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1st Editorial Decision 14th Mar 2025

14th Mar 2025
Dear Dr. Ono,

Thank you for the submission of your manuscript to EMBO Molecular Medicine. We have now received feedback from the two
reviewers who agreed to evaluate your manuscript. Both referees recognize interest of the study but also raise important
concerns that should be addressed in a major revision. If you would like to discuss further the points raised by the referees, | am
available to do so via email or video. Let me know if you are interested in this option.

Further consideration of a revision that addresses reviewers' concerns in full will entail a second round of review. EMBO
Molecular Medicine encourages a single round of revision only and therefore, acceptance or rejection of the manuscript will
depend on the completeness of your responses included in the next, final version of the manuscript. For this reason, and to save
you from any frustrations in the end, | would strongly advise against returning an incomplete revision.

We would welcome the submission of a revised version within three months for further consideration. Please let us know if you
require longer to complete the revision.

I look forward to receiving your revised manuscript.

Yours sincerely,
Zeljko Durdevic
Zeljko Durdevic

Senior Editor
EMBO Molecular Medicine
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When submitting your revised manuscript, please carefully review the instructions that follow below. We perform an initial quality
control of all revised manuscripts before re-review; failure to include requested items will delay the evaluation of your revision.

We require:

1) A .docx formatted version of the manuscript text (including legends for main figures, EV figures and tables). Please make sure
that the changes are highlighted to be clearly visible.

2) Individual production quality figure files as .eps, .tif, .jpg (one file per figure). For guidance, download the 'Figure Guide PDF":
(https://www.embopress.org/page/journal/17574684/authorguide#figureformat).

3) A .docx formatted letter INCLUDING the reviewers' reports and your detailed point-by-point responses to their comments. As
part of the EMBO Press transparent editorial process, the point-by-point response is part of the Review Process File (RPF),
which will be published alongside your paper.

4) A complete author checklist, which you can download from our author guidelines
(https://'www.embopress.org/page/journal/17574684/authorguide#submissionofrevisions). Please insert information in the
checklist that is also reflected in the manuscript. The completed author checklist will also be part of the RPF.

5) Please note that all corresponding authors are required to supply an ORCID ID for their name upon submission of a revised
manuscript.

6) It is mandatory to include a 'Data Availability' section after the Materials and Methods. Before submitting your revision, primary
datasets produced in this study need to be deposited in an appropriate public database, and the accession numbers and



database listed under 'Data Availability'. Please remember to provide a reviewer password if the datasets are not yet public (see
https://www.embopress.org/page/journal/17574684/authorguide#dataavailability).

In case you have no data that requires deposition in a public database, please state so in this section. Note that the Data
Availability Section is restricted to new primary data that are part of this study.

7) For data quantification: please specify the name of the statistical test used to generate error bars and P values, the number
(n) of independent experiments (specify technical or biological replicates) underlying each data point and the test used to
calculate p-values in each figure legend. The figure legends should contain a basic description of n, P and the test applied.
Graphs must include a description of the bars and the error bars (s.d., s.e.m.). See also 'Figure Legend' guidelines:
https://www.embopress.org/page/journal/17574684/authorguide#figureformat

8) At EMBO Press we ask authors to provide source data for the main manuscript figures. Our source data coordinator will
contact you to discuss which figure panels we would need source data for and will also provide you with helpful tips on how to
upload and organize the files.

9) Our journal encourages inclusion of *data citations in the reference list* to directly cite datasets that were re-used and
obtained from public databases. Data citations in the article text are distinct from normal bibliographical citations and should
directly link to the database records from which the data can be accessed. In the main text, data citations are formatted as
follows: "Data ref: Smith et al, 2001" or "Data ref: NCBI Sequence Read Archive PRINA342805, 2017". In the Reference list,
data citations must be labeled with "[DATASET]". A data reference must provide the database name, accession
number/identifiers and a resolvable link to the landing page from which the data can be accessed at the end of the reference.
Further instructions are available at .

10) We replaced Supplementary Information with Expanded View (EV) Figures and Tables that are collapsible/expandable
online. A maximum of 5 EV Figures can be typeset. EV Figures should be cited as 'Figure EV1, Figure EV2" etc... in the text and
their respective legends should be included in the main text after the legends of regular figures.

