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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 article is of interest in the domains of plant biotechnology and forestry conservation. Diospyros melanoxylon (Kendu/Tendu) is a species of critical socio-economic importance to Indian tribal livelihood (Bidi leaf trade). The development of an optimized and robust protocol for DNA isolation and PCR is a fundamental step for any conservation program, for this or other species in this group. Woody perennials are notorious for being recalcitrant due to the high levels of secondary metabolites interfering with all lab steps. The comparison of three marker systems (ISSR, RAPD, and SCoT) here in the same study also provides a technical map for future investigators who are interested in assessing the genetic diversity of this species in Odisha (e.g., no such data is available from natural populations here yet). This work is the first and necessary step in the process.
	

	Is the title of the article suitable?

(If not please suggest an alternative title)


	Title needs a little tightening; it's a little wordy, and it suggests optimization of the applications rather than the protocols themselves.

Suggested Alternative: "Optimization of DNA Isolation and PCR Protocols for Diospyros melanoxylon Roxb. using ISSR, RAPD, and SCoT Markers for Genetic Diversity Assessment."
	

	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 objectives, methods, and results are described fairly well in the abstract. But some of the language in the abstract is a little awkward, and these specific points need clarification or correction.

Correction: Twenty-seven-number of ISSRs is not proper English. Delete "number of."

Correction: The use of "In averse" is grammatically and factually wrong. Inverses cannot be compared, replace with In contrast, or conversely.

Clarification: In the abstract, the authors state they are assessing "natural tree populations exist in different Forest regions" but in the Methods (2.1) the authors state they collected leaves from an "ex situ germplasm unit." This is not accurate. This should be corrected in the abstract to say that this study has "optimized the protocol for use in germplasm samples to enable future studies of natural tree populations."

Scientific Terminology: In the abstract, the authors state the markers spanned "45.8% of the total alleles" or were "77.1% total allele coverage." Genome representation or coverage of some of the total amplified fragments detected in this study is a little confusing scientifically. It is written as if they sequenced the genome and then the markers gave some proportion of the genome. It should be written as "accounted for X% of the total amplified fragments detected in this study."
	

	Is the manuscript scientifically, correct? Please write here.
	The manuscript is for the most part correct in the methodological descriptions regarding the lab work (DNA extraction, PCR optimization). But in the results interpretation and reporting, the authors make the following specific scientifically incorrect statements which need correction.

"Genome Coverage" Claims: In the Results and Conclusion, the authors state that some of these specific markers "covered 59% of the genome" or were "spanning 45.8% of the genome." This is scientifically incorrect. These RAPD/ISSR/SCoT markers are amplifying random (RAPD) or specific (ISSR) loci. They are not representative of some portion of the physical genome in terms of Mb, which is in the hundreds. This is not how these markers work. The authors likely are trying to say that these markers contributed to X% of the total bands scored in this particular experiment. This terminology must be corrected throughout the manuscript, as it gives a scientifically wrong impression to the reader.

Sample Source Discrepancy: As highlighted in the abstract review, there is a glaring difference between the Introduction statements about the aim to study natural populations of forest trees, and the Methods section explicitly stating that samples were only collected from one location (RPRC ex situ unit). If samples were only collected from one location, then the authors cannot say in the Discussion they "have assessed the genetic diversity among Kendu tree populations of Odisha Forest regions" yet, as it has only established the tools to do so. It is only after sampling from diverse geographic locations can they assess diversity. The scale and scope of this study must be redefined and limited to only protocol standardization.

Cycle Optimization: The SCoT optimization using 36, 40, and 42 cycles is a good technical addition.
	

	Are the references sufficient and recent? If you have suggestions of additional references, please mention them in the review form.
	Yes, the references are sufficient and very current. The bibliography has a significant number of citations from 2024 and 2025 (e.g., Thakur et al., 2025; Rossini et al., 2025; Poeaim et al., 2025). This shows the authors have done a very up-to-date literature review.
	

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


	The English quality needs moderate revision. The scientific meaning is generally comprehensible, but the text is full of grammatical errors and awkward phrasing, and it detracts from the professional quality of the article.

Examples of errors:
"Twenty-seven-number of" (Delete "number of")

"In averse" (Should be "In contrast")

"genetic and genome resources are scares" (Should be "scarce")

"there by conservation" (Should be "thereby facilitating conservation")

"economical importance" (Should be "economic importance")

"Twenty-seven-number of ISSRs" (Should be "Twenty-seven ISSR primers")
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	Are there ethical issues in this manuscript? 


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

No


	


Reviewer details:

. Lui Wing Kin, Gordon University, Hong Kong

Created by: DR
              Checked by: PM                                           Approved by: MBM
   
Version: 3 (07-07-2024)


