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Explanation of symbols

REF Catalog Number

Consult Instruction for Use

“ Manufacturer

M

€ IVD The device complies with European Directive 98/79/EEC

When followed by “CAUTION”, this symbol means “Caution!
A Failure to observe could result in forfeited time or effort, or the
need to abort use of the device.”
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Introduction

This document provides general information and procedure to use VarSome Clinical, available
by using the following url:

https://clinical.varsome.com/

& CAUTION This Instruction For Use (IFU) contains important information for the safe use of
this product. Please read the entire IFU before using our product.

Manufacturer:

Saphetor SA

EPFL Innovation Park — C 1015 Lausanne
+41 2155209 77

www.saphetor.com

Authorized Representative

Saphetor SA Greek Branch

Leocharous 3 - Athens 105 60
Greece

Result Validation

We can provide detailed validation results for known individuals, whose cells/DNA can be
ordered by post:

The samples should be run through normal laboratory procedures. Then send us the FASTQ files
and we will validate the variants against the Genome in a Bottle (GIAB) dataset giving detailed
specificity and sensitivity.

Regulatory Information

According to the Annex IIl of the European Directive 98/79/EEC, VarSome Clinical is considered
as an In-Vitro Medical device.

The use of VarSome Clinical is subject to the terms and conditions provided on our website.
Please consult them.
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Device Description

VarSome Clinical is an online software application that can process the results of Next
Generation Sequencing (NGS), generating genetic variation information based on standard
guidelines and databases with clinical evidence.

VarSome Clinical is composed of two main modules, with module 2 being subdivided in two
submodules:

1) Module 1: Variant Calling

VarSome Clinical utilizes variant calling pipelines for analysis of Next Generation Sequencing
data (lllumina or MGI technologies), from whole genome assays, targeted DNA capture-kit
assays (e.g. exome, clinical exome) and amplicon kits for germline and somatic DNA.

Variant calling is a computational method used in genetics to detect differences (variants) in
DNA sequences and involves comparing an individual's DNA to a reference genome.

2) Module 2.1: Annotation

VarSome Clinical will annotate all variants identified by bringing in known information about
them from external databases. This will include, but is not limited to the gene(s) the variants
fall in, the known functions of those genes, any publications mentioning the genes or the
variant in their title or abstract, any reported clinical information about the variant (e.g.
from ClinVar).

3) Module 2.2: Variant Classification

VarSome Clinical will then use the information from the Annotation step above to identify
which germline or somatic variant classification rules are applicable to a variant and so
reach a variant pathogenicity verdict. VarSome Clinical uses SVC v3 and AMP rules, which
are guidelines considered standard in the field for determining pathogenicity for germline or
somatic variants, respectively, issued by the American College of Medical Genetics and
Genomics and the Association for Molecular Pathology (Richards et al., 2015, Riggs et al.,
2020, and Liet al., 2017).

VarSome Clinical provides the user with tools that allow filtering the results according to
user-defined criteria and can also propose algorithmic filters for more sophisticated filtering
such as identifying de-novo variants in family trio analyses or finding cases of compound
heterozygosity.

Principle of operations

VarSome Clinical is accessible using internet browsers including Chrome, Safari or Edge and it is
installed either on Saphetor’s servers, or in Google Cloud or on the client’s premises. The system
consists of a number of software tools and databases installed on the servers which are
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accessed by the users via a Graphical User Interface (GUI) provided by the VarSome Clinical Web
Portal. The software tools are either developed in-house or obtained from third parties.

The scheme reported in Figure 1 is a summary of the analysis pipelines used in VarSome Clinical.
VarSome Clinical is intended to be integrated within a routine NGS genetic testing workflow,
which begins when a patient initially visits a specialized doctor, and the doctor suspects a
genetic disease based on the clinical examination of the patient, or the patient suffers from
cancer. The genetic testing workflow is carried out according to the following steps, which
include the primary, secondary and tertiary analysis of NGS data (only the secondary and
tertiary analysis are performed by VarSome Clinical, therefore the primary analysis is out of
scope of this Performance Evaluation):

--- Previous to VarSome Clinical and out of scope of the current Performance Evaluation---

Step 1 — Once the patient is prescribed with a genetic test for the identification of DNA variants
in one or multiple candidate genes, the laboratory takes a biological sample from the patient
(blood is the most common).

Step 2 — DNA extraction is performed.
Step 3 — The extracted DNA is fragmented and prepared in a sequencing library.

Step 4 - During the primary analysis, millions of DNA fragments are sequenced using the NGS
machines. The output of this step will be one or more text files ("fastq" files) with the sequence
of DNA bases (A, C, T or G) as detected in the patient's sample along with the quality score for
each sequenced DNA base. NGS sequencing results in millions of such small sequences
("reads"), many of which will correspond to the same areas of the sample's genome.

Of note, steps 1 to 4 are independent from VarSome Clinical. However, to guarantee a good
guality of sequencing data for a clinical setting, steps 1 to 4 shall be performed with CE-marked
medical devices.

--- VarSome Clinical ---

Step 5 - VarSome Clinical platform use starts. A specific interface which is available for uploading
FASTQ or VCF files (see Section 2.8.3. for the description of the input files) is selected. The user
simply needs to select the files to be uploaded. Once the files are uploaded, the user can select
the files to be analyzed and launch the test.

Step 6 - During the secondary analysis, VarSome Clinical performs an analysis of the DNA reads.
This analysis step involves aligning the reads to the reference genome and calling variants, in
the case of starting from FASTQ files. Alternatively, the physician may choose to use a different
service to perform the variant calling, in which case they would upload a VCF file containing the

identified variants to VarSome Clinical and start using VarSome Clinical at Step 7.
VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 11 of 254



¥ varsomeclinical

Step 7 - During the tertiary analysis, VarSome Clinical annotates and classifies the identified or
provided variants, that can easily be in the order of tens of thousands. First, it annotates the
variants based on their possible effects on genes (e.g. truncation of protein, amino acid change,
etc) and information gathered from external databases, such as relevant publications, evidence
on their effect of a specific phenotype, clinical trials, etc. VarSome Clinical uses information
from over 140 databases to provide the most comprehensive set of annotations. These data
from external databases are first gathered and stored in Saphetor’s server to create an
integrated database (Molecular DB). You may find the list of databases we have integrated in
VarSome on the following link https://varsome.com/datasources/.

Secondly, based on the annotated information on the variants, VarSome Clinical follows a set of
rules and guidelines to classify the variants with respect to their pathogenicity (i.e., their
likelihood of affecting the physiological state of an individual, which can translate to disease in
some cases). For germline variants, the SVC v3 guidelines are followed, and variants are
classified as either “Benign”, “Likely Benign”, “Likely Pathogenic”, “Pathogenic” or “VUS” (Variant
of Unknown Significance). For somatic variants, the AMP guidelines are followed, and variants
are classified as Tier 1, Tier 2, Tier 3 and Tier 4 according to their implication in cancer (from
clear to little evidence, respectively). Of note, CNVs are classified based on specific CNV
guidelines (Riggs et al., 2020).

Step 8 (optional) - Once the variant calling and/or the variant annotation/classification has
finished, an email is sent to the user, who can then access the results through the user
interface. Once the sample analysis is finished, the user can access the detected genetic variants
and the quality reports associated with the sample and the analysis. At this point, the user can
manually adjust each of the classification criteria based on prior information (such as a variant’s
de novo status, patient’s and their family’s health background and phenotypes, etc.) or their
own domain knowledge to reach a final interpretation. To filter out the irrelevant variants, the
user needs to design the filters that will be applied to the variant table. The system provides a
built-in editor which can be used to generate a report .
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Figure 1. Genetic test laboratory workflow. Steps 5, 6, 7 and 8 are supported by VarSome Clinical, which include

the secondary and tertiary analyses, and report generation (optional).
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Intended Use

The VarSome Clinical platform aids in making an informed decision and diagnosis, and in the
selection of appropriate treatments for cancer, Mendelian and other genetic disorders by
processing next generation DNA sequencing data.

VarSome Clinical utilizes variant calling pipelines for analysis of Next Generation Sequencing
data (lllumina technologies), from whole genome libraries, DNA capture-kit libraries (exome,
clinical exome) and amplicon kits for germline and somatic DNA. The Clinical platform identifies
and reports SNVs, CNVs, indels and substitutions, as well as variant annotation to facilitate the
variant curation and classification. Multi-sample analyses are also available, to perform
joint-genotyping to generate a multi-sample VCF file with the merged genotypes for two or
more samples. VarSome Clinical can also propose algorithmic filters for inheritance hypothesis
testing.

Indication for Use

VarSome Clinical offers clinicians and researchers a solution to assist in making an informed
decision and diagnosis on the selection of the best therapies for the treatment of patients of all
ages for the following conditions:

e Patients suspected to be affected by heterogeneous mendelian diseases or undiagnosed
(rare) diseases.

e Patients with common diseases that are in fact a group of rare diseases with eclectic
phenotypic features, being caused by mutations in specific genes, such as
developmental delay or intellectual disability, degenerative neurological diseases,
immunodeficiency diseases, cardiomyopathies, etc.

e Patients with hereditary cancer syndromes.

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 13 of 254
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Warning, caution and precautions

& CAUTION When using NGS to investigate the cause of a disease, clinicians and patients
must be aware that the test may cover many genes, most of them unrelated to the patient
disease. This would lead to discovery of secondary or incidental findings on genes causing other
diseases, e.g. cancer predisposition status (Kuhlen and Borkhardt 2015). Recently, policy
statements from two major regulatory agencies (AMP and ACMG) have provided a list of
recommendations (Green et al. 2013; Allyse and Michie 2013; ACMG Board of Directors 2015;
Hegde et al. 2015). However, each country has its own directives about incidental finding
reporting. Therefore, it is extremely important that the patient, or their legal representative, is
informed of the incurred risks and that the patient's decision is recorded in an “informed
consent” document (Anderson et al. 2016). It is the responsibility of the treating clinician to
collect the informed consent form before ordering any NGS test, and ensure that the patient
understands the potential outcomes of the test.

Users should be warned that the result reported shall not be used alone to modify the patient
care.

Because certain chemotherapeutic agents can cause DNA damage, patients undergoing
chemotherapy treatment may have variants created by the chemotherapy process itself. Such
variants can be included in the results of VarSome Clinical.

There is a risk of misclassification of variants recently discovered and not documented enough
in the scientific literature.
The DNA sequencer used to generate these data shall be CE-marked to guarantee the minimum
standards of data quality.

The following warnings are sub-divided according to the VarSome Clinical modules: Variant
calling and Variant annotation/classification.

Variant-Calling

Large-scale genomic rearrangement analysis (structural variants, including CNVs,
whole-chromosome deletions etc.) may not be guaranteed because such genomic
events cannot be reliably detected from short read next generation sequencing data.
See, for example, Tan R. et al, Hum Mutat. 2014 Jul;35(7):899-907. doi:
10.1002/humu.22537 and references therein). This is a limitation of NGS sequencing
itself, caused by the short (~150-200bp) length of the reads, and not of the VarSome
Clinical device.

Performance was not validated specifically for hard to detect variants (those falling in
regions of segmental duplication or other hard to sequence and/or process regions of
the genome) because the system does not provide special tools for such variants.

The performance of VarSome Clinical cannot be guaranteed for samples with very low
concentrations of tumor cells.

Variant Annotation & Classification
VarSome Clinical implements three automated classifiers according to the ACMG & AMP
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guidelines.

The classification results obtained with VarSome Clinical aim to reflect common expert
consensus. The user shall be aware that the results generated after changing the classification
settings are not part of the in vitro medical device scope and are therefore not validated.

The classifiers implement an automated evaluation of the generic guidelines for ACMG, AMP
and CNVs. These automated classifications cannot substitute for the knowledge, experience and
additional case information available to a human curator and are limited by the availability of
machine-legible data.

Only the “generic” ACMG classification rules have been implemented, specifically,
disease-specific guidelines have not been implemented. These typically require further
adjustments to the various classifiers, rules, thresholds, exception lists etc. However, all the
ClinGen expert panel reviewed variants are available in VarSome, visible in the ClinGen tabs
(these entries are also replicated by ClinVar).

Please see the online documentation for the full detail of how the classifiers have been
implemented in VarSome:

ACMBG - germline: https://varsome.com/about/resources/germline-implementation/

AMP - somatic: https://varsome.com/about/resources/somatic-implementation/

CNVs: https://varsome.com/about/resources/sv-implementation/

I\ Please note that a visible discrepancy between the two platforms may be encountered since
VarSome is updated prior to VarSome Clinical. There are two reasons why a variant may have a
different pathogenicity annotation on VarSome Clinical and VarSome: updates in the databases
utilized to infer the pathogenicity and improvements in VarSome's Germline Variant
Classification..
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Introduction to VarSome Clinical

1. Getting help from support and citation

Get help via VarSome Clinical

In case any help is needed either to understand how VarSome Clinical works or if you are facing
a problem, it is possible to contact our support directly from VarSome Clinical from the Help
menu option.

’ Va’sq‘neclinicd Analyses Upload /view files Manage ~ Launch analysis ~ Filter sets Gene lists

A new window will be displayed with the subject and main text field where you can describe
your problem or request help. It also allows you to attach a document. Our support team will
reply to you via email.

Support Dashboard | Contact support
Having rouble? Contact our support
Support
Fill n the contact form below and inform us of any fssue or problem you experience with our applications. Ideas also for improvement are more than welcome
User manual
When asking about a specific analysis, please mention the sample name or the URL of the results when contacting us 8 pownload manual
Subject
Subject
Help docs
Your message
Vour messane @ Go to the VarSome Help Center

Make your own assay request

# New Assay Request

P

optionally select up to 5’ files (max 10240.0 Kbytes each) to attach.Allowed extensions: [gzip’, zIp’, 72, 'rar’, ‘gz, ‘b2, 'tar’, 'png’, jpeg’, Jpg’, T, i, webp’, ‘bmp’, ‘ppr’, paf, ‘doc’, ‘docx’, Is’,
XIsX', "esv', txt]

Emoy apyelwv | Aev eméxBnKe Kavéva apyei.

Other methods

It is possible to reach out the support team directly by email (support@varsome.com) or by
filling out the help center form (https://docs.varsome.com/en/kb-tickets/new).

Please provide detailed information on the question or the problem you are facing as well as
screenshots that may help us identify and reproduce the issue.

How to cite

If you use VarSome or VarSome Clinical for your work, please cite our paper in your publications
and other communications:

VarSome: the human genomic variant search engine, Christos Kopanos, Vasilis Tsiolkas,
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Alexandros Kouris, Charles E Chapple, Monica Albarca Aguilera, Richard Meyer, Andreas
Massouras, Bioinformatics, Volume 35, Issue 11, 1 June 2019, Pages 1978-1980,
https://doi.org/10.1093/bioinformatics/bty897

You can find VarSome citations on the following link:
https://varsome.com/about/general/varsome-citations/.

2. Adding an assay to VarSome Clinical

VarSome Clinical customers

If you are a VarSome Clinical customer and your assay is not yet available in VarSome Clinical,
we can add your assay if it is an assay we can support.

If you need us to add a new assay, the first question is whether this is a standard assay or if it
requires special handling. Examples of special handling include but are not limited to assays
with Unique Molecular Identifiers (UMIs) (of those, VarSome Clinical currently supports only
Paragon CleanPlex UMI Lung Cancer Panel), assays that are designed to produce mixed RNA and
DNA sequencing data, assays targeting specific classes of variants such as certain large deletions
in genes like CFTR and various other special cases. If you do not know if an assay requires any
special treatment, please talk to your assay providers and ask them if any special bioinformatics
approaches are required to handle the data the assay will be used to generate.

You can now request to add your assay of preference by filling the corresponding form which is
available in the following links depending on the installation you are working from:
https://ch.clinical.varsome.com/new-assay-request/
https://eu.clinical.varsome.com/new-assay-request/
https://us.clinical.varsome.com/new-assay-request/.
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New Assay Request
Mew Assay Request

Please fill in the Form below to request the inclusion of a new assay.

Mote: This option is not available For Free trial users.

Assay Manufacturer
Aszay Manufacturer

Assay type

(O Capture kit

O Amplicon kit

Is your assay commercially available or custom made For you?

O Commercially available

(O Custom made

Reference genome

O hgio

O hg3s

Does the assay have UMIs?

O Yes

QO Ne

Assay name to be shown in VarSome
Aszay name bo be shown in VarSome

What file(s) are you uploading?

) Manifest

O Bed

(O Bed and Bedpe

Select up to 2 Files (max 10.0MB each). Allowed extensions: ['gzip’,"zip', '7z', 'rar’, "gz’, "bz2', "tar’, 'bed', 'bedpe’, "manifest’, "txt’, "zst’]

Choose Files | Mo file chosen

Are there any special bioinformatics steps needed to handle data generated by this assay? IF you do not know, please contact the assay manufacturer.

Are there any special bioinformatics steps needed to handle data generated by this assay? If you do not know, please contact the assay manufacturer.

On this form you will need to fill the requested fields:

The assay's manufacturer name

Whether it is a capture or amplicon-based assay

Whether it is a commercially available or custom made assay

The version of reference genome (hgl19 or hg38)

If the assay includes Unique Molecular Identifiers (UMIs)

The name of the assay to be shown on Varsome Clinical

The type of files you are uploading (manifest, .bed or .bed and .bedpe)

Choose the corresponding files

Specify if any special bioinformatics approaches are required to handle the data the assay
will be used to generate.

Please keep in mind that for assays targeting relatively small regions of the genome (i.e. assays
that are neither whole-exome nor whole genome) variant calling will be performed in targeted
mode, only looking at the regions mentioned in the assay.

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 18 of 254



¥ varsomeclinical

I\ If you ask us to add a new assay targeting mitochondria on hg19/GRCh37 reference genome,
please use the rCRS “MT” coordinates in the accompanying BED file.

If your assay is not listed, you can choose the "Generic capture kit", for the case of
capture-based libraries.

Launch Analysis

O—=~>0 : s

Workflow Details

Analysis from: () VCF (@ FASTQ

Assay (1) Keep variants (i)

Generic capture kit ~ All variants

Generic capture kit

Targeted Mode (3)
llumina - o

Genome (&) Inheritance from () Ethnicity (D)
@ hg19 (Ohg3g8 @ AN () OMIM

Apply filters ()

Run a gene list sub-analysis (_-)

Run a gene list sub-analysis based on sample phenotypes () Show only gene list results (&)
Run algorithmic filker sub-analysis (_.)

As long as you choose the right chemistry type as described above, the results will be the same
as if we had added your assay. The only differences will be that we will not give you statistics
about the percentage of reads that fall on target and we will not run the variant calling in
targeted mode (since we do not know the targets) so you may see variants that fall outside
your regions of interest. However, the results will be correct and reliable.

The correct choice of the chemistry type is important because it affects:
e The way we handle possible PCR duplicates and
e The default thresholds set for minimum coverage needed to call a variant. For samples
sequenced using an amplicon kit, since such kits tend to have very high coverage, the
minimum threshold coverage is higher than for the capture kits.
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I\ Please, note that the samples analyzed using one of the "Generic" kits can not be used for
CNV sub-analyses.

The assay's information will be used to calculate alignment statistics and coverage of the
targeted regions. The statistics are used to generate the QC report.

If you want to run a whole genome analysis you need to select the 'WGS' option when
launching the analysis, as shown on the pic below. This option will guarantee the sample will be
available for subsequent CNV analysis, if you wish to perform it.

Analysis type (5)

[ Assay (®

WgSl W

WGS pcr-free WGS -PCR

WGS with pcr amplification WGS +PCR

0] Inheritance from (i)
(@hg19 ( hg38 @Al () OMIM

€]

1)

Mom

m

I\ Please note that as VarSome Clinical can process any kind of NGS data, the list of Assay is
very long. To eliminate the need to scroll through the long list of Assay whenever you are
launching an analysis, you or your supervisor can simply mark certain assays as favorite.
Remember to check your settings for favorite assays.

3. Installation

VarSome Clinical is a web based software that connects to our servers to run all the analyses. It
can be used from different browsers such as Google Chrome, Firefox, Microsoft Edge and Safari.
In order to have access to VarSome Clinical a subscription is required. If you want to get a trial
or acquire a subscription please contact sales@varsome.com.

VarSome Clinical is available from 3 different servers, 2 from Google Cloud, one located in
Germany (EU) and the other in the United States (US). The last one is on a server that is located
in Switzerland (CH).

Registration/ Join VarSome

In order to be able to have access to VarSome Clinical either with a subscription or a trial you
have to register to https://varsome.com/ first.
On the top right click on Join and a new window will be displayed where you can provide your

contact details, Email address, First name and Last name.
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The Human Genomics community

Email address*

Piease enter your work email address if you work in life sciences or healthcare.

First name*
Last name*

Password*

Password showd be at least 8 characters long, and contain af least 1 letter and 1

digit.

We will deactivate your account and may block your IP address if you enter

false information.

An email will be sent confirming the registration. Now you can request your VarSome trial /
subscription to our business team.

Login to VarSome Clinical with 2 Factor Authentication

Once someone from our account team confirms that your trial / subscription has been activated
then it is possible to log in to VarSome Clinical. The activation of your VarSome Clinical could be
either on the CH, EU or US server.

You will only be able to log in to one of the servers:

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 21 of 254



¥ varsomecdiinical

https://ch.clinical.varsome.com
https://eu.clinical.varsome.com
https://us.clinical.varsome.com/

Once you open the VarSome Clinical web page you will see the following sign in information.

‘ varsomeciinical

Welcome! Please log in to access our services

This installation is on Google cloud servers (US)

Sign in using VarSome SSO

By clicking on Sign in using VarSome SSO you will be redirected to our SSO (Single sign-on) page

and you can now provide your user name (email address) and password which you used to
register to varsome.com.

’varsome

Login

Sign In to your account
& Username

8  Passwor

- Forgot password?

/ varsome & varsome & varsomeclinical
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The next step to complete the log in, is to set up the two-factor authentication, which is
mandatory for new users, by providing a mobile phone number.

I\ Please note that we do not accept numbers generated through a service that provides
temporary telephone numbers. If such a number is used, the following error message will be
displayed:

“This mobile phone number does not pass our system's security checks. Please use another
number.”

varsome

Action required

Activate two-factor authentication. This improves account security and protects the
VarSome community. For more information click here.

Enable two-factor authentication via SMS

Mobile phone number in international format (e.g. +12121234567) -

varsome varsome varsomedclinical

After clicking Submit, a text message with a code should have been sent to the provided mobile
number. Once you receive the code this has to be given in the next step in order to complete
the log in.
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" varsome

Action required

Activate two-factor authentication. This improves account security and protects the
VarSome community. For more information click here.

SMS

Enter the code received via SMS in the field below.

Enter the code received via SMS on

Resend SMS Provide another phone number

varsome " varsome varsomeclinical

Everytime you log in to VarSome Clinical the Two-Factor Authentication method will be
required. However, it is possible to remember the browser for 30 days and during that time you
will not be asked for authentication.
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'varsome

Two-factor authentication

Enter the authentication code -

Remember me for 30 days on this device
Resend SMS

You need to provide the code within 2:56

& varsome & varsome & varsomeclinical

Other 2FA methods

It is possible to enable 2 additional authentication methods, by using an application or saving
backup codes. To enable the other methods there is a need to log in to sso.varsome.com, your
VarSome account manager page. To land on the same page from inside VarSome Clinical, click
on your name at the top right and then on Profile. This will redirect you to your VarSome
account manager.

Tags About -

= Profile -

= Preferences

ClinVar Submissions

4f» lllumina BaseSpace
| Claim Assay Token

& Lock Session

& Logout
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Once logged in to the VarSome account manager, on the top right of the page there is a shield
icon.

When clicking on it the user will be able to configure their privacy setting, such as change
password, enable other authentication methods or see the API token.

Two-Factor Authentication

SMS

You have enabled two-factor authentication via SMS to

Enable two-factor authentication using an application

You can enable two-factor authentication using your mobile phone and an application such as Google Authenticator, Microsoft Authenticator or

Authy (available for desktop pcs as well).
Once you have such an application installed proceed to enable two-factor authentication.

Backup Codes

Backup codes can be used in emergency situations where you cannot access your phone or authenticator.
They can be used in any order but bear in mind that each code can only be used once.

Generate backup codes by clicking the button below.

After enabling the application method you can scan the QR from e.g. Google Authenticator
and verify it by providing the code displayed.
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Authenticator App

Scan the QR code below using your authenticator application.
If you cannot scan the QR code, you can manually enter the code shown below.

Manual code: ‘== u (B ] u -

or click here to setup your application

Enter the code displayed by your application -

|\ Please note that when using the Authenticator App, no SMS will be sent automatically.
Instead, you should enter the code provided by the Authenticator App when prompted by
VarSome Clinical. You may still request an SMS code to be sent by clicking on the "Receive code
through SMS" link:

, varsome

Two-factor authentication

Enter the authentication code -

Remember me for 30 days on this device

Receive code through SMS

IVBI’SOI‘T\E w’varsome .’varsomeclinical

Alternatively, users can generate backup codes that will be shown once and can be copied and
pasted to a secure place. Only 3 codes will be displayed and once you use those you can
generate new ones.

Backup codes:

Copy the codes below and store them in a safe place. You will not be able to see them again.

Spm B
2 Pale
jllll
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The backup codes should be used as the last option in case the user loses their phone or does
not have access to the authenticator App.

Disable 2FA Authenticator APP

The Authenticator App can be disabled from the VarSome account manager by clicking on the
"Disable two-factor authentication using application" button.

I\ Please note that it is not possible to disable 2FA entirely, so the the SMS option cannot be
disabled.

Two-Factor Authentication

SMS

You have enabled two-factor authentication via SMS to +34647060618.

Authenticator App

You have enabled two-factor authentication using an application.

Disable two-factor authentication using application B S

Log out

Once you finish working with VarSome Clinical you can log out from the platform by clicking on
your name on the top right corner and then Logout.

Tags About -

& Profile

= Preferences

ClinVar Submissions

<> Illumina BaseSpace
| Claim Assay Token

i Lock Session

& Logout -l
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For security reasons VarSome Clinical logs you out after 15 minutes of inactivity.

Management

1. Group supervisor

In VarSome Clinical it is possible to set up a group supervisor for your account. The group
supervisor is a VarSome Clinical user with certain privileges that other users from the same
group will not have.

This user will have the ability to create, change and track:

e Workflows: create workflows with fixed parameters which can be used by you or other
colleagues to launch analyses using pre-defined parameters.

e Launch analysis without a workflow: the supervisor can limit this option so that users
can only launch analyses defined by him or her.

® Assay preferences: select an assay of a list of assays so that those are shown in the first
place when someone is selecting an assay for launching an analysis.

e Storage preferences: as a group supervisor, you can modify the storage preferences of
your group and decide how much time you would like to keep FASTQ or BAM files for
example. Find more information here.

e Analysis preferences: you can enable the sensitive mode for CNV calling and decide if
VarSome Picks should run automatically.

e Audit trail access: this keeps a record of different actions performed by the users of your

group.

If you do not have a group supervisor yet or would like to change the group supervisor role to a
different user, please contact our support team to change this.

2. Storage Management

Storage fees are calculated at the end of each month, based on the volume of data that has
been uploaded into VarSome Clinical in order to run analyses. They reflect the storage costs of
Saphetor data centers or the storage costs charged by 3rd parties (like GCP - Google Cloud
Platform) to Saphetor.

If a new sample has been uploaded during a given month, the storage costs for that month will
be prorated based on the day of the upload.

Saphetor is not responsible for monitoring or managing the storage cost of any customer. This
should be done by each end customer, possibly in coordination with the local distributor.

Monitoring the storage space

In order to check the volume of data that will be charged, each Account Administrator can visit

sso.varsome.com (using his/her institutional user email address) and click on the Billing menu:
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.’varsome Dashboard Partners Labs Billing

This window contains the monthly storage reports, in pdf and xIs format, as well as the most
recent billing entries, invoices history and account statements. The account administrator can
then either filter on specific files or choose from the list.

Name

(0 @ 20230531.storage.report

o 20230531.storage.report

Managing the storage space

There are 5 different options to possibly limit the volume, and hence the related costs, of
samples data storage:

1. Keep all the data
e The Storage Fee applies to all the data available in the client's account. This is the
default option and needs no user action to be applied.

2. Remove FASTQ; keep the BAM and results.
e Space occupied is lower than option 1 by approximately 25%.

3. Remove BAM; keep the FASTQ and results.
® Space occupied is lower than option 1 by approximately 50%.

4. Remove all the raw data (FASTQ and/or BAM); keep the results only.
® Space occupied is approximately 75% lower than option 1, as the annotation data
doesn't take up much space.

5. Archive the samples

e No Storage Fee applies.

e Samples results/annotations not available for browsing in VarSome Clinical.

e The archived sample is still cross-referenced with other samples and sample links
are still shown in the tab with cross-referenced samples.

e Custom Variant Classifications set up initially for the archived sample will stay
available when browsing other active analysis. The phenotypes assigned to the
archived sample are still available in the sample information.

e All sample data are deleted and not available anymore. Only the VCF file is stored
for possible sample re-annotation when unarchiving the sample.
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e The client may unarchive the sample. When doing so, the re-annotation fees will
apply. For more details, please contact sales@varsome.com .

e When un-archiving the sample, VarSome Clinical will annotate the sample (VCF file)
against the latest annotation data, which may cause annotation and classification
differences between the original sample and the unarchived sample.

2. Setting up VarSome Clinical storage preferences

The storage preferences within VarSome Clinical can be modified in order to define for how long
the user wants to store the FASTQ and BAM files and when they want their analyses to be
archived.

In the VarSome Clinical platform, hover over your username on the right top of the window,
then select "Preferences":

Tags About -
= Profile
=« Preferences --ff————
ClinVar Submissions
/> lllumina BaseSpace

Claim Assay Token
& Lock Session

& Logout

Only the group supervisor will have permission to modify these preferences. If you do not have
a group supervisor yet, please contact support@varsome.com and let them know who should
be your group supervisor. Once the group supervisor has accessed to the Preferences menu,
they will be able to set up the storage preferences for each type of file:
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unit

Years v

Keep BAM/BAI files for

1

unit

Years v
Archive sample files after

1
unit

Years v

3. Deleting / archiving data

Within VarSome Clinical it is also possible to immediately delete some FASTQ and BAM files, or
also archive some analyses, without waiting for the time period defined previously.

For each single sample analysis that was launched from a FASTQ file, the user can click on the

three horizontal bars on the right side of the sample name. They will then find the following
options:
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SNVs & Indels

Sample phenotype(s)

Sample analysis information

Reuse sample files

Gene coverage

View QC report

View FASTQC report

Coding coverage repaort

Region lisk coverage report

Downloads

Coverage report for targeted regions
. Archive sample data .

