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c Original submission 5 comments - 12 Aug 2025 19 AUg 2025

Referee1 Reviewer MINOR REVISION 12 Aug 2025

Dear authors

Thank you for your efforts in this study.

My comments:

Please add information about reagents and chemicals, general experimental procedures, and types of 2DNMR
and DEPT spectra to the manuscript.

The area where the plant was collected should be described more accurately and precisely.

For compound 3, the inconsistent data on molecular mass (357, 370) and type of spectroscopy (EI, ESI) should
be corrected.

In the introduction section, no proper reference is made to figure 1.

For compound 4, the mass fragmentation data (with their intensity values) should be presented in the Results
section. The rest of the related content should be moved to the Discussion section.

The agreement of the spectral data with previous reports should be stated clearly and individually in the text.
Previous reports of the identification of each of these 4 compounds in this plant species should be presented
clearly, one by one.

Finally, I would like to thank you again for your valuable research.

Referee 2 Reviewer MAJOR REVISION 16 Aug 2025

1. All abbreviations should be defined before their first use.

2. The steps of extraction, purification, and fractionation could be shown on a chart to make them more
comprehensible.

3. It would be better to use the complete forms of words in titles and subtitles.

4.The methods used for the physicochemical characterization of the extracted compound should be
described in the methods section.

5. Indicate how many compounds were detected in each extract sample or fraction.

6. Why were only the mass spectra of one compound presented in more detail in the manuscript? No data
about the bioactivity or molecular docking of this compound were presented in the manuscript!
Additionally, this compound was not discussed in the discussion section.

7. The data on the characterization of all compounds could be presented in supplementary files.

8. What was the logic behind the compound selection for the in vitro and in silico enzyme inhibitory activity
assay?

9. Line 207-208: state exactly which chemical structure is related to which compound. Then, in the following
discussion, clearly state which of your results are being compared with the literature; in general, the
discussion section is not clear.

10. A statistical comparison of the enzyme inhibitory activity of the compounds with that of luteolin as a
standard should be presented.
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Referee 3 Reviewer REJECT  17Aug2025

Dear Editor, the manuscript entitled “Phenolic compounds from Diathron iranica: Enzymatic and In Silico
Insights into a-amylase Inhibitory Activity” is about the isolation of phenolic compounds from Diathron
iranica and testing their a-amylase inhibitory activity.

My comments are as follows:

e The abstract is not clear.

o The aim of this study is unclear. What is the rationale for evaluating the a-amylase inhibitory activity?

e Including a flow chart of the extraction and preparation process could help readers better understand and
follow the methodology used.

o The specifications of the materials used (enzyme, buffer, etc.) and the instruments (GC-MS, NMR, HPLC,
columns, mobile phases, spectrophotometer, etc.) in this study are not provided. In the NMR section for
compound 2, “: § 3.81(3H, s, —, H-6-OMe),” what does H-6-OMe mean?

» What does the line “-” stand for in the interpretation of the NMR analysis?

Compound 2:“83.81(3H, s,—, H-6-OMe),”” s,—, H-5')"

o For compound 3, the reported number of hydrogens is 17, not accounting for phenolic hydrogens, while the
molecular formula of pinoresinol is C,,H,,0,. Please clarify this discrepancy.

» What do the numbers in figure 2 represent?

o It is recommended that the final reported compounds be presented in a table including their structures,
molecular formulas, molecular weights, physical states (oil or crystal), and colors.

o The spectra used (1D and 2D-NMR, GC/MS, ES], ....) should be added as supplementary material.

» Why were only two compounds (1 and 3) chosen for the a-amylase inhibitory test?

» Why was luteolin chosen as the reference compound in the a-amylase inhibitory test?

« What control was used in the a-amylase inhibitory test?

» How many times was the experiment repeated? The n is not mentioned.

« In the a-amylase inhibitory section, the sentence “and 20 1L of varying 97 concentrations (0.30, 0.42, 0.60,
130, 1.80, 230, and 2.80 mg/mL) were incubated” is unclear. To which compounds do these concentrations
correspond?

« The solvent used for the compounds, the pH, and the buffer type used for the a-amylase test have not been
specified.

« What does the *in Figure 3 indicate?

o The reported IC50 values are presented without the corresponding RMSE.

