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Reviewer's report:

This research showed the protective role of Spironolactone in ameliorating endothelial
dysfunction in a 5/6 nephrectomy renal failure model though inhibition of the AGES/RAGE axis,
upregulation of SIRT3, and attenuation of NOX-2 associated intracellular oxidative stress. This
study is in line with some similar reports on the cardiovascular benefits effect of Spironolactone
in heart failure, diet-induced obesity, and a streptozocin-induced diabetic model. The
experiments are well designed. However, | still have the flowing comments.

1. In this study, the author applied the 5/6 nephrectomy renal failure rat model. Did the
authors measure the blood pressure? Whether Spironolactone affects the hypertension
caused by 5/6 nephrectomy renal failure.

2. The resolution of the graphs is poor. eNOS and p-eNOS are mainly expression in
endothelial cells, it is very hard to observe the signal in figure 3B and additional filel.

3. The cell viability of HAECs treated with BSA and AGEs were measured by MTT assay
in additional file2. The results showed that AGEs or BSAs at a concentration of
500ug/dL for 24 hours was toxicity to HAECs. Why author still used the concentration in
Figure 4.

4. Why is there no error bar in the vehicle group in Figure 4 and Figure 4. It would be
nonsensical to compare any groups with the vehicle group.

5. Itis necessary to detect the toxicity of Spironolactone in HAECs.

6. The western blot bands of SIRT3 and p-eNOS in Figure 7 were not representative. It is
hard to observe the expression of SIRT3 and p-eNOS in AGE treated group is less than
vehicle group.



Please confirm that you have included your review in the ‘Comments to Author’ box?

As a minimum standard, please include a few sentences that outline what you think are the
authors’ hypothesis/objectives, their main results, and the conclusions drawn. Your report should
constructively instruct authors on how they can strengthen their paper to the point where it may
be acceptable for publication, or provide detailed reasons as to why the manuscript does not
fulfill our criteria for consideration. Please supply appropriate evidence using examples from the
manuscript to substantiate your comments. Please break your comments into two bulleted or
numbered sections: major and minor comments.

Please note that we may not be able to use your review if no comments are provided.

Please only upload as attachments annotated versions of manuscripts, graphs, supporting
materials or other aspects of your report which cannot be included as text in the ‘Comments to
Author’ box.

Yes

Are the methods appropriate and well described to allow independent reproduction of
experiments?

Please state in the ‘Comments to Authors’ box below what you think are the strengths and
weaknesses of the methods (study design, data collection, and data analysis), and what is
required, if anything, to improve the quality of reporting

Yes

Does the work include the necessary controls?
If not, please explain in the ‘Comments to Author’ box below.

Yes
Are you able to assess the statistics?
- Are the statistical test(s) used in this study appropriate and well described?

- Is the exact sample size (n) reported for each experimental group/condition (as a number, not a
range)?

- Are the description of any error bars and probability values appropriate?
- Are all error bars defined in the corresponding figure legends?

- Has a sample size calculation been included, or a description and rationale about how sample
sizes were chosen?



Please can you confirm which of the following statements apply to your statistical assessment of
the manuscript (Please include details of what the authors need to address in the ‘Comments to
Author’ box):

This question is not applicable to this manuscript

Are the conclusions drawn adequately supported by the data shown?
If not, please explain in the ‘Comments to Author’ box below.

Yes

Quality of written English
Please indicate the quality of language in the manuscript:

Acceptable

Should the manuscript be highlighted for promotional activity?

Articles that are deemed of interest to a broad audience can be promoted in a variety of ways.
This could be through email updates, postings on the BioMed Central homepage, social media,
blogs and/or press releases. Please indicate in the text box below whether you think this
manuscript should be considered for promotional activity, indicating your reasons why (e.g. what
is the most newsworthy aspect of the research).
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