- For the figures that you do NOT wish to display as Expanded View figures, they should be bundled together with their legends
in a single PDF file called *Appendix*, which should start with a short Table of Content. Appendix figures should be referred to in
the main text as: "Appendix Figure S1, Appendix Figure S2" etc.

- Additional Tables/Datasets should be labeled and referred to as Table EV1, Dataset EV1, etc. Legends have to be provided in
a separate tab in case of .xls files. Alternatively, the legend can be supplied as a separate text file (README) and zipped
together with the Table/Dataset file.

See detailed instructions here:

11) The paper explained: EMBO Molecular Medicine articles are accompanied by a summary of the articles to emphasize the
major findings in the paper and their medical implications for the non-specialist reader. Please provide a draft summary of your
article highlighting

- the medical issue you are addressing,

- the results obtained and

- their clinical impact.

This may be edited to ensure that readers understand the significance and context of the research. Please refer to any of our
published articles for an example.

12) Author contributions: You will be asked to provide CRediT (Contributor Role Taxonomy) terms in the submission system.
These replace a narrative author contribution section in the manuscript.

13) A Conflict of Interest statement should be provided in the main text.

14) Every published paper now includes a 'Synopsis' to further enhance discoverability. Synopses are displayed on the journal
webpage and are freely accessible to all readers. They include a short stand first (maximum of 300 characters, including space)
as well as 2-5 one-sentences bullet points that summarizes the paper. Please write the bullet points to summarize the key NEW
findings. They should be designed to be complementary to the abstract - i.e. not repeat the same text. We encourage inclusion
of key acronyms and quantitative information (maximum of 30 words / bullet point). Please use the passive voice. Please attach



these in a separate file or send them by email, we will incorporate them accordingly.
Please also suggest a striking image or visual abstract to illustrate your article as a PNG file 550 px wide x 300-600 px high.

15) Include a Reagents and Tools Table as part of the Methods section, which can be downloaded from our author guidelines
(https://www.embopress.org/page/journal/17574684/authorguide#structuredmethods)

EMBO Molecular Medicine has a "scooping protection” policy, whereby similar findings that are published by others during
review or revision are not a criterion for rejection. Should you decide to submit a revised version, | do ask that you get in touch
after three months if you have not completed it, to update us on the status.

***** Reviewer's comments *****
Referee #1 (Comments on Novelty/Model System for Author):

The models used are appropriate for evaluating the ability of manipulation of miR-33a/b expression in mdx mice. The suitability
of this study for the journal is high as it will be useful for the DMD therapeutics and biomarker fields.

Referee #1 (Remarks for Author):

The manuscript by Sowa et al., centers on the evaluation of a microRNA, miR-33a/b. and its role in skeletal muscle
regeneration. MicroRNA-33a was shown to be induced in expression in myogenic differentiation and in the mdx muscles, a
model of Duchenne muscular dystrophy (DMD). miR-33a deficiency enhanced muscle regeneration response to cardiotoxin
injury and attenuated muscle degeneration and fibrosis in mdx mice. Humanized mice overexpressing miR-33a/b showed
exacerbated muscle degeneration and fibrosis. miR-33a/b inhibited satellite cell proliferation, leading to reduced muscle
regeneration and increased fibrosis by targeting Cdk6, Fst, and Abcal RNA transcripts. Administration of anti-miRNA
oligonucleotides targeting miR-33a/b ameliorated the dystrophic phenotype in mdx mice. The authors concluded that miR-33a/b
suppression or inhibition may therapeutically benefit DMD muscle pathologies.

This is an overall well-written manuscript, with the data and experiments thoroughly analyzed and experimentally justified. The
experiments are appropriately powered and statistical analysis is evident. Most of my comments are minor and are focused on
clarification of key experimental details. This is a comprehensive manuscript in scope and finding. It would likely be an important
addition to the microRNA therapeutics and DMD biology fields.

Overall Comments:

1. More details should be included on the nature of the AMOs for miR-33a/b inhibition. What was the chemical backbone of the
AMOs? What is the turnover or longevity of the AMOs in mice?

2. Has it been demonstrated how and by what mechanism does miR-33a/b regulate cell cycle progression? Have the authors
compared their results in expression analysis to entire cell cycle targets identified (CCND1) from the Cirera-Salinas 2012
manuscript in their transcriptomic analysis?

3. Did the authors evaluate the hearts or cardiac function in the miR-33a/b KO/mdx mice, the AMO-miR-33a-treated mdx, or the
miR-33 Kl mice? This seems like a missed opportunity to determine if the effects of miR-33a/b inhibition were systemic.

