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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 presents a molecular verification of the invasive armoured catfish Pterygoplichthys pardalis from the Ujani reservoir (Maharashtra, India) using COI barcoding combined with morphological identification. The topic is relevant, particularly in the context of invasive species monitoring and biosecurity. The study adds regional data to the growing literature on Pterygoplichthys invasions in India. However, while the work is scientifically sound in concept, several methodological, analytical, and presentation issues must be addressed before the manuscript can be considered for publication.

	



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
	4 
	

	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 = Satisfactory
	

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

	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
	Rating: 4 = Good
	

	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
	 2 = Sampling design is improperly described
The manuscript does not clearly state:

Number of specimens analysed molecularly
Whether sequences represent multiple individuals or a single specimen
Criteria for selecting samples for barcoding

This limits the interpretability and reproducibility of the results.
Recommendation:
Explicitly mention:

Total number of specimens collected
Number of samples used for COI sequencing
Whether intra-population variability was assessed
	

	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
	Rating: 3 = Satisfactory
However, the review is not fully up to date. Most cited works cluster between the late 1990s and early 2010s, with limited inclusion of more recent (last ~8–10 years) molecular or invasion‑ecology studies. Recent advances in:

DNA barcoding standardization,
invasive fish monitoring using molecular tools,
population genetics or nuclear markers in Pterygoplichthys,

are largely absent.
Overall, the literature review is adequate for establishing background but would benefit from:

Incorporating more recent publications,
Reducing over‑reliance on older invasion reports,
More explicitly linking past studies to the specific gap addressed by this work.
	

	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= Exact primer sequences not provided
PCR reaction composition is unclear
No information on negative controls or contamination checks,

Only Neighbor-Joining (NJ) analysis was used. While acceptable for barcode studies, reliance on NJ alone is relatively weak by current standards.
Recommendation:
If possible, include:

A Maximum Likelihood (ML) tree, or
Genetic distance (K2P) analysis to support barcode discrimination

If not feasible, justify the exclusive use of NJ.

Hybridization claims are speculative
The manuscript repeatedly refers to “hybridization” and “hybrid superiority”. However:

Only mitochondrial COI data were analysed
No nuclear markers were used
No formal hybrid-detection analysis was conducted

Therefore, claims of hybridization are not adequately supported.
Recommendation:
Tone down hybridization claims or clearly state that hybridization is hypothesized, not demonstrated, based on COI similarity.
	

	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
	Rating: 5 = Excellent
	

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

	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


	Rating: 4 = Good,
Minor improvements are recommended:

Figure captions could be more descriptive (e.g., specifying sample size, methods, or scale where applicable).
The phylogenetic figure would benefit from clearer labeling (e.g., branch lengths, sequence IDs, and outgroup designation).
Reducing redundancy between figure descriptions and the main text would improve readability.
	

	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
	Rating: 4 = Good
Links to prior studies are sometimes descriptive rather than analytical (i.e., citing similar findings without deeply examining similarities or differences),
Claims regarding hybridization and hybrid superiority are discussed in light of previous literature but are not sufficiently constrained by the data generated in this study,
More recent molecular and invasion-ecology literature could be better integrated.
	

	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
	ating: 4 = Good

parts of the conclusion extend slightly beyond the direct evidence. In particular, statements implying hybridization or hybrid superiority are not fully supported by the data, as only mitochondrial COI sequences were analyzed and no nuclear markers or explicit hybrid-detection analyses were performed. These interpretations would be better framed as hypotheses or possibilities rather than firm conclusions.
In summary, the core conclusions on molecular verification and species identification are well supported, but some broader ecological and evolutionary inferences would benefit from more cautious wording.
	

	

	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
	YES
	

	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
	Yes 
	



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
	

	Is the abstract of the article comprehensive? 
s
If your answer is NO, please provide a brief, clear suggestion for improvement.

	Yes 
	

	Is the manuscript scientifically correct? 

If your answer is NO, please provide a brief, clear suggestion for improvement
.
	Sampling design is improperly described
The manuscript does not clearly state:

Number of specimens analysed molecularly
Whether sequences represent multiple individuals or a single specimen
Criteria for selecting samples for barcoding

Total number of specimens collected
Number of samples used for COI sequencing
Whether intra-population variability was assessed

However, the review is not fully up to date. Most cited works cluster between the late 1990s and early 2010s, with limited inclusion of more recent (last ~8–10 years) molecular or invasion‑ecology studies. Recent advances in:

DNA barcoding standardization,
invasive fish monitoring using molecular tools,
population genetics or nuclear markers in Pterygoplichthys,

are largely absent.
Overall, the literature review is adequate for establishing background but would benefit from:

Incorporating more recent publications,
Reducing over‑reliance on older invasion reports,
More explicitly linking past studies to the specific gap addressed by this work.
3= Exact primer sequences not provided
PCR reaction composition is unclear
No information on negative controls or contamination checks,

Only Neighbor-Joining (NJ) analysis was used. While acceptable for barcode studies, reliance on NJ alone is relatively weak by current standards.
Recommendation:
If possible, include:

A Maximum Likelihood (ML) tree, or
Genetic distance (K2P) analysis to support barcode discrimination

If not feasible, justify the exclusive use of NJ.

Hybridization claims are speculative
The manuscript repeatedly refers to “hybridization” and “hybrid superiority”. However:

Only mitochondrial COI data were analysed
No nuclear markers were used
No formal hybrid-detection analysis was conducted

Therefore, claims of hybridization are not adequately supported.
Recommendation:
Tone down hybridization claims or clearly state that hybridization is hypothesized, not demonstrated, based on COI similarity.
	

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

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

	No, However, the references are not fully recent. Most cited studies date from the late 1990s to early 2010s, with limited inclusion of literature from the past decade. Given the continued development of molecular identification tools, invasion biology, and fish barcoding frameworks, the manuscript would benefit from incorporating more up‑to‑date studies (e.g., post‑2015 work on invasive catfishes, molecular surveillance, or integrative taxonomy).
In summary, the references adequately support the study but require updating to reflect current research trends and to strengthen the manuscript’s contemporary relevance.
	

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

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

	No 
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