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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.
	This manuscript holds significant importance for the veterinary and parasitological scientific community, as equine surra remains a major threat to animal health and livestock economics. By combining both molecular (ISG-PCR) and serological (antibody-ELISA) tools, the study provides a comprehensive framework to evaluate post-treatment kinetics and parasite clearance. Furthermore, the identification of a therapeutic relapse case highlights the clinical limitations of single-dose treatments, offering crucial insights for future pharmacological protocols. Therefore, these findings contribute valuable data for epidemiological surveillance and the optimization of disease control strategies in endemic regions
	



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
	3
The title does not fully reflect the scope of the study, as it fails to mention the evaluation carried out with the antibody-ELISA assay, focusing only on the PCR-based monitoring.
Ej: “Therapeutic Efficacy and Post-Treatment Monitoring of Trypanosoma evansi in Horses Using PCR and Serological Assays”
	

	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
	3
The abstract states that six PCR-negative horses served as healthy controls. However, the results section of the abstract completely omits any mention of this control group during the post-treatment monitoring period (Days 3 to 21). To justify the inclusion of these animals in the experimental design, the authors must briefly state how the control group performed in both the ISG-PCR and antibody-ELISA assays to serve as a valid baseline comparison against the treated group
The statistical significance supporting the study's conclusions is not clearly reflected in the abstract. The authors present descriptive percentages (e.g., 33.33%, 66.67%) and general trends for the PCR and ELISA results, but they must include quantitative statistical support (such as  p values or confidence intervals) to justify their claims.

	

	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
The keywords are appropriate and accurately reflect the content of the manuscript
	

	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
	2
In the Introduction section, the discussion of the research problem remains very generalized and lacks sufficient support from the literature. Furthermore, the references are outdated (ranging from 1994 to 2024), and there is a notable absence of recent literature to ground the study in the current state of the art. Additionally, several key claims are presented without any bibliographic support; for instance, assertions such as 'These drugs are in use for very long time and their reports of development of drug resistance due to its discriminatory use. So, there is need to monitor the efficacy of this drug in equine for effective control of disease' require appropriate citations to substantiate the stated drug resistance and efficacy concerns.
The authors must verify that all scientific names are written in italics throughout the manuscript
	

	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
	3
While the proposed objective of the study is clear, its scientific impact would be significantly enhanced if the authors presented a stronger and better-developed context in the Introduction section
	

	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
	2
The authors need to update their bibliographic background to reinforce both the Introduction and the Discussion. Incorporating more recent literature is highly recommended, especially since several current studies exist that would strengthen the arguments and better contextualize the findings suggested in this work
	

	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
	3
The authors should unify the centrifugation units used across the protocol. For better accuracy and scientific consistency, it is highly recommended to present these values in gravities (g) rather than revolutions per minute (rpm). 
In section 2.8.1, the authors do not explain how the quality of the obtained DNA was verified.
In sections 2.8.2 and 2.9, the authors do not mention the experimental controls used during the PCR runs and the ELISA assays. It is crucial to specify what types of positive and negative controls were included alongside the samples to validate the reliability of these results.
Section 2.10 is currently insufficient; while the authors mention the software utilized, they do not state which specific statistical tests were applied to each set of data. A detailed description of the statistical methods used for each experiment must be provided.
The authors should consider deleting the subheading 2.9.1. Since section 2.9 explains a single, continuous protocol, a separate subsection is unnecessary and disrupts the flow of the text.
	

	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
	5
The authors explicitly state that they have the required institutional ethical approval and have properly limited the sample size to minimize any potential distress or trauma to the specimens.
	

