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1st Editorial Decision 27th Feb 2020

27th Feb 2020

Dear Dr. Saal,

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. As you will see
from the reports below, the referees acknowledge the interest of the study and are overall
supporting publication of your work pending appropriate revisions.

Addressing the reviewers' concerns in full will be necessary for further considering the manuscript in
our journal, and acceptance of the manuscript 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.

When submitting your revised manuscript, please carefully review the instructions that follow below.
Failure to include requested items will delay the evaluation of your revision:

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).

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/iwww.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) Before submitting your revision, primary datasets produced in this study need to be deposited in
an appropriate public database (see
https/iwww.embopress.org/page/journal/17574684/authorguide#dataavailability).

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 & Method). Please note that the Data Availability Section is restricted to
new primary data that are part of this study.

*** Note - All links should resolve to a page where the data can be accessed. ***



6) We would also encourage you to include the source data for figure panels that show essential
data. Numerical data should be provided as individual xIs or .csv files (including a tab describing the
data). For blots or microscopy, uncropped images should be submitted (using a zip archive if
multiple images need to be supplied for one panel). Additional information on source data and
instruction on how to label the files are available at

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 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 .

8) 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:

9) 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.

10) For more information: There is space at the end of each article to list relevant web links for
further consultation by our readers. Could you identify some relevant ones and provide such
information as well? Some examples are patient associations, relevant databases,
OMIM/proteins/genes links, author's websites, etc...

11) 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. If you do please
provide a jpeg file 550 px-wide x 400-px high.

12) 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.

In the event of acceptance, 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.

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.

I look forward to receiving your revised manuscript.

Yours sincerely,

Lise Roth
Lise Roth, PhD

Editor
EMBO Molecular Medicine

To submit your manuscript, please follow this link:

Link Not Available

Please do not share this URL as it will give anyone who clicks it access to your account.

**x%% Reviewer's comments *****



Referee #1 (Comments on Novelty/Model System for Author):

The authors have performed a large scale RNAseq analysis to unravel the mutational landscape of
the primary breast cancer transcriptome. The most frequently mutated genes were the known
breast cancer drivers PIK3CA, TP53, MAP3K1, CDH1, GATA3 and AKT 1. In addition, mutations in
relevant molecular pathways were identified including hedgehog signaling, p53-independent DNA
repair and hypoxia response pathways. Finally, tumor mutational burden (TMB), a potential
biomarker of immunotherapies, was investigated and samples with HER2-enriched and basal-like
PAMS50 subtypes had the highest TMB values. The mutational landscape was correlated to patient
outcome in the total cohort and in known breast cancer subtypes.

Referee #1 (Remarks for Author):

Comments

(1) This an excellent work resulting in a very valuable library (SCAN-B MutationExplorer) for the
cancer research community. Although the results are not totally novel, the validation of the
mutational breast cancer landscape on such a well-defined large patient cohort with a good
RNAseq analytical strategy is original and deserves the attention of the research community.

(2) Although the authors have stratified the groups depending on the type of therapy (Fig.5 & 6),
the patient outcome analyses would profit from multivariate analysis including all significant co-
variables to demonstrate which components of the molecular landscape are independent
prognosticators and how strong this influence is as compared to the other prognostic factors.
When large data sets are analyzed, significant p-values occur even when the effects are minor (e.g.,
Fig. 5A, Column Endo+Chemo).

(3) Did any of the patients receive immunotherapy? If yes, the TMB analysis in this cohort would be
interesting.

(4) What kind of endocrine therapy, chemotherapy and anti-HER2 therapies did the patients shown
in Fig. 5 & 6 receive?

(5) Did some patients receive any other targeted therapies (e.g., CDK4/6 inhibitors)?

Referee #2 (Remarks for Author):

The manuscript from Brueffner et al aims to generate mutational landscape from breast cancer
transcriptomes. Using matched targeted DNA-seq (tumor+normal) and RNA-seq (tumor only), they
implemented a set of filters to perform mutation detection in a large cohort of breast cancer
transcriptomes. The results are available on publicly available web portal for exploration.

The manuscript is well written, the aim of the study and the analyses strategy (Section: Variant
Filtering, Figure 1) are comprehensible and clearly described.

