RESPONSE TO EDITOR
Manuscript Number: JoVE62360R1
Title: Dynamic Light Scattering applied to probe-free characterization of drug induced biophysical changes in lipid membrane

Dear Editor of JOVE,
We appreciate your interest in our work and your willingness to reconsider a revised version of the manuscript. After careful reading, the paper was revised to address all of the editorial and reviewer concerns. We truly believe that the corrections address all of your comments and suggestions while also improving the overall quality of the manuscript to meet JOVE requirements. Following that, all changes made to the manuscript are highlighted with word revision tools in the revised version, and a more detailed explanation and answers are provided.
In addition, we would like to take this opportunity to apologize for the lack of video submissions to date. In fact, in this pandemic scenario, all laboratories and universities in Portugal remain closed, making it impossible to submit the video protocol for consideration for publication alongside the manuscript. However, we would like to inform you that as soon as the government grants permission to open universities and laboratories, we will record and edit the video that will be submitted.
Once again, we thank you for the opportunity to consider our work for publication in JOVE.
Yours sincerely,
Marlene Lúcio*, PharmD, PhD
*corresponding author


EDITORIAL CORRECTIONS: 
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. .e.g line 193
Following the suggestion of the editor, all the spelling or grammar was carefully revised on entire manuscript as it is possible to confirm by the changes highlighted in the new document. 
2. Please revise the following lines to avoid previously published work: 82-85
To avoid excessive repetition in the text of other published work, not only the indicated lines, but also the entire introduction text, were revised.
3. Please provide an email address for each author.
The affiliations and contact information were updated to include each author's email address. Instead of a number representing one institution, each number is assigned to one of the authors, and all author information is provided below.
BEFORE CHANGES
‘Eduarda Fernandes1 and Marlene Lúcio1,2
1 – CF-UM-UP – Centro de Física das Universidades do Minho e Porto, Campus de Gualtar, Braga, Portugal
2- CBMA, Centro de Biologia Molecular e Ambiental, Departamento de Biologia, Universidade do Minho, Campus de Gualtar, Braga, Portugal’
AFTER CHANGES:
‘Eduarda Fernandes1 and Marlene Lúcio2
1 – CF-UM-UP – Centro de Física das Universidades do Minho e Porto, Campus de Gualtar, Braga, Portugal, eduardabfer@gmail.com  
2- CF-UM-UP and CBMA –, Centro de Física das Universidades do Minho e Porto and Centro de Biologia Molecular e Ambiental, Departamento de Biologia, Universidade do Minho, Campus de Gualtar, Braga, Portugal, mlucio@fisica.uminho.pt‘
4. Please adjust the numbering of the Protocol to follow the JoVE Instructions for Authors. For example, 1 should be followed by 1.1 and then 1.1.1 and 1.1.2 if necessary. Please refrain from using bullets or dashes.
We sincerely apologize for the authors' misinterpretation of the JOVE template. The protocol's numbering was changed in response to revision indications. In addition, bullets and dashes were removed from the protocol.
5. Line 168: Please specify the quantity of DPMC dissolved. Also, specify the grade/concentration of solvent used.
Although this type of information is dependent on the assayed desired final concentrations, we agree with the editorial comments about the lack of information. Following that, the amount of DMPC used and the grade of ethanol used were added to the protocol text. A DMPC mass of 338.97 mg is dissolved in ethanol absolute of HPLC grade to produce a stock solution with a DMPC concentration of 2.0x10-2 M. 
6. Line 199: How much suspension is used?
This is an important question, and while the suspension quantity varies depending on the equipment and cuvette used, the used quantity was added to the protocol text. In the case of our equipment and sample cuvette requirements, we performed the measurement with 1 mL of suspension.
7. Please ensure that all text in the protocol section is written in the imperative tense as if telling someone how to do the technique (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. Any text that cannot be written in the imperative tense may be added as a “Note.” E.g.: “Place samples in…” instead of “Samples are placed in..”, etc.
We deeply understand the concerns expressed in the editorial comments, and as a result, all of the protocol text has been revised and all of the editorial comments have been taken into account. The word revision tool highlights all changes made in the revised manuscript, allowing you to double-check them.	

