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Authors' Response to Reviewer Comments at Another Journal (transferred files)

Reviewers' Comments:

Reviewer #1 (Remarks to the Author):

The authors have addressed the majority of the reviewers’ concerns appropriately in the revised
manuscript, and overall, the responses and additional data are satisfactory. I believe the manuscript
has improved substantially. I have only a few remaining concerns that I would like the authors to
consider.

Response: We thank the reviewer for the positive evaluation of our efforts in revision.

Major Point 5

In humans, a decline in eGFR is closely associated with increased mortality, primarily through
elevated risks of cardiovascular disease and infection. However, mice do not typically develop
cardiovascular disease or infection to the same extent as humans. Therefore, it is unlikely that a
modest reduction in eGFR alone would lead to significantly shortened lifespan in mice. In addition,
lifespan analysis generally requires a large sample size to ensure adequate statistical power.
Presenting survival curves based on approximately 20 animals as a main figure may have statistical
limitations. For these reasons, it may be more appropriate to either remove the lifespan data from
the main figures or move them to supplementary information. Conversely, if tubule-specific deletion
of Erbin truly influences lifespan, this would be an important finding and warrants further detailed
investigation in future studies.

The current description of eGFR may be misunderstood as applying a human eGFR equation.
Because the creatinine-urea-based estimated GFR used in this study is not a widely standardized
method in mice, it would be advisable to use more cautious terminology, such as “creatinine-urea-
based estimated GFR,” to avoid misinterpretation.

Response: We thank the reviewer for the valuable suggestion. As suggested by the reviewer, we
have moved the lifespan data from the main figures to Supplementary Figure 211, and removed the

e¢GFR data from the manuscript.

Minor Point 1
In Figure 7p, the authors present increases in urinary albumin, urinary creatinine, and UACR as

markers of renal dysfunction. However, both urinary albumin and urinary creatinine can vary
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substantially depending on urine concentration. For this reason, UACR alone would be sufficient,
and presenting urinary albumin or creatinine individually may not be necessary.

Response: We thank the reviewer for the valuable suggestion. As suggested by the reviewer, we
have moved the urinary albumin and urinary creatinine data from the main figures to supplementary

Figure 21h, and only present UACR in Figure 7p in the revised manuscript

Reviewer #2 (Remarks to the Author):

Overall assessment

Multiple initial concerns were addressed through additional experiments, including necrosis
quantification, inclusion of additional senescence markers, assessment of cell-cycle states at day 14,
and post-injury Erbin overexpression.... Overall, the authors present convincing evidence that Erbin
has a protective role in the kidney. However, some results and interpretations remain unclear
Response: We thank the reviewer for the positive evaluation of our revised manuscript, and
deeply value your insightful comments, which has inspired us to refine our manuscript for greater

clarity and accuracy.

Responses to comments 3 and 4

While the authors now acknowledge that the acute phenotype observed at day 1 after ischemia—
reperfusion injury (IRI) is unlikely to be senescence-driven and have revised the manuscript
accordingly, their response still attributes the increased injury at early time points primarily to
impaired or altered tubular cell cycle progression. Specifically, they suggest that Erbin deficiency
compromises the accelerated proliferative response of surviving tubular epithelial cells.

I remain unconvinced that this explanation fully accounts for the early phenotype, particularly
during the acute phase (12—24 hours after injury). At these early time points, the dominant biological
processes following IRI are well known to be cellular damage and tubular cell death, rather than
failure of compensatory proliferation, which typically becomes relevant at later stages. Although
accelerated cell-cycle entry of surviving tubular cells is an important component of adaptive repair,
it is unlikely to be the major determinant of injury severity at day 1.

