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	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 proposes an EV isolation and detection workflow using conventional flow cytometry and without ultracentrifugation. This is useful, but the authors should explain more clearly what is new relative to already published low-complexity EV workflows. At present, the manuscript suggests utility and feasibility, but the specific innovation is not sharply defined
	

	Is the title of the article suitable?

(If not please suggest an alternative title)


	A more neutral title might be preferable, for example one emphasizing standardization, optimization, or conventional flow cytometry-based detection.
	

	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 is generally informative, but it should be tightened for precision. In particular:

the statement about isolation “without ultracentrifugation” is useful, but the exact analytical scope should be more cautious
	

	Is the manuscript scientifically, correct? Please write here.
	The abstract and methods mention peripheral blood samples from patients with pro-inflammatory conditions, but the manuscript needs a much clearer description of:
· number of donors or patients included

· age and sex distribution if available

· inclusion and exclusion criteria

· type of inflammatory conditions represented

· whether healthy controls were included

· whether samples were pooled or analysed individually

· anticoagulant used for blood collection

· time between venipuncture and processing

· centrifugation conditions used to obtain platelet-free or cell-free plasma

· temperature during processing

· number of freeze-thaw cycles

· storage duration and storage temperature

· whether haemolysis, platelet contamination, or lipemia were assessed

· comparison with an established EV isolation approach

· assessment of contaminating plasma components

· use of EV-depletion or control fractions

· orthogonal characterization methods such as nanoparticle tracking analysis, electron microscopy, or Western blotting for EV-associated markers if available

· a clearer rationale for the selected centrifugation steps

· instrument configuration and laser/filter settings

· trigger parameter used

· threshold settings

· flow rate used during acquisition

· cleaning and background control procedures

· use of filtered buffers

· acquisition time or volume

· calibration beads and their size/refractive index relevance

· gating strategy in a clearer stepwise format

· how coincidence or swarm detection was minimized

· whether fluorescence minus one or isotype controls were used

· how compensation was handled if multiple fluorochromes were used

· why these markers were selected

· whether all markers performed equally well

· how antibody concentrations were optimized

· whether background fluorescence in plasma was evaluated

· whether detergent sensitivity was tested for all marker-positive populations

· whether single-positive and double-positive events were interpreted biologically or only analytically

· number of technical replicates and biological replicates

· how repeatability and variability were assessed

· which statistical tests were used

· whether normality was tested

· how data are summarized, mean and SD, median and IQR, etc.

· significance threshold

· software used for statistics

If optimization experiments were performed, it would be useful to include metrics such as coefficient of variation, recovery, signal-to-noise ratio, or reproducibility across runs.
	

	Are the references sufficient and recent? If you have suggestions of additional references, please mention them in the review form.
	The bibliography appears current and relevant. However, the formatting should be checked for consistency.
	

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


	The manuscript would benefit from careful English language editing to improve fluency, clarity, and readability.
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	Are there ethical issues in this manuscript? 


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