Please note that novelty is not a requirement for publication and reviewer comments questioning the novelty of the article can be disregarded.

Please note that the reviewers raised some significant concerns regarding your method and your manuscript. Please revise the manuscript to thoroughly address these concerns. Additionally, please describe the changes that have been made or provide explanations if the comment is not addressed in a rebuttal letter. We may send the revised manuscript and the rebuttal letter back to peer review.


Editorial comments:
The manuscript has been modified and the updated manuscript, 60861_R1.docx, is attached and located in your Editorial Manager account. Please use the updated version to make your revisions.

1. There is a 2.75 page limit for filmable content. Please highlight 2.75 pages or less of the Protocol steps (including headings and spacing) in yellow that identifies the essential steps of the protocol for the video, i.e., the steps that should be visualized to tell the most cohesive story of the Protocol.

We have highlighted 2.75 pages of the protocol. We have also included all of the highlighted portions at the very end of the manuscript, after the references, in a “consolidated protocol”, for ease of reading.

2. Please use greek characters for SI unit prefixed, e.g. use ‘μL’ instead of ‘uL’.

We have made this change.

3. Please use h, min, s for time units.

We have made this change.


Reviewers' comments:
Reviewer #4:

Manuscript Summary:
The article JoVE60861R1 describes an analytical method for the determination of 11 drug-resistant TB medications in hair samples by LC-MSMS. The method is quick, simple and sensitive, achieving limits of quantification between 0.01 and 1 ng/mg, depending on the medication, in just 2 mg of hair.

Major Concerns:

My main concern about this methodology is that has been already published in another journal, as indicated by the authors (Reference 22 in the manuscript). What is the difference between that published method and the present one?

Novelty is not a requirement of JoVE papers as highlighted by the editor above.

In the current protocol, the analytical procedure is described in detail, but there is no information about the validation. What parameters were evaluated? What were the results?

We mention in the first paragraph of the Discussion that the validation is described elsewhere and provided the reference where the validation results were provided.

I noticed that the hair samples were not washed/decontaminated before the extraction procedure. Medications can also be present in the sweat, and contaminate the hair sample. This type the contamination may affect the timeline reflected by the hair analysis (sweat reflects recent exposure of days). The authors should add a comment about this.

[bookmark: _GoBack]We have added a third paragraph in the Discussion section addressing this point, and noting that future studies could investigate external contamination of TB patient hair samples.

Minor Concerns:
What LC-MSMS instrument (model, manufacturer) was employed?
What chromatographic column was (model, manufacturer) used?

As per the Grammar section of the Jove Instructions for Authors, company and brand names are not allowed in the body of the paper. They are listed in the Table of Materials.
 
Reviewer #5:

Manuscript Summary:
This manuscript provides a clear and explicit new methodology for the simultaneous quantification in hair of 11 anti-tuberculosis medications that are used to treat drug-resistance disease. The data are well presented and the protocol is also very detailed.

Major Concerns:
N/A

Minor Concerns:

My only main concern in the Results and the Discussion would be as follows:

1. Please expand on the detection of some drugs in patients who were not supposed to be given those medications? Any potential for a false positive?

We have changed the paragraph to more clearly demonstrate our process of unsuccessfully testing specificity in the original sample set (due to prior unrecorded regimens) and switching to hair from patients who had not taken DR-TB drugs. We recently submitted a paper detailing this specificity study that has yet to be accepted.

2. Since anti-TB therapy is usually DOT in many clinical settings, please provide some additional discussion about the utility of hair concentrations to monitor adherence. Perhaps they could be particularly useful to quantify drug concentrations in persons newly diagnosed with TB and establish is previous household-driven therapy has been provided (ie between family or community members), which could predict the likelihood of MDR TB upon diagnosis?

Directly Observed Therapy has various implementations according to setting, and in conventional practice does not literally indicate medically observed pill consumption on a day-to-day basis (please see Metcalfe PlosMed 2015; https://journals.plos.org/plosmedicine/article?id=10.1371/journal.pmed.1001877). We changed the final paragraph to raise some clinically relevant benefits of improved drug monitoring.
