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	Manuscript titled “Assessment of the Level of Biocide Residues in Atavu River Stretch Passing through Akpugo and Amodu, Nigeria” reports a single-campaign field study evaluating the occurrence and concentration of selected antibiotics (referred to as biocides) in surface water and a spring water source using GC-FID, with spatial comparison across upstream, midstream, and downstream sections in two communities. Based on a detailed assessment of the manuscript , the following major revision comments are provided:

1. The manuscript repeatedly uses the term “biocides” while the analytical target list is dominated by antibiotics (β-lactams, tetracyclines, aminoglycosides, macrolides) with only incidental detection of a pesticide (aldrin) and quinoline; the authors must clearly justify the terminology, revise the title and objectives if necessary, and provide a precise operational definition distinguishing antibiotics, pesticides, and pharmaceuticals throughout the text.

2. The literature review should be enhanced using the recent works: Investigation of the release rate of biocide and corrosion resistance of vinyl-, acrylic-, and epoxy-based antifouling paints on steel in marine infrastructures.

3. The analytical methodology is fundamentally problematic: GC-FID is not a standard or selective technique for direct quantification of polar, thermolabile antibiotics without derivatization; the authors must explain how these compounds were rendered GC-amenable, provide derivatization chemistry if applied, and justify compound identification without mass spectral confirmation.

4. No method validation data are reported; limits of detection (LOD), limits of quantification (LOQ), calibration ranges, linearity (R²), recovery, precision, and matrix effects must be reported for each analyte to demonstrate data reliability, especially given the unusually high concentrations reported.

5. The reported concentration units (µg/ml) correspond to mg/L levels, which are orders of magnitude higher than most literature values for environmental antibiotics; the authors must verify unit consistency, confirm no transcription or calculation errors, and discuss the environmental plausibility of such concentrations.

6. Sample size and replication are insufficiently described; it is unclear whether concentrations are based on single grab samples or analytical replicates, and no statistical treatment (mean, standard deviation, uncertainty) is provided, severely limiting interpretability.

7. The extraction protocol (20 mL water extracted with 100 mL chloroform for 3 h) is unconventional for antibiotics; the authors must justify solvent choice, extraction efficiency for polar compounds, and the absence of solid-phase extraction, which is standard for such analyses.

8. Chromatographic conditions are inconsistently reported: the manuscript references an HSS T3 C18 column, which is a liquid chromatography column and incompatible with GC; this must be corrected and the actual GC column type, dimensions, and stationary phase clearly specified.

9. Identification of compounds appears to rely solely on retention time comparison, yet no reference standards, chromatograms, or retention time tables are provided; at minimum, representative chromatograms and standard comparisons must be included.

10. The inclusion of aldrin and quinoline is inconsistent with the stated analytical scope; if non-target screening occurred, the authors must describe the screening approach and explain why only these compounds are selectively reported.

11. The discussion frequently compares results with literature values reported in ng/L or ng/mL without appropriate unit conversion or contextualization, leading to misleading comparisons that must be corrected quantitatively.

12. The spring water results raise concerns of cross-contamination or mislabeling, particularly given identical concentrations (0.01 µg/ml) reported for different compounds; quality control procedures (blanks, field blanks, storage controls) must be explicitly described.

13. Spatial interpretation (upstream–midstream–downstream gradients) is largely descriptive; the authors should integrate land-use data, population density, livestock activity, or point-source information to support causal inference.

14. The study is based on a single wet-season sampling campaign, yet conclusions are framed broadly; the authors must acknowledge temporal limitations and avoid generalizing results beyond the sampling window.

15. Several references cited in the introduction and discussion are outdated, tangential, or unrelated to environmental antibiotic monitoring; the literature review should be streamlined and refocused on analytical methods and regional studies.

16. The conclusion overstates public health implications without any risk assessment (e.g., comparison to guideline values or predicted no-effect concentrations); either a basic risk characterization should be added or the conclusions should be significantly tempered.

These issues collectively affect the scientific validity, analytical credibility, and interpretability of the study and must be comprehensively addressed before the manuscript can be reconsidered.
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