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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 challenge in tilapia aquaculture, streptococcosis caused by S. agalactiae, through a prophylactic dietary approach using C. vulgaris. The integration of live bacterial challenge trials with NMR metabolomics is an innovative approach that surpasses conventional immune assays by providing molecular-level insights. Additionally, the study contributes to the development of antibiotic-free disease management strategies,
which are currently a global regulatory priority.
	




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
	3
The title is too long and redundant. The phrases "Sustained Immune Improvements" and "Following Challenge" overlap in meaning. A more concise and precise revision is recommended.
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	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
IMRAD structure is present, but there is a critical inconsistency: C. vulgaris concentration is stated as
125 mg/kg bw in the abstract but Table 4 lists 120 mg/kg bw.
	

	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
Five relevant keywords. Suggest adding "innate immunity" or "aquaculture" to improve database discoverability.
	

	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
	2
The introduction is too brief (4 paragraphs) and fails to adequately discuss: S. agalactiae pathogenicity, limitations of current approaches, rationalization for NMR metabolomics, and specific knowledge gaps.
There is a serious typo and various grammatical errors.
	

	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
	3
Specific objectives are at the end of the introduction, but no formal hypothesis is formulated.
	

	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
	4
Literature is generally relevant. The Everts (2018) reference is cited twice identically in one bracket—a clear duplication.
	

	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
Methodological framework is conceptually sound, but: no statistical analysis for survival rate; distribution of 110 fish per group is not explained; no overview of
experimental design at the start of Methods; MVDA validation criteria are in Results, not Methods.
	

	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
Institutional ethical approval is well-documented (UPM/IACUC/AUP-R080/2018). Water quality parameters are also reported.
	

	9. Are the results presented clearly?
Rating Scale:
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	3
Results are generally understandable. Chemical shifts for the same metabolite are inconsistent across tables (palmitic acid recorded at δ 0.74, 0.86, and 0.90 in
different tables).
	

	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
	4
PCA/OPLS-DA score plots should include a 95% confidence ellipsis as per publication standards.
	

	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
Connections to literature exist but are shallow. Proposed mechanisms require stronger primary reference grounding.
	

	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
Main conclusions are supported by survival and metabolomics data. However, the "first time" claim using this approach needs thorough verification or should be toned down.
	

	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
No study limitations are discussed at all. This is a significant omission and unacceptable for a reputable
international journal.
	

	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
Sufficient quantity but contains duplications, incomplete references, and lacks coverage of 2020–2024 literature.
	

	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
Substantial improvement needed. Numerous grammatical errors, ineffective sentences, and one serious typo. Professional English editing is strongly recommended.
	




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.
	NO. Suggested revision: "Dietary Supplementation with Chlorella vulgaris Confers Protection Against Streptococcus agalactiae in Nile Tilapia: An NMR-Based Metabolomics Approach."
	



	Is the abstract of the article comprehensive?
s
If your answer is NO, please provide a brief, clear suggestion for improvement.
	NO. Concentration inconsistencies (125 vs 120 mg/kg bw) must be clarified. Sample size and statistical approaches need to be added.
	

	Is the manuscript scientifically correct?

If your answer is NO, please provide a brief, clear suggestion for improvement
.
	NOT ENTIRELY. Five main issues: (1) no formal statistical analysis for survival; (2) inconsistent chemical shifts; (3) Q2 > R2X in one MVDA model (Section 3.0.7) is statistically unusual; (4) interpretation of fold change < 1 as "no negative
effect" needs more careful explanation; (5) two sections numbered "1.0"—a basic structural error.
	

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

If your answer is NO, please provide clear suggestion for improvement.
	NO. Everts (2018) duplication, incomplete book chapter references, lack of 2020–2024 literature, and inconsistent formatting.
	

	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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