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Reviewer #1: 

Major Concerns:
1) Major concerns is that within the protocol some steps are taken/performed without an explanation. However they are then explained in the sample results section. I found this counter intuitive and could be improved by supplementing some of the protocols with text. I've suggested splitting up some of the protocol steps i.e ML and Bayesian reconstruction. Finally my biggest problem is that the author flips between PC and MAC software. I'm familiar with all softwares but found this a little tricky myself. I think one should be taken as the standard (MAC or PC) and then at the end of each mini protocol section alterations to the other OS should be mentioned. Also online and local analysis is confusing. Maybe these could be split up into discrete protocols also!
Response: The protocol has to be strictly only the step-by-step guide for the video and thus the discussion section contains explanations. Regarding the MAC to PC switch: I believe it is important to design the protocol to facilitate both MAC and PC users so as maximize reader interest and applicability. 

Minor Concerns:
1) In keywords "basic local alignment tool" should be "basic local alignment search tool"
Response: I have made this change throughout.

2) In the Short abstract last line change "comparative analysis" to "phylogenetic analysis"
Response: I have made this change.

3) In the long abstract change "maximum likelihood and Bayesian probability" to "maximum likelihood and Bayesian criteria"
Response: I have made this change.

4) In the long abstract change "embarking on comparative studies" to "embarking on phylogenetics studies".
Response: I have made this change.

5) In the introduction having more available data does not necessarily lead to more accurate phylogenetic inferences, the data must also be phylogenetically informative. It is important to make this differentiation.
Response: Changed to: “volume of informative data available to measure…”

6) In the introduction: "because different samples evolve (change)" no need to have change in brackets after evolve
Response: I have made this change.

7) In the introduction change "The BLAST program was designed by Stephen Altschul, Warren Gish, Webb Miller, Eugene Myers, and David J. Lipman at the National Institutes of Health (NIH1)." Change to "The BLAST program was designed by Stephen Altschul and colleagues at the National Institutes of Health (NIH1)."
Response: I have made this change.

8) In the introduction change "these are PhyML which uses Maximum Likelihood" to "these are PhyML which implements the maximum likelihood framework"
Response: I have made this change.

9) Protocol text change 'Basic Local Alignment Tool (BLAST)" to 'Basic Local Alignment Search Tool (BLAST)"
Response: I have made this change.

10) Protocol 1.2: explain briefly what a fasta formatted file looks like. I.e starts with a greater than sign. For clarity might be better if figure 2 did not have functional description as may confuse individuals. Basically sequence name and functionality of gene is not required. Also worth mentioning sequence itself with leading ">" is permitted as well.
Response: Added the following to the “NOTE” after 1.3: “FASTA formatted sequence begins with a description line indicated by a “>” sign. The description must follow immediately after the “>” sign, the sequence (i.e. nucleotides or amino acids) follow the description on the next line” 

11) Protocol 1.3: change "and genome to use in the search" to and "relevant database or individual species of interest" 
Response: I have made this change.
12) Protocol 2.4) Downloading for MAC users, why use ftp in this case and not for PC. To keep consistency I'd suggest downloading mac executables from ftp://ftp.ncbi.nlm.nih.gov/blast/executables/blast+/LATEST/ as well.
Response: Added a “Note” stating - Note: can also type the URL used above in the example for PC
13) Protocol 2.13) Place the database into the "db" folder. Should list the name of the DB in this case briggsae.fasta as is confusing in later steps.
Response: Out of scope as I already have a Note clearly stating this.

14) Protocol 2.14 does windows have "terminals" should it not me msdos prompt?
Response: I have made this change.

15) Protocol 2.16: need to specify that it's a protein sequence file
Response: I now state that it is a “protein” sequence.

16) Protocol 2.17: would be worth including an expectation "e" value and briefly explain it's significance as well as suggested cutoff (10-5)
Response: This is discussed in detail in the representative results section.

17) Protocols 3 for generating MSA needs to be improved. Seen as the author is doing BLAST searches locally and online it would be an idea to do MSA online and locally as well. The author should also include manual manipulation of alignments using for example Se-Al (for mac) or Jalview for PC. Maybe an additional step?
Response: Out of scope. I already include details about alignment editors in the representative results section.

18) For model inference the link is incomplete should be http://darwin.uvigo.es/our-software/
This package also has an online server so this should be highlighted also!
Response: I have made this change.

19) Protocol 5: need to describe what a phylip formatted sequence looks like.
Response: Added the following “Note” to show the reader how to change between file type: Note: To convert between sequence formats, use the “Readseq” web program available at - http://iubio.bio.indiana.edu/cgi-bin/readseq.cgi.

20) For phyml and mrbayes there is no description how to set the evolutionary model, maybe will be clearer in video.
Response: out of scope, discussed in representative results.

21) Might be a better idea to split ML and Bayesian phylogeny reconstruction into 2 separate sections as is confusing together.
Response: out of scope, as the goal here is to get the reader downloading the software and inputting files. The discussion section provides detailed user guides and resources. 

22) For Bayesian "ngen" and "sump burnin" need to be explained briefly
Response: These are explained in the square brackets in each point



Reviewer #2: 

1) Major comments:
It would be helpful to include an outline of the pipeline, or a schematic of the pipeline, near the beginning of the introduction so that readers know they are going.
Response: Out of scope, we provide an overview in the introduction and provide step-by-step protocol.

2) A short section on diagnosis of MCMC output may be required for the interpretation of the MrBayes results to guide the reader on how to evaluate whether they should run their analysis for more generations. 
Response: Out of scope, the goal of this paper is to introduce the reader as to which software to use to build reliable phylogenies, how to download them and input data into them. I provide detailed descriptions and resources in the discussion section on interpretation.

3) It is worth mentioning that if an outgroup is not specified a tree remains unrooted, and how that impacts how we interpret the evolutionary pattern of the phylogeny. 
Response: I have added the following: “If an outgroup is not specified the tree will be unrooted”


Minor comments/edits: 
1) To reduce wordiness, move the BLAST citation to the references rather than having it in the text.
Response: Done: please refer to Minor Point #7 from Reviewer 1.

2) Some researchers may be interested in gathering sequences from genbank for a single group via web interfaces such as phylota rather than by BLAST searches. This could be incorporated into the introduction and would broaden the audience for which this tutorial would be helpful.
Response: Added the following to the Introduction: “…unidentified query, although some researchers may also be interested in gathering data for a single group via web interfaces such as Phylota (http://www.phylota.net/)”

3) Given that Clustal is the alignment tool used in the tutorial, consider citing Wong et al. 2008 Science paper as a resource for more information.
Response: This article is not specifically related to Clustal.
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