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Dear Dr Steindel, dear reviewers,
Many thanks for the short review process and for the time and consideration you allocated to our manuscript entitled “E6 and E7 RNA Chromogenic In Situ Hybridization as a tool for HPV-related Head and Neck Cancer diagnosis”. We are happy to discuss the editorial comments and the reviewers comments and to modify and improve our manuscript according to the concerns and suggestions. All changes in the manuscript are tracked in the MS Word Revision Mode. 

Editorial comments:	
Changes to be made by the author(s) regarding the manuscript:	
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues: 
Response: Spelling and grammar issues have been addressed thanks to Ms Clark, who is an English teacher.

2. Authors submitted an open access ALA but indicated standard access in the submission questionnaire. Please be consistent.
Response: Sorry for this mistake, we meant to choose standard access.

3. Please revise lines 95-99, 110-113, 202, 204, 206, 225, 227, 229-230, 247-248, 273-274, 291-292, 297-298, 305-306, 311-312, 318-328, 332-333, 335-337 to avoid text from a commercial website (manufacturer’s instructions). 
7. Title: Please remove “Tips for the use of RNAscope® kit” as JoVE cannot publish manuscripts containing commercial language.
10. 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. You may use the generic term followed by “(see table of materials)” to draw the readers’ attention to specific commercial names. Examples of commercial sounding language in your manuscript are: RNAscope, HybEZ, HybEZ™, Cytoseal, etc.
Response: Commercial mentions have been removed accordingly.

4. 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].”
Response: Please find attached the copyright permission.

5. Figure 1: Please include a scale bar for all images taken with a microscope to provide context to the magnification used. Define the scale in the appropriate figure Legend.
Response: A scale bar has been added.

6. Table of Materials: Please sort the items in alphabetical order according to the name of material/equipment.
Response: They have been sorted in the alphabetical order.

8. Please define all abbreviations before use.
Response: All abbreviations have been defined.

9. Please revise the Introduction to include all of the following
a) A clear statement of the overall goal of this method : 
Response: see lines 62-63

b) The rationale behind the development and/or use of this technique : 
Response: see lines 72-75

c) The advantages over alternative techniques with applicable references to previous studies :
Response:  see lines 79-89

d) A description of the context of the technique in the wider body of literature 
Response: see lines 94-107

e) Information to help readers to determine whether the method is appropriate for their application 
Response: see lines 72-84

11. Please revise the protocol text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.). : 
Response: It has been revised.

12. 1.4.1: Please reference Table of Materials for the composition of the Target Retrieval reagent. 
Response: see line 145

13. 2.1: Does the slide rack have slides containing samples? Please specify the source of sample. It is otherwise unclear : 
Response: see lines 169 and 174.

14. 3.2.1: Does the slide have samples on it? 
Response: see line 169

15. Please spell out AMP1/2/3/4/5/6 and DAB and provide their composition. If purchased, please reference the Table of Materials. : 
Response: see lines 303, 304, 371 and Table of Materials

16. Please ensure that the highlighted portion identifies the essential steps of the protocol for the video, i.e., the steps that should be visualized to tell the most cohesive story of the Protocol. : 
Response: It has been modified.

17. Please highlight complete sentences (not parts of sentences). Please ensure that the highlighted part of the step includes at least one action that is written in imperative tense. Notes cannot usually be filmed and should be excluded from the highlighting.
18. Please include all relevant details that are required to perform the step in the highlighting. For example: If step 2.5 is highlighted for filming and the details of how to perform the step are given in steps 2.5.1 and 2.5.2, then the sub-steps where the details are provided must be highlighted.
Response: High lightening has been modified.

19. Please revise to explain the Representative Results in the context of the technique you have described, e.g., how do these results show the technique, suggestions about how to analyze the outcome, etc. : 
Response: see lines 434-441

20. Discussion: As we are a methods journal, please also discuss critical steps within the protocol, any modifications and troubleshooting of the technique, and any limitations of the technique. : 
Response: see lines 473-478 and 482-489.



Reviewers' comments:	

Reviewer #1:	

Thank you for the opportunity to review this manuscript presenting suggested modifications for the detection of HPV mRNA in paraffin embedded tissue of oropharyngeal carcinomas. The manuscript is well designed and presented. Publications of these modifications would be useful to other researchers in this field. Interestingly, I had just read their paper (reference 19) on the clinical applications of this technique; and the present manuscript dovetails into it very appropriately. Apart from grammatical/syntax edits, the manuscript is otherwise appropriate for publication.
Response: Thank you very much for your comments. The manuscript has been corrected for grammar and spelling mistakes.	



Reviewer #2:	

Manuscript Summary:	
The manuscript describes chromogenic in situ hybridization assay for HPV detection

Major Concerns:	

There are grammatical and language usage errors. For example, "…this technique may also be declined with fluorescent expose and/or combined…" it is not clear what the authors meant
"Diagnosing a Human Papillomavirus (HPV) infection may be crucial in several benign or malignant…" perhaps it is better to use the term "Detection" of HPV ….

The manuscript would benefit from review by a native speaker of English language familiar with biomedical literature.
Response: Thank you very much for your comments. The manuscript has been corrected for grammar and spelling mistakes.	

The protocol has been adapted from the documentation provided by the manufacturer; however, some of the important steps such as slide preparation (baking) have been omitted.
Response: The baking step has been added to the protocol, please see lines 171-172	

It also should be noted that the target retrieval solution step timing needs to be optimized based on the tissue used. The recommended 15 minutes may be too much of too little for different tissue types.
Response: You are absolutely right. This paper is mainly focused on head and neck cancer. However, this point has been stretched out in lines 192-194 and 478.	

It should be noted that both cytoplasmic and nuclear signals are considered positive. The attempts to quantify the signal on oropharyngeal squamous cell carcinomas ("low" vs. "high") are meaningless. It should be reported as positive or not detected.
Response: Indeed, both nuclear and cytoplasmic signals are considered positive and this point has been mentioned in lines 435-436. While we agree regarding the lack of recommendation regarding the semi-quantitative approach, we believe in its clinical relevance. We cite two studies with a semi-quantitative approach in head and neck cancers (Augustin et al., 2018; Mendez-Pena, Sadow, Nose, & Hoang, 2017). The study by Augustin and al. shows that this approach is clinically relevant, as it allows the identification of two subgroups of patients with different prognosis. Besides HPV, the literature provides other examples of the clinical relevance of the semi-quantification of the transcription of viruses or genes: among them, high levels of Epstein-Barr virus (EBV) RNA assessed by in situ hybridization (EBER) correlate with a better prognosis in EBV-related nasopharyngeal carcinomas (Ke et al., 2014).

It is well known that the RNA preservation in FFPE can significantly affect the extent of the detected signal. Therefore, recommendations to use this assay as quantitative, particularly without normalization to the housekeeping gene control probe may not be valid.
Response: Absolutely. This was not clear enough in the previous manuscript but in has been explicated in lines 511-529. The normalization to the housekeeping gene control probe levels had been done in the study we refer to (Augustin et al., 2018).

We would like to thank you again for your consideration and we look forward to hearing from you.
Best regards,

Sophie Outh-Gauer and Cécile Badoual