« The IC50 curves need to be included.

» How significant are carbon-hydrogen interactions in docking results?

« Have the a-amylase inhibitory activities of the mentioned compounds been previously reported in the

literature? If so, please include this information and provide an appropriate reference.

Associate Editor MAJOR REVISION 19 Aug 2025

Thanks to the authors,

In its current state, the manuscript does not appear to be acceptable, so please resubmit it for re-review after
revising it, making the necessary corrections, and accurately addressing all the reviewers' questions and
comments.
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Editor-in-Chief MAJOR REVISION 19 Aug 2025

Major Revision
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Revision 1

AUTHORS' RESPONSE TO REVIEWERS

Authors' reply to reviewers

The next pages contain the authors' point-by-point reply to the comments of this
revision round, as submitted with the revised manuscript. It is published as the
authors wrote it.
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Reviewer 0:
1. All abbreviations should be defined before the first usage

2. Steps of exaction, purification, and fractionation could be shown on a chart to be more
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3. It would be better to use the complete form of words in titles and subtitles

4. The methods used for the physicochemical characterization of the extracted compound should be
described in the methods section

5. Indicate how many compounds were detected in each sample of extract or fractions:

6. Why were only the mass spectra of one compound presented in more detail in the manuscript?
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No data about the bioactivity or molecular docking of this compound was presented in the
manuscript! Additionally, this compound was not discussed in the discussion section.

7. The data of the characterization of all compounds could be presented in supplementary files

8. What was the logic behind the compound selection for the in vitro and in silico enzyme
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9. Line 207-208: state exactly which chemical structure is related to which compound. Then, in the
following discussion, distinctly state that the comparison with other literature is related to which
results you obtained; in general, the discussion section is not clear.

10. Statistical comparison of the enzyme inhibitory activity of compounds with luteolin as a
standard should be presented

Reviewer 1:
Dear Editor, the manuscript entitled” Phenolic compounds from Diathron iranica: Enzymatic
and In Silico Insights into a-amylase Inhibitory Activity” is about the isolation of phenolic
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compounds from Diathron iranica and testing their a-amylase inhibitory activity.
My comments are as follows:
* The abstract is not clear.

* The aim of this study is unclear. What is the rationale for evaluating the a-amylase inhibitory
activity?
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* The specifications of the materials used (enzyme, buffer, etc.) and the instruments (GC-MS,
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IN nmr section for compound 2, “: § 3.81 (3H, s, —, H-6-OMe),” H-6-OMe is not clear?

» What does the line”-“ stand for in the interpretation of NMR analysis? Compound 2 : “8§
3.81 (3H, s, —, H-6-OMe),”” s, —, H-5')”
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* The used spectrum (1D and 2D-NMR, GC/MS, ESI,....) should be added as supplementary
material.

* Why were only two compounds (1 and 3) chosen for the amylase inhibitory test?

* Why was luteolin chosen as the reference compound in the amylase inhibitory test.

» What control was used in the alpha amylase inhibitory test?

* How many times was the experiment repeated? The n is not mentioned?

« In the amylase inhibitory section, the sentence“and 20 pL of varying 97 concentrations (0.30,
0.42, 0.60, 1.30, 1.80, 2.30, and 2.80 mg/mL) were incubated” is unclear. These concentrations
correspond to which compounds?

* The solvent used for the compounds, pH and buffer type used for the alpha amylase test have not
been specified.

» What does the * in Figure 3 indicate?
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» The IC50 curves need to be included

* How significant are carbon-hydrogen interactions in docking results?

* Have the a-amylase inhibitory activities of the mentioned compounds been previously reported in
the literature? If so, please include this information and provide an appropriate reference
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Reviewer2:
Dear authors
Thank you for your efforts in this study.

=

y comments:
Please add information about reagents and chemicals, general experimental procedures, types of
2DNMR and DEPT spectra to the manuscript.
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The area where the plant was collected should be written more accurately and precisely.

For compound 3, the inconsistent data on molecular mass (357, 370) and type of spectroscopy (EI,
ESI) should be corrected.

in the introduction section, no proper referral is made to the figure 1.

For the compound 4, the mass fragmentation data (with their intensity values) should be presented
in the Results section. The rest of related content should be moved to the Discussion section.