The manuscript proposes and implements a novel strategy combining a set of rigid filters learnt
from DNA-seq and RNA-seq data from matched samples. This is a timely and relevant attempt and
worth considering for publication. However, the objective assessment of the results is limited. While
the comparison to mutational landscape of TCGA breast cancer data is provided, there is no
comparison to alternative strategies currently available (e.g. HaplotypeCaller or Mutect2 combined
with filters like dbsnp filter,1000-genome filter and allele frequency, read depth cut-off, etc.). The



authors should compare their strategy to above mentioned or other available methods and report
the results.

The discussion section is disproportionately long and needs to be shortened.
The authors should have their inferred mutation data made available at cbioPortal so that it can be

explored in combination with e.g. TCGA and MET ABRIC datasets. This would further increase the
visibility and utility of the dataset.



1st Authors' Response to Reviewers 9th Jul 2020

We thank the Editors and Reviewers for evaluating our manuscript and for the valuable comments
and opportunity to submit a revised paper. Below we address the issues raised and incorporate new
analyses and revised text which we believe have significantly improved the study. Where possible,
we have shortened parts of the paper for succinctness and legibility. We hope the revised paper may
be judged as having satisfactorily answering the reviewer comments and may be acceptable for
publication in EMBO Molecular Medicine.

Referee #1 (Remarks for Author):

Comments

(1) This an excellent work resulting in a very valuable library (SCAN-B MutationExplorer)
for the cancer research community. Although the results are not totally novel, the validation of
the mutational breast cancer landscape on such a well-defined large patient cohort with a
good RNAseq analytical strategy is original and deserves the attention of the research
community.

We thank the reviewer for the careful reading of our paper and the positive assessments highlighting
the value of our study.

(2) Although the authors have stratified the groups depending on the type of therapy (Fig. 5 &
6), the patient outcome analyses would profit from multivariate analysis including all
significant co-variables to demonstrate which components of the molecular landscape are
independent prognosticators and how strong this influence is as compared to the other
prognostic factors. When large data sets are analyzed, significant p-values occur even when
the effects are minor (e.g., Fig. SA, Column Endo+Chemo).

Thank you for bringing up this point. We agree and have performed the multivariable analyses, and
amended the manuscript accordingly.

(3) Did any of the patients receive immunotherapy? If yes, the TMB analysis in this cohort
would be interesting.

The patients in this study were diagnosed between 2010-2015 and treated in the clinical routine
according to Swedish national guidelines. As such, none of the patients included in this study
received immunotherapy. We have added this information to the new Supplementary Table S4
which details the specific therapies per therapy, clinical, and biomarker group.

(4) What kind of endocrine therapy, chemotherapy and anti-HER?2 therapies did the patients
shown in Fig. 5 & 6 receive?

We thank the reviewer for this question, and since readers may have similar queries about all of the
treatment groups, we have now added Supplementary Table S4 which details the specific therapies
for all therapy, clinical, and biomarker groups in Figures 5-7 as well as for Figures EV2-5. Note that
patients may have received more than one treatment of a certain type, so percentages do not add up
to 100%. To directly respond to the reviewer question, the distribution of major therapies for the
patients in Figures 5 and 6 is as follows:



Endocrine only
- 55% Tamoxifen
- 48.5% Aromatase-inhibitor
- 0.4% GnRH agonist
- 0.1% other endocrine therapy
- 0.9% unspecified endocrine therapy

Endo + Chemo + any
- 51.3% Aromatase-inhibitor
- 48.6% Tamoxifen
- 1.9% GnRH agonist
- 0.2% other endocrine therapy
- 0.9% unspecified endocrine therapy
- 88.2% Antracycline
- 18.2% Docetaxel
- 1.3% Paclitaxel
- 1.3% other chemotherapy
- 10.8% unspecified chemotherapy
- 25.3% Trastuzumab
- 0.1% unspecified HER2 therapy

HER2 + any
- 98.3% Trastuzumab
- 1.7% unspecified anti-HER?2 therapy
- 40.2% Aromatase Inhibitors
- 28.4% Tamoxifen
- 1.4% GnRH agonist
- 0.3% unspecified endocrine therapy
- 82.8% Antracycline
- 16.7% Docetaxel
- 1.7% Paclitaxel
- 1.1% other chemotherapy
- 14.1% unspecified chemotherapy

(5) Did some patients receive any other targeted therapies (e.g., CDK4/6 inhibitors)?

