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	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 introduction gives a good overview of leptospirosis, its zoonotic importance, and diagnostic challenges.

Some sentences are fragmented or redundant, e.g., the opening line: “Leptospirosis, a significant re-emerging zoonotic disease affecting” should be rewritten as a complete sentence.
	

	Is the title of the article suitable?

(If not please suggest an alternative title)


	Yes, the title is suitable
	

	Is the abstract of the article comprehensive? Do you suggest the addition (or deletion) of some points in this section? Please write your suggestions here.


	Yes, the abstract of the article is comprehensive
	

	Is the manuscript scientifically, correct? Please write here.
	Yes, the article is scientifically correct
	

	Are the references sufficient and recent? If you have suggestions of additional references, please mention them in the review form.
	No, the references are not sufficient, add more references.
	

	Is the language/English quality of the article suitable for scholarly communications?


	Yes, the quality of English is good
	

	Optional/General comments


	The aim, methodology, results, and conclusion are clearly structured and easy to follow. However, the "Aim" and "Study design" labels make it read more like a project proposal than a journal abstract. Consider merging them into a cohesive paragraph.
ABSTRACT
· The aim, methodology, results, and conclusion are clearly structured and easy to follow.
· However, the "Aim" and "Study design" labels make it read more like a project proposal than a journal abstract. Consider merging them into a cohesive paragraph.
· The statistics are well-presented, but it would be helpful to include the confidence intervals for sensitivity values instead of just percentages.
· The conclusion is strong, but the phrase “capable of detecting infection even in early stages when antibody response is absent” could be made more precise by clarifying whether this was directly observed in the study or inferred from existing knowledge.
· Keywords are relevant but could be reduced to 5–6 words for better indexing (e.g., “Leptospirosis, Canine, Nested PCR, 16S rRNA, Diagnosis”).
INTRODUCTION
· The introduction gives a good overview of leptospirosis, its zoonotic importance, and diagnostic challenges.
· Some sentences are fragmented or redundant, e.g., the opening line: “Leptospirosis, a significant re-emerging zoonotic disease affecting…” should be rewritten as a complete sentence.
· The mention of 69 species and 250 serovars adds depth, but citing Antoniolli et al. (2025) may be problematic if it’s a future reference (check if it’s already published or in press).
· A clearer knowledge gap statement is needed why nested PCR is better than conventional PCR or MAT should be explained more directly.
· Good justification is provided, but the transition to the study’s objective could be smoother. Consider ending with a direct research question/hypothesis.
MATERIAL AND METHODS
· Well-organized into subsections, which improves readability.
· The description of sample collection is concise but could mention ethical approval and owner consent, which is standard in veterinary clinical studies.
· In the MAT section, it would help to explain the cutoff titer selection (why 1:200 was considered positive) and cite a relevant guideline.
· The PCR primer tables (Table 1 and 2) are clear and formatted well. However:
· Check for typo in "lipl32" (should be lipL32 consistently).
· Primer references (Krishna et al., 2013; Natarajaseenivasan et al., 2012) should be expanded with proper citations.
· The nested PCR description is thorough, but the thermal cycling parameters could be presented in a more compact tabular form for clarity.
· Safety considerations (handling of ethidium bromide) should be briefly mentioned.
RESULTS:
The epidemiological breakdown (age, breed, clinical signs) is well-detailed, but the percentages could overwhelm the reader. Consider summarizing in tables or figures instead of text blocks.
· The MAT results (section 3.1) are presented clearly, but figure captions (“Fig.1, Fig.2…”) need better descriptions currently they only state magnification/titer without context.
· Section 3.2 (lipL32 PCR) is clear; however, Fig.4 caption should include details of sample identity or case number to add relevance.
· Section 3.3 (Nested PCR) is well-written, but describing bands as “faint” or “sharp” is subjective; better to say “weak/strong intensity bands.”
· The comparison of diagnostic tests (3.4) is crucial, but the interpretation is brief. A short explanation of why MAT performed poorly in acute cases would strengthen the discussion.
· Citations (e.g., Miotto et al. 2018, Di Azevedo et al. 2021) are relevant but ensure consistency in citation style (currently a mix of author-year and numeric style).
DISCUSSION
Discussion section should be separated and don’t merge with the results.
CONCLUSION
· Clear and concise, reinforcing the study’s main findings.
· The phrase “superior ability to detect leptospiral DNA” is strong but could be softened to “demonstrated higher sensitivity” for scientific caution.
· Good emphasis on integrating molecular and serological methods. You may also suggest future directions such as testing on a larger sample size, validation in field settings, or cost-effectiveness comparisons.
· A limitation statement is missing (e.g., small sample size, cross-sectional design, absence of culture confirmation). Including this would strengthen credibility.
References:
The references should be increased up to 35 references and all references must be up to dated. 
Overall strengths: Clear methodology, strong results, logical structure, and practical conclusions.
Areas to improve: Abstract structure, introduction flow, presentation of results (tables/figures), consistency in terminology/citations, and inclusion of study limitations.
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