Clearly and one by one, the conformity of the spectral data to previous reports should be given in
the text.
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Clearly and one by one, the previous reports of the identification of these 4 compounds in this plant

species should be reported.

Finally, I would like to thank you again for your valuable research
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e Revision 1 3 comments - 13 Oct 2025 - 20 Oct 2025

Referee 4 Reviewer MINOR REVISION 13 Oct 2025

Dear AE,

Thank you very much for giving me the opportunity to review this manuscript.

Here are my comments:

1. The abstract lacks details on the experimental design and sample size determination, which are important
for assessing the validity of the findings.

2. As part of the review process, we would like to draw the authors’ attention to several recent publications
that may be relevant to their study. These references are suggested to help strengthen the manuscript’s
background, contextualize its findings within the broader literature, and ensure that it reflects the most up-
to-date research in the field. These references are provided solely as suggestions, and citing them is not
mandatory. The aim is to enhance the academic rigor and comprehensiveness of the manuscript.

The suggested article is listed below:

A. Exploring B-Glucosidase Inhibitory Peptides: Structure-Activity Relationship Analysis and Perspectives for
Designing Potential Anti-diabetic Agents

*Reason: This article discusses peptides that inhibit enzymes similar to a-amylase, which can enhance the
context for exploring inhibitory activities.

**Link: https://brieflands.com/articles/jjnpp-139988

Final Decision: Minor Revision
Kind Regards | Publishing Assistant

Associate Editor MINOR REVISION 19 Oct 2025

Dear authors,
Thanks for revising the manuscript.

Please make final corrections based on the reviewer's comments.

Editor-in-Chief MINOR REVISION 20 Oct 2025

Minor Revision
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Revision 2

AUTHORS' RESPONSE TO REVIEWERS

Authors' reply to reviewers

The next pages contain the authors' point-by-point reply to the comments of this
revision round, as submitted with the revised manuscript. It is published as the
authors wrote it.
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Dear Edtor

We sincerely thank you for the opportunity to revise our manuscript titled “Phenolic compounds
from Diarthron iranica: Enzymatic and In Silico Insights into a-amylase Inhibitory Activity.”
We are grateful to Reviewer 0 for their constructive feedback, which has helped us improve the
clarity and scientific rigor of our work. Below, we summarize the revisions made in response to
the reviewer’s comments:

Reviewer 0:

Comment 1: “The abstract lacks details on the experimental design and sample size
determination, which are important for assessing the validity of the findings.”

Response: We appreciate this important observation. Accordingly, we have revised the abstract
to include key methodological details. Specifically, we now state that the a-amylase inhibition
assay was performed in triplicate across seven concentrations (0.30—2.80 mg/mL) using the DNS
colorimetric method. Additionally, we clarify that molecular docking simulations were
conducted using AutoDock 4.2, with ten conformations generated per ligand. These additions
aim to enhance transparency and reproducibility while maintaining the abstract’s conciseness.

Comment 2: “As part of the review process, we would like to draw the authors’ attention to
several recent publications that may be relevant to their study...”

Response: We appreciate the editorial suggestion and have incorporated the recommended
reference into the Introduction section to strengthen the contextual framework of our study. The
following sentence has been added:

“New studies have explored the inhibitory activity of peptides targeting [3-glucosidase, which
further highlights the therapeutic relevance of enzyme inhibition in glycemic control. For
instance, structure—activity relationship analysis of these -glucosidase inhibitory peptides has
led to the design of novel anti-diabetic agents (9).”

The full citation has also been added to the reference list:

Tran TD, Nguyen TH, Le TH, et al. Exploring f-Glucosidase Inhibitory Peptides: Structure-
Activity Relationship Analysis and Perspectives for Designing Potential Anti-diabetic Agents.
Jundishapur J Nat Pharm Prod. 2023;18(3):e139988.
https://brieflands.com/articles/jjnpp-139988
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e Revision 2 2 comments - 28 OCt 2025 - 29 OCt 2025

Associate Editor ACCEPT 28 Oct2025

thanks to the authors,
The manuscript is acceptable in its current form after revision. The authors are advised to add "docking" to the

keywords according to the type of study.

Editor-in-Chief ACCEPT 29 Oct2025

Accept
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