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Peer-Review: Anonymous

Conflicts-of-Interest: No

Are your review comments generated by

Al tools?

No

SPECIFIC COMMENTS TO AUTHORS

This manuscript by Jia-Ju Xu et al. provides a comprehensive editorial on the
significance of non-exonuclease domain mutations (non-EDMs) in DNA polymerase
epsilon (POLE) in colorectal cancer (CRC), building on the recent study by Taskiran et al.
The authors highlight the potential clinical implications of these mutations, emphasizing
the need for functional validation and integration into molecular subtyping frameworks.

While the manuscript offers valuable insights and a forward-looking perspective, several

critical issues need to be addressed to strengthen its scientific rigor and clarity.
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1. The manuscript emphasizes the high frequency of the p.V1446fs*3 variant in the
Turkish cohort but lacks detailed functional validation. Given the potential
population-specific effects, the authors should provide in vitro or in vivo evidence to
elucidate the functional consequences of this variant on POLE activity and tumor
biology.

2. The high prevalence of non-EDMs observed in the Turkish cohort may not be
representative of other populations. The authors should discuss the limitations of
extrapolating these findings to diverse ethnic groups and propose strategies for
multi-center validation studies to assess the generalizability of their conclusions.

3. The manuscript mentions that most POLE-mutant tumors are MSI-Low or MSS but
speculates on their potential hypermutator phenotype. This inconsistency needs
clarification. The authors should provide data on tumor mutational burden (TMB) or
reference studies that directly link non-EDMs to TMB levels to support their claims
regarding immunotherapy responsiveness.

4. The manuscript advocates for comprehensive POLE sequencing but does not
address the challenges of standardized detection. The authors should outline specific
recommendations for high-quality next-generation sequencing (NGS) protocols and
bioinformatics pipelines to ensure accurate identification of POLE mutations in clinical
settings.

5. The manuscript suggests that POLE non-EDMs could guide personalized treatment
strategies, including immunotherapy. However, the clinical evidence supporting this
assertion is limited. The authors should temper their conclusions and emphasize the
need for prospective clinical trials to validate the predictive value of non-EDMs for
treatment outcomes.

6. The discussion of co-mutations with MLH3, MSH3, KRAS, PIK3CA, and BRAF is

complex and lacks clarity. The authors should provide a more structured analysis of
4
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how these co-mutations interact with POLE non-EDMs, and their combined impact on
tumor behavior and treatment response. Additionally, the manuscript should include a

summary table of key co-mutations and their clinical relevance.
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Gastroenterology. The study found a higher frequency of POLE mutations in the Turkish
CRC population, mainly driven by the frameshift mutation p.V1446fs*3, whose
pathogenicity remains to be clarified. It is notable that non-EDMs co-occur significantly
with key gene mutations such as MLH3, MSH3, KRAS, PIK3CA, and BRAF, suggesting
that DNA repair defects may synergize with the activation of oncogenic pathways.
Although POLE mutation tumors are mostly of non-MSI-H phenotype, their high
mutation load may still confer their immunotherapy sensitivity. Therefore, the authors
call for functional experiments and multicenter studies to verify the biological and
clinical significance of non-EDMs, and recommend including comprehensive POLE
sequencing covering non-EDM regions in the molecular classification of CRC to
optimize individualized treatment strategies. The overall language of this article is fluent,
the structure is complete, and the logic is clear. It has certain reference value and
enlightenment significance for the related research field. I believe that after making
appropriate modifications and improvements to some details, this article can be
accepted. Here are some minor issues that need further clarification or improvement:

(1) The first occurrence of abbreviations should have their full definitions, for example,
dMMR, although the full name is written when it appears for the second time;

(2) Adding line numbers/page numbers would make it more convenient for reference;
(3) The references can be supplemented with some from 2025 to enhance the timeliness
and completeness of the literature review section.

(4) The key words are quite numerous. They can be appropriately reduced to 5.

(5) As an editorial, I think the manuscript is somewhat lengthy, and a moderate

reduction in length is recommended.



