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· With regard to focusing the domain of applicability on mammals.  Arguably, the Key Events themselves are likely plausible for most if not all vertebrates.  Rather, it is the descriptions, supporting information, and evidence provided in the AOP-Wiki that have the strong mammalian focus.  Generally, the focus on reviewing mammalian literature and incorporating mammalian evidence could be addressed in the AOP development strategy section of an AOP page.  However, in this case, because the authors are only developing an upstream network of KEs and KERs around which more specific AOPs will eventually be developed, there is no “AOP development strategy” section associated with the pages being added to the AOP-Wiki.  Thus, while I think it is appropriate for the authors to communicate to their readers (in the manuscript as well as the AOP-Wiki) that the development of the content was focused on mammals, I would urge the authors to acknowledge that the plausible domain of applicability likely extends further and relevant details and evidence for applicability to other vertebrates could be contributed by other developers (this is noted in several of the responses and some of the text).  Addition of text to this effect in the manuscript, and a short statement to this effect in the domain of applicability section of the relevant KEs would transparently describe the scope of the current effort, while acknowledging the likelihood of a broader domain of applicability.  It is also noted that the author guidelines for AOP reports (dated November 2021) recommends inclusion of a section “Overview of AOP development approach” – which the authors adapted as Overview of the Upstream AOP Network Development Approach – this would be a suitable section of the report to note that development was largely focused on mammals and the opportunity for others to expand these KEs and KERs with relevant specific and evidence for other vertebrate classes.
· The authors have provided a reasonable rationale for including KE 1614.  However, the rationale and argument for its inclusion was not evident to the review team as they examined the KE and associated KER content and the manuscript.  This suggests other readers and users of the AOP-Wiki may also miss the nuance related to the author’s intended use and interpretations of KEs 1614 and 286.  While I accept the authors rationale, I would encourage the authors to take additional efforts clarify and convey the intended modal use/function of these KEs, both in terms of the distinction they draw between Event 1614 and Event 26, and the view of Event 286 as reflective of overall transcript profiles, not necessarily individual (undefined) AR-dependent genes. I recognize that the authors directly address some of these issues in the text already (e.g., lines 208-222) of the marked up copy.  However, given the differing opinions between the authors and review team surrounding this point, efforts to clarify would likely be helpful to other readers as well. 

Event 286
1. In response 2b, the authors seem to argue that this key event refers to an overall pattern of AR-dependent gene expression (“patterns of effects at the transcriptome level”). If that is the case, the authors should more explicitly suggest the types of methods that could be used to identify such patterns as AR-related gene expression. For example, common bioinformatic approaches and software will often group sets of genes into entities like “AR-signaling pathway” or “biological response to androgens” or perhaps with a known androgen-mediated disease state.  There are also gene clusters identified through approaches like Connectivity Mapping that might be used to connect a transcript profile to this KE.  Please consider additional elaboration of the methods for measurement beyond simple citation of RT-qPCR and transcriptomics in general.  
2.  Response 2d also refers to “an overall patterning effect” – if this is indeed what Event 286 is intended to capture, that should be more explicitly described.  In short, the intent described in your response is not necessarily evident to a naïve reader looking at the page. Clarification should be provided to avoid confusion or improper use of this particular KE in other AOPs for which it may not be relevant as you intended. The authors rationale for the non-specificity in terms of direction should also be explained on the page itself.
Event 1613
1. The added text related to TG 456 should include a citation and the reference for the test guideline being discussed.
Event 1690
1. The suggested gardening actions could be taken in conjunction with the revisions to the AOP-Wiki pages. I can coordinate with the gardening team to complete this while the authors make their revisions (noting, that the gardening will likely take a few weeks in order to allow time for affected AOP-Wiki contributors to evaluate the changes being suggested and express their agreement or disagreement with the proposed actions).  Any gardening actions taken during the revision process will be documented and included in the AOP-Wiki with the review report.

