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Specific Comments to Authors:

This manuscript describes a study investigating cytokine expression and related gene expression in
metastatic colorectal cancer patients treated with oncolytic reovirus. The topic is of interest, and the
experimental rationale is appreciated. However, several significant limitations prevent me from
recommending the manuscript for publication in its current form. I encourage the authors to address the
following points to improve the quality and impact of the work:

We thank Reviewer 1 for reviewing our manuscript and providing invaluable comments that will improve
the quality of the article.

1. Sample size and follow-up: As noted by the authors, the study population is very small, which limits the
robustness of the statistical analyses. A longer follow-up period would provide more reliable conclusions.
The inclusion of clinical outcomes, such as tumor regression, would also strengthen the findings. If these
are not available, the limitations should be explicitly acknowledged and justified with logical reasoning.

Thank you for this valuable comment. We have acknowledged the small sample size in the manuscript.
The primary inclusion criteria were KRAS mutated metastatic colorectal cancer (mCRC) that progressed in
front-line treatment. The primary focus of this manuscript is the study of the effect of REOVIRUS, a biologic
in gene expression and cytokine expression over a period of 15 days pre and post REOVIRUS
administration. This was a phase 1 clinical trial with small subject size to test for therapeutic tolerance, and
we performed additional study to look for alterations in gene and cytokine expression as an effect of the
virus treatment. In possible future phase II trial with a larger cohort, we might focus more on clinical
outcomes in correlation to specific gene expressions. It is beyond the scope of this paper. We have reiterated
it in highlight for clear understanding.

"Reovirus is an immunomodulatory oncolytic virus, was administered to patients with KRAS mutant
metastatic CRC. This study was primarily undertaken to understand its effects on the cytokine levels (by
ELISA) and gene expression pattern (by transcriptomic analysis) pre and post treatment.



2. Description of patient samples: More detailed information is needed about the experimental and control
groups. Were the groups matched in terms of age, sex, disease status, and extent of metastasis? If not, these
differences should be clearly described, and their potential impact analyzed.

We sincerely thank the reviewer for this critical insight. Although this study had a control group, we have
used the patient’s pretreatment values as a normalization method for post treatment values. The control
group was used just to check that the gene expression and cytokines highlighted in the study are NOT
showing similar alterations when reovirus was not used. The manuscript has now been revised for more
clarity with the calculation’s details. The control patient details have been removed from the main
manuscript to avoid any confusion This is preliminary case study with only a 5-patient cohort which gave
very little flexibility of group matching. We have highlighted this in our discussion.

3. Causality of associations: The observed associations between cytokine expression and gene expression
do not establish causality. Functional validation experiments, or at minimum a discussion of their necessity,
should be included.

Thank you for this statistical insight. Functional validation experiments are not possible as all subjects are
deceased and the obvious scarcity of the biological samples from very sick metastasized colorectal cancer
patients. We have now included this in the discussion.

4. Introduction: The introduction would benefit from a clearer classification of the cytokines examined in
this study (e.g., pro-inflammatory, anti-inflammatory, antiviral, immune cell activators/growth factors),
which would help readers understand and evaluate the manuscript more easily.

Thank you once again the Introduction has now been modified to highlight the classification of the
cytokines for better understanding. Supplementary Table 6 is now included to provide a clear classification
of the cytokine’s studies.

5. Figures: Some figures lack sufficient captions to explain the data. In addition, in Figure 4a, the graph line
for AKT1 appears to be missing.

Thank you for pointing out. In figure 4a the line for AKT1 and STAT 3 are overlapping one another. For
more clarity we added the data table to the Figure 4a graph to show that the values were very close to one
another and added supplemental graph showing the AKT1 and SAT3 expression fold change, omitting
NFKBIA for better visual clarity.

Conclusion: Overall, this study addresses an interesting and potentially important area of research.
However, the current limitations in sample size, methodological detail, and functional validation
significantly weaken the conclusions. Substantial revision and additional data will be necessary before the
manuscript can be considered for publication.

I would humbly urge the reviewer to appreciate that this was a case study with small sample size hence all
parameters and classification were not possible. All the same alterations at transcriptional and translational
levels upon the administration of biologic reovirus is therapeutically relevant and provides a direction for
future treatment of mCRC.



Editorial Office’s comments. Authors must revise the manuscript according to the Editorial Office’s
comments and suggestions, which are provided below:

(1) Science Editor:

1 Scientific quality: The authors submitted a case control study of the gene and cytokine expression

profiles of metastatic colorectal cancer patients post reovirus administration.
(1) Classification: Grade C;

(2) Summary of the Peer-Review Report: The topic is of interest, and the experimental rationale is
appreciated. However, the following problems still need to be solved. (1) A longer follow-up period would
provide more reliable conclusions; (2) More detailed information is needed about the experimental and
control groups; (3) Functional validation experiments; (4) A clearer classification of the cytokines detected
in this study will help readers understand and evaluate the paper more easily; and (5) Some figures lack

sufficient captions to explain the data.

