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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.
	The study is relevant as it brings new insights in PHA producing bacteria, isolated from a specific region, which makes the study very interesting for the local perspective and enriches the PHA research field generally speaking. Besides, agro-wastes valorization is a rich and relevant topic, as well as the replacement of petrol-based products. The statistical approach and design are adequate and give a solid conclusion to experimental work. However, I do believe some deeper interpretation on mass balance is important so the appropriate relationship among variables is made. 
Without a proper mass balance analysis, the study cannot be reproduced in another lab as it is.
Data and results are not sufficient on nutrients availability, consumption and conversion into biomass and PHA, meaning we do not know the exact composition of culture medium. Nitrogen source, composition and concentration is not mentioned in the study, or if that is indeed the stress inductor for PHA accumulation by SMI3 (phosphorus and sulfur have been mentioned as the limiting nutrient in some species). The adequate mechanism of accumulation is important for proper process design and evaluation of the PHA accumulation capacity by the strain, otherwise its capacity given by the presence of PHA producing genes would be sufficient. 
	





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
	5
	

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

	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
	5
	

	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
	5
	

	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
	5
	

	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
	2
	

	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
	2
	

	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
	2 (related to item 9, results presentation)
	

	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
	

	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
	2
	

	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
	2, there are limitations
	

	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
	

	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
	5
	





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, very good
	

	Is the abstract of the article comprehensive? 

If your answer is NO, please provide a brief, clear suggestion for improvement.
	Abstract is excellent, although some info from Abstract is found by the end of Introduction section, which is not recommended, such as “Under optimized conditions, the isolate produced up to 660 mg/L of PHB, with the quadratic model explaining 97% of the yield variability (R² = 0.9706). These results demonstrate that B. subtilis SMI3 can effectively convert wheat bran into PHB, offering a potential route for low-cost bioplastic production from agricultural residues.” 
	

	Is the manuscript scientifically correct? 

If your answer is NO, please provide a brief, clear suggestion for improvement.
	Not entirely. 
1.The methodology section does not fully describe the bacteria cultivation. Some description on the culture media composition is very important; describing the wheat bran hydrolysis so it can serve as carbon is not sufficient to evaluate the results on bacterial growth and PHA synthesis; information such as the culture medium characterization in carbon source characterization (which types of pentoses and hexoses) and concentration specifically, as well as nitrogen sources, other macro and micronutrients sources and concentrations. That is the only point I make; other descriptions such as the molecular characterization, isolation, statistical design, product recovery and characterization are thoroughly described.
The final PHA concentration of 660 mg/L is fairly low, but with no information on culture medium composition it is not possible to evaluate if such low concentration is due to some deficiency found in the bacterial strain or in the method of cultivation. In case it is due to the bacterial strain, that would support further studies on improving its natural capacity of PHA synthesis, by metabolic engineering, for instance. If it is due to the method, it allows the reader to wonder whether the SMI3 strain is comparable to other proved producers (beyond Bacillus spp.), which could be seen as a good prospect for the study, meaning SMI3 might have relevant significance (in this case, a deeper discussion and comparison with other PHA synthesis studies would be needed, comparing cultivation methods and production results).
2.Because there is very little information on culture medium composition, I find it very hard to judge whether the discussion on topic 3.2.1 is accurate: the relationship between carbon source/nitrogen source ratio is more relevant than cultivation time; the same goes for the relationship between carbon source concentration/inoculum size ratio (*it was already a hint in your regression model) rather than inoculum size/PHA yield. I believe a deeper understanding on mass balance is needed in this discussion, so the relationship among variable is more concisely made. Besides, nitrogen source plays a major role in PHA accumulation and it is not properly mentioned in the study.
Some minor suggestions:
I would recommend describing the inoculum concentration in a more widely used unit, such as UFC, g/L or %v/v, which is the same as the substrate concentration unit.
	

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

If your answer is NO, please provide clear suggestion for improvement.
	References are ok, but the discussion lacks a deeper comparison with studies by other authors, with Bacillus spp. But other species/genera as well.
	

	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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