Delete FASTO sample data

Delete BAM sample data

Re-annotate analysis ‘

Mew Gene-List analysis 3

Mew algarithmic Filker analysis @

Mew CHV Sub-Analysis

Mew Repeat Expansion Sub-Analysis

=

cription:

4. VarSome Clinical Token management

SSO platform and Account Administrator

Saphetor has developed an SSO platform on VarSome (sso.varsome.com) that can be used by
the Account Administrator of the distributor to facilitate the usage of VarSome.

To use this application, one unique user from the distributor must be defined as the Account
Administrator. This user is set up by the Saphetor Billing Department.

Token Definition

A token is a form of prepayment, an activation code for VarSome Clinical, which upon claiming,
permits the client to analyze a certain number of samples belonging to a certain NGS assay.

Some tokens are for somatic and some for germline analyses.

Tokens support only FASTQ files.

How to get a Token
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Tokens are issued by our partners, mainly distributors and assay manufacturers. Get in touch to
learn more.

Issue a token

First, the token specifications for the user group must be set up by the VarSome Support Team
(e.g. implementation of the token and setting up the group's account to access specific assays
on the Clinical back-end). Also, I\ please note that for this to work, the Account Administrator
of the distributor ordering the token with specific assays should have access to VarSome
Clinical, because assays are fetched from the Clinical platform.

Once all of the above actions are completed, the Account Administrator of the distributor needs
to follow the steps below to issue a token:

i. The Account Administrator must go to sso.varsome.com and click on the Billing menu:

& varsome Billing

ii. Choose “Partners” button

& varsome s S—

iii. Click on the screen “issue tokens”, type the assay and the type of sample (germline or
somatic), the storage included in months, the number of samples and the number of tokens.
Then, press order:
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Issue tokens

Assay Type of sample

dk
L1

Number of samples Number of tokens

Purchase number Refercnce

Storage included for

Print a Token and see all past token orders

On the next screen, your token will appear, as shown below, as well as all the tokens you have
ordered so far. In the future, you will be able to print your tokens by pressing the button “print”.

On this screen, you will also be able to see all your token orders listed and filtered by assay.

Takens :

Claim a Token

Claiming a token means activating it. A token must be claimed by the end customer in order for
an analysis to be run.

1. Claim a Token in SSO

Any user from the end customer needs to log into sso.varsome.com, as it drives more accurate
results than using the VarSome Clinical platform, and click on Labs. They will see all the tokens
that have been purchased but not yet claimed and can claim them by entering the token code
on the Claim token window (on the right of the page) and clicking on the “Claim” button:
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Release

Tokens " s earch tok Claim Token

Teken Reference

Token Assay W Samples Samples Used Reference v Issued at Use until

rmmm— _

2. Claim a Token in VarSome Clinical

The user needs to log into VarSome Clinical and click on their username on the top right, and
then choose the Claim Assay Token option from the drop-down menu.

Tags About -

= Profile
=+ Preferences
ClinVar Submissions

¢f* lllumina BaseSpace

I Claim Assay Token — -lff———o
i Lock Session

& Logout

Once the token has been received, the user will need to claim it to activate VarSome Clinical for
the corresponding analysis.

Help Tags About -

Dashboard / Claim Token

Claim Token
Token Reference
Issued at Use until
‘ MNGI-BAZE-1PAS v ‘ ‘ test token| v ‘
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Using the token to run an analysis in VarSome Clinical
- Single Sample Analyses

Once a token is claimed, no further action is needed in order to run analyses on VarSome
Clinical. The platform, however, will validate whether a user attempting to run an analysis
possesses non-expired tokens for the specific assay and sample type (germline fastq, somatic
fastq) to be run.

Once an analysis is initiated, the system will deduct the number of analyses initiated by the user
from the number of analyses available in the token. For example if a token allows a user to run
ten (10) germline analyses from fastq and the user runs six (6) analyses, four (4) more analyses
will be available for future use of the token.

- Multi Sample Analyses

For multi sample analyses the same validation occurs as with single sample analyses.

Once a multi-sample analysis runs, the number of available analyses for that token will be
reduced by the number of samples included in the multi-sample analysis. For example, if a
token allows a user to run ten (10) germline analyses from fastq and the user initiates a multi
sample analysis from fastq files composed of three (3) samples, seven (7) more analyses will be
available for future use of the token.

Token Usage Tracking

Here you can find all tokens you have claimed, along with the number of analysis remaining for
each of them and the number of analyses performed.

i. Token Tracking in SSO

The account administrator (from the distributor) or any end user must log into

sso.varsome.com, as it drives more accurate results than using the VarSome Clinical platform,
and click on the Partners tab.

All the tokens that have been bought will show on this page together with their actual status in
terms of the number of analyses used and remaining, the price of the token per sample, the
date of issue, the claiming date and the expiration date. There is also a price per sample list for
all assays.
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Auaay Type of Lampie

hsued Claim Use
v L

Frive
Assay Lampies Sample Reference Claimed by ~ until watil

Wumbser of 3 amales Murmiees of tabens

Pricing | Sampl

FASTQ FASTQ

Asray Gormline [Somatic

ii. Token Tracking in VarSome Clinical

Claim an assay token

Token

Claim Token

Assay # Samples Samples Used Reference Issued at Use until

A

1T B

Token expiry dates (claim and sample analyses)

The tokens have two (2) different expiry dates: one for the claim and one for the samples'
analyses.

1. Token Claiming expiry date: twelve (12) months after the date of issue. This means that

the end customer must claim the token within twelve (12) months of the token's issue
date. If a token has not been claimed within twelve (12) months after it was purchased,
it will be lost.

Analyses Expiry date: twelve (12) months after the claiming date. This means that the
token is valid for twelve (12) months after it has been claimed. If some analyses linked to
a token have not been used within twelve (12) months after the token was claimed, they
will be lost. A billing entry is generated upon token issuing, regardless of whether the
token will be claimed by the client or not.

Token-supported pipelines
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Tokens only support analyses starting from FASTQ files. They can be issued for either somatic or
germline analyses. By default, somatic tokens include AMP classification, which triggers extra
charges. If a customer doesn't want to pay for this AMP classification, they must contact
billing@saphetor.com to remove this default feature from the customer's account.

Tokens cannot be issued as combined pipelines (somatic and germline).

When a token is used, it cannot be converted to another assay or another version of the same
assay than the one it was already issued for. For example, if a customer has ordered a germline
token, has claimed it and started to use it, it could not be converted into a somatic one, in case
they realized that it was ordered by error. The only way that this could be done is before the
token is used, ask the Saphetor team to delete it and issue a new token instead. In such a case,
the fact that it was claimed doesn't prevent the Saphetor team from deleting it.

Combined token analyses
Tumor normal analysis (paired analyses)

Tumor-normal analysis definition

The user has two different samples obtained from the same patient: a tumor sample and a
"normal" (healthy) sample. The pipeline will report somatic variants observed only in the tumor
sample.

For a tumor normal analysis, 2 tokens of the same assay must be used (a somatic token and a
germline token) in conjunction, in order to obtain the desired results. The customer must buy
both tokens (germline/somatic) of the same assay.

VarSome Premium for token-based customers

VarSome Premium is normally not available for commercial labs. If a token-based customer was
exceptionally allowed to subscribe to both VarSome Premium and VarSome Clinical, they will
not get any free monthly analyses on VarSome Clinical (up to the monthly value of the Premium
subscription). The reason for this is that in our customer billing platform, we set the monthly
credit limit to zero to avoid analyses that would go beyond the token amount and hence create
extra charges. On the other hand, a VarSome Clinical account as a stand alone solution is set up
with no monthly balance limitation and this is why it can be perfectly combined with the
VarSome Premium product which allows limited free access to VarSome Clinical up to the
monthly value of the Premium user.

I\, Please note that we developed the tokens solution mostly to answer distributors' specific
needs to bundle assays and analyses. These tokens have proved to be quite complex to handle,
especially when they are used outside of the most common analyses, so please contact
Saphetor for any non-standard request from a token-based account.
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The sequence of actions to analyze a sample in VarSome Clinical are the following:

- Upload files to VarSome Clinical
- Create or define the samples

- Create a workflow tional

- Launch a new analysis: select a workflow/use blank and connect it to the samples to
analyze

In the following sections you will find the detailed information on how to perform each of the
steps.

1. Upload files to VarSome Clinical

1.1 Accepted input files
1.2 Upload FASTQ files from lllumina BaseSpace

To upload files to VarSome Clinical, click on Upload/View files. Then, click on "Select File(s)"
and, in the file browser window that will appear, select all the files you want to upload. Files do

not need to be from the same sample or in the same format. Once all files have been selected,
the file names are displayed under the green "Select File(s)" button. To upload the files, click on
"Start Upload".
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Upload file(s)

Upload File(s) From one or more samples

Supported file extensions: wef, vef.gz, vef.bz2, Fastq.gz, fg.gz, bam

WCF Files that include small variants andfor CNVs andfor STRs will be split to three separate files, one For small variants, one
for CMVs and one for STRs.

Limes with missing value on the alternate base(s) field (ALT), if amy, will be filtered out From the uploaded VICF File(s).

We can parse the paired-end reads according to the Illumina or MGI convention. Find below some examples:

« lllumina
SampleMame_51_L001_R1_001.fastq.oz and SampleMame_51_L001_RZ_001.fastq.gz
or SampleMame_51_L001_1.fastq.gz and SampleMame_S1_L001_2.fastg.gz
« MGl
12345_L02_48_1.Fastq.oz and 12345_L02_48_2.fastq.gz
or 678%_L02_56_R1.Fastg.oz and 6789_L0Z_56_R2.fastg.oz
E12345 L01_34_4321_1.Fastq.gzand £12345_L01_34 4321 2 fastqaz

Please find more details here.

+ Select File(s)

Go to Sample Definition

I L

short_L0O01_R1_001 fastq.gz
short_L0O01_R2_001 fastq.gz

Skart upload

Files are uploaded and checked, and the number of reads and bases in reads is calculated and
displayed for each file. Files can be deleted before or after upload. Files with status set to dark
green can be used for a subsequent analysis.

Upload your sequencer or vcf files Dashboard / Upload sample files

Upload file(s) Uploaded files

Upload file(s) From one or more samples

Supported file extensions: vcf, vef.gz, vef.bz2, fastq.gz, fq.gz, bam 3 © 1019 2fastq.gz 115ep ° .
VCF files that include both small variants and CNVs will be split to two separate Files, one for small - 2023 Number of reads: 100000
variants and one for CNVs. Number of bases in reads: 7552007
Lines with missing value on the alternate base(s) field (ALT), if any, will be filtered out from the
uploaded VCF ile(s).
4 ' 101_9_1.fastq.gz 11Sep [ ] [ |
2023 Number of reads: 100000
+ select File(s) Number of bases in reads: 7552007
5 test_multi_cohort.vcf.gz 11Sep [ ] 1 ]
2023 Number of variants in vf: 15
6 cohort-n-31.vcf.gz 11Sep o [}
2023 Number of variants in vcf: 15
start upload
7 multi_3_psatha.vcf.gz 8sep2023 @ |
Number of variants in vcf: 3
8 default_germline_analysis.vef.gz 8Sep2023 @ [}
Number of variants in vcf: 9
9 for_kon_update.vcf.gz 8Sep2023 @ | |

Number of variants in vcf: 14

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 41 of 254



¥ varsomeclinical

Click on “Go to Sample Definition” to define your samples from the uploaded files.

1. Please note that files that have been uploaded and not used for more than 30 days will be
automatically deleted from VarSome Clinical.

You can organize your analyses using Analysis tags. It is possible to create new tags or edit
existing ones by clicking on the "Tags" option next to the User name.

W varsomeclinical Analyses Upload/viewfiles Manage ~ Launch analysis ~ Filtersets Gene lists Help ——®|  Tags |About

Analyses Dashboard / Analyses

To create a new tag, enter a name in the "Tag label", choose a color and click on save.

Dashboard | Tags

Available Tags Create a tag

Tag label Color

—

g

To edit an existing tag, click on the edit icon displayed on each tag, and to delete a tag click on
the trash icon:

]
Editicon: El'

Trash icon: E

To add a tag to an analysis, click on the tag icon shown in the Analyses Table and select the tag
you want to add to the sample:

Analysis State Phenotypes Type  Genome Date Variants Tags W ser Assay

[ ng19

ng19

ncer (OMIM: 114480) 41439000000

G ng1s Tuist Core Exome + RefSeq Spike in

ncer (OMIM: 114480) 41498000000
EE TR G ng1g 0 10 N Tuist Core Exome + RefSeq Spike in

41497000000 Twist Core Exome + RefS:

Tagicon:
To filter samples using tags, click on the "Tags" box on the top of the page and select the tag

that you want to use to filter your samples. Now, only analyses containing the selected tag are
displayed:
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¥ varsomeclinical Analyses Upload /viewFfiles Manage - Launch analysis - Filter sets Gene lists Help Tags  About

Analyses Dashboard / Analyses

E t;s:\e:,.s:.-,: 2 v _— < -z 34 s w0 >

Analysis State  Phenot ypes Type  Genome Date Variants Tags. 1d User RAssay

1.1 Accepted input files
The accepted input files to run analyses on VarSome Clinical are either:

e FASTQ files only from lllumina or MGI sequencers

e VCF files which conform to the VCF standard, regardless of sequencing platform. Users
may also optionally upload an alignment BAM file for the VCF sample which can be used
to visualize the coverage of the variants provided in the VCF file.

1.1.1  Accepted file names for FASTQ

We expect files that conform to lllumina's or MGI naming convention.
When providing paired-end FASTQ files, we require that reads are properly coordinated
between them. Paired-end reads provided in a single FASTQ file are not accepted.

For Illumina pair-end files, we will consider pairs to be files with the exact same name except for
the number of the read, for example SampleName_S1 L001_R1_001.fastq.gz and
SampleName_S1 L001_R2_001.fastq.gz. We accept files in which the read number is specified
alone (for example SN1234_S1_L001_1.fastq.gz and SN1234_S1_L001_2.fastq.gz) or with an “R”
before the number (for example SN5678_S1_L001_R2.fastq.gz and
SN5678 S1_L001_R1.fastg.gz). For further instructions in terms of naming conventions, please
refer to lllumina.

For MGI pair-end files, we will parse the files as follows: [flow cell ID] [lane ID]_[barcode
ID]_(optional_id) [read 1/2].fastq.gz and we accept the number of the read to be specified
alone (for example, 12345 L02_48 1.fastg.gz and 12345 L02_48 2.fastg.gz) or with an “R”
before the number (for example, 6789_L02_56_R1.fastg.gz and 6789_L02_56_R2.fastq.gz)

In cases where there are more than two paired-end files per sample, all the paired reads should
be provided: R1 with R2, R3 with R4, R5 with R6 and so on.

1.1.2  Requirements for submitted VCF files
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VarSome Clinical accepts VCF files for SNPs/INDEL and CNV annotation. You can upload VCFs
containing only SNPs/INDELs or CNVs, but you can also upload VCFs containing both types of
variants. If you upload a VCF containing both types of variants, it will be divided into two files:
one file to annotate SNPs/small INDELs (*filtered.vcf.gz) and one file to annotate CNVs
(*cnv.vcf.gz).

1.1.2.1 Required format for SNPs/INDELs annotation

VCFs containing SNPs and small INDELs can be used to launch a somatic or germline analysis:
(Launch analysis > New analysis > Germline/Somatic Illumina analysis from VCF).

The VCFs uploaded to analyze SNPs/small INDELs variants must have the following
requirements:

Are compliant with the VCF standard.

Include specific SNVs and INDELs. In order to annotate a variant, we need to know
exactly what that variant is, so we cannot handle cases where the variant's sequence
isn't specified. For example, we cannot annotate "NON_REF" variants:

#CHROM  POS 1D REF ALT
chrl 10052 : C <NON_REF=>

Or variants with an "N" in the ALT field:

#CHROM  POS ID REF ALT
chr22 30998425 . C CTTTTTNT

3. Include a valid genotype (GT) field for each variant entry.
4. The files should contain the variants found in a real human sample. We expect a
maximum of around 4 or 5 million variants in a sample.

1.1.2.2 Required format for CNVs annotation

VCFs containing CNVs (deletions and duplications) can be used to launch a CNV subanalysis from
VCF. The VCFs uploaded to annotate CNV variants must have the following requirements:

1. Are compliant with the VCF standard.

2. Include duplications and/or deletions where the type of copy number variant is shown in
the ALT field:
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HHALT=<ID=DEL,Description="Deletion">

#H#ALT=<ID=DUP Description="Duplication">

#CHROM POS ID REF ALT QUAL FILTER INFO FORMAT SAMPLEL

chrl2 133040735 . C<DUP= . PASS SVTYPE=DUP;SVLEN=140;END=133040875 GT:CN 0/1:1.50 chr12
133049934 . G <DEL> . PASS SWTYPE=DEL;SVLEN=78;END=133050012 GT:CN 0/1:0.50

3. According to the VCF Specification, the CNV category should not be used when a more
specific category can be applied. Therefore, the following VCF format is not accepted:
#HALT=<ID=CNV,Description="Copy Number Variant">

chr¥ 133559227 . G <CNV= . . SVTYPE=CNV;SVLEN=140;END=133559366 GT:CN 0/1:1.50

Include a valid genotype (GT) field for each variant entry.

5. Do not include other types of SV variants such as large chromosomal rearrangements
(e.g. inversions, translocations) or gene fusions. We currently do not support these types
of SV variants.

There are various ways to ensure that the format of your VCF files is correct. For more details
please see below:

! Tip: checking the format of a VCF file

Ensuring that your VCF file is structured correctly and ready to be uploaded to VarSome Clinical
is a recommended practice that could facilitate your analyses and save valuable time.

An easy way to check that your VCF file is valid is to try to run a bcftools command on it.
Bcftools, a set of utilities that manipulate VCF files, is very sensitive to malformed VCFs, so it will
fail if the file doesn't conform to the standard.

After installing Bcftools according to the instructions, the following command can be executed,
where file.vcf represents your input VCF file:

bcftools norm -m -any -NO v file.vcf

This command will attempt to perform certain actions: check that REF alleles match the
reference, split multiallelic sites into multiple rows, or recover multi allelics from multiple rows.
If the fields in your file are complete, the command will be executed smoothly. However, if it
comes across a non-compliant field like the following,

chrl 16366632 . cC GC,GT  193.02 PASS AB=0.5;
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the command will fail. In the row above, the field allelic balance (AB) is incomplete, as this is a
multiallelic site with two alleles in a single row and two numbers are expected. This information
will be provided with an error message:

Error: wrong number of fields in INFO/AB at chrl:16366632, expected 2, found 1

Other alternatives to VCF validation:

e https://github.com/EBlvariation/vcf-validator
e http://vcftools.sourceforge.net/perl_module.html#vcf-validator

which can be used to locate other types of errors (e.g. a malformed or missing header).

Another quick test is to just see if a standard program like bcftools recognizes the file and
doesn't complain.

[ TJvarSome Clinical API
The platform comes with full API, allowing you to automate each step of the data analysis
process, including the data upload. Documentation for VarSome Clinical API

1.1.2.3 Required format for Repeat Expansion annotation

VCFs containing short tandem repeat (STRs) can be used to launch a Repeat Expansion
-analysis_from VCF. The VCFs uploaded to annotate STRs must meet the following
requirements:

Are compliant with the VCF standard.

The number of repeats is shown in the ALT field as < STRn > where n is the number of
repeats.

3. The INFO field contains the repeat unit in the following format: DisplayRU=CCG

4. The FORMAT field contains the number of repeats spanned by each allele.

&##FORMAT=<ID=CN, Number=A, Type=Integer, Description="Number_of_repeat_units_spanned_by the_allele">

1.2 Upload FASTQ files from lllumina BaseSpace.

This feature can be accessed by clicking on the “Illumina BaseSpace” option displayed in the
drop down menu shown when you hover over your user name.
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Tags Aboukt -

= Profile
s Preferences
ClinVar Submissions
. <f» lllumina BaseSpace |
Il Claim Assay Token
& Lock Session

& Logout

There are two options to connect your lllumina BaseSpace account depending on which
BaseSpace Sequence Hub your data is allocated in (EU or US). After that, you will be
automatically redirected to Illumina's site in order to login to your account.

Dashboard | BaseSpace Integration

account to the EU instance
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- illumina

Sign In

Email address

Password

[ ] Remember email address

— Don't have an account?
Sign In
Forgot password?

Private domain sign in >

Additional products
Werinata

Correlation Engine

Your projects will then synchronize with VarSome Clinical after you have granted the necessary
permits.
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VarSom
&/ Saphlor 5A

This app I8 requesting permiddion 19
i Ancess youl Dasc nfpdmgtion
This includes your name and email address
a Glohal Biowss

Thiz app may browse the nameas of your Projecis, Samples, and
App Results, but cannot view or download the assoclated files.

I\ Please note: if you do not grant access to VarSome, then your projects cannot synchronize
and you will not be unable to transfer files.

This functionality will allow you to download the FASTQ files directly to VarSome Clinical. To do
this, please, click on the “Download” button to start downloading the reads into VarSome
Clinical.

Data Sets
Mame Project Updated
MALZBTE-12p-5 LOO1 HiSeq 4000; TruSeq Exome (12plex replicates of NA128TE) 15 June 2018 E
MAL2873-12p-5 S5 1001 R1 0O0Lfastg.qz o
o 2]
20 August 2017 ’\

MALZE78-12p-5_S5 LODI R2 001 fastq.gz

20 August 2017

Please, wait a few minutes while the files are being downloaded. The downloading time will
depend on the size of your data and on your internet connection.
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Data Sets
Name Project Updated
NAL2878-12p-5_L00L HiSeq 4000: TruSeq Exome (12plex replicales of NAL2878) 15 June 2018 B

The file will be available soon

MA12B78-12p-5_S5_L001 R1 001 fastqge

20 Augusl 2017

Once the download is complete, the status of the file will change from “Not available” to
“Available”, meaning that the FASTQ files are accessible from the “Upload/View files” page and
can be used to launch analyses (germline or somatic) from FASTQ.

Data Sels
Marms Proect Upataned
MATDETE-135-5_LOO Virkeq SO0 TruSes Dome [|2pe rephcaled of NALTITH) 15 Jura 20LE ]
WALPETE-12p5_ 55 00N R G0 ey g
=3
70 o 2111
MAIPETE-12p-5 85 L X m
=3
20 Aarural 211
Uploaded files
Uprcaged
] Fs on St Motes Actions
1 HALZETE-Pepd SF Lo00 B2 001 Rastgar A4 o [ ] P of peads: 1150533 ]
Pirribat Of bass: i resbs SEIRQT0EE
WALIRTE-Roecd S0 1002 ] D00 Ra 2 4 2 A1) [ ]

P of peade: 11505
Purnbsn of basirs in redde. 64317061

I\ Please note that any file that has been previously imported from BaseSpace to VarSome
Clinical will have a status of “Available”. If the file has already been used in an analysis, in order

to analyze it again you will need to find the sample that contains it and select the option “Reuse
sample files”.
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SMVs & Indels
. Sample phenotype(s)
HK _ SamplefAnalysis inF-:ur_m akion
Reuse sample files
. View QC report

Downloads

Disconnect your BaseSpace account

Click on to disconnect the lllumina BaseSpace account from
VarSome Clinical.

2. Manage

- Samples
- Workflows

Click on “Manage” to create, view, or edit your samples or workflows.

2.1 Samples

2.1.1  Create and define your samples

Go to Manage > Samples > Create new samples. This step is required before using the samples
for analysis.

Once your files are uploaded, you need to create and define your samples. The sample creation
involves the association of files to sample names and addition of optional sample metadata
related to the patient (e.g. phenotypes).

Uploaded FASTQ files are recognized automatically in pairs (or groups) under the same filename

prefix and according to the lllumina or MGI naming conventions. The table displays suggested
sample names for each file or pair(s) of files. For VCF files, each file is associated with a
suggested sample name.

The files shown in first place with a yellow background are the ones uploaded by the current
user. Then, we display the files uploaded by other users (gray background). All files are sorted by
their upload date.

Select the rows with suggested sample names in order to create your samples. You can select all
by clicking on the “Select” option at the top of the table.
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Once the files and suggested names are selected click on “Next”.

Select samples Y Next
SELECT SAMPLE NAME FILE NAMES
B S200012346_LO1 12 _1.fastq.qz (13/09/2023)
ov [ S200012346_12

B S200012346_L01_12_2 fastq.gz (13/09/2023)

In the following menu you can optionally:

Modify the sample type (germline or somatic). Click on the “germline” or “somatic”
boxes if you wish to change the sample type.

Files: remove or add files.

Sample name: you can edit the suggested name of your sample here. Please remember
that the sample ID should not contain information about patient identity.

Description: add a description of your sample. Please remember that, like the sample ID,
this field should not contain any information that can be used to identify a patient.

CNV VCF file for CNV sub-analysis: you can choose along with the VCF/FASTQ files of
your sample a VCF file that contains only CNVs for the same sample to be annotated.
The CNV results will be displayed as a sub-analysis accessible from the main analysis of
the sample.

Repeat Expansion VCF file for Repeat Expansion sub-analysis: you can optionally add a
VCF file containing repeat expansion (RE) variants for annotation. The RE results will be
displayed as a sub-analysis accessible from the main analysis.

BAM file for alignment visualization (VCF samples only): you can optionally attach a
BAM file that will allow you to visualize the alignment of the reads and access to the IGV
or JBrowse from the variant table. Please note that this file won’t be used for variant
calling, only for visualization purposes.

You can define your sample as germline or somatic:

Depending on the sample type, there will be the following optional fields:

Germline samples:

Phenotypes: to select phenotypes of interest, start typing a term and the associated
phenotypes will appear as a list that can be selected. Phenotypes shown in the
dropdown list can be limited based on their source. When selecting “All” you will get
terms from HPO, MONDO and OMIM® databases, while selecting “Only OMIM®” they
will be retrieved solely from the OMIM® database. These terms can be used to create a
gene list and filter the variant analysis for the genes matching the selected phenotypes.
For more details see: Phenotype Matching.
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Somatic samples:

Tissue type: specify the tissue type of your sample. This field is optional, however we
encourage you to fill it in, as this information is taken into account when annotating the
variant with information from cancer databases.

Cancer type: specify the sample's type of cancer. This field is optional, however we
encourage you to fill it in, as this information is taken into account when annotating the
variant with information from cancer databases.

Age (years): specify the sample's individual age (in years). This field is optional, however
we encourage you to fill it in, as this information is taken into account when annotating
the variant with information from cancer databases.

Sex: specify the individual's sex. This field is optional, however we encourage you to fill it
in, as this information gets considered for the annotation with the cancer databases.

Please note that while all of the fields above are optional, we encourage you to fill them all

in because this information is taken into account when annotating the variant with information

from cancer databases.

Click on “Create” to create the samples. Your samples are now ready to launch a new analysis

with them. Go to “Launch new analysis” to find more details.

FASTQ germline example
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short2

Germline Somatic

Files

short2_L001_R1_00L.fastq.gz - 26/11/2023 x

short2_L001_R2_001.fastq.gz - 26/11/2023 X

Sample Name

short2

Description

Phenotype names from
@al O Only OMIM ®

Search for phenotypes

CNV VCF file for CNV sub-analysis

Select files...

Repeat Expansion VCF file for Repeat Expansion sub-analysis

Select files...

VCF somatic example
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variants.hg38

| Germline mm

Files
variants.hg38.vcf.gz - 22/11/2023 x

Sample Name

variants.hg3s

Description

Tissue Type
Tissue type(s)..
Cancer Type

Search for cancer type(s)..

9]
1]
2

Age (years)

[¥¢)
[i
(1]
(%]
=

CNV VCF file for CNV sub-analysis

Select files...

Repeat Expansion VCF file for Repeat Expansion sub-analysis

Select files...

BAM file for alignment visualization (optional)

Select files...

2.1.2  View/Edit your samples

Go to Manage > Samples > View/Edit new samples

This table shows all created samples. If the current user has already created some samples, they
will be shown first (yellow background) while the samples created by other users of the same
group are displayed last (gray background). All samples are sorted by the upload date.
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Select samples Next
cNY
SELECT SAMPLE NAME FILE NAMES ACTIONS
FILES
[ sample_ABC [ sample_ABC.vcf.gz ® 4 W
O my_sample B S200012346_L01_12 1fastq.gz [B S200012346_L01_12_2fastq.gz ® 4 W

In the actions column you can view/edit the sample information and remove the sample. When
a user removes a sample, the associated files become available again to create a new sample
(Create new sample menu).

Please note that you can only edit and remove your own samples. These actions are not granted
for samples created by other users of your group.

2.2 Workflows

Go to Manage > Workflows

2.2.1  Workflow table

The table shows the workflows created within your group, the user who has created them, the
date of their last update and the available actions to perform:

- Use workflow (|- ): this is to launch an analysis using this workflow. When selected, you
will be directed to the launch new analysis page where this workflow is already
pre-loaded. You can optionally modify any workflow parameter (if permitted) and then
click on “Next” to select the samples to analyze using this workflow.

- Copy a workflow: create a new workflow by copying the values of an existing workflow.
Please note that the workflow names must be unique.

- Remove a workflow (7 ): remove an existing workflow.

- Edit a workflow: edit the values of an existing workflow.

I\ Only the group supervisor can add new workflows, edit, duplicate or remove the existing
ones. Any user can view the workflow details and use the workflows for launching a new
analysis.

2.2.2 Create a new workflow

As the group supervisor, you can create a new workflow.

Click on “Add new” to create a new workflow, then select the input file type (FASTQ or VCF).
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Workflow Type File Type

USER TYPE UPDATED ON ACTIONS

test default any gene list analysis Germline - Single Sample Sep 14, 2023 > lT:I ]ﬁ[ Df

_Workflow test s Germline - Single Sample Sep 13, 2023 D b W &

Workflow s Germline - Single Sample Sep 183, 2023 [T 1 A A
Multi Sample Workflow (FASTQ) Multiple samples Sep 13, 2023 [ I 1 A 1
Tumor Normal Workflow AT Testing (Temporary) Tumor Normal Sep 13, 2023 D lTj @ Df
Germline Single Sample VCF Workflow AT Testing Germline - Single Sample Sep 12, 2023 > lT:l ]j[ Df
Tumor Normal Workflow (FASTQ) Tumor Normal Sep 12, 2023 D b W &
Couple Workflow (FASTQ) Couple Sep 12,2023 DT I I I P4
Eamily Trio Workflow (FASTQ) Family Trio Sep 12, 2023 D B O g

You can start filling the workflow fields. The workflow form is divided into two main parts.

Main analysis parameters
The first part correspond to the main analysis parameters:

Name: workflow name. You can not use a workflow name if it already exists.

Analysis type: select the type of the analysis from the drop-down list. This field can not
be changed once the workflow has been created.