The peer review rebuttal is given in page 1 of this document.

(3) Manuscript Type: After verification, the manuscript type is "Case Control Study".

2 Specific comments

(1) Country/Territory of origin: United States. Provided

(2) Manuscript Title:

The title should not start with “The”. “The” has been removed from the title

Except for capitalization of the first word, all other words are represented in lowercase.

(3) Authors and institution(s): Author names should be written out first and typed in bold, followed by a
comma and the complete name of the affiliated institution, city, province/state, postcode and country

typed in non-bold. Examples for authors name and institutions are:
Radhashree Maitra, Biology, Yeshiva University, NY 10033, United States

(4) Author contributions: The “‘Author contributions’ passage describes the specific contribution(s) made
by each author. The author’s names will be listed in the following format: full family (sur)name, followed

by abbreviated first and middle names. For example, Bryan L Copple should be revised as Copple BL. A



full multi-author example is: Wang CL, Liang L, Fu JF, Zou CC, Hong F and Wu XM designed the research
study; Wang CL, Zou CC, Hong F and Wu XM performed the research.

(5) Please add “Key Words”: Done
The ‘Key words’ list will provide 5-10 keywords that reflect the main content of the study.

(6) Please add “Core Tip”. The Core Tip is a short paragraph that is independent of the content of the
Abstract. The “Core Tip” will provide a succinct summary of the study that outlines its most innovative and
important arguments. This section should be less than 100 words. Abbreviations must be defined upon first
appearance in the Core Tip. Do not use non-standard abbreviations, unless they appear at least two times

in the text preceding the first usage/definition.

(7) Audio Core Tip. In order to attract readers to read the full-text article, we request that the first author
make an audio file describing the final core tip. This audio file will be published online, along with the
article. The author can invite English language editing company to assist in resolving the language

issues of Audio Core Tip.
(8) There are issues with the references:

Please provide the PMID numbers (https://pubmed.ncbinlm.nih.gov/) and DOI citation numbers
(https:/ /doi.crossref.org/simpleTextQuery) to the reference list and list all authors of the references. If a

reference has no PMID and DO, please provide the source website address of this reference.

To ensure the accuracy of the references, please use "Edit References by Auto-Analyser"

(https:/ /www.f6publishing.com/Forms/main/ ArticleReferenceTool.aspx) to edit the references of the

manuscript.

(9) Figures. All figures must have a detailed figure legend that provides a clear and comprehensive
description of the information presented in the figure, so that the reader can understand without having to
refer back to any other portion of the manuscript. Uniform presentation should be used for figures showing
the same or similar contents; for example, “Figure 1 Pathological changes of atrophic gastritis after

treatment. A: ..;B: .., C...;D: ., E ., F .., G:..".

Abbreviations must be defined upon first appearance in the Figure Legends. Do not use non-standard

abbreviations, unless they appear at least two times in the text preceding the first usage/ definition.

Original figure documents. In the meantime, authors should provide the original figure documents. Please prepare
and arrange the figures using PowerPoint to ensure that all graphs or arrows or text portions can be reprocessed by

the editor, and upload it to the file destination of “Image File” in the F6Pubishing system.


https://www.f6publishing.com/Forms/main/ArticleReferenceTool.aspx

(10) Tables.
The Table title needs to be bolded. Done

Authors are required to provide standard three-line tables, that is, only the top line, bottom line, and
column line are displayed, while other table lines are hidden. The contents of each cell in the table should
conform to the editing specifications, and the lines of each row or column of the table should be aligned.

Do not use carriage returns or spaces to replace lines or vertical lines and do not segment cell content.

(11) Please provide the detailed name and number of the fund. Please upload the approved grant
application form(s) or funding agency copy(ies) of any approval document(s). [Funded by Oncolytics
Biotech for the transcriptome Analysis to RM, Montefiore Medical Center, Institutional funding to SG
supported the cytokine assay, the microRNA determination, Western blot analysis and the QPCR studies

and Yeshiva University in personnel support]

(12) Abstract. The 5 sections of the structured abstract are: BACKGROUND; AIM; METHODS; RESULTS;
CONCLUSION. Done

AIM. The purpose of the study should be stated clearly, with no or minimal background information, must

start with "To", following the format of: “To investigate/study/determine...”.
3 Recommendation: Conditional acceptance.

Language Quality: Grade A (Excellent)

Scientific Quality: Grade C (Good)

(2) Executive Editor-in-Chief:

I have reviewed the Peer-Review Report, full text of the manuscript, all of which have met the
basic publishing requirements of the World Journal of Clinical Oncology, and the manuscript is
conditionally accepted. I have sent the manuscript to the author(s) for its revision according to
the Peer-Review Report, Editorial Office’s comments and the Criteria for Manuscript Revision by

Authors.



