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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.
	The manuscript addresses an important and relatively underexplored aspect of buffalo physiology by examining antioxidant-gene expression in PBMCs across lactation stages in the indigenous Pandharpuri breed. The work has potential value for understanding stage-specific metabolic adaptation and for generating hypotheses related to oxidative-stress management in dairy buffaloes. The inclusion of CAT, SOD and GPX family members provides a useful overview of major enzymatic antioxidant pathways. However, the scientific impact of the study is presently limited by insufficient statistical reporting, incomplete qPCR validation details, absence of an animal-ethics statement, and some interpretations that extend beyond the data presented. These issues should be addressed before the findings can be considered robust.
	



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
	

4/5

	

	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
	

3/5
	

	3. Are the keywords appropriate and useful?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	1/5
A distinct Keywords section is not evident in the manuscript. Please add 5-7 informative keywords that are not merely repetitions of the title, e.g., Pandharpuri buffalo, PBMC, oxidative stress, antioxidant genes, lactation stage, qPCR, GPX/SOD.
	

	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
	

	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
	

4/5
	

	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
	
3/5
	

	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
	

3/5
	

	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
	1/5
Blood was collected from 32 buffaloes, but no Institutional Animal Ethics Committee/ethical approval number, owner consent, or statement of compliance with animal-welfare guidelines is provided. This information is essential and must be added.
	

	9. Are the results presented clearly? 
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	2/5
The descriptive fold-change patterns are presented, but inferential statistics (test used, P values, confidence intervals and/or superscript group comparisons) are absent. Without testing ΔCt values across groups, statements regarding meaningful up- or down-regulation cannot be adequately supported.
	

	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


	

3/5
	

	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
	2/5
The Discussion cites relevant literature, but several sections are repetitive and some interpretations contradict the study's own results. For example, the manuscript later states that SOD1, SOD2, CAT and GPX1 PBMC mRNA typically decline in early lactation, whereas the reported data show early upregulation of several of these genes. The discussion should be rewritten around the actual results and should clearly separate speculation from evidence.
	

	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
	2/5
The general direction of some conclusions follows the reported fold changes, but conclusions that early lactation is the 'most hazardous' oxidative window and that specific antioxidant supplementation is required are stronger than the data justify. No biochemical oxidative-stress markers, health outcomes, supplementation trial, or inferential statistics are presented. Conclusions should be restricted to observed expression patterns.
	

	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
	1/5
A dedicated limitations section is not provided. Important limitations include small group size, cross-sectional grouping, absence of longitudinal sampling, lack of biochemical oxidative-stress measurements, possible confounding by parity/age/milk yield/diet/season/health status, reliance on one reference gene, and absence of formal qPCR efficiency/statistical reporting.
	

	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
	

3/5
	

	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
	2/5
The manuscript contains frequent grammatical, punctuation, capitalization and sentence-structure problems that affect readability. There are duplicated phrases, incomplete sentences and inconsistent gene nomenclature. Thorough professional English editing is required.
	




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.

	YES, with minor modification recommended. The title reflects the study, but 'PBMCs' and 'across different lactation stages' would improve precision.
	

	Is the abstract of the article comprehensive? 

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

	NO. It is informative but should briefly include the statistical approach and statistical significance, and should avoid interpreting fold changes alone as proof of oxidative stress. Major methodological limitations should also be acknowledged.
	

	Is the manuscript scientifically correct? 

If your answer is NO, please provide a brief, clear suggestion for improvement
.
	NO, not in its present form. The biological premise is plausible, but the manuscript lacks essential qPCR quality-control details and inferential statistical analysis. Several causal interpretations are stronger than the presented data, and parts of the Discussion contradict the reported expression patterns.

	

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

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

	NO. The references are broadly relevant, but recent citations and bibliographic details should be verified, formatting standardized, and key qPCR methodological references added. Cross-species evidence should be clearly identified as supportive rather than directly confirmatory.
	

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

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

	YES. The manuscript reports blood sampling from live buffaloes but does not provide an ethical approval/IAEC statement, approval number, consent statement, or welfare-compliance declaration. This omission must be corrected before publication.
	



Reviewer details:
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