Importantly, the authors now provide evidence of increased necrotic cell death in Erbin-deficient

kidneys at early time points. This finding supports the interpretation that enhanced tubular cell death,
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rather than impaired proliferation per se, may represent a primary driver of the worsened acute injury.
Increased cell death at this stage could secondarily influence later outcomes, including altered
proliferation dynamics, increased senescence burden, and ultimately more severe fibrosis.
Response: We thank the reviewer for the insightful comment, and for highlighting the need for
rational interpretation regarding the possible mechanisms underlying the aggravated early tubular
injury in Erbin-deficient mice after ischemia-reperfusion injury (IRI). We agree with the reviewer
that during the initial 12-24 hours after IRI, the primary pathological processes are cellular damage
and tubular cell death, rather than a failure of compensatory proliferation. As indicated by the
response to the next comment, we have now performed new in vitro experiments as suggested in
this revision, and showed that Erbin knockout tubular cells exhibit an increased susceptibility to
H,0,-, cisplatin- and hypoxia-induced cell death in vitro (Supplementary Figure S10j in the revised
manuscript). In this study, we obtained the tubule-specific Erbin-deficient mice by crossing the Ksp-
Cre and Erbin™¥1* mice, and subjected them to IRI. In line with the in vitro observations, the
inherent deficiency of Erbin might render the tubular cells an increased susceptibility to the
alternative forms of cell death in the acute phase of kidney injury, therefore, suggesting a causal
association between Erbin deficiency and the aggravated tubular damage in response to AKI.
Given these data, as well as the insightful comment by the reviewer, we acknowledge that our
previous interpretation concerning the increased tubular injury in Erbin-deficient mice at early stage
of AKI is not appropriate, and hope that these amendments will help to clarify the inaccuracy and

ambiguity.

Responses to comment 5

The authors’ explanation that enrichment of the GO term “regulation of cell death” among
upregulated DEGs in Erbin-deficient cells is most likely a secondary consequence of cell cycle
arrest and cellular senescence is not convincing. Enrichment of cell-death—related pathways in
transcriptomic analyses does not necessarily imply that cells are actively dying at baseline. Rather,
it often reflects altered stress responses and increased susceptibility to death upon subsequent insults,
such as oxidative stress or DNA damage.

Importantly, changes in the expression of cell-death—related genes do not require overt cell death to

be occurring; instead, they may lower the threshold for activation of apoptotic, necrotic, or
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pyroptotic pathways following injury. In this context, the fact that Erbin knockout cells are viable
under basal conditions does not exclude a biologically meaningful role for Erbin in regulating
injury-induced cell death.

While the authors argue that a detailed analysis of cell death mechanisms is beyond the scope of the
present study, it is important to emphasize that their own in vivo data already provide clear evidence
that Erbin loss affects tubular cell death following injury. Specifically, the increased necrotic cell
death observed in Erbin-deficient kidneys at early time points after IRI directly supports a functional
role of Erbin in protecting tubular epithelial cells from injury-induced death. Therefore, the
involvement of cell death pathways is not speculative but represents an intrinsic component of the
phenotype documented in this manuscript. In this light, dismissing the enrichment of “regulation of
cell death” genes as merely a downstream consequence of cell cycle arrest or senescence appears
insufficiently justified.

Also, the conclusion that “deletion of Erbin sensitized the tubular cells to insults-induced cellular
senescence” based on the B-galactosidase staining shown in Supplementary Fig. S10h and I is not
very convincing. Upon closer inspection, the increase in -gal—positive cells following treatment
with H,O,, cisplatin, or hypoxia/reoxygenation appears modest and not substantially different from
the baseline B-gal positivity already observed in untreated Erbin-deficient cells in Figure 4e.
Moreover, the comparisons presented in Supplementary Fig. S10 primarily contrast Erbin-deficient
cells with control cells within the same treatment condition. They do not clearly demonstrate that
the magnitude of senescence induction by the insult itself is greater in Erbin-deficient cells than in
control cells. To convincingly demonstrate sensitization, the appropriate comparisons should
include:

-WT versus WT treated cells, to quantify the senescence induced by each insult in control cells;
-Erbin-KO versus Erbin-KO treated cells, to quantify the senescence induced in the absence of Erbin;
followed by a direct comparison of the treatment-induced increase (or normalized change relative
to untreated baseline) between WT and Erbin-KO cells.