Assay: select the capture, amplicon, whole genome library preparation method or kit
corresponding to your analysis. This field is required if you are starting your analyses
from FASTQ files. The assay's details will be used to calculate the coverage of the coding
regions included in the kit. This information will be shown later in the Quality Control
(QC) Report. If you are creating a VCF workflow this field is optional and has no effect
other than having the assay mentioned in the QC report.

Keep variants (only in FASTQ workflows): Do you really want to see all the variants? If
you also need the variants that did not pass the quality filters, then you should choose
"Variant list will contain all variants". By default, only the high quality variants will be
reported. Selecting "Variant list will contain all variants" will increase the amount of
annotated variants and it could slow down the analysis.

Sequencer (only in FASTQ workflows): Select the sequencing technology used to obtain
the FASTQ files. Two available options: Illumina or MGI.

Targeted mode (only in FASTQ workflows):

- ON: this mode is used to limit the results to the assay’s target regions. In order to
achieve this, the variant caller will discard any reads in the alignment BAM file
that do not overlap with the assay’s regions. If at least one base of a read
overlaps with one of the targeted regions, then the read is kept and included in
the analysis. If there is no overlap with any of the targeted regions, the read is
discarded and not taken into account when calling the variants. The end result of
this approach is a faster and more specific analysis. 1\ Any variant not falling in
the target regions defined by the selected assay will not be called when using the
targeted mode.

- OFF (untargeted mode): all variants will be reported regardless of whether they
fall within the target regions of the sequencing assay used. You may want to
consider using the untargeted mode, especially for whole-exome data, since that
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will ensure you see all variants that may be of interest, including those that may

be just at the very edge of a target region (e.g. intronic variants).
Genome: choose the reference genome the reads will be aligned to. For VCF-based
analyses run against hgl9, if the VCF file contains variants reported on "chrM" (the
name of the mitochondrial sequence in the hgl9 genome), then those will be annotated
with respect to the NC 001807.4 sequence, the original mitochondrial sequence of
hgl9. If the variant is instead reported on "MT" (the name of the mitochondrial
sequence in the hg38 genome) then they will be annotated with respect to the rCRS. If
the analysis is launched from FASTQ sample(s), using either hgl9 or hg38, any
mitochondrial sequences will be aligned to the standard mitochondrial genome
(GenBank number: NC_120920.1), which is included in the hg38 human genome.

hg19: "chrM" = NC_001807.4, "MT" = NC_012920.1 (rCRS)

hg38: "chrM" = "MT" = NC_012920.1 (rCRS)

Inheritance from: which sources you want to use for the assessment of the mode of
inheritance of a gene, which consequently affect the Germline Variant Classification.
“All” includes OMIM®, CGD, GenCC, Gene2Phenotype, PanelApp and Clingen disease
validity and “only OMIM®” includes only data from OMIM®. In case no information
about the mode of inheritance is available in the aforementioned databases, the mode
of inheritance is selected from DOMINO.

Please note that PM2, BS2 and BP1 rules may change between both modes of
annotation because the ACMG implementation uses different thresholds to evaluate
these rules depending on the mode of inheritance.

Ethnicity: you can optionally specify one of the ethnicities proposed by Gnomad. When
selected, the values shown in the “Frequency” column of the variant table will
correspond to the provided ethnicity. When the ethnicity is set to “Not specified” we will
display the overall frequency.

Filters and sub-analysis options
Once filled with the above information, you can optionally fill the bottom section. It contains
fields related to filters and sub-analyses.

Filters: which (dynamic) filter(s) you wish to apply to the results. When provided, the
dynamic filter will be automatically added to the variant table. Please remember that
you will need to click on “Apply” to apply the filter in the variant table and get the
filtered variants, find more details in section Create a Filter Set.

Run a gene list sub-analysis: you can provide one or multiple gene lists to filter the
results. When provided, a new sub-analysis will be run on top of the main analysis where
only variants falling in genes belonging to the list will be shown in the table. If multiple
lists are provided, we will create a combined gene list containing all genes included in
each of the lists. This option is not currently available for tumor-normal workflows.

Run a gene list sub-analysis based on sample phenotypes: when selected, a gene list
will be built using the genes associated with the sample phenotypes. You must choose to
filter by genes associated with all the sample phenotypes or with any of them. This
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option is not available for somatic analysis. Please note that if you provide samples
without phenotypes, this sub-analysis won’t run as there won’t be any phenotypes to
create the gene list.

- Show only gene list sub-analysis results: when selected, the main analysis results will be
hidden by default and we will only display the gene list sub-analysis results.

- Run algorithmic filter sub-analysis: select one or multiple algorithm filters from the list
to run a sub-analysis. Each algorithm filter will be run as a single sub-analysis. Click on
“Options” to modify the filter parameters.

Lock workflow values

As the group supervisor, you will be able to create workflows that can be used by you or any
other member of your group. While creating the workflow, you can decide if any of the fields
has a fixed or an open value that can be changed by the person launching the analysis later. This
is done using the lock icon ( & ).

When a field is set as open, it will have the default value set by the supervisor when creating
the workflow, however this field can later be modified by the user using the workflow for the
analysis.

If the lock icon is closed, then this field will have a fixed value that can not be changed when
someone uses this workflow. This option is available in all workflow fields except the workflow
name and analysis type which can not be changed when the user is using the workflow.

Name Analysis Type @
my single sample workflow Germline - Single Sample
This workFlow name can be safely used.
Assay () & Keep variants (i) ©&
Variants that pass the quality filters

Sequencer &

Targeted Mode (D) &

Genome () & Inheritance from () & Ethnicity () &

(Ohg19 @hg38 @Al CoMIM Not specified

For example, in the picture above, we are creating a workflow where the values assay,
sequencer and targeted mode are locked. The other values, such as genome, will have a default
option (e.g. hg38) but can be changed when this workflow is selected for an analysis.
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Name Analysis Type ()

Assay (i) Keep variants (i)

® Variants that pass quality filters
® Targeted Mode (7) ®

Genome (i) Inheritance from (@) Ethricly [
(Ohgl9 @hg38 @Al ()OMIM Not spe

Sequencer

3. Launch analysis

- New analysis
- New cohort analysis

3.1 New analysis

You need to create your samples before launching a new analysis. If you have not defined your
samples yet, please go to the Sample Definition section to find more information.

3.1.1  Use an existing workflow

You can start a new analysis from an existing workflow:

- Workflows table: click on the “Use” option (J) from the “Actions” column of the
workflow of interest to launch an analysis using the selected workflow.

ACTIONS

> o w @

WEA]

This option will take you to the “Launch analysis” menu where all parameters of the selected
workflow are already loaded.
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o—©O 3

Workflow Details

Analysis from: OVCF @ FASTQ

Name

single_sample_workflow

Assay (D)

Twist Core Exome + RefSeq Spike-In

Sequencer

lllumina

Genome (&) Inheritance from ()
hgl9 = hg3s @al O)omMm

Analysis Type (D)

Germline - Single Sample
Keep variants (7)

Variants that pass quality filters

Targeted Mode ()

Ethnicity (1)

Not specified

Apply filters (&)
basicfilter-1 X

Run a gene list sub-analysis @

ACMG SFv3.2 X

- Launch analysis > New analysis

Launch Analysis

Select Workflow

Eg: Workflow - Germline Single Sample

OR

Use blank
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Here you can select a workflow from the available list of workflows shown in the drop-down list.
When selected, all workflow parameters will be loaded.

I\ Please note that when launching an analysis using an existing workflow, if you modify any of
the default workflow parameters defined by your group supervisor (unlocked fields) this won’t
result in the modification of the stored workflow. This change only applies to the current
analysis.

3.1.2  Launch an analysis without a workflow

This option can be used to define all analysis parameters without using an existing workflow.
Please note that the analysis parameters defined when selecting this option option won’t be
saved as a workflow for future analyses. It will be used only for the analysis launched at that
moment. If you wish to create a workflow and use it for future analyses please check the Create
a new Workflow section.

To use this option, go to “Launch analysis” > “New analysis” and click on “Launch an analysis
without a workflow”. You will need to fill in all the details before selecting the samples. All fields
(except the workflow name which is not applicable here) are similar to those presented when a
workflow is created. Please follow the instructions given in the Create a new Workflow section
to define the analysis parameters.

Analysis from: () VCF (@ FASTQ

Analy ne (D)
Assay () Keep variants (i)
All variants
Sequencer (i)
Targeted Mode
llumina . de ©
Genome (i) Inheritance from () S (@
@hg19 () hg3s @Al () OMIM
Filters ()
Run a gene list sub-analysis (3)
Run a gene list sub-analysis based on sample phenotypes (&) Show only gene list sub-analysis results (&)
Run algorithmic filter sub-analysis (3)
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How to limit the “Launch an analysis without a workflow” option:

By default all users of your group are able to launch analysis and define the analyses parameters
themselves. As a group supervisor, if you would like that your colleagues only use the workflows
you have created, you can do it by going to “Preferences” and unchecking the box “Permit users
to run analyses without using workflows”.

lp Tags Aboo v

= Profile
o *»» Preferences
() Enable emails on Analysis finished
ClinVar Submissions

</> Illumina BaseSpace

Il Claim Assay Token

Update
& Lock Session

& Logout

3.1.3  Select samples for analysis
Once selected the analysis parameters, click on Next to select the samples. Please remember

that the samples need to be created before this step. Go to the Create samples section for
more information.
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Once specified the analysis settings, you can select which samples you wish to analyze
e Single sample (germline or somatic): analysis of several independent samples. Select

the samples from the dropdown. All selected samples will be analyzed independently.
Click on “Select all” to select all samples in one click.

Sample name

Search samples.

de_novo-1.2_5SP_4454
de_novo-1.3_SP_4454
de_novo-1.1 SP 4454
cnv_valid_test_10.filtered
plain_variants_mix.filkered
for_kon_update brB7KwkLRL

for_kon_update.C1367.0976787465

Previo
test sd

-
IFZ imitiad 13 2ARETO0ON

o Couple (for carrier risk analysis): analysis of two unaffected samples (male and female).
Select one sample per field. Click on “Add another set of samples” to add another
couple.

Select Samples

Female (_)Existing Analysis (@) Mew Sample

test_sd Unaffected
Male () Existing Analysis (@)New Sample
mother_trio ab Unaffected

Add another set of samples

e Family trio: analysis of one affected child (proband) and two unaffected parents. Click
on “Add another set of samples” to add another trio.
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Launch Analysis

W 4
Select Samples

Proband 'f_j Existing Analysis @ New Sample

HGOO05_son Affected
Mother {_j Existing Analysis @ New Sample

HGO06_mother Unaffected

Father (_j Existing Analysis @ New Sample

HGOO7_father Unaffected

Add another set of samples

e Multiple samples: this is for multi-sample germline analysis that are not couple nor
family trio (e.g. extended family like two parents and two siblings). You need to select
the affected status for each member of the multi-sample analysis. Click on “add another
sample” to add more samples to the analysis. Click on “remove” to remove any of the
samples.

Note: If you wish to perform any type of multi-sample analysis with one or more samples
already analyzed in VarSome Clinical, you don’t need to upload them again. For multi-sample
analysis you can click on the “Existing analysis” radio button to browse and select samples
already analyzed in VarSome Clinical.
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Launch Analysis

o—o0—o0 -

Select Samples

Sample name O Existing Analysis @ New Sample Status
HG005_son Affected
Sample name O Existing Analysis @ New Sample Status
HGO0B_sister Unaffected
Sample name () Existing Analysis (@) New Sample Status
HGO06_mother Unaffected
Sample name (_) Existing Analysis (@) New Sample Status
HGO07_father Unaffected

Remove

Add another sample

e Tumor-normal (only for analysis starting from FASTQ): one tumor sample and its
matched normal. Please note that you have defined your samples previously (the tumor
one as somatic and the normal one as germline). Click on “Add another set of samples”
to add another tumor-normal pair of samples for the analysis.

Select Samples

Tumour Normal

12345 tumor 12345 normal

Add another set of samples
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3.1.4  Preview and launch analysis

In this step you will see a summary of the analysis settings (workflow details) and selected
samples. You can also add tags to the analysis by clicking on the Tags drop-down and select one
of the available tags.

Analysis from FASTQ

Workflow Details

Analysis type: Family Trio

Assay: Twist Core Exome + RefSeq Spike-In
Sequencer: lllumina

Targeted Mode: Enabled

Genome: hgl9

Inheritance from: All

Ethnicity: Not specified

Run a gene list sub-analysis:

ACMG SF v2.0 genes and associated phenotypes recommended for return of secondary findings in clinical sequencing (2016)

Run algorithmic filter sub-analysis:

Compound Heterozygous for Trios

Keep variants: Variants that pass the quality filters
Show only gene list sub-analysis results: Disabled

Run a gene list sub-analysis based on sample phenotypes: Disabled

Samples

Sample #1 mother : HG0D06_mother proband : HGO05 son father : HG007_father

You can click on “Previous” to go back to any of the previous steps and modify any of the
analysis parameters.

3.2 New cohort analysis (multi-sample VCF)

If you have a multi-sample VCF file with more than 30 samples inside, you should go to this page
in order to launch the analysis.
Sample information (left side of the menu):
- Select the multi-sample VCF file to use
- Description: optional description
- Sample Identifier: user sample name
- Phenotypes: optionally provide phenotypes to the cohort analysis
Analysis information (right side of the menu):
- Assay (optional)
- Ethnicity: ethnicity of the samples of the cohort
- Sources to be used for mode of inheritance: all or only OMIM
- Reference genome: reference genome version used to obtain the VCF (hg19 or hg38).
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- Analyze the provided sample based on the gene lists: provide a gene list to run a gene
list sub-analysis once the main analysis is done.
- Tags: provide tags to label your samples.

Click on “Start” to launch the analysis.

New cohort analysis Dashboard

Cohort sample analysis with reference genome hg38

Sample Information

~
Sample Assay (optional) e

Select the multi-sample VCF file to use anage your assay preferences.Your assay is not in the list?

multi_cohort.vef.gz
Ethnicity
Select

Description

Cohor analysis Sources to be used for mode of @ All

inherit: ffects classificati
inheritance (affects classification) O only OMIM ®
sample Identifier

cohort_35_samples
Reference Genome
hg38
Phenotypes

@Al OonlyoMiM@

N Analyze the prwde,d sample AACMG SF v2.0 genes and associated phenotypes recommended for return of secondary fi... X
search for phenotypes based on the gene lists

Tags
9 select.

4. Launch sub-analysis

- Gene list analysis
- Algorithmic filters

- CNV/SV analysis
- Repeat expansion annotation from VCEF file

4.1 Gene list analysis

Note: The methodology to generate a gene list from phenotype(s) has been changed.
Previously, when making a gene list from phenotypes, we would include only those genes that
are directly annotated with that phenotype. We have now extended this and instead first collect
all diseases linked to the phenotype and then all genes linked to those diseases, as well as any
genes directly linked to the phenotype. We already worked this way when adding phenotypes
to analyses, so this change ensures we are consistent and also makes sure we don't miss any
genes when creating gene lists.

Filter the results of a finished analysis to show only those variants falling within (including 500
base pairs up and downstream) the genes given.
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Launch a new gene list analysis

Dashboard / New gene list analysis

Launch a sub-analysis filtered by either an existing gene list OR by an ad-hoc gene list generated from phenotypes using your selected data sources

ames from:
@ onlyomIm @

Start filing in a phenotype (type 3

Selected phenotypes

e Analysis: choose the analysis to be filtered.
® Gene List: choose a gene list to filter by.

® Phenotypes: choose a list of phenotypes. A gene list will be built using the genes
associated with the chosen phenotypes. When filtering by phenotype, you can also
choose to filter by genes associated with all the phenotypes or with any of them.

4.2 Algorithmic filters

You can apply sophisticated filters to perform more complex variant filtering to finished
analyses. For several of the existing filters we now provide the option to change specific
parameters that used to be fixed. That way you can customize each of those filters according to
your needs.

You can access Algorithmic filters under Launch analysis > Algorithmic filter analysis as shown in
the picture below.

w files Manage ~| Launch analysis ~| Filter sets Gene lists

.-'-d- .
@ Mew Analysis

Mew cohort analysis (multi-sample VCF)
Merge existing analyses ¥
Gene list analysis

@— - Algorithmic Filter analysis

CNV analysis From FASTQ

To start an algorithmic filter, choose the target analysis, select an algorithmic filter, and then
click on Start analysis.
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Launch a new algorithmic filter analysis

Analysis Avallablo filters DHsplay non applicable filters
- tet] i {n= 1 )40

210

For further details on the algorithmic filter and the provided parameters please click on the info
© icon next to the “Options” button.

As you can see for several of the existing filters, we provide the option to change specific
parameters. That way you can customize each of those filters according to your needs.

If you want to change a parameter click on the light blue “Options” button:
(J Max other samples (n=1)

(JPharmGKB (nz 1)

For example, if you want to change the default parameters for the filter "Max other samples
(n=1)", after you choose from the drop-down the analysis to which you wish to apply one or
more filters, you then need to select the filter "Max other samples (n21)" by clicking the
relevant check-box, which will in turn activate the Options box.

Max other samples (nz 1) -
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Max other samples

Maxim number of g
samples

Now you can change the default value for this filter, by changing the number in the Maxim
number of samples field and then by clicking on "Save".

Once the analysis has run, you can view the filter options selected for the algorithmic filter
analysis both in the sub-analysis name

Analysis State Phenotypes
=w exonic and splicing

= | Exonic and splicing(Flanking Region=10) -

and in the “Sample analysis information” option of the “Analysis actions” menu:

Analysis o
A~

exonic and _splicing

| -l

Exonic and splicing(Flanking Region=10)

SNVs & Indels

Sample phenotype(s)

Sample analysis information | 4—0

View QC report

Generate VCF

Downloads

Re-annotate analysis

MNew algorithmic filter analysis
MNew CNV Sub-Analysis

Delete
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®
Analysis @

Attribute Value Updated on
Capture Method Generic capture Kit 1 Jun 2022
Description 1 Jun 2022
Reference Genome hg19 1 Jun 2022
Sample Type germline 1 Jun 2022
Sequencer Unknown 1 Jun 2022
Sample File exonicandsplicing_filters_test.vcf.gz 1 Jun 2022

Other

. Attribute Value | Updated on
Algorithmic filter Exonic and splicing version 11.2 released on 16-Feb-2022 1 Jun 2022
Hard Filter Parameters {"flanking_size™ 10} 1 Jun 2022

| Sample Input File Type vcf

Available Algorithmic Filters

4.2.1 ACMG Actionable Genes

Variants meeting the criteria described in ACMG SF v2.0: Kalia et al., Genetics in Medicine,
(2017) 19, 249-255 (d0i:10.1038/gim.2016.190).

4.2.2  Carrier risk for couple
Pathogenic variants for which both members of a healthy couple are heterozygous and so can
be passed on to any offspring. Included are genomic (not mitochondrial) variants that are
classed as pathogenic, likely pathogenic or of uncertain significance, are not homozygous in
either prospective parent and either:
e Both individuals are heterozygous for the variant
e The variant is on the X chromosome of the mother
e The variant falls in a gene that has at least two variants where one is present and
heterozygous only in one individual and the other is present and heterozygous only in the
other individual. In such cases, all pathogenic, heterozygous variants for that gene are
shown as they are candidates for compound heterozygosity.

Options:

e Strong VUS: If selected, keep variants of Unknown Significance (but only if one of the
strong pathogenic Germline rules has fired for this variant). VUS variants qualify only if they
trigger one of the Germline rules: PVS*, PS* or PP5. If not selected, keep all VUS variants
(irrespective of Germline rules).
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Strong rules are PVS1, PS1, PS2, PS3, PS4 and PP5. In addition, any rule whose strength has

n.n

been raised to "strong", "very strong" or "stand alone" will be considered a "strong" rule,
even if its original strength as per the Germline guidelines was lower. For example, PM1 can
be raised from "supporting" to "strong" if the variant is located in a dense hot-spot.

I\ Please note that we recommend that you further filter by genes with recessive mode of
inheritance or loss-of-function pathogenicity.

4.2.3 Compound Heterozygous Candidates

Variants classified as pathogenic, likely pathogenic or of unknown significance for which all of
the following apply:
e they are heterozygous variants in genes that carry at least one other heterozygous
variant and no homozygous pathogenic variants.
® are not in mitochondria

Options:

e Strong VUS: If selected, keep variants of Unknown Significance (but only if one of the

strong pathogenic Germline rules has fired for this variant). VUS variants qualify only if
they trigger one of the Germline rules: PVS*, PS* or PP5. If not selected, keep all VUS
variants ( irrespective of Germline rules).
Strong rules are PVS1, PS1, PS2, PS3, PS4 and PP5. In addition, any rule whose strength
has been raised to "strong", "very strong" or "stand alone" will be considered a "strong"
rule, even if its original strength as per the Germline guidelines was lower. For example,
PM1 can be raised from "supporting" to "strong" if the variant is located in a dense
hot-spot.

e Homozygous also: If selected it will also filter for variants which are homozygous.

e Phased Mode: If selected, it will only filter those variants with phasing information to
identify compound heterozygous variant pairs in the same gene and phasing group and
in different zygosities (1|0 vs 0]1).

4.2.4 Compound Heterozygous for Trios (n=3)

This filter is aimed to support the identification of compound heterozygous variants in an
affected child when the genome of the two unaffected parents is also provided (Family Trio
analysis (n=3)).

The filter will keep variants in the child classified as pathogenic, likely pathogenic or of unknown
significance for which all of the following apply:
e they are heterozygous variants in genes that carry at least one other heterozygous
variant and no homozygous pathogenic variants.
e are not in mitochondria
e |[f such variant pairs are detected, it will look for compound heterozygous pairs in the
same gene in each of the parents.
e |[f either parent does have a compound heterozygous pair in the same gene (not
necessarily the same pair as the child), then we discard the pair identified in step a, and
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move to the next candidate. The assumption is that parents are unaffected, so the child
would also be unaffected if one of the parents have a compound heterozygous pair in
the same gene.

Options:

e Use phasing information (phased mode). When this option is enabled the filter will
identify compound heterozygous variant pairs in the child—that is heterozygous variants
in the same gene and phasing group and in different zygosities (1|0 vs 0| 1).

e Strong VUS: If selected, keep variants of Unknown Significance (but only if one of the
strong pathogenic ACMG rules has fired for this variant). VUS variants qualify only if they
trigger one of the ACMG rules: PVS*, PS* or PP5. If not selected, keep all VUS variants
(irrespective of ACMG rules). Strong rules are PVS1, PS1, PS2, PS3, PS4 and PP5. In
addition, any rule whose strength has been raised to "strong", "very strong" or "stand
alone" will be considered a "strong" rule, even if its original strength as per the ACMG
guidelines was lower. For example, PM1 can be raised from "supporting" to "strong" if
the variant is located in a dense hot-spot.

e Homozygous also: If selected it will also filter for variants which are homozygous.

4.2.5 De novo (strict)

Variants present in the proband and absent in both parents, where neither parent has any reads
supporting the variant but only counting positions where the parents have a minimum coverage
of 8.

4.2.6 De novo candidates (naive)

Variants likely to have arisen in the child from unaffected parents. Variants must meet either of
the following conditions:
® the child is homozygous for the variant, but the variant is only present in one parent OR
® the variantis present in the child, but not present in either parent.

I\ Please note that we recommend that you further filter for pathogenicity, coverage,
frequency, and mode of inheritance.

4.2.7 Exonic and splicing

A special case of algorithmic filter is “Exonic and splicing” which only keeps exonic (including
UTR and other non-coding exons) and splicing (no more than 10 nucleotides from a known
splice site) variants. This filter comes with the option to change the distance from a known
splice site according to your needs.

The filter may be launched manually, just like any other, but it will also be run automatically on
any analyses with more than 500 000 variants.

This algorithmic filter provides the same results as would occur if you made a dynamic filter
with the following:
Coding
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Splicing
Non-coding exon +3' utr
Non-coding exon +5' utr

5'utr

splicing (show all splicing variants; if this is the only function selected, any coding impact selections will be

non-coaimng exon

ntronic but not sp ICing

The aim of this filter, and the reason it will run automatically for large analyses, is to provide a
smaller subset of results to the user which will be far quicker and easier to sort through. Since,
even with WGS analyses, the variants of interest tend to be those that can affect the protein
sequence, we feel that this filter will help our users quickly identify and focus on the variants of
interest even on larger samples such as WGS.

I\ Please note that while the filter will be run automatically for such large analyses, the full
result set will still be available as usual. The filter will run as a sub-analysis and will not affect the
results of the main, parent analysis in any way.

3’ and 5’ flank

The 3' and 5' flank refer to the transcript(s). Using Dynamic filter for Function, VarSome Clinical
will mark a variant as flanking if it is within 500nt of a transcript's start or end position. UTRs are
part of the transcript, and such shouldn't be an issue.

If you have a particular set of regions, we could filter the result for those regions. Alternatively,
you could run a gene list analysis, limiting the results to only the list of genes.

Another possibility, if this is something you will often be doing, is setting up an Algorithmic filter.
Algorithmic filters are more sophisticated filters that run as separate analyses and there we can
write one catering to whatever specific filtering you require. In that case, we could search for
coding variants in all genes and also include any found in the upstream regions of the target
genes.

splicing
Splicing information is used by our Germine Variant Classification implementation to decide
whether some rules should be applied or to boost their strength.
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We use the scSNV as well as MaxEntScan databases for splice-site prediction. This is only
available for single-nucleotide variants. Variants above the 'ADA Boost Splicing' threshold
(0.708) and 'Random Forest Splicing' threshold (0.515) are considered candidate splicing
variants. The scSNV splice-site prediction is used in the following rules:

BP7: A synonymous (silent) variant for which splicing prediction algorithms predict no impact to
the splice site consensus sequence nor the creation of a new splice site AND the nucleotide is
not highly conserved. (Benign, Supporting). The splicing is checked as follows:

The variant is found more than 2 bases away from the next splice site.

It is not predicted splicing according to the scSNV database.

PP3: Multiple lines of computational evidence support a deleterious effect on the gene or gene
product (conservation, evolutionary, splicing impact, etc.) (Pathogenic, Supporting). We
exceptionally boost the strength to 'Strong' if the variant is predicted splicing and rule PVS1 was
not triggered.

Splicing is also considered in rule:

PVS1: null variant (nonsense, frameshift, canonical £1 or 2 splice sites, initiation codon, single or
multi exon deletion) in a gene where LOF is a known mechanism of disease. (Pathogenic, Very
Strong).

In PVS1, intronic variants within 1 or 2 nucleotides from the exon of the transcript splice site are
considered null variants as defined in this paper.

4.2.8 Family trio recessive (coding and rare)
The following criteria are applied in this order.

1. Keep only, either:
a. Coding variants that are frameshift or missense or nonsense or stop-loss or exon
deletion or in frame or start loss or splice junction loss
b. Splicing variants (+/-10 bp from exon ends)
2. Remove variants where allelic balance < 0.2 or coverage <=5
3. Remove variants present in both parents except if child is homozygous and both parents
are heterozygous.
4. Remove variants with gnomAD population frequency over 1% based on the ethnicity of
the proband. If ethnicity is not provided, the general population frequency is used.
5. Remove variants that are homozygous for the alternative allele in either parent.
Remove variants in mitochondria and chromosome Y.
7. Keep only variants where EITHER of these criteria apply:
a. Variant is homozygous for the alternative allele in the child.
b. Child is heterozygous and the following criteria BOTH apply:

i.  There are two or more variants in the same gene. To qualify, a variant must be
in a coding transcript of a gene with a Transcript Support Level consistent with
the sample’s settings. The variant must be Pathogenic, Likely Pathogenic or of
Uncertain Significance (VUS).

ii. The variants did not all come from the same parent; some variants on the
gene may have come from the mother and some from the father or are de

o
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novo.

Options: All of the following fixed values originally set for the filter can now be changed:
e Maximum distance from splice site

e Minimum distance from splice site

e Minimum coverage

* Minimum allelic balance

e Maximum frequency

This filter specification was kindly contributed by Dr Erica Davis of Lurie Children’s Hospital in
2021.

4.2.9 Fisher exact test

This filter will select any variants that are found more often (fisher exact test p-value <=0.05) in
the affected samples than in the controls.

4.2.10 Genesin common

All variants classified as pathogenic, likely pathogenic or of unknown significance (but only if
one of the strong pathogenic Germline rules has fired for this variant), which are found in genes
with at least one such variant in all samples of a merged analysis.

The filter works in the following way:
o |t will identify all genes with at least one pathogenic, likely pathogenic or VUS variant in all

samples.

e |t will then return ALL pathogenic, likely pathogenic or VUS variants falling in that set of
genes.

Options:

e Pathogenic only: If this option is selected, variants classified as Benign(B) or Likely
Benign(LB) or VUS/LB-B will be excluded from the results.

4.2.11 GWAS Catalog
All variants with GWAS Catalog data.
Options:

e Pathogenic only: If this option is selected, variants classified as Benign(B) or Likely
Benign(LB) or VUS/LB-B will be excluded from the results.

4.2.12 Max other samples

Remove variants that exist in more than the selected number of other samples from your group,
and those with more than 5% population frequency.
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4.2.13 PharmGKB

Variants associated with genes that have PharmaGKB information. For more information see in
the section Pharmacogenomics Knowledge Base (PharmGKB).

Options:
e Pathogenic only: If this option is selected, variants classified as Benign(B) or Likely
Benign(LB) or VUS/LB-B will be excluded from the results.

4.2.14 Segregating variants

For some of these filters, in order to add the parameterization functionality we have integrated
similarly functioning filters into one. For example, you can now find under the filter
“Segregating Variants”, the filters previously known as:
® Segregating Variants (dominant, all VUS),
Segregating Variants (dominant, strong VUS)
Segregating Variants (recessive, all VUS)
Segregating Variants (recessive, strong VUS)
Compound Heterozygous Segregating Variants (all VUS)

Compound Heterozygous Segregating Variants (strong VUS).

The segregating variants analysis falls in the category of algorithmic filters that can be
performed on Family trio analyses as shown below:

LS Va’sq‘nec“nicd Analyses Upload / view files Manage ~| Launch analysis - | Filter sets Gene lists Help

=
-
Family trio analysis @ New Analysls
Start a new Family trio analysis
New cohort analysis (multi-sample VCF)
| r 3 - please refer to our agreement for the use of this
Merge existing analyses v
Family Trio Identifier [ Family tric analysis ] @ Proband
Family Trio Identifier ' ) Please seleck
Carrier analysis For a couple
Mother
Description Merge analyses

Description
Gene list analysis
Sources to be used for mode of inheritance (affects classification) ) o .
= Algorithmic Filter analysis R
@ All Please select
O Only OMIM @
CNV analysis from FASTQ
In addition to the Full variant list, apply the Following filter (optional)

[C] Seqgregating Variants

It is a parameterizable algorithmic filter with the following options:
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Segregating Variankts
Strong VUS [

Segregating |
recessive

Compound
heterorygous
segregating

Segregating dominant variants

Variants annotated as pathogenic, likely pathogenic, or of unknown function (but only if one of
the strong pathogenic Germline Variant Classification rules has fired for this variant) that are
present (in any zygosity) in all affected samples and absent from all healthy samples. Select the
"Strong VUS'' option.