The patients in the SCAN-B cohort were enrolled between 2010 and 2015. The first CDK4/6
inhibitors in the enrolling hospitals were given from spring 2017, and only in the metastatic setting.
This information is included in the new Supplementary Table S4.

Referee #2 (Remarks for Author):

The manuscript from Brueffner et al aims to generate mutational landscape from breast
cancer transcriptomes. Using matched targeted DNA-seq (tumor+normal) and RNA-seq
(tumor only), they implemented a set of filters to perform mutation detection in a large cohort
of breast cancer transcriptomes. The results are available on publicly available web portal for
exploration.

The manuscript is well written, the aim of the study and the analyses strategy (Section:



Variant Filtering, Figure 1) are comprehensible and clearly described.

We thank the reviewer for carefully reviewing our study and for the positive remarks.

The manuscript proposes and implements a novel strategy combining a set of rigid filters
learnt from DNA-seq and RNA-seq data from matched samples. This is a timely and relevant
attempt and worth considering for publication. However, the objective assessment of the
results is limited. While the comparison to mutational landscape of TCGA breast cancer data
is provided, there is no comparison to alternative strategies currently available (e.g.
HaplotypeCaller or Mutect2 combined with filters like dbsnp filter,1000-genome filter and
allele frequency, read depth cut-off, etc.). The authors should compare their strategy to above
mentioned or other available methods and report the results.

We agree that our dataset is well suited for a wide variety of workflow comparisons and
benchmarking of different variant callers, parameter combinations, and filtering modalities for
RNA-seq variant calling, and that such an endeavor would be extremely valuable. Doing so
comprehensively for over 3200 datasets, however, would be a major project in and of itself, both in
terms of computational resources, analyses, and time, as demonstrated by similar projects
performed on DNA-seq data [1-10]. Moreover, the filter settings that we optimized and applied are
rather specific to the output generated by VarDict-Java, and thus having a generalized filtering
strategy that would be equally applicable to several mutation callers would require repeating the
entire project with this goal in mind.

That being said, to give some indication, we have performed a comparison of the variant callers
VarDict-Java (used in our manuscript), Varscan, and Mutect2 with similar configuration settings
using twenty samples described in our manuscript. We compared the existing tumor/normal DNA-
seq calls for these samples with RNA-seq variant calls when only keeping COSMIC mutations, and
when removing dbSNP common mutations (-dbSNP) and rescuing COSMIC mutations
(+COSMIC). As detailed in Table 1 below, VarDict-Java and Varscan performed similarly, with
VarDict-Java identifying comparable or slightly more variants of all classes than Varscan, whereas
Mutect2 generally detected fewer somatic and germline SNVs. Thus, we would argue that our
chosen software tool, VarDict-Java, performed adequately for our intended purposes, which is
supported by a recent benchmark of software for non-matched variant calling [10].

Table 1 Comparison of RNA-seq variant calls in 20 ABiM samples to matched tumor/normal DNA-
based calls using the variant callers VarDict-Java, Varscan, and Mutect?.

Software  Filter Somatic Germline Unknown Total
Varscan | baseline 141 14109 28000 42250
+COSMIC 28 9289 11528 20845
-dbSNP+COSMIC 19 76 683 778
VarDict-Java | baseline 139 15366 29463 44968
+COSMIC 27 10111 11676 21814
-dbSNP+COSMIC 19 78 690 787
Mutect? | baseline 104 14235 42779 57118
+COSMIC 24 8939 10237 19200
-dbSNP+COSMIC 17 64 1103 1184

Applying the complex filter settings used in the manuscript to calls from either Varscan or Mutect2
is not easily possible, since each caller provides different sequence-based annotations, and the



interpretation of fields such as which filters a variant has to clear to be considered a PASS variant
differs. This is another challenge that would be more appropriate to address in a separate
comprehensive benchmarking project.

For the reasons outlined above, we respectfully conclude that a systematic comparison to alternative
strategies currently available is beyond the scope of the present work. In a future study we intend to
more comprehensively compare various software and strategies.

The discussion section is disproportionately long and needs to be shortened.

We agree that the discussion was too long. To address this, we have moved some text blocks to
more appropriate places in the manuscript and have merged and removed several paragraphs, as
well as overall tightened up the manuscript text.

The authors should have their inferred mutation data made available at cbioPortal so that it
can be explored in combination with e.g. TCGA and METABRIC datasets. This would further
increase the visibility and utility of the dataset.

