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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 a critical gap in livestock management by investigating the salivary crystallization pattern as a non-invasive diagnostic tool for estrus detection in Lakhimi cows, a prominent indigenous breed of Assam. The research is highly significant for the scientific community and local stakeholders as it proposes a cost-effective and practical alternative to conventional, often invasive, or labor-intensive heat detection methods. By establishing a correlation between salivary ferning patterns and the estrus cycle, this study contributes valuable physiological data that can enhance the efficiency of artificial insemination and reproductive management in indigenous cattle. Furthermore, the findings promote the conservation and optimized production of local germplasm, which is essential for sustainable animal husbandry in tropical regions.
	



PART 2.1 (Objective Evaluation)

	
	Rating of the Reviewers
	Author’s Feedback 

	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
	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
	

	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
	4
	

	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
	

	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
	5
	

	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
	

	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
	4
	



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. The title is concise and accurately reflects the core variables of the study: the diagnostic marker (salivary crystallization), the physiological state (estrus), and the specific subject (Lakhimi cows).
	

	Is the abstract of the article comprehensive? 

If your answer is NO, please provide a brief, clear suggestion for improvement.
	NO. While the abstract follows the required structural sub-sections like Aims, Methodology, Results and Conclusion, but the Results section should be more quantitative. It is recommended to include specific percentages of accuracy for the ferning pattern observed during estrus compared to other phases.
	

	Is the manuscript scientifically correct? 

If your answer is NO, please provide a brief, clear suggestion for improvement.
	YES (Minor Revision Need). The methodology of using salivary ferning for estrus detection is a documented technique in veterinary science. However, for full scientific validity, the authors must clarify the standardization of sample collection such as time of day and fasting status as salivary electrolytes are sensitive to external factors and need to add some citation has been used in methods
	

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

If your answer is NO, please provide clear suggestion for improvement.
	NO. While the number of references is adequate to support the study's claims, there is a lack of high-impact literature from the last 3–5 years regarding modern biosensors or advanced hormonal correlations in indigenous breeds. Adding more recent comparative studies would strengthen the Discussion section. Furthermore, the authors must ensure all references strictly follow the journal's numerical order and specific formatting.
	

	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 involves experiments on live animals (Lakhimi cows). According to the publisher's guidelines, all manuscripts dealing with animal subjects must be approved by an Institutional Review Board (IRB) or Ethical Committee. The authors must explicitly state the approval number and confirm that "Principles of laboratory animal care" (NIH publication No. 85-23) were followed. Currently, this statement and the specific approval number are missing or insufficiently detailed in the draft.
	

	1. 



PART 3

	Editorial Comments (This section is reserved for the comments from journal editorial office and editors):


	
	Author’s Feedback

	
Spesific Notes for the Authors:
1. The absence of an ethical approval certificate is a fatal flaw. Even though saliva collection is non-invasive, the study involves invasive hormone injections and repeated ultrasonography (USG), which strictly require prior approval from an Institutional Animal Ethics Committee (IAEC). Please provide the specific approval number and the governing body's name!
2. Explain more detailed and standardized protocol for saliva collection. It is crucial to state whether samples were collected at the same time each day to account for circadian rhythms.
3. Please clarify the animals' status during collection such as fasting status or water intake, as salivary electrolytes and viscosity are highly sensitive to external factors and metabolic states.
4. The classification of "fern," "non-fern," or "atypical" patterns needs to be more objective. I strongly suggest implementing a numerical scoring system or citing a specific visual reference to reduce observer subjectivity.
5. In the "Screening of follicular diameter" and "Estimation of serum hormonal profile" sections, appropriate citations for the established methods used must be provided.
6. Documentation of USG images showing the follicle measurements should be included in the manuscript to support the findings.
7. For the salivary pattern identification photos, please include the specific microscopic magnification and scale bars.
8. The discussion should be strengthened by specifically correlating crystallization changes with fluctuations in estrogen and progesterone levels. A deeper biochemical explanation regarding how estrogen-regulated sodium chloride (NaCl) concentration affects ferning is required to support the findings.
9. Please include a quantitative comparison of this method's effectiveness against standard estrus detection methods, such as visual behavioral observation or vaginal mucosal changes.
10. Please explore the limitations of the study, specifically how external factors like diet, ambient temperature, or humidity might influence salivary composition and the resulting patterns.
11. The abstract and results sections should include specific percentages of accuracy for the "ferning" pattern during estrus compared to other phases of the cycle to provide a clearer diagnostic value.
12. There is a lack of high-impact literature from the last 5 years. Please add recent studies regarding modern biosensors or advanced hormonal correlations in indigenous breeds.
13. Ensure all in-text citations follow the format and that the reference list at the end follows the numerical order of appearance as per the journal template.
For the reference list, please ensure all entries strictly follow the formatting rules, such as listing only the first six authors followed by et al..

I have completed the review of manuscript Ms_JABB_156447. While the study explores a practical and non-invasive approach to estrus detection in an indigenous cattle breed (Lakhimi cows), I have identified several critical issues that necessitate a Major Revision:
1. The most significant concern is the absence of an Institutional Animal Ethics Committee (IAEC) approval number. Although the primary focus is on saliva (non-invasive), the methodology involves hormonal inductions and repeated ultrasonography. This is a fatal omission in veterinary research and must be rectified with official certification before proceeding.
2. [bookmark: _GoBack]The manuscript lacks a standardized protocol for saliva collection, which is essential given how sensitive salivary electrolytes are to external factors. Furthermore, the classification of "ferning" patterns remains too subjective and requires a more objective scoring system or clear visual references.
3. The authors failed to provide primary visual evidence for their USG findings (follicle measurements) and did not include scale bars or magnification details for the microscopic images of the crystallization patterns.
4. The Discussion section is currently too descriptive. It requires a more robust biochemical analysis linking estrogen-regulated sodium chloride levels to the ferning patterns, as wells as a quantitative comparison with standard estrus detection methods.
While the topic is relevant and suitable for the journal's scope, the current version of the manuscript lacks the necessary ethical transparency and methodological detail required for publication. I recommend a Serious Major Revision to allow the authors to address these fundamental deficiencies.
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