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.
Our response: Manuscript was proofread and updated accordingly.

2. Please revise lines 167-170, 175-178 to avoid previously published text.
Our response: revised. 

3. Please define all abbreviations before use.
Our response: All abbreviations are defined before use. 


4. Please remove all commercial language from your manuscript and use generic terms instead: Triton, Olympus, etc.
Our response: We modified the manuscript accordingly. 

5. 2.8: What volume of PBS is used to wash?
Our response: information has been provided in resubmission. 


6. 2.12: What is used to wash? Please specify.
Our response: PBS is used to wash the samples. The information is provided in revised manuscript. 


7. Lines 166-170, 174-178: Please move such experimental details to Protocol step 2.19.
Our response: revised accordingly. 


8. Figure 1 and Figure 2: Please change the time unit “hr” to “h”.
Our response: modified. 

9. Table of Equipment and Materials: Please provide lot numbers and RRIDs of antibodies, if available.
Our response: modified 


10. Discussion: Please also discuss critical steps within the protocol and any limitations of the technique.
Our response: modified 


11. References: Please do not abbreviate journal titles.
Our response: modified.

Reviewer #1:
Manuscript Summary:
This is a well-written manuscript describing detection of dsRNA in cells infected with Candid 1, attenuated Junin virus vaccine, using monoclonal antibody 9D5. The protocol can be useful for detection of ds RNA of pathogenic arenaviruses required BSL4 containment. Activation of RIG-I pathway is the earliest step of innate immunity and this pathway is activated immediately after release of viral RNP into cytosol.

Major Concerns:
No major concerns.

Minor Concerns:
Authors demonstrated positive staining at late stages of the infection. Since activation of RIG-I signaling pathways occurs within the first hour after release of viral RNP, it will be good to see if this protocol will be sensitive enough to detect dsRNA at early stage of the infection.


Our response: Thanks for the suggestion. We were able to detect dsRNA signals 24 hour after infection (MOI=1). However, we have not performed experiments to stain for dsRNA at early stage of the infection.  

Reviewer #2:
Manuscript Summary:
This manuscript describes an improved imaging method to detect dsRNA in the cells infected with arenaviruses. The protocol the authors provided here may be applicable for the other negative-sense RNA viruses, and accelerate researches in this field.

Major Concerns:
In the protocol, the fixation process may not make sense. Fixation with MeOH removes lipids. However, the fixed cells were further permeabilized with Triton X-100 at step 2.5. Why? It is better to explain the difference of the fixation methods more carefully.
Our response: Thanks for pointing out the confusion. We agree that fixation with methanol should remove lipids. Triton solution was used to wash the samples in our protocol. We found that a wash with Triton solution was critical to removing non-specific background staining. To clarify, we have removed “permeablization” in the revised manuscript. 


Minor Concerns:
It is better to explain the difference of the fixation methods more carefully.

Our response: Information was added to the manuscript to described the different fixation methods. Thank you for the comment.