4. It might be helpful for the authors to compare their anti-miR-33a gPCR analysis with that of an mdx or DMD patient RNA-seq
transcriptome that is publicly available to see if target transcripts (Abcal, Fst, and Cdk6) change in expression. Minor comment
and suggestion.

Referee #2 (Remarks for Author):

The manuscript by Sowa et al. investigates the role of miR-33 in the muscle regeneration process of mdx mice, a genetic model
of Duchenne muscular dystrophy (DMD). The study demonstrates that miR-33 inhibits muscle regeneration in mdx mice and
explores the therapeutic potential of anti-miR-33 oligonucleotides in ameliorating dystrophic symptoms. This research holds
significant clinical promise and may provide new therapeutic directions for patients with DMD. However, several issues related to
experimental design, methodologies, and data interpretation need to be addressed:



1. Supplementary Figure 2E: The statistical analysis does not support the statement in the main text: "Muscle weight tended to
increase after CTX injection, showing a significant difference between miR-33a-KO mice and WT mice at 21 days after CTX
injection (Supplementary Fig. 2E)." The authors could have mislabeled figure. Please clarify this discrepancy and provide
appropriate statistical evidence to support the claim.

2. Supplementary Figures 3A and 3B: While the protein levels of CDK6 show differences between groups, the RNA levels do not
display similar variation. The figure legend states that "Cdk6 is a target of miR-33." The authors may need to make a comment
that miR-33 seems to regulate CDK®6 at the translation rather than affecting mRNA stability.

3. Immunofluorescence Imaging: The immunofluorescence images presented in Figures 2A and 4C exhibit high background
fluorescence, making it challenging to distinguish positive cells from non-positive ones. Please clarify the criteria used to identify
positive cells in these images. If specific thresholds or selection methods were applied, please include detailed descriptions in
the Methods section.

4. Quantification of Positive Cells: There appears to be inconsistency between method and figure legend in the quantification of
positive cells from immunofluorescence images. In Figure 2B, the Methods section states: "Three random images per skeletal
muscle were obtained from each mouse to quantify the Ki-67-, Pax7-, and MyoD-positive cells." However, while the figure legend
indicates n = 5 per group, the graphs display 19 data points per group, which is confusing. Please revisit the experiments and
provide a clear explanation of how the data were collected and analyzed.

5. Extent of miR-33 Contribution to DMD Pathology: It remains unclear to what extent miR-33 contributes to the overall
pathology of DMD and the degree to which motor function can be restored through anti-miR-33 treatment. Including wild-type
(WT) mice as an additional comparison group would provide valuable context on this issue.

6. Supplementary Figure 11G: In the human data, a statistical difference is also observed between the miR-control and miR-33
in the mutant group. The authors need to give a brief comment on it.



1st Authors' Response to Reviewers 12th Jun 2025

Response to Reviewer #1
We are grateful to Reviewer #1 for the informative and useful comments. As described below, we

have considered all of these comments and used them to improve our manuscript.

Referee #1 (Remarks for Author):

The manuscript by Sowa et al., centers on the evaluation of a microRNA, miR-33a/b. and its
role in skeletal muscle regeneration. MicroRNA-33a was shown to be induced in expression in
myogenic differentiation and in the mdx muscles, a model of Duchenne muscular dystrophy
(DMD). miR-33a deficiency enhanced muscle regeneration response to cardiotoxin injury and
attenuated muscle degeneration and fibrosis in mdx mice. Humanized mice overexpressing
miR-33a/b showed exacerbated muscle degeneration and fibrosis. miR-33a/b inhibited satellite
cell proliferation, leading to reduced muscle regeneration and increased fibrosis by targeting
Cdk®6, Fst, and Abcal RNA transcripts. Administration of anti-miRNA oligonucleotides
targeting miR-33a/b ameliorated the dystrophic phenotype in mdx mice. The authors
concluded that miR-33a/b suppression or inhibition may therapeutically benefit DMD muscle

pathologies.

This is an overall well-written manuscript, with the data and experiments thoroughly analyzed
and experimentally justified. The experiments are appropriately powered and statistical
analysis is evident. Most of my comments are minor and are focused on clarification of key
experimental details. This is a comprehensive manuscript in scope and finding. It would likely
be an important addition to the microRNA therapeutics and DMD biology fields.

