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Dear Mr Nguyen,
Thank you for the in-depth review of the manuscript. In our means your comments were very helpful to improve the manuscript substantially. Please find below the point by point reply:

Editorial comments:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. 
Response: Thank you very much for this comment. We have proofread the manuscript to ensure that there are no spelling or grammar issues.
2. 1.8: Do you mean 68,000 cells? Please replace the period in the decimal with a comma. 

Response: We have replaced the period with a comma.

3. 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 and Reagents.
For example: lipofectamine, OptiMEM, Acryloyl-X-SE, CF 633, LabelX, ExFish,

Response: Thank you for pointing this out. We have replaced commercial language with generic terms instead. ExFish is the abbreviation for a method in which expansion microscopy of FiSH labeled cells or tissues is performed. We did therefore not replace ExFish.

4. What does Actin-ExM contain?
Response: According to the manufacturer, “Actin-ExM is a unique phalloidin derivative that enables single-step staining of F-Actin for fluorescence microscopy. Available with a choice of fluorophores, compatible with gelation. Actin ExM can be incorporated into established ExM methods by simply treating the sample with Actin ExM for thirty minutes, after immunolabelling and immediately before gelation”.
5. Please do not abbreviate journal names in the reference list.

Response: Thank you, we have changed abbreviated journal names to full journal names in the reference list. 

6. 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.

Response: Thank you for your comment. All figures have been created by the authors of this manuscript. We therefore do not need to obtain copyright permission. We would however like to reference reviews as indicated as our figures resemble figures in those reviews.

7. Please sort the Materials Table alphabetically by the name of the material.

Response: The Materials Table has been sorted alphabetically.

Reviewer #1
Minor concerns
Would be good to describe if the specific amounts and ratios of reagents as described in the technique need to be optimized for every cell types, or if the methodology will generally work for all the typical cell types that can be cultured from the kidney.

Response: Thank you for this excellent point. We have added a comment within the discussion, that this protocol can be transferred to other resident cell types e.g. HEK293T cells. Adjustments in the protocol need to be made for culturing and transfection conditions.

Reviewer#2
Major concerns:
1. The manuscript describes the importance of looking at podocyte specific structural molecules such as podocin, nephrin, and F-actin. However the use Cos7 cells. Why did the authors not use podocytes? This needs to be justified

Response: Thank you for pointing this out. We have used transfected Cos7 cells as a model because immortalized podocyte cell lines do not express slit diaphragm proteins at all or in very low amounts (Rinschen et al., Am J Physiol Cell Physiol 2016). We have added a comment in the discussion section to explain this rationale.

2. There is a section for transfection. It is unclear what the purpose of this step is, as it is not described what they are transfecting. And why?
Response: Thank you for this comment. We have added the transfected DNA (nephrin and podocin) to section 2.1 (transfection of cells). The purpose of the transfection is to incorporate the slit diaphragm proteins nephrin and podocin into Cos7 cells which do not endogenously express them.

3. The description of the ExM in section 4 was not clear and need to be more descriptive. Why use 1.5 and then #1.0 cover slips spacers? The is no references to figures throughout.
Response: Thank you for this helpful comment. We have added a passage explaining the rationale behind the use of #1.0 and #1.5 cover glass stripes as spacers to section 4.1.2. In addition, we have referenced figures throughout the protocol sections.

Minor Concerns:
The materials section is not well presented. A better description of the solutions used in a table format is needed.
Response: Thank you for pointing this out. We have added a table of solutions used within this protocol in the materials section. 

Yours sincerely,
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Lorenz Sellin
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