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SPECIFIC COMMENTS TO AUTHORS

The theme of this study is the function of TMED4 in hepatocellular carcinoma, which is a
worthwhile direction to explore. However, the depth is somewhat lacking. First, the
authors only used LO2 (an immortalized "normal" hepatocyte) and SMMC-7721 (a
known cell line, but not necessarily representative of the heterogeneity of hepatocellular
carcinoma) for comparison. Why not use more representative HCC cell lines (such as
HepG2, Huh7, MHCC97H, etc.) to verify the universality of TMED4 expression? How

invasive is SMMC-7721 itself? These background information are missing, making the
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starting point of "TMED4 is lowly expressed in hepatocellular carcinoma" very weak.
Second, key information in the methodology is missing. For example, the primer
sequences for qRT-PCR (only stating that they are based on reference [10], but [10] is
about hepatocellular carcinoma prediction models and has no relation to TMED4
primers), cycling conditions, and the stability verification of the internal reference gene.
Third, Figure 5 shows that p65 protein levels "increase" after TMED4 overexpression,
which is an interesting but counterintuitive phenomenon (because NF-xB pathway
activation usually promotes cancer), but the authors offer no explanation and simply list
the data mechanically. Fourth, NF-xB is usually a positive regulator of Snail, but the
results in this study (p65 above, Snail below) are the opposite. Several possibilities exist:
1) The study measured total p65, not the crucial phosphorylated p65 (p-p65), so an
increase in total p65 may not represent pathway activation; 2) TMED4 may inhibit Snail
through an unknown intermediate step, and the change in p65 is a concomitant
phenomenon or even feedback regulation. Drawing the conclusion of "regulating the
NF-xB/Snail signaling pathway" hastily is highly unsound. Fifth, the discussion section
extensively cites literature on NF-xB and Snail, but provides little analysis relating it to
the results of this study, avoiding any discussion of the aforementioned contradictions. It
is recommended that the authors conduct a thorough analysis of these questions to

enhance the scientific rigor of this research.
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SPECIFIC COMMENTS TO AUTHORS

This paper attempts to link the relatively novel vesicle transport protein TMED4 with
the classic NF-xB/Snail axis in liver cancer, which is an appealing idea. However, 1
believe this study lacks in-depth exploration and critical thinking regarding molecular
function, and its overall innovation needs improvement. 1) The analysis of experimental
results is too simplistic. CCK8 and Transwell assays demonstrate the phenotype, but cell
cycle and apoptosis detection results are unknown. If migration and invasion are

reduced, do the markers of epithelial-mesenchymal transition (EMT) (E-cadherin,
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N-cadherin, Vimentin) change? Snail downregulation is only one transcription factor in
EMT; directly detecting EMT markers would provide a more complete picture. The lack
of these data makes the phenotypic analysis insufficient. 2) The interpretation of results
regarding signaling pathways requires extra caution. As shown in Figure 5, the total
amount of p65 protein increases while Snail decreases, which contradicts conventional
understanding. The authors completely fail to address and reasonably explain this
contradiction in their discussion. Is it possible that TMED4 overexpression caused some
kind of non-classical NF-«xB signaling feedback, or that the subcellular localization of p65
was altered (trapped in the cytoplasm)? 3) The discussion section needs stronger logic.
The authors simply piled together research on TMED4 in breast cancer, common
knowledge about NF-xB/Snail in cancer, and the results of this study. A more logical
narrative should be constructed: based on the cellular localization function of TMED4, it
is proposed that it may indirectly or directly interfere with the NF-xB/Snail axis by
affecting the secretion/transport of XX factors, thereby inhibiting EMT and malignant
behavior. At the same time, the limitations of this study must be clearly pointed out:
only one cell line was used, in vivo experimental validation was lacking, and clinical
relevance is unknown. 4) The English writing and format need to be carefully polished,

for example, spelling errors such as "higher".