When selected, "Strong VUS" will keep variants of unknown significance (VUS) only if one of the
strong pathogenic ACMG rules has fired for this variant. If not selected, any VUS that meets the
filter's other criteria will be kept (irrespective of ACMG rules).

Strong rules are PVS1, PS1, PS2, PS3, PS4 and PP5. In addition, any rule whose strength has
been raised to "strong", "very strong" or "stand alone" will be considered a "strong" rule, even if
its original strength as per the ACMG guidelines was lower. For example, PM1 can be raised

from "supporting" to "strong" if the variant is located in a dense hot-spot.

Segregating recessive variants

Variants annotated as pathogenic, likely pathogenic, or of unknown function (but only if one of
the strong pathogenic Germline Variant Classification rules has fired for this variant) that are
homozygous in all affected samples but heterozygous or absent from all healthy samples. Select
the "Segregating recessive" option.

Compound heterozygous segregating

Variants present (in any zygosity) in all affected samples and absent from all healthy samples
and it will also find possible segregating compound heterozygous variants: those variants
annotated as pathogenic, likely pathogenic, or of unknown function that are found in genes
where all affected samples have at least two so annotated heterozygous variants. Select the
"Compound heterozygous segregating" option.

This option cannot be used in combination with the Segregating recessive option.

Running the analysis with multiple affected samples

I\ Please note that this filter is not specifically designed for family trios, but for general
multi-sample (e.g. cohort) analyses. When running it with multiple affected samples, it will look
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for variants that are homozygous in all affected samples and absent or heterozygous in all
healthy samples. The segregating variants (dominant) filter will look for variants that are
present (het or hom) in all affected samples and absent in all healthy samples.

4.2.15 Trio Recessive

Pathogenic variants that may be causative of recessive disorders in the child of unaffected
parents.

We follow this selection process:

1. We exclude variants that are homozygous for the alternative allele in either parent.
2. We exclude variants in mitochondria and chromosome Y.
3. We keep variants where EITHER of these criteria apply:
a. Variant is homozygous for the alternative allele in the child.
b. Child is heterozygous and the following two criteria BOTH apply:
i.  The variants did not all come from the same parent; some variants on the gene
may have come from the mother and some from the father or are de novo.
ii.  There are two or more variants in the same gene. To qualify, a variant must be in
a coding transcript of a gene with a Transcript Support Level consistent with the
sample’s settings. The variant must be Pathogenic, Likely Pathogenic or of
Uncertain Significance (VUS).

Options:

e Strong VUS: If selected, keep variants of Unknown Significance (but only if one of the
strong pathogenic Germline rules has fired for this variant). VUS variants qualify only if they
trigger one of the Germline rules: PVS*, PS* or PP5. If not selected, keep all VUS variants
(irrespective of Germline rules).

e Missing from one parent: Only keep variants that are missing from at least one parent
(strict); in other words, neither parent has all variants that the child has in the same gene.

e Maximum frequency for recessive: We exclude any variants that are found with a
frequency greater than the selected threshold. The default value is set to 1, so that no
variants will be excluded based on the frequency.

I\ Please note that we recommend that you further filter by genes with recessive mode of
inheritance.

4.2.16 Variants in Common

Variants annotated as pathogenic, likely pathogenic or of unknown function (but only if one of
the strong pathogenic ACMG rules has fired for this variant) that are present (in any zygosity) in
all samples.

Options:
e Common only to all affected: If selected, keep all variants that are found (in any zygosity) in

all affected samples; their status in non-affected samples is ignored.
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e Pathogenic only: If this option is selected, variants classified as Benign or Likely Benign will
be excluded from the results.

4.2.17 VarSome Picks

VarSome Picks is an advanced algorithmic filter, designed to empower bioinformatic analysis of
genomic variants using Al. This tool goes beyond conventional variant prioritization methods by
considering essential parameters such as phenotype, gene, and variant data, all within a
disease-specific context. Its primary objective is to rank potentially causative variants, aiding
researchers and clinicians in identifying significant genetic associations related to specific
diseases.

Main Features

Comprehensive Data Sources

VarSome Picks leverages a diverse set of authoritative data sources to enhance the accuracy of
its variant ranking. These sources include:

e HPO (Human Phenotype Ontology) - is used to get the phenotype (HPO term) - gene
association

® GenCC (Genetic Clinical Characterization)

e CGD (Clinical Genomic Database)

e C(ClinGen Disease Validity

e MONDO (Monarch Disease Ontology) - is used here to get the disease (MONDO term) -
gene associations.

e OMIM® (Online Mendelian Inheritance in Man)

® Gene2phenotype

e PanelApp

By integrating information from multiple databases, VarSome Picks ensures a comprehensive
and well-informed list of variants that have been classified as potentially causative for the
disease, even those previously labeled as Variants of Uncertain Significance (VUS).

Genetic and Phenotypic Parameters

VarSome Picks incorporates crucial genetic and phenotypic parameters to prioritize variants
accurately. These include:

e Phenotype(s) Selected by the User: VarSome Picks ranks variants found in the Top 10 genes
associated with the selected phenotype(s) by the user. This feature facilitates tailored
analysis, focusing on variants with higher disease relevance.

® Zygosity: Variant-related information on zygosity is considered to assess the impact of
heterozygous or homozygous variants on the disease phenotype.

e VarSome Germline Classification: The algorithm applies the ACMG (American College of
Medical Genetics and Genomics) criteria for germline variant classification, ensuring robust
variant categorization.

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 81 of 254



https://hpo.jax.org/app/
https://thegencc.org/
https://research.nhgri.nih.gov/CGD/
https://clinicalgenome.org/curation-activities/gene-disease-validity/
https://mondo.monarchinitiative.org/
https://www.omim.org/
https://www.ebi.ac.uk/gene2phenotype
https://panelapp.genomicsengland.co.uk/

¥ varsomeclinical

e Mode of Inheritance: Gene-related information on the mode of inheritance is taken into
account to identify variants associated with specific inheritance patterns.

Quality Parameters

VarSome Picks considers essential quality parameters for variant evaluation:
e Allelic Balance: For germline variants, the algorithm applies a threshold for allelic balance
to ensure reliable variant calling.
e (Coverage in the Sample: Coverage information is evaluated to gauge the depth of
sequencing and assess data quality.

How to use VarSome Picks

VarSome Picks supports germline analyses from FASTQ files and VCF files against hg38 and hg19
reference genomes. It is also available for gene list analyses.

The filter can be run on-demand (Analysis actions > New algorithm filter analysis) once the main

analysis has finished. It can also run automatically for all analyses if the group supervisor
enables this option in the analysis preferences.

Run VarSome Picks W
automatically

In this case, the algorithmic filter will automatically run only when phenotypes are provided by
the user. The results will be shown as the result of any other algorithmic filter, and in this case,
with the variants being ordered by the VarSome Pick’s assigned priority.

VarSome Picks runs only for:

e Single sample germline analysis
® Gene lists analysis
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|@ Head |

(T% Resolved) 1

Whenever phenotypes are added or modified by the user in an existing analysis, if the
supervisor has enabled the automatic analyses option, VarSome Picks will re-run automatically.
The previous output is erased, ensuring up-to-date and accurate results for the latest
phenotype selections.

It is also possible to run VarSome Picks even if phenotypes are not initially provided. In this
scenario, the algorithmic filter will not be triggered automatically. However, a warning will be
displayed to make sure our users are aware of the potential limitations of the analysis due to
the absence of phenotype information:

Note to the User/Disclaimer

Experts and users should exercise discretion in evaluating the appropriateness of VarSome Picks
for their specific use case, considering factors like non-specific or genetically heterogeneous
phenotypes and idiosyncrasies in search functionality (e.g. “hearing loss” instead of a query
using the term “deafness” may not return the relevant gene). Variable expressivity and
age-related penetrance, while important considerations, are not currently accounted for by the
algorithm. Therefore, the decision regarding the appropriateness of this approach has to be at
the discretion of the experts/the users.

4.3 CNV/SV analysis

VarSome Clinical currently offers two CNV calling solutions for your samples that are suitable for
all types of NGS samples: WGS, WES and panels.
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4.3.1 CNV/SV calling (from FASTQ)

VarSome Clinical currently offers two types of CNV calling solutions:
o Delly - suitable for single WGS samples and WGS tumor-normal CNV analysis.
e ExomeDepth - suitable for cohorts of WES/panels and also for WGS samples.

To start a CNV analysis from FASTQ, please go to “Launch analysis” > “CNV analysis from FASTQ".

Upload / view files Manage ~| Launch analysis ~| Filter sets Gene lists

0',}-*" New Analysis

New cohort analysis (multi-sample VCF)

Merge existing analyses »

@ Gene list analysis

— Algorithmic Filter analysis

CNV analysis From FASTQ

Whole exome sequencing (WES) or targeted panel data

For such samples, we use the ExomeDepth CNV caller. The read depth based tool requires five
or more (ideally between five and ten) germline or somatic samples that have already been
analyzed on VarSome Clinical. These will be run as a cohort with each sample analyzed using the
rest as a control. The samples should all have been sequenced using the same assay since CNV
calls will only be made in the assay's target regions. For optimal results, the selected samples
should:

® be from the same sequencing run
e come from individuals unrelated to each other and

e be of the same sex (either all male or all female). If the samples of the cohort are of not
of the same sex, the CNV calls obtained for chromosomes X and Y will not be reliable

All samples will be analyzed together and the results (along with a visual display) of each sample
will be shown as a sub-analysis of that sample.

I\ Please note that an inherent limitation of WES is that it produces reads only covering the
~2% of the human genome that falls in exons. Therefore, the full spectrum of CNVs and
breakpoints may not be completely characterized. In addition, many large CNVs and
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cross-chromosome events may not be detected. For optimal results, we suggest either
sequencing the entire genome (WGS), or a different experimental approach such as array CGH.
Nevertheless, CNV detection based on WES data may give a quick insight into CNV patterns for a
specific disease or phenotype. For more details on the limitations of calling CNVs in such data,
please see R. Tanner et al., 2014.

Sensitive mode

CNV calling for non-WGS CNV analyses is also available in “Sensitive mode”. Compared to
standard mode, a lower CNV detection threshold is applied, resulting in more sensitive calling
and typically in a higher number of calls. CNV detection can be particularly challenging; for
instance single exon CNVs can be hard to call. Still, in a clinical setting, the ability to detect such
CNVs is of paramount importance. Sensitive mode is optimized for the needs of clinical
laboratories. It allows a shift to the trade-off between recall and false discovery to benefit
sensitivity, compared to the standard mode.
You can enable this feature for either somatic or germline samples (or both) in Preferences.
I\ Please, note that these settings are only available to the group administrator and any
changes will be applied to all users of the group.

Analysis Preferences

Here you may define various settings applicable to analyses.

Whole genome sequencing (WGS) data

For WGS samples, VarSome Clinical offers two solutions:

® CNV calling for a single WGS sample. We use delly, an integrated structural variant (SV)
caller tool that can detect both CNVs and other forms of Structural Variants (SVs) at
single-nucleotide resolution in short-read genomic sequencing data. It combines 3
different approaches (paired-ends, split-reads and read-depth) to discover extensive
genomic rearrangements. Quality passed CNV calls (deletions and duplications) are
retained, while other types of SVs are currently not reported.

® CNV calling for a cohort of (2-5) WGS samples. The ExomeDepth caller has been adapted
to also process WGS. The solution is suitable for samples with long CNVs (>50kb) that
may not be reliably called by delly. For WGS, the assay target regions comprise the
complete genome, split into 50Kb bins. As a result, this imposes a hard minimum size
limit: no CNVs smaller than 50Kb can be detected using this approach. The requirements
for non-relatedness between the samples and their processing by the same laboratory,

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 85 of 254


https://pubmed.ncbi.nlm.nih.gov/24599517/
https://pubmed.ncbi.nlm.nih.gov/24599517/
https://github.com/dellytools/delly

¥ varsomeclinical

sequencer and ideally in the same batch, apply to WGS samples too. All samples are
analyzed in a single CNV analysis and the results (along with a visual display) of each
sample are shown as a sub-analysis.

A step-by-step example on how to run a CNV/SV analysis

Select “CNV analysis from FASTQ” from the “Launch analysis” drop-down menu on VarSome

Clinical:

Upload / view files Manage ~| Launch analysis ~| Filter sets Gene lists

- New Analysis
Mew cohort analysis (multi-sample VCF)
Merge existing analyses »
@ Gene list analysis
Algorithmic Filter analysis

CNV analysis from FASTQ

VarSome Clinical interface allows you to select a minimum of five (5) and a maximum of twenty
five (25) already analyzed samples to be used as a cohort for CNV calling. For best results, we
recommend you select 5-10 samples from unrelated individuals of the same sex that were
sequenced on the same sequencing run.

FNV an‘a If. DashboardCNV analysis
Start a new CNV analysis

Existing tag

e should only be trusted
same sex. IFa mix of male and Female samples are used, CNV
e u

[

e.
whole genome sample which will run as a single sample analysis.
1 tumor whole genome samples, from the same individual and using the
a TumorfNormal analysis.

Please see our documentation for details.
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Each sample's results will appear as a sub-analysis of the main analysis.

CNV analysis from Public CNV sample 1 Public CNV sample 2 Public ...

Description:

CNV Results of Public CNV sample 1
CNV Results of Public CNV sample 2
CNV Results of Public CNV sample 3
CNV Results of Public CNV sample 4
CNV Results of Public CNV sample 5
CNV Results of Public CNV sample 6

CNV Results of Public CNV sample 7

4.3.2 CNV annotation (from VCF)

VarSome Clinical provides a pipeline to annotate CNVs from VCF files. There are two ways to
annotate CNVs from VCFs.

e Provide a valid VCF file that contains both copy-number-variants (CNVs) and SNPs / small
INDELs when launching a new analysis either from FASTQ or VCF. Files that include both
small variants and CNVs will be split to two separate files, one for small variants and one
for CNVs (i.e .filtered and .cnv).

e Provide a valid VCF file containing only CNV variants.

The CNV analysis from VCF is launched as a sub-analysis of the main analysis. You can launch a
CNV annotation by:
- Adding a CNV VCF file when defining your sample.
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Create Samples

short2

Germine [EEREY

Files
multi_vcf_testvcf.gz - 09/11/2023 x

Sample Name

Description

Phenotype names from
® Al O Only OMIM ®

Search for phenotypes

CNV VCF file for CNV sub-analysis /
Select files...

- Launching the analysis once the main analysis has finished as a “New CNV sub-analysis”
either from single or multi sample analyses.

From the Dashboard menu:

Latest analyses - view ail anaiyses o

Based on: TruSight One May2014
no variants 5126 variants SNVs & Indels

Sample/Analysis information
by Description: N
added on by Reuse sample files
id added on View QC report

id:

Downloads
Based on Re-Annotate Analysis
94599 variants

TruSight One May2014 MNew Gene-List Analysis
5126 variants
by Add BAM file(s)
\Enl:IEIdEﬂ il Description: Mew Algorithmic Filter Analysis
by
aﬁded on New CNV Subanalysis

id Archive sample data

Start a new CNV subanalysis @ Dashbozrd
Select CNV File:
Runa CNV subanalysis:

input.cavvefigz = "AVCF file containing ENV calls {and only CNV calls) must be provided, originating from the
initially analyzed sample."

From the Analyses menu:
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o mrim e

SMVs & Indels

Sample phenotype(s)
Sample analysis information
Reuse sample files

View QC report

Downloads

Archive sample data
Re-annotate analysis

Mew Gene-List analysis

mvar ol seibbmie Fi El.'_"a'fris
MNew CHV Sub-Analysis o

Mew Repeat Expansion Sub-Analysis

Starta new CNV subanalysis @ Dashboard
Select OV il
Runs CNV subanalysis:
input cnevegz + "AVCF fle contsining CNV calls {snd only CN calls) must be provided, originating from the
initilly analyzed somple.”
o

4.4 Repeat expansion annotation from VCF file

VarSome Clinical can annotate short tandem repeats (STR) VCF files. Please go to the
“Requirements for Repeat Expansion VCF files” to find out more information.
The STR analysis from VCF is launched as a sub-analysis of the main analysis. You can launch a

STR annotation by:
- Adding an STR VCF file when defining your sample.

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 89 of 254



’ varsomeclinical

Create Samples

sample_ONT _chrl5

Germline Somatic

Files

sample ONT_chrl5.vcf.gz - 13/11/2023 x

Sample Name

sample_ONT_chrl5

Description

Phenotype names from
® all O only oMM &

Search for phenotypes

CNV VCF file for CNV sub-analysis

Select files...

Repeat Expansion VCF file for Repeat Expansion sub-analysis

Select files... "

BAM file for alignment visualization (optional)

Select files...

- Launching the analysis once the main analysis has finished as a “New Repeat Expansion
sub-analysis” either from single or multi sample analyses.
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Multi sample analysis from CHT_child_5, CHT_mother_5, CHT_Father_...
Nacrrinkinne
SNVs & Indels _
EHT_child_4, CHT_mother_4, CHT_Father_...
Sample phenoktype(s)
Update samples affected status ) )
EHT_child_3, CHT_mother_3, CHT_Father_...
Sample analysis information
Reuse sample Files
View QC report
Downloads Aple_VCF_blank_WF
Re-annotate analysis

Mew Gene-List analysis le VCF_blank_w

ample From the AP wi , panellapp gene lis...

Mew algorithmic Filter analysis
MNew CHV Sub-Analysis
Mew Repeat Expansion Sub-Analysis

Add BAM File(s)
TOEsTnphonTTT T

5. Merging analyses

- Family trio analysis

- Carrier analysis for a couple
- Merge analyses

To merge already finished analyses, click on “Launch analysis” and choose one of the options
under “Merge existing analyses”. When the analyses to be merged were run from FASTQ input
files, VarSome Clinical will perform joint calling on all samples to be merged. The allelic balance
and the coverage for each sample will be displayed in the resulting variant table. Clicking on the
coverage numbers opens a window showing the read coverage (JBrowse) for the selected variant
in that sample.

If any of the parent analyses were instead run from VCF input data, then joint calling cannot be
performed and so VarSome Clinical will merge the results of the original analyses directly.

The finished analysis will be displayed as shown in the image below: For analysis containing
more than one sample:
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Analysis State Phenotypes Type  Genome Date Variants Tags

g

User Assay

0
o

Gene List (n=3) hglo 0%

The first entry corresponds to the main sample (Automated_merge_family_trio (n=3)) , the
merged analysis, and below it are shown any sub-analyses applied to the parent merged
analysis (for example De novo candidates (naive), De novo (strict), etc).

5.1 Family trio analysis

For a trio analysis, the mandatory fields are the analysis identifier, and the identifiers of the
Proband, Mother and Father analyses. You can also select any of the listed algorithmic filters

which will be applied to the analysis' results. Please click on the © icon to get the description
of each filter. The algorithmic filters (eg. De novo candidates) are optional, and can be started at
any moment. Click on ”Start analysis” to launch the analysis.

Family trio analysis

Dashboard / New family trio analysis
Start a new family trio analysis

| This function may incur a charge - please refer to our agreement for the use of this platform.

Family Trio Identifier Proband

Family Trio Idenifier Please selec - Affected
Mather
Description
Please selec M Unaffected
Descriptior
‘Sources to be used for mode of inheritance (affects classification)

@ Al Please selec M Unaffected
O only OMIM @

] O 000

O Segregating Variants

0 Tor

[ Varianis in Commont

5.2 Carrier analysis for a couple

Choose an identifier for the analysis, and an optional description. Then, on the right hand side,
select the female and male samples that will be analyzed. You can also select any of the listed
algorithmic filters which will be applied to the analysis' results. Please, click on the © icon to
get the description of each filter. The algorithmic filters (eg. De novo candidates) are optional,
and can be started at any moment. Click on ”Start analysis” to launch the analysis.
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Carrier analysis for a couple

Dashiboard | New carrier testing analysis
Starta new carrier analysis for a couple

This function may incur a charge - please refer to our agreement for the use of this platform.

Couple Identiier Female
Couple Identifie Please selec M Unaffected
wale
Please selec M Unaffected

urees to be u
@ Al
O Only OMIM ®

In addition to the full variant list, apply the following filter (optional)

[ GWA:

() Max other samples

Segr

Variants in Commont

5.3 Merge analyses

Select this option "Merge analyses" to merge analyses with no special settings. Simply set an
identifier and select the analyses to be merged on the left hand side. Click on ”Start analysis” to
launch the analysis.

Multi sample analysis
sample analysis

Dashboard | New muli sample analysis
Start a new muli sample analy

sed for made of inheritance (affects classification)

6. VarSome Clinical Dashboard and Analyses pages

The Dashboard page displays your latest analyzed samples, while the Analyses window displays
all the samples that you or your group have uploaded to VarSome Clinical.

In both pages you can see the analysis status (e.g. running). An email will be sent to you once
the analysis finishes.
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¥ varsomeclinical Analyses Upload/viewfiles Manage v Launchanalysis v Filtersets Genelists Help Tags  About
Dashboard Dashboard
Tools Latest analyses -
Total: 4963 / 9880 v Based on:
e Monthly: 121/ 191 162020 variants 14737 variants
Description:
pr = by
added on 13 Nov 2023
S S
0 o/0
= VarSome Picks =
@ 2061242722-CHA = T
no variants
by
Description: added on 13 Nov 2023
310 by id: 43554000001
added on 13 Nov 2023
id: 43558000000
o =
Fisher exact test = T2 variants
e Based on
Description:
by
added on 13 Nov 2023 added on 13 Nov 2023
id: ~4718000001 id: 43557000000
Earedlon - Fisher exact test =
2 variants. ey
by by
added on 13 Nov 2023 added on 13 Nov 2023
id: 43093000011 & 4645000003

|\ Please note that when an analysis has no results to report, "2 VaNanis || be displayed in
the sample's grey box and no active link will be visible to access the results.
If however an analysis doesn't report any information on the variants called (or not), it doesn't
necessarily mean that it has no results to show.

Accel-Amplicon EGFR Pathway Pane

Description:

by

added on 7 Jan 2020
id: 10706000000

When clicking on “Analyses”, you will be redirected to the Analysis Table View, a table that
contains all the analyses that you or members of your group have uploaded to VarSome Clinical.
From the Analyses Table, you can see the status of each analysis you are running or have run, as
well as access the main analysis information and select any actions on an analysis.
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& varsomeciinical Upload / viewfiles Manage ~ Launchanalysis - Filtersets Genelists Help Tags  About

Analyses Dashboard / Analyses

ch & T & Select n o
Sort table b 0 v < - 2 3 4 s 21

State Phenotypes Type  Genome Date Variants Tags 1d User Assay

IR (erm 5w SOPADOM i slton
ONew a 2 0o SOPHIA DDM Myeloid Solution

o= om . m . w -
oI Acne, Adult (OMIM: 604324 al = . o
(O new @ @ 1 0D Twist Core Exome + ReFSeq Spike
©nes Hypospadias HP:0000047 &l . ©
Onew 'Hypoglossia-Hypodactylia (OMIM: 103300} - - o S

. (Oew G hos 0 1©

Descripti (i ha3s 4224 0D

o (Onew G hg 2 1y Twist Core Exome + RefSeq Spike-in
©ne Hypogeusia HP:0000224 . . ) 0o
Onew G g 13 Nov 2023 12 ©
(O New) [ g ELTET o o

For each analysis, you can view some basic information like the name and the description of the
analysis, the state, the phenotypes linked to this analysis (if any), the type of the sample
(germline [G] or somatic [S]), the reference genome used for this analysis, the date it ran, the
number of variants that were called, the number of tags added to this analysis, the analysis ID,
the name of the user that launched the analysis as well as the Assay used for this analysis.

VarSome Clinical allows the user to search for any of the analyses in which a variant has been

found. This can be done from the “Analyses” page, if you type the variant you are looking for

and press enter/click on search (“4):

Analyses Dashboard / Analyses
. o -
913254 [ ] L ] a
Sort table b P-Jm o v - 3 als ™
Analysis State Phenotypes Type Genome Date Variants Tags id User Assay
(O New 5126
(© Nev 1 1

Only those samples containing the variant will be shown in the "Analyses" menu.

In addition, it is also possible to identify samples containing the given variant within a subset of
analyzed samples. To do this, you can combine the previous feature with the Sample Tags
feature.

First, you will need to label the samples of interest using the Sample Tags. Then, you can go to
the “Analyses” menu and search for a specific variant in a subset of samples labeled with a
particular Tag.
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In the example shown in the picture below, only those samples labeled with an "az" tag and
containing the specific variant will be shown.

Analyses E Dashboard / Analyses

|-
BRCA1(NM_007294.4):c.671-49del From [ ] To - Waz .3
| . v
ttable @, — ®/ -
Analysis State. Phenotypes. Type  Genome Date Variants Tags i User Assay
I I (@ set state) G hg 01 Mar 2023 50

The accepted formats for variant search queries are the following:

e Chromosome - position - ref seq - variant seq (e.g. chr7:140453136:A:T)

® HGVS DNA-level variants (e.g. BRAF:c.1799T>A, BRAF(NM_004333.6):c.1799T>A)

e HGVS single amino acid substitutions (e.g. BRAF Val600Glu, BRAF p.Val600Glu, BRAF V600E)
e dbSNP rsid (e.g. rs113488022)

You can view the current status of each of your analyses from the colored bar on the left and by
hovering the mouse over the bar:

W varsomeclinical Analyses Upload /viewfiles Manage - Launch analysis - Filter sets Genellists Help Tags About

Analyses Dashboard / Analyses

State Phenotyps Type  Genome Date Variant: Tags 1d s Assay
G hag3! 13 Nov 20; 16 0 193
ha 13 Nov 20 3 o
hat 1 2 (1Y
G hg 13 Nov 20 o [+
Acne, Adulk (OMIM: 604324) & a3 = 1 o
G hg 1 1 (1Y
Hypospadias HP-0000047 G hg 13 Nov 20: 29 oo 43550000000
e Hypoglossia-Hypodactylia (OMIM: 103300) a - 5 . I
e G hg3¢ 1 0 10
o= hg3g 13 Nov2023 422447 [ -4718000000
G hg19 13 Nov 2023 25 [1+Y BEILLD Twist Core Exome + RefSeq Spike-in
e Hypogeusia HP:0000224 - i BT 7 o
G hg 13 Nov 20; 126 o
G hg 13 Nov 20; 0 o “Twist Core Exome + RefSeq Spike-in
hg19 1 0 (e} 240000000 “Twist Human Core Exome
hat9 13 Nov2023 0 00 43239000000 o
The different colors indicate different sample/analysis status that follow this pattern:
Red: the analysis has failed
on.L008 fastq.genozip test2 ©w G hg1e 28 31 2023 oD 41445000000 Twist Human Core Exome
S - -

Green: the analysis has finished successfully
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|= germline single vcf bam Acne, Adult (OMIM: 604324) - ot o suta0s . o ©ats000000
= Description o - o
[ITh ~ hat0 28 Wi o2 n 12N Aassnnannn Twiet Liuman Cara Evama
Blue: The analysis is currently running
Analysis State Phenotypes. Type Genome Date Variants Tags Id User Assay
germline single vef bam Acne. Adut (OMIM: 604324) G ngs 28 3u1 2023 S 1© 41445000000
Gray: The analysis is archived
Analysis State Phenotypes Type Genome Date Variants Tags Id User Assay
(@ setsae) G hg19 28 Feb 2017 307 442 i1+ 32000000 TruSight One May2014

You can open the analysis actions menu by clicking on the three horizontal lines next to the
name of the analysis:

'Va—mdinicd Analyses Upload /view files Manage ~ Launchanalysis ~ Filter sets Gene lists Help Tags About
18

Analyses Dashboard / Analyses

Search... subjectid, phenotypes, diseases, variant From

A-
SurttablebyRows 0 v <-z 34 s ar >

\ Analysis State Phenotypes Type  Genome Date Variants Tags 1d user Assay

nain_analysis_for_re
R G hg38 07 Nov2023 2 0Q 43093000000
SNV & Indels
43092000000
sample phenotype(s) G hgls  o7Novaoz3 2 I Twist Core Exome +RefSeq Spike-n
Sample analysis information 2091000000
Reuse samplefiles G hgis  07Novaoz3 2 1) Twist Core Exome + RefSeq Spike-in
View QC report 13050000000
Downloads G hg1s  07Nov2o23 32 oo Twist Core Exome + RefSeq Spike-In
Archive sample data Multi_sample_analysis_not_genotyped.42... _— 135 5 o T
Re-annotate analysis “ :
New Gene-List analysis L
F G hgB  07Novoz3 2033 00 43080000000
New algorithmic filter analysis
New CNV Sub-Analysi
v crivsubAnabsts ] hgi9 07 Nov2023 5126 0D 43055000000
New Repeat Expansion Sub-Analysis
Add BAM file(s) Jebem. 11 no bam hgts 06 Nov2023 sa 1 4706000000
b i ) 43067000000 B
ot G hgis  06Nov2023 34 oo Twist Human Core Exome
escripton:

From the Analyses Table, you can also change the name or the description of your analyzed
samples:
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‘Va-sa-red'ricd Analyses Upload fview files Manage -~ Launch analysis ~ Filter sets Gene lists Help

Analyses

Search... subject id, phenotypes, diseases, variant Fram 1 To
Sort table by: Rows:| 20
Analysis State Phenotypes Type Genome
- _
= (O new) G hg19
Description: [ -
Multi sample analysis from S T Syncope HP:0001279 Syncope, Familial Vasovagal
=> - 2 ':O Ne\vil —y—[_’— 5 2NLOPE, Tamita Yasovaqal hg19
Description: ~ (OMIM: 609289) ...
= Multi sample analysis Fron . {m_} Syncope HP:0001279 Syncope, Familial Vasovagal ha19
Descriptian: = (OMIM: 609289) ...
Analysis state Phenotypes Type  Genome Date Variants Tags W user Assay
Iz germine single v bam M) fens A (OMIN 2052 6 nge  2s3uz023 2 1O 41448000000
Description: v @

Additionally, when adding phenotypes to the analysis these will be displayed on the Phenotypes
column.

Analysis State Phenotypes
= - New
2 Description:
- . R — . . . A

Syncope HP:0001279 Syncope, Familial Vasovagal
(OMIM: 609289) ...

