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	PART  1: Comments



	
	Reviewer’s comment
Artificial Intelligence (AI) generated or assisted review comments are strictly prohibited during peer review.
	Author’s Feedback (It is mandatory that authors should write his/her feedback here)


	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 manuscript addresses an important global concern environmental reservoirs of antibiotic-resistant bacteria which is highly relevant to public health and microbial ecology research. However, due to its severely limited sampling strategy, outdated methodology, and lack of molecular or statistical validation, the study offers only minimal and unreliable scientific contribution. Rather than advancing current understanding, it highlights the need for more rigorous, modern approaches in resistance surveillance. In its present form, the work serves more as a preliminary observation than as meaningful evidence for the scientific community.
	

	Is the title of the article suitable?

(If not please suggest an alternative title)


	No, the current title is not suitable because it overstates the scientific depth and generality of the findings based on a very limited, non-representative dataset and weak methodology.
	

	Is the abstract of the article comprehensive? Do you suggest the addition (or deletion) of some points in this section? Please write your suggestions here.


	The abstract exaggerates the scientific significance of weak data and should be substantially rewritten to reflect the serious limitations of the study. In its current form, it is not an accurate or transparent summary of the research.
	

	Is the manuscript scientifically, correct? Please write here.
	No, the manuscript is not scientifically sound. The study is based on an inadequate and flawed experimental design, where only one bacterial isolate per site was used to represent complex sediment microbial communities, making all conclusions statistically and biologically invalid. The reliance on outdated culture-based identification without molecular confirmation, incorrect application of antibiotic susceptibility testing (including the inappropriate use of vancomycin for Gram-negative bacteria), absence of quality controls, and improper data reporting further compromise the reliability of the results. Overall, the methodology does not meet minimum standards of contemporary environmental microbiology research, and the findings are scientifically unreliable 


	

	Are the references sufficient and recent? If you have suggestions of additional references, please mention them in the review form.
	Based on the content of the manuscript, the references are neither sufficient nor sufficiently recent to support a study claiming to address environmental antibiotic resistance. The literature cited does not reflect current standards in microbial ecology, resistance gene surveillance, or modern methods such as molecular detection (e.g., 16S rRNA, metagenomics, qPCR for ARGs). Contemporary environmental microbiology studies typically reference work from the last 5–10 years, especially on antibiotic resistance monitoring in natural habitats.
	

	Is the language/English quality of the article suitable for scholarly communications?


	No, the language quality is not suitable for scholarly communication. Although the manuscript is generally understandable, it contains numerous grammatical errors, awkward sentence constructions, inconsistent terminology, and informal or repetitive phrasing that detract from clarity and professionalism. Several sections show poor scientific tone, incorrect technical expressions (e.g., bacterial load reporting, biochemical descriptions), and unclear logical flow.
	

	Optional/General comments


	1. The study suffers from extreme under-sampling and pseudo-representation. Only one bacterial colony per site was selected to represent the entire sediment microbiome. This approach is scientifically indefensible and invalidates all conclusions regarding resistance prevalence. Environmental sediment contains thousands of bacterial taxa  selecting four colonies total cannot represent microbial diversity or resistance trends
2. There is no replication at the isolate level, no statistical analysis, and no diversity assessment. Claims of “hotspots of antibiotic resistance” are therefore grossly exaggerated and unsupported.
3. Methodology is Outdated and Insufficient. The study relies entirely on: Culture-dependent techniques, basic biochemical identification, disc diffusion alone, this is obsolete for resistance ecology studies. No molecular confirmation was performed: No 16S rRNA sequencing, No resistance gene detection (bla, qnr, tet, etc.) , No plasmid or ARG screening, Modern ARB studies require molecular validation. Without it, species identification and resistance mechanisms are speculative at best.

4. Serious Errors and Inconsistencies in Antibiotic TestingUse of vancomycin on Gram-negative bacteria .Vancomycin is intrinsically ineffective against Gram-negative organisms due to outer membrane impermeability. Reporting resistance of Shigella, Salmonella, Proteus, and Acinetobacter to vancomycin demonstrates lack of microbiological understanding.
5. Quantification Errors and Reporting Problems Reported bacterial loads:4.89109 CFU/ml ”This format is nonsensical. It appears the authors meant 4.89 × 10⁹ CFU/ml, but this is not written correctly and would be extraordinarily high for sediment supernatant. There is: No standard deviation, No error bars, No statistical testing
No comparison across sites. Hence, all quantitative claims are scientifically weak.

6. Over interpretation and Unsupported Claims The manuscript repeatedly claims:
a) “hidden hotspots of resistance”

b) “significant ecological threat”

c) “urgent public health concern” Yet the dataset includes only four isolates total. This is a textbook example of overgeneralization from negligible data .No epidemiological relevance is demonstrated.

7. Improper Experimental Design; Major missing elements:
a) No seasonal sampling

b) No water column comparison

c) No physicochemical parameters (pH, metals, antibiotics)

d) No ARG abundance

e) No statistical framework

Environmental resistance studies require integrated ecological analysis; this work is purely descriptive and extremely shallow.
8. Logical and Technical Errors in Identification; Acinetobacter characterization is contradictory: Listed as oxidase negative and positive in text. Motility and biochemical patterns inconsistent Proteus, Salmonella, and Shigella identifications without serology or molecular confirmation are unreliable.
9.  Strengths (Very Limited)

a. Relevant topic (environmental antibiotic resistance)

b. Local ecological importance of Poondi Lake

However, these do not compensate for severe scientific flaw
Fatally flawed sampling design
 Invalid microbiological methods
 Incorrect antibiotic testing
 No molecular verification
 No statistics
 Severe overinterpretation
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	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 detail)

NO
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