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1st Editorial Decision 30th Jun 2022

Dear Dr. Hahne,

Thank you for transferring your manuscript to EMBO reports. | now went through your manuscript and the referee reports from
The EMBO Journal (attached below). The referees acknowledge that the findings are of interest, but they have raised a number
of remaining concerns and suggestions to improve the manuscript, or to strengthen the data and the conclusions drawn.

EMBO reports emphasizes novel functional over detailed mechanistic insight, but asks for strong in vivo relevance of the
findings, and clear experimental support of the major conclusions. Thus, we will not require addressing points regarding more
mechanistic details experimentally. However, it will be necessary that in a revised manuscript you address all points questioning
the main conclusions of the study, and all technical concerns, or points regarding the experimental designs, model systems
used, or data presentation.

In this specific case, | ask you to address the remaining points of the referees in a detailed p-b-p-response (in particular those of
referee #1) and by text changes, clarifications and data re-analysis or different data presentation (points of referee #2) in a
further revised manuscript

When submitting your revised manuscript, please also carefully review the instructions that follow below.

PLEASE NOTE THAT upon resubmission revised manuscripts are subjected to an initial quality control prior to exposition to re-
review. Upon failure in the initial quality control, the manuscripts are sent back to the authors, which may lead to delays.
Frequent reasons for such a failure are the lack of the data availability section (please see below) and the presence of statistics
based on n=2 (the authors are then asked to present scatter plots or provide more data points).

When submitting your revised manuscript, we will require:

1) a .docx formatted version of the final manuscript text (including legends for main figures, EV figures and tables), but without
the figures included. Please make sure that changes are highlighted to be clearly visible. Figure legends should be compiled at
the end of the manuscript text.

2) individual production quality figure files as .eps, .tif, .jpg (one file per figure), of main figures and EV figures. Please upload
these as separate, individual files upon re-submission. Please make sure that all figure panels are called out separately and
sequentially in the manuscript text

The Expanded View format, which will be displayed in the main HTML of the paper in a collapsible format, has replaced the
Supplementary information. You can submit up to 5 images as Expanded View. Please follow the nomenclature Figure EV1,
Figure EV2 etc. The figure legend for these should be included in the main manuscript document file in a section called
Expanded View Figure Legends after the main Figure Legends section. Additional Supplementary material should be supplied
as a single pdf file labeled Appendix. The Appendix should have page numbers and needs to include a table of content on the
first page (with page numbers) and legends for all content. Please follow the nomenclature Appendix Figure Sx, Appendix Table
Sx etc. throughout the text, and also label the figures and tables according to this nomenclature.

| would suggest having 7-8 main figures (maybe Figs. 7 and 8 can be fused?) and 5 EV figures. The remaining data should then
go to an Appendix file as described above, including the supplementary tables.

For more details please refer to our guide to authors:
http://www.embopress.org/page/journal/14693178/authorguide#manuscriptpreparation

See also our guide for figure preparation:
http://wol-prod-cdn.literatumonline.com/pb-assets/embo-site/EMBOPress_Figure_Guidelines_061115-1561436025777.pdf

See also the guidelines for figure legend preparation:
https://www.embopress.org/page/journal/14693178/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/14693178/authorguide). Please insert page numbers in the checklist to indicate where
the requested information can be found in the manuscript. The completed author checklist will also be part of the RPF.

Please also follow our guidelines for the use of living organisms, and the respective reporting guidelines:



http://www.embopress.org/page/journal/14693178/authorguide#livingorganisms

5) that primary datasets produced in this study (e.g. RNA-seq, ChIP-seq and array data) are deposited in an appropriate public
database. This is now mandatory (like the COI statement). If no primary datasets have been deposited in any database, please
state this in this section (e.g. 'No primary datasets have been generated and deposited’).

See also: http://embor.embopress.org/authorguide#datadeposition
Please remember to provide a reviewer password if the datasets are not yet public.

The accession numbers and database should be listed in a formal "Data Availability " section (placed after Materials & Methods)
that follows the model below. Please note that the Data Availability Section is restricted to new primary data that are part of this
study.