8. JoVE cannot publish manuscripts containing commercial language. This includes trademark symbols (™), registered symbols (®), and company names before an instrument or reagent. Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials. E.g. ZetaSizer, Excel, Origin, etc.
We agree with the editorial comment, so all commercial language was removed to meet JOVE requirements, and the products are referenced in the Table Materials.

9. Please include a figure or a table in the Representative Results showing the effectiveness of your technique backed up with data and describe the result with respect to your experiment, you performed an experiment, how did it help you to conclude what you wanted to and how is it in line with the title.
The JOVE template was misinterpreted, and the representative results were included in the discussion. As a result of reorganizing the text, we believe we now have a correct representative results section emphasizing how the results confirm the protocol's success and how to interpret the data. We've also included a third figure to show an example of both a positive (MCR measurement) and a negative result (size measurement).

10. 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. Do not abbreviate journal names.
We appreciate the observation and have revised and corrected all references in accordance with the Editorial comments. All of the abbreviated journals were also corrected to the full title.

Reviewers' comments:
Reviewer #1:
General comment:

This paper reports a protocol where the effect of drugs on the main phase transition temperature and cooperative of lipid membranes is evaluated by dynamic light scattering. This is an important topic once those membranes are used to mimetize the biological membranes. Besides the use of this new technique allows to provide a simple and fast way for membranes' characterization. The paper is well written, the protocol is detailed and clearly described and the discussion is a logical outcome of the data. Thus, I truly recommend this paper for publication as is.                                      
Response to reviewer’s general comment:
We were grateful for the reviewer's recognition of our work as an important topic, as well as all of the compliments on the significance of such protocol. In addition, we appreciate the time spent reviewing our manuscript as well as the publication recommendation.

Reviewer #2:

Manuscript Summary:
This manuscript reports a method that uses dynamic light scattering to rapidly assess phase transitions and, biophysical changes created by exogenous molecules in the phospholipid bilayer of liposomal systems. This simple approach is a very important in the context of drug-induce effects on biomembranes, therefore key to drug discovery and formulation.

The title proposed well describes the method presented.
The introduction is well organised and give a good overview on the method theory and approach. I therefore recommend this method-manuscript for publication in JOVE.

Response to reviewer’s general comment:
We deeply acknowledge the interest demonstrated in our work and the availability to review our manuscript, as well as the positive feedback regarding the publication. 

Major Concerns:
None

Minor Concerns:
Line 25: The sentence of the Abstract sounds confusing, I would suggest to re-word it.
We agree with the reviewer's observation. Indeed, the sentence sounded odd. However, the sentence was reworded, and we believe that it sounds clearer in its current format.
BEFORE CHANGES
‘Biological membranes are self-sealing spherical boundaries that enclose an internal aqueous core, protect it from an external aqueous environment and consist of self-assembled lipid bilayers.’ 
AFTER CHANGES
‘Biological membranes are spherical boundaries formed by self-assembled lipid bilayers that enclose an internal aqueous core and are surrounded by an external aqueous environment.’

Line 97: The authors use the word "along" maybe they mean "across".
We acknowledge the reviewer suggestion and actually, ‘across’ fits in better in this context. Thus, we have changed the phrase:
BEFORE CHANGES:
 ‘Actually, along with the lipid bilayer in a membrane exists a fluidity gradient…’ 
AFTER CHANGES
 ‘Actually, across the lipid bilayer in a membrane exists a fluidity gradient..’

Line 185: It says ".....liposomes (LUVs) in aqueous solution is diluted in buffer ...." I would suggest to specify which buffer the authors are referring to.
The buffer solution used in the protocol was specified as suggested. Additionally, some changes in the phrase were made by suggestion by Editor. Thus, the final text form is ‘2.2.	Prepare the samples by mixing adequate portions of LUVs suspension, Tris buffer solution (100 mM) and drug solution accordingly to the desired final concentrations. NOTE: Herein, a final concentration of liposomes of 5.00x10-4 was used in the presence and absence of pre-established drug concentrations of 100 μM CF and DCF, 150 μM of ACV, and 200 μM of RSV.’

Line 192: A space is missing between the number 37 and the sign °C
[bookmark: OLE_LINK1]We acknowledge the reviewer's observations, and a space between the number and the sign of unity has been added.

Line 193: A space is missing between the number 4 and the sign °C
Once again, we acknowledge the reviewer’s observations , and a space between the number and the sign of unity has been added.	

