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SPECIFIC COMMENTS TO AUTHORS

Depth of Literature Review The manuscript identifies MLKL as a novel therapeutic
target for alcoholic liver disease (ALD); however, the literature review on MLKL in the
context of liver diseases is relatively brief. Expanding this section to include a more
comprehensive overview of existing research on MLKL would significantly enhance the
academic value of the paper. Specifically, discussing its role in necroptosis and the
regulation of inflammation in liver diseases, as well as comparing its function in ALD
versus other liver pathologies such as non-alcoholic steatohepatitis (NASH) or viral
hepatitis, would provide a more robust background. Highlighting the uniqueness of
MLKL as a therapeutic target in ALD, including insights into its crosstalk with key
pathways such as TNF-a, RIPK1/3, and oxidative stress, would also strengthen the
introduction. A detailed review of its potential implications in cell death regulation,
fibrosis, and immune responses in liver diseases could provide readers with a clearer
understanding of why targeting MLKL is both novel and relevant in the therapeutic
landscape of ALD. Sufficiency of Data Support The manuscript describes the CPD4
inhibitor’s targeting of the ATP-binding pocket of MLKL and its suppression of
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inflammation through the NF-«B signaling pathway. While these findings are intriguing,
the data supporting these claims are insufficiently detailed. To enhance the manuscript’s
reliability, the authors are encouraged to include additional experimental data
demonstrating the molecular interaction between CPD4 and MLKL. For instance,
structural or docking studies illustrating the specificity of CPD4 for MLKL's
ATP-binding pocket would substantiate these claims. Moreover, data showing the
downstream effects of this interaction on NF-kB signaling, such as alterations in cytokine
expression or inflammatory marker levels, could further validate the proposed
mechanism. Including evidence from in vitro models of ALD that demonstrate CPD4's
efficacy in reducing necroptosis or inflammation would also strengthen the manuscript.
Where experimental data are not available, referencing recent studies that align with the
proposed mechanism of CPD4 inhibition would provide additional support. Preclinical
Research or Experimental Validation While CPD4 is highlighted as a promising
therapeutic agent, the manuscript lacks preclinical studies or animal research validating
its efficacy in vivo. Including preclinical data demonstrating CPD4's impact on ALD
models, such as its effect on liver injury markers (e.g., ALT, AST), histopathological
changes, or survival rates, would significantly enhance the manuscript’s practical
implications. If such data are not yet available, the authors could enrich the discussion
by outlining potential future research directions. For example, proposing studies to
evaluate CPD4’s pharmacokinetics, safety profile, and efficacy in animal models of ALD
would demonstrate the translational relevance of their findings. Additionally, exploring
CPD4's combinatorial effects with existing therapies, such as antioxidants or
anti-inflammatory agents, could provide insight into its potential role in clinical settings.
Addressing these aspects would not only add depth to the manuscript but also position

it as a forward-looking contribution to the field of ALD therapeutics.
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SPECIFIC COMMENTS TO AUTHORS

Thank you for inviting me to review the manuscript titled: "Targeting MLKL's
Non-Necroptosis Role: A New Horizon in Anti-inflammatory Therapy for Alcoholic
Liver Disease." This manuscript explores the non-necroptotic functions of MLKL in
alcoholic liver disease (ALD) and proposes CPD4, an MLKL ATP-binding pocket
inhibitor, as a potential novel therapeutic approach for ALD. By emphasizing CPD4's
ability to suppress hepatic inflammation and improve liver function, coupled with its
regulation of the NF-kB signaling pathway, the manuscript highlights the potential of
MLKL as a therapeutic target for ALD. Additionally, the manuscript discusses MLKL's
role in other liver diseases, such as liver fibrosis and hepatocellular carcinoma, and
suggests the possibility of future combination therapies, demonstrating both academic
innovation and clinical potential. However, before publication, I recommend the
following revisions: 1. Language and Expression Issues: Repetitive Content: The
manuscript repeatedly discusses the role and potential of CPD4, particularly in the
second and fourth paragraphs. The author should consolidate these sections to avoid