# Data availability
The datasets produced in this study are available in the following databases:

- RNA-Seq data: Gene Expression Omnibus GSE46843 (https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE46843)
- [data type]: [name of the resource] [accession number/identifier/doi] ((URL or identifiers.org/DATABASE:ACCESSION])

*** Note - All links should resolve to a page where the data can be accessed. ***
Moreover, | have these editorial requests:

6) We strongly encourage the publication of original source data with the aim of making primary data more accessible and
transparent to the reader. The source data will be published in a separate source data file online along with the accepted
manuscript and will be linked to the relevant figure. If you would like to use this opportunity, please submit the source data (for
example scans of entire gels or blots, data points of graphs in an excel sheet, additional images, etc.) of your key experiments
together with the revised manuscript. If you want to provide source data, please include size markers for scans of entire gels,
label the scans with figure and panel number, and send one PDF file per figure.

7) 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 PRJNA342805, 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: http://www.embopress.org/page/journal/14693178/authorguide#referencesformat

8) Regarding data quantification and statistics, please make sure that the number "n" for how many independent experiments
were performed, their nature (biological versus technical replicates), the bars and error bars (e.g. SEM, SD) and the test used to
calculate p-values is indicated in the respective figure legends (also for potential EV figures and all those in the final Appendix).
Please also check that all the p-values are explained in the legend, and that these fit to those shown in the figure. Please
provide statistical testing where applicable. Please avoid the phrase 'independent experiment', but clearly state if these were
biological or technical replicates. See also:

http://www.embopress.org/page/journal/14693178/authorguide#statisticalanalysis

9) Please note our reference format:
http://www.embopress.org/page/journal/14693178/authorguide#referencesformat

10) 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 add a statement
declaring your competing interests. Please name that section 'Disclosure and Competing Interests Statement’ and add it after the
author contributions section. Please remove the COI statement from the title page.

11) Please add scale bars of similar style and thickness to all the microscopic images, using clearly visible black or white bars
(depending on the background). Please place these in the lower right corner of the images. Please do not write on or near the
bars in the image but define the size in the respective figure legend.

12) Please order the manuscript sections like this using these names:

Title page - Abstract - Introduction - Results - Discussion - Materials and Methods - Data availability section (DAS) -
Acknowledgements - Author contributions - Disclosure and Competing Interests Statement - References - Figure legends -
Expanded View Figure legends



Please also make sure that all the funding information is also entered into the online submission system and is complete and
similar to the one in the manuscript text file (acknowledgements).

In addition, | would need from you:

- a short, two-sentence summary of the manuscript (around 35 words).

- three to four short bullet points highlighting the key findings of your study

- a schematic summary figure (in jpeg or tiff format with the exact width of 550 pixels and a height of not more than 400 pixels)
that can be used as a visual synopsis on our website.

I look forward to seeing a revised version of your manuscript when it is ready. Please let me know if you have questions or
comments regarding the revision.

Please use this link to submit your revision: https://embor.msubmit.net/cgi-bin/main.plex
Kind regards,

Achim

Achim Breiling
Senior Editor
EMBO Reports

Referee #1:

The revised manuscript, now titled "Loss of colonic primary cilia promotes inflammation”, did not sufficiently address my initial
comments. No data has been provided on how PC loss in colonic fibroblasts results in the described phenotypes, and the
increased inflammatory signaling has not been causally linked. Neither, | judge the argument plausible, that the current study
represents a "conceptual advance over this previous paper". In their response the authors downplay that their previous study in
EMBO Journal (Rocha et al, 2014) showed that ,glycylation is responsible for the observed phenotypes, but not necessarily due
to the observed loss of cilia, which at the time was a correlative, but not causative finding." However, | would like to kindly
remind the authors of the title of their previous work which was: "Tubulin glycylases are required for primary cilia, control of cell
proliferation and tumor development in colon" which clearly suggests such a causative link (although the responsible cell
compartment now has to be re-interpreted). In my opinion, the authors have missed as chance to re-interprete and discuss the
phenotype of full body KO of TTLL3 which is likely due to the role of PC in fibroblasts as shown here.

The newly added data does not provide a mechanistic link to distinguish the direct consequences of PC loss in fibroblasts that
was also requested by reviewer 2. In this regard, the transcriptomic analysis in cultured fibroblast (Fig 6CD) is not conclusive
because it only shows active inflammatory signaling by signals from inflamed colon, which is trivial in my opinion. Unfortunately,
no comparison of isolated fibroblasts between PC proficient and deficient mice was performed which could have established a
causative link. The observation that inflammatory signals act via IL6 as an upstream signal to reduce PC number (Fig 6 AD) is
interesting but does not explain to the primary cause of the phenotypes.

Together, | therefore keep my initial opinion that this study is conceptionally not suitable for publication in EMBO Journal and
should be published in a more organ specialized journal.

