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SPECIFIC COMMENTS TO AUTHORS

The manuscript presents a well-designed study investigating the potential of Ferula
Assafoetida (F. Assafoetida) as a differentiating agent for colon cancer cells via the
JNK/MAPK pathway. The work is scientifically sound, with robust methodologies and
clear results. However, some areas require clarification, refinement, or expansion to

enhance the manuscript's impact and readability. Below are specific comments and

recommendations.
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1. Novelty and Contextualization

* The introduction adequately reviews CRC and the role of differentiation but could
better highlight the novelty of using F. Assafoetida in this context. Compare with
existing literature on other natural compounds (e.g., curcumin, resveratrol) to
underscore F. Assafoetida's unique advantages.

* C(Clarify why F. Assafoetida was chosen over other phytochemicals with known
differentiation-inducing properties (e.g., butyrate analogues).

2. Mechanistic Depth

* The study focuses on JNK/MAPK activation but does not explore crosstalk with
other pathways (e.g., Wnt/p-catenin, PI3BK/AKT). Include a discussion on how
JNK/MAPK might interact with these pathways to drive differentiation.

* Provide Western blot or immunofluorescence data to corroborate qPCR results for
JNK/MAPK protein expression/phosphorylation.

3. Dosage and Pharmacokinetics

* Justify the chosen doses of F. Assafoetida (e.g., 343.6 pg/mL) and NaBT (3.3 mg/mL).
Are these concentrations physiologically relevant? Compare with prior in vivo or clinical
studies.

* Include a brief discussion on bioavailability and potential toxicity of F. Assafoetida
in humans.

4. Figures and Data Presentation

* Figure 1A: Label axes clearly (e.g., "Cell Viability (%)" vs. "Concentration (pg/mL)").
Include error bars for triplicate experiments.

* Figure 2/3: Merge cell cycle and apoptosis data into a single figure for coherence.
Use color to distinguish treatment groups.

* Figure 4C: Ensure DNA laddering gels are high-resolution and include molecular

weight markers. Annotate lanes clearly (e.g., "1/4 IC50," "Control").
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5. Statistical Analysis

* Specify the number of replicates for each experiment (e.g., n = 3 biological
replicates).

* For ANOVA results, report F-values and degrees of freedom alongside p-values.

6. Abstract

* Replace "king unit/mL" with standard units (e.g., U/mL or IU/mL) for ALP activity.
* C(Clarify whether the "complete DNA degradation" observed was dose-dependent
(mentioned in Results but not Abstract).

7. Methods

* GC-MS: Specify the database used for compound identification (e.g., NIST).

* gRT-PCR: Include primer efficiencies and melting curves to validate specificity.
8.Results

* Table 1: Use consistent units (e.g., % vs. g/100g for phenolic/flavonoid content).

* Table 2: Define ">4n" (polyploid cells?) in the legend.

9.Discussion

* Contrast the efficacy of F. Assafoetida with NaBT more critically. Why is F.
Assafoetida superior despite NaBT's established role in differentiation?

* Address limitations (e.g., lack of in vivo validation, single cell line used).
10.Language and Clarity

* Correct minor grammatical errors (e.g., "revealed by the significant increase" —
"revealed a significant increase").

* Avoid redundant phrases (e.g., "untreated control cells" — "controls").

* Enhanced mechanistic insights (pathway crosstalk, protein-level validation).

* Improved figure quality and labeling.

* Justification of experimental doses and pharmacokinetic relevance.

* C(larification of novelty relative to existing literature.
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* Ensure all figures are cited in the text (e.g., Figure 1B is mentioned but not shown in
the provided content).

* Verify that supplementary data (e.g., GC-MS raw files) are available upon request.



