






Bethesda, 28th June 2021.
 
Dear Dr Nam Nguyen,
 
Thank you for giving us another fair chance to present our method for preparing samples from skeletal muscle for measurements of nitrate and nitrite by chemiluminescence.
 
We conducted additional experiments and we feel that they significantly improved the quality of manuscript. We hope that reviewers, as well as future readers and users of this method, will be convinced that, even if not perfect, this method provide a useful start to determine nitrate and nitrite ions in muscle tissues.
 
Also thank you to all reviewers that provided a thoughtful feedback and made this method paper much better than it was for its first submission.
 






Respectfully,






Barbora Piknova





Barbora Piknova, PhD for all authors.
Answers to reviewers
Reviewer #4:
Major Concerns:
The data are not supporting the author's conclusion. Unfortunately, they have not improved the manuscript in this respect even with second revision.
Authors answer:
We are sorry you are feeling this way, but we stand behind our data and manuscript that improved considerably upon incorporating others and your reviewers’ comments.
Reviewer #5:
Manuscript Summary:
The authors present an interesting article on homogenization methods for skeletal muscle nitrate/nitrite measurements. The authors compare three commonly used methods for skeletal muscle homogenization. All three methods reported similar results although as the authors mention there is a lot of variability in the measurements.
Major Concerns:
Were the animals fasted prior to euthanasia? Feeding as the authors mention can alter nitrate/nitrite levels and may contribute to the variation that is seen if they were not fasted.
Authors answer:
Thank you for the valuable comment. We did not fast animals in this study or any other of our studies before euthanasia. We believe that since most of our studies involved changes of nitrate/nitrite at some point after addition/withdrawal of special diet, fasting overnight might affect these changes. However, we do acknowledge that we don’t know when rats were feeding last time before euthanasia, which could contribute to the dispersion of individual values.
 
Perhaps the inclusion of a spiked sample in the three methods used to homogenize or prep the samples would allow for more confidence of the methods. There is a lot of variability in nitrate and nitrite measurements throughout the literature so the inclusion of this "positive control" may be useful to include to better demonstrate the reproducibility of the results.
Authors answer:
Please see the results of our nitrate-spiked experiment in supplemental table and new paragraph in discussion. We believe that the results support the reproducibility of our measurements by showing excellent linearity and also good recovery that is of ~80% for rotary and bead homogenizer. We were not sure how would we do the experiment for pulverizer, so we choose only two methods that do not require freezing of sample.
Line 178: how long should the sample stay on ice between homogenizations?
Authors answer:
Please see sections 3.1.1. and 3.2.1. for addition of time (5 min).
Are the different levels of nitrate/nitrite due to the fiber type distribution? How do you account for the capillary density or myoglobin content that are known to be different across fiber types and may impact the results? While most of the muscles selected are highly glycolytic the portion of the muscle that was used (particularly for the gastrocnemius) could vary greatly in the fiber type composition.
Authors answer:
That is a very good point and we are currently working on establishing the possible variability of nitrate/nitrite in different fiber type muscles. Unfortunately, we still do not have an answer to this interesting question. In the present method paper we do not  try to answer this point, as well as we are not concerned here with different myoglobin content. But both are valuable points and hopefully will be answered in the future in more detailed studies. 
Critical steps for the pulverizer are not highlighted
Authors answer:
Thank you. Now they are.
 
Perfusion of the animal might be considered critical since not doing so would alter the measurements.
Authors answer:
Yes, good perfusion is very important for quality measurement and this was added in note 1 after section 1.1.
Reviewer #6:
Manuscript Summary:
This paper shows that Nitrate and Nitrite may give different results with different methods and sampling volumes.
The statistical significance of the results indicates that the method of measurement should be considered when discussing the values of the experimental results.
 
Minor Concerns:
Line114：Since NO in the blood affects the measurement results; we believe it is very important to flush the blood through circular flow. Therefore, we believe that it is necessary to maintain a constant perfusion pressure or perfusion velocity, for example ml/min. At least 300ml is not specific enough, so please specify the perfusion volume per body weight.
Authors answer:
We agree with the reviewer that good perfusion (i.e. at least 1.5 L/kg) is the critical starting point influencing the quality of acquired data. We added the requested information into manuscript in section 1.1.