Referee #2:

This is now a well-executed and robust paper that should be of interest to EMBO J's readership. Some concerns remain in
approximate order of importance:

One fundamental question that remains is: If cilia are downregulated in response to inflammatory cues, why does genetic
ablation further exacerbate the consequences of this? If cilia are protective they would be expected to increase in number
following insults. | understand that this is not the case and the mechanism has been delineated in detail in the revised
manuscript, but the additive effects are not immediately intuitive.

Figure 5; | may misinterpret the analysis, but this shows that IL6 upregulation is specific to the floxed genotype. This would imply
that IL6 is a *consequence* of ciliary deficiency under DSS treatment rather than its *cause* (as is shown in Figure 6). Is this the
feed-forward loop the authors imply in Figure 8? This needs a really good explanation to alleviate any concerns on causality.

Why is the description of Figures 3E-I not together with the other AOM/DSS experiments? Along the same lines, the structure of



Figures 3 and 4 together is a bit odd; why are cilia quants again introduced in 41 after the genetic work has already been
explained in the preceding panels? Wouldn't the KMs (and other similar data) for Ift88 and Kif3a be best represented side by
side? | would prefer a structure in which 1) similar experiments in different genotypes are presented in parallel, and 2) baseline
observations do not re-appear after the genetic functional experiments have already been shown.

The data in Figure 1 would benefit from quantification (how many CD140+ cells are ciliated versus Vim+ cells, etc).

Figure 2C; why are only Vim+ cells considered here whereas Figure 1 shows that this may not fully capture all ciliated
fibroblasts. Same question applies to Figure 7B-C.

It would help if the authors explain what ABX464 targets when it is first mentioned.
Does the ABX compound prevent dysplasia in AOM/DSS treated animals?

Page 12, check sentence "Indeed, displayed..."



1st Authors' Response to Reviewers 15th Jul 2022

Point by point reply

Referee #1:

The revised manuscript, now titled "Loss of colonic primary cilia promotes inflammation", did not
sufficiently address my initial comments. No data has been provided on how PC loss in colonic
fibroblasts results in the described phenotypes, and the increased inflammatory signaling has not been
causally linked.

Our reply:
The revised manuscript comprises two new figures, i.e. Figures 5 and 6 addressing this point. This has

been appreciated by referee #2 stating “...the mechanism has been delineated in detail in the revised
manuscript, ...”.

Neither, | judge the argument plausible, that the current study represents a "conceptual advance over
this previous paper". In their response the authors downplay that their previous study in EMBO Journal
(Rocha et al, 2014) showed that ,glycylation is responsible for the observed phenotypes, but not
necessarily due to the observed loss of cilia, which at the time was a correlative, but not causative
finding." However, | would like to kindly remind the authors of the title of their previous work which
was: "Tubulin glycylases are required for primary cilia, control of cell proliferation and tumor
development in colon" which clearly suggests such a causative link (although the responsible cell
compartment now has to be re-interpreted). In my opinion, the authors have missed as chance to re-
interprete and discuss the phenotype of full body KO of TTLL3 which is likely due to the role of PC in
fibroblasts as shown here.

Our reply:

Indeed, we observed that mice deficient for the tubulin glycylase TtlI3 display decreased number of
primary cilia in the colon and increased susceptibility to chemically induced colon carcinogenesis (Rocha
et al, 2014). Thus, loss of cilia could be the cause, because glycylation has been considered as cilia-
specific. However, it cannot be excluded that this posttranslational modification has non-ciliary
functions, especially because other substrates than tubulin can be glycylated. For instance, we observed
glycylation of additional proteins in glycylase overexpressing cells (Fig. 1D in (Gadadhar et al, 2017)).
The role of glycylation of these proteins is not yet explored and a contribution during colon
carcinogenesis can therefore not be excluded. Our manuscript provides now evidence that indeed loss
of primary cilia promotes colon carcinogenesis. We added this notion of page 5 of the manuscript.

The newly added data does not provide a mechanistic link to distinguish the direct consequences of
PC loss in fibroblasts that was also requested by reviewer 2. In this regard, the transcriptomic analysis
in cultured fibroblast (Fig 6CD) is not conclusive because it only shows active inflammatory signaling
by signals from inflamed colon, which is trivial in my opinion. Unfortunately, no comparison of isolated
fibroblasts between PC proficient and deficient mice was performed which could have established a
causative link. The observation that inflammatory signals act via IL6 as an upstream signal to reduce
PC number (Fig 6 AD) is interesting but does not explain to the primary cause of the phenotypes.