We agree that making this dataset easily comparable to other large cohorts such as TCGA via
cBioPortal would increase its value, and encouraged by the reviewer’s comment, we have initiated
the process of submitting the dataset to the cBioPortal team
(https://github.com/cBioPortal/datahub/issues/1101). However, there are a large number of study
cohorts currently awaiting inclusion in cBioPortal, and therefore the availability of our dataset in
cBioPortal may take some time and has not been completed in time for the submission of this
revision. As soon as this dataset is available in cBioPortal, it will be searchable there, and we will
also provide links to this cBioPortal resource from our MutationExplorer site. Furthermore, we
shall publicize this availability in our presentations and on social media, as well as (assuming the
paper is published) inquire with the editors at EMBO Molecular Medicine whether a link can be
provided from the online version of the paper.
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1st Revision - Editorial Decision 23rd Jul 2020

23rd Jul 2020

Dear Dr. Saal,

Thank you for the submission of your revised manuscript to EMBO Molecular Medicine. We have
now received the enclosed reports from the two referees who reviewed the new version of your
manuscript. As you will see, they are now supportive of publication, and lam thus pleased to inform
you that we will be able to accept your manuscript pending the following final editorial amendments:

1) Main manuscript text:

- Please answer/correct the changes suggested by our data editors in the main manuscript file (in
track changes mode). T his file will be sent to you in the next couple of days. Please use this file for
any further modification. Please accept your previous changes, but keep the modifications in
response to the data editors in track changes mode.

- Please provide up to 5 keywords.

- Funding: the grant numbers and recipients should be added to the manuscript and in the
submission system.

- Material and methods: we note that you regularly refer to previously published methods. Please
make sure that sufficient details are provided to ensure reproducibility, and that the referenced
literature is open access. Please include a statement confirming that informed consent was
obtained from all subjects and that the experiments conformed to the principles set out in the WMA
Declaration of Helsinki and the Department of Health and Human Services Belmont Report.

- The Data availability section should only list the accession numbers for the datasets produced in
this study, and these accession numbers/links should also be listed in the checklist.

- Several figures indicate logrank P<0.01. When possible, please make sure to indicate the exact p
values.

2) Figures:

- Tables 1,2 and 4 can be directly added to the main manuscript file together with their legend;
table 3 should be made an EV Table and stay uploaded as a separate file.

- Fig. 3A should be referenced before Fig. 4 in the manuscript text. References for Fig. 5, Fig. EV2,
Fig. EV3 and Fig EV. 4 are missing in the main text.

- AllEV table legends should be removed from the manuscript and added directly to the respective
files. The EV figure legends should stay in the manuscript, following the main figure legends.

- All figures should fit into an A4 portrait format (i.e. figures 1 and 2), and the text should remain
readable.

3) Checklist: The checklist should include the full sentence that informed consent was obtained
from all subjects and that the experiments conformed to the principles set out in the WMA
Declaration of Helsinki and the Department of Health and Human Services Belmont Report.
Accession numbers should be included in section F/18 "Data accessibility".

Regarding the section F/20 on human clinical and genomic datasets to be registered (i.e. dbGAP,
EGA), you wrote:

"Gene expression data is available from the NCBI Gene Expression Omnibus (accession Series
GSE81540). Mutational and cllinical data is available from the SCAN-B MutationExplorer portal. Raw
patient sequencing data cannot be provided due to Swedish data protection laws."



Could you please be more specific? (i.e. what is exactly forbidden by the law? If it is about
controlling who can access the data, this could be taken care of by EGA)

4) Thank you for providing a synopsis. | slightly modified your text to fit our style and format, please
let me know if you agree with the following:

"A bioinformatics pipeline was developed for detection of single nucleotide variants and small
insertions / deletions from RNA sequencing (RNA-seq) data. The mutational landscape of 3,217
primary breast cancer transcriptomes in relation to patient survival was made available through a
public web portal.

» An optimized pipeline for detection of single nucleotide variants and short insertions and deletions
from RNA-seq data was developed and applied to 3,217 primary breast tumors.

» The mutational portraits identified mutations in clinically important genes, including mutations in
one or more potentially druggable genes in 85.3% percent of cases.

» Mutational portraits revealed significant relationships to patient outcome within specific treatment
groups, including treatment resistance mutations.

