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PART 1 (Importance of the manuscript) 

	
	Comments of the Reviewers
	Author’s Feedback 


	Please write a few sentences regarding the importance of this manuscript for the scientific community. A minimum of 3-4 sentences may 
be required for this part.
	This manuscript addresses an interesting and potentially relevant aspect of cervical cancer biology by investigating lectin-reactive O-glycan patterns in HPV-positive and HPV-negative cervical cancer cell lines. The topic is potentially important because aberrant glycosylation, including T/Tn-associated structures, may contribute to tumor biology and immune-related mechanisms in cancer. The use of cytochemistry, flow cytometry, lectin-based blotting and lectin-based precipitation provides complementary experimental approaches. However, important methodological and interpretative issues need to be addressed, particularly regarding the attribution of observed differences to HPV status and the direct identification of T and Tn antigens. Substantial revision is therefore required before the findings can be considered fully supported.
	



PART 2.1 (Objective Evaluation)

	
	Rating of the Reviewers
	Author’s Feedback (Revision of the Manuscript and Feedback of Authors are mandatory for Rating of 2 and 1)

	1. Is the title clear and appropriate for the study? 
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	3
	

	2. Is the abstract of the article comprehensive? 
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	3
	

	3. Are the keywords appropriate and useful?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	4
	

	4. Is the background information of the paper sufficient and well organized?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	3
	

	5. Are the research objectives/hypotheses clearly stated?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	4
	

	6. Is the literature review relevant and up to date?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	3
	

	7. Is the research methodology appropriate for the study?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	2
	

	8. Were ethical issues properly addressed (if applicable)?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	4
	

	9. Are the results presented clearly? 
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	        3
	

	10. Are tables and figures clear, relevant, and necessary?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable


	       3
	

	11. Does the discussion relate findings to existing literature?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	        3
	

	12. Are the conclusions supported by the data?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	        3
	

	13. Are the limitations of the study discussed?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	        2
	

	14. Are the references relevant and sufficient (in number)?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor 
N/A = Not Applicable
	       3
	

	15. Is the manuscript written in clear and understandable language?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor 
N/A = Not Applicable
	        2
	



PART 2.2 (Subjective Evaluation)

	
	Reviewer’s comment

	Author’s Feedback (It is mandatory that authors should write his/her feedback here)


	Is the title of the article suitable?

If your answer is NO, please provide a brief, clear suggestion for improvement.

	Νο.The title should be revised because the current experimental approach does not directly establish the identity or expression of T and Tn antigens. The main experimental evidence is based on Amaranthus leucocarpus lectin (ALL) recognition. Therefore, a more cautious title referring to ALL-reactive or T/Tn-associated O-glycan structures would more accurately reflect the data. In addition, the comparison of two HPV-positive cell lines with only one HPV-negative cell line does not allow definitive attribution of the observed differences to HPV status.
	

	Is the abstract of the article comprehensive? 

If your answer is NO, please provide a brief, clear suggestion for improvement.

	The abstract summarizes the experimental procedures and main findings, but some statements should be interpreted more cautiously. In particular, ALL binding should not be presented as definitive evidence of T and Tn antigen expression without additional antigen-specific or molecular characterization. The abstract should also acknowledge that only three cell lines were examined and that the experimental design does not establish a causal relationship between HPV status and the observed glycosylation differences.
	

	Is the manuscript scientifically correct? 

If your answer is NO, please provide a brief, clear suggestion for improvement
.
	Νο.  Several important scientific and methodological issues require correction or clarification. First, the SiHa cell line is described as HPV-18-positive in the manuscript. This should be corrected, as SiHa (ATCC HTB-35) is an HPV-16-positive cervical cancer cell line. This error should be corrected throughout the manuscript.
Second, the use of Amaranthus leucocarpus lectin demonstrates lectin-reactive carbohydrate structures but does not, by itself, definitively establish the molecular identity of T and Tn antigens. The terminology and interpretation should therefore be revised accordingly.
Third, the experimental design includes two HPV-positive cell lines and only one HPV-negative cell line. Consequently, differences between individual cell lines cannot be attributed specifically to HPV status because cell-line-specific biological characteristics represent an important potential confounder.
Fourth, the approximately 65-kDa lectin-reactive band is discussed as potentially representing moesin mainly on the basis of molecular weight. Molecular weight similarity alone is insufficient for protein identification, and this interpretation should either be experimentally validated or substantially moderated.
Finally, the statistical analysis of the flow-cytometry data requires clearer reporting, including the number of independent biological replicates, measures of variability, statistical tests and corresponding P values.
	

	Are the references sufficient and recent? 
(YES or NO)

If your answer is NO, please provide clear suggestion for improvement.

	No. The reference list contains relevant literature; however, the manuscript would benefit from additional recent literature addressing HPV-associated carcinogenesis and the molecular and immunologic mechanisms underlying HPV-related malignancies. The authors may consider relevant recent publications in these areas, including the following:
1. Evaluation of the attributable fraction and burden of HPV-related oropharyngeal cancers in Greece—the ORPHEAS study. ESMO Open. 2024;9(10):103724. doi:10.1016/j.esmoop.2024.103724.
2. Multiple Head and Neck Cancers: Molecular and Immunologic Underpinnings. Journal of B.U.ON. 2025;28. doi:10.5530/jbuon.20250036.
These references may be considered where appropriate to the revised Introduction and Discussion.
	

	Are there ethical issues in this manuscript?
(YES or NO)

(If yes, kindly please write down the ethical issues here in details)

	No major ethical concerns are apparent from the information provided. The authors report approval by the Research Ethics Committee of the Faculty of Dentistry of the Universidad Autónoma Benito Juárez de Oaxaca (No. 24PV010FO) and state that written informed consent was obtained. However, the manuscript should provide clearer information regarding the number and characteristics of the human cervical tissue samples and the criteria used for their selection.
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