	9. Are the results presented clearly? 
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	2
The Results and Discussion sections are currently combined. It would be highly advisable to separate them into two distinct sections to improve the clarity and flow of the manuscript. Additionally, several errors were noted in the presentation of the results:
· Redundant Figures: The authors mention figures that lack scientific relevance for this section. For instance, Figure 2 is referenced again despite already being presented and explained in the Methodology section.
· Incorrect Citation Order: Figures 4 and 5 are not properly cited or integrated into the text prior to their appearance. The authors must ensure that all figures are mentioned in consecutive numerical order before they are displayed.
Although the methodology mentions the inclusion of six PCR-negative horses as healthy controls, their corresponding values are completely omitted from Table 5. Without the inclusion of these control derivatives, it is impossible to statistically or visually evaluate the baseline parameters against the treated group's post-treatment kinetics. Table 5 should be updated to display the results for both experimental groups.
Although the authors mention in the Methodology section that statistical analyses would be performed using GraphPad, the presented results make no reference to any statistical outcomes or their respective levels of significance. To validate the findings, the authors must include the statistical values (e.g., p-values, degrees of freedom) and clearly indicate the statistical significance in both the text and the figures.
The authors must include the quantitative optical density values for the ELISA test. Visual colorimetric observation only provides a qualitative estimate, whereas spectrophotometric data are essential to validate the reliability of the findings and support the statistical analysis
	

	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


	3
It is necessary to add a brief description of what is visualized in the captions for Figures 1 to 4, rather than just providing the figure titles. Since all of these figures present two images or panels, the authors must explicitly differentiate in detail what each panel (e.g., A and B, or left and right) represents.
The authors should consider combining Tables 3 and 4 into a unified table. Since both tables outline the criteria utilized for the PCR analysis, merging them will streamline the presentation of the methodology and improve the overall flow of the section.
Table 5 must be complemented according to the previous observations, and these comments also apply to Table 6 regarding the ELISA results. Additionally, Figure 5 should include gel images displaying the results of the negative controls. Finally, Figure 6 must be fully supported by the absorbance (optical density) data from all assays, explicitly including the results for the control individuals
	

	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
The Discussion requires a major revision to properly substantiate the proposed conclusions. Currently, the section lacks sufficient scientific depth, largely because the references used are outdated, spanning from 1950 to 2012. By ignoring the progress made over the last decade, the manuscript loses relevance. I strongly recommend integrating recent literature from the last 5 to 10 years to contextualize and strengthen the discussion of the findings
	

	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
	3
The conclusion is clear; however, it must be better substantiated through the rigorous adjustments requested in the Methodology, Results, and Discussion sections.
	

	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
	4
The authors rightly mention some limitations of their research. However, these weaknesses could be minimized if the manuscript is improved in three key areas: making the necessary methodological adjustments, providing the statistical framework to validate the test results, and upgrading the discussion section by supporting their observations with recent bibliographic references.
	

	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
	2
The issue is not the number of references, but rather that the majority of them are outdated. By relying on older literature, the manuscript omits current and critical information regarding the diagnosis and treatment of Trypanosoma evansi developed over the last decade.
	

	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
	3
The manuscript would benefit from a thorough language editing and proofreading process. Refining the overall writing style will improve the readability and ensure that the technical ideas are clearly communicated
	




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.

	No. The title should be more inclusive, highlighting the contrast achieved by evaluating both PCR and ELISA in addition to conventional microscopy testing.
	

	Is the abstract of the article comprehensive? 
s
If your answer is NO, please provide a brief, clear suggestion for improvement.

	No. The abstract is incomplete because it completely omits the results and baseline data of the healthy control group. Furthermore, the conclusions lack scientific rigor as no statistical significance values (such as p-values) are provided to validate the percentages, and reporting two decimal places overstates the precision for such a small sample size (N = 6)

	

	Is the manuscript scientifically correct? 

If your answer is NO, please provide a brief, clear suggestion for improvement
.
	No. The manuscript lacks scientific rigor because Table 5 and Table 6 completely omit the healthy control group data, and no statistical significance values (p-values) support the findings. Methodologically, the text fails to specify the internal technical controls (e.g., positive controls/blanks) used to validate the PCR and ELISA assays. 
	

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

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

	No. The bibliographical references are severely outdated and must be updated with recent literature to ensure the study's validity and relevance

	

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

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

	Yes
	




Reviewer details:
Jaqueline Mena Huertas, University of Narino, Colombia
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