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To: JoVE Methods Collection

Dear Sir/Madam

Re: Manuscript number JoVE62130 entitled “Patient-derived tumour explants as a “live” preclinical platform for predicting drug resistance in patients” by Viticchié et al.

Thank you very much for consideration of our manuscript and we are pleased that the editor and reviewers are happy with the manuscript, provided that we address various comments raised by them. We here provide a revised manuscript as well as a rebuttal letter in which we highlight a point-by-point response to the editorial and reviewer comments.

We look forward to hearing from you about this revised manuscript.


Yours,

Giuditta Viticchié
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Rebuttal to editorial and reviewer comments
Manuscript by Viticchié et al (JoVE62130) entitled “Patient-derived tumour explants as a “live” preclinical platform for predicting drug resistance in patients” 

We thank the editor and reviewers for the comments and are very pleased to see they are all happy with the manuscript provided their various comments can be addressed. Below, we provide a point-by-point response to the comments.

1) Editorial comments:
· Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
Response: We have attempted to address all spelling and grammar issues in the revised version.
· Please revise the following lines to avoid previously published work: 27-29, 200-201, 209-211, 438-440, 449-461, 525-526.
Response: all revisions have been made
· Please revise the text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.).
Response: this has been corrected throughout where possible.
· Please ensure that corresponding reference numbers appear as numbered superscripts before the punctuation.
Response: this has been corrected throughout
· Please use abbreviated forms for durations of less than one day when the unit is preceded by a numeral. Do not abbreviate day, week, month, and year. Examples: 5 h, 10 min, 100 s, 8 days, 10 weeks
Response: this has been corrected throughout
· Please add more details to your protocol steps. Please ensure you answer the “how” question, i.e., how is the step performed? Alternatively, add references to published material specifying how to perform the protocol action.
Response: a better explanation of the assembly of the tissue sections on mIF coverplates has been added to the protocol.
· Line 111: Please specify the details of the human specimens collected (i.e., what specimens, how is the specimen collected, what is the volume of the culture medium)
Response: this information has been provided
· Line 121: Please mention the specifications of the dish used.
Response: Specifications of the material used has been included in the Tables of Materials and a reference within the protocol has been introduced to facilitate the reading.
· Line 123: Please include the details of dental wax surface.
Response: Specifications of the material used has been included in the Tables of Materials and a reference within the protocol has been introduced to facilitate the reading.
· Line 130: Please mention the volume of the culture media used.
Response: this information has now been provided
· Line 137: Please provide the details of the organotypic culture insert.
Response: Specifications of the material used has been included in the Tables of Materials and a reference within the protocol has been introduced to facilitate the reading.
· Line 188-227: What conditions are used for incubation? What are the experimental parameters for the H&E staining?
Response: this information has now been provided
· Line 268: Please specify the volume of UP water used.
Response: this information has now been provided
· Line 277: Please include the details of primary antibody dilution.
Response: Primary antibody dilutions have not been included since we describe a general mIF method that can be applied to a variety of experiments. Experimental dilutions might change according to the antibody brand, specifications and manufacturer guidelines and strictly depend on the choice of the user. It is recommended to test antibody dilutions independently before performing the described technique. 

· Line 280: Please specify the volume of PBS used to wash slides.
Response: this information has now been provided
· Please define the abbreviations before use (HRP, DAPI).
Response: this information has now been provided
· 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.
Response: All commercial content has been omitted in the manuscript. Since the protocol was formulated specifically using the software provided by AKOYA Biosciences, references to the user manuals have been added in the Tables of Materials.
· JoVE policy states that the video narrative is objective and not biased towards a particular product featured in the video. The goal of this policy is to focus on the science rather than to present a technique as an advertisement for a specific item. To this end, we ask that you please reduce the number of instances of "Vectra Polaris multispectral automated imaging system" and “InForm” within your text. The term may be introduced but please use it infrequently and when directly relevant. Otherwise, please refer to the term using generic language.
Response: reference to these particular products has been reduced throughout
· Lines 566-570/ 573-581: Please revise the lines in the figure legends to avoid previously published work. The legends can be used if reprint permissions are obtained from the source.
Response: these lines have been revised accordingly
· Please do not use the &-sign or the word “and” when listing authors. Do not use any abbreviations for the journal titles and book titles. Article titles should start with a capital letter and end with a period and should appear exactly as they were published in the original work, without any abbreviations or truncations.
Response: the citation format has been modified as requested.
· Figure 1: Please remove the commercialization content (Vectra Polaris slide scanner and InForm by AKOYA Bio) from the schematic.
Response: the figure has been amended accordingly
· Figure 2: Please include the details of magnification used in the images represented.
Response: the required information has been added to the figure legend.
· Figure 4: Please specify the units on the X and Y-axis. Please include a scale bar for the microscope images as well.
Response: the figure has been amended accordingly
· Please remove trademark (™) and registered (®) symbols from the Table of Equipment and Materials.
Response: this has been amended accordingly


2) Reviewer #1:
Manuscript Summary:
In the manuscript "Patient-derived tumour explants as a "live" preclinical platform for predicting drug resistance in patients" the authors describe their technique for generating PDEs using floating organotypic insert discs, as well as subsequent drug treatment, tissue processing, immunostaining, and multiplex immunofluorescence (mIF). This is a well written protocol that is easy to follow and will be helpful to scientists interested in PDEs.
Major Concerns: None
Minor Concerns:
Grammatical errors
Response: these have been addressed throughout

3) Reviewer #2:
Manuscript Summary:
Very through and detailed methods included
Major Concerns: none
Minor Concerns: Missing reference in the introduction line 70-72. Cancer Lett. 2018 May 1;421:51-58. doi: 10.1016/j.canlet.2018.02.006. Epub 2018 Feb 6.PMID: 29425684. This reference can also be added to discussion
Response: the missing reference has been added to the introduction and discussion.
Section 6.5 Line 257 Add details of the microwave used for antigen retrieval. This is critical for successful antigen retrieval.
Response: Details of the microwave used for antigen retrieval have now been added to the Table of Materials.
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