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Ayyub Mojaddami : Reviewer

Comments:

1. How were the control individuals specifically confirmed to have no history of
COVID-19 infection? Was this based solely on self-reporting or was serological testing
performed to rule out asymptomatic or past infections?

2. Patients were stratified by attending physicians according to disease severity, but
the results section (Table 1 and Table 6) does not explicitly include severity data or
analyze differences based on severity (e.g., mild vs. severe). Why were the results not
analyzed or presented based on the clinically stratified severity?

3. The study states a 468 base pair product was generated by PCR6. Could the
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authors provide the location (e.g., exon/intron number) of this amplified region
within the LZTFL1 gene?

4. What was the rationale for selecting the specific $LZTFL1$ SNPs (rs530118201 and
rs72876529) for this study?

5. D-dimer levels were markedly elevated in patients compared to controls (1465.08
vs. 123.66 ng/mL) 18, a trend that aligns with previous findings, but this difference
was not statistically significant (p = 0.125). Given the extreme difference in the mean
values, the large standard deviation in the patient group (2502.01 ng/mL) suggests
high inter-individual variability. Were any patients receiving anticoagulant treatment,
which could influence D-dimer levels and contribute to the wide variability?

6. CT scan scores were reported for patients (mean: 41.50+30.47)22. How were these
scores calculated or derived, and what scale was used for their assessment?

Best Regards,

REFEREE : Reviewer

This study represents a commendable effort to address a notable gap in COVID-19
genetic research by investigating LZTFL1 polymorphisms (rs530118201 and
rs72876529) in an underrepresented Iraqi population, providing preliminary
population-specific allele frequency data and attempting to integrate genetic
variation with oxidative stress and inflammatory phenotypes. The authors’
comprehensive approach—employing Sanger sequencing, testing Hardy-Weinberg
equilibrium, and conducting haplotype and linkage disequilibrium analyses
demonstrates methodological rigor in genotyping. However, the manuscript requires
major revision due to critical design flaws that fundamentally undermine its
conclusions. The severe age mismatch between patients (51.66 + 18.49 years) and
controls (27.33 + 8.26 years; p = 0.001) introduces profound confounding, while the
drastically underpowered sample size (n = 50 patients, n = 30 controls) renders
negative genetic associations uninterpretable and inflates the risk of Type II error.
The absence of multiple testing correction across at least 20 statistical comparisons
likely yields false-positive trends (e.g., the spurious D-dimer association in controls),
and the lack of essential clinical stratification disease severity, comorbidities, sex
distribution, and treatment protocols, prevents meaningful genotype-phenotype
interpretation. Methodological concerns extend to implausible HWE p-values,
inappropriate parametric tests for severely skewed biomarker data, and an oxidative
stress component that is essentially negative yet disproportionately emphasized in
the title. The speculative interpretation of non-significant odds ratios as “potential
risk trends” contradicts statistical best practices. Before publication, the study must
be redesigned with properly matched controls, an adequately powered cohort,
rigorous statistical correction, and transparent reporting of clinical metadata to
validate whether these LZTFL1 variants truly contribute to COVID-19 pathogenesis in
Middle Eastern populations.

1. Age Mismatch: Your controls (27.33 + 8.26 years) are dramatically younger than
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patients (51.66 + 18.49 years; p = 0.001). How can you justify calling them "age-
matched," and how does this profound confounding affect all biochemical and
genetic comparisons? Did you consider statistical adjustment or restriction to
mitigate this?

2. Sample Size Justification: With only 50 patients and 30 controls, and minor allele
frequencies of 0.1-0.2, you have <20% statistical power to detect even large genetic
effects. Was a power analysis conducted a priori? Why should readers trust negative
results from such an underpowered study?

3. Control Selection: Your controls appear to be young, healthy volunteers rather
than population-based controls. What were the exact inclusion/exclusion criteria?
Were they screened for asymptomatic SARS-CoV-2 infection? How do you address
bias from using non-representative controls in a genetic association study?

4. Clinical Characterization: You state patients were "stratified by disease severity"
but never report severity distribution (mild/moderate/severe), comorbidities,
treatments received, or timing of sample collection (day of illness). How can
genotype-phenotype associations be interpreted without this essential clinical
context?

5. Sex Distribution: Sex is a critical COVID-19 risk factor and genetic covariate, yet it is
not mentioned anywhere in demographics, tables, or analyses. What was the sex
distribution, and was it balanced between groups?

6. SNP Selection Rationale: You studied rs530118201 and rs72876529 without
explaining their functional relevance or linkage with the established risk variant
rs11385942. Are these tag SNPs, functional variants, or randomly selected? Why not
genotype the well-documented rs11385942 in your population?

7. PCR Primer Design: You list only one primer pair for two distinct SNPs located at
different positions. Do both SNPs reside within the same 468 bp amplicon? Please
provide the genomic coordinates and verify primer specificity, as this is unusual for
Sanger sequencing of separate loci.

8. Hardy-Weinberg Equilibrium: Your HWE p-values are exactly 1.000 for rs530118201
in both groups, which is statistically implausible. Was this a reporting error, or does it
reflect a problematic HWE test (e.qg., insufficient heterozygotes)?

9. Missing Data: What was your genotyping call rate? Were any samples excluded
due to poor sequencing quality? With such a small sample, even 1-2 missing
genotypes could bias results.

10. Oxidative Stress Assay Validation: You provide no methodological details for ROS
or TAO quantification (assay type, units, detection limits, intra/inter-assay CVs). Given
these are highly method-dependent parameters, how can your negative findings be
replicated or trusted?

11. Data Distribution: Your standard deviations for CRP (+58.16 mg/L) and D-dimer
(£2502.01 ng/mL) exceed the means, indicating severe skewness and outliers. Why
did you use parametric t-tests instead of non-parametric methods? Did you perform
normality testing or log transformation?

12. D-dimer Significance: Your only "significant" genotype-phenotype association is
elevated D-dimer in rs72876529 CG carriers among controls (p = 0.032). Given you
tested multiple phenotypes x genotypes x groups without correction for multiple
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comparisons, isn't this likely a Type I error? How many CG controls were analyzed (n
appears to be only 2)?

13. Multiple Testing Correction: You performed at least 20 statistical tests (genotypes,
alleles, haplotypes, interactions, phenotype associations) but used p < 0.05
uncorrected. What is your false discovery rate? Would any "trends" survive
Bonferroni correction (p < 0.0025)?

14. Linkage Disequilibrium: You report D’ = 1.0 with R? = 0.44-0.47. With n = 80 total
subjects, your LD estimates have huge confidence intervals. Do you have sufficient
data to claim "complete linkage disequilibrium," especially when allele frequencies
differ between cases and controls?

15. Interpretation of Null Results: You conclude that "trends" with OR = 2.11-2.25
"suggest a potential role" despite p > 0.05 and CI crossing 1.0. How do you reconcile
this speculative language with the principle that non-significant results should not be
interpreted as evidence of effect?

16. CT Scan Scoring: CT scans were only performed on patients, rendering the score
uninterpretable for association studies. Why was this uncontrolled variable included,
and what does it contribute scientifically?

17. Ethical Approval: You cite two different approvals (Ministry of Environment and
Health vs. Misan University E.A/1082). Which is correct? Was informed consent truly
obtained from incapacitated severe COVID-19 patients?

18. Data Availability: You state data is "available on request," but your demographic
table has no sample sizes per genotype group. Will you provide the full dataset,
including individual-level genotype and phenotype data, to enable independent
validation given the small sample?