* This rich dataset was made publicly available via our open source web-based application, the
SCAN-B MutationExplorer, accessible at http//oncogenomics.bmc.lu.se/MutationExplorer."

Please also suggest a striking image or visual abstract to illustrate your article, as a jpeg file 550 px-
wide x 400-px high.

5) Thank you for providing "The Paper Explained". Please include it in the main manuscript file,
before the references.

6) For more information: There is space at the end of each article to list relevant web links for
further consultation by our readers. Some examples are patient associations, relevant databases,
OMIM/proteins/genes links, etc...

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.

In the event of acceptance, 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.

I look forward to receiving your revised manuscript.

Yours sincerely,

Lise Roth

Lise Roth, PhD
Editor
EMBO Molecular Medicine



To submit your manuscript, please follow this link:

Link Not Available

The system will prompt you to fill in your funding and payment information. T his will allow Wiley to
send you a quote for the article processing charge (APC) in case of acceptance. This quote takes
into account any reduction or fee waivers that you may be eligible for. Authors do not need to pay
any fees before their manuscript is accepted and transferred to our publisher.

*REX*k Reviewer's comments *****

Referee #1 (Remarks for Author):

The authors have addressed my comments. I have no further remarks.

Referee #2 (Remarks for Author):

The authors have addressed all my comments. The manuscript is suitable for publication at EMM.



2nd Authors' Response to Reviewers 8th Aug 2020

The authors performed the requested changes.



2nd Revision - Editorial Decision 13th Aug 2020

The editor accepted the manuscript for publication.
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Every question should be answered. If the question is not relevant to your research, please write NA (non applicable).

We encourage you to include a specific subsection in the methods section for statistics, reagents, animal models and human
subjects.

B- Statistics and general methods Please fill

these boxes W (Do not worry if you cannot see all your text once you press retur

1.a. How was the sample size chosen to ensure adequate power to detect a pre-specified effect size? A population-based cohort of 3,273 primary breast tumors (Brueffer et al., 2018), diagnosed
between September 2010 and March 2015, was assembled from the ongoing SCAN-B observational|
trial (ClinicalTrials.gov NCT02306096).

1.b. For animal studies, include a statement about sample size estimate even if no statistical methods were used. NA
2. Describe inclusion/exclusion criteria if samples or animals were excluded from the analysis. Were the criteria pre- A cohort of 3,273 SCAN-B primary breast tumors described previously was reduced to 3,217
established? samples following additional quality controls, such as missing information. The quality control

criteria were pre-specified prior to data analyses within the present study.

3. Were any steps taken to minimize the effects of subjective bias when allocating animals/samples to treatment (e.g. NA
randomization procedure)? If yes, please describe.

For animal studies, include a statement about randomization even if no randomization was used. NA

4.a. Were any steps taken to minimize the effects of subjective bias during group allocation or/and when assessing results |The cohort is population-based and thus no group allocation was performed. Analyses were

(e.g. blinding of the investigator)? If yes please describe. performed using all available data for the relevant analysis.

4.b. For animal studies, include a statement about blinding even if no blinding was done NA

5. For every figure, are statistical tests justified as appropriate? Yes.

Do the data meet the assumptions of the tests (e.g., normal distribution)? Describe any methods used to assess it. The Fisher's exact tests and log-rank tests we used are non-parametric. For multivariable Cox

models we tested the proportional hazards assumption using Grambsch and Therneau's test for
non-proportionality and Schoenfeld residuals.

Is there an estimate of variation within each group of data? NA




C- Reagents

D- Animal Models

Is the variance similar between the groups that are being statistically compared? NA
6. To show that antibodies were profiled for use in the system under study (assay and species), provide a citation, catalog |NA
number and/or clone number, supplementary information or reference to an antibody validation profile. e.g.,

Antibodypedia (see link list at top right), 1DegreeBio (see link list at top right).

7. Identify the source of cell lines and report if they were recently authenticated (e.g., by STR profiling) and tested for NA
mycoplasma contamination.

* for all hyperlinks, please see the table at the top right of the document

8. Report species, strain, gender, age of animals and genetic modification status where applicable. Please detail housing |NA
and husbandry conditions and the source of animals.

9. For experiments involving live vertebrates, include a statement of compliance with ethical regulations and identify the |NA
committee(s) approving the experiments.

