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“Chromatin extraction from frozen liver tissue for Chromatin immunoprecipitation (ChIP) analysis of host and viral genome” 
We would like to thank the reviewers and the editors for their work. In the text we replied all questions/concerns from editors/reviewers.


Editorial comments:
1. The editor has formatted the manuscript to match the journal's style. Please retain and use the attached version for revision.
The format of the document has not been changed.
2. Please address all the comments marked in the manuscript.
We thank the editor for providing useful suggestions and comments. We addressed them directly in the document.
3. Please address all reviewers' comments.
We addressed all the reviewers’ comments.
4. Please ensure that the highlight is no more than 3 pages including headings and spacings.
We complied with the highlight maximal length.  
Reviewers' comments:
Reviewer #3:
Manuscript Summary:
The paper describes a detailed chromatin extraction method from frozen liver tissue that can be used for chromatin immunoprecipitation experiments. The protocol is similar to currently widely used protocols. The description of the different steps is clear and sufficiently detailed, so other investigators can easily follow the experiment.
Data from intermediate steps (eg. efficiency of genome fragmentation) and ChIP experimental data are provided. They confirm the efficacy of the method.

Major Concerns:
None

Minor Concerns:
None

Reviewer #4:
Manuscript Summary:
The protocol by Pirosu et al. provides a useful guide for chromatin preparation for X-ChIP for frozen samples. As far as I can see this paper has gone through a previous round of revision, in which I was not involved. The additions are definitely welcome for a more complete protocol. I think the paper is overall in good shape and the details required for a technical protocol are appropriate.

Minor Concerns:
However, the authors should address the following points:
- In the introduction, the authors should acknowledge previous technical papers that performed ChIP on frozen tissues. Some of them even included a pulverization step (e.g. Savic D et al., Epigenetics Chromatin. 2013, PMID: 24279905).
We thank the reviewer for pointing this out. We acknowledged the paper from Savic et al. and two additional papers at lines 104-106. We now clearly state the difference between our and previous protocols for ChIP on frozen tissue.

- The phrase at lines 64-66 needs re-wording. Majority of post-transcriptional histone modifications affect amino acids at the amino histone tail rather than "both ends".
The sentence has been rephrased specifying N-terminus histone tail modification prevalence (lines 63-64).

- The authors should be more explicit about what they mean by "sampling from human liver chimeric mice" (line 115). Is this information strictly relevant for this protocol?
The sentence was added in accordance with JoVE publishing guidelines:
“All methods that involve the use of human or vertebrate subjects and/or tissue sampling must include a statement that the research was performed in compliance with institutional guidelines at the beginning of the protocol section.”

The information is indeed not strictly relevant for the protocol. However, as we work with a mouse model, we had to specify that we obtained the sample in compliance with animal work guidelines. 


- Why not have a section on chromatin immunoprecipitation? Are there any specific changes to a standard ChIP protocol that users should know about after following the steps described for chromatin preparation? I find that data shown in Figs 2b and 3 and Table 1 are a bit pointless in the absence of a section describing chromatin immunoprecipitation.
We decided not to include any ChIP section because there are no changes during the IP in comparison to standard protocols. In addition to that, the users could decide to use a kit-based protocol for the precipitation step or implement their own protocol. The data shown in figures 2b, 3 and table 1 has been included to demonstrate that the chromatin extracted using our protocol is suitable for ChIP-qPCR and ChIP-seq approaches. Without showing them, there would be no proof that the protocol indeed works. Therefore, we would like to keep the figures as they are. Please, note that reviewer #1 and #2 asked specifically for additional proof that the chromatin would be suitable for IP for both human and murine genomes. 

- The paragraph at lines 457-469 requires a heading (e.g. "Troubleshooting").
A heading has been included at line 463