Our reply:
The crosstalk between primary cilia proficient and deficient fibroblasts will be part of a subsequent

study. The activation loop between primary cilia and IL-6 production is further outlined in the response
to referee #2.



Referee #2:

This is now a well-executed and robust paper that should be of interest to EMBO J's readership. Some
concerns remain in approximate order of importance: One fundamental question that remains is: If
cilia are downregulated in response to inflammatory cues, why does genetic ablation further
exacerbate the consequences of this? If cilia are protective they would be expected to increase in
number following insults. | understand that this is not the case and the mechanism has been delineated
in detail in the revised manuscript, but the additive effects are not immediately intuitive.

Our reply:

We appreciate the positive comment of the referee on the revised version of the manuscript. DSS-
induced inflammation is an established mouse model for acute and not chronic colitis. Thus, intestinal
inflammation is followed by tissue repair and re-establishment of the colonic structure, which also
includes primary cilia presence on colonic fibroblasts. As illustrated in Figure 8, primary cilia regulate
through its presence or absence IL-6 signaling and thus the inflammatory response. Once fibroblasts
loose primary cilia they contribute in the production of IL-6. The insult of inflammation is initiated by
the loss of integrity of the mucosal barrier and promoted by an amplification loop between PC loss and
IL-6 production. This circuit is accelerated in mice deficient for primary cilia. We modified the respective
figure legend and extended the discussion on page 12 to clarify this.

Figure 5; | may misinterpret the analysis, but this shows that IL6 upregulation is specific to the floxed
genotype. This would imply that IL6 is a *consequence* of ciliary deficiency under DSS treatment
rather than its *cause* (as is shown in Figure 6). Is this the feed-forward loop the authors imply in
Figure 8? This needs a really good explanation to alleviate any concerns on causality.

Our reply:

Indeed, the inflammatory response is present in both control and primary cilia-deficient mice, initiated
by the insult of the mucosal barrier. But the inflammatory response, including IL6-signaling is
augmented in primary cilia-deficient mice — as pointed out above. These mice display no signs of
inflammation in steady state, when the mucosal barrier is intact.

Why is the description of Figures 3E-I not together with the other AOM/DSS experiments? Along the
same lines, the structure of Figures 3 and 4 together is a bit odd; why are cilia quants again introduced
in 4l after the genetic work has already been explained in the preceding panels? Wouldn't the KMs
(and other similar data) for I1ft88 and Kif3a be best represented side by side? | would prefer a structure
in which 1) similar experiments in different genotypes are presented in parallel, and 2) baseline
observations do not re-appear after the genetic functional experiments have already been shown.
Our reply:

Kif3a and Ift88 are essential for maintenance of primary cilia, but additional functions for both have
been described. Validation of primary cilia deficiency is therefore required for both mouse models. The
first set of experiments was performed using ColVicre-Kif3a™™ and Kif3a™™ mice and findings were
then validated using the respective Ift88™/* strains, which is not trivial. We followed the suggestion of
the referee and regrouped specific figures according to the pathology they describe: Figure 3 for
“Decreased number of primary cilia in colonic fibroblasts promotes CAC” and Figure 4 for “PC-deficient
mice are more susceptible to DSS-induced colitis”.

The data in Figure 1 would benefit from quantification (how many CD140+ cells are ciliated versus
Vim+ cells, etc).

Figure 2C; why are only Vim+ cells considered here whereas Figure 1 shows that this may not fully
capture all ciliated fibroblasts. Same question applies to Figure 7B-C.



Our reply:

The manuscript already includes Figures 3C and D showing quantification for primary cilia presence on
vimentin and CD140a positive fibroblasts of ColVicre-Kif3a™ and Kif3a™"™ mice, as well as Figures 3K
and Expended View 2B of ColVicre-Ift88™™* and Ift88™/* mice. Accordingly, about 30 and 35% of
vimentin-positive and CD140a-positive cells, respectively, display primary cilia. Vimentin is a pan
fibroblast marker, whereas CD140a and alphaSMA describe subsets of fibroblasts. We added this
information on page 6 on the manuscript. To obtain a global view on primary cilia presence on colonic
fibroblasts, we have chosen the pan-fibroblast marker vimentin in Figures 2C and 7B-C.