10. We recommend consulting the ARRIVE guidelines (see link list at top right) (PLoS Biol. 8(6), €1000412, 2010) to ensure [NA

that other relevant aspects of animal studies are adequately reported. See author guidelines, under ‘Reporting
Guidelines’. See also: NIH (see link list at top right) and MRC (see link list at top right) recommendations. Please confirm
compliance.

E- Human Subjects

11. Identify the committee(s) approving the study protocol.

The study was approved by the Regional Ethics Review Board of Lund at Lund University (diary
numbers 2007/155, 2009/658, 2009/659, 2010/383, 2012/58, 2013/459), and the SCAN-B Steering
Committee.

12. Include a statement confirming that informed consent was obtained from all subjects and that the experiments
conformed to the principles set out in the WMA Declaration of Helsinki and the Department of Health and Human
Services Belmont Report.

Informed consent was obtained from all subjects and the study conforms to the principles set out in|
the WMA Declaration of Helsinki and the Department of Health and Human Services Belmont
Report.

13. For publication of patient photos, include a statement confirming that consent to publish was obtained.

NA

14. Report any restrictions on the availability (and/or on the use) of human data or samples.

NA

15. Report the clinical trial registration number (at ClinicalTrials.gov or equivalent), where applicable.

ClinicalTrials.gov NCT02306096

16. For phase Il and Ill randomized controlled trials, please refer to the CONSORT flow diagram (see link list at top right)
and submit the CONSORT checklist (see link list at top right) with your submission. See author guidelines, under ‘Reporting
Guidelines’. Please confirm you have submitted this list.

17. For tumor marker prognostic studies, we recommend that you follow the REMARK reporting guidelines (see link list at
top right). See author guidelines, under ‘Reporting Guidelines’. Please confirm you have followed these guidelines.

We confirm that we follow the REMARK guidelines.

F- Data Accessibility

18: Provide a “Data Availability” section at the end of the Materials & Methods, listing the accession codes for data
generated in this study and deposited in a public database (e.g. RNA-Seq data: Gene Expression Omnibus GSE39462,
Proteomics data: PRIDE PXD000208 etc.) Please refer to our author guidelines for ‘Data Deposition’.

Data deposition in a public repository is mandatory for:
a. Protein, DNA and RNA sequences

b. Macromolecular structures

c. Crystallographic data for small molecules

d. Functional genomics data

e. Proteomics and molecular interactions

A "Data Availability" section is provided, including the accession ID for NCBI Gene Expression
Omnibus. Furthermore, mutation and clinical data generated and compiled in this study is
accessibly in the SCAN-B MutationExplorer web portal at
http://oncogenomics.bmc.lu.se/MutationExplorer.

19. Deposition is strongly recommended for any datasets that are central and integral to the study; please consider the
journal’s data policy. If no structured public repository exists for a given data type, we encourage the provision of datasets
in the manuscript as a Supplementary Document (see author guidelines under ‘Expanded View’ or in unstructured
repositories such as Dryad (see link list at top right) or Figshare (see link list at top right).

All data used in the study is publicly available; see F/18 and F/20.

20. Access to human clinical and genomic datasets should be provided with as few restrictions as possible while respecting
ethical obligations to the patients and relevant medical and legal issues. If practically possible and compatible with the
individual consent agreement used in the study, such data should be deposited in one of the major public access-
controlled repositories such as dbGAP (see link list at top right) or EGA (see link list at top right).

Gene expression data is available from the NCBI Gene Expression Omnibus (accession Series
GSE81540). Mutational and cllinical data is available from the SCAN-B MutationExplorer portal.
Patient raw sequencing data cannot be provided due to Swedish data protection laws which
prohibit the release of individually identifiable genetic information.

21. Computational models that are central and integral to a study should be shared without restrictions and provided in a
machine-readable form. The relevant accession numbers or links should be provided. When possible, standardized format
(SBML, CellML) should be used instead of scripts (e.g. MATLAB). Authors are strongly encouraged to follow the MIRIAM
guidelines (see link list at top right) and deposit their model in a public database such as Biomodels (see link list at top
right) or JWS Online (see link list at top right). If computer source code is provided with the paper, it should be deposited
in a public repository or included in supplementary information.

NA

G- Dual use research of concern

22. Could your study fall under dual use research restrictions? Please check biosecurity documents (see link list at top
right) and list of select agents and toxins (APHIS/CDC) (see link list at top right). According to our biosecurity guidelines,
provide a statement only if it could.

No.
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