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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.


	This study provides a significant contribution to parasitology through the inaugural molecular characterization and phylogenetic analysis of Homalogaster paloniae isolated from swamp buffaloes (Bubalus bubalis) in Meghalaya, India. By establishing the first genetic sequence data for this species, the research substantially augments the presently constrained genomic repositories pertaining to this economically consequential parasite. The determination of the internal transcribed spacer 2 (ITS-2) region as a dependable genetic marker furnishes a critical tool for precise species delineation, thereby facilitating more robust epidemiological surveillance and population studies. This work effectively integrates morphological and molecular taxonomic approaches, thereby consolidating the diagnostic framework for amphistomiasis. Such integration is imperative for the formulation of targeted control protocols within livestock management systems. Moreover, the derived phylogenetic inferences elucidate the evolutionary affiliations of *H. paloniae* within the Gastrodiscidae family, offering pivotal insights that advance the systematic classification of trematodes and inform broader inquiries into helminth biodiversity and phylogeny.
	

	Is the title of the article suitable?

(If not please suggest an alternative title)


	An alternative to make it slightly more concise without losing key information: “Molecular identification and phylogenetic analysis of Homalogaster paloniae (Trematoda: Gastrodiscidae) in swamp buffaloes (Bubalus bubalis) from Meghalaya, India.”
	

	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 comprehensive but could be strengthened in a few key areas to improve clarity and impact.
“Homalogaster paloniae, a trematode parasite within the family Gastrodiscidae, is an etiological agent of substantial economic detriment to livestock production. The present investigation was conducted to execute a molecular identification and elucidate the phylogenetic relationships of H. paloniae specimens recovered from swamp buffalo (Bubalus bubalis) in the Indian state of Meghalaya. This analysis targeted the second internal transcribed spacer (ITS-2) region of ribosomal DNA. Adult flukes were identified based on morphological criteria prior to genomic DNA extraction. Polymerase chain reaction (PCR) amplification produced a fragment of 516 base pairs, from which a 289 bp region corresponding to the ITS-2 was delineated. Nucleotide sequence analysis demonstrated 100% identity with a previously characterized H. paloniae isolate (GenBank accession GU133056) and 99% similarity with a documented Japanese isolate (AB042190). These findings suggest a notable degree of genetic conservation and an absence of intraspecific variation within the examined population. Phylogenetic reconstruction, performed via the neighbor-joining algorithm, positioned H. paloniae within a well-defined clade. This clade exhibits close kinship with the species Gigantocotyle explanatum, Paramphistomum epiclitum, and Calicophoron calicophorum. The study thereby validates the efficacy of the ITS-2 marker for precise species delineation and augments the molecular repository for H. paloniae. This contribution provides a foundation for subsequent epidemiological studies and phylogenetic inquiries into amphistome infections affecting domestic ruminants.”
	

	Is the manuscript scientifically, correct? Please write here.
	This critical review assesses a manuscript concerning the molecular characterization and phylogenetic placement of Homalogaster paloniae isolates recovered from swamp buffaloes in Meghalaya, India. The study is methodologically rigorous, integrating morphological examination with molecular analysis focused on the internal transcribed spacer 2 (ITS-2) region of ribosomal DNA. This dual approach is established practice within parasitological research and is appropriately applied here to address the clearly defined research objective.

The presented results are scientifically valid, demonstrating a high degree of genetic homology with available sequences for H. paloniae and thereby corroborating the morphological identification. Phylogenetic reconstruction robustly positions the studied specimens within the Gastrodiscidae family, illustrating their expected close evolutionary relationship with the Paramphistomidae and Gastrothylacidae families. The discussion effectively situates these findings within the broader scholarly context, while the conclusion accurately synthesizes the study's principal contribution: the expansion of molecular databases for a historically neglected parasite and the provision of insights pertinent to the epidemiology of amphistomiasis.