It would help if the authors explain what ABX464 targets when it is first mentioned.
Does the ABX compound prevent dysplasia in AOM/DSS treated animals?
Our reply:

We actually wished to perform the suggested experiment, i.e. testing the effect of ABX464 on
AOM/DSS induced carcinogenesis. This was, however, not approved by ABIVAX, who owns the
compound ABX464. We discussed this issue with the editor and will remove the ABX464 experiment
from the manuscript.

Page 12, check sentence "Indeed, displayed..."
Our reply:
We have modified the respective paragraph in the discussion.



1st Revision - Editorial Decision 21st Jul 2022

Dear Dr. Hahne,

Thank you for the submission of your revised manuscript to our editorial offices. | now went through the manuscript and your
final point-by-point-response, and | consider the remaining referee concerns as adequately addressed.

Before we can proceed with formal acceptance, | have these editorial requests | ask you to address in a final revised version:
- Please provide the abstract written in present tense throughout.

- Please upload individual production quality figure files as .eps, .tif, .jpg (one file per figure), of main figures and EV figures.
Please upload these as separate, individual files upon re-submission.

- Please remove the bullet points, the synopsis blurb and the synopsis image from the main manuscript file. Please upload the
synopsis image as separate file.

- Please provide the schematic summary (synopsis) figure in jpeg or tiff format with the exact width of 550 pixels and a height of
not more than 400 pixels. Please make sure that the text in the figure in that format is not too small.

- We now use CRediT to specify the contributions of each author in the journal submission system. CRediT replaces the author
contribution section. Please use the free text box to provide more detailed descriptions. Thus, please remove the author
contributions section from the manuscript text file. See also guide to authors:
https://www.embopress.org/page/journal/14693178/authorguide#authorshipguidelines

- Please make sure that the number "n" for how many independent experiments were performed, their nature (biological versus
technical replicates), the bars and error bars (e.g. SEM, SD) and the test used to calculate p-values is indicated in the respective
figure legends (main, EV and Appendix figures), and that statistical testing has been done where applicable. Please avoid
phrases like 'independent experiment', but clearly state if these were biological or technical replicates. Please add complete
statistical testing to all diagrams (main, EV and Appendix figures). Please also indicate (e.g. with n.s.) if testing was performed,
but the differences are not significant. It seems, presently not all diagrams have statistical testing (see e.g. panel 5C).

- Please add scale bars of similar style and thickness to the microscopic images (main and EV figures), using clearly visible
black or white bars (depending on the background). Please place these in the lower right corner of the images. Please do not
write on or near the bars in the image but define the size in the respective figure legend. Presently, some scale bars are too thin
or difficult to see (see e.g. panels 2B or 3A/B).

- Please remove the referee token from the data availability section and make sure the data are public latest upon publication of
the study.

- There seems to be no separate callouts for the EV figure panels. Please check and make sure that each figure panel (main,
EV and Appendix figures) is called out separately and sequentially.

- Please upload the Appendix in one PDF file with the title 'Appendix for ..." on the title page (followed by the title of the paper. In
the table of contents the names of the items need correcting into Appendix Figure Sx or Appendix Table Sx. Finally, please
check that the items are called out like this in the manuscript text.

- Please select a response in the fourth row of the ethics part in the author checklist (regarding ethics approval of animal
experiments).

- Finally, please find attached a word file of the manuscript text (provided by our publisher) with changes we ask you to include
in your final manuscript text, and some queries, we ask you to address. Please use this file for further modifications and provide
your final manuscript file with track changes, in order that we can see any modifications done.

I look forward to seeing the final revised version of your manuscript when it is ready. Please let me know if you have questions
regarding the revision.

Please use this link to submit your revision: https://embor.msubmit.net/cgi-bin/main.plex
Best,
Achim Breiling

Senior Editor
EMBO Reports



2nd Authors' Response to Reviewers 29th Sep 2022

The authors have addressed all minor editorial requests.’



2nd Revision - Editorial Decision 4th Oct 2022

Dr. Michael Hahne

IGMM - Institut de Genetique Moleculaire de Montpellier
CNRS UMR5535

1919 route de Mende

Montpellier 34293

France

Dear Dr. Hahne,

| am very pleased to accept your manuscript for publication in the next available issue of EMBO reports. Thank you for your
contribution to our journal.

At the end of this email | include important information about how to proceed. Please ensure that you take the time to read the
information and complete and return the necessary forms to allow us to publish your manuscript as quickly as possible.

As part of the EMBO publication’'s Transparent Editorial Process, EMBO reports publishes online a Review Process File to
accompany accepted manuscripts. As you are aware, this File will be published in conjunction with your paper and will include
the referee reports, your point-by-point response and all pertinent correspondence relating to the manuscript.

