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1100 South Grand Blvd.
 St. Louis, MO  63104
Phone:  314-977-8897
Fax:  314-977-8717
Doisy Research Center

Department of Molecular
Microbiology and Immunology


March 11, 2019

Dear Dr. Nguyen,

We greatly appreciate your editorial comments on our manuscript JoVE59632R1 "Isolation and quantification of Zika virus from multiple organs in a mouse."  
* Please update Dr. James Brien’s email address for all communications it should be james.brien@health.slu.edu
1. [bookmark: _GoBack]Please see the attached comments in the manuscript. We have addressed all comments within the manuscript using track changes.

2. The written manuscript refers to things in Figure 2 that are not in Figure 2. Figure 2 needs more explanation to be understood. We have edited the text to align with the newest version of figure 2 and have added a greater explanation of the assay and potential pitfalls. We have also edited figure 2 to add back the arrow.

3. Please address Reviewer 2's comment comparing FFU vs PFU. 
Reviewers 2 comments:
It is not clear to me how a FFU assay is more cost effective than a PFU assay since you need to use primary antibodies and a secondary HRP antibody, followed by substrate. A plaque assay, all you need to do is add the crystal violet. The incubation time is longer (2 vers 5 days for ffu vs pfu, but then for PFU after fixing, there is only 1 step, not 4 steps. So whether its faster is also not necessarily true. It is more labor intensive than a pfu assay, but shorter in time of assay. this is not discussed, but is an important point. Our response: In our hands the FFA is of equal cost to the plaque assay. Our antibody and development costs are approximately $0.40 per plate. Our 96 and 6 well plates are equal, but with the 96 well plate we are able to evaluate 11 additional samples with two additional dilutions, so although the antibody and development are more expensive we save money in plate costs. For a larger FFA assay we use an automated plate washer which significantly reduces labor time. In addition, with an automated imager system, there is also a reduction in labor in counting the assay and entering the data electronically. There is also the added benefit of having an image of each plate as a long term record. We have added several of these points to the discussion.

Sincerely, 

Amelia K. Pinto PhD
Assistant Professor
Department of Molecular Microbiology & Immunology, 
Saint Louis University School of Medicine
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