Without showing that the same insult induces a larger increase in senescence in Erbin-deficient cells
compared with WT cells, it is difficult to conclude that Erbin loss specifically sensitizes tubular cells
to insult-induced senescence, rather than simply increasing baseline senescence levels.

The increase in B-gal—positive cells after treatment with H,O,, cisplatin, or hypoxia/reoxygenation
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is weak. This raises the question of whether the doses used were sufficient to robustly challenge the
cells. It is possible that higher doses were avoided because they caused significant cell death;
however, this cannot be evaluated, as no cell viability or cell death measurements are provided for
these conditions.

As previously requested, inclusion of cell viability or death assays would have been straightforward
and would greatly strengthen the interpretation. Ideally, viability analyses should be performed
across multiple doses of each insult, in parallel with senescence measurements, to determine
whether Erbin deletion shifts the balance between survival, senescence, and cell death.

Response: We thank the reviewer for bringing this concern to our attention. In our study, the
enrichment of genes related to “DNA replication” and “chromosome organization” were identified
as the top GO terms in the downregulated DEGs after Erbin knockout in tubular cells. Meanwhile,
KEGG analysis for downregulated DEGs characterized “cell cycle”, “DNA replication” and
multiple metabolism pathways, including “fatty acid metabolism” and “oxidative phosphorylation”,
as the most significantly enriched pathways in Erbin deficient cells. Gene set enrichment analysis
(GSEA) further showed that the pathways associated with cellular senescence remained elevated,
whereas the DNA replication pathway was inhibited after Erbin deletion. More importantly,
multiple experimental evidence indicate that loss of Erbin prolongs the G2/M phase, tips the balance
from proliferation to cell cycle arrest, and induces the biomarkers of senescence. Given these
observations, we concluded that Erbin deficiency would lead to senescence in tubular cells.
Regarding the term “regulation of cell death”, we appreciate the concern raised by the reviewer, and
agree that attributing enrichment of the GO term “regulation of cell death” to a secondary
consequence of cellular senescence is not appropriate. Nevertheless, it’s well established that
senescent cells are a heterogeneous collection of cells with multifaceted features. Marked cell-to-
cell gene expression variability exists in the senescent cell cultures in vitro, and, therefore,
complicates the comprehensive identification of senescent cells [R1, R2]. Meanwhile, accumulating
evidence indicate that the senescence and cell death signaling pathways are tightly interconnected
[R3, R4]. For instance, the age-associated increases in the upstream and downstream signals of
regulated cell death, including apoptosis, necroptosis, pyroptosis, and ferroptosis, are closely related
to the induction of cellular senescence and its phenotype [R5]. Cells may undergo either death or

senescence in response to stress, contingent on the magnitude of damage and the specific cellular
5



context [R6, R7]. Taken these into account, the enrichments of both cellular senescence-related and
cell death-related terms in the DEGs of Erbin-deficient tubular cells are not out of expectation.
Finally, we would also like to point out that we did notice the enrichment of GO term “regulation
of cell death” in the upregulated DEGs, and described this observation when preparing the
manuscript. We have now supplemented the comments that highlight the possible involvement of
Erbin loss in regulating tubular cell death during AKI in the discussion section of the revised

manuscript. We hope that these amendments could help to clarify the raised concern.

With respect to the SA-B-galactosidase staining results in Supplementary Fig. S10 h and i, we have
now performed new experiments as suggested by the reviewer. Briefly, we subjected the Erbin
deficient and control cells to H,O, cisplatin, and hypoxia/reoxygenation, and directly compared
the insult-induced increases of SA-B-galactosidase staining in Erbin deficient cells with those of the
control cells respectively. The quantitative results have been presented as the fold change of insults-
induced increase of SA-B-gal staining between NRK-52E-KO and NRK-52E-NC cells as required
(Supplementary Figure S10h). Similarly, direct comparisons of the insult-induced decrease of EAU
staining have also been summarized in Supplementary Figure S10i in the revised manuscript.
Collectively, these data suggest that loss of Erbin sensitizes the tubular cells to the induction of
senescence in vitro.