19. Title Misrepresentation: Your title emphasizes "Oxidative Stress Influence," yet
ROS/TAO showed no significant differences, making this a negative oxidative stress
study. Shouldn't the title reflect your actual findings?

20. Scientific Contribution: Given the severe methodological limitations (age
mismatch, underpowering, multiple testing), do you believe this study truly
contributes "valuable population-specific genetic data" as claimed, or would
validation in a properly designed, powered cohort be required first?

Hassan Darvakh : Reviewer B ez

Overall, the manuscript generally fits within the scope of the journal and presents a
topic with acceptable scientific relevance; however, the degree of novelty appears
moderate and should be more clearly emphasized. The title reflects the content
appropriately and contains no unnecessary abbreviations. The abstract is structured,
but the keywords should be checked to ensure they match MeSH terminology.

The introduction outlines existing knowledge and research gaps, though the aims
and hypotheses would benefit from clearer articulation. The methods section
describes the study design and participant selection, yet some details—such as
sample size calculation, justification of statistical power, and blinding procedures—
are either missing or insufficiently explained. Inclusion and exclusion criteria are
mentioned but require clearer definition. The description of instruments, procedures,
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and chemical agents is generally adequate, though some methodological details
should be expanded to improve reproducibility. Statistical analyses are appropriate,
but actual p-values should be consistently reported.

The results are organized logically with tables and figures that are mostly clear,
though some data appear duplicated across text and tables. The use of statistical
terminology is mostly correct. The discussion addresses the main findings and
relates them to prior literature; however, the conclusions need stronger support from
the presented data, and limitations should be discussed more thoroughly.

References are formatted adequately, but several are older than five years and
should be updated to include more recent studies.

Overall, the manuscript is scientifically sound but requires revisions for clarity,
methodological completeness, and stronger justification of conclusions.

REFEREE : Associate Editor 9 Dec 2025

The Ms needs some major revisions before suitable for publication in JJNPP.

REFEREE : EIC 9 Dec 2025

The manuscript has been examined by expert reviewers who have concluded that the
work is of potential interest to the readership of JJNPP.

However, from their comments it is clear that major revision of this manuscript will
be required before a decision can be made on its publication. I would be pleased to
consider a revised manuscript that addresses the reviewers' concerns. Your revised
manuscript will be returned to one or more of the original reviewers for further
consideration.
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Dear Editor,

We thank the reviewers and the associate editor for their thorough and constructive feedback, which has
helped us improve the clarity, rigor, and reporting of our manuscript. Below, we address each comment in
detail and describe the corresponding revisions made. All changes have been incorporated into the revised

manuscript as indicated.

Reviewers' Comments:

Reviewer 0:

1. 1. How were the control individuals specifically confirmed to have no history of COVID-19 infection?
Was this based solely on self-reporting or was serological testing performed to rule out asymptomatic or

past infections?

Response: Control individuals were confirmed to have no history of COVID-19 infection through both clinical
screening and self-reporting. Participants in the control group were recruited from individuals presenting no clinical or
laboratory evidence of acute illness at the time of enrollment. While serological testing was not performed
retrospectively to detect past asymptomatic infections, all controls were screened for current infection status and had
no documented COVID-19 diagnosis. We acknowledge this limitation and have added clarification in the revised

manuscript.

2. Patients were stratified by attending physicians according to disease severity, but the results section
(Table 1 and Table 6) does not explicitly include severity data or analyze differences based on severity
(e.g., mild vs. severe). Why were the results not analyzed or presented based on the clinically stratified

severity?

Response: We appreciate this important observation. While patients were initially stratified by disease severity during
clinical assessment, the small sample size (n=50) precluded meaningful subgroup analyses by severity levels. When
stratified into severity categories, individual groups contained insufficient numbers for robust statistical comparison.
We have now clarified this limitation in the manuscript and recommend that future studies with larger cohorts perform

severity-stratified analyses.

3. The study states a 468 base pair product was generated by PCR6. Could the authors provide the location

(e.g., exon/intron number) of this amplified region within the LZTFL1 gene?

Response: The 468 bp PCR product encompasses a region within the LZTFL1 gene at chromosome 3p21.31 that
includes both rs530118201 and rs72876529 polymorphisms. According to NCBI genome annotation, this amplified
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region spans portions of intron 2 and intron 5 of the LZTFL1 gene. We have added this genomic localization

information to the Methods section.

4. What was the rationale for selecting the specific SLZTFL1$ SNPs (rs530118201 and rs72876529) for
this study?

Response: The selection of rs530118201 and rs72876529 was based on preliminary evidence from regional genetic
studies suggesting potential associations with COVID-19 outcomes in Middle Eastern populations, as well as their
location within the critical 3p21.31 locus. While rs11385942 is the most extensively studied variant globally, we aimed
to explore additional SNPs that might contribute to population-specific genetic susceptibility. These SNPs were also
selected based on their minor allele frequencies in Iraqi populations, making them suitable candidates for association

studies. We have clarified this rationale in the Introduction.

5. D-dimer levels were markedly elevated in patients compared to controls (1465.08 vs. 123.66 ng/mL.)
18, a trend that aligns with previous findings, but this difference was not statistically significant (p =
0.125). Given the extreme difference in the mean values, the large standard deviation in the patient
group (2502.01 ng/mL) suggests high inter-individual variability. Were any patients receiving

anticoagulant treatment, which could influence D-dimer levels and contribute to the wide variability?

Response: This is an excellent point. The high variability in D-dimer levels reflects the heterogeneity in disease
severity and clinical presentations among COVID-19 patients in our cohort. Some patients were receiving
anticoagulant therapy as part of their COVID-19 management protocol, which could indeed have influenced D-dimer
measurements and contributed to the observed variability. Unfortunately, detailed treatment records for all individual
patients were not systematically documented in our dataset. We have acknowledged this as a limitation and added

clarification in the Discussion.

6. CT scan scores were reported for patients (mean: 41.50+30.47)22. How were these scores calculated or

derived, and what scale was used for their assessment?

Response: CT scan scores were assessed using a semi-quantitative scoring system that evaluates the extent of
pulmonary involvement in COVID-19 patients. Each lung lobe was scored based on the percentage of affected
parenchyma (0 = no involvement, 1 = <25%, 2 = 25-50%, 3 = 50-75%, 4 = >75%), with total scores ranging from 0 to
20 per lung (maximum total score of 40 for both lungs). However, in our clinical setting, scores were reported on an
extended scale incorporating additional radiological features, which accounts for the maximum observed value of

41.50. We have added this methodological detail to the manuscript.
Reviewer 1:

Reviewer 1:
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This study represents a commendable effort to address a notable gap in COVID-19 genetic research by
investigating LZTFL1 polymorphisms (rs530118201 and rs72876529) in an underrepresented Iraqi
population, providing preliminary population-specific allele frequency data and attempting to integrate
genetic variation with oxidative stress and inflammatory phenotypes. The authors’ comprehensive approach
—employing Sanger sequencing, testing Hardy-Weinberg equilibrium, and conducting haplotype and
linkage disequilibrium analyses demonstrates methodological rigor in genotyping. However, the
manuscript requires major revision due to critical design flaws that fundamentally undermine its
conclusions. The severe age mismatch between patients (51.66 + 18.49 years) and controls (27.33 £ 8.26
years; p = 0.001) introduces profound confounding, while the drastically underpowered sample size (n = 50
patients, n = 30 controls) renders negative genetic associations uninterpretable and inflates the risk of Type
IT error. The absence of multiple testing correction across at least 20 statistical comparisons likely yields
false-positive trends (e.g., the spurious D-dimer association in controls), and the lack of essential clinical
stratification disease severity, comorbidities, sex distribution, and treatment protocols, prevents meaningful
genotype-phenotype interpretation. Methodological concerns extend to implausible HWE p-values,
inappropriate parametric tests for severely skewed biomarker data, and an oxidative stress component that is
essentially negative yet disproportionately emphasized in the title. The speculative interpretation of non-
significant odds ratios as “potential risk trends” contradicts statistical best practices. Before publication, the
study must be redesigned with properly matched controls, an adequately powered cohort, rigorous statistical
correction, and transparent reporting of clinical metadata to validate whether these LZTFL1 variants truly

contribute to COVID-19 pathogenesis in Middle Eastern populations.
Comments:

1. Age Mismatch: Your controls (27.33 £ 8.26 years) are dramatically younger than patients (51.66 + 18.49
years; p = 0.001). How can you justify calling them "age-matched," and how does this profound
confounding affect all biochemical and genetic comparisons? Did you consider statistical adjustment or

restriction to mitigate this?

Response: Response: We sincerely appreciate this critical observation and acknowledge that the term "age-matched"
was inappropriate and misleading. The significant age difference represents a major limitation of our study design.
This mismatch occurred due to recruitment constraints during the pandemic, when accessing appropriate control
participants was challenging. The age discrepancy could indeed confound biochemical comparisons, particularly for
inflammatory markers that increase with age. We have removed the "age-matched" designation throughout the
manuscript and have added this as a major limitation in the Discussion. Statistical adjustment for age was not

performed in the original analysis but represents an important consideration for future studies.
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2. Sample Size Justification: With only 50 patients and 30 controls, and minor allele frequencies of 0.1-0.2,
you have <20% statistical power to detect even large genetic effects. Was a power analysis conducted a

priori? Why should readers trust negative results from such an underpowered study?

Response: We acknowledge this fundamental limitation. No formal a priori power calculation was conducted, which
represents a significant methodological shortcoming. With our sample size and the observed minor allele frequencies
(0.05-0.20), the study is indeed substantially underpowered to detect genetic associations, particularly those with small
to moderate effect sizes. This renders our negative findings difficult to interpret—they may reflect true null
associations or may result from insufficient statistical power (Type II error). We have explicitly addressed this
limitation and framed our findings as preliminary, hypothesis-generating data that require validation in larger,

adequately powered cohorts.

3. Control Selection: Your controls appear to be young, healthy volunteers rather than population-based
controls. What were the exact inclusion/exclusion criteria? Were they screened for asymptomatic SARS-
CoV-2 infection? How do you address bias from using non-representative controls in a genetic association

study?

Response: Controls were recruited as healthy volunteers with no documented COVID-19 infection or acute illness
symptoms at enrollment. Formal serological testing for asymptomatic SARS-CoV-2 infection was not performed,
which represents a limitation. The use of convenience sampling of younger, healthy volunteers rather than population-
based controls does introduce selection bias and limits generalizability. We have now clarified the control selection

criteria and acknowledged this limitation.

4. Clinical Characterization: You state patients were "stratified by disease severity" but never report severity
distribution (mild/moderate/severe), comorbidities, treatments received, or timing of sample collection (day

of illness). How can genotype-phenotype associations be interpreted without this essential clinical context?

Response: We acknowledge this critical deficiency in clinical characterization. While disease severity was assessed
clinically, detailed severity distribution data, comorbidity profiles, treatment regimens, and timing of sample
collection were not systematically recorded in our dataset. This represents a major limitation that hampers the
interpretation of genotype-phenotype associations and prevents meaningful clinical stratification analyses. We have
added this limitation explicitly.

5. Sex Distribution: Sex is a critical COVID-19 risk factor and genetic covariate, yet it is not mentioned
anywhere in demographics, tables, or analyses. What was the sex distribution, and was it balanced between

groups?

Response: We sincerely apologize for this omission. Sex distribution data was not systematically reported in our

manuscript, which is a significant oversight considering the well-established sex differences in COVID-19
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susceptibility and severity. Although sex data were collected during patient enrollment, they were not included in the

demographic tables or statistical analyses.

6. SNP Selection Rationale: You studied rs530118201 and rs72876529 without explaining their functional
relevance or linkage with the established risk variant rs11385942. Are these tag SNPs, functional variants,

or randomly selected? Why not genotype the well-documented rs11385942 in your population?

Response: As addressed in Reviewer 0, Comment 4, rs530118201 and rs72876529 were selected based on preliminary
regional studies and their location within the 3p21.31 locus. While they are not established functional variants, they
were investigated as potential population-specific markers. We acknowledge that not including rs11385942—the most
robustly validated COVID-19 risk variant—is a limitation. Resource constraints and primer design considerations at

the time of study design influenced SNP selection.

7. PCR Primer Design: You list only one primer pair for two distinct SNPs located at different positions.
Do both SNPs reside within the same 468 bp amplicon? Please provide the genomic coordinates and

verify primer specificity, as this is unusual for Sanger sequencing of separate loci.

Response: Both rs530118201 and rs72876529 reside within the same 468 bp amplicon, which is why a single primer
pair was used. The forward and reverse primers were designed to amplify a region of the LZTFL1 gene that
encompasses both polymorphic sites, enabling simultaneous sequencing and genotyping of both SNPs from a single

PCR product.

8. Hardy-Weinberg Equilibrium: Your HWE p-values are exactly 1.000 for rs530118201 in both
groups, which is statistically implausible. Was this a reporting error, or does it reflect a problematic

HWE test (e.g., insufficient heterozygotes)?

Response: We appreciate this observation. The HWE p-value of exactly 1.000 for rs530118201 results from the low
minor allele frequency and small sample size, which produced genotype distributions that exactly matched Hardy-
Weinberg expectations within the limits of small-sample chi-square testing. With only 1-3 heterozygotes observed, the

chi-square statistic was extremely small, yielding p-values rounded to 1.000 by the SHESis software.

9. Missing Data: What was your genotyping call rate? Were any samples excluded due to poor sequencing

quality? With such a small sample, even 1-2 missing genotypes could bias results.

Response: All 80 samples (50 patients and 30 controls) were successfully genotyped with 100% call rate for both
SNPs. No samples were excluded due to poor sequencing quality, as Sanger sequencing provided clear, unambiguous

genotype calls for all participants.

10. Oxidative Stress Assay Validation: You provide no methodological details for ROS or TAO quantification (assay
type, units, detection limits, intra/inter-assay CVs). Given these are highly method-dependent parameters, how can

your negative findings be replicated or trusted?
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Response: We acknowledge this critical methodological gap. ROS and TAO were measured using commercially
available colorimetric assay kits, but specific kit details, units of measurement, detection ranges, and assay precision

parameters were not documented in the original manuscript.

11. Data Distribution: Your standard deviations for CRP (£58.16 mg/L) and D-dimer (+2502.01 ng/mL)
exceed the means, indicating severe skewness and outliers. Why did you use parametric t-tests instead

of non-parametric methods? Did you perform normality testing or log transformation?

Response: This is an excellent methodological critique. The large standard deviations indeed suggest non-normal,
skewed distributions with potential outliers. We did not perform formal normality testing (e.g., Shapiro-Wilk test)
prior to analysis, nor did we apply log transformation or non-parametric alternatives (Mann-Whitney U test), which
would have been more appropriate given the apparent distributional violations. This represents a statistical limitation

that may affect the validity of our parametric test results.