Overall Comments:

1. More details should be included on the nature of the AMOs for miR-33a/b inhibition.
What was the chemical backbone of the AMOs? What is the turnover or longevity of the

AMOSs in mice?

We thank the reviewer for highlighting this important point. As described in our previous paper, we
generated 12-mer anti-miR-33a and anti-miR-33b oligonucleotides that are complementary to
miR-33a and miR-33b, respectively. To increase the binding affinity of these oligonucleotides to
miR-33a and miR-33b, amidated nucleic acids (AmNASs) were used in the synthesis of AMOs with
phosphorothioate (PS)-modified linkages. AmMNAS also has the effect of reducing liver toxicity. As a

control, we generated AmNASs containing random sequences. The inhibitory activities of the AMOs



were evaluated using a dual luciferase assay.

Regarding the turnover rate or longevity of AMOSs in mice, this study administered the drug once a
week, but other MASH models (Life Sci Alliance. 2023 Jun 1;6(8):e202301902.) have demonstrated
efficacy with administration once every 2 weeks.

We have added information about AMO modifications to the main text as follows.

Inserted sentences (on page 26, paragraph 1, lines 747-752): As described in our previous paper, we
generated 12-mer anti-miR-33a and anti-miR-33b oligonucleotides that are complementary to
miR-33a and miR-33b, respectively (Sci Rep 2022). To increase the binding affinity of these
oligonucleotides to miR-33a and miR-33b, amidated nucleic acids (AmNAs) were used in the
synthesis of AMOs with phosphorothioate (PS)-modified linkages. AmMNAs also have the effect of
reducing liver toxicity. As a control, we generated control AmNAS containing random sequences.

2. Has it been demonstrated how and by what mechanism does miR-33a/b regulate cell cycle
progression? Have the authors compared their results in expression analysis to entire cell cycle
targets identified (CCND1) from the Cirera-Salinas 2012 manuscript in their transcriptomic

analysis?

Thank you very much for the comment. As shown in Supplemental Figure 3A, there was no change
in the protein level of CCND1, and we believe that the change in CDK®6 rather influenced the results.
Furthermore, this result is supported by CDK6 knockdown experiments (Figure 5 and

Supplementary Figure 7).

3. Did the authors evaluate the hearts or cardiac function in the miR-33a/b KO/mdx mice, the
AMO-miR-33a-treated mdx, or the miR-33 KI mice? This seems like a missed opportunity to

determine if the effects of miR-33a/b inhibition were systemic.

We ap p rec | ate f— —— WT/mdx miR-33b-Klimdx
the reviewer for

the important

Fibrotic area (%)
Fibrotic area (%)
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questions about

the cardiac

functions of

mice. As FigureA Figure B

previously
reported, cardiac fibrosis is not advanced in young Mdx mice (2001 Jun;50(3):509-15). In our



experiments, myocardial fibrosis was generally mild, and there was a tendency for it to decrease in

the absence of miR-33a/b; however, no significant difference was observed between WT/mdx and

miR-33aKO/mdx (Figure A). Similarly, there was a tendency for an increase between WT/mdx and

miR-33b-KI/mdx, but no significant difference was observed (Figure B).

4. It might be helpful for the authors to compare their anti-miR-33a gPCR analysis with that

of an mdx or DMD patient RNA-seq transcriptome that is publicly available to see if target

transcripts (Abcal, Fst, and Cdk6) change in expression. Minor comment and suggestion.
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Thank you very much for the valuable comments. Urinary
stem cells (USCs) have garnered attention as a
non-invasive, convenient, and low-cost cell source for
human disease research (HGG Adv. 2021 Aug
24;3(1):100054). In this study, we demonstrate changes in
the expression of Abcal, Fst, and Cdk6 in USCs obtained
from i) three healthy donors (C-n) and ii) patients with
DMD (IG, exon 45 deletion associated) (1G-n). In patients
with DMD, the gene expression of Abcal and Cdk6 is
reduced, suggesting that these genes may function as

therapeutic targets. On the other hand, no significant

changes in Fst were observed between healthy donors and patients with DMD; however, if its

expression increases upon suppression of miR-33a/b, it may contribute to disease improvement

through its myokine function (Figure C).



Response to Reviewer #2
We are grateful to Reviewer #2 for the informative and useful comments. As described below, we

have considered all of these comments and used them to improve our manuscript.

