Dear Review Editor,


Thanks for your review and the time you allocated to go over our manuscript. We appreciate your feedback to make a better version of this manuscript and tried as much as possible to address your comments and concerns. 
Below is the list of specific comments you raised, and we are hoping to give you a clear follow up either by modifying our text or by offering explanation. 

1. Unfortunately, there are a few sections of the manuscript that show significant overlap with previously published work. Though there may be a limited number of ways to describe a technique, please use original language throughout the manuscript. Please see lines: 26-27, 56-69, 73-75, 101-105, 106-110, 148-164, 404-405, 513-514, 577-591, 606-607, 875-890.
Thank you for notifying this. We did modify a few sentences but would like to point out that the overlaps highlighted in the introduction are from our own previous manuscripts. 

2. 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: RNAScope, Millipore, RNAscope® Target Retrieval Reagents, HybEZ™ Locking Slide Rack, (PerkinElmer), BioCare Medical, etc.  
Thank you, we removed those company names as much as possible. We would like to make the editor aware that the next generation in situ hybridization described here was originally developed by the company ACD, we modified their protocol to adapt it to HIV/SIV research. We developed the DNAscope (name that we choose) based on the RNAscope approach. Not referencing the RNAscope at all would not be appropriate since ACD developed the original assay and now the entire field is referencing the next generation of in situ hybridization as RNAscope. 

3. 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 "RNAScope" 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.
We tried to reduce the use of RNAscope as much as possible.

4. Please ensure that the title doesn’t contain any commercial terms. 
We modified our title.

5. Please revise the Introduction to include all of the following with more citations: 
a) A clear statement of the overall goal of this method
b) The rationale behind the development and/or use of this technique
c) The advantages over alternative techniques with applicable references to previous studies
d) A description of the context of the technique in the wider body of literature
e) Information to help readers to determine whether the method is appropriate for their application
I am sorry if the editor found that those points were not explicit in our introduction, but we think that those 5 important points were in the introduction. We tried to modify our text to be clearer. Thank you.

6. Please adjust the numbering of the Protocol to follow the JoVE Instructions for Authors. For example, 1 should be followed by 1.1 and then 1.1.1 and 1.1.2 if necessary. 
Thank you, we modified this.

7. Please ensure that all text in the protocol section is written in the imperative tense as if telling someone how to do the technique (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. Any text that cannot be written in the imperative tense may be added as a “Note.” However, notes should be concise and used sparingly.
Thank you, we modified this.

8. There is a 10-page limit for the Protocol section, but there is a 2.75-page limit for filmable content. Please highlight 2.75 pages or less of the Protocol (including headings and spacing) that 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.
We highlighted the essential sections that we think are essential to the video. 

9. Please remove the embedded Table from the manuscript. All tables should be uploaded separately to your Editorial Manager account in the form of an .xls or .xlsx file. Each table must be accompanied by a title and a description after the Representative Results of the manuscript text.
We added this table as Table1, submitted as a separated file.

10. 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.
Figures were removed and were submitted as a separated file.

11. 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 included email from editor and proper citation of the figures in the legends, thanks. 

12. As we are a methods journal, please revise the Discussion to explicitly cover the following in detail in 3-6 paragraphs with citations:
a) Critical steps within the protocol
b) Any modifications and troubleshooting of the technique
c) Any limitations of the technique
d) The significance with respect to existing methods
e) Any future applications of the technique


13. Please include a minimum of 10 references in order to meet JoVE quality requirements.
Thank you, we added references.

14. Please ensure that the references appear as the following: [Lastname, F.I., LastName, F.I., LastName, F.I. Article Title. Source. Volume (Issue), FirstPage – LastPage, (YEAR).] For more than 6 authors, list only the first author then et al. 
[bookmark: _GoBack]We used the JoVE format from EndNote has it was requested. 