T
O
=
m
z

Description:

Syncope HP:0001279 Syncope, Familial Vasovagal
Description: (OMIM: 609289) ...

i
O
=
m
z

I
a
=
]
=

N

When you launch any sub-analysis on your main analysis, you can click on the arrow on the left
of the analysis to view the sub-analysis:

’Vmﬂcd Analyses Upload fview fFiles Manage ~ Launch analysis ~ Filtersets Gene lists Help

Analyses

search... subject id, phenotypes, diseases, variant From [ To ]

Sort table by: EESGEEELLEL N Rows: | 20w

Analysis State Phenotypes Type Genome

(O New) G hg19
Drescription: -

=T Multi sample analysis from Ifm_\l Syncope HP:0001279 Syncope, Familial Vasovagal hgt9
Description: = (OMIM: 609289) ...

= Multi sample analysis from . (O—Ne\ﬁ' Syncope HP:0001279 Syncope, Familial Vasovagal hg19
Diescription: —_— (OMIM: 605289) ...
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’VE'SCXTEd.“Cd Analyses Upload fviewFfiles Manage - Launch analysis - Filtersets Gene lists Help

Analyses
Search... subject id, phenotypes, diseases, variank From ] To W
Sort table by: m Rows: 20 w
Analysis State Phenotypes Type Genome
=5 (O new) G hg19
Description: —
= Multi sample analysis from - {mﬁ Syncope HP:0001279 Syncope, Familial Vasovagal hg19
D = (OMIM: 609289) ...
= Multi sample analysis Ffrem . {mﬁ Syncope HP:0001279 Syncope, Familial Vasovagal hg19
Description: = (OMIM: 509289 ...
Analysis filtered by Gene list from Syncope HP:0001279 Syncope, Familial Vasovagal ha19
Based on: Multi sample analysis from {OMIM: 609289) ... g
CNV Results of - Syncope HP:0001279 Syncope, Familial Vasovagal = —
Based on: (OMIM: 609289) ... g
=5 (O new) G hg38

Description:

The Analyses Table view also displays possible issues detected in the sample by FastQC or other
guality control measures applied:

’Va’scx'redi’icd Analyses Upload /view files Manage - Launch analysis - Filter sets Gene lists Help

Analyses

= o vewy G g1y 20 NV 20Z3 £l o]
Description —
Multi sample analysis fron AT Syncope HP:0001279 Syncope, Familial Vasovagal

= (O new) Pt SR hgt9 27 Nov 2023 0 1§
Dt ©hew) (OMIM: 609289) .. g ©
Multi sample analysis from I T Syncope HP:0001279 Syncope, Familial Vasovagal

=> (O new) Lol St P S hgt9 27 Nov 2023 5.138 1€
Description: N (OMIM: 609283) ®

=5 (O new) [ hg38 27 Nov 2023 4 10
Description
Multi sample analysis from -

= P! Y (Onew) ha19 27 Nov 2023 0 0
Description

—, Multisemple analysis from eI hato P ] o 06
Description B
Multi sample analysis from S T Ovarian Melanoma (MONDO: 543) Esophageal

= (O new) T —— == hg19 27 Nov 2023 5.138 1

’ Description Qtiew) Melanoma (MONDO: 1182) o o ©

=> = hg38 26 Nov 2023 57 18
e a o

= (O New) G hgt9 26 Nov 2023 32 (il

= (O new) hg38 26 Nov 2023 5 []+Y
Description —

= O new G hgt9 26 Nov 2023 134 o
e : ° 9

Clicking on the error or warning icon will let you investigate the issue.
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fFastq
[ 14

Please note thak the information displayed below may be updated with new messages until a few minukes
after the analysis has finished.

& 100% of positions have coverage < 8. the minimal coverage to call a variant. Even homozygous variants may be missed

When an analysis is finished, it will appear on your Dashboard and, depending on the state of
your clinical sample, you can select a predetermined status for it. The Clinical Sample Status is a
way to organize analyzed samples within a team or between different teams that collaborate to
yield a clinical result. In this way, when the analysis is finished and is ready for a curator team to
examine the results and yield a diagnosis, the Clinical Sample Status can give information on
the status of the analysis at a given moment by the previous team that worked on it. If a clinical
diagnosis was completed for an analysis, the Clinical Sample Status can be changed to indicate

([# Resolved)
whether a diagnosis was made (I'*-l:'—-"I ) or if no diagnosis could be reached (

(@ Unres ,,}).

For the analyses that were performed before 11.7.5 release a black status icon will appear next
to the analysis name and by clicking on it, you can select a status for your older analyses:

®

WGS pcr-free WGS -PCR

5207330 variants .
Description:
by @
added on 19 May 2023
d:
%
After an analysis is finished, you can choose between four different statuses:
®23-05 -test0l =
ONEW ]
(& READY
Z
¥ RESOLVED
(® UNRESOLVED ®
(O NEW

: The analysis has finished running and its results can be viewed.

(@ READY . . . L .
: The analysis is ready for review. This option is useful when multiple teams share

the work of analyzing a sample, and the first team sets up basic filtering and then passes it on to
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the next team. Setting the state to "Ready" indicates that the first pass has been done and the
sample is now ready to be viewed by the next team.

[/ RESOLVED . .
: A diagnosis has been made.

UNRESOLVED : The analysis was inconclusive: no diagnosis can be made at this time.

The Analyses tab displays all the analyzed samples. You can use the “Search” field to look for
sample names, users, phenotypes or diseases. Gene list analyses or algorithmic filters are
displayed as sub-analyses of the main sample.

Analyses Dashboard / Analyses
s bject id, phenotypes, From ™ T ™ z “ &
v - 2 3 a4 s 2
To see the list of available options for the analysis, click on
Analysis starting from FastQ: Multi sample analysis: Analysis starting from VCF:
SNVs & Indels =
Sample phenotype(s)
SNVs & Indels

Sample/Analysis information SHNVs & Indels
Sample phenotype(s)

Reuse sample files sample phenotype(s)

Gene coverage Sample/Analysis information

Update samples affected staktus

View QC report SamplefAanalysis information Reuse sample files
View FastQC report

Reuse sample files View QC report
Coding coverage report

View QC report Downloads

Region list coverage report

Downloads Coding coverage repork

Download PGX report Downloads N Re-Annotate Analysis
Mew Gene-List Analysis
Re-Annotate Analysis Re-Annotate Analysis
_ _ _ ) Add BAM file(s)
Wew Gene-List Analysis Mew Gene-List Analysis

New Algorthmic Filter Analysis New Algarithmic Filter Analysis New Algorithmic Filter Analysis

New CNV Subanalysis Mew CNV Subanalysis

MNew CHY Subanalysis

Archive sample data . . )
Mew Repeat Expansion Sub-Analysis Archive sample data
Delete FASTQ sample data

Delete BAM sample data
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6.1 “Analysis actions" options
You can choose among a series of actions that allow you to retrieve information or generate
different reports, providing an overview of your results, or further explore the analysis. You can

also access this menu from the "Analysis Actions" button of the upper right corner at the variant
table page.

SNVs & Indels

The results of the analysis. When clicked at the Dashboard leads to the Variant table.

Sample phenotype(s)

Using these fields it is possible to add and modify the clinical description of the sample as
described below.. You can choose this option if you want to provide phenotypes associated with
your case from a drop-down menu or view the already selected ones. The phenotypes will be
matched to the resulting variants.

Add / Modify phenotypes

You can also add phenotypes in an already analyzed sample by clicking on the button of the
Analysis actions menu either when viewing your sample in the Analyses page:

Multi sample analysis From

*_r\n.--rlnl'l.ﬂ-r"
SMVs & Indels
Sample phenotype(s) |- @

Update samples affected skatus

ior_| i
Sample analysis information
Reuse sample files
WView QC repork
Downloads Y

Re-annotate analysis

Mew Gene-List analysis i

Mew algorithmic filter analysis | i i ' B
Mew CHV Sub-Analysis

Mew Repeat Expansion Sub-Analysis

Add BAM File(s)

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 102 of 254



¥ varsomeciinical

Or you can edit the Phenotype information from the results page of an analysis by clicking on
the "Analysis actions" button:

@———____Tags About i . .
—_—E——n____

Y Filters & Report generation Analysis actions «

m SHVs & Indels
a
p— cample phenotype(s)
Transcript Position Update samples affected staktus

SamplefAnalysis information

exon 10 of 21 positi...
Reuse sample files

exon 21 of 21 positi... View QC report

exon 2 of 5 position ... Downloads

exon 15 of 18 positi...  Re-annotate Analysis

exon 2 of 11 positio... Mew Gene-List Analysis

Add BAM File(s)

exon 19 of 21 positi... S _
MNew algorithmic Filter Analysis

exon 15 of 18 positi... New CNV Subanalysis

exon 11 of 27 positi... Mew Repeat Expansion Sub-Analysis

You will then be directed to a new screen where you can add the phenotype information and
then click on "Save" to apply the changes. After a few minutes, the "Phenotypes" column will be
updated

Phenotype(s) information

Dashboard / Phenotype(s) information
Provide phenatype(s) information for 101212809-Madre_74.119TESTING

Warning: Adding or removing phenotypes will not modify the ACMG classification, it will only affect the “Phenotypes” column with the number of phenotype associations.

Start by Filling in a phenotype.
Click on phenotype from the drop down menu to add it to your phenatypes selection.

O Al @ onlyomme

Start Filling i a phenotype (type 3 characters minimum). Search mltiple by separating with semicolon '

Selected phenotypes

There will be a column named "Phenotypes" in the variant table with a value per each variant.
This column will contain the number of user input phenotype(s) associated with the variant
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gene.

Germline Class Germline Rules Phenotypes
I o3 sron Lo spportiog 608 2
 Likely benign @ 0
PM2 Suppor:ing 2
@ 2
0
0

OADODOD
0

BP4 Strong 0

oD 0

T
i

Hover over the number with the mouse to see the name of the matched phenotypes.

This column can be used to sort the table in descending/ascending order. You can also create a
dynamic filter to filter variants based on these values following the steps below:
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Tags About -

Y Filters & Report generation Analysis actions =
Fl:u'l;r:-wr:-.:wr:r:./ﬁr' C m
S
Dver@] Genes Phenotypes

=~ Filters

CASQ2 0
THINTZ2 ENSGO0000286... 0
TGFB2 4]
RYR2 0
PRDM16& 4]
PCSES 4]
ACTHZ2 4]
A Number of Phenotypes @ m
[0 Exclude variants that match
Number of Phenotypes
o T
w OMIM Variants Filter Add
~ Custom Variant Classifications Add
~ ACMG Points Scare add

@ Save filter set

Update sample affected samples

It is possible to change the affected status of the merged analysis from the three horizontal lines
next to the analysis name on the Analyses page.

This option is useful in order to run algorithmic filters for segregating variants, where you need
to set which sample is the affected and unaffected respectively.
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Ma<rrinbinne

SMHVs & Indels
Sample phenotype(s)

Update samples affected status

Sample analysis information :
Reuse sample files B
View QC report

Downloads

Re-annotate analysis
Mew Gene-List analysis
Mew algorithmic Filter analysis

MNew CHY Sub-Analysis

Mew Repeat Expansion Sub-Analysis
Add BAM file(s)
Delete BAM file(s)

You will be directed to a screen, as the one shown below:

Multi sample analysis from

Dashboard / Update sample status
Update sample status

Affected status

N/A v

Affected status

N/A v

Affected status

N/A v

You can delete the filters displayed, then update the affected/unaffected status of your samples
and run the algorithmic filters you would like for your merged analysis.

Sample/Analysis information

It opens a pop-up table with an overview of information about the analysis and the sample, the
sequencing (e.g. capture method, number of reads and bases, sequencer), the analysis (e.g. the
versions of the databases and the implemented pipelines and software), databases,
classification (e.g. ACMG annotator version) and other useful metrics such as those mentioned
below.

Useful metrics:

o Predicted Sex: As part of the main analysis, the sample sex is predicted based on
zygosity in selected chromosome X SNVs. The algorithm assumes that females are XX
and males are XY. Sex is predicted with a p-value (binomial test) <0.01, otherwise sex
is undetermined. INDELs are not considered in the calculation due to their higher
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false positive rate.

o Rare Homozygous Count: This metric provides the fraction of rare variants in

homozygosity. A minimum of 50 genotypes are required to report results.

- An SNV is considered rare when its frequency is below 1% or if it is unknown.

- InDels are not considered in the calculation due to their higher false positive rate.
The number of rare SNVs and their fraction in homozygosity is reported.

o Runs of Homozygosity: Samples are scanned for the presence of extended segments
of homozygosity. Runs of homozygosity (ROH) are computed directly from the VCF
file. These calculations are based on the information contained in the VCF file (either
the user's or the one generated by VarSome Clinical) and specifically on the either
genotype likelihoods (PL) or genotypes (GT). By default, genotype likelihoods are
expected. ROH is calculated for different minimum region sizes (100Kb, 500Kb,
1.5Mb and 5Mb). For each size, we calculate the number of regions of that size or
greater which show evidence of ROH.

Please note:

- ROH are computed for germline samples, but not for somatic

- Only bi-allelic sites are considered in ROH calculations.

- ROH are only reported for autosomal chromosomes.

- All ROH have a minimum of 50 variants

- INDELs are not considered in the calculation due to their higher false positive
rate.

- Minimum ROH quality (Phred score) is 20. ROH quality represents the probability
of the state assignment being incorrect. Larger values indicate a more confident
call.

- ROH is calculated for all analyses. Please note, however, that ROH results for
small, targeted panels are less reliable because of the sparseness of the target
regions.

The following ROH related metrics are reported for each length threshold in Analysis

Actions > Sample/Analysis Information:

NROH: The number of ROH sections detected in the sample

SROH: The total length of ROH in bp

maxROH: The length of longest ROH segment in bp

FROH: The fraction of autosomal genome in autozygosity

ROH are visible also in the Sample View.
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Reuse sample files

This option is available if you wish to reuse an existing sample for a new analysis. A blue box
message in the upper right corner of the page will let you know that you will receive an email
when the input file(s) of the sample is/are again available for new analysis and which you can
view in the "Upload / view files" page.

Gene Coverage

When clicking on Gene Coverage, a new window will open showing a tree with the coverage per
gene. I\ Please note that only information for 100 or fewer genes is shown since the depiction
of more genes would be impractical. If you wish to see coverage information for analyses with
more than 100 genes, please use a gene list to limit the displayed results to 100 genes or fewer.

The gene list can be selected when the new window opens by clicking on . If this
option has been selected when analyzing a gene list, the tree will contain only the genes from
that gene list.
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short2 Gene Coverage ey

Gene coverage (100 genes are displayed at max)

TNNTZ {35; @ ) Exonl Eﬁ]
TRIMG3{23}-0) () Exonz (29)

NPEA {23} - () Exon3 (30)
ZBTEL7 {23; 9 NM_003238.5- Exond (27
ACTAL (22} © <) Exons (24

MEXN {21; @ () Exong su)
PCSKa (18) O ) Exon? (2)

RYRZ {19; @

Lt {1630 ) Exonl (5)
KCNDS3 {18)-0) C) Exanz (17
chsor (14} © &) Exon3 (23]
ACTNZ (13300 = . ) Exona (30]

GJAE[ [9; @ BAS 011 <) Exons }27
PROMIG !sg o ) Exoné (24

LOLRAPL (B} 00 ) Exon7 (11}

EELENCN {T) e () ExonE (2]

TGFE2 {8} »

NPPAASL ()-8 O Exont f]
NRAS {2)-0) ) Exonz (17)
GaA {0} O ) Exon3 (23]

CACNALS {0} § ‘ ) Exond (30)

LOC100130331 (o) NI TImet) ) Exons (27
HCNE fo) O ) Exoné (19
ACTE {0} ) Exon? (11,
GIAL OO ) ExonB (2)

LOC L48709.{0} £ 2

KCHALD {0} O (} Exonl (5]

ACTG140} ) Exonz (29)

ACTGIPE0 o) O ) Exona iao
H3F3A {0} O NR_138128.1 () {_) Exond (27°

TMOD4 {0} O ) Exons glqg

KCNAS (0} 0 () Exoné (11
KIRAZ013 ’;J ) Exon? (2)
H3F3APS “f‘

SALLA {0}

RAFL{0}-0)
CES1P1{0) O
CHIHE {0} O
TRML o) O
GATADLO} O
MiGAL {0} O
shortz O DEHNDHE {0} O
TMEMA3 @
GEP21{0)- &
HADHA {0}
DSG210)-@
POAZ o) O

FAM1B98 {0) 0
FEN1-{0}-0
MYOE {0} 0

TRPME {0} O

6RO}
EvAsio) O

MYHIT {o)-£)

ZMFZET (o) O

BYNCZLIL {0} @

GACNAIC [0} O
MYHG o &

ALMSTO}-E)

ZC3H12A [0} O

ELCNEA {0}

ARAPS [0} ©

SMADE {0}
RYRI {0} ©

CREBALI (o) 0

SCNSA =]

LAMAZ {0} &)

MYBPC3 {0} £

AGO3 {o}-0)

PRELP {o}-&

ANK2 [0}
PKPZ {00
Schig oy @
MIE1 {0} €
ABCE (04O
WYL (o) &

Clicking on any gene will result in a tree of its transcripts and each transcript is also expanded to
a tree showing the coverage of individual exons. Clicking on an exon will open a new tab,
showing the read coverage from the corresponding bam file.

. . TR L
If you click on the filter - icon on the top left corner this will take you to a new page,
showing a long list of genes. You can filter for your gene of interest:
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Sample_FASTQ )

S CBSL (138}-@
KCNEZ (133}-0)

CBs (1330

KONE1B (58}-@

KCME1 (52}

RIPPLY3 (0 O

LINCOO163 (0} &

TRIMES (0} O

UBE2G2 (0} O

Filter by gene list

Gene List

The following options concern the generation of different reports and can be useful when the
user needs to check the quality of the sequencing in terms of coverage or retrieve information
about the alignment.

View Quality Control report

You can view a quality control report about your analysis and download it as a PDF file or export
it as a docx file. The report includes a list of information such as sequence technology, read
alignment results, regions reported, coverage, number of identified variants by class, summary
for ACMG rules and number of SNV found in coding regions.

In order to find the Quality Control (QC) Report of an analysis in VarSome Clinical you can go
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either:

- to the Analyses page and select from the three horizontal lines next to the
analysis name you wish the "View QC Report" or

LA LI L LI L DO Sl e DR |

Nocrrinkbinn:

SNVs & Indels

Sample phenotype(s)
sample analysis information
Reuse sample files

Gene coverage

pi.pane
View QC report Fom VCF
View FASTQC report 8o

Coding coverage report

Region lisk coverage report

Downloads

Coverage report For targeted regions £31)

Archive sample data

Delete FASTQ sample data ulti_sa
Delete BAM sample data
Re-annotate analysis gl test
Mew Gene-List analysis

. - . Pl test
Mew algorithmic filter analysis
Mew CNWV Sub-Analysis

Pl test

Mew Repeat Expansion Sub-Analysis

- in the Variant Table page you can click on the "Analysis actions" button and select
the same option
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About -

heneration Analysis actions ~ @

- SMVs & Indels

Sample phenctype(s)
Functie Samplefanalysis information

Reuse sample files

° Gene coverage
View QC report
a . Wiew FastQC reptljrt
o @ ’ Coding coverage report

Region list coverage report
Downloads

Coverage repart for targeted regions

Lo}
o
@ Re-Annotake Analysis
a Mew Gene-List Analysis
Mew Algorithmic Filter Analysis
a Mew CNV Subanalysis
@ Mew Repeat Expansion Sub-Analysis

Archive sample data
Delete FASTQ sample data
Delete BAM sample data
A QC report includes all of the categories presented below:
General information

Simple information about the user, the reference genome, the sequencing technology,
the file name and the type of pipeline used.

Software and Database versions

Information about Saphetor's and Sentieon's software versions used for alignment and
variant calling and all available sources' versions that were used in the pipeline for
annotation.

Read alignment results
This matrix reports information about the alignment of all reads and on the targeted
regions of the selected assay.
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Read alignment results for short

Total number of reads:

Mumber of duplicates:

Mumber of reads singly mapped:
Mumber of reads unmapped:

Mumber of reads multiply mapped:

Mumber of reads with gapped alignments:

Mumber of reads below minimum guality:
Mumber of reads with insert size:
Average insert size:

Mumber with supplementary mapping:
Mumber out of mapping range:

Mumber of bases in reads:

All reads
18 284
3645 (19.94%)
13 BO7 (75.51%)
18 (0.10%)
25 (D.14%)
431 (2.36%)
383 (2.09%)
14 166 (77.48%)
138 bp
0 (0.00%)
0 (0.00%)

2211519

Regions reported and Average region coverage

On target
13 105 {T1.67%)
2789 (15.25%)
10 103 (55.26%)
0 (0.00%)
2 (0.01%)
212 (1.16%)
1 (0.019%)
10 295 (56.31%)
139 bp
0 (0.00%)
0 (0.00%)

1611185

Display of information regarding the assay used for the analysis and the average
coverage of the targeted regions.

Coverage

Regions reported:

Average region coverage: 76

TruSight Cancer (1736 regions, 320536 bp)

This matrix shows the coverage depths and percentages of all positions in total and of
the targeted regions

VarSome Clinical User Manual

Version: 11.9.1 - 19th December 2023

Page 113 of 254



& varsomediinical

bp % regions k)
Coverage (All positions) (All positions) (Targetregions) (Target regions)

5x 309 140 964 1483 854
Bx 307135 958 146% B4.6
10x 306 320 956 1467 B4.5
20x 296 875 926 1435 B2.7
30x 275 785 86.0 1346 7715
50x 211401 66.0 1010 58.2
100x B2 567 258 387 219
300x 1682 0.5 9 0.5

Variant type summary

Variant type summary

Type Variants observed Clinically reported In dbSNP In GnomAD Movel*
Total 20953 o915 437% 15767 7s525% 9655 4so8% 5051 z2411%
SNV 12894 200 1.55% 9354 7v2s5% 3 B09  z2954% 3507 zrom
Deletion 4172 369 B.B4% 3565 B545% 3199  7e.5E% 530 1z7owm
Insertion 3135 345 11.00% 2824 oouew 2647 B4.43% 286 0.12%
Substitution 752 1 0.13% 24 319% 1] 0% 728 geB1%

"Movel” refers to variants not found in dbSMRP, gnomaAD, or clinical databases.

Number of identified variants by ACMG class*:

The matrix presents the number of automatically classified variants in each of the 5
standard pathogenicity classes.

Number of identified variants by ACMG class*:

ACMG class
Benign 23
Likely Benign 2

Uncertain Significance 0

Likely Pathogenic 0
Pathogenic 0
Total 25

* [NOTE this classification is of the variant itself, and doesn’t say how it affects this patient. For example the variant can be Pathogenic but it may not be causative if
t's recessive and the patient is heterozygous)
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Summary for ACMG Rules
Display of the number of times (and its percentage) each Germline Variant Classification
rule was triggered.

Summary For ACMG Rules

Total 65

BA1 22 33.85%
BP4_Strong 21 323%
BP6_Moderate & 2.23%

BP&_Very Strong 4 6.15%
BP4 3 4.62%
BP7 2 31.08%

PM2_Supporting 2 3.08%

BP3 1 1.54%
BP6 1 1.54%
BP6_Strong 1 1.54%
BS1 1 1.54%
BS2 1 1.54%

Variants found in Coding Regions

Variants found in Coding Regions :
Type Total InClinVar In dbSHP In GnomAD
SNV 4 3 7s500%m 4 10000% 4 100.00%

Insertion 1 0 ooow 1 1000w 1 100.00%

Type Total In ClinVar In dbSNP In GnomAD

SNV T 6 B5.71% 7 100.00% 4 57.14%
Deletion 1 0 0o00% 1 1000 1 100.00%
Insertion 1 1 1ooo0% 1 100000% 1 100.00%
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Quality Control report for CNV analyses

The CNV quality control report is a useful tool to evaluate the performance of a CNV analysis
and to check the correlation between the control samples chosen for each test sample in a
given cohort.

It can be accessed from the CNV main analysis as shown above, and provides the following
information:

e Sampleld: VarSome Clinical unique ID assigned to the sample

User sample name: the name given by the user for each test sample.

e Median fragment count: It is the median fragment count in each genomic interval of the
assay .bed file. These are data generated by exomedepth and used to ensure that a
sufficient number of reads is present in each sample. Samples should have a similar range of
values (same order of magnitude).

e Number of reference samples: number of reference samples used as controls for this test
sample.

e Reference sample names: the names of the samples used as a reference (control) set.

Correlation: correlation coefficient between the test sample and its reference samples.

e Sex: sex of the samples in the cohort

User ple name Median fragment count Number of reference samples Reference sample names Correlation  Sex
37127 NA12878_WGS_PIPE_262 1225 1 ERR174310_WGS_PIPE_262 0.9847 F
37141 ERR174310_WGS_PIPE_262 3438 2 NA24385_WGS_PIPE_262 0.9781 M
NA12878_WGS_PIPE_262
37142 NA24385_WGS_PIPE_262 8722 1 ERR174310_WGS_PIPE_262 0.9738 M

We highly recommend users check the CNV QC report first. This report provides useful
information on how the reference set of samples was generated for each of the samples of the
cohort. It also checks that the median coverage of each sample was sufficient.

Each input sample is compared against an optimized set of reference samples chosen from
among the other samples of the cohort. The set of reference samples is automatically generated
by the algorithm for each sample of the cohort (test sample). I\ Please bear in mind that the
reference set of samples might not include all the other samples of the cohort. The reference
set is chosen based on how well the coverage correlates with that of the test sample. The
algorithm will choose the largest set of samples from the reference with the greatest correlation
coefficient.

A sample will not be included in the reference set if it results in a decrease of the correlation
coefficient.

In the CNV QC report, the user can check how many samples were used to construct the
reference set for each test sample and their correlation coefficient. A high number of samples
(at least 2) used for the reference set and a high correlation coefficient (> 0.97 for gene panels
and > 0.98 for exomes) would be indicative of a good performance and a higher reliability of the
CNVs found in that test sample. If the coefficient of correlation is too low for a test sample, the
algorithm won’t be able to generate meaningful results, and no CNVs will be called in that test
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sample.

Calling CNVs on the sex chromosomes can create issues if the test sample and the reference
samples it is being compared to are not gender matched. To make reliable calls on the Xand Y
chromosomes, you need to make sure that all samples are of the same sex.

The information from the three different metrics that can be found on the column call quality
control can be used in combination with the CNV QC report.

For example, when the second call quality metric (number of reference samples) fails for all
variants of the variant table:

~ Public CNV sample 6 - CNV Results of Public CNV sample & Pubise CNV smpls § (35 CNV RisSulls of Pulise CHY Samg... | CHY RSuts of Putss CV Simpie 8 +2mars [
. Wariand Langih Call Quality  Copy Numbsr Typs Ga Quality Scors 5 ACMG Class CHY Rulss Mumber of genas
(| 3 348 409 - :I a 138957 Dtn ACARZ. 511 [[oese TLmsaimra ot 05
08T 967 sla w1517 dedeton ARRED 1 D 56
40 < x|+ 2ozST Guplcaion AMELY 158 o o 1
R 15304 et SOHB 157 o O 1
T Flols zobias upeation FECCHA T30 [ s 1
41 | o) 13EEES st WICA-ASL 447 [ ] [cem T st 1
Aarrir ®

we should go to the QC report and check the size of the reference set. In this example, the
reference set used to call CNVs on "Public CNV sample 6" has only one sample and it is
therefore below the threshold (2 samples), and this is why the second call quality metric fails for
all variants. In this case, we suggest repeating the CNV analyzes with other samples that could
be better correlated with the test sample.

Sample

name Coverage (Median) Number of reference samples Reference sample names Correlation  Gender (Predicted) Sex (User defined) wsex (Consensus)
Public 604 2 Public CNV sample 3 Public CNV sample 2 0.9975 _ _ _
CNV

sample 1
Public 673 3 Public CNV sample 4 Public CNV sample 1 0.9988 _ _ _
CNV Public CNV sample 7

sample 2
Public 739 2 Public CNV sample 1 Public CNV sample 4 0.9976 _ _ _
CNV

sample 3
Public 784 3 Public CNV sample 3 Public CNV sample 2 0.9987 _ _ _
CNV Public CNV sample 9

sample 4
Public 1256 1 Public CNV sample 8 0.9954 _ _ _
CNV

sample 5 /
Public 1099 1 Public CNV sample 8 0.9882 _ _ _
CNV

sample 6

View FASTQC report

A quality control report for high throughput sequence data. For more information please see
the documentation of the FASTQC tool.
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In order to find the FastQC report of an analysis in VarSome Clinical you can go either:

- to the Analyses page and select from the burger menu of the analysis you wish
the "View FastQC Report" as shown below, or

-0

SMVs & Indels

Sample phenotype(s)

sample analysis information
View QC report
View FASTQC report | -l—@

Region lisk coverage report

Downloads

Archive sample data

Delete FASTQ sample data

Delete BAM sample data
Re-annokate analysis

Mew Cene-List analysis

Mew algorithmic filter analysis

Mew CHY Sub-Analysis

Mew Repeat Expansion Sub-Analysis

- in the Variant Table page you can click on the "Analysis actions" button and select
the same option.

Tags About -

Y Filters

Inheritance Function Zy: Sample/Analysis information

& Report generation Analysis actions

5NVs & Indels

Sample phencbype(s)

Wiew QC report
AR 00
View FastQC report
AR 0 @ Region list coverage report

- @ Downloads

Re-Anmatate Analysis
- ° Mew Gene-List Analysis
Mew Algorithmic Filter Analysis
Mew CMV Subanalysis
- 0 Mew Repeat Expansion Sub-Analysis
AR (in] Archive sample data
Deleke FASTQ sample data

Delete BAM sample data
- AMm v
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The different analyses (modules) performed for the FASTQC report are summarized on
the left of the screen, for each FASTQ file used for the analysis.

Summary
@

Q:

The symbol on the left of each module corresponds to a flag of "Passed", "Warn" or
"Fail".
Here, we include examples for each module with what should be expected as a result:

Basi isti
Simple information about input FASTQ file: its name, type of quality score encoding,
total number of reads, read length and GC content.

@ Basic Statistics

Measure Value

Filename short_S1_L001_R1_001.fastq.gz
File type Conventional base calls
Encoding sanger { lllumina 1.9

Total Sequences 9142

Sequences flagged as poor quality 0

Sequence length 35-151

HGC 56
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Per base sequence quality
A box plot showing aggregated quality score (Phred score) statistics at each position

along all reads in the file.