To achieve publication readiness, several minor yet consequential revisions are recommended:

1.  Clarify the apparent discrepancy between the reported 289 base pair and 516 base pair amplicon sizes for the ITS-2 region.

2.  Ensure complete concordance between all in-text citations and the corresponding entries in the bibliography.

3.  Provide the figures and tables referenced within the manuscript text.

4.  Refine the reference list to enhance the direct relevance of all cited works to the study's specific focus.

In summation, the manuscript constitutes a robust and substantive investigation that provides valuable data on an understudied helminth species. The core scientific narrative is sound and well-structured. Upon incorporation of the suggested editorial revisions, this work will be well-suited for dissemination in a peer-reviewed scientific journal.
	

	Are the references sufficient and recent? If you have suggestions of additional references, please mention them in the review form.
	The manuscript's reference section demonstrates appropriate selection in relation to the core objective of morpho-molecular characterization of Homalogaster paloniae. However, its chronological scope is limited, predominantly featuring works published prior to 2017, with a single peripheral citation from 2024. To fortify the scholarly foundation and explicitly align the discussion with contemporary scientific discourse, it is imperative to integrate more recent literature. Augmenting the review with key publications from the preceding five years would substantively enhance the manuscript's rigor and relevance.
	

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


	The article's linguistic framework and lexical choices are fundamentally aligned with the conventions of scholarly discourse, effectively communicating core scientific data through discipline-specific terminology and a coherent organizational framework. To meet the exacting standards of peer-reviewed publication, however, a comprehensive editorial review is warranted to rectify stylistic and mechanical inconsistencies that presently diminish its polish. Recurrent concerns include sporadic grammatical inaccuracies, syntactical infelicities that occasionally obstruct narrative fluency, and minor presentational irregularities, notably in the consistent application of italics to taxonomic nomenclature. Additionally, enhancing transitional logic between sections and refining the precision of certain explanatory sequences would bolster rhetorical impact and overall clarity. Implementation of these refinements will elevate the manuscript to a state of readiness for successful dissemination within the academic literature.
	

	Optional/General comments


	This study provides a well-organized and substantive investigation, employing integrated morphological and molecular techniques to characterize Homalogaster paloniae specimens isolated from buffaloes in Meghalaya, India. The research goals are well-defined, the methodological exposition is generally comprehensive, and the phylogenetic component is suitably executed, thereby augmenting the scarce molecular repository available for this understudied helminth. To further improve the manuscript’s precision, scholarly contribution, and suitability for publication, certain revisions are advised. While descriptive, the title could be condensed for greater conciseness. The abstract requires clarification regarding the disparity between the reported 516-base pair amplicon and the 289-base pair ITS2 region to eliminate potential ambiguity. The introduction successfully contextualizes the work but would be strengthened by the inclusion of more contemporary citations to highlight the research’s current significance, alongside a clearer articulation of the specific lacuna in knowledge that the study addresses. The precise quantity of flukes subjected to analysis must be specified, and inconsistencies in reported amplicon dimensions between sections require resolution. The results and discussion are detailed; however, the morphological descriptions should be more precisely correlated with Figure 1. The phylogenetic findings would benefit from a concise textual interpretation of clade topology and associated bootstrap support values. Moreover, the discussion section could be fortified by a more direct examination of the observed absence of intraspecific genetic variation and its potential implications for the parasite’s population dynamics. All figures and tables are informative and should be referenced sequentially in the text. Consideration may be given to relocating the extensive species comparison table to supplementary materials to enhance narrative brevity. The conclusion is robust but could more explicitly articulate the applied relevance of the findings for diagnostic protocols, control strategies, or subsequent epidemiological research. The reference list necessitates meticulous verification to ensure all cited sources are present and formatted uniformly, with the removal of any uncited entries. Finally, minor grammatical adjustments and consistent application of italics for all genus and species names will improve the manuscript's overall presentation. Implementation of these refinements will position the work favourably for submission to relevant parasitology or veterinary science journals.
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