Regarding the modest increase of SA-B-gal staining when comparing the insult-treated Erbin-
deficient cells in Supplementary Figure S10h to the untreated cells in Figure 4e, we would like to
emphasize that the data of Figure 4e were obtained in 2023, whereas the experiments of
Supplementary Figure S10h were carried out during last revision in 2025. The variation of cell
culture conditions, as well as alternative experimental elements, might systematically affect the
outcome of staining. We have now presented the SA-B-gal staining for Erbin-deficient and WT
control cells with or without insult treatment simultaneously within the same condition, and showed
a significant increase of insult-induced SA-B-gal staining in Erbin knockout cells.

Finally, we have now performed cell viability assay across multiple doses of insults as required. In
comparison with the control cells, the cell viability of Erbin deficient tubular cells was further
inhibited when they were challenged to H,O,, cisplatin, and hypoxia/reoxygenation. These results

have been summarized in Supplementary Figure S10j.
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ABT-263 experiments

Finally, according to the authors’ responses to previous comments, their proposed model suggests
that loss of Erbin leads to persistent G2/M cell cycle arrest (or prolongation), which limits tubular
cell repopulation and drives maladaptive repair and fibrosis. While this model is plausible, it
becomes less consistent when considering the senolytic ABT-263 data.

If the primary mechanism underlying the phenotype were insufficient tubular repopulation due to
cell cycle arrest, elimination of senescent cells by ABT-263 would not necessarily be expected to
restore repair, and could even be detrimental if arrested-but-viable cells required for regeneration
were removed. Instead, the observation that ABT-263 treatment alleviates the pathological
phenotype is more compatible with a model in which senescent cells contribute mainly through
SASP-mediated inflammatory and profibrotic signaling, and their clearance improves the tissue
microenvironment despite persistent defects in cell cycle progression.

Alternatively, it is also possible that ABT-263 targets additional senescent or stress-responsive cell
populations beyond tubular epithelial cells, such as interstitial fibroblasts, endothelial cells, or
inflammatory cells, which could independently influence fibrosis and tissue remodeling.
Response: We thank the reviewer for bringing this concern to our attention. We agree with the
reviewer that senescent tubular cells actively contribute to interstitial fibrosis through SASP-
mediated inflammatory and profibrotic signaling. In this study, we found that the number of
senescent tubular cells was greatly augmented in the IRI-induced fibrotic kidney from Ebin deficient
mice in comparison with the counterpart of WT. Moreover, ectopic expression of Erbin after IRI
operation markedly ameliorated tubular senescence, and reduced the severity of renal fibrosis.
Together, these data suggest a detrimental role of tubular cell senescence in the development of
kidney fibrosis. Given these observations, the ABT-263 experiment was designed to investigate
whether deleting the senescent tubular cells will abolish the detrimental effect of Erbin deficiency
on aggravating interstitial fibrosis. To this end, we chose to administrate ABT-263 from day 1 after
IRI surgery, showing that the senolytic treatment abrogated the detrimental effect of Erbin
deficiency on aggravating IRI-induced interstitial fibrosis.

We acknowledge that there are ambiguous and inconsistent meaning in the first sentence under the

subtitle “The detrimental role of Erbin loss in renal fibrosis is associated with tubular senescence”
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in page 9 of the manuscript. This vague statement might lead to misunderstanding the purpose and
the hypothesized mechanism concerning ABT-263 experiments. We have now revised the sentence
from “The accumulation of senescent TECs impedes adaptive repair after kidney injury and
promotes the following interstitial fibrosis” to “The accumulation of senescent TECs promotes
progressive fibrosis and impedes adaptive repair after kidney injury” in the revised manuscript. In
addition, we refined the description of ABT-263 treatment as following:

“Administration of ABT-263 from day 1 after I/R abolished the detrimental effect of Erbin
deficiency on tubular senescence, and abrogated the exacerbation of IRI-induced interstitial fibrosis
in the Erbin deficient kidney (Extended Data Fig. 3). Meanwhile, ABT-263 treatment inhibited the
increase of KIM-1 and NGAL, and improved the deteriorated tubular architecture in the IRI kidney
(Supplementary Fig. S13).”

