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Comments 3 and 4:
 The Short Abstract/Summary was rephrased to clearly describe the protocol and its applications in complete sentences. The long Abstract was also rephrased to clearly state the goal of the protocol. See lines 35 to 54.

Comment 5:
Few citations were added in the manuscript, especially in the introduction section. See lines 72 and 82 in particular. 

Comments 6 and 27:
Commercial language was removed and replaced by generic terms. In particular, the number of instances of RTCA was considerably reduced throughout the manuscript. Moreover, the Table of Materials and Reagents was completed to refer all the products used in the protocol.

Comment 8:
Thomas Labadie agreed to the UK ALA terms and condition.

Comment 9:
The few sections of the manuscript that showed significant overlap with previously published work were rephrased in order to use original language. 
Instead of: “In order to quantify residual infectivity of exposed viruses at different time points, cells were seeded on 16-well microtiter plate coated with microelectrode sensors in the xCELLigence RTCA DP instrument (ACEA Bioscience, Inc.) and grown for 24 h”, lines 88-92 (in the old version of the manuscript) were replaced by: “Residual infectivity of exposed viruses was quantified at different time points through cell infection. Cells were seeded on 16-well microtiter plate coated with microelectrode sensors in the instrument and infected by exposed viruses 24 h later”.
Instead of: “For each exposed viral suspension, CIT50 values were measured at different exposure times (in days) and plotted to calculate a linear regression slope, referred to as the inactivation slope, expressed in CIT50.day-1”, lines 219-220 (in the old version of the manuscript) were replaced by: “Measure CIT50 values for each exposed viral suspension, at different exposure times (in days). Calculate a linear regression slope from CIT50 plotted values, referred to as the inactivation slope and expressed in CIT50.day-1.  

Comments 10 to 14:
The entire protocol was rewritten in the imperative tense, with only action items, and the numbering of the protocol was changed to follow the JoVE Instructions for Authors. Any personal pronouns and phrases such as “could be” or “should be” were removed.

Comment 15:
As requested, more details to the protocol steps were added in the manuscript when needed.

Comment 16:
Paragraph 1.1 (1.1 in the older version): The number of MDCK cells seeded in 75 cm flask and their significance was added. See lines 119 and 133.


Comment 17:
Paragraph 1.3.8 (1.3 in the older version): the criteria used to ensure completeness of CPE were added in the protocol. 

Comment 18:
When missing, the cell type used in the experiment was specified (paragraphs 2.1 and 3.4 in the revised version). 

Comment 19:
As mentioned in your comment 7, the video narrative must be objective and not biased towards a particular product. As the software is provide with the xCELLigence apparatus, we tried to be as objective as possible to describe the different steps leading to cell index measures. Therefore, we couldn’t add all the button clicks that are very specific to the xCELLigence instrument.

Comment 20:
Paragraph 2.11 in the revised version: Few explanations were added in the manuscript to clarify the step.
 
Comment 21:
The significance of adding TPCK trypsin in this case was added in the manuscript. See lines 154-155 and 247.

Comment 22:
Clarification was added to the revised manuscript. See lines 283-296.

Comment 23:
Pages that identifies the essential steps of the protocol for the video were highlighted in the protocol. 

Comment 24:
Figures were adapted from our previous article published in Frontiers in Microbiology journal. As specified in their copyright statement, “the copyright in the text of individual articles (including research articles, opinion articles, book reviews, conference proceedings and abstracts) is not the property of Frontiers, and its ownership is not affected by its submission to or publication by Frontiers. Frontiers benefits from a general licence over all content submitted to it, and both Frontiers and its users benefit from a Creative Commons CC-BY licence over all content”.
The Figures were cited appropriately in the Figure Legends. See lines 339 and 356.

Comment 25:
The Discussion was rewritten to be more explicit. See lines 365-373 in particular.

Comment 26:
Bibliography was reformatted with Journal of Visualized Experiments style.

Comment 27:
The table of the essential supplies, reagents, and equipment was completed as requested.


Responses to Reviewers :

Reviewer#2:

Line 94 (line 89 in the older version): cell type and its significance was specified.

Lines 116-117 (line 105 in the older version): Recommendation for MDCK propagation was added to the protocol.

L114 in the older version: H1N1 subtype is one of the circulating subtypes of IAV that causes outbreaks every year all around the world.

L122: The propagation media MEM1X is one of the most commonly used of all cell culture media and is well adapted to MDCK cells and IAV amplification. It contains no proteins, lipids, or growth factors.

The reference mentioned by the reviewer was added in the revised manuscript. See line 83.

Minor modifications suggested by the reviewer were added in the revised manuscript.

Reviewer#4:

Comment 2:
We used human influenza A viruses as virus models based on our published previous results, which showed that 2 human viral strains of H1N1 subtype harbored different persistence behaviors in water. The data presented in this manuscript were collected during the study aiming at determining the molecular determinants associated with those variations of persistence and are used to illustrate a new methodology, which can be indeed further used to study avian IAV persistence in water for example. 

Comment 3:
Passage history of IAV was added in the manuscript. See lines 106-107.

Comments 4 and 5:
According to the reviewer comment, we changed figure 2 to be more rigorous by showing the correlation between CIT50 values and MOI (multiplicity of infection). The text was rewritten to take into account this modification.

Comment 6:
Indeed, CPE does not always equate to replication or infectivity; this is one of the limits of the technique, which is discussed at the end of the manuscript. The criteria used to ensure completeness of CPE were also added in the protocol. See line 161.

Comment 7:
As this publication is a methodological article, we didn’t insist too much on biological results.  Data are already discussed in a previous publication cited in the article. We added a sentence to the manuscript to highlight the results on amino acid changes in HA and association with differences in inactivation. See lines 326-327. 

Comment 8:
The figure 4 indicates the variations of inactivation slopes calculated for all tested viruses. These inactivation slopes are derived from the CIT50 determined for these viruses after increasing inactivation times. The CIT50 value, which reflects the decrease of cell impedance in infected cells (due to cell death), cannot be measured for non-infected cells, as these cells do not die during the experiment. 