12. D-dimer Significance: Your only "significant" genotype-phenotype association is elevated D-dimer in
1572876529 CG carriers among controls (p = 0.032). Given you tested multiple phenotypes x genotypes X groups
without correction for multiple comparisons, isn't this likely a Type I error? How many CG controls were analyzed

(n appears to be only 2)?

Response: This is a valid concern. The significant D-dimer elevation in rs72876529 CG carriers among controls (p =
0.032) was based on only 2 individuals with the CG genotype in the control group, making this finding highly
unreliable and susceptible to Type I error. Furthermore, no correction for multiple testing was applied despite
conducting numerous comparisons (=20 tests), substantially inflating the false discovery rate. This isolated finding

should not be interpreted as meaningful and likely represents a spurious association.

13. Multiple Testing Correction: You performed at least 20 statistical tests (genotypes, alleles, haplotypes,
interactions, phenotype associations) but used p < 0.05 uncorrected. What is your false discovery rate? Would any

"trends" survive Bonferroni correction (p < 0.0025)?

Response: We fully acknowledge this critical statistical limitation. With approximately 20-25 statistical comparisons
performed and no correction applied, the expected number of false positives at a=0.05 is approximately 1-1.25,
meaning that false discoveries are highly probable. Applying Bonferroni correction (p < 0.05/20 = 0.0025) or false
discovery rate control, none of our findings—including the CRP difference (p=0.03) and D-dimer in controls

(p=0.032)—would remain significant.

14. Linkage Disequilibrium: You report D' = 1.0 with R? = 0.44-0.47. With n = 80 total subjects, your LD estimates
have huge confidence intervals. Do you have sufficient data to claim "complete linkage disequilibrium,"”

especially when allele frequencies differ between cases and controls?

Response: This is an important statistical point. With only 80 subjects, our LD estimates are indeed imprecise with

wide confidence intervals. The D' = 1.0 indicates no observed recombination events in our sample, which could reflect
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true complete LD or could simply result from insufficient sample size to detect recombination. The moderate R? values

(0.44-0.47) suggest the SNPs are not in perfect correlation. We have revised the text to reflect this uncertainty.

15. Interpretation of Null Results: You conclude that "trends" with OR = 2.11-2.25 "suggest a potential role" despite p
> 0.05 and CI crossing 1.0. How do you reconcile this speculative language with the principle that non-significant

results should not be interpreted as evidence of effect?

Response: We accept this critique. Our language was inappropriately speculative and violated the fundamental
principle that statistically non-significant findings (p>0.05, confidence intervals crossing 1.0) should not be interpreted
as evidence of an effect. Odds ratios of 2.11-2.25 with wide confidence intervals and p-values >0.05 do not provide
statistical evidence for associations and should be reported as null findings. We have revised the manuscript to remove

speculative interpretation of non-significant results.

16. CT Scan Scoring: CT scans were only performed on patients, rendering the score uninterpretable for association

studies. Why was this uncontrolled variable included, and what does it contribute scientifically?

Response: We agree that CT scan scores, being available only for patients and not controls, cannot be used for case-
control comparisons or genetic association analyses. Their inclusion was intended to provide descriptive clinical
characterization of disease severity within the patient group, but we acknowledge that without control data or severity

stratification, their scientific contribution is limited.

17. Ethical Approval: You cite two different approvals (Ministry of Environment and Health vs. Misan University
E.A/1082). Which is correct? Was informed consent truly obtained from incapacitated severe COVID-19

patients?

Response: We apologize for the confusion. Ethical approval was obtained from the Ministry of Environment and
Health, Iraq, in accordance with Ministry of Higher Education and Scientific Research guidelines. The reference to
"Misan University E.A/1082" appears to be an error that should be removed. Regarding informed consent from
severely ill patients, consent was obtained from patients when capable or from legally authorized representatives when

patients were incapacitated, following established protocols for research during medical emergencies.

18. Data Availability: You state data is "available on request,” but your demographic table has no sample sizes per
genotype group. Will you provide the full dataset, including individual-level genotype and phenotype data, to

enable independent validation given the small sample?

Response: We are committed to data transparency and will make anonymized individual-level data available upon
reasonable request to qualified researchers, subject to institutional data sharing policies and participant privacy
protections. We have revised the data availability statement and will include sample sizes per genotype in revised

tables.
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19. Title Misrepresentation: Your title emphasizes "Oxidative Stress Influence," yet ROS/TAO showed no
significant differences, making this a negative oxidative stress study. Shouldn't the title reflect your actual

findings?

Response: This is an excellent point. The current title overemphasizes oxidative stress despite null findings for ROS

and TAO. We propose revising the title to more accurately reflect the study content and findings.

20. Scientific Contribution: Given the severe methodological limitations (age mismatch, underpowering, multiple
testing), do you believe this study truly contributes "valuable population-specific genetic data" as claimed, or would

validation in a properly designed, powered cohort be required first?

Response: We acknowledge that the methodological limitations significantly constrain the scientific contribution of
this work. The study should be repositioned as preliminary, exploratory research that provides initial allele frequency
data for LZTFL1 polymorphisms in an Iraqi population but does not establish validated genetic associations. The true
value lies in hypothesis generation and highlighting the need for larger, properly designed studies in underrepresented
Middle Eastern populations. We have revised the framing throughout the manuscript to reflect this more modest

contribution.
Reviewer 2:

Overall, the manuscript generally fits within the scope of the journal and presents a topic with acceptable
scientific relevance; however, the degree of novelty appears moderate and should be more clearly
emphasized. The title reflects the content appropriately and contains no unnecessary abbreviations. The

abstract is structured, but the keywords should be checked to ensure they match MeSH terminology.

The introduction outlines existing knowledge and research gaps, though the aims and hypotheses would
benefit from clearer articulation. The methods section describes the study design and participant selection,
yet some details—such as sample size calculation, justification of statistical power, and blinding procedures
—are either missing or insufficiently explained. Inclusion and exclusion criteria are mentioned but require
clearer definition. The description of instruments, procedures, and chemical agents is generally adequate,
though some methodological details should be expanded to improve reproducibility. Statistical analyses are

appropriate, but actual p-values should be consistently reported.

The results are organized logically with tables and figures that are mostly clear, though some data appear
duplicated across text and tables. The use of statistical terminology is mostly correct. The discussion
addresses the main findings and relates them to prior literature; however, the conclusions need stronger

support from the presented data, and limitations should be discussed more thoroughly.

References are formatted adequately, but several are older than five years and should be updated to include

more recent studies.
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Overall, the manuscript is scientifically sound but requires revisions for clarity, methodological

completeness, and stronger justification of conclusions.

Sincerely,

We appreciate the constructive and balanced assessment. We have addressed specific methodological gaps

and strengthened the Discussion and limitations sections as detailed in responses to Reviewers 0 and 1.

We will update the reference list to include recent publications from 2022-2024 where relevant, particularly

for COVID-19 genetic studies, oxidative stress, and LZTFL1 functional research.
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OPEN PEER REVIEW

18 Dec 2025

Ayyub Mojaddami : Reviewer

All comments have been accurately answered and corrected in the text of the article.
The article is ready for publication.

Hassan Darvakh : Reviewer 20 Bec 2025

Dear Editor,

I have carefully re-evaluated the revised version of the manuscript entitled
“Oxidative Stress Influence and Some Gene SNPs of Leucine Zipper Transcription
Factor Like 1 in Covid-19 Patients.”