Finally, previous studies have shown that depletion of the senescent tubular cells benefit tubular
repair in the murine models of kidney fibrosis. Nevertheless, how tubular cell regeneration is
restored following the elimination of senescent cells remains largely elusive, though there are some

speculated mechanisms [R8-R10].

With respect to whether elimination of senescent cells by ABT-263 would be beneficial or
detrimental to tubular repair and regeneration, we think that it depends on the timing of senolytic
treatment. As indicated by the reviewer in the first version of comments, senescent tubular cells may
have some beneficial effects in the early stages of kidney injury, while their detrimental impact,
particularly in promoting renal fibrosis, becomes more prominent at later stages. Thus, the timing
of senolytic treatment may potentially affect the outcome. Previous studies showed that the post
injury clearance of senescent tubular cells with ABT-263 inhibited progressive renal fibrosis and
improved tubular repair in the cisplatin- and IRI-induced murine models of kidney fibrosis [R8, R9].
In consistent with these observations, we found that administration of ABT-263 from day 1 after IRI
surgery abolished the detrimental effect of Erbin deficiency on tubular senescence, and improved

the deteriorated tubular architecture in the IRI kidneys.

Regarding the possibility that ABT-263 targets other types of senescent cell populations beyond

tubular epithelial cells, and thus contributes to the inhibitory effects, we think it is less likely. It is
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established that the senescence was induced primarily in renal tubular epithelium in murine models
of aging and the progression of kidney injury as well [R10, R11]. Meanwhile, the renal epithelial
cell senescence correlates most strongly with tubular atrophy, progressive fibrosis, and functional
loss in various animal models and human biopsy samples [R12-R14]. As a consequence, the
accumulation of senescent tubular cells are considered a major source of profibrotic cytokine
production, and, therefore, the key determinants of renal fibrosis in comparison with other types of
senescent cells. Accordingly, previous reports have shown that depletion of senescent tubular cells
protects against renal fibrosis. Herein, we observed the exacerbation of tubular cell senescence in
the tubule-specific Erbin null mice subjected to IRI. Multiple in vivo data further showed that the
increase of tubular cell senescence is closely associated the worsened renal fibrosis in the Erbin
deficient mice. Together, it should be convincing to attribute the effect of ABT-263 to the depletion
of senescent tubular cells, though we should not ignore the potential importance of senescence in

other cell types.
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Reviewer #3 (Remarks to the Author):

The authors have extensively responded to the critiques raised in the initial review. These have
alleviated most of the concerns. I have one comment and one critique that needs to be addressed.

Response: We thank the reviewer for positive evaluation of our work and effort in revision.

1. In response to critique #1, the specificity of the Ksp-Cre expression. We appreciate that the
authors went at length to demonstrate that Ksp-Cre is in fact expressed triggering recombination in
all the nephron segments. Of note, their argument that it is strongly expressed in proximal tubules
in the adult mice is incorrect. The cited figure SIC in PMID: 32127410 does not show expression
in proximal tubules and only low expression in the loops. But since the authors do not use an
inducible version of the Ksp-Cre, this is not critical for the manuscript.

Response: We thank the reviewer for bringing this concern to our attention, and agree that Ksp
expression is relatively low in proximal tubules as compared to the higher levels in the collecting
ducts, loops of Henle, and distal tubules. We apologize for the inaccurate description for Ksp
expression in proximal tubules concerning PMID 32127410 in last response. This citation primarily
aims to explain that Ksp expression is detected in the developing kidney, and increases as the kidney

matures.

