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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 makes a significant contribution to aquaculture and public health microbiology by establishing a direct link between commercially traded live feed (Limnodrilus hoffmeisteri / Tubifex worms) and the presence of clinically relevant pathogens such as Aeromonas hydrophila, Pantoea agglomerans, Acinetobacter sp., and Aspergillus terreus.
· By combining traditional biochemical characterization with modern molecular tools — including COI barcoding, 16S rRNA, and 18S rRNA gene sequencing — the study provides a robust and reproducible framework for microbial surveillance of live aquatic feed organisms.

· The findings are particularly valuable for ornamental fish farmers, aquaculture managers, and veterinary microbiologists, as they highlight an often-overlooked disease transmission pathway that could compromise fish health and biosecurity.


	GOOD WORK



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 GOOD
	

	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
	4 GOOD
	

	3. Are the keywords appropriate and useful?

Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	3 – Satisfactory


	

	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 – Satisfactory

	

	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 – Needs Improvement


	

	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 – Satisfactory


	

	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 GOOD
	

	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 GOOD
	

	9. Are the results presented clearly? 

Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	NA
	

	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 SATISFACTORY
	

	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 SATISFACTORY
	

	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 SATISFACTORY
	

	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 POOR
	

	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 SATISFACTORY
	

	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
	3 SATISFACTORY
	


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.
	· The term "Microbial Flora" is outdated; replace with "Microbial Pathogens" or "Microbial Community." 

· The title should reflect the molecular characterization aspect, which is a key strength of the study. 

· The applied aquaculture context (ornamental fish live feed) is absent from the title despite being central to the study's significance.
	

	Is the abstract of the article comprehensive? 

If your answer is NO, please provide a brief, clear suggestion for improvement.
	· Add an opening problem statement that contextualizes the study and identifies the research gap. The abstract currently begins with the subject organism without explaining why the study was needed. 

· Include a mention of biochemical characterization, which is a significant methodological component described in the main text but entirely absent from the abstract, creating an inconsistency. 

· Strengthen the conclusion by replacing the generic disinfection recommendation with a more specific and impactful statement about the public health or aquaculture biosecurity implications of the findings. 

· Quantify the findings where possible — for example, specifying the number of bacterial and fungal isolates obtained and the percentage similarity thresholds used in the BLAST analysis would improve precision. 

· Consider restructuring the abstract using the standard Background – Methods – Results – Conclusion framework for greater clarity and completeness.


	

	Is the manuscript scientifically correct? 

If your answer is NO, please provide a brief, clear suggestion for improvement.
	· Unsupported recommendation on antibiotic use: The conclusion recommending the use of "antibiotics with higher efficacy" before feeding worms to aquaculture organisms is scientifically irresponsible and unsupported by any data in the manuscript, as no antimicrobial susceptibility testing was performed. This statement should either be supported by AST data or removed entirely, particularly given the global concerns around antimicrobial resistance in aquaculture. 

· Missing phylogenetic tree: The manuscript describes phylogenetic analysis (Section 2.10) as part of the methodology using MEGA software version 11, but no phylogenetic tree is presented in the results. This is a critical scientific omission for a molecular identification study and must be included. 

· Unreported physicochemical parameters: Water samples were tested for various physicochemical parameters as stated in the methods (Section 2.1), but the results of these tests are never reported. This represents a direct inconsistency between the methods and results sections.

	

	Are the references sufficient and recent? 

(YES or NO)

If your answer is NO, please provide clear suggestion for improvement.
	  Remove irrelevant references: Several references have no apparent connection to the study's subject matter, including works on Moringa oleifera, Ganoderma lucidum, RNA extraction from cartilage and intervertebral discs, broiler chicken nutrition, and goat feed. These should be removed as they undermine the credibility of the reference list and suggest poor reference management. 
  Increase recency of references: A considerable number of references date back to the 1980s and 1990s. For a study published in 2024–2025, at least 60–70% of references should ideally be from the last ten years. More recent literature on the pathogenicity of Aeromonas hydrophila, Pantoea agglomerans, and Acinetobacter sp. in aquaculture settings should be incorporated. 

  Add references on antimicrobial resistance (AMR): Given that the isolated organisms are globally recognized AMR threats — particularly Acinetobacter sp. and Aeromonas hydrophila — recent literature on AMR profiles of these pathogens in aquatic environments is conspicuously absent and should be included. 

  Add references supporting the disinfection/biosecurity conclusion: The study's key practical recommendation — disinfecting Tubifex worms before use as live feed — is not supported by any cited literature on disinfection protocols or biosecurity measures for live aquatic feed organisms.
	

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



	
	Author’s Feedback

	The manuscript presents a relevant and timely investigation into the microbial pathogens associated with Limnodrilus hoffmeisteri (Tubifex worm), a commercially important live feed organism in ornamental fish aquaculture. The study addresses an important biosecurity concern and employs a commendable combination of classical microbiological and modern molecular techniques. However, the manuscript in its current form requires major revision before it can be considered for publication. The following comments are provided to guide the authors in strengthening the scientific rigor, clarity, and completeness of the work.


	


PART  3: 

	

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



	Are there ethical issues in this manuscript? 


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