Referee #2 (Remarks for Author):

The manuscript by Sowa et al. investigates the role of miR-33 in the muscle regeneration
process of mdx mice, a genetic model of Duchenne muscular dystrophy (DMD). The study
demonstrates that miR-33 inhibits muscle regeneration in mdx mice and explores the
therapeutic potential of anti-miR-33 oligonucleotides in ameliorating dystrophic symptoms.
This research holds significant clinical promise and may provide new therapeutic directions
for patients with DMD. However, several issues related to experimental design, methodologies,
and data interpretation need to be addressed:

1. Supplementary Figure 2E: The statistical analysis does not support the statement in the
main text: ""Muscle weight tended to increase after CTX injection, showing a significant
difference between miR-33a-KO mice and WT mice at 21 days after CTX injection
(Supplementary Fig. 2E)." The authors could have mislabeled figure. Please clarify this

discrepancy and provide appropriate statistical evidence to support the claim.

We appreciate the reviewer for

]
S

pointing out the confusion.

@
=3

The columns in the figure were

@
]

difficult to understand and did not

TA muscle mass (mg)
a
=

TA muscle mass (mg)

n
-

allow for appropriate comparisons.
Regarding Supplementary Figure

2E, we have changed the left

Figure D

figure to the right figure (Figure
D).

We have revised the sentence as follows.
Revised sentence (on page 7, paragraph 1, lines 172-173): Muscle weight tended to increase after
CTX injection, showing a significant difference in miR-33a-KO mice at 21 days after CTX injection

(Supplementary Fig. 2E).

2. Supplementary Figures 3A and 3B: While the protein levels of CDK6 show differences

between groups, the RNA levels do not display similar variation. The figure legend states that



""Cdk6 is a target of miR-33."" The authors may need to make a comment that miR-33 seems to

regulate CDKG® at the translation rather than affecting mRNA stability.

Thank you very much for the valuable comment. As pointed out, the protein levels of CKD6
changed, whereas the mRNA levels were not changed. We have added the following sentence to the

main text.

Inserted sentences (on page 7, paragraph 1, lines 183-184): Therefore, miR-33 appears to regulate

CDKG6 at the translational level rather than affecting mRNA stability.

3. Immunofluorescence Imaging: The immunofluorescence images presented in Figures 2A and
4C exhibit high background fluorescence, making it challenging to distinguish positive cells
from non-positive ones. Please clarify the criteria used to identify positive cells in these images.
If specific thresholds or selection methods were applied, please include detailed descriptions in
the Methods section.

Thank you very much for your comments. In the immunostaining, we counted the positive cells from
three random images as described in the Materials and methods section. For the determination of
positive cells, we referred to previous papers (Hindi & Kumar, 2016; Podkalicka et al., 2020; Wu et
al., 2015). Identical brightness and contrast settings were applied to all images to maintain

consistency.

We have added the following sentences in the methods section.
Inserted sentences (on page 23, paragraph 2, lines 674-677): The images were captured using an
AXxio Observer microscope (Zeiss) and analyzed using ImageJ 1.44p software. To ensure consistency

across the dataset, identical brightness and contrast parameters were applied to all images.

4. Quantification of Positive Cells: There appears to be inconsistency between method and
figure legend in the quantification of positive cells from immunofluorescence images. In Figure
2B, the Methods section states: ""Three random images per skeletal muscle were obtained from
each mouse to quantify the Ki-67-, Pax7-, and MyoD-positive cells." However, while the figure
legend indicates n = 5 per group, the graphs display 19 data points per group, which is
confusing. Please revisit the experiments and provide a clear explanation of how the data were

collected and analyzed.



Thank you very much for pointing out the inconsistency of the quantification of positive cells

between method and figure legends. We have noted the Ki-67-, Pax7-, and MyoD-positive cells, but

there was an error in
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points in the figure,
Figure E

we have

standardized the data

by randomly selecting three images after staining and corrected it to 15 data points obtained from
five individuals. Therefore, we will revise Figure 2B by moving it from the left to the right in Figure
E.

We have revised the sentences as follows.

Revised sentences (on page 23, paragraph 2, lines 671-674): Three random images per skeletal
muscle were obtained from each mouse to quantify Ki-67-, Pax7-, and DAPI-positive cells, and
Pax7-negative or positive, MyoD-negative or positive, and DAPI-positive cells (i.e., Ki-67"/Pax7",
Pax7 /MyoD", Pax7*/MyoD", and Pax7*/MyoD").