2. In response to critique #4, the authors state that “As suggested by the reviewer, we have also
refrained from the inappropriate use of G2/M cell cycle arrest in the revised manuscript.” Yet there
are still 10 instances in the manuscript (including the abstract), where it is still referred to as G2/M
cell cycle arrest. These must be changed. Of note, phospho-Histone H3 is not a marker for G2/M
cell cycle arrest but simply indicates that cells are in late G2 or M phase of the cell cycle. Finally,
in their response the authors mentioned the presence of pl16 and p21. the mentioned cell cycle

inhibitors (pl6, p21) arrest the cell cycle in G1/S not G2/M. These further questions the
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interpretation of a G2/M arrest.
Response: We thank the reviewer for bringing this critical point to our attention. As suggested by
the reviewer, we have now refined “G2/M cell cycle arrest” to appropriate description thoroughly

in the revised manuscript.
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1st Editorial Decision 19th Jun 2026

Dear Dr Zang,

Thank you again for the transfer of your revised manuscript (EMBOJ-2026-124426-T) to The EMBO Journal, as
well as for your patience with our feedback from the arbitration process. We have carefully assessed your
manuscript, and the point-by-point response provided to the referee concerns that were raised during peer-
review at a different journal. In addition, and as mentioned before, we decided to send the revised version of
your work back to seek original reviewer input with respect to technical robustness, conceptual advance and
overall suitability of your work for publication in The EMBO Journal. We have now received a re-report by
former referee #1 which | enclose below. As you will see from the expert's remarks, s/he states that the study is
still consolidated by the amendments and is supportive of publication at our journal.

We are thus pleased to inform you that your study has been provisionally accepted for publication at The
EMBO Journal.

We now need you to take care of a number of minor issues related to formatting and data annotation, as to the
policies of our journal, which | will share shortly in a separate message, together with additional changes and
requests by our production team for Source Data provision.

Please submit a revised version of the manuscript using the link enclosed below.

As you might have seen on our web page, every paper at the EMBO Journal now includes a 'Synopsis’,
displayed on the html and freely accessible to all readers. The synopsis includes a 'model' figure as well as 2-5
one-short-sentence bullet points that summarize the article. | would appreciate if you could provide this figure
and the bullet points.

Please let me know any time should you have additional questions regarding above points.

Thank you again for giving us the chance to consider your manuscript for The EMBO Journal, | look forward to
hearing from you and receiving your final revised version of the manuscript.

Kind regards,

Daniel Klimmeck

Daniel Klimmeck PhD
Senior Editor
The EMBO Journal

Please remember: Digital image enhancement is acceptable practice, as long as it accurately represents the
original data and conforms to community standards. If a figure has been subjected to significant electronic
manipulation, this must be noted in the figure legend or in the 'Methods' section. The editors reserve the right to



request original versions of figures and the original images that were used to assemble the figure.

Referee #1, arbitrating re-comments:

This study investigates the role of Erbin in tubular epithelial cells and provides evidence that loss of Erbin
increases susceptibility to acute kidney injury and promotes renal fibrosis. The study addresses a biologically
and clinically relevant question and presents a substantial body of experimental data. My previous reviews at
the previous venue focused primarily on the interpretation and presentation of several datasets rather than on
the overall significance of the work.

The two issues that | had raised during the final review stage at other journal have been addressed
appropriately:

1. Lifespan analysis and eGFR interpretation:

The authors have moved the lifespan data to Supplementary Figure 21i and removed the eGFR data from the
main text. These revisions appropriately reduce the risk of overinterpretation and address my previous
concerns regarding statistical power and interpretation.

2. Presentation of urinary albumin, urinary creatinine, and UACR:

The authors have moved urinary albumin and urinary creatinine data to Supplementary Figure 21h and
retained UACR in the main figure. This presentation is appropriate and avoids potential confusion arising from
urine concentration-dependent parameters.

After examining the revised version, | believe that the authors have appropriately addressed the major
concerns that remained at the final review stage. The revised presentation is more balanced, and the
conclusions are better aligned with the available data.



Editor's Correspondence 25th Jun 2026

Dear Dr Zang,

Further to below, | attach the mentioned list of formatting changes required for your final resubmission.

Please let us know any time should you have additional questions related.

