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	August 12th, 2021
Dr. Lena von Voithenberg
DKFZ (German Cancer Research Center)
Guest Editor JoVE
Collection of video articles on Förster Resonance Energy Transfer (FRET): Methods and Applications.

Dear Dr. von Voithenberg
Manuscript JoVE62770_R1
Response to reviewers

    Please enclosed find the response to the Editor request regarding the modified manuscript and video now entitled “Chemical modification of the tryptophan residue in a recombinant Ca2+-ATPase N-domain for studying tryptophan ANS FRET”. The title was modified as suggested by Editorial office and a professional copyediting service from the original manuscript and video “Chemical modification of the tryptophan residue in a recombinant SERCA N-domain elucidates FRET between tryptophan and 8-anilinonaphthalene sulfonate” by José G. Sampedro and Yolanda Cataño. Therefore, this is a modified manuscript and video being submitted for review and eventual publication in Journal of Visualized Experiments (JoVE).
   The manuscript was modified as requested in the word formatted manuscript provided. After that, the manuscript was proofread (American English) by the ACS Copyediting Services (only few modifications were rejected); a certificate of the service is attached. In regard to the video, please note that this was also modified as requested. Importantly, in the protocol section, new videos were included aiming to describe and visualize in detail each step of the protocol and to homogenize the text in the manuscript with that in the video, e.g., materials, reagents, volumes of liquids, as well as the action sequence now are clearly visualized. Further, it was included a Results section (as requested) that summarize the relevant data obtained, this leads to easily drawn a conclusion and makes clear the importance of the protocol.
We hope the paper and video content now may fulfill the requirements for publication in JoVE.
My suggested reviewers with expertise in the field are:
1. Dr. Andrea Hawe – Leiden University.

E-mail: ahawe@chem.leidenuniv.nl. Fax:  +31 71 527 4565
2. Dr. Jaroslava Miksovska – Florida International University.
E-mail: miksovsk@fiu.ed. Tel.: +1 305-3487406
3. Dr. Ben J. Glasgow – UCLA School of Medicine.
E-mail: bglasgow@mednet.ucla.edu. Office phone: +1 310-825-6998
Sincerely yours
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Dr. José G. Sampedro
Instituto de Física

Universidad Autónoma de San Luis Potosí
Manuel Nava 6, Zona Universitaria.

C.P. 78290, SLP. México

E-mail: sampedro@dec1.ifisica.uaslp.mx
Tel.: (444) 826-2300 ext.: 5715, Fax: (444) 813-3874

http://www.uaslp.mx, http://www.ifisica.uaslp.mx
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RESPONSE TO REVIEWERS
Editorial comments:

Manuscript:

1. The editor has formatted the manuscript to match the journal's style. Please retain.
Re: The Journal style in the formatted manuscript was not modified.

2. The manuscript needs thorough proofreading. Please employ professional copyediting services.

Re: The manuscript was proofread by the ACS copyediting services. A certificate of the service is attached.

3. Please address specific comments marked in the manuscript.
Re: The requested modifications marked in the manuscript were addressed; a list of the performed changes is provided below.

Video:


1. Please ensure that the narration in the video is homogenous to the text manuscript.

Re: Now the narration in the video is homogeneous and mostly matches to the text in the manuscript.

2. Please include a separate representative result section and include and describe all the results figure there.
Re: A separate representative result section now is included and briefly described (10:33).

3. Please ensure that the narration matches the text being shown in the video. When saying add this solution… show the tube with the label what is being added to the cuvette.

Here are a few examples:
4:07: The narration talks about vortexing but the video is not showing it. Please ensure that the narration and the video matches throughout.
5:06 the narration says 100 microliters of the solution to be added but the added solution is 1 mL. Please check.
5:20: The narration says to gently homogenize but the talent is wiping the cuvette here.
Re: In the video, now the narration and scenes match closely the text of the protocol. Please note that new videos were included in order to homogenize the text in the manuscript with that in the video. Materials, reagents, volumes of the liquids and materials now match well to those described in the protocol.

4. Title Cards:
• Please remove the Periods i.e. after the word “Domain”.
• Please remove the Periods i.e. after "NBS".
• Please remove the Periods i.e. after "25 C"
• Please add a standalone Conclusion chapter title card to the video.
• Please capitalize the first letter of every important word in your all Chapter title card.

Re: The requested modifications were performed, e.g. deletion of periods and capitalizations of all important words. A standalone conclusion chapter title card now is included (11:31).

• There doesn't appear to be a Results. Please add a Results section and Results chapter title card to the video.