5. Extent of miR-33 Contribution to DMD Pathology: It remains unclear to what extent
miR-33 contributes to the overall pathology of DMD and the degree to which motor function
can be restored through anti-miR-33 treatment. Including wild-type (WT) mice as an

additional comparison group would provide valuable context on this issue.

We appreciate the valuable comments and suggestions to

use WT mice as a comparison.
P=0.0061 P=0.0059
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from the results of this study.
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On the other hand, regarding motor function, we Figure F

simultaneously ran WT mice and Mdx mice on a treadmill

at 8 weeks of age. The results showed that WT mice ran approximately twice the distance of Mdx



mice (Figure F). Comparing this with miR-33a KO data, it is inferred that in the absence of miR-33a
from birth, the running ability of Mdx mice at 8 weeks is closer to that of WT mice. On the other
hand, injecting anti-miR-33b for 4 weeks starting at 8 weeks of age suppresses the decline in running
performance in miR-33b KI/mdx mice, but does not improve running performance to the level of
WT mice at 8 weeks of age (Fig. 8B). Therefore, it is expected that the difference from WT mice

will further increase even in anti-miR-33b-injected group.

6. Supplementary Figure 11G: In the human data, a statistical difference is also observed
between the miR-control and miR-33 in the mutant group. The authors need to give a brief

comment on it.

Thank you very much for the comment.

For this 3'UTR experiment, we repeatedly conducted 00018 00035

experiments using the same concentration of miR-33 as o 157

in the original experiment (Figure G, left) and §m 10 gE 10

experiments using twice the concentration (Figure F, :%Ea.s %Eu

right). Since both experiments yielded the same results, °':<,~‘¢¢ g Rrar ey

we adopted the results of the experiment on the left as saee saas

Supplementary Figure 11G. WT Mut WT Mut
Figure G




1st Revision - Editorial Decision 20th Jun 2025

20th Jun 2025
Dear Dr. Ono,

Thank you for the submission of your revised manuscript to EMBO Molecular Medicine. | am pleased to inform you that we will
be able to accept your manuscript pending the following final amendments:

1) Authors: We note name discrepancies in our submission system and in the manuscript. Kengo Kora in the manuscript and.
Kengo Koura in our system; Yuta Tsujisaka in the manuscript and Yuta Tujisaka in our system. Please correct.

2) Please address all comments suggested by our data editors listed below:

o Figure legends:

1. Please note that the exact p values are not provided in the legends of figures 2G, 5F, 7A, 8F, 9G.

2. Please indicate the statistical test used for data analysis in the legends of figures 9B, C.

- Rename "Materials and Methods" to "Methods".

- Remove "Material list" from the Methods.

- In Methods, add the following paragraph:

Graphics:

(some of the... OR Figure #... OR synopsis) Graphics were created with BioRender.com.

- Rename "Competing interest" to "Disclosure and competing interests statement”. We updated our journal's competing interests
policy in January 2022 and request authors to consider both actual and perceived competing interests. Please review the policy
https://www.embopress.org/competing-interests and update your competing interests if necessary.

- Author contributions: Please remove it from the manuscript and specify author contributions in our submission system. CRediT
has replaced the traditional author contributions section because it offers a systematic machine-readable author contributions
format that allows for more effective research assessment. Please use the free text boxes beneath each contributing author's
name to add specific details on the author's contribution. More information is available in our guide to authors:
https://www.embopress.org/page/journal/17574684/authorguide#authorshipguidelines

- Indicate in legends exact n and exact p values, not a range, along with the statistical test used. To keep the figures "clear"
some authors found providing an Appendix table Sx with all exact p-values preferable. You are welcome to do this if you want to.
- Place Table 1 after the figure legends.

3) Appendix:

- Add table of content with page numbers in the title page.

- We note 25 cases of blot and image reuse in appendix figures. For example, Appendix Figure S4 panels D, E and F are reused
in Appendix Figure S5 panels B, C and D; Appendix Figure S6, panels A, B (images) C, D and E (magnifications) are reused in
Appendix Figure S7 panels A, B, C, D and G; Appendix Figure S6 panels H and | are reused in Appendix Figure S8 panels L
and M. Please revise all Appendix Figures and omit presentation of the same results in multiple figures. Also, pay attention that
the figure legends correspond to the results presented in the figure. Please make sure that the callouts in the main manuscript
text are correct after the revision of Appendix Figures.