Best regards,

Daniel Klimmeck

Daniel Klimmeck PhD
Senior Editor
The EMBO Journal

*kkkkk

Formatting changes required for the revised version of the manuscript:

>> Authors: All corresponding authors need institutional email addresses entered into our online system and accounts need the
ORCID number linked (Y.Z., J.Z.). Please see below for additional information.

>> Author Contributions: Remove the author contributions information from the manuscript text. Note that CRediT has replaced
the traditional author contributions section as of now because it offers a systematic machine-readable author contributions
format that allows for more effective research assessment. and 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/14602075/authorguide

>> Provide a completed Author Checklist.

>> As you have seen on our webpage, every paper at the EMBO Journal includes a 'Synopsis’, displayed on the html and freely
accessible to all readers. The synopsis includes a 'model’ figure as well as 2-5 one-short-sentence bullet points that summarize
the article. | would appreciate if you could provide this figure and the bullet points.

>> Adjust the title of the 'Competing Interests' section to 'Disclosure and Competing Interests Statement'.

>> Please correct the order and headings of the manuscript sections to Abstract / Introduction / Results / Discussion / Methods /
Data Availability / Acknowledgements / Disclosure and Competing Interests Statement / References / Figure Legends /
Expanded View Figure Legends

>> Correct the nomenclature to Figure EV1 etc. in the expanded view figure legends

>> Figure callouts: Please ensure that the figures including EV figures are called out in sequential order.



>> Funding information: remove the additional funding section at the beginning of the manuscript text.

>> Appendix File with ToC: Please add a table of contents with page numbers and correct the nomenclature from
Supplementary Table S1 to Appendix Table S1, etc. and from Suppl. Fig S1 to Appendix Figure S1 etc. Upload the final version
of the file in PDF format and label it Appendix.

>> Dataset EV Legends: The authors uploaded data sets with statistical information grouped by figure - is this source data?
Suppl. Table 2 and 3 should be renamed Dataset EV1 and Dataset EV2, and the corresponding legends should be removed
with the suppl information file and added to the dataset files, in a separate worksheet.

>> References: please adjust reference format to EMBO Journal format, 10 authors et al.; In the text of the manuscript, a
reference should be cited by author and year of publication; no more than two authors may be cited per reference; 'et al' should
be used if there are more than two authors (i.e. Smith & Jones, 2003; Smith et al, 2000). In the reference list, citations should be
listed in alphabetical order and then chronologically, with the authors' surnames and initials inverted; where there are more than
10 authors on a paper, 10 will be listed, followed by 'et al.".

>> Please add a Reagents and Tools table to the Methods section, as a separate file using the existing template in the Guide
For Authors, listing key reagents, experimental models, software and relevant equipment.

Please compare also our Guide-to-Authors instructions:
https://www.embopress.org/page/journal/14602075/authorguide#structuredmethods

>> Biorender: remove the info about BioRender from the figure legends and add a dedicated graphics section to the end of the
Methods, following this format:

Graphics:

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

>> Please provide source data for the study as to the separate request e-mail. Source data should be uploaded as one (zipped)
file per figure.

>> Data availability section: Correct the hyperlink provided for the GEO dataset and make sure dataset is made publicly
accessible.

>> Consider additional changes and comments from our production team as indicated below:

- Figure legends:

1. Please note that the exact p values are not provided in the legends of figures 1A,B,C,E,F,G,,K,L; 2B-E,G,H,I; 3B,D,E,F,H,l,J;
4C-H; 5D,E,G,H,l,J; 6C,D,E,F,G,I,K,L,M; 7A,B,D,E,F,G,l,J,LLM,N,P; 8A,B; EXTENDED DATA FIGS. 1B,C,D,F,G,H; 2B,E,F,H,I.J;
3B-D,F,G,H; 4D,E,F,G,H; 5A-J.

2. Please indicate the statistical test used for data analysis in the legends of figures 7E; EXTENDED DATA FIG. 5D.

3. Please note that information related to n is missing in the legends of figures 1G,I.

4. Please note that the error bars are not defined in the legends of figures 6C,D,E,F,G,|,K,L,M.
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