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First of all, we would like to thank the reviewers for their time and their feedback that are essential to make this manuscript better. We will do our best to address and modify every singles comments and suggestions exposed by all reviewers.

To reviewer #1:

Thank you for bringing the importance of this method that, as you, we think is extremely valuable to the field and with this detailed technical article we are hoping giving insides to any current or future user of RNAscope and DNAscope in the HIV/SIV field. 
· We are sorry about the lack of definition of ACD and added explanation to the introduction. 
· Thank you for pointing out the lack of clarity regarding how the different protocols are exposed we wanted to give information about all 3 protocols RNAscope, DNAscope and Duplex but because of a strict restriction of 10 pages we decided to only develop the duplex protocol which is a unic tool to look at the cellular reservoir. 
· Regarding the confusion on the STEP 4, we meant to refer to step 2.4., but since we had to shorten the manuscript this paragraph has been removed.
· We appreciate the comment of the reviewer concerning the timeline.  We think this is a really good and will be extremely informative for the people performing the assays. We have now added notes regarding how long the major steps would take. 

Regarding the minor points, we would love to add the sequences of the multiple ZZ pairs pooled into the probes unfortunately ACD keep this information. We could give a frame of sequence of where the probes are designed to bind but not the detailed sequences of each of them. Also, each pool has about 90 double z pairs which represents a lot of sequences. 
We have modified the legend of figure 3, thank you. 
 


To reviewer #2:

Thank you for acknowledging the importance of sharing these protocols. We would like to let the reviewer know that because of a 10 pages limitation we had to only share the Duplex RNA+DNAscope in this manuscript and are hoping this will help the field to address HIV/SIV reservoir. 
The Duplex has been developed in close relationship with ACD and the company is aware of the preparation of the manuscript. We are not claiming discovered RNAscope we are sharing the years of troubleshooting on this next generation in situ hybridization approach to help other in the HIV field.   
Regarding the validation of the probe we expended this important point into the discussion, as well as the different controls that need to be performed to ensure the quality of each assay. 

Minor Concerns:
We thank the reviewer and added a comment regarding the tissue thickness.

the reviewer brought up an important point regarding RNA degradation and storage of the cut slides. We added notes and comments along the protocol to ensure future user understand the importance of the RNA integrity. 
Regarding our mounting media we included that information in the table of materiel and protocol. For the thickness of the slides, this will depend on the type of microscope used for observing slides so we are leaving this detail up to the user depending on what microscope is available to him or her.


For the wash buffer we actually changed the buffer from 1X (ACD protocol) to 0.5X for any detection of viral DNA. We made the modification in the Duplex protocol.



To Reviewer #3:

We would like to thank the reviewer for the time allocated to review our manuscript. We addressed all minor concerns raised by the reviewer and acknowledge the importance of those information for potential users. 


