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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.
	1. The study presents a computational workflow combining CHOPCHOP for gRNA prediction and CRISPOR for specificity/off-target assessment.
2. It evaluates ANS-targeting gRNAs in rice and maize, identifying candidate guides for future experimental work.
3. The work is relevant to plant genome editing, functional genomics, and flavonoid pathway research.
4. The authors appropriately acknowledge that the identified gRNAs require experimental validation before biological conclusions can be established.
	




PART 2.1 (Objective Evaluation)

	
	Rating of the Reviewers
	Author’s Feedback (Revision of the Manuscript and Feedback of Authors are mandatory for Rating of 2 and 1)

	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
	Good / Excellent range
	

	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
	Good range
	

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

	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
	Good range
	

	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
	Good range
	

	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
	Good range
	

	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
	Satisfactory / Good range
	

	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
	N/A
	

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

	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


	Good range
	

	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
	Good range
	

	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
	Good range
	

	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
	Satisfactory / Good range
	

	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
	Good range
	

	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
	Satisfactory range
	




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 accurately reflects the study, which focuses on computational design and screening of CRISPR/Cas9 gRNAs targeting ANS in crops. 

	

	Is the abstract of the article comprehensive? 

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

	YES

The abstract covers the objective, sequence retrieval, CHOPCHOP and CRISPOR methodology, candidate gRNAs, specificity/off-target results, and the need for future experimental validation.
	

	Is the manuscript scientifically correct? 

If your answer is NO, please provide a brief, clear suggestion for improvement
.
	NO
Suggestion for improvement:
The computational approach is relevant, but the manuscript should more clearly distinguish predicted gRNA performance from experimentally validated CRISPR activity. The authors should provide additional methodological details for the CHOPCHOP/CRISPOR analyses, including relevant parameters and reference-genome settings, and strengthen the discussion of the limitations of computational prediction. The conclusions should remain strictly limited to computational candidate identification until experimental validation is performed. The authors already acknowledge that experimental genome editing and metabolic profiling are required.
The manuscript presents a relevant computational approach for identifying potential CRISPR/Cas9 gRNAs targeting the ANS gene in rice and maize. However, several aspects require improvement before publication. The authors should provide more detailed information regarding the CHOPCHOP and CRISPOR parameters, reference genome versions, and criteria used for final gRNA selection. The distinction between predicted guide efficiency and specificity should be made clearer, particularly when describing OsANS-5 and OsANS-8 as the most effective candidates. The authors should also discuss the predicted off-target sites in greater detail and verify the genomic/functional annotation of the selected ANS sequences. Since the study is entirely computational, the conclusions should remain appropriately limited to candidate gRNA identification, and experimental validation should be clearly emphasized as necessary for confirming editing efficiency and biological effects. Minor grammatical and language corrections are also recommended throughout the manuscript.

	

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

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

	YES
The manuscript includes relevant references covering flavonoid biosynthesis, ANS, CRISPR/Cas9, gRNA design, CHOPCHOP and CRISPOR, including several recent publications from 2025–2026.
	

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

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

	NO
The study is computational/in-silico and does not involve human participants or animal experimentation. The manuscript appropriately states that the Ethics Statement and Informed Consent Statement are not applicable
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