- Please remove Appendix Table 4 and the reference to it form Reagents Table as bot contain the sane information. Also,
rename Appendix Tables to Appendix Table S1 etc. and update their callouts in the main manuscript text

4) The Paper Explained: Please add it to the main manuscript text. Please change subheadings to "Problem”, "Results" and
"Impact".

5) Synopsis:

- Synopsis text: Please upload it as a separate .doc file.

- Synopsis image: Please resize the image to 550 px-wide x 300-600 pixels high and upload it as a high-resolution jpeg file.

- Please check your synopsis text and image before submission with your revised manuscript. Please be aware that in the proof
stage minor corrections only are allowed (e.g., typos).

6) Source data: Please upload source data as one zipped folder per figure.

7) As part of the EMBO Publications transparent editorial process initiative (see our Editorial at
http://embomolmed.embopress.org/content/2/9/329), EMBO Molecular Medicine will publish online a Review Process File (RPF)
to accompany accepted manuscripts. This file will be published in conjunction with your paper and will include the anonymous
referee reports, your point-by-point response and all pertinent correspondence relating to the manuscript. Let us know whether
you agree with the publication of the RPF and as here, if you want to remove or not any figures from it prior to publication.
Please note that the Authors checklist will be published at the end of the RPF.

8) Please provide a point-by-point letter INCLUDING my comments as well as the reviewer's reports and your detailed
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I look forward to reading a new revised version of your manuscript as soon as possible.

Yours sincerely,



Zeljko Durdevic

Zeljko Durdevic
Senior Editor
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Figures are not edited by the production team. All lettering should be the same size and style; figure panels should be indicated
by capital letters (A, B, C etc). Gridlines are not allowed except for log plots. Figures should be numbered in the order of their
appearance in the text with Arabic numerals. Each Figure must have a separate legend and a caption is needed for each panel.
*Additional important information regarding figures and illustrations can be found at

https://bit.ly/EMBOPressFigurePreparationGuideline. See also figure legend preparation guidelines:
https://www.embopress.org/page/journal/17574684/authorguide#figureformat

*kkkk

***** Reviewer's comments
Referee #1 (Comments on Novelty/Model System for Author):

The models generated a novel and evaluate the consequences of miR-33a ablation on the DMD/mdx background.
Referee #1 (Remarks for Author):

The authors provided a comprehensive response to my previous comments and the other reviewers'. Comprehensive analysis
of the miR-33 targets are also provided as well as alternative discussion of the data interpretation(s). No concerns further noted.

Referee #2 (Comments on Novelty/Model System for Author):
The revised manuscript has been significantly improved. | think it is suitable for publication.
Referee #2 (Remarks for Author):

The authors have satifactorily addressed my comments. | have no further comments.



2nd Authors' Response to Reviewers 30th Jun 2025

The authors addressed the remaining editorial issues.



2nd Revision - Editorial Decision 4th Jul 2025

4th Jul 2025
Dear Dr. Ono,

We are pleased to inform you that your manuscript is accepted for publication and is now being sent to our publisher to be
included in the next available issue of EMBO Molecular Medicine. Please note that data deposited in public repositories must be
freely accessible at the time of publication.

Your manuscript will be processed for publication by EMBO Press. It will be copy edited and you will receive page proofs prior to
publication. Please note that you will be contacted by Springer Nature Author Services to complete licensing and payment
information.

You may qualify for financial assistance for your publication charges - either via a Springer Nature fully open access agreement
or an EMBO initiative. Check your eligibility: https://www.embopress.org/page/journal/17574684/authorguide#chargesguide

Should you be planning a Press Release on your article, please get in contact with embo_production@springernature.com as
early as possible in order to coordinate publication and release dates.

If you have any questions, please do not hesitate to contact the Editorial Office. Thank you for your contribution to EMBO
Molecular Medicine.

Yours sincerely,
Zeljko Durdevic

Zeljko Durdevic
Senior Editor
EMBO Molecular Medicine

>>> Please note that it is EMBO Molecular Medicine policy for the transcript of the editorial process (containing referee reports
and your response letter) to be published as an online supplement to each paper. If you do NOT want this, you will need to
inform the Editorial Office via email immediately. More information is available here: https://www.embopress.org/transparent-
process#Review_Process
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