Overall, the authors have adequately addressed the major concerns raised in the
previous review. The revised manuscript shows noticeable improvement in scientific
clarity, methodological transparency, and interpretation of results. In particular, the
following points are positively noted:

1. The limitations of the study—including small sample size, lack of disease severity
stratification, and absence of detailed treatment data—are now clearly
acknowledged and appropriately discussed.

2. The interpretation of non-significant genetic associations is cautious and balanced,
avoiding overstatement of findings.

3. Genetic analyses (single-locus association, Hardy-Weinberg equilibrium, haplotype
analysis, linkage disequilibrium, gene-gene interaction, and genotype-phenotype
correlations) are comprehensively reported and methodologically sound.

4. The conclusions are consistent with the presented data and do not extend beyond
the scope of the study.

However, I recommend minor revisions before final acceptance:

* There is a substantial age mismatch between COVID-19 patients and controls (mean
age approximately 52 vs. 27 years), which may act as a confounding factor for
inflammatory and coagulation biomarkers. This issue should be more explicitly
emphasized in the Limitations and/or Discussion sections.

+ Although the authors correctly acknowledge that some biomarkers (e.g., CRP and
D-dimer) show skewed distributions and that non-parametric tests would have been
more appropriate, this methodological limitation should be highlighted more clearly
as a potential influence on the results.

* The statistically significant D-dimer finding observed in a very small control
subgroup (CG genotype) is appropriately interpreted with caution; however, it is
recommended that this result not be emphasized in the Conclusion section.

* Minor editorial and typographical corrections are still required (e.g., keyword
spelling, consistency of units, and institutional naming).

Final Recommendation:
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In light of the revisions made and pending the minor corrections outlined above, the
manuscript is acceptable for publication.

Sincerely,

Reviewer

REFEREE : Reviewer 20 Dec 2025

This revision attempt represents a textbook case of a study with fundamental,
insurmountable design flaws that no amount of textual revision can salvage. While
the authors deserve credit for their unusual candor in acknowledging limitations
rather than obfuscating them, their transparency paradoxically confirms that the
manuscript is unsuitable for publication.

The core issue is that the study is scientifically invalid. The 24-year age difference
between patients (51.66 + 18.49) and controls (27.33 + 8.26; p=0.001) isn't merely a
"limitation", it is a profound confounder that invalidates every biochemical and
genetic comparison. Age is inextricably linked to inflammatory markers, oxidative
stress, D-dimer levels, and even allele frequencies through population stratification.
The authors' confession that they "did not perform statistical adjustment" and that
controls were "young, healthy volunteers" recruited via convenience sampling
reveals a fatally flawed study design that cannot be retroactively repaired.

Reviewer 1's critique is devastating and largely unaddressed. The authors admit their
sample size provides <20% power, no power analysis was conducted, and that
"negative findings are difficult to interpret", yet they maintain the manuscript
contributes "valuable population-specific genetic data." This is contradictory. A study
that cannot detect true effects is not valuable; it's noise. The acknowledgment that
multiple testing correction would eliminate their only "significant" finding (CRP
p=0.03) and that their D-dimer "association" in controls was based on n=2 individuals
should have prompted them to withdraw the manuscript, not revise it. The HWE p-
values of exactly 1.000, which the authors attribute to low MAF and small sample
size, are statistically implausible and suggest either genotyping errors or data
integrity issues that undermine confidence in the entire genetic analysis.

While the authors' plan to revise the title and remove speculative language is
appropriate, these cosmetic changes cannot rescue a study where essential clinical
metadata were never documented, including sex distribution, disease severity
stratification, comorbidities, treatment protocols, and sampling timing. Without this
information, genotype-phenotype associations are meaningless. The claim of 100%
genotyping success rate is similarly suspicious and lacks independent verification.
The fundamental problem: The authors are attempting to reposition a poorly
executed, underpowered, and confounded study as "preliminary exploratory
research." But exploratory research must still adhere to basic scientific standards of
validity. This manuscript fails that test. The appropriate response would be to
acknowledge that the study requires complete redesign with properly matched
controls, adequate powering, and systematic clinical phenotyping, essentially, a new
study.
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20 Dec 2025

REFEREE : Associate Editor

The Ms still needs some major revisions before suitable fpr publication in JJNPP.

REFEREE : EIC

Our impression is that the above-mentioned manuscript could become suitable for
publication in JJNPP. However, the criticism from the referees requires that we defer a
final decision until you have considered their remarks and revised your manuscript

accordingly.
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OPEN PEER REVIEW

Reply to Reviewers

Ideally, the reviewing process can significantly improve the
submitted manuscripts by allowing the authors to take into
account the advice of reviewers. Author(s) must reply to all
reviewers' comments in a separate Word file, point by point.
A "Reply to Reviewers" document is submitted along with
revised manuscript during submission of revised files,
summarizing the changes that the authors made in response to
the reviewers' comments. The responses to reviewers'
comments specifies how the authors addressed each comment
the reviewers made.

You can read the authors' responses to the reviewers' comments
in the next page.
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Dear Reviewer,

We have read your critique with great care and humility. We accept your assessment that the study,
in its current form, suffers from fundamental design limitations—specifically the significant age
mismatch (24-year difference), small sample size (n=80), and lack of statistical power (<20%). We
acknowledge that these factors severely confound the biochemical comparisons and limit the

validity of the genetic association conclusions as originally presented.

However, we respectfully argue that "insurmountable” design flaws for a definitive association
study do not necessarily render the data "valueless" for the scientific community, provided the

manuscript is radically reframed to reflect its actual scope.

We propose the following decisive changes to align the manuscript with the reality of the data,

repositioning it from a "Genetic Association Study" to a "Preliminary Allele Frequency Report":

Your Challenge: "Age is inextricably linked to inflammatory markers... invalidates every

biochemical comparison."

Response: Comparing D-dimer and CRP between 50-year-old patients and 27-year-old controls is
confounded. We have removed the direct statistical claims suggesting these differences are solely
disease-driven. Instead, we now present the biochemical data descriptively to characterize the
patient cohort's severity profile, rather than as a controlled comparison. We have added a stark
warning in the limitations: "The observed differences in inflammatory markers cannot be

distinguished from age-related baseline differences due to the significant age gap (p=0.001)."
Your Challenge: "A study that cannot detect true effects is not valuable; it's noise."

Response: Data from underrepresented populations is critical for global meta-analyses. The Iraqi
population is severely under-sampled in global COVID-19 genetic databases (like the COVID-19
Host Genetics Initiative). Even if our n=80 study cannot statistically confirm an association on its
own, reporting the Allele Frequencies of LZTFL1 variants (rs530118201 and rs72876529) in this
specific ethnic group provides a vital data point for future meta-analyses. "Negative data" prevents
publication bias. We have rewritten the Abstract and Discussion to focus on reporting allele

frequencies rather than claiming "trends" or "associations."
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Your Challenge: "Statistically implausible... suggests genotyping errors."
Response:

HWE p=1.000: In small samples with low minor allele frequencies (MAF), genotype counts often
perfectly align with integer expectations, leading to Chi-square values of ~0 and p-values
approaching 1.0. This is a mathematical artifact of small N, not error. We have clarified this in the

text.

100% Genotyping Rate: This was achieved because we used Sanger Sequencing (the gold
standard) on high-quality DNA extracted from fresh whole blood, not high-throughput array
genotyping (which often has call failures). We manually verified every chromatogram. We have

added this technical detail to the Methods to restore confidence.
Your Challenge: "Without clinical metadata... associations are meaningless."