redundancy and improve conciseness. Spelling Error: In the conclusion, "hightlighted"
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should be corrected to "highlighted." 2. Logical Structure Issues: Deviation from Main
Topic: The fourth paragraph discusses CPD4's role in other diseases (e.g., hepatitis B,
breast cancer, bladder cancer), which lacks sufficient relevance to the core discussion of
MLKL in ALD. The author should provide clearer logical transitions to explain how
CPD4's research in other diseases informs its application in ALD or consider removing
irrelevant content. 3. Conclusion Section: Insufficient Future Research Perspectives: The
conclusion should include more insights into future research directions for MLKL and
CPD4, such as exploring their mechanisms in ALD treatment, potential combination
therapies, or clinical trial possibilities, to enhance the manuscript's forward-looking
perspective. 4. Reference Issues: Formatting Error: In Reference 5, there is an extra space
before "pathway." The author should thoroughly check the reference formatting to
ensure compliance with journal guidelines. In summary, this manuscript addresses a
novel topic with significant academic and clinical potential, particularly in exploring
MLKL's non-necroptotic functions and its therapeutic applications in ALD. However,
there are shortcomings in language expression, logical structure, and reference

formatting that require further refinement. I recommend acceptance after revisions.
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Conlflicts-of-Interest: No

SPECIFIC COMMENTS TO AUTHORS
The manuscript explores the role of MLKL in alcoholic liver disease (ALD), particularly

its non-necroptotic functions, and highlights the therapeutic potential of CPD4 as an
MLKL ATP-binding pocket inhibitor. The topic is relevant and timely, given the growing
interest in targeting MLKL for liver diseases. The authors have made a commendable
effort to summarize recent findings and propose innovative therapeutic strategies.
However, the manuscript has several issues that need to be addressed before it can be
considered for publication. Major comments: 1. The introduction provides a solid
background on ALD and MLKL's role in necroptosis. However, the transition to MLKL's
non-necroptotic functions is abrupt. The authors should include a brief explanation of
why non-necroptotic roles are significant and how they differ mechanistically from
necroptosis. 2. As this is a "Letter to the Editor," the manuscript does not include original
experimental data. However, the authors rely heavily on summarizing prior studies
without critically analyzing them. For example, the findings of Xuan Yuan HN et al. [5]
are repeatedly mentioned but not critically evaluated. The authors should discuss the

limitations or potential biases in these studies to provide a balanced perspective. 3.While
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the authors highlight CPD4's potential as an MLKL ATP-binding pocket inhibitor, they
do not explore its limitations or compare it with other MLKL inhibitors (e.g., NSA,
TC13172, NBC1). A comparative analysis would strengthen the manuscript. 4. The
authors mention the need for further investigation into CPD4's long-term safety and
efficacy but do not propose specific experimental approaches or clinical trial designs.
Including such suggestions would make the discussion more forward-looking. 5. As the
manuscript discusses therapeutic strategies, the authors should briefly address the
ethical implications of using CPD4 in clinical settings (e.g., potential side effects,
accessibility). Minor comments :  1.The "Core Tip" section is concise but contains
grammatical errors (e.g., "future research could be explored the the potential"). This

should be revised for clarity and correctness.
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Thank you for submitting your revised manuscript and for your detailed responses to
the reviewers' comments. We appreciate the effort you have made to address the
concerns raised during the initial review process. The revisions have significantly
improved the clarity and depth of the manuscript. Below, I provide my assessment of
the revised manuscript and your responses to the reviewers' comments. The authors
have made significant improvements to the manuscript, addressing the reviewers'
comments in a thorough and thoughtful manner. The revised manuscript is well-written,
scientifically sound, and provides valuable insights into the role of MLKL in ALD. I

recommend acceptance of the manuscript in its current form, pending the incorporation
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of the minor suggestions outlined above. Thank you for your contributions to the field,

and I look forward to seeing this work published.
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Thank you for addressing the comments provided in the initial review. The revised
manuscript demonstrates significant improvements in clarity, structure, and depth of
discussion. The authors have made commendable efforts to incorporate the suggested
changes, particularly in elaborating on MLKL’s non-necroptotic roles, critically

analyzing prior studies, and discussing the limitations of CPD4 as a therapeutic agent.
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