Quality scores across all bases (Sanger / lllumina 1.8 encoding)
40

iH%%%%%%%QQE%EEEEE%EE%%%QEE%%EEEE?§§%%T

20

28
26
24
22
20
18
16
14
12

[ T T S &) B v x

1 23 45 6 7 8 68 1518 30-34 45-49 60-64 75-79 80-64 105-1086 120-124 135-13% 150-151
Position in read (bp}

Per tile sequence quality
The graph allows you to look at the average quality scores from each tile across all of

your bases to see if there was a loss in quality associated with only one part of the flow
cell.
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Quality per tile

1102

1102

1101
1 234567 8 9 1518 2034 4549 6044 7379 90924 105-109 125-128 143-148
Fosition in read (bp}

The picture above shows an ideal case, where no quality loss is reported in any tile of
the flow cell. On the contrary, in the picture below you can see that certain tiles show
consistently poor quality. The colors are on a cold to hot scale, with cold colors being
positions where the quality was at or above the average for that base in the run, and
hotter colors indicate that a tile had worse qualities than other tiles for that base.

Quality per tile

1 2 3 456 7 89 1518 30-34 45-49 60-64 75-79 90-54 105-109 120-124 135-139 150-151
Position in read (bp)
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Per sequence guality scores

A plot of the total number of reads vs the average quality score (Phred score) over the
full length of that read.

Quality score distribution over all sequences
Average Quality per read

5000
4000
3000
2000

1000

19 20 21 22 23 24 25 28 27 28 29 30 3l a2 33 24 35 a8 aF a8
Mean Sequence Guality {Phred Score)}

Per base sequence content

This plot reports the percent of bases called for each of the four nucleotides at each
position across all reads in the file.

Sequence content across all bases

100
®T

®C
90
R
80
70
&0
50
40

3O><><>oo<><f

20 /’»-*--_.._H____‘-——.._ —

10

1 2 3 4 5 & 7 8 4§ 15-1% 25-29 35-3% 45-4% 5559 6569 7579 85-8% 95-99
Position in read {bp)
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Per sequence GC content

Plot of the number of reads vs. GC% per read. The displayed Theoretical Distribution
assumes a uniform GC content for all reads.

GC distribution over all sequences

GC count per read
Theoretical Distribution

50000.0
40000.0
30000.0
20000.0

10000.0

0.0

0 5 10 15 20 25 30 35 40 45 50 55 60 65 70 75 80 85 90 95 100
Mean CC content (%)

Per base N content
Percent of bases at each position or bin with no base call, i.e. ‘N’

M content across all bases
100

Yol

a0

80

70

G0

50

40

30

20

10

1 2324586 7 8 9 151% 30-24 45-4% G50-64 7379 &60-84 105-108 120-124 1351326 150-15
Position in read (bp)

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 123 of 254



¥ varsomeclinical

Sequence Length Distribution
Shows the distribution of reads lengths over all sequences.

Distribution of sequence lengths over all sequences

Sequence Length
3500

3000
2500
2000
1500
1000

500

. 20-34 40-44 50-34 50-64 70-74 20-24 094 100-104 110-114 120-124 130-134 140-144 150-152

Sequence Length {bp)

Sequence Duplication Levels
Percentage of reads of a given sequence in the file which are present a given number of
times in the file.

Percent of seqs remaining if deduplicated 91.62%
100
% Deduplicated sequences

% Total sequences
j1o]

80

70

a0

50

40

30

20

10

1 2 3 4 5 g 7 g8 2] =10 =50 =100 =500 =1k =5k =10k
Sequence Duplication Level
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Overrepresented sequences
List of sequences which appear more than expected in the file.

@Overrepresented sequences
No overrepresented sequences

Adapter Content
Cumulative plot of the fraction of reads where the sequence library adapter sequence is

identified at the indicated base position.

% Adapter
100
lllurnina Universal Adapter

lllurnina Small RMA 2' Adapter
90

MNextera Transposase Sequence

a0 SOLID Small RMA Adapter

70
60
50
40
20
20

10

1 2 3 4 5 68 7 8 8% 151% 25-2% 35-39 45-49 55-58 65-69 75-79 55-8% 6599 110-114 125129 140
Position in read {bp)

I\ Please note that if an error or warning is reported by FASTQC, VarSome Clinical will also
provide a warning to the users. For more information see User messages.

Coding coverage report

You can use a previously created gene lists to produce an Excel document reporting coverage
information of the coding regions included in the analyzed gene list. This report can be exported
for all component samples of a multi-sample analysis.
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A B C D E F G H | ] K L M N (o] P
1 [gene lﬁegiun Coding Length Mean Cover #bp<5x  #bpz5x  %CoverzSx #bp<l0x  #bpz10x  %Coverz10x #bp<20x  #bp220x  %Coverz20x #bp<30x  #bp230x  %Coverz30x
2 |acTCL chrl5:35086881.35087009 129 100 0 129 100 0 129 100 0 129 100 0 129 100
3 |acTCL chrl5:35085446..35085770 325 321 0 525 100 0 325 100 0 325 100 0 325 100
4 |acTC1 chrl5:35084600.35084770 162 269 0 162 100 0 162 100 0 162 100 0 162 100
5 |acTc1 chrl5:35084291.35084482 192 292 0 192 100 0 192 100 0 192 100 0 192 100
6 |ACTCL chrl5:35083315.35083496 182 181 0 182 100 0 182 100 0 182 100 0 182 100
7 |acTcL chrl5:35082613.35082756 144 223 0 144 100 0 144 100 0 144 100 0 144 100
8 |acTcl total 1134 249 0 1134 100 0 1134 100 0 1134 100 0 1134 100
9 |ACTNZ  chrl:236849974.236850098 126 207 0 126 100 0 126 100 0 126 100 0 126 100
10 |ACTN2  chrl:236881158..236881272 115 148 0 115 100 0 115 100 0 115 100 0 115 100
11 |ACTN2  chrl:236882194.236882313 120 344 0 120 100 0 120 100 0 120 100 0 120 100
12 |ACTN2  chrl:236883405..236883451 87 248 0 87 100 0 87 100 0 87 100 0 87 100

Coverage report for targeted regions

Generates an Excel document for the coverage of the regions captured by the specific assay that
you selected when launching the analysis.

§ W Coverage report on targeted regions

PAllRegion  Coding LetMean CovéMinimum ¢#bp<Sx  #bpz5x _ %Cover=5! #bp<8x

Rl chr1:69091 918 0 o 918 0 0 918
EBlchri:62100 9239 o o 239 [ [ 939
Rl chr1:86132 72 0 o 72 0 0 72
6 [NSELEEY 182 o 0 182 0 0 182
[l chr1:86641" 51 [ 0 51 0 0 51
SRl chr1:87115 125 0 o 125 0 0 125
Ml chria7aa 20 o 0 20 0 0 20
O chr1:67465 186 0 0 186 0 0 186
LUl chr1:87652" 163 0 o 163 0 0 163
REMlchr1:87751 116 o o 116 [ [ 116
AEM chr1:5777% 79 0 0 79 0 0 79
LE chr1:87793 500 0 o 500 0 0 500
REM chr1:87862 125 [ 0 125 0 0 125

#bp=8x

©cocooooooooooo

%Cover=8} #bp<10x |#bp=z10x %Coverz1t#bp<20x #bpz20x %Coverz2+#bp<30x #bp=30x %Coverz3’#bp<50x

0 918 0 0 918 0 0 918 0 0
0 939 0 0 939 0 0 939 [ [
0 72 0 0 72 0 0 72 0 0
0 182 0 0 182 0 0 182 0 0
0 51 0 0 51 0 0 51 0 0
0 125 0 0 125 0 0 125 0 0
0 90 0 0 20 0 0 90 0 0
0 186 0 0 186 0 0 186 0 0
0 163 0 0 163 0 0 163 0 0
0 116 0 0 116 0 0 116 [ [
0 79 0 0 79 0 0 79 0 0
0 500 0 0 500 0 0 500 0 0
0 125 0 0 125 0 0 125 0 0

You can find it under the “Analysis actions” tab, as shown below,

Tags

About

Inheritance

faR

VarSome Clinical User Manual

Function

0o

Version: 11.9.1 - 19th December 2023

SHVE & e

Sample phenotype(s)
SamplefAnalysis information
Reuse sample Files

Gene coverage

View QC report

View FastQC report

Coding coverage report

Region list coverage report

Downloads

Coverage report for targeted regions

Re-Annotate Analysis

Mew Gene-List Analysis

Mew Algorithmic Filter Analysis
Mew CHV Subanalysis

Mew Repeat Expansion Sub-Analysis
Archive sample data

Delete FASTQ sample data

Delete BAM sample data
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or on the Analyses page if you follow the steps shown below:

Lrescnpon

SMVs & Indels
sample phenotype(s)
Sample analysis information pple
Reuse sample files
Cene coverage
View QC report Pl :
View FASTQC report
Coding coverage report Pl
Region list coverage report |
~Downloads.
Coverage report For targeted regions
" Archive sample data ik
Delete FASTQ sample data
Delete BAM sample data HT_
Re-annotate analysis
Mew Gene-List analysis

Mew algorithmic filter analysis
[Fa

Som:

Mew CNV Sub-Analysis

Mew Repeat Expansion Sub-Analysis

Description:

Region list coverage report

You can use a list of public/custom regions of interest to produce an Excel document reporting
coverage information about these regions. Contact us in case you want to add regions to your
analysis. In order to find the Region list coverage report of an analysis in VarSome Clinical you
can go either:
- to the Analyses page and select from the burger menu of the analysis you wish the
“Region list coverage report” or
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LT LI

SMVs & Indels

Sample phenotype(s)

. . nple
Sample analysis information -
| Reuse sample files
Gene coverage
| View QC report |
Q P Pl_sa

View FASTQC report

| Coding coverage report

Pl_sa
Region lisk coverage report o

Downloads

Coverage report for targeted regions
. Archive sample data .:r_kul
. Delete FAST() sample data |

Delete BAM sample data HT_F:
| Re-annotate analysis |

Mew Gene-List analysis Pl_sa
| Mew algorithmic Filter analysis

Mew CHV Sub-Analysis |

. . Bomati
Repeat Expansion Sub-Analysis |

®
Region List Coverage Report o\

Please select a region list from the available options

Select...

o

- in the Variant Table page you can click on the "Analysis actions" button and select
the same option
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Tags About

—

OEEa

Sample phenotypels)

Inheritance Functie Samplefanalysis information

Reuse sample files

AR °
Gene coverage
View QC report

AR o View FastQC report
Coding coverage report

AR 0O @( — )
Region list coverage report

AR ) )

Downloads

Coverage report For targeted regions

Mew Gene-List Analysis

Mew Algorithmic Filter Analysis

e
&
(] Re-Annotate Analysis
©
e

AR
Mew CNV Subanzlysis

AR 0 Mew Repeat Expansion Sub-Analysis

Archive sample data

Delete FASTQ sample data
¢
Delete BAM sample data

b
Region lisk Coverage Report o

Please seleckt a region list from the available options and then select Download A%

Region list

Downloads

This option directs you to a new screen where you can see any files associated with this analysis
that are ready to be downloaded.
Sample Data Files:
o VCF file: A compressed (*.vcf.gz) VCF file will be downloaded with the results of the
variant calling.
m For sub-analysis (gene list analysis and algorithmic filters) there is the new option

to “Generate VCF” that contains only the filtered variants.

o BAM file: Download the bam file (the sample's reads aligned against the reference
genome) used in the analysis. For multi sample analyzes you will find the BAM (and
BAl) files for each component sample.

o BAlI file: The BAI file format is the index file of a BAM file. This is a companion file for
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your previous BAM file, which doesn't contain any sequence data but acts as an
external table of contents allowing a computational tool to navigate in the BAM file
and locate specific parts.

Quality control File:

o QCreport (PDF)

o QCreport (docx)

Download PGX report

PharmCAT is a pharmacogenomics clinical annotation tool that generates a report containing
genotype-based prescribing recommendation. This option is available for WGS samples, run
against hg38 and using one of the WGS capture methods: “‘WGS+PCR' or “‘WGS-PCR'.
o The report comprises 4 sections:
m Genotype Summary: This section has a summarized table of the matched
genotypes and the following associated clinical annotations: Drug, Gene, Allele
Functionality and Phenotype
m Prescribing Recommendations: This section includes a list of recommendations
per associated drug, along with bibliographical reference material
m Allele Matching Details: Detailed information about how data in the sample VCF
matches up with haplotype definitions
m Disclaimers: PharmCAT disclaimer (in blue) as stated in their website and the
disclaimer about the default running parameters in Varsome Clinical (in yellow),
as shown below.

PharmCAT Report

pharmcat

Date created June 28, 2023
PharmCAT Version 2.2.2
CPIC Version v1.22.1

Disclaimer: In this pharmacogenomics report, non-variant positions in PGx relevant genes are explicitly converted from “./." (missing) to “0/0” (homozygous
reference), meaning that in those positions, the sequence is identical to the reference genome instead of unknown. The PGX report with positions as
missing vs reference can lead to different results.

Sections

. Genotype Summary

Il Prescribing Recommendations
Ill. Allele Matching Details

IV. Disclaimers

Disclaimer: PharmCAT is only able to generate recommendations based on the information provided to the software. The gene and variant information for
all reported sections are interpreted directly from user-supplied data. The user recognizes they are using PharmCAT at their own risk. For a detailed
disclaimer see Section IV.

Typically in WGS samples, a large fraction of the PGX relevant positions that are considered by
pharmCAT are absent from the input vcf. If those missing positions are assumed to be “no-call”,
the resulting PGx report results in the output of multiple possible genotypes, and hence less
specific treatment recommendations.

In VarSome Clinical, we assume that all missing PGx relevant positions are homozygous
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reference. However, this may not reflect reality, because such positions may in fact be
unreadable or uncallable. Running PharmCAT with positions as missing vs reference can lead to
different results.

Re-annotate Analysis

Reannotating will not change the list of identified variants (we do not perform the calling again),
it will simply update the annotations for the same list of variants using the data available on the
day of re-annotation. This means that some Germline Variant Classification might change if they
are affected by newer data. Re-annotating an analysis is charged at 50% of the price of the
original analysis.

New Gene-List Analysis

This option will re-start the analysis with the same sample using a previously generated gene list
of selected genes or a gene list created from selected phenotype(s) or disease(s). It will appear
as a sub-analysis of the initial analysis.

Add BAM file(s)
Select a BAM file for alignment visualization. If your sample type is VCF, you can upload and add
a BAM file to visualize the alignment.

Start a new BAM aligment
Select BAM file:

— @ =z

Once the BAM file is added to a sample, IGV and JBrowse links will be displayed on the
“Coverage” column of the Variant Table. These links will allow you to visualize the alignments in
each variant position.

I\ Please note that the BAM file will be taken into account when calculating storage fees. For
more details please read the Storage Management section.

New Algorithmic Filter Analysis

It opens a new screen with the available algorithmic filters, as seen in Algorithmic filters section.
Please click on the info @ icon, to get a description of each filter. Algorithmic filters create a
snapshot of the parent analysis, with a filtered subset of variants, according to each Algorithmic
filter. You can run a sub-analysis choosing a filter from the list or you can ask for a custom made
filter.
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New CNV Sub-analysis
Launching a CNV analysis from VCF as seen in CNV annotation (from VCF).

New Repeat Expansions Sub-analysis
Launching a CNV analysis from VCF as seen in Repeat expansion annotation from VCF file.

Archive sample data

The analysis will be archived and a VCF file will be stored.

Delete FASTQ sample data
Allows to delete the fastq files used for the analysis. Once this option has been used, this will be
disabled meaning that the files have been deleted from the server.

Delete BAM sample data

Allows to delete the bam file produced by the alignment during the analysis. Once this option
has been used, this will be disabled meaning that the files have been deleted from the server.
For more information on storage fees please refer to this article: Data Deletion and Data Storage

Fee explained.

6.2 User messages

VarSome Clinical introduces a monitor to highlight quality issues related to user input data and
ensure that they won’t be missed. The easily accessible display consists of badges of different
colors based on their severity (errors-red, warnings-amber and information-blue). These
messages are visible both on “Dashboard”/“Analyses” and “Variant table” menus, per sample
and provide useful information about the status of each sample during the quality control step.

Quality control is performed at the FASTQ (FASTQC tool) and the BAM level, to ensure that the
raw data is good enough to reliably analyze the results. For each analysis, warning or error

Micons may appear on the "Analyses" / "Dashboard" menu to inform the users that the
quality control of the FASTQ file produced warnings and/or errors.

FastQC.warning.
Twist Human Core Exome

1 variants 4
Description:
=

added on 19 Apr 2023

»
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To reduce the number of error/warning messages displayed on the “Analyses”/ “Dashboard”
menu and improve their practicality, FASTQC errors have been divided into three groups
according to their frequency: Frequent, Standard and Rare. The Frequent messages include Per
base sequence content as well as Per sequence GC content. Frequent errors will not display any
warning or error message, therefore their messages will not appear as warnings or errors on the
"Analyses" / "Dashboard" menu.

On the other hand, Standard errors include:
Per tile sequence quality

Overrepresented sequences
Adapter Content

Sequence Duplication Levels
and will display a single warning when there are more than two present in the report.

Note: Sequence Duplication Levels will be ignored when the analysis uses an amplicon kit.

®

Please note that the infarmation displayed

I & Read File Fastq.gz: Per base sequence content

I £\ Read file fastq.gz: Per sequence GC content

I & Read File [fastq.gz: Per sequence GC content
Read File Fastq.gz: Per tile sequence quality
Read File .Fastq.gz: Sequence Length Distribution
Read file .Fastq.gz: Sequence Duplication Levels
Read file Fastq.gz: Overrepresented sequences
Read file Fastq.gz: Per tile sequence quality

Finally, Rare errors include:

Per base sequence quality
Per base N content

Per sequence quality scores
Sequence Length Distribution

and will display an error message when there is one or more of them present in the report.
To know more about what parameters of FASTQC have raised the flag, you can click on the
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icons, and a pop-up window will appear showing you a detailed description.

FastQC.warning.
o»

JC Report  View FastQC Report

Please note that the information displayed below may be updated with new messages until a few minutes after
the analysis has finished.

& 100% of positions have coverage < 8 the minimal coverage to call a variant. Even homozygotic variants may be missed

The FastQC report contains errors that may need your attention.

Fastq

Please note that the information displayed below may be updated with new messages until a few minutes
after the analysis has finished.

| & 99.9% of positions have coverage < 8. the minimal coverage to call a variant. Even homozygous variants may be missed

Please note that the information displayed below may be updated with new messages until a few minutes
after the analysis has finished

89.3% of positions have coverage < 5. The variants with an Allelic Balance = 0.2 may not be represented by a single read

The same information is also available in the variants table for an individual analysis:

—

o
[).. variant Variant Type Gene Symbol Germline Class Germline Rules HGVS
chr21:44488824 delAs =, Deletion (2) CBS ™, [ T ] [ Likely benign = ENSTO00D03981...
O chr21:44478031 C=T SNV CBS = [ ikely berise] ENSTO00003981...
] chr21:44476003_4 insT Insertion (1) CBS = DD ENSTO00003981...
0 chr21:44477878 G=C SNV CBS = D DD CETTT  ENST000003981...

In the same way, there are some quality checks run at the alignment level that will produce
warnings and/or error messages in case there are issues with the coverage of the sample.
Additionally, if one sample included in a CNV cohort analysis does not have enough coverage,
the whole CNV analysis will fail and an error message will be displayed informing about the

problematic sample.
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Analysis State Phenotypes Type  Genome Date Variants Tags i User Assay
I €NV analysis from n1 n2 n3 nd ns (n

G
()

CNV analysis from n1 n2 n3 n4 n5

Please note that the information displayed below may be updated with new messages until a few minutes
after the analysis has finished.

& The coverage of sample(s) ni n2 n3 n4 n5 is koo low ko be used in a CNV analysis

6.3 Tabs

If multiple analyses have been performed using the same sample, they will be organized as tabs
adjacent to the current analysis's title, with the first tab being the main analysis.

When there are more than three analyses, a total of four tabs will be displayed. These include
the main analysis, the two most recent sub analyses, and a tab indicating the remaining number
of subanalyses.

W varsomeclinical Anslyses Upload/viewfiles Manage - Launch analysis + Filtersets Gene lists  Help T

v _WGS_ - CNV Results of _WGS_ W analysisrom WES... € CNVResuitsof WS PL.| & CHY Resuls of wes.. (+tmore
B

0. e Length CallQuality  Copy Number Type Genes Quality score Germiine Class CNV Rules Number of genes Reads expected Reads observed Read
7.299.999 v xx 0 deletion  AGPATSPLAMELYA. @ 2090 [ Pachosenic ] DED 132 691 58.209 1363 00234
O 92949999, x x 261353 duplication  AARSD1P1,ABCBT, 239 o= oD 1510 1215 1418283 2166554 153
u] 49419999, x x 261353 duplication  ACAAZP1,ACE2,AC. 1280 [oere overce) 759 6173 776078 1187039 153
O 14949999 s x x O deletion  ACTGIP11ACTGIP2... 3460 o= oD 345 1891 86.190 1092 00127
O 599999 s % x 261353 duplication  ACTGIP10,ALASZA 153 [osnoseric) oD 130 1150 59760 BTIE 153
w] 54999 vox oo 222651 duplication  ADAMS ATPGVIGIP. - [-ocncacric] @ 9% 17 5022 5878 147
O 849999 sox o 107SET deletion  ABHDITAPS ASHZL... 467 oD s 28 16340 61T 0527
O 599999 sox oo 142868 deletion  ACTRIBP1.DUXALY 553 - 3 21 21429 14432 0673
D 199999 s %% 30908 duplication  ENSGO000017414, .. 891 - 13 7 207 200 213

To view and access all the sub analyses associated with the main analysis, users can click on the

v
arrow located to the left of the analysis title or on the last tab with the title “+ n more”,

+13 more

where n is equal to the remaining number of sub analyses (for example ). This action
will reveal the analysis tree, presenting all the analyses in chronological order.
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v _WGS. !

Analyses

CNV Results o

CNV Results o

CNV Results of

7. Variant table

The results are displayed in the variant table. Rows contain the identified variants, and columns
contain core annotations for each variant (Variant, Variant type, Class, Genes, Function,
Zygosity, Allelic balance, Coverage). However, none of the columns is mandatory, you can

choose the ones to be displayed using the "Columns" icon E . The length of each column of
the variant table can be adjusted by dragging the sides of the column headers.

Tip: The column order in the variant table is user-specific, meaning each user can set up a
custom order and visibility of columns.

You can hover over the info icon @ next to the column names to display the column
information. The variant table is sorted by the Germline Variant Classification by default

showing the most pathogenic variants first on the list. You can use the icon to sort the
variant table by different columns (e.g. phenotypes, variant position, coverage) in ascending or

descending order. Use the “Reset/refresh” E icon to return the variant table to its original
state.

The variant table can be accessed by the user who requested the analysis or by other people
belonging to the same group.
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v g Ty B e e o3 @ Ay itered by Gene o O QY D czrms
a O @ = -+ * & = F Search for gene, chr (e.q. chr1 ¢ m 2 s YT + E- &

(L. Variant VariantType O Gene Symbol Germline Class. Germline Rules Phenotypes HGVS HGVS Protein HGVS Coding Transcript Position  Overlapping Genes Inheritance Function

chr1:116247826 T=C SNV casQ2 U X ety patiogenic] 5 2 NM_001232.4:c...  D309G(p.(Asp30... C.926A>G exon 9 of 11 positio. cAsQ2 AD/AR [

[ chri:25880262 delAAAAA  Deletion(s)  LDLRAP1 0 NM_0156273cc...  p2 8913789-133del  inkron 108 positio...  LDLRAP1 AR [

0 chri:237656125 delAAGG  Deletion(4)  RYR2 Lo bioderste Y72 supporting 2 NM_0010353cc...  p2 €1826-86_1828-83del  inkron 180f 104 pos...  RYR2 AD o

O chrt:237958751 delT Deletion (1) RYR2 2 NM_0010353cc...  p2 €13956+131del inkron 96 of 104 pos...  RYR2 AD [

O chri:819612delaAAAA  Deletion (5) [ 2P+ moderate ] o

O chri:142803275_6insAAC  Insertion (3) [sps moderat= ] 0 227 bpbefore trans...  ANKRD20A14PENSGOO.

O chr1:201331068 A=G SNV TNNT2 ° o< oos oserats 1 NM_001276345....  1231T(p(le231T...  c.692T>C exon 14 of 17 positi...  TNNT2 AD 00

O chri:31124691 T=C SNV [2-sstrong) o

O chr1:31124690 A=C SNV CED o

O chr1:35057230 dela Deletion (1) D 0

7.1 Description of results page functionalities

Columns for Germline/Somatic samples:
e Variant: The variant's sequence and genomic location.
e Variant type: SNV (single nucleotide variant); for INDELs and substitutions, the number
of nucleotides affected are shown.
® Gene Symbol: Gene used for annotation and classification of the variant for ACMG (&
AMP for somatic samples)

e User variant classification: custom classification for variants marked by the user. User
classifications are also available for AMP and for ACMG rules when the user clicks on
“Save as manual classification” below the ACMG/AMP verdict. The custom classifications
are linked to the variant and will be displayed in other analyses of a user's group if the
same variant is found.

More specifically, you can classify a variant using either any of the five standard classes
of pathogenicity ("Benign", "Likely benign", "Uncertain significance", "Likely pathogenic"
and "Pathogenic") or any of the pre-set classifications as shown below, by clicking on the
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Classify variant

=]
Mone

1 e " e 55 ACMG Rules HGVS HGVS Prot
Global classifications Your classifications

® Benign @ Artifact ric CEEDCEEDG NV 0043336, L597V(p.Le
@ Likely Benign @ bluered

a ® Uncertain Significance @ Pharmacogenomics D CEEDGCIEZDGEEE ENST00000269..  RI75L(p.Arg

O @ Likely Pathogenic [ ] QWEROIUQWAOQSE?S%WA 09%@@ NM 001164665 R1BAfs*G4(p
@ Pathogenic @ SampleClassification B

g P

O Common Artefact @ test m CEDCEDTDED( ENST00000269...  V172D(p.Val
@ Drug Response @ Test

O g Hesp ‘P CEED @ GCEETER ENST00000269...  QLE7K(p.GIr
@ Disease Association @ test_manual_classificati

O Risk Factor @ to review : DD NM_001127208....  P463Lfs*23(
@ Protective

i EMNSTO0000269... =

O @ Phenotype Association =

O @Terl D NM_000256.3C.... -
@ Tier 1l

O  @Tierm ] CEED NM_022489.4:C....  V1247DIs"8!
@ Tier IV

You can also create your own classification tags. To do this, click on the icon located
above the variant table:

v iy Al 519 (GRRRRR ;o sy OGO
0 CEEEXTE DRSS . : |

L. variant Variant Type Gene Symbal Germline Class Germline Rules Phenotypes HGVs HGVS Pratein HGVS Coding Transcript Position  Overlapping Genes eritance Function
chr1:116247826 T=C®% SNV CASQ2 o0 D CEDCEZEDO 2 NM_001232.4C...  D309G(p.(Asp30...  C.526A>G exon 9 of 11 positio...  CASQ2 AD/AR 0o

[ chr1:25680262 delAAAAA  Deletion (5) LDLRAP1 [Likety benign] (o] 0 NM_015627.3C...  p2 €.89-137_89-133del  intron 1 of 8 positio. LDLRAP1 AR (-]

O chri237656125delAAGG  Deletion(4)  RYRZ [ iy benion [oe+ mocerace Y pz supporting§ 2 NM_001035.3c.... P2 .182886_1626-83del  intron 18 oF 104 pos...  RYR2 Ap )

O chr1:237958751 delT Deletion (1) RYR2 [ ety erign) @ 2 NM_001035.3c....  p? €13956+131del intron 96 of 104 pos...  RYR2 AD ]

[ chri:6815612 delaAAAA  Deletion (5) [xety berion [or vodecate] )

O chr1:142803275_6insAAC  Insertion (3) [y berige [or vodecare] 0 - - - 227 bp before trans...  ANKRD20A14PENSGOD.

O chr1:201331068A=G % SNV TNNT2 (1] [ Likely benign } [o5: (676 modersteLprzLrpsees ) 1 NM_001276345....  1231T(p.(le231T...  ¢.692T>C exon 14of 17 positi...  TNNT2 AD [ [i- Yackm:}
O chri:31124691 T=C SN [Licly barign e sirns 0

O chri:31124690 A=C SNV [Licly berign foes siron 0

O chr1:35057230 dela Deletion (1) CED [o5: Jors ) 0

A pop-up window will be shown where you can add your custom tags. You need to give a
name to the tag and a unique classification code. Finally, you can choose a color for your
tag and then just click "Save".
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Classifications

Available variant Classifications

Artifact (12345878)

bluered (bluered) Custom_Classification_2

(cc2)

Pharmacogenomics (123) QWEROQIUQWAO9BET890

QWA 0IQWE (12123)

test (test) test_ manual_classification test_manual_classificationn
(123) (136)

SampleClassification (123)

Create a classification

Fill in a unique classification code - 11

Color

Description

Description

The new custom classification will be available together with rest of the options:

' WCF

MNone

Global classifications

@ Benign

@ Likely Benign

@ uUncertain Significance

@ Likely Pathogenic

@ Pathogenic
Common Artefact

@ Drug Response

@ Disease Association
Risk Factor

® Protective

@ Phenotype Association

@ Tier |

® Tier

® Tier 1l

® Tier IV

Your classifications

® Artifact

@ bluered

@ Pharmacogenomics

@ QWEROIUQWAO9BETS
@ SampleClassification

@ test

@ Test

@ test manual_classificati

@ to review

Custom Germline & Somatic Variant Classifications

The Germline and Somatic Variant Classifications allow users to modify the set of
triggered rules if they do not agree with the verdict. Once you have modified the set of

rules, you click on the "Save as manual classification" icon.
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Save as manual classification

CurrentAnnotation %X @

enc s | Lovo.pathogenic | Frequencies

This will be saved as a custom classification attached to the variant. If you hover over
with the mouse you will be able to see the manual classification with the set of rules

used and the user who made the classification (in brackets).

294.4, MANE select.

‘Sample Information Findings

8 Mode of Inheritance ADIAR, based on gene information from CGD, ClinGen Disease Validity, GenCC, Mondo, OMIM and 2 more.

Rule

rvs1 @D O

Very Strong v

s @O0

Very Strong v

No phenotypes or diseases provided

Potential artifacts
This can help you to identify potential artifacts by comparing the number of times a

variant is observed within the samples of the group. The system will label the variants as
“Automatically Tagged Likely Artefact (VarSome)” if:

® The group has more than 20 samples analyzed
e The variant has a population frequency lower than 1% (according to gnomAD)

e The variant is found in more than 10% of the samples.