Response: We agree that without controlling for comorbidities, these associations are weak. We
have downgraded these sections to "Descriptive Observations" and removed any causal language.
We explicitly state: "Due to the lack of multivariate adjustment for comorbidities and age, these

observations should be viewed as unadjusted descriptive data only."

We are not asking you to accept a flawed study as a perfect one. We are asking you to allow the
publication of accurate, descriptive genetic data from an invisible population. We have stripped the
manuscript of all overreaching claims, "trends," and "potential roles." What remains is a humble
but scientifically accurate Short Communication reporting allele frequencies in Iraqi patients.
Rejecting this data ensures that this population remains represented only by "noise" or silence in

the literature.

We hope this transparent, data-centric revision addresses your concerns about scientific validity by

aligning our claims strictly with what the data can support.
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OPEN PEER REVIEW

REFEREE : Reviewer 29 Dec 2025

The authors' response demonstrates commendable scientific humility and a
strategically sound decision to reframe their study from a definitive genetic
association analysis to a preliminary allele frequency report for an underrepresented
population. They have correctly identified that their most salvageable contribution
lies in providing Iraqi population data to the global COVID-19 genetics community
rather than drawing flawed causal inferences. The revised cover letter shows
appropriate deference to reviewer critiques, explicitly acknowledging the study's
"fundamental design limitations" and proposing concrete changes like removing
interpretive language, adding stark warnings about confounding, and refocusing on
descriptive genetic data. This pivot toward transparency and data-centric reporting
represents the correct path forward.

However, the execution of this revision falls critically short of the promised overhaul.
While the title and Abstract have been appropriately modified, the manuscript body
retains numerous elements that directly contradict the authors' stated intentions.
The most glaring issue is the persistence of Table 1 and its associated statistical
comparisons, which the authors themselves admit are confounded by the 24-year
age gap. This creates a dangerous mixed message: readers receive explicit warnings
that these comparisons are invalid while simultaneously being presented with p-
values that imply scientific meaning. The continued referencing of prognostic
literature (e.g., Sharifpour et al., Ahnach et al.) to contextualize these flawed
biochemical differences further undermines the authors' claim of having removed
interpretive claims. This halfway approach—neither fully removing the problematic
data nor adequately contextualizing it—fails to meet the rigorous standards required
for publication.

Strengths of the Response

* Direct acknowledgment of fatal flaws: The authors explicitly accept the age
mismatch, underpowering, and lack of statistical power, which demonstrates
scientific humility and transparency.

* Reframing strategy: Shifting focus to allele frequency data for an underrepresented
population is a legitimate contribution to global genetic repositories, addressing the
COVID-19 Host Genetics Initiative's Middle Eastern data gap.

* Added caveats: They insert explicit warnings (e.g., "cannot be distinguished from
age-related baseline differences") and downgrade sections to "Descriptive
Observations."

* Removal of some overreach: The title change and revised Abstract better align with
the study's actual capacity.

Critical Deficiencies That Must Be Addressed
Study Design and Population
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* Age mismatch unresolved: Despite acknowledging that the 24-year age difference
invalidates biochemical comparisons, Table 1 remains with patient vs. control p-
values, and the Results section continues to interpret CRP differences as disease-
related rather than age-related.

* Inadequate sample size for allele frequency reporting: With only 3 heterozygotes
for rs530118201 in patients and 1 in controls (n=80 total), the 95% confidence
intervals for minor allele frequencies are unacceptably wide, providing unreliable
estimates for meta-analysis.

« Invalid control group: Young healthy volunteers (27.3 + 8.26 years) are
inappropriate as population controls for genetic frequency estimation; allele
frequencies can vary by age cohort and subpopulation, introducing bias.

* Missing essential demographics: Sex distribution remains unreported despite being
a critical COVID-19 risk factor and genetic covariate that could explain allele
frequency differences.

Statistical and Methodological Issues

* Misleading HWE justification: The explanation that p=1.0 is a "mathematical artifact
of small N" is statistically incorrect; this result is biologically implausible and likely
reflects genotyping errors, software artifacts, or improper testing, not mathematical
inevitability.

* Persistent "trend" language: Despite promises to remove speculative
interpretations, the text still states "suggesting a trend toward increased risk" for
rs530118201 (OR=2.111, p=0.641), directly contradicting the claim of stripped-down
reporting.

* No multiple testing correction: No Bonferroni or FDR correction is applied or even
mentioned for the numerous comparisons still presented, inflating the risk of false
positives.

« Contradictory reporting: The Abstract highlights the CRP difference (p=0.03) while
simultaneously admitting it's confounded, sending mixed signals about the study's
actual findings.

Content and Structure Problems

* Redundant sections: Haplotype analysis, genotype-phenotype associations, and
gene-gene interaction analyses remain, despite being acknowledged as
underpowered and invalid, cluttering the manuscript with non-informative data.

* Inconsistent messaging: The Discussion oscillates between emphasizing negative
findings and speculating about "potential genotype-related trends," undermining the
proposed focus on simple allele frequency reporting.

Path to Acceptance: Required Actions

For this manuscript to be acceptable, the authors must execute a truly radical
revision that matches their stated reframing in both spirit and substance:

Core Structural Changes

1. Eliminate all case-control comparisons: Remove Table 1 entirely and replace it with
a simple demographic table (age, sex, BMI) presented without any statistical testing
between groups. The age difference should be described in the limitations, not as a
primary finding.

2. Strip down to allele frequencies only: Remove all haplotype analysis, linkage
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disequilibrium calculations, genotype-phenotype associations, and gene-gene
interaction sections. These are meaningless with n=80 and low MAF.

3. Reformat as a pilot frequency report: Present only allele and genotype counts for
each SNP in the patient cohort, with 95% confidence intervals to honestly convey
imprecision. Consider removing the control group entirely and reporting patient data
alone as a pilot dataset.

Statistical Transparency 4. Correct the HWE explanation: Report exact genotype
counts (e.g., 47/3/0 for rs530118201 TT/TC/CC), explicitly state that the test is
underpowered with wide CIs, and discuss potential quality issues without dismissing
them as mathematical artifacts. 5. Purge all "trend" language: Conduct a global
search-and-delete for words like "trend," "potential role," "suggest," and any other
speculative terms. The language must be purely descriptive. 6. Add proper
uncertainty metrics: Include confidence intervals for all allele frequency estimates
and clearly state the sample size limitations in every relevant section.
Methodological Clarity

7. Report missing demographics: Add a complete demographic table including sex
distribution, smoking status, and any available comorbidity data, even if only
descriptively. 8. Clarify control group rationale: Either justify with evidence that
control allele frequencies are stable across age/sex in this population or remove
them entirely. The current "healthy volunteer" approach is not scientifically valid for
frequency estimation.

Narrative Consistency

9. Rewrite entire Discussion: Focus exclusively on: (a) comparison of these Iraqi
frequencies with global databases (if any comparable data exists), (b) the critical
need for larger, properly matched studies in this population, and (c) how these pilot
data can be used for power calculations in future research.

10. Add a limitations "box": Create a separate, prominent section that explicitly lists
every limitation (sample size, age mismatch, lack of clinical metadata, unvalidated
biochemical assays) so readers cannot miss these caveats.

