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manuscript’s biostatistics content reliable? Not
Applicable
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Minor revision

Re-review
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Peer-reviewer statements

Peer-Review: Anonymous

Conflicts-of-Interest: No

Are your review comments generated by

Al tools?

No

SPECIFIC COMMENTS TO AUTHORS

The manuscript is well-structured and the case presentation is clearly explained.

However, certain sections can be further clarified to enhance the flow and readability.

Specific Comments and Suggestions:

Introduction:

The introduction sets the stage well for the case study, but the current treatment

approaches for HCC in pregnant women are not fully discussed. Since this is an
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uncommon case, a deeper dive into the potential impact of ART on liver diseases and its
role in HCC could be explored further.

You may want to reference studies about HCC in non-cirrhotic livers, as this is key to
your case.

Case Presentation:

Chief Complaints & History of Present Illness: The history of the patient's condition and
treatments is well-detailed. However, the connection between the ART and the
aggressive behavior of HCC could be made more explicit in this section.

History of Past Illness: The information is thorough, but there could be more emphasis
on how the patient’s underlying condition might have contributed to her susceptibility
to HCC. Additionally, the figures and tables are informative, but they need to be
referenced more clearly within the text. For example, when mentioning the clinical
timeline in Figure 3, explicitly point to how the data correlate with the progression of the
disease.

Molecular Analysis: While the description of molecular analysis is highly technical and
informative, it could benefit from a brief interpretation of what these findings mean in
the broader context of HBV-related hepatocarcinogenesis.

Discussion:

Immunological Environment of Pregnancy: The discussion of immunological factors and
estrogen receptor expression is compelling. However, I recommend exploring how
hormonal changes during ART specifically may have influenced tumor progression.
Additionally, a deeper analysis of how ART protocols may impact the immune response
would strengthen this section.

Estrogen Receptors: The lack of estrogen receptor expression in the tumor is an
interesting finding. Discussing potential mechanisms behind this could add valuable

depth. Perhaps cite recent studies on how estrogen signaling and HBV Integration may
4
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influence HCC growth.

Conclusion:

The conclusion summarizes the case well. To make it more impactful, it could emphasize
the need for more comprehensive studies on ART's role in the development of liver
tumors and the importance of tailored surveillance strategies in pregnant women with
chronic HBV.

Minor Suggestions:

Grammar and Typographical Errors:

In the section on Molecular Analysis, rephrase “were 4.04 x 1072"to clarify that it is a
concentration to avoid ambiguity.

Consistency of Terminology:

Ensure consistency in the use of terms (e.g., “HCC” vs “hepatocellular carcinoma”, “<”
vs “<”, “qRTPCR” vs “qRT-PCR”). The first occurrence of an abbreviated term should
be accompanied by its full form. (e.g., “ART”, “qRTPCR”").
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SPECIFIC COMMENTS TO AUTHORS

This case report presents a rare and clinically significant scenario of a 46-year-old
non-cirrhotic woman with chronic HBV infection who developed aggressive HCC
following Assisted Reproductive Technology (ART) and pregnancy. The inclusion of
molecular analysis (HBV DNA, cccDNA, and HBV RNA in tumor vs. non-tumor tissues)

adds valuable scientific depth to the clinical description.
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However, the manuscript requires revisions to strengthen the causal links discussed.
1.Interpretation of Molecular Analysis

Critique: The authors found high levels of HBV cccDNA and RNA in both tumor and
non-tumor tissues.

Suggestion: While this proves active infection, how does this specifically relate to the
ART/Pregnancy hypothesis? The authors should discuss whether the high viral load in
the non-tumor tissue implies a field defect caused by the recent viral flare (April 2023).
Furthermore, please clarify if the "non-tumor tissue" was from the resection margin. If so,
the high viral activity there might explain the rapid recurrence (within 3 months).
2.Estrogen Receptor (ER) Discussion

Critique: The tumor was ER-negative. The authors argue this suggests a "loss of
protective effect."

Suggestion: This logic needs refinement. If the tumor is ER-negative, it implies the tumor
cells were not responding to the high estrogen levels of pregnancy/ART. Thus, the rapid
growth might be independent of direct estrogen stimulation, or driven by other
pathways (e.g., androgen receptor, immune tolerance). Please cite literature specifically
regarding ER status in HBV-related HCC to support why ER-negativity leads to

aggressiveness in this specific context.



