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Dear editor

We were highly interested in Wu et al’s article published in the Journal of Inflammation Research.! While the study offers
valuable insights into EGR1’s potential role as a diagnostic biomarker and its involvement in MASLD’s pathogenesis, we
believe there are some aspects worth further consideration to enhance the findings’ robustness and applicability.

Sample Size and Dataset Limitations

The study relies on datasets sourced from the GEO database, which, while valuable, have inherent limitations. The
sample size across the datasets used for training and validation is relatively small, which may affect the generalizability
of the findings. Additionally, the heterogeneity between datasets could introduce variability that is not fully accounted for
in the analysis. While the authors have employed rigorous machine learning techniques to identify key genes, the limited
sample size may restrict the statistical power to detect subtle but significant differences. Future studies should consider
larger cohorts, potentially through multi-center collaborations, to validate these findings in more diverse populations.

Clinical Validation

The study validates the findings using an external dataset and cellular/animal models. While these validations are crucial,
the absence of clinical validation in human subjects is a notable limitation. The translation of these findings from animal
models to clinical practice requires careful consideration of the differences in disease progression and response between
species. Clinical validation through prospective studies involving patients with MASLD would provide stronger evidence
for the diagnostic utility of EGR1 and other identified biomarkers.

Potential Confounding Factors

The study acknowledges the complexity of MASLD pathogenesis, which involves multiple factors such as insulin
resistance, obesity, and gut microbiota. However, the analysis does not fully account for potential confounding factors
that could influence gene expression and immune profiles. For example, lifestyle factors such as diet and physical
activity, which are known to impact both MASLD progression and immune function, are not considered in the study
design.” Adjusting for these factors in future analyses could provide more accurate and reliable results.

Longitudinal Studies

The current study design is cross-sectional, which limits the ability to infer causality or temporal relationships between
EGRI1 expression and MASLD progression. Longitudinal studies that track changes in EGR1 expression and immune
profiles over time would provide valuable insights into the dynamic nature of MASLD. Such studies could help
determine whether EGR1 expression precedes or follows disease progression, thereby clarifying its role as a potential
early biomarker or therapeutic target.’
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Zeng

In conclusion, the identification of EGR1 as a key diagnostic biomarker in MASLD by Wu et al represents an
important step forward in understanding this complex disease. However, addressing the limitations outlined above would
strengthen the robustness of these findings and enhance their translational potential. Future research should focus on
larger clinical cohorts, mechanistic studies, and longitudinal analyses to fully elucidate the role of EGR1 in MASLD and
its potential as a therapeutic target.
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