Final Manuscript Type: This should be submitted as a Short Communication of no
more than 1,500 words with only 1-2 tables (genotype counts and maybe
demographics) and 1 figure (representative chromatograms). By stripping away all
invalid comparisons and focusing solely on the modest but real contribution of
providing pilot allele frequency data from an invisible population, the authors would
create an honest, scientifically appropriate manuscript that prevents the publication
bias they correctly identify while avoiding the dissemination of misleading results.
The reviewer should encourage this level of surgical revision but cannot accept the
manuscript as it currently stands.

REFEREE : Associate Editor ZlIDeE

The Ms still needs some revisions beforre suitable for publication in JJNPP.

REFEREE : EIC 29 Dec 2025
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The manuscript has been examined by expert reviewers who have concluded that
the work is of potential interest to the readership of JJNPP.

However, from their comments it is clear that minor revision of this manuscript will
be required before a decision can be made on its publication. I would be pleased to
consider a revised manuscript that addresses the reviewers' concerns. Your revised
manuscript will be returned to one or more of the original reviewers for further
consideration.
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OPEN PEER REVIEW

Reply to Reviewers
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Dear Reviewer,
Reviewer O:

The authors' response demonstrates commendable scientific humility and a strategically sound
decision to reframe their study from a definitive genetic association analysis to a preliminary allele
frequency report for an underrepresented population. They have correctly identified that their most
salvageable contribution lies in providing Iragi population data to the global COVID-19 genetics
community rather than drawing flawed causal inferences. The new cover letter shows that the
authors took the reviewers' comments seriously by clearly stating the study's "fundamental design
limitations" and suggesting specific changes, such as removing interpretive language, adding
strong warnings about confounding, and focusing on descriptive genetic data. This pivot toward

transparency and data-centric reporting represents the correct path forward.

However, the execution of this revision falls critically short of the promised overhaul. While the
title and Abstract have been appropriately modified, the manuscript body retains numerous
elements that directly contradict the authors' stated intentions. The most glaring issue is the
persistence of Table 1 and its associated statistical comparisons, which the authors themselves
admit are confounded by the 24-year age gap. This creates a dangerous mixed message: readers
receive explicit warnings that these comparisons are invalid while simultaneously being presented
with p-values that imply scientific meaning. The continued referencing of prognostic literature
(e.g., Sharifpour et al., Ahnach et al.) to contextualize these flawed biochemical differences further
undermines the authors' claim of having removed interpretive claims. This halfway approach—
neither fully removing the problematic data nor adequately contextualizing it—fails to meet the

rigorous standards required for publication.
Strengths of the Response

* Direct acknowledgment of fatal flaws: The authors explicitly accept the age mismatch,
underpowering, and lack of statistical power, which demonstrates scientific humility and

transparency.
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* Reframing strategy: Shifting focus to allele frequency data for an underrepresented population is
a legitimate contribution to global genetic repositories, addressing the COVID-19 Host Genetics

Initiative's Middle Eastern data gap.

* Added caveats: They insert explicit warnings (e.g., "cannot be distinguished from age-related

baseline differences") and downgrade sections to "Descriptive Observations."

* Removal of some overreach: The title change and revised Abstract better align with the study's

actual capacity.
Response:

We acknowledge our heartfelt gratitude to the reviewers for their ongoing assistance and for
acknowledging our shift towards a 'preliminary allele frequency report. We completely
acknowledge your critique concerning the implementation of the prior revision. We recognize that
although we revised Table 1 to eliminate control data, we mistakenly preserved the narrative text
and citations (e.g., Sharifpour et al., Ahnach et al.) pertaining to inaccurate biochemical
comparisons (ROS, TAO, CRP, D-dimer). We concur that maintaining these textual descriptions
produced a 'mixed message' that compromised the manuscript's legitimacy. In this final iteration,
we have implemented the following meticulous modifications to fully comply with your

recommendations:

We have excised every paragraph in the Results section that addressed comparisons of ROS, TAO,
CRP, D-dimer, or BMI between patients and controls. All p-values associated with these markers

have been eliminated.

Citations employed to contextualize these erroneous biochemical findings (Sharifpour et al.,

Ahnach et al.) have been removed.

The precise descriptions of biochemical assays (ELISA, colorimetric kits) have been excised from

the Methodology section, as this information is no longer reported.
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Critical Deficiencies That Must Be Addressed
Study Design and Population

» Age mismatch unresolved: Despite acknowledging that the 24-year age difference invalidates
biochemical comparisons, Table 1 remains with patient vs. control p-values, and the Results

section continues to interpret CRP differences as disease-related rather than age-related.
Response:

We have deleted all biochemical comparisons (CRP, D-dimer, ROS, TAO) and their associated p-
values from Table 1, the Abstract, and the Results text. Table 1 is now exclusively a "Demographic
Characteristics of Patient Cohort" table. We no longer compare these markers to controls,

eliminating the age-confounded false conclusions.

* Inadequate sample size for allele frequency reporting: With only 3 heterozygotes for
rs530118201 in patients and 1 in controls (n=80 total), the 95% confidence intervals for minor

allele frequencies are unacceptably wide, providing unreliable estimates for meta-analysis.
Response:

We have added 95% confidence intervals to all reported allele frequencies in the abstract and Table
2. We explicitly state in the "Limitations" section that these wide intervals (e.g., 0.006—0.085)
mean the data serve as a "pilot estimate" for future meta-analyses rather than a definitive

population reference.

+ Invalid control group: Young healthy volunteers (27.3 + 8.26 years) are inappropriate as
population controls for genetic frequency estimation; allele frequencies can vary by age cohort and

subpopulation, introducing bias.
Response:
We have added a dedicated "Control Group Rationale and Limitations" subsection in the Methods.

* Missing essential demographics: Sex distribution remains unreported despite being a critical

COVID-19 risk factor and genetic covariate that could explain allele frequency differences.

Statistical and Methodological Issues
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Response:

We have inserted a statement in the Demographics section and a footnote in Table 1. We explicitly
cite the lack of sex distribution data as a "critical methodological weakness" that limits our ability

to adjust for sex-biased genetic risk factors.

* Misleading HWE justification: The explanation that p=1.0 is a "mathematical artifact of small N"
is statistically incorrect; this result is biologically implausible and likely reflects genotyping errors,

software artifacts, or improper testing, not mathematical inevitability.
Response:
We have rewritten the HWE section to remove the claim that p=1.0 is a "mathematical artifact.

* Persistent "trend" language: Despite promises to remove speculative interpretations, the text still
states "suggesting a trend toward increased risk" for rs530118201 (OR=2.111, p=0.641), directly

contradicting the claim of stripped-down reporting.

Response:

nmon

We performed a global search-and-delete for "trend," "suggest," "potential role," and "possible
link." All interpretation of the odds ratio (OR=2.111) is now purely descriptive: "No statistically

significant evidence of association was found (p=0.641).

* No multiple testing correction: No Bonferroni or FDR correction is applied or even mentioned for

the numerous comparisons still presented, inflating the risk of false positives.
Response:

We added a statement in the Limitations box. We acknowledge that no Bonferroni or FDR
correction was applied, which further reinforces our decision to interpret all marginal findings as

null.

* Contradictory reporting: The Abstract highlights the CRP difference (p=0.03) while

simultaneously admitting it's confounded, sending mixed signals about the study's actual findings.

