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To the Editorial Committee: Journal of Visualised Experiments AUTOTEXTLIST 
Re: de Martin Garrido, et al. – Preparation of Sample Support Films in Transmission Electron Microscopy using a Support Floatation Block
Dear Sir / Madam,

We thank the reviewers and the editor for their comments and recommendations on our manuscript. 

We have edited and reformatted our manuscript as requested. Please find below our responses in-line with the editor’s and reviewers’ comments.

We hope that the amendments are satisfactory and that our manuscript can be considered ready for publication, however we look forward to receiving further comments as necessary.

Yours faithfully,
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Christopher H S Aylett
Comments from Editor:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.

We have revised and proofread the manuscript as requested. We have made several adjustments in line with below comments from both the editor and reviewers and have tracked all changes as requested.

2. Please consider revising the title to “Preparation of Sample Support Films in Transmission Electron Microscopy using a Support Floatation Block”

We have revised the title and changed it according to the editor’s recommendation:
“Preparation of Sample Support Films in Transmission Electron Microscopy using a Support Floatation Block”.
3. Please provide an institutional email address for each author.

An email address for each author has been added as requested by the editor. 

4. Please define all abbreviations before use (EM, ddH2O).

We have revised the manuscript and defined all abbreviations before use as the editor asks.

5. Line 43: Please consider removing the reference in parenthesis.

The reference in line 43 (Abstract) has been removed as asked. 

6. JoVE cannot publish manuscripts containing commercial language. 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., Dumont N5A, Falcon, Quantifoil R1.2/1.3, etc. We must maintain our scientific integrity and prevent the subsequent video from becoming a commercial advertisement.
We have removed all instances of commercial language from the manuscript (lines 130, 144, 163, 190, 206, 233, 265, 311, and 398).

7. Please include a one line space between each protocol step and highlight up to 3 pages of protocol text for inclusion in the protocol section of the video. This will clarify what needs to be filmed.

We have added a one line space between each protocol, reformatted the Protocols section to be left-aligned, and highlighted the sections of the protocol text that we would like to include in the protocol section of the video.

8. Please remove the embedded figure(s) from the manuscript. All figures should be uploaded separately to your Editorial Manager account. Each figure must be accompanied by a title and a description after the Representative Results of the manuscript text.

The Figures have been removed from the main text and the title and figure legends added after the Representative Results section of the manuscript text. 

9. Please obtain explicit copyright permission to reuse any figures from a previous publication. Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial policy that allows re-prints. Please upload this information as a .doc or .docx file to your Editorial Manager account. The Figure must be cited appropriately in the Figure Legend, i.e. “This figure has been modified from [citation].”

We have taken information and images from Figures 1, 2 and 4 from our previous publication “de Martín Garrido, N. et al. Direct transfer of electron microscopy samples to wetted carbon and graphene films via a support floatation block. Journal of Structural Biology. 213 (1), 107677, doi: 10.1016/j.jsb.2020.107677 (2021).” We have used Figure 1A and 1B to reproduce the schematic of the sample floatation block in the current Figure 1A, and images were adapted from Figure 4B for the current Figure 1B. The negatively stained sample image was adapted from Figure 4H in the current Figure 2A. The graphene images were adapted from Figure 2I and 2K in the current Figure 2C. This was published under a Creative Commons Attribution 4.0 International license (https://creativecommons.org/licenses/by/4.0/), and reprinting is therefore explicitly allowed under the licence. Could the editor please clarify whether or not this is satisfactory - we are happy to provide alternative images if necessary. We have amended Figure legend 1 (lines 363-364) accordingly with:

“Images in B are taken from de Martín Garrido et al., 2020 under a Creative Commons (BY 4.0) license.”

And Figure legend 2 (lines 374-375) with:

“Images in A and C are taken from de Martín Garrido et al., 2020 under a Creative Commons (BY 4.0) license.”

We hope that the provided document and changes are satisfactory to the editor.

Reviewers' comments:

Reviewer #1:

Manuscript Summary:

The manuscript describes a new method for the preparation of various types of carbon support on quantifoil grids in order to avoid denaturation of proteins on the air water interface, a very common problem for cryo-TEM nowadays.
We would like to thank the reviewer for their careful consideration of our manuscript, and are. glad they have no major concerns. 

Minor Concerns:

Two references mentioned in the text are not in the reference list. Valentine 1968 and De Martin Garrido et al 2020.

The two references have been added to the reference list as the reviewer requests. 

I remember a method described in 2003 by Koning et al. Ultramicroscopy (not me by the way), where a double layer of carbon was applied onto the grid from a Teflon well. It might be worth mentioning this paper in the introduction.

We thank the reviewer for bringing this paper to our attention. We have reviewed this publication and amended our Introduction as follows (lines 96-97):

“... from which the layers can be floated onto grids, with the utility of floatation supports as useful tools established in prior reports20”.
We therefore provide the new reference (20):
“Koning, R.I., Oostergetel, G.T., Brisson, A. Preparation of flat carbon support films. Ultramicroscopy. 94 (3–4), 183–191, doi: 10.1016/S0304-3991(02)00263-2 (2003).”

Uranyl acetate is scarcely available and difficult to purchase at the moment due to health and safety regulations unfortunately. may be good to give an alternative to those who can not get access to it.

We appreciate the reviewer’s point and we therefore have modified our Discussion section accordingly. Lines 388-394 now read: 
“We note that UAc may be difficult to purchase due to current health and safety regulations at the time of publication, however many other commonly used, non-radioactive, negative staining reagents are available and protocols for their preparation have been described previously28. Although we have not used alternative stains with our support floatation block, we do not envisage any differences required for our protocols besides optimisation of incubation time with sample (Step 3.5), which is already inherently sample-dependent.”
We also provide a new reference (28) in the Discussion and Reference List:
“Scarff, C.A., Fuller, M.J.G., Thompson, R.F., Iadaza, M.G. Variations on negative stain electron microscopy methods: Tools for tackling challenging systems. Journal of Visualized Experiments. 2018 (132), 57199, doi: 10.3791/57199 (2018).”
… which details alternative negative staining reagents and protocols for their preparation and use.

Reviewer #2:

Manuscript Summary:

The manuscript introduces a method to direct transfer of the graphene oxide, graphene and carbon support films to the sample and consequently deposit it on TEM grid for EM investigations. The main advantage of this method is lowering the risk of contamination during the sample and grid preparation.

Major Concerns:

There is no major concern.

We would like to thank the reviewer for their careful consideration of our manuscript, and are. glad they have no major concerns.

Minor Concerns:

Is what you stir in section 2.1.2 the same UAc containing Falcon you filled in 2.1.1? If yes why would you expose it for 10 min and prevent the exposure to light for the next 60 min of stirring?

We appreciate that the reviewer noticed this contraindication in our protocol, and we have now changed it to read correctly as follows (lines 144-154):
1.1.1. Wrap a 50 mL tube in foil (UAc is light-sensitive and precipitates over time when exposed), fill with 50 mL of ultrapure water and add 1 g of UAc powder.

1.1.2. Leave the solution stirring for 1 hr to allow for all the UAc to dissolve.
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