular adherence; these cells have become good candidates to reflect endothelial repair in response to ischemia; while the local determination of MPC’s has been considered useful to reflect clinical outcome.” 


c) the advantages over alternative techniques: “Compared with the prognosis based on comorbidities and intrinsic vascular features, the amount of local MPCs show specific ability to predict clinical outcome regarding endothelial dysfunction and limb amputation. Consistently, some studies have described the prognostic role of similar biomarkers during the evaluation of patients with PAD”.  


[bookmark: _Hlk50052116]d) the context of the technique: “In addition, continuous interest in mechanisms underlying vascular injury has motivated exploring the prognostic role of local occurring biomarkers, since they are considered to closer reflect vascular damage and repair”. 


e) information to help readers: “Based on previous results, the method described here may be useful for an early identification of population at risk of adverse vascular outcomes in several clinical settings, such as lower limb and coronary ischemia, stroke, vasculitis, venous thrombosis and others involving vascular injury and repair”.


Accordingly, some references were added:

Ding, N. et al. Fibrosis and Inflammatory Markers and Long-Term Risk of Peripheral Artery Disease: The ARIC Study. Arterioscler Thromb Vasc Biol. 40(9), 2322-2331 (2020).

Potier, L. et al. Plasma Copeptin and Risk of Lower-Extremity Amputation in Type 1 and Type 2 Diabetes. Diabetes Care. 40(12), 2290-2297 (2019).

Kremastinos, D.T., Iliodromitis, E.K., Markianos, M., Apostolou, T.S., Kyriakides, Z.S., Karavolias, G.K. Intracoronary cyclic-GMP and cyclic-AMP during percutaneous transluminal coronary angioplasty. International Journal of Cardiology. 53(3), 227-232 (1996).

Truong, Q.A., Januzzi, J.L., Szymonifka, J., Thai, W.E., Wai, B., Lavender, Z. Coronary sinus biomarker sampling compared to peripheral venous blood for predicting outcomes in patients with severe heart failure undergoing cardiac resynchronization therapy: the BIOCRT study. Heart Rhythm. 11(12), 2167-2175 (2014).




	
Specific comment: Please reword to bring out clarity.


	
The authors appreciate the comment.
[bookmark: _Hlk50119117]The introduction was modified to: “…..; while clinical prognosis is unfavorable, and marked by a 30% risk of limb amputation and mortality during 1 year”. 



	
Specific comment: Please include the name of the institute.

	
The authors appreciate the comment.
[bookmark: _Hlk50119533]The following sentence in the section of PROTOCOL was modified to:“…committee of the Centro Médico Nacional “20 de Noviembre”, ISSSTE.”


	
Specific comment: Any age or sex specific bias of the patient undergoing surgery? Please include details about the patient cohort. This is important to bring out the link between MPC and CLI as the relationship might differ in different category of patients.  

	
The authors appreciate the comment.
The following note was added: “Our study sample was constituted by 20 diabetic patients, aged 68 years old and 10 out of 20 were males. Half of the sample were smokers and most prevalent co-morbidities were type 2 diabetes mellitus, systemic arterial hypertension and/or dyslipidemia. The sample was intended to be standardized for age-, sex- and co-morbidities. Therefore, possible bias due to clinical-demographic influence on the relation between MPCs and CLI could not be ruled out”.


	
Specific comment: Please include how each step is performed.

	
The authors appreciate the comment.
A detailed description of the steps was added.

	
Specific comment: 
This (regarding Rutherford’s classification) can be moved to a table in .xlsx format and uploaded separately to your editorial manager account.

	
The authors appreciate the comment.
Rutherford’s Classification was described in an excel file, and it was included as additional material.

	
Specific comments: 




Size of the needle?

Diameter and length? 

Amount (contrast media) / concentration introduced (CO2)?


Please label the individual panels as A, B, C, D. Please use an arrow to show the blocked site/s

Is this wire same as 1.2.3? Size?



Catheter size?



How is this done (catheterism)? Impacting how? Please reword for clarity.







Do you store the blood on ice or room temp? 



Please include post-operative procedures.






Please use micro symbol throughout.

10 microliters



Please include all the button clicks.



Citation to show that these phenotype are actually associated with MPCs.

Calculation steps cannot be filmed.


How is this done (clinical endpoints)?









So which means 10 out of 20 were males? Please bring out clarity.


	
The authors appreciate the comment.
The information requested was provided, and included in the text.

Gauge size was 18g
[bookmark: _Hlk50364780]The initial guide is further changed for a 6 Fr introducer. 
[bookmark: _Hlk50365444]The amount of contrast media used is 40 cc, diluted 1:1 in 0.9% saline. CO2 is used at 10 to 20 mL per shot at a pressure of 12 psi.  
Individual panels were labelled as A, B, C, D, and arrows were used to show blocked site/s. Figure legend was also modified.

[bookmark: _Hlk50370547]No. Two 0.014 Fr wires (260 cm long) are used for navigation and two 0.014 Fr wires (260 cm long) are used for support, during a single procedure.
[bookmark: _Hlk50370986][bookmark: _Hlk50370920]Catheters sizes are 5 Fr and 3 Fr, and they are changed during the procedure.  
The text was modified to increase clarity: “Advance a guide wire again. Then, introduce an angioplasty balloon catheter, which contains an inflatable balloon located at the end of the catheter. Advance the angioplasty balloon catheter and place the balloon right at the site of lesion. Perform the angioplasty by inflating the balloon against the blocking plaque located at the vascular wall. Verify blood flow restoration.”

Yes. We maintain on ice blood samples. This specification was added.
[bookmark: _Hlk50373007]
Provide post-operative care procedures, including anti-coagulation therapy using enoxaparin at 1mg/kg subcutaneous every 12 hours; aspirin 100 mg, statin and analgesia. Compress at the site of vascular puncture during 24 hours. 

The text was modified as suggested.
The text was modified as suggested

The description of the spread of lymphocytes was added as a NOTE. 

References were added.
Calculation were re-redacted as a NOTE.

The text was modified to increase clarity: “Step 4.2. Evaluate clinical severity of limb ischemia at 2 weeks after angioplasty. Evaluate resolving rest pain, lower ischemia and preservation of a functional foot, according to the Rutherford classification 13. Step 
4.3. Compare clinical severity of limb ischemia, at baseline vs follow up. Identify those cases requiring major amputation because of unfavorable outcome.”

The text was modified to increase clarity: “…were collected from 20 patients, aged 68 years old and 10 out of 20 were males. Half of sample population were smokers”.

	
Please upload high resolution figures.

	
Figures were uploaded at higher resolution.

	
Please ensure that the Discussion explicitly cover all of 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 aspects recommended were covered.

	
Editorial comment.
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.

	
The authors appreciate the comment.
The references were re-formatted as recommended.

	
Editorial comment 4.
Please include patient details as asked by the reviewer.

	
The authors appreciate the comment.
The following note was added: “Our study sample was constituted by 20 diabetic patients, aged 68 years old and 10 out of 20 were males. Half of the sample were smokers and most prevalent co-morbidities were type 2 diabetes mellitus, systemic arterial hypertension and/or dyslipidemia. The sample was intended to be standardized for age-, sex- and co-morbidities. Therefore, possible bias due to clinical-demographic influence on the relation between MPCs and CLI could not be ruled out”.


	
Editorial comment 5.
Once done please ensure that the highlight is no more than 2.75 pages including headings and spacings.

	
The authors appreciate the comment.
The highlight text is no more than 2.75 pages including headings and spacings.



[bookmark: _GoBack]
