


Editorial comments:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
Thank you, we have done so.
2. 1.1.5: As you have specifically mentioned the depth to be set for adults, please specify depths for children/adolescents/infants.
[bookmark: _GoBack]Thank you for pointing out this omission. We have done this by adding Table 1. In point 1.1.5, we added the words, “Depth settings for children are given in Table 1.”
3. Please remove the embedded Table from the manuscript. All tables should be uploaded separately to your Editorial Manager account in the form of an .xls or .xlsx file. Only the titles and description for tables should appear after the Representative Results of the manuscript text.
[bookmark: _Hlk54256159]We have done this. Please see the file “JoVE_Materials_Bashford_alphabetical.xlsx”.
4. Figure 5: Please consider blurring or modifying the subject’s face to de-identify the subject.
The subject’s face in Figure 5 has been blurred.
5. Please sort the Materials Table alphabetically by the name of the material.
The Materials Table has been sorted alphabetically. Please see the file “JoVE_Materials_Bashford_alphabetical.xlsx”.


Reviewers' comments:
Reviewer #1:
Manuscript Summary:
This manuscript describes very detailed methodological step-by-step approach to so-called functional TCD examinations. Authors describing consequential stages how to set up and conduct testing while testing different functional tests, using as example testing cerebrovascular reactivity.

Major Concerns:
This manuscript does not represent any novelty, and represent composition of all well-known and already described many times methodological steps describing TCD monitoring method.
The manuscript is an invited methods article, and we agree that novelty was not part of the purpose of this educational paper.

Minor Concerns:
1. This manuscript needs substantial editing. Abbreviation must be placed after first mentioning of any parameter or label and not to repeat again.
Thank you for pointing this out. We have gone through the paper carefully to make sure that the abbreviation of a term is given the first time that the term is mentioned, and that thereafter only the abbreviation is used.
2. In Fig. 6A, 6B 6C authors indicating different CBFVs values, like 56 cm/sec for 6A or 70 cm/sec for fig. 6B; however, on the suggested figures no appropriate labels or numbers displayed. At the same time, TCD unit display from DWL Doppler Box-X shows all different parameters, like vessels labels, depth of insonation, values of CBFVs and few others variables. Therefore, all proposed figures must include full snapshot of TCD machine display.
We have added TCD machine parameters to Figure 3, Figure 4, Figure 6, Figure 7, and Figure 8. 
3. Fig. 7 demonstrates three phases of breath-holding (breath-holding, post breath-hold and undershot); however, there is missing baseline which is absolutely necessary to demonstrate.
We agree that the baseline measurement would be helpful to see. We have adjusted Figure 7 so that some of the baseline period is shown in the figure.
4. Number of figures must be decreased
Thank you for the suggestion, however, we believe that for the purpose of this instructional article, all of the figures are necessary.
5. Authors were also suggesting Table entitled "Name of Material/Equipment". Not clear why this list is offering because there are number of different TCD instruments that could be used to do breath-holding or any type of functional tests. Same comments about aquaponics ultrasound gel because for ultrasound tests there are number of ultrasound gel that can be used. It will be better if authors will listed all potential materials or equipment or not listed them at all and just making comment:
We regret the confusion we may have caused. For this Methods article, we listed the equipment that we used in our experiments, to allow replication of our methods. We recognize that similar equipment should achieve comparable results, and have added the following legend to the Table of Materials: 
[bookmark: _Hlk54257048]Table of Materials. Equipment used for the breath-holding experiment. Equipment listed is not meant as an endorsement; for each piece of equipment listed, many suitable alternatives exist.

Reviewer #2: 
Manuscript Summary:
This is a nice TCD methodological paper.
It is well-written and will be a useful reference to trainees in this field.

I have no other comments.
Thanks!
We thank Reviewer 2 for their time and energy in reviewing the paper, and for the positive comments.


Reviewer #3:
Manuscript Summary:
The Methods paper presented techniques for using TCD to assess functional changes in brain blood flow. The basic steps for identifying and optimizing the signal from the middle cerebral artery was described, as well as placement of the fixation device and a breath-hold maneuver as one example of a functional use for the device. The descriptions are clear an concise.

Major Concerns:
There are no major concerns, except that although ultrasound is classically an imaging modality, Doppler ultrasound in this case does not rely on imaging per se to derive responses, changes, etc. Hence, the use of imaging can seem misleading in this application
We appreciate this comment and the chance to clarify the use of “image” in a neuroimaging context. We have revised the introduction to say: “Functional transcranial Doppler ultrasound (fTCD) is classified as a neuroimaging modality. In fTCD, “imaging” means dimensions of time and space, rather than the two dimensions of space which are more familiar in an “image.”
Minor Concerns:
There are only tow very minor concerns. It is noted for the breath hold that "The subject should not inhale deeply, as this would be a Valsalva maneuver14, which causes pressure to build up in the thorax." This is incorrect. The Valsalva maneuver requires the subject to substantially increase intrathoracic pressure against a held inspiration. A better reason for not inhaling deeply would be to avoid decreasing CO2 and reducing the likelihood of observing the increase in cerebral flow induced by the hypercapnia of a breath hold. 
[bookmark: _Hlk53755618]We appreciate the reviewer’s comment and suggestion, and have corrected the sentence to read, “The subject should not inhale deeply, as this would decrease carbon dioxide in the lungs and decrease the likelihood of observing the increase in CBFV due to cerebrovascular reactivity.” 
To make the nature of the breath-holding maneuver absolutely clear to the reader, we have retained the sentence, “The subject should also avoid performing a Valsalva maneuver, in which intrathoracic pressure is substantially increased against a held inspiration14.”
Also, in reference to this, Figure 7 should show the tracing pre breath hold to appreciate the consequent rise in flow.
Thank you. We have changed Figure 7 accordingly (see response to Reviewer 1, Question 3).
 
 
 
 

 
