Dear Dr. Bajaj,
[bookmark: _GoBack]Thank you again for your critical study of our manuscript. We made several revisions to increase the quality of our article. We hope you will find our second revisions suitable to merit publication of our video and manuscript in JoVE.

Point-by-Point Response
Please find the appropriate changes in the revised manuscript highlighted in the Track change mode. We have addressed the following editorial comments in the manuscript:

At least 6-12 keywords are required. Also we cannot have parenthesis in the keyword. So, I have separated the abbreviations. Please check.
> We checked the edited keywords and added new.

The current summary is more than 50-word limit. Please adjust to fit required word numbers. Maybe remove the first sentence?
> We revised the summary and now do not exceed 50 words.

What kind of patient are used? What kind of patients are used in the study?
> We now shortly defined our patient cohort, referring to the previously published study described in Korth et al. 2018.

Please refer to the citations in order of numbering. So, 1 will be cited before 2 or 3.
> We corrected the order of numbering.

Citation for the same? Include citations where this is used for polyoma virus studies.
> We added the citation, accordingly. 

Please refer the figures in the order of numbering as well. So figure 1 will be referred before figure 2.
> Figure 1 is now referred before figure 2.

Next day? Please proofread the manuscript well.
> We added additional information (incubation over night).

Citations? (3.10 Isolate the plasmid-DNA using standard protocols),
> We added a citation for a standard protocol for plasmid DNA isolation. 

Include the ….treatment with potential antiviral agent as well as shown in the video.
> We now corrected the subtitle, accordingly. 

Include the concentration for each of the agents. Also in the introduction, please include why this was used and ciations if any.
> We now included the concentration used in this experiment. We also expanded the introduction, accordingly.

Citation? (Dunlop Strain)
> We now added a citation for the BKPyV-Lab strain Dunlop.

Since you are describing your result, please do not use present tense. 
> We proof read the manuscript and do not use present tense any more.
Is this agarose gel pic? There seen to be a white blob on the 4th lane around 1500 bp. Please present a better gel pic. 
> We replaced the gel pic with another one without “a white blob”..

Citation for this claim.
> We added a citation

Early or late expression?
> We added the missing information.

Please rewrite this part as if you are describing the result of your experiment where the above protocol was used. E.g. we dis xxx and observed xxx. This leads us to conclude xxx
> We rephrased the part now describing the results of our experiments. We corrected the video voice-over accordingly.

Nowhere in the protocol or introduction there is a mention of this. What kind of patients are used for the study? 
> See above

Please include brightfield images of the cells as well. Please also include a scale bar in the figure and describe it in the legend here.
> We replaced the microscopy pictures with those containing a brightfield image and also included a scale bar. The figure legend was revised accordingly.



Video:
> According to the editorial comments concerning the figure quality, we now also included new figures in the manuscript and in the video.

1. Please describe the result with respect to your experiment, you performed an experiment, how did it help you to conclude what you wanted to and how is it in line with the title. No need for imperative tense in this section.
> We now revised the voice-over and now describe the experimentally obtained results, which lead to the conclusion that strong and moderate gene expression of NCCRs can be evaluated using this method. Furthermore, we explain that the addition of mTOR-inhibitors reduces red fluorescence and explain why this indicates a reduction in BKPyV early gene expression. In addition, we avoided imperative tense in this section. 

2. Please include the title card at the end of the video (after conclusion section) as well
> We included a title card at the end of the video.