Automatically Tagged Likely Artefact (VarSome) -

(] ehr2:215802332 G=A SNV
updated: 2023-12-08

chr11:5248004 G=A SNV HBB ®

Comment on variants

You can attach comments to variants by clicking on the "Comments" icon:
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Variant

Variant Type Gene Symbol Somatic Tier Somatic Rules

chrX:76972563 dela Deletion (1) ATRX @ @@m@

[J  chrx76972554 delAA  Deletion (2) ATRX (Drugin] path 1] Freq1]

[ chrx:76954630 delT Deletion (1) ATRX [ vier iv] [ orug T Germ v ] path 1] Freq v]

[ chrx:76954591 dela Deletion (1) ATRX [ Tier 1v] [ orugn L Germ v ] path 1}

[J  chrX:76953295 delAC  Deletion (2) ATRX @ @@m

O chrx76940534A=G SNV ATRX [ vier 1v] [ orug u [ erm v ] path 1 L ype v [ Freq u ] pred iv]

A pop-up window will be shown where you can add your comment. The comment will be
attached to the variant and it will be shown in other samples of your group where the
same variant is found. The comments are also private for your group by default.

Comments on variant: chr22:39777835 T=C
Comments are attached to this variant, not the subject

Make a comment on this variant
write your comment on the variant. By default comments you make can only

be viewed by you and people in your department unless you select to share
the comment in which sample anyone will be able to view it

[CIshare comment autside your group
By default only users in your group can see your comments

[(IThe comment is specific to this sample only
Specific to sample comments appear only in analyses related to the sample and not

any other analyses even if the variant is the same
Add comment

e Share comment outside your group: if you click this option the comment will be
shared with the VarSome community of users.

e The comment is specific to this sample only: if you choose this comment, the
comment will be attached only to that sample and it won't be shown in other
samples even if the same variant is found.

All custom classifications, along with other users' actions can be monitored by the group's
supervisor via the audit trail tab.
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Tags | Audit Trail | About -

Dashboard

If your group does not have a group supervisor or you would like to transfer this role to
another user please contact our support team.

The Audit Trail shows the record of different actions that have been made from all users
of a group on the samples analyzed. This log is only visible to the group supervisor.

The group supervisor can retrieve specific actions recorded in the Audit Trail by using the
filters which allow to filter by user, action type and date.

Search for user:

Filter by action:

Select...

From Date: To Date:

The Audit Trail shows the following action types performed by users of the same group:

Sign in / sign out: who has signed in and out and the IP address.

View / access a URL: who has accessed which analysis.

Accepted analysis terms: users who have accepted the analysis terms before
accessing the results. Note that the users need to accept the analysis terms the first
time they access the results. This is not required for analyses for which they have
already accepted the terms.

View analysis messages: sometimes there are messages associated with the analyses.
These messages are related to the quality of the input samples and are aimed to warn
users of potential quality issues that may require the user's attention. If a user checks
these messages, this action is recorded in the Audit Trail.

Analysis launch: users who have launched an analysis.

Variant classification: when users add, modify or remove manual variant
classifications, this is also stored in the Audit Trail.

Analysis filtering: users who have applied filters in analyses.
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e Variant export: variants selected for export and which user has selected them.

Audit Trail

Import list of custom classifications and variant comments

VarSome Clinical can also take your list of custom classifications (i.e. manually curated list
of variants) and upload it privately to your account, along with variant comments.

If you have your own, custom pathogenicity classifications for certain variants or wish to
add information in the form of a comment, you can send us a file with this information.
We will then include this information and display it in any of your analyses where the
relevant variants appear. However, the provided file needs to fulfill certain requirements
in order to be processed correctly:

o The file provided by the user should be in CSV (comma-separated values) format
with content in the following order: chr,position,ref,alt,classification,comment(s).
The classification should be one of 'P' (pathogenic), 'LP' (likely pathogenic), 'VUS'
(variant of unknown significance), 'LB' (likely benign) or 'B' (benign).

o Multiple comments should be separated by semicolon ( ; ) and the size of each
comment is limited to 2000 characters.

o One classification per variant is expected.

o Each CSV file corresponds to one specific user. Multiple files need to be provided for
multiple users.

o It is essential that the corresponding reference genome (hg19 or hg38) is specified
by the user along with the provided file(s).

This is an example of a valid CSV file:

chrb5,125562,C,T,P,found in a young adult with melanoma;

chré,34229972,T,G,B,Common artifact
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Classification Nomenclature

Standard classifications must be declared with the following names to comply with the
nomenclature used by VarSome Clinical. They can be referred to either by the full name
or its code:

- B orBenign

- LB or Likely Benign

- VUS or Uncertain Significance
- LPor Likely Pathogenic

- Por Pathogenic

- CA or Common Artefact

- DR or Drug Response

- DA or Disease Association

- RF or Risk Factor

- PR or Protective

® CNV: this column is shown when the user runs a CNV analysis with the sample. It will
have green ticks if any of the following conditions meet:
o thereis a CNV that overlaps with the position of the current variant
o there is a CNV in the same gene where the current variant was found (not
necessarily in the same position of the variant)

e Class: Variants are ordered by our pathogenicity classification:
5 = Pathogenic,
4 = Likely pathogenic,
3 = Uncertain significance,
2 = Likely benign,
1 = Benign.
® ACMG Rules: The set of triggered ACMG rules are displayed in clickable bubble icons
that include the rule's description and explanation for triggering.
® HGVS: HGVS nomenclature for the variant.

® HGVS Protein: HGVS nomenclature for the protein sequence change compared to the
reference.
HGVS Coding: HGVS nomenclature for the variant.

e Transcript position: Variant described on the DNA level in relation to a specific gene
based on the coding DNA reference sequence.
Overlapping Genes: The name of any gene(s) the variant falls within.

e Inheritance: Mode of inheritance of the gene from the CGD, OMIM, ClinGen Disease
Validity, gene2Phenotype, GenCC and Domino databases:
o AD: autosomal dominant
o AR:autosomal recessive
o XL: X-linked
o BG: blood group
e Function: The position of the variant with respect to the gene it falls within, and its

coding effect (if any).
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5f 5' Flank nc non-coding exon

5u 5'UTR fs Frameshift

3f 3' Flank ms Missense

3u 3'UTR ns Nonsense

C Coding sl Stop Loss

In Intronic sy Synonymous

Sp Splicing ed exon deletion

If in frame nmd nonsense-mediated decay

VarSome Clinical allows the use of custom transcripts for annotation.

In terms of variant function, VarSome Clinical annotates variants against all the transcripts
available (Ensembl and Refseq), and shows the results in the Function column when
browsing results:

lysis Filtered by Gene list Fro... (%% CNV Results of @)l T rilters & Report generation m

Inheritance Function Zygosity Phasing Group Frequency Allelic Balance
AD e ‘9] J10) - - - 0.000004032 0 0073 0
AD (] el 18] - - - 0.000004028 0 013 0
AD [} o] J]0) - - - 0.000004011 0 0022 0
AD (] oo - - - 0.00000398 0 0.1 0
AD/AR [ < Jin] (0] 210] - - - 0.000003982 0 0084 0
AD [} 9].s]0) - - - - 0o 028 0
AD [ 000
AD/AR o0 ‘o] s10)] - - - - 0 029 0
AD/AR [ Loma)F:] 0] s]0) - . : : 0 043 0
AD/AR o0 ‘o] 410 - - - - 0 0038 O

However, for the Germline Variant Classification, as a part of the annotation of variants,
VarSome Clinical considers only one transcript - by default the transcript with:

1.
2.
3.
4,

the most severe coding impact,

otherwise the MANE Select transcript

if the above is not available, the longest canonical transcript
otherwise, the MANE Plus transcript
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5. failing that, the longest transcript
6. and finally, the RefSeq transcript

For Ensembl transcripts, all must have TSL [1] = 1 or null.

Germline Variant Classification Version: 1L.8

Pathogenic 17points=17P-0B
Using transcript NM_007294.4, MANE select.

‘Sample Information Findings

8 Mode of Inheritance ADIAR, based on gene information from CGD, ClinGen Disease Validity, GenCC, Mondo, OMIM and 2 more.

Automated criteria  Show summary view Enable clinical evidence @ @)

® Gene Symbol: Gene used for annotation and classification of the variant for ACMG (&
AMP for somatic samples).
e Zygosity:

® Homozygous with the alternative allele
O Homozygous with the reference allele
® Heterozygous (unphased)

@ Heterozygous phased 1

(D Heterozygous phased 2

© Failed Quality Filters / Non genotyped

If the variant did not pass the variant caller quality filter, , the zygosity is shown in the

table as @ (failed quality/non- genotyped).

Representation of zygosity for large cohort analyzes

The zygosity representation shown below applies for multi-sample analyses larger than
10 samples and brings together information about both the zygosity and the status
(affected - unaffected) of the samples at first glance.
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Function . Iygosity - Frequ
(< nc) s | | @oo0Q 26304000100 | 0.001
[ L) @o00Q 2630000100 0.00
aoo @oooQ 26304000100 0.000;

[ Tin Lnel iF @oo0Q2630@ 000100 0.0000
00OEQ@ ©oooQ22x30@000€100 0.000
0O@OO ©oooQ2x30@000H100 0.000)
000D @000 2620000110 0.03.
OO ©onOs30@ouoo®ioo 0.0000
[ i Roe] o ] = @000 26304000100 0.0000
(- e v Y o @oooQ2720@ 0008010 0.000

In this layout, each type of zygosity found for a variant is shown only once with the
respective box. Next to each box reside two numbers: the number in green font
corresponds to the unaffected samples having this specific type of zygosity for this
variant. The number in red font corresponds to the affected samples having this type of
zygosity in the dataset.

Each box is associated with this pair of color-coded numbers which provides information
about both the number of occurrences in the dataset and the status of these samples in
a compact manner.

The "Nearby variants in this sample" tab is modified, as well to fit more efficiently large
cohort analyses of more than 10 samples using the aforementioned layout described for
the "Zygosity" column.

Nearby variants in this sample

Variant Zygosity Gene(s)
chi7:117530974 C=T ©@000O 2630@ 0008} 10083 000 CFTR
ChIT:117518106 A=G @0000 263080 0008} 10083000 CFTR
chi7:117509093 G=A ©@000O 2630@ 0003 10083 000 CFTR
©r000(> 26304000 100453 000 CFTR
©000(r2630@ 0008} 1008000 CFTR
©@000O 2630800083 1003 000 CFTR
@0000 263080008 1008 000 CFTR
©@000O 22308 1008} 40082 000 CFTR
chr7:117536514_5 insGATT @000Cy26304000#3 100873 000 CFTR
Chr7:117536515 delGATT @000 1520804008} 81043000 CFTR
chIT:117536684 C=T ©@0000 263080008} 10043 000 CFTR

Finally, the tab "Cohort Zygosity", on the variant table, reports exclusively the names of
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the samples carrying the variant, also color-coded in red or green font to inform about
the sample status and their respective type of zygosity. Note that this tab appears in all
multi-sample analyses, even those with fewer than 10 samples.

Samples containing this variant

Zygosity Sample Allelic Balance

o Sample29 - COHORT

e Phasing group: this column indicates the phasing group of the variant if it exists. Note
that this column will be available only for those variants that are phased. If you would
like to filter the variant table and visualize only the variants that share the shame

phasing group with your variant of interest, you can click on the following icon . If
you would like to know more about phasing please go here.

e Allelic balance: Proportion of reads that support the variant. For example, if a variant’s
location is covered by 100 reads, of which 25 support the variant and 75 do not, then
the variant would have an allelic balance of 25/100 = 0.25.

e Frequency: Frequency of the variant in the general population or (if applied) the
specified ethnicity.

e Coverage: Number of reads that align to the variant's position. For analyses of FASTQ
samples, the blue numbers are links to JBrowse, showing the read alignments at the
variant's position.

e Filters: filters that have been applied to the data. Filters are associated with the variant
calling quality filters that have been applied to the variant to decide whether it has a call

status of PASS or FAIL.
e rslID: the reference SNP cluster ID of this variant

Extra columns for somatic samples:

e AMP Tier: Variants are ordered by an aggregate AMP score (see AMP Implementation
documentation for more details), from most pathogenic to benign. Tier | = Cancer with
approved drug therapies, Tier Il = Cancer but no approved therapy, Tier Ill = Uncertain
Significance, Tier IV = Benign or not related to cancer.

® AMP Rules: The set of triggered AMP rules are displayed in clickable bubble icons that
include each rule's description and explanation for triggering

e Sample Metrics: Each icon represents the sample information introduced by the user.
They light up when there is data in one of the cancer-related databases matching the
variant to the relevant sample characteristic:

o Cancer type: this highlights any variants for which evidence is

found linking to the same cancer type as the sample.
o Tissue: This will highlight any evidence associating the variant or
gene to the sample tissue.

o Age: This will display the patient's age relative to an age histogram
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in reported somatic samples.
o Ethnicity: It will report the variant's frequency in the relevant ethnic group.
o Sex: more than 50% of reported cases across somatic sample
databases match the sample's sex.
o Variant Allele Frequency: variants with a low VAF are most likely
tumor variants, whilst VAFs of 50% and 100% indicate germline
variants.

e Somatic Samples: Sum of available affected samples from databases included in Cancer
Sample Summary (ICGC Somatic, COSMIC, CBioPortal, Cancer HotSpots, GDC).

Clinical Cards

On the bottom of the variant table the clinical cards display complementary information of the
variant or the gene.

I\ Please note that, when selecting a variant through the check box on the Variant table in
VarSome Clinical, the Clinical Cards do not change because the selection of the variant is
different from clicking on it to view the variant information. Therefore, to view the clinical cards
and the information on a variant, simply click anywhere on the row containing the variant and
not the check box to select it for any action.

Variant clinical cards:

®) Variant Gene o e
General Information SNV Somatic Classification

PIKCA(NM_006218.4)c16336>A | @IET)
(p-GlusdsLys)

Gommunity Contributions IAX CKB
Classifications: 2 AMP: Tier | Evidence: 266

amples: 575
Comments: 0 Breast Gancer Type: Breast Gancer, Golorectal

Ciinical

amples: 354 Related Phenotypes: 1
Type(s): Breast Cancer, NOS, Es

Canger Hotspots

et [ ]

Pathogenic

Conservation Scores
Afects u phyloP100: 9.477

| DoC Pathogenic | CiinVar_PathogeniciLikely Path Population Frequencie:
Her2-receptor Positive Breast C. Type: Infiltrating Ductal Carcino Top: Carcinoma |

biications e Gbe
| ek Samples: 262 | samp\e 3... Prediction: Pathog

Transcripts PMKB cBioPortal
NM_006218.4 - val Evidence: 11 ‘Samples: 3330
MANE Select e Large B Cell Lymphoma Type: Breast Cancer, Colorectal genon'as

Uniprot Variants Protein Viewer @
00000403 (:n\ 42 ) Damogemr:
(co

Region Browser = Cancer

nples Summary Expression Data
Samples: 7534 Sources: 5 Top: cells_ebv_transformed_lym
Tierl Tissues: 54

e General Information: Information about the genomic location of the variant, its type,
cytoband, HGVS notation, sequence.
Community Contributions: VarSome's community public contributions for this variant.

Publications: publications from PubMed related to the selected variant or gene where
genes, variants, diseases, phenotypes, chemical compounds, drugs (if exist) are tagged
by our internal Al tool.

e Transcripts: Chromosomal location, link to UCSC genome browser, dbSNP (rs number),
Refseq transcripts containing the variant, HGVS notation, etc. Available transcripts for
the selected genes are displayed (information from RefSeq and Ensembl, along with the
MANE transcript). The transcript used in classification is highlighted in the Transcripts
summary card.
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Coding impact Gene HGVS coding HGVS Protein

missense BRAF c1799T>A VB00E (p.ValB00GIu)

missense BRAF c1799T>A VB00E (p.Val600GIu)

missense BRAF c1018T>A VB40E (p Val640G1u)

missense BRAF c1018T>A VBA0E (p.VaIB40GIu)

Transcript Goding impact Gene HGVS coding HGVS Protein Location Protein position Splice distance

Veooe . sosnnch ST NED “

o1 6 positon 58 of 119 (non-

ENST00000436384.2 . U [P, x0n & of 10 posiion 58 of 119

Region Browser: Genomic region browser, lollipop graph of the pathogenicity of each
variant, frequencies from gnomAD and Bravo, variant visualization with filtering
according to databases and coding impact.

Sample View: Sample's region browser presents information about SNVs, transcripts,
ROH, conservation scores/position (and CNVs) of the sample. For further information
please refer to section Sample View.

PharmGKB: Information on the impact of genetic variation on drug response from

PharmGKB database.

Expression Data: Tissue-specific variant expression data from the Genotype-Tissue

Expression (GTEXx) project.

GWAS: Associations of specific genetic variations with particular diseases from the

genome-wide association study (GWAS) database.

ACMG Classification: The Germline Variant Classification and its triggered rules for the

selected variant.

ClinVar: Information about clinical associated phenotypes connected to the selected

variant. Description/Submitter  column displays ClinVar Comments (
View ClinVar Comments )

Frequencies: If known, Gnomad frequencies for the selected variant and for any other
known variants that overlap with it.
MitoMap: Information from the Human Mitochondrial Genome Database.

Conservation Scores: Conservation scores from different resources.
UniProt Variants: Variant information from UniProt.

In-Silico Predictors: : Variant pathogenicity predictions produced by in silico predictors.
In this clinical card, the pathogenicity is displayed with a different color and there are
two bar charts, one for the meta-score (predictor which combines multiple predictors
into a single score) and one for the individual predictors.

ClinGen: Curated data from ClinGen variants database. Information will be available
when the queried variant has already been curated by any of the ClinGen expert panels.
Structural Variants: Structural variant browser for the detected variants.

Protein Viewer: The 3D protein viewer tool is available to map variants onto the protein
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structure. By clicking on the “Protein Viewer” card, a new window will open with the 3D
Protein Viewer tool. For more information please refer to 3D Protein Viewer.

e Nearby Variants: Variants in the genomic neighborhood of the selected variant. This
variant list is not affected by the filters applied to the sample.

e C(linical: Clinvar and Cosmic annotations for the selected variant and for any other
known variants that overlap with it.

e Population Frequencies: gnomAD frequencies and coverage, from Gnomad Exomes and

Gnomad Genomes.

e #Samples: The number of samples in which a specific variant has been found. This
column gets updated daily. The number of homozygotes and heterozygotes in Saphetor
for the variants are shown, but only sample IDs of samples analyzed by you and your
group are reported.

VarSome Clinical comes with powerful sample cross-referencing, which links all your

samples together on the variant level. It can be found in each B tab andit

reports two things:

1. the number of samples of all VarSome Clinical users in which a specific variant has
been found and

2. in which other samples of you or your group this variant is present.

This information is updated daily. The number of homozygotes and heterozygotes in

VarSome Clinical for the variants are shown, but only sample IDs of samples analyzed by
you and your group are reported.

® variant Gene
General Information Deletion | Region Browser | | Sampie View || Community Contibutions Ip cations I’iu\ ts Germiine Classiication Pathogenic I Clinvar Pathogenic sxrerz | LOVD Pathogenic | Frequencies
I M Expression Daia I AS || Structural Variants | | Protein Viewer || Nearby Variants (sample) | Ciinical | Population Frequencies || #Samples
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# Samples with this variant as of 11 May 2022

In all samples
Homozygous Heterozygous
0 65

In your samples

Homozygous (0)

Heterozygous (65)

trl
Allelic balance: 0.29

trl
Allelic balance: 0.29

trl
Allelic balance: 0.29

Tumor

OMIM: Information about phenotypes related to the selected variant, as retrieved from
Online Mendelian Inheritance in Man®.

LOVD: Presents the clinical evidence available from the Leiden Open Variation Database
(LOVD) for a given gene and/or variant and it has also been incorporated into the
Germline Classification as a new source of clinical evidence.

DVD: Variant annotations from the Deafness Variation Database. DVD provides a
comprehensive guide to genetic variation in genes known to be associated with
deafness.

Multi: Displays the components and their corresponding files used to run the

multi-sample analysis, and if these have been selected as affected or not.

Audit trail: Shows the record of the actions that have been made from all users of a
group on the samples analyzed. Only the group supervisor has access to this
information.

Additional cards for somatic samples:

AMP Classification: The AMP tier and the set of triggered rules for the selected variant.

JAX CKB: Somatic gene variant annotations and related content provided by The Jackson
Laboratory Clinical Knowledgebase.
CiViC: Somatic variant annotations retrieved from CiViC.

PMKB: Clinical interpretations of somatic variants retrieved from PMKB.

Cancer Samples Summary: Aggregated information across different data sources.
Cosmic: Somatic variant annotations from COSMIC database.

ICGC Somatic: Somatic variant annotations from ICGC database.

Cancer Hotspots: Somatic annotations from Cancer Hotspots database.

GDC: Somatic variant annotations from GDC database.
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cBioPortal: Summary of samples matched in cBioPortal with the selected somatic
variant.

IARC TP53 Somatic & Germline: Somatic annotations of TP53 gene mutations in human
cancers.

DoCM: Information retrieved from DoCM, about known, disease-causing mutations
associated with the variant.

Gene clinical cards:

Variant @ Gene = PIK3CA o e

Gene basic Info

Transcripts

NM_006218.4
ENST00000263967.3

Gene function Human Phenotype Ontology JAX CKB Pharm GKB Gommunity Gontributor
s m Number of diseases: 21 Role: oncogene Drugs: 8
Inhefitance: Somatic mosaicism

Known gene variants ClinGen Disease Validity Human Protein Atias civic FDA
P+LP: 385, VUS: 754, B+LB: 393 Top: Colorectal Cancer and 5 more (L *kdkhk Drugs: 1
Frequency cut-off for rule BSL : 0.0001 Tissues: 76 Breast Cancer
DNSFP DOMINO Fusion GDB PMKB DG
Probabilty of AD: 1 Fusion Genes: 6 Tier Il Evidence: 3 Drugs: 104
Brain

PanelApp gene lists Gene Expression Cancer Gene Census
Tier |
Somatic: True Germiine: False

Ciinical Genomic Database oMM
Conditions: Cowden syndrome 5 Related Diseases: 14
Inheritance: AD

. not recruiting: 13

Gene basic info: Description, synonyms, cytoband, links to clinical or other resources.
Transcripts: Strand, chromosomal location, length, mRNA length, UniProt accession
number, etc.

Publications: Publications from PubMed related to the selected gene where genes,
variants, diseases, phenotypes, chemical compounds, drugs (if exist) are tagged by our
internal Al tool.

Gene function: Functions related to the selected gene, as provided by Genetics Home
Reference (GHR).

Known gene variants: Variants in the selected gene with known pathogenicity.

dbSNFP: Functional prediction and annotation of all potential non-synonymous
single-nucleotide variants.

GnomAD Genes: Data summary from a wide variety of large-scale sequencing projects
associated with the selected gene.

EBI Gene2Phenotype: Gene association with a disease entity based on an allelic
requirement and a mutational consequence.

GenCC: Curated information about the gene-disease relationship.

NHI ClinGen Disease Validity: Gene-disease association validity information.

DOMINO: Probability of the selected gene to cause dominant changes.

PanelApp gene lists: Catalog of available gene panels including the selected gene.
Clinical Genomic Database: Age affected, condition, inheritance, indicated intervention
categories, publications as retrieved from Clinical Genomic Database.

Human Phenotype Ontology: Disease and their phenotypic abnormalities associated
with the selected gene.

Human Protein Atlas: Protein expression information by cell and tissue type

Fusion GDB: Functional annotation of fusion genes in cancer and their related drugs

Gene Expression: Tissue-specific gene expression data from the Genotype-Tissue
Expression (GTEx) project.
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Protein Viewer: The 3D protein viewer tool is available to map variants onto the
selected protein structure. By clicking on the “Protein Viewer” card, a new window will
open with the 3D Protein Viewer tool. For more information please refer to the section
3D Protein Viewer.

JAX CKB: Evidence and clinical trials content related to the selected gene as provided by

the section 3D Protein Viewer Jackson Laboratory Clinical Knowledgebase.
OMIM: Information about phenotypes related to the selected gene, as retrieved from
the Online Mendelian Inheritance in Man®.

PharmKGB: Information on the impact of genetic variation on drug response from
PharmKGB database.
FDA: Approved drugs associated with the selected gene, from FDA.

DGI: Information about drug-gene interactions interpreted by the “Drug
Gene Interaction” Database.
CPIC: CPIC levels to genes/drugs retrieved from “Gene Drugs Interactions and Levels”

AACT Clinical Trials: Information about every clinical study registered in ClinicalTrials.gov
associated with the selected gene as provided by AACT.
Community Contributions: VarSome's community public contributions for this variant.

Additional cards for somatic samples:

CiViC: Cancer-related clinical evidence as derived from CiViC database.
PMKB: Clinical interpretations of gene variants retrieved from PMKB.

Cancer Gene Census: Information about gene's mutations that are causally implicated in
cancer as retrieved by COSMIC database.

I\ Please note that grayed out tabs are disabled if no related information is available.

Current Annotation:

VarSome provides “Current Annotation” of germline and somatic variants using the latest data

and the latest germline or somatic classifier. This feature allows you to see whether additional

data are available for a variant, and whether the automated classification is altered by new

evidence or refinements to the classifier. This feature is provided for research purposes only in

VarSome Clinical.

Original view:
for germline variants:

® Variant Gene

Frequercie: oMM
exomes: 1 = 0.00000398 (cov: 82.5) Related Phenotypes: 1
genomes (cov:30.7)

General I PhamGKB
BRAF(NM_004333.6):c.1799T>A Drugs: 2
(p-ValB00GIu)

jew = Transcripts ClinVar Pathogenic #trir

anscripts Conservation Scores
NM_004333.6 - phyloP100: 9.201
MANE Select
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Current Annotation £ @
General Information SNV Somatic Classification ICGC Somatic PharmGKB Gen BP4: Benign Nearby Variants (Sample)
TMPRSS2(NM_00s656.4)c4786>A | EIEE] Samples: 5 ‘Benign
R L Type(s): Bowel Cancer, NOS, Lun. % P-168
Community Contributions ClinVar Benign kererey Lred Clinical
Publications Cosmic Population Frequencies
Samples: ... Prediction: Pathoge.
Top: Rhabdomyesarcoma
Transcripts al Frequel Conservation Scores #Samples
NM_005656.4 - Samples: 8 exomes: 245 (cov: 70.6) phyloP100: 1.573 ‘Yours: 0 (hom) 0 (het) 0 (som)
MANE Select Type: Peripheral Nervous Syste. .28 (cov: 30.9) All: 0 (hom) 0 (het) 0 (som)
Reg Cancer Samples Summary Uniprot Variants Pro
Samples: 13 Sources: 2 3 Benign
Tissues: 21
Current annotation view:
@ varant | Gene () Gurrent annotation data. Disclaimer @ cvenrmonon & @

for somatic variants:

#Samples
Yours: 0 (hom) 9 (het) 204 (som)
AL 0 (nom) 9 (net) 204 (som)

Protein Viewer @

Related Phenotypes: 1

Nearty Variants (Sample)

Structural Variants 22

General Information SNV PharmGKB ] Frequencies
BRAF(NM_004333.6):c.1799T>A Drugs: 2 exomes: f =0.00000398 (cov: 82.5)
(p.ValBOOGIu) A points=27P-08 genomes: (cov:3056)
Publications Uniprot Variants
Pathogenic
Sample View = D | transeripis Clinvar Pathogenic deskses Consenvation Scores
NM_004333.6 - 0 12 B | prvoro0:9.200
MANE Select
Community Cantributions Expression Data LOVD Pathogenic @D | painogenicity
Classifications: 7 Top: testis Affects funcion 4
Comments: 0 Tissues: 54

® variant Gene
General Information SNV
TMPRSS2(NM_005656.4):¢.475G...
pAVal160Met)

Community Contributions

Publications

Transcripts
NM_005656.4 -
MANE Select
Region Browser = Cancer Samples Summary
Samples: 13 Sources: 2

1c6C Somatic
samples: 5
Typels): Bowel Cancer, NOS, Lun.

cBioPortal
samples:8

Type: Peripheral Nervous Syste...

() Current annotation data. Disclaimer

PhamGKB

Cosmic
samples:... Prediction: Pathoge...
Top: Rhabdomyosarcoma

sample Vie

Expression Data
Top: skomach
Tissues: 21

O CurrentAnnotation £ @

Germiine Classi s BPa: Benign Ne:

<16 points = 0P- 168

ification wiants (Sample)

ClinVar Benign werérey
1

Structural Variants 3=

#Samples
Yours: 0 (hom) 0 (het) 0 (som)
ALL:0 (hom) 0 {het) 0 (som)

Conservati
245 (cov: 70.6) phyloP100; 1.573
genomes: = 0.28 (cov: 30.9)
Protein Viewer @

Uniprot Variants
Benign

I\ Please note that the current annotation view is now available for germline and somatic
analyses. The variant link to VarSome has been removed from these types of analyses.

Compact View:

It is possible to make the clinical cards much smaller by clicking on the “Display Options” wheel
on the top right hand side of the cards panel, and selecting “Compact View”. This removes the

summary data from the cards and reduces their size.
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O Compact View
I #Samples
| PR
® Variant Gene -2
I General Information SNV I Community Contributions I Publications I Transcripts I Region Browser I Sample View I Somatic Classification Tier Il I JAX CKB I Cancer Samples Summary | ICGC Somatic | Cancer Hotspots || GDC I cBioPortal
athogenic sy I LOVD Pathogenic I Conservation Scores Pathogenicity Scores I Expression Data I Structural Variants

#Samples

Some useful icons:

e Click on this box to get access to your saved filter sets

. . & Report generation . .
e Click on the Report generation icon _ to see the list of variants

selected for export.

You can download a Report of the selected variants in PDF format. To do so, click on the

Generate
above icon, then select and you will be directed to the following screen.

fastq.germline.twistcore.trusight.hg19.5030706306 clinical report (1
DashboardSamplesAnalyss crical repart

Clinical report

&’ varsomecirical
LR
Sample: {astq gemiine istcore. usight hg19,500706306 predgicted
Phenotypes Syneope, Ventrcular Tachyearda Discases
LR
Sample fastq.germline.twistcore.trusight.hg19.5030706306 Report
LR
Primary finding
LR
Secondary finding
LR

Drug related

By clicking on the m icon, a Report widgets menu will be shown in order to customize the
report.
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Report widgets

+* Analysis information

+ Content Area

sariant information

+ Al variants’ information

riant Information

NM_004656.4:c.659+192_639+193delCT

+ Variant information
+ Variant references
+ BAP1 Gene information

+» BAP1 PMKB info

You can drag and drop the information you prefer to include in the report. At the last option you

can find PMKB information for the gene that includes the variant. See more in section 15 Final
Report Generation.

Analysis actions +

The options provided here are the same as described in "Analysis actions"
options.

Green menu

Display variants
Reset variant list ~ matching
Search to original order  classification Columns

] ] : ]
S#Yv+iiv.l.;.