Re: Now, both a Result section and a Result chapter title card is included (10:33).

5. Video Editing Content:


• 03:05 Please complete the narration before going to a new shot or Chapter.
Re: The narration now is complete.

6. Audio Editing and Pacing:

• Audio levels are low. Please increase the audio levels and ensure that the audio level peak average around -9 dB.

Re: Audio levels were increased and now peak around -9dB.
Editor comments in the manuscript:

A1: Title made concise. Please check and change in the video as well. The manuscript needs a thorough proofreading. Please employ professional copyediting services. 

Re: The title was changed in the video as well, as suggested. A professional copyediting service (ACS authoring services) was used to proofread the manuscript; a certificate of proofreading is included. Few modifications were rejected.
https://secure.authoringservices.acs.org/en/certificate

use the verification code 5474-2F79-C906-325C-4A2C
A2: Please bring out clarity on the goal of the protocol being presented. 

Re: The abstract was slightly rewritten in order to provide clarity on the goal of the protocol presented.

A3: The pump function is the objective of current study? Please reword.

Re: The phrase “which function is a matter of current study“ was deleted to avoid confusion about the subject of the present study.

A4: Any amino acids or only Tryp?

Re: All the interacting amino acids with ANS at the nucleotide binding site now are mentioned (lines 29-30).

A5: Please reword for clarity. ANS binds Tryp in the above situation? Please clarify that part.

Re: The sentences were rewritten in order to provide clarity as suggested (lines 34-36).

A6: Is the modification mediated by NBS or is it in the NBS domain. Please clarify.  

Re: Clarification is provided now; the sentences were rewrite (lines 39-40).  

A7: How is this probed? This needs clarity.

Re: To clarify, it was included the following sentence (lines 40-41): i.e. in the absence of Trp fluorescence no increase in ANS fluorescence should be observed.

A8: Like?

Re: An example is provided as follows (lines 62-63) e.g., affinity determination of small ligands in proteins.
A9: Please introduce this as well before taking about energy transfer.
Re: Done, please see the inclusion in line 61.

A10: What kind?

Re: The kind of conclusion now is stated in lines 70-71 as follows: for drawing accurate conclusions regarding ligand binding in protein structural studies.
A11: Please expand during the first time use.

Re: complete description of the acronym ANS now is included at first time of appearance (lines 73-74).

A12: How does proper distance relate to tryp binding. Please clarify. 

Re: The sentence refers to proper distance for energy transfer not for ANS binding. To clarify the above the sentence was rewrite as follows (line 82-83):

2) the identification of a proper distance between Trp residue(s) and ANS for energy transfer,

A13: So protein pockets contain Tryp and not the aqueous solution? 

Re: Clarification is provided by stating that ANS displays high quantum yield when bound to proteins as follows (line 83):

3) the high ANS quantum yield when bound in protein pockets,

A14: How does this related to Tryp? In line 77 you said that ANS interacts with Arg and His.

Re: The statement described in line 77 about ANS interaction with Arg and His residues as the source of ANS fluorescence is maintained. Hence part of the sentence was deleted to avoid confusion about the role of Trp on ANS fluorescence at this stage. The deleted sentence was the following:

“the intrinsic fluorescence intensity of protein decreases, while the fluorescence intensity of ANS increases”

A15: Please explain this with respect the tryp position.

Re: Explanation is provided by including the words “(as ATP)” in line 92. That is, ANS binds similarly as ATP, hence the distance to Trp and more important the structural movements induced (is) are the same regardless of the bound ligand (ATP or ANS).

A16: Please make the narration and the text more homogenous. There can be steps in.

Re: Now, the narration in the video and the text in manuscript are more homogeneous.
A17: Please italicize in silico in the video.

Re: Now in the video in silico is italicized.

A18: How is this done?

Re: Now it is described how it is done, as follows (lines 128-129):

1.4. Calculate the molecular distance (Å) between Trp residue and bound ANS using the measurement tool in the preferred software.

A19: Something is not right here. Please check.

Re: missing letters were corrected.

A20: In the video please use the term “obtain” instead.

Re: The term obtain now is used in the video.
A21: Please check.

Re: same as in A19.
A22: Please check.

Re: same as in A19.
A23: Please include the actual permission obtained with the revision and upload it as supplementary file.

Re: The obtained permission now is included as supplementary file.
A24: This part needs to be in the introduction to clarify the rationale.

Re: The paragraph was moved to the introduction section and combined with the last two paragraphs to clarify the rationale as suggested (lines 98-102).