If you do NOT want this File to be published, please inform the editorial office within 2 days, if you have not done so already,
otherwise the File will be published by default [contact: emboreports@embo.org]. If you do opt out, the Review Process File link
will point to the following statement: "No Review Process File is available with this article, as the authors have chosen not to
make the review process public in this case."

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

Thank you again for your contribution to EMBO reports and congratulations on a successful publication. Please consider us
again in the future for your most exciting work.

Yours sincerely,
Achim Breiling

Editor
EMBO Reports

THINGS TO DO NOW:

Please note that you will be contacted by Wiley Author Services to complete licensing and payment information. The required
'Page Charges Authorization Form' is available here: https://www.embopress.org/pb-assets/embo-site/er_apc.pdf - please
download and complete the form and return to embopressproduction@wiley.com

EMBO Press participates in many Publish and Read agreements that allow authors to publish Open Access with reduced/no
publication charges. Check your eligibility: https://authorservices.wiley.com/author-resources/Journal-Authors/open-
access/affiliation-policies-payments/index.html

You will receive proofs by e-mail approximately 2-3 weeks after all relevant files have been sent to our Production Office; you
should return your corrections within 2 days of receiving the proofs.

Please inform us if there is likely to be any difficulty in reaching you at the above address at that time. Failure to meet our
deadlines may result in a delay of publication, or publication without your corrections.

All further communications concerning your paper should quote reference number EMBOR-2022-55687V3 and be addressed to
emboreports@wiley.com.

Should you be planning a Press Release on your article, please get in contact with emboreports@wiley.com as early as



possible, in order to coordinate publication and release dates.



EMBO Press Author Checklist

Corresponding Author Name: Michael Hahne

Journal Submitted to: EMBO Reports

Manuscript Number: EMBOR-2022-55687

Reporting Checklist for Life Science Articles (updated January 2022)
This checklist is adapted from Materials Design Analysis Reporting (MDAR) Checklist for Authors. MDAR establishes a minimum set of requirements in transparent

reporting in the life sciences (see Statement of Task: 10.31222/0sf

Please note that a copy of this checklist will be published alongside your article.

Abridged guidelines for figures

1.Data

The data shown in figures should satisfy the following conditions:
the data were obtained and processed according to the field’s best practice and are presented to reflect the results of the experiments in an accurate and

O

gooo

unbiased manner.

USEFUL LINKS FOR COMPLETING THIS FORM
The EMBO Journal - Author Guidelines
EMBO Reports - Author Guidelines
Molecular Systems Biology - Author Guidelines
EMBO Molecular Medicine - Author Guidelines

/9sm4x). Please follow the journal's guidelines in preparing your manuscript.

ideally, figure panels should include only measurements that are directly comparable to each other and obtained with the same assay.

plots include clearly labeled error bars for independent experiments and sample sizes. Unless justified, error bars should not be shown for technical replicates.
if n<5, the individual data points from each experiment should be plotted. Any statistical test employed should be justified.

Source Data should be included to report the data underlying figures according to the guidelines set out in the authorship guidelines on Data Presentation.

2. Captions
Each figure caption should contain the following information, for each panel where they are relevant:
& a specification of the experimental system investigated (eg cell line, species name).

the assay(s) and method(s) used to carry out the reported observations and measurements.
an explicit mention of the biological and chemical entity(ies) that are being measured.

an explicit mention of the biological and chemical entity(ies) that are altered/varied/perturbed in a controlled manner.

the exact sample size (n) for each experimental group/condition, given as a number, not a range;

a description of the sample collection allowing the reader to understand whether the samples represent technical or biological replicates (including how many

00 ooOoOooo

animals, litters, cultures, etc.).

a statement of how many times the experiment shown was independently replicated in the laboratory.

definitions of statistical methods and measures:

- common tests, such as t-test (please specify whether paired vs. unpaired), simple x2 tests, Wilcoxon and Mann-Whitney tests, can be unambiguously identified
by name only, but more complex techniques should be described in the methods section;

- are tests one-sided or two-sided?
- are there adjustments for multiple comparisons?

- exact statistical test results, e.g., P values = x but not P values < x;

- definition of ‘center values’ as median or average;
- definition of error bars as s.d. or s.e.m.

Please

below.

p! ALL of the q

Select "Not Applicable" only when the requested information is not relevant for your study.

Materials
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