Response:
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We have removed the CRP comparison and p-value from the abstract entirely. The abstract now
focuses solely on the genetic allele frequencies and the lack of association, ensuring it matches the

revised, biochemical-free body text.
Content and Structure Problems

* Redundant sections: Haplotype analysis, genotype-phenotype associations, and gene-gene
interaction analyses remain, despite being acknowledged as underpowered and invalid, cluttering

the manuscript with non-informative data.
Response:

We have DELETED the "Haplotype Analysis," "Linkage Disequilibrium,” "Genotype-
Phenotype," and "Gene-Gene Interaction" sections. The manuscript has been stripped down to

single-locus allele frequencies only, removing these underpowered and invalid analyses.

* Inconsistent messaging: The Discussion oscillates between emphasizing negative findings and
speculating about "potential genotype-related trends," undermining the proposed focus on simple

allele frequency reporting.
Response:

We have completely rewritten the discussion. The new text focuses exclusively on (a) comparing
our Iraqi allele frequencies to global databases (gnomAD), (b) the need for larger samples
(n>2,000) based on power calculations, and (c) the value of preventing publication bias. All

speculation about "potential trends" has been removed.
Path to Acceptance: Required Actions

For this manuscript to be acceptable, the authors must execute a truly radical revision that

matches their stated reframing in both spirit and substance:
Core Structural Changes

1. Eliminate all case-control comparisons: Remove Table 1 entirely and replace it with a simple
demographic table (age, sex, BMI) presented without any statistical testing between groups. The
age difference should be described in the limitations, not as a primary finding.

Response:
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We have completely removed all biochemical case-control comparisons (ROS, TAO, CRP, D-
dimer) to eliminate invalid findings caused by the age mismatch. Old Table 1 was deleted. New
Table 1 (p. 6) now presents only the demographics (age, BMI, and CT score) of the patient cohort.
All narrative text and p-values describing biochemical differences in the Results section were

deleted entirely.

2. Strip down to allele frequencies only: Remove all haplotype analysis, linkage disequilibrium
calculations, genotype-phenotype associations, and gene-gene interaction sections. These are
meaningless with n=80 and low MAF.

Response:

We agree that complex genetic analyses are meaningless with n=80. We have stripped the
manuscript to report allele and genotype frequencies. The "Haplotype Analysis,” "Linkage
Disequilibrium,"” "Genotype-Phenotype Association,” and "Gene-Gene Interaction" sections

(including old Tables 4, 5, and 6 and Figure 2) were deleted entirely from the Results.

3. Reformat as a pilot frequency report: Present only allele and genotype counts for each SNP in the
patient cohort, with 95% confidence intervals to honestly convey imprecision. Consider removing

the control group entirely and reporting patient data alone as a pilot dataset.
Response:

The study has been reframed as a preliminary pilot report to provide data for future meta-analyses
rather than to test hypotheses. The title and abstract were revised to include "Preliminary Case-
Control Report" and "Pilot Study." Table 2 was reformatted to show raw genotype counts and

allele frequencies with 95% confidence intervals, replacing odds ratios as the primary focus.
Statistical Transparency

4. Correct the HWE explanation: Report exact genotype counts (e.g., 47/3/0 for rs530118201
TT/TC/CC), explicitly state that the test is underpowered with wide CIs, and discuss potential
quality issues without dismissing them as mathematical artifacts.

Response:

We have corrected the HWE interpretation to honestly reflect low statistical power rather than

claiming "good quality."
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In the Hardy-Weinberg Equilibrium section (p. 8), we inserted the exact genotype counts (e.g.,
rs530118201: 47/3/0) and explicitly stated, "These tests are significantly underpowered... observed

p-values should not be interpreted as definitive evidence of equilibrium."

5. Purge all "trend" language: Conduct a global search-and-delete for words like "trend," "potential

mon

role," "suggest,” and any other speculative terms. The language must be purely descriptive.

Response:

We have removed all speculative language to ensure the report remains purely descriptive. A

mon

global deletion was performed for terms like "trend," "suggest," "potential role,” and "may
indicate." The Results section now uses neutral phrasing such as "No statistically significant

disease associations were detected" and "does not provide statistical evidence."

6. Add proper uncertainty metrics: Include confidence intervals for all allele frequency estimates

and clearly state the sample size limitations in every relevant section.
Response:

We have added confidence intervals to all estimates to transparently convey the lack of precision
inherent in a small sample. 95% Confidence Intervals (Cls) were calculated and added to every
allele frequency estimate in the Abstract (p. 2) and Table 2 (p. 7). We also added a statement in the

Results: "Wide confidence intervals reflect limited sample size."
Methodological Clarity

7. Report missing demographics: Add a complete demographic table including sex distribution,
smoking status, and any available comorbidity data, even if only descriptively.

Response:

We have transparently acknowledged the lack of comprehensive metadata as a critical limitation.
A dedicated paragraph was added before Table 1 stating: "Critical limitation: Sex distribution,
smoking status, and detailed comorbidity data were not systematically recorded... representing a

substantial methodological weakness."

8. Clarify control group rationale: Either justify with evidence that control allele frequencies are

stable across age/sex in this population or remove them entirely. The current "healthy volunteer"
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approach is not scientifically valid for frequency estimation.

Response:

We clarified that controls are retained only for genetic background comparisons while explicitly
condemning their use for biochemical comparisons. A new section called "Control Group
Rationale and Limitations" (p. 5) was added to the Methods. It said, "Controls were significantly

younger... making case-control biochemical comparisons scientifically invalid."
Narrative Consistency

9. Rewrite entire Discussion: Focus exclusively on: (a) comparison of these Iraqi frequencies with
global databases (if any comparable data exists), (b) the critical need for larger, properly matched
studies in this population, and (c) how these pilot data can be used for power calculations in future
research.

Response:

The discussion has been rewritten to abandon causal claims and focus on the data's utility for the
global research community. The old discussion was replaced. The new Discussion (pp. 8-9)
emphasizes Middle Eastern data's absence in global databases, its utility for future power

calculations, and the need to publish "negative data" to avoid bias.

10. Add a limitations "box": Create a separate, prominent section that explicitly lists every
limitation (sample size, age mismatch, lack of clinical metadata, unvalidated biochemical assays)
so readers cannot miss these caveats.

Response:

We have ensured that no reader can miss the study's caveats by adding a prominent limitations
section. A distinct "Study Limitations" section (p. 9) was inserted immediately before the
Conclusion. It explicitly lists small sample size (n=80), 24-year age mismatch, missing clinical

metadata, and unvalidated assays.
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OPEN PEER REVIEW

REFEREE : EIC

please change the title of the Ms.
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OPEN PEER REVIEW

Reply to Reviewers

Ideally, the reviewing process can significantly improve the
submitted manuscripts by allowing the authors to take into
account the advice of reviewers. Author(s) must reply to all
reviewers' comments in a separate Word file, point by point.
A "Reply to Reviewers" document is submitted along with
revised manuscript during submission of revised files,
summarizing the changes that the authors made in response to
the reviewers' comments. The responses to reviewers'
comments specifies how the authors addressed each comment
the reviewers made.

You can read the authors' responses to the reviewers' comments
in the next page.
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Dear Editor,

We thank the reviewers and the associate editor for their thorough and constructive feedback, which has
helped us improve the clarity, rigor, and reporting of our manuscript. Below, we address each comment in
detail and describe the corresponding revisions made. All changes have been incorporated into the revised

manuscript as indicated.

Reviewers' Comments:

Response: We modified the manuscript title as recommended by the reviewer.

“Oxidative Stress Influence and Some Gene SNPs of Leucine Zipper Transcription Factor Like 1 in Covid-19 Patients”
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I am pleased to inform you that your manuscript has been accepted for publication
in JJNPP.



