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The manuscript titled "Metabox 2.0: The data processing solution that renders metabolomics more
quantitative" provides a comprehensive evaluation of data processing methods in the context of
metabolomics, with a focus on achieving results closely aligned with absolute concentrations. The
authors address a crucial aspect in metabolomics research, particularly in distinguishing appropriate
processing procedures for a given experimental setup.

While the manuscript provides a comprehensive analysis of the impact of different data processing
methods on semi-quantified metabolites, some critical questions need to be addressed before
publication to improve the clarity of the method and to prove the robustness of the method.

1. While PCA plots are informative, the interpretation could be enhanced by explicitly stating the
biological relevance of observed separations or clustering, such as enrichment analysis. A more detailed
discussion on the biological implications of the observed patterns in the PCA plots would provide
additional context.

2. While the study effectively compares various DP methods, a critical examination of the performances,
limitations, and assumptions of each method could further inform the readers, in the form of tables or
figures. Discussing the potential biases introduced by certain methods or scenarios where specific
methods might not be suitable would contribute to a more balanced evaluation.

3. The decision to exclude major metabolites is justified, but a more extensive discussion on the
potential consequences and limitations of this choice would add depth. Addressing how excluding major
metabolites may impact the overall conclusions or generalizability of the findings is essential. In another
word, how robustness the method would be by only comparing quantified and semi-quantified FAs?

4. The study focuses on the semi-quantitative analysis and its alignment with quantitative data.
However, a critical discussion on the inherent limitations and potential biases introduced by semi-
guantitative methods compared to absolute quantification would be valuable.

5. The study could benefit from a sensitivity analysis, exploring how the results might vary under
different conditions or datasets. Examining the robustness of conclusions by introducing existing pairs of
guantified and semi-quantified dataset.

6. English need to be significantly improved.

In summary, the study's approach to evaluating DP methods with respect to quantitative data serves as
a novel and valuable contribution to the field. However, the generalizability and the robustness of
Metabox 2.0 need to be answered before publication.



Methods

Are the methods appropriate to the aims of the study, are they well described, and are necessary
controls included? Choose an item.

Conclusions
Are the conclusions adequately supported by the data shown? Choose an item.
Reporting Standards

Does the manuscript adhere to the journal’s guidelines on minimum standards of reporting? Choose an
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Statistics
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