LI ] ]

Clear search Multiple sort  Add or edit your f_:Z}Dwzloac! all
variant classifications 11 tered variants

o n Search: You can search through your results, by querying according to the VarSome
search format. The query can include any of the following:
O gene: e.g. PIK3CA,

o chromosome: e.g. chr3or3
@]

chromosome position: e.g. chr3:178947865, chr3-178947865, chr3 178947865 or 3
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178947865.

o genomic range: e.g. chr3:178936091:178942431, chr3:178936091..178942431,
chr3-178936091-178942431, chr3 178936091 17894243 or 3
178936091178942431.

o variant (DNA): e.g. chr3:178936091 G=A, chr3:178936091-G-A,
chr3-178936091-G-A, chr3 178936091 G A, 3:178936091 G=A, 3:178936091-G-A...
o variant (HGVS): e.g. NM_004448.4:c.1947-3C>A

o variant (protein): e.g. BRAF:V600E or BRAF V600E.

o rsIDs ("rs" followed by a number)
o COSMIC IDs

This will filter the table and show only the results for that query.

n Clear search: This will empty the search box and show all variants again.

E Reset variant list to original order: Clicking on this icon resets the sorting order of
the columns to the default (the variants will be ordered by Class).

- Multiple sorting: The list of variants can be sorted by multiple columns. A pop-up
window will appear and multiple columns of interest can be selected in order to sort the
variants in ascending or descending order.

I\ Please note that multiple column sorting will return informative results as long as the
first column, which is selected to sort the variants, has numeric values (Frequency,
number of samples, Phenotypes etc). For example, the user should not sort first by
“AMP Tier” or “ACMG Class” and then sort by other values like allelic balance, frequency,
etc. However “ACMG Class” and “AMP Tier” can be used as second or later in order of
columns to sort by.

Display variants matching classification: Filters for custom variant classifications.

+ . . epe .. .
- Add or edit your variant classifications: Open the Custom Tag creation menu.
Custom tags allow you to classify variants using user-defined tags.

E Columns: Remove or add columns to the table. This functionality can be used to
remove columns that are not relevant for the analysis.

E Download all filtered variants from the table below (max 50000) in Excel format:
Download the list of variants (max. 50000) that pass any currently applied filters in Excel
format. The Excel file also contains information about the filters used to obtain the
exported table.

Blue menu

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 158 of 254



¥ varsomecdiinical

Open results in VCF Select for

alinked window attributes Comments export

4 3 31 3

g O @ =2 ® o o

LI LI |

Classify . View in
variants Transcripts VarSome

. E Open results in a linked window: This functionality allows you to utilize multiple
screens by generating "linked" sub windows that contain the results of an analysis.

Clicking on the H icon will split out the variant detail data into a separate window
which you can reposition on a second monitor.

’Va'md“ﬂ‘cd Analyses Upload /view files Manage - Launch analysis ~ Filter sets Gene lists Help

v / hg19) & CNV Results of Hels!
(o

[).. variant Variant Type Gene Symbol Somatic Tier Somatic Rules Sample Metrics
chr3: 178947865 G=A " SNV PIK3CA = [ ] [crtd1 Jorus 1] Germ 1] soma 1 [ pubs 1 Jrath ] Frea 1 [Fredin] 5 o
O chr7:140453136 A=T 8 SNV BRAF & o0 gD [rta 1 Jorua 1 [cerm 1 Lsoma 1 L pube 1 Tpathin] Freq 1 Joredn] #hi o

A pop-up box will inform you of the functionality and by clicking on the "Open New"
button, you will see a new window and the result data will be split between the two

windows:
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< Va"mﬁnicd Analyses Upload /view files Manage ~ Launch analysis ~ Filter sets Gene lists Help

v @ CNV Results of - 0D

(@[S o- o = o o
(.. wvariant Variant Type Gene Symbol Somatic Tier Somatic Rules
chr3:178947865 G=A®, SNV PIK3CA [ Tier: [cred 1 Jorus 1] Germ i [ soma 1 [pubs 1 Jeath ] rea 1 [Predu]
O chr7:140453136 A=T SNV BRAF o @D [crtd1 Lorus 1 [ Germ 1] soma 1 Lpubs 1 Tpathin] Freq 1 e ]
[ chr3:178936091 G=A SNV PIK3CA [ 1 I [crea 1 Lorus 1§ erm 1] soma1 L pubs 1 Lrathu] Freq 1 Jeredn]
O chra:178952085 A=G % SNV PIK3CA r D [t 1 Jorus 1/ germ Tsoma 1 L puts 1 Jeathinl erea 1]
[ chri0:43615641 A=C SNV RET Tier1 MEDEDETDDED

Sample Metrics

® h o

*ha o

*ha o

#ha o

#* h o -

VarSome Clinical - Google Chrome
- P -
® ss133-clinicalvarsome.com
Analysis ID chr3:178947865 G=A *
P lr
. p
@ Variant Gene ta 7] o
General Information SNV I Community Contributions I Publications | | Transcripts || Region Browser | | Sample View I Somatic Classification Tier | I JAX CKB
I Cancer Samples Summary I ICGC Somatic Cancer Hotspots | | GDC I cBioPortal I Germline Classification Pathogenic
I Clinvar Pathogenic ki I LOVD Likely Pathogenic Frequencies I OMIM & I Conservation Scores
I In-Silico Predictors PP3: Pathogenic Strong I ClinGen Pathogenic || Expression Data Structural Variants Protein Viewe & (Sample)
Clinical gSamples I Caosmic
Variant Ex
chr3 178947865 G A SNV 3g26.32 PIK3CA{NM_DDE218.4):c.2T40G=A rs587776932 | dbSNP
UCSC genome browser p.(Gly914Arg)
stermind
TraP Score

3 Saphetor | Terms of use / Privacy p Cookies Settings

Note: Only one new window can be open simultaneously with the main analysis tab. If
you are inspecting more than one analysis in different tabs of your browser, the
"dual-monitor" window will sync with the tab of the analysis that is active each time.

You can close an existing pop-up window either by hitting the "Close Linked" button in
the main screen, or by just hitting "X" on the window. Also, you can click on the "Create
New" button to refresh the existing window with the synced data from the variant/

analysis you are inspecting.
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This functionality allows you to utilize multiple screens by
generating "linked" sub windows that contain the results of

each analysis.
1
Close Linked
t

. ﬂ Classify variants: add your own classification to a variant.

. VCF attributes: pop-up window describing the quality details for each software
tool used to identify the variants. For more information see the section Explanation of

VCEF attributes.

. Transcripts: pop-up window with all the RefSeq transcripts containing the variant.
It also shows the location of the variant (intron/exon, amino acid position), its HGVS
notation, and genomic function (intronic, exonic, splicing, UTR ...). Canonical transcripts
are shown in red.

. n Comments: It is possible to attach a short comment to a selected variant (long
comments will not be added and will return an error message). These comments will be
linked to the variant or the gene and will be displayed in other analyses if the same

= icon in the Variant or Gene

variant is found. Variants with comments will have an
column. Comments are shared only within your group, unless you decide to make your
comments public by selecting the “Share comment outside your group” option. You can
also select the “The comment is specific to this sample only” option and the comment
will be available only to this specific sample analysis. If however the variant is present in

other analyses, the sample specific comment will not be shown.

Variant comments

Gene comments
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. x
Comments on variant: chrl:116243877 G=A
Comments are attached to this variant, not the subject

Make a comment on this variant

[Cshare comment outside your group
/ By default only users in your group can see your comments

[iThe comment is specific to this sample only

Specific to sample comments appear only in analyses related to the sample and not

any other analyses even if the variant is the same
Add comment

° - View in VarSome: link to our free knowledge base and database aggregator,
VarSome.

° Select for export: Clicking on this box selects the variant for export, and

information about the variant can be exported in Word and Excel format ("Export variant
list" box)

Variants to export

chr21:44477803_4 insTG...CG (31)
chr21:44488757_8 insAA

chr21:444B88757 delA

Export Remove Generate
list all Report

Showing 1 to 3 of 3 rows

° Gene coverage: a pop-up window showing the average coverage for the selected
gene and its different transcripts. Clicking on the nodes will expand or collapse the tree.
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Gene coverage for Chromosome: chrl, Position: 218519929

) Exonl (91)
) Exon2 (255)

NM_001135509-2-@ ) Exon3 (387)

chrl Position:218510020 () FeFe2{80y-O

NM_ 0022283 O Exond (367)
) ExonS (249)
) Exoné (B3)

) ExonT (31)

Also, by clicking on one of the Exons, a new tab will open with a JBrowse
(jorowse.org) window showing the alignment details from the analysis' bam files.
JBrowse is a software tool installed on our secured servers.

NA12877_TruSightCardio Gene Browser [y # Dashboant | Sampiez | Sampie HALZS?T_TreSqhiCants read akgnments

Gene browssr

B 20,000,000 40,000,000 60,000,000 00,000,000 100,000,000 120,00 000 100,000,000 200,000,000 R T 280,000 £00

[s>Walalala i . [
o= P T T T

REfRaNcE SAUANCE

TR0 TR THAUL550

Coding Ssquences

[Fa_ooimaszez

NALIATT TraSighCandia BAM Aligemants

~
° . Read Alignment on JBrowse: Opens a new tab with a JBrowse representation of
the BAM files

]
igv

° Read Alignment on IGV: Opens a new tab with an IGV representation of the BAM

files
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7.2 Description of CNV analyses' functionalities

CNV variant table

CNV/SV analysis variant table contains the following information:

B scnorgere o es. ot | R

(.. Variant Length Call Quality  Copy Number Type Genes Quality Score ACMG Class CNVRules  Number of genes Number of exons Reads expected Reads observed Read ratio

(8] 7459999 vvx O deletion  AGPATSPLAM. 9750 pathogenic oD 13 704 403042 e ot

m] 9057999 s, % 247508 duplication  AARSDIPLA. 9060 DD 1370 9233 11576855 16040111 139

(m] 49 409 999 v v ok 246467 duplication ~ ACAA2P1AC. 4860 SDED 757 6164 6334218 8756060 138

[m] 14040009, o x O deletion  ACTG1PILAC. 15700 Pathogenic [ceneluitranure] 345 1801 496503 4721 000951

(m] 6050999 v v % 247508 dupiication  ACTG1PI0AL 609 [ccneJoverico 140 1150 741158 1028886 139

(m] 2249999 vovo %k 244301 duplication ~ ABCDLARHG... a7 [ceneLoverisn ) 136 1964 236389 322035 136

O 279999 v v v 27385 duplication  ENSG0000023. 60.1 Liksly Pathogeic =D 27 45 13715 22003 167

m] 689999 v v v 138957 deleion  ASHZLPLASH 8 oD 97 253 88618 58011 0655

(m] 669 999 v v ® 242223 duplication  CNTNAP3.EN. 56.8 - 17 54 17679 23771 134

m] 550999 v v % 264155 duplication  ATPSFIAPLE 616 - 10 a3 10202 16015 156

»

Showing 110 10 of 125 rows rs‘:,‘;cw page < 2 3 4 5 &5 7 8 9 1 EEI

e Length: the length in bp of the region considered as a structural variation.

e Call Quality: Three quality control metrics collected for CNV analyses starting from
FASTQ data (e.g. WES or gene panel). Each CNV call is assigned ticks, green, and “X”s,
red, so at a glance you can see which has passed and failed the quality checks. The first
and second metrics will have a grey dash for CNV results of analyses starting either from
VCF or WGS data. From left to right, these are:

o Test sample coverage: this quality control metric ensures a minimum coverage of the
test sample at the CNV call region when calling duplications. Green: duplications
with a coverage at least equal or higher than the minimum coverage threshold*
(.1 Please note that all deletions pass this filter and therefore will always have a
green color). Red: duplications with a coverage lower than the minimum coverage
threshold.

o Number of reference samples: this is to ensure that a minimum number of samples
from the reference set have a minimum coverage® in the CNV call region. Green: the
reference sample set has at least two samples with coverage higher than the
minimum coverage threshold, in the CNV region. Red: fewer than two reference
samples with sufficient coverage in the CNV call region. *

o CNV call overlapping camouflaged region: this is to check whether an overlap exists
between the region of the CNV and the Camouflaged Regions. Camouflaged regions
contain duplicated genomic sequences where confidently aligning short reads to a
unique location is not possible. Green: no overlap. Red: overlap with a Camouflaged
Region (Ebbert et al., 2019)
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I, WVariant Length Call Quality Copy Number Type Genes Quality Score

725.969 »® 3 duplication ANTKMT,C1QTNFS,... 15
548.363 v 3 duplication ACAP3,ACRN,B3GA. .. 6
296.795 o B duplication ABCAT ARHGAP4S, ... 4
299.874 v 3 duplication ARFGAP1,CHRNA4,... 3
246.866 v 3 duplication ENSG00000224387,... 7

185.946 v 3 duplication DENND6B,ENSCO00... 3

! Minimum coverage threshold (number of reads): the lowest value between 10 or sample median

coverage/10.

e User CNV classification: custom classification for CNV variants for ACMG and AMP rules.
For user-submitted VCFs with CNVs, only variants with a copy number value can be
manually classified.

e Copy Number: estimated copy number of the CNV call calculated from the reads
expected vs reads observed ratio assuming a diploid state.

o Type: type of CNV, can be either deletion duplication

® Genes: genes overlapping the CNV call region.

e Number of genes: number of genes overlapping the CNV call region.

e Quality Score: A measure of statistical support for each CNV call. Specifically, it is the
log10 of the likelihood ratio of data for the CNV call divided by the null (normal copy
number). The higher the Quality Score the more confident one can be about the
presence of a CNV. While it is difficult to give an ideal threshold, and for short calls the
scores may be unconvincing, the most obvious large calls should be easily flagged by
ranking them according to this score.

o For WGS CNV analyses, the quality score is given by delly, if it is a single sample, or
by ExomeDepth for multiple samples .
o For CNVs from VCF, provided for annotation only, the Quality Score displays the
QUAL value from the VCF (if included).
Ol variant Length call Quality Copy Number Type Genes Quality Score Germline Class
725.969 x 3 duplication ~ ANTKMT,CTQTNFS,... 15
O 548.363 v 3 duplication  ACAP3,AGRN,B3GA... 6
O 296.795 x 3 duplication  ABCA7,ARHGAPAS, .. 4
(] 299.874 v 3 duplication ~ ARFGAP1,CHRNAA,... 3
O 246,866 v 3 duplication ENSGO0000224387,... 7 Pathogenic

® ACMG CNV class and CNV rules: the ACMG CNV classification and the set of triggered
ACMG rules. These rules are displayed in clickable bubble icons that include the rule's
description and explanation for triggering.

e Number of exons: number of exons overlapping the CNV region.

o Reads expected, reads observed and reads ratio: these columns contain the values for
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each CNV call of the reads expected, the reads observed, and the read ratio The column
read ratio is calculated by dividing the number of observed reads by the number of
expected reads. Since the number of expected reads is calculated from the reference set
of samples, we highlight the importance of having an appropriate reference set, as we
mentioned in the QC report section. Given a good reference set of samples with a good
correlation between them, and all three call quality metrics passing the filters, the read
ratio value can be used to rank the variants according to the strength of the signal.

CNV Rules Number of genes Number of exons . Reads expected Reads observed Read ratio . Frequ
[ Gene [ Literature Joveriap] 66 576 0 0
@ 61 470 0 0
[ Gene [Literature [overlap ) 45 561 0 0
[ Gene [ Literature [overiap] 80 1.003 0 0
[ Gene [ Literature Joveriap] 61 884 0 0
[ Gene [ Literature J overlap] 63 T42 0 0

DT D 2533 24516 0 0

e Frequency: frequency of overlapping CNVs in the same genomic region. The gnomAD
database is used to get the general population frequencies for a given structural variant.
Depending on the type of variant, the frequencies are calculated as follows:

o Deletions: we use gnomAD variants if they fully overlap with the given variant.

o Duplications in coding regions: we compare at the gene level and we use those
gnomAD variants that encompass the same coding genes as the given variant.

o Duplications in non-coding regions: we use gnomAD variants if they are at least
covering 85% of the variant region.

e Cytoband: The cytoband of each CNV is displayed. In case of long CNVs spanning more
than one cytoband, then they are displayed as a range.

CNV tabs

® Genes: the gene information for all the genes overlapping the CNV region is available at
the right side of the window under the “Gene” option.

Wariant 0 Gene

Variant @ Gene a0

Gene basic Info

® CNV Details: Summary information about the selected variant (position, type,
overlapping genes etc)

e Sample View: Sample's region browser which presents information about the
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overlapping transcripts in the CNV region, conservation scores per position and SNVs of
the sample. For further information please refer to section Sample View.

e Transcripts: A list of all the affected transcripts that overlap with each CNV is displayed
on the bottom of the Variant Table, under the "Transcripts" tab. Transcripts can be
filtered based on coding status and/or gene name.

g 2 2 2 2 8 82 8 32 8|z

® CNV Classification: In this tab we show the ACMG classification for each CNV and the set
of triggered ACMG rules. Click on “Show full detail” to find out the criteria not met.

e Publications: publications from PubMed related to the selected CNV or genes where
variants, diseases, phenotypes, chemical compounds, drugs (if exist) are tagged by our
internal Al tool as well as from the VarSome community users and our curation team
verifies them .

e CNV Browser: An interactive browser showing a wider region around the position of the
CNV call as well as its location on the chromosome level. The user can zoom in and out
using the mouse scroll and select among different chromosomes, genomic positions,
samples and CNV calls. Data points represent read ratios (observed/expected read
counts). These are colored blue or red, depending if they fall within the gray shaded area
95% confidence interval or not, respectively. Call genomic location is indicated by
coordinates and annotated for overlapping gene structures (exons/introns). The
coverage track, at the bottom of the interactive plot, shows the trend of the coverage on
a logarithmic or linear scale across all cohort samples. By hovering the browser, there is
useful CNV call information including genomic location and span, as well as links to the
same region in other analyses of the same cohort. You can find further information in
the CNV visualization article.
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0

261353

261353

0

261353

2.22651

1.07587

1.42868

3.09085

v _WGS_ - CNV Results of
(.. variant Length
120098 . % x
O 52949999, % x
0 944999 s % %
O 14549999, % x
O 5.999.999 v oxx
u} 549.999 v %X v
O 849.999 v R
O 599,909 VR
O 199.999 R %
0 149999 P

® Variant
® Variant Gene
CNV Browser
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-
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Launch analysis - Filter sets Gene lists Help Tags  About 5
WGS, v analyss from © OV Resules of @ NV Resuits of more O
NSNSSSSOSTN - s | - v - - -
Type Genes Quality Score Germline Class CNV Rules. Number of genes. Number of exons Reads expected Reads ob: d Read
deletion  AGPATSPIA.. @ 2090 oDEDED 132 691 58209 1363 00234
duplication  AARSD1P1, 330 [rscr0sericY foereYoverso 1510 11215 1418.283 216655 153
duplication  ACAAZP1,A. 1280 [ scroseric o>ED 759 6173 776,078 1187039 153
deletion  ACTGIP11.A 3460 [rocnoseric] DD 345 1891 86,190 1092 00127
duplication  ACTGIP10A.. 153 oDED 140 1150 89.760 137.181 153
duplication  ADAME,ATP.. [<-] % 7 5.022 5878 117
deletion ABHD17APS. 467 i 19 284 16340 8617 0527
deletion ACTR3BP1, .. 553 13 2 21.429 14432 0673
duplication  ENSG0000O. 891 13 il 207 440 213
deletion  ATPEV1GIP. 206 fceneYicernure 28 51 2300 423 0184 v
3
(z 34
///
)
e
% e
e\ {
&
% e
i | env
¥:2,600,001..3,900,000
I showsll  Samples X "
chry:10.0
o
3
R
ns T
s T

e CNV plot: We provide a CNV plot (static), showing how the observed read depth in the
area of the CNV differs from the expected. The CNV plots are generated using a modified
version of the ExomeDepth tool. You can find further information regarding this in CNV

Visualizations.

e Known CNVs: We display only the relevant CNVs for the classification according to the

following criteria:

O CNV deletions: we retain those that fully overlap with the given CNV for gnomAD
variants. For CNVs coming from clinical sources (Decipher, DBVar, ClinVar CNVs) we

use the overlapping CNVs if they are benign and the contained CNVs if they are

pathogenic.

O CNV duplications: we keep only the CNVs encompassing the same coding genes. If

the CNV is non-coding, then we retain the CNVs that have at least 85% of overlap.
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® variant Gene

ICNVDelal\s IT rrrrrr pts ICNVC\asslﬁcaﬂun Pathogenic Ivuhhcanon

/

| [ | e || | e

s e

D Report Issues & Feedback

¥:2,600,001.9,900,000 -+
1
| I N 777 D) | show s n
chrY: 7.200.775 Saved
1 1
73Mb
+ Transcriy ipts. FILTERS T
CDsgP1 RNF198PY MIRYSBE SERBP1P2 ENSGI0000251679 TBLIY NFaPLY YL Tseyse
- —— ! W R r— - - - vanom
MRG0 ZFYASL PCDHILY ENSGO0000235094 ENSGO0000236690 MTCYBPL T2 RNASSPS:
KRTLEP10
+ uniprot Protein Regions
- - -
I
+ structural variants. FILTERs T

0 variants with lengt 2]

Warnings are being displayed under the variant table to inform the user of the reliability of CNV
calls of the sample: if (1) the correlation of the sample to its reference samples is low and (2)

the number of reference samples is low.

W varsomeciinical s Fisers Gene sts  Uplos i e Launch syt + - Support & Menust

- CNV Results.

Las614

Lzzm97

107313

La4148

‘Sesich for gene. ot

.
o [T N

Ol layout | @

TP ¢ O ACMGCiass CNY Rules Wumberofgenes  Numberofecons  Readsexpected  Readsobserved Road ramo
deiton  F fossimss mpus ares R oacep L | 1 s 2 72 085
seton F o oD 1 2 666 435 0858
pe—— oD oD 2 n 156 . 05
deletion v m m 1 3 1012 596 0589
deleton A o [ori] 1 2 1730 1208 089
sl @ oD 2 ap 1 1 103 w2 054
oseton N amm @D 1 5 sz 25 0868
celton X oo @ 1 8 333 195 0586
dektion R rran sgrneancs R 1 4 7 9 osm
aeleton € o D 1 [ 1521 1033 07
T

Waming: Low coresston. x

Warning: Nusmber of reference samplesiow.  x

- T

N
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Searching through CNV results
As you inspect the CNV results of your sample, you can search by a known, or previously
detected from the main analysis of the sample, SNV or small INDEL and see if it overlaps with

any detected CNV.
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Reads alignment visualization for CNVs

You can view the alignment of the reads in the regions of the detected CNVs on JBrowse.

il - CNV Results of NA12878_WGS_PIPE_262 () ]
s fos gane, chr (e.9.chrl @ s Yo o+ mr &

Lengmn Call Qualty  Copy Number Type Genes o © Quality Score Number of exons Reads expected Reads observed
chrY2600001..9300000 T2 999 v Rxx 0 devecion AGPATSP1AMELY,... 2000 601 58209 1363
O  cwxs17s 547 92 949 999 v R X 261353 duptcaron AARSDIP1ABCBT, 2390 nz2s 1418283 2166554

49 449 999 s X R 261353 dupécaton ACAAZP1ACE2AC. 1280 6173 76078 1187039

cheY-13000001, 2885 140999 s ox w0 desotion ACTGIPL1 ACTGL 3460 180 85150 1082

Somm9 . x x 2613 - ACTGIPIOALAS?, 153 1150 w760 137181
0 540999 v R o 222681 dupcaon ADAME ATPEVIG] n 5022 5878
] 250000 849939 R 107587 deeton ABHDITAPSASH2L.. %87 284 16340 8617
O  cy13150001. 13750000 599 999 v R Lazesa deledon ACTR3BPLDUXALL. %3 a 21429 14432
O 199999 v X x 309085 dupbcabon ENSGOD000174194.., 891 13 n 27 440
0  cw14:106200001 106350... | 140099 ¢ R O deletian ATPEVIGIPLENS. . 206 28 51 2300 423 -

Once you have selected a variant on the Variant Table you can see the alignment of the reads by
clicking on the Jbrowse icon on the top left of the screen. The CNV call region is highlighted in
yellow.

0,000 20,000,000 30,000,000 40,000,000 50,000,000 60,000,000 70,000,000 60,000,000 90,000,000 100,000,000 110,000,000 120,000,000
EEEE chra cr\rﬁ 145742737.145743267 (552 b) -
| 145742800 145,742,850 145,742,900 145.742.950 145,743,000 145,743,050 145743100 145.743.150 11195,743,20
T
———l = | | e
wom 3 xon o 1 =T
En T mxam 1

Browsing through the samples of a CNV analysis

You can browse through the samples analyzed under the same CNV/SV analysis by visiting the
results page of one and using the red arrows you can be directed to the next or previous
sample:
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SNP/small INDEL analyses, from the upper right corner of the Variant Table:

L
O Variant Length Call Quality Copy Number T
X:67021530..133119497 66 097 967 v X X 151197 de
d 36 348 409 v X X 1.38957 de
O chr1:17349083 71404 22321 v X v 1.53804 de
O 8 45743189 775 v X v 2.28688 du
O chrY:67379: 40 v/ ® »  3.02857 d
O 41 v X v 1.39835 de

You also have the option to download you filtered CNV results, as it has been possible for

ACMG Class ACMG Rules HGVS HGVS Protein HGVS Coding Transcript Position (o]]
NM_001178008.... €.210-100_210-99del intron 3 of 16 positio... | CB
NM_001178008.... ¢.1552+912dup intron 16 of 16 befor...  CB

‘Likely benign_ NM_001178008.... c.1467+224G>A intron 15 of 16 positi... CB
Benign NM_001178008.... c.1467+127_1467+157del intron 15 of 16 positi... =~ CB
NM_001178008.... €.1467+377C>G intron 15 of 16 positi... ~CB
NM_001178008.... c.1467+371G>A intron 15 of 16 positi... CB
NM_001178008.... €.1467+408G>C intron 15 of 16 positi... CB
NM_001178008.... ¢.1552+1036G>A intron 16 of 16 positi... CB
NM_001178008.... ¢.1467+415C>G intron 15 of 16 positi... CB
NM_001178008.... ¢.1467+421G>C intron 15 of 16 positi... CB
NM_001178008.... c.451+29A>G intron 5 of 16 positio... ~ CB

Repeat Expansion variant table

Repeat expansion analysis variant table contains the following information:
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Position v Genes Pathogenic... sample repeats MINpathogenic repe...  Normal MAXrepe...  Displayrepeatu...  Zygos...  Repeatu... Ref. genome repe...  Filters

<]
[\
a
a
a
M
8

®® chrx:147512050 FMR1,FMR1-AS1,... 881 200 55 €66

chr4:3074876 HTTHTT-AS 36 36 26 CAG
chr12:6936716 ATNT 40 48 35 CAG

chrX:147912050 FMR1,FMR1-AST,...

0O 0O O 0

chr12:6936716 ATNT
Chro:69037284 FXN,ENSG000002

chr9:69037284 FXN,ENSG000002...
GCCTGG 4

chr20:2652733 MIR1292,NOPS6 6 650 14 GGCCTG

0000808/ §§
S 0 O O O ™o
0000006080

0O 0O 0O O

chr14:23321472 PABPN1,BCL2L2-... 2 1 10 Gec GCG 6

Position: chromosome and position of the repeat expansion.
Display repeat unit: display repeat unit familiar to the clinician.
Repeat unit: repeat unit in the reference orientation.
Pathogenicity: repeat expansions can be classified as:

o Pathogenic: the number of repeats detected in the sample is equal to or greater
than the minimum number of pathogenic repeats.

o Uncertain Significance: the number of repeats detected in the sample is greater
than the maximum normal number of repeats but less than the minimum
number of pathogenic repeats.

o Benign: the number of repeats detected in the sample is smaller than or equal to
the normal number of repeats.

® Genes: in which gene the repeat expansion has been found.
e Sample repeats: number of repeats observed in the allele.
e MIN pathogenic repeats: minimum number of repeats needed to consider the variant

pathogenic.

e Normal MAX repeats: maximum number of repeats allowed to call the variant as
normal.

o Ref. genome repeats: number of repeats in the reference genome.

e Zygosity

e Filters: VCF filters.
Repeat expansion cards:

e \Variant: general variant information and region browser.
e Gene: it contains the same gene cards as the ones displayed under the gene level of the
main analysis (small variant table).

8. Filter Sets

VarSome Clinical allows you to create 3 different filter sets:
1. Create new set
2. Create new set (SV Results): specific filter sets for CNV analysis’ results.
3. Create new set (RE Results): specific filter sets for Repeat expansion analysis’ results.
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Tags  About

(FrlelaEEEatvdS::ascemter sets, that you can use on multiple samples. You can duplicate sets, reorder filters within sets or drag and drop filters from set to set. P ) e
Search filter sets.
Assigned to =aygosity oW Assigned to Assigned to
Assigned to
Exclude Hetero <SeEwE Exclude Common Variants <SeE¥ Testing Gene list (5 <SeEw

8.1 Create a new filter set

It is possible to create a filter set directly from the analysis results or from the “Filter sets”

Y Create new set

From the analysis results:

menu.

e Click on the Filters icon to create and manage filter sets, which you can use on
multiple samples. You can duplicate sets, reorder filters within sets or drag and drop
filters from set to set.

Tags About -

— = Y Filters & Report generation Analysis actions ~
Search for gene, chr (e.g. chr1 o m T + = E 3

HGVS HGVS Protein HGVS Cading Transcript Position Overlapping Gene
a NM_004333.6:c....  V600E(pVal600... c.1799T=A exon 15 of 18 positi...  BRAF
hihd ANATIIT £or (WA Pl L WEN P4, 10 A TO0T mwemn 10 AaF A0 mmeik ODALC

Create

o Click on the Create icon to create a new filter set.

( Reset Filters
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A pop-up window called Filter set will appear. This window is split into two columns: Available
Filter Sets and New Filter set. The available filter sets can be selected by clicking on the green
box ("Add") next to each filter's name. If you select a filter, the filter will move to the other
column. By clicking on the "filter name" or on the arrow, a form is displayed where the filter can
be edited. Once you have finished editing your new filter set, give it a Name and click on Save
filter set.

Available Filters New filter set
Auserdefined name.
v Call status

Auserdefined name
~ Chromosome and Position

~ Clinvar Class

+ Custom Variant Classifications
v Function

v Gene List

v Germline Points Score

v Germline Rules

E

EHEEHHEHEE.zHaEzHEE

+ Inheritance

v Number of Phenctypes

~ OMIM Variants Filter

v Pathogenicity class

 Population Frequencies

v Predicted Pathogenicity Scores

v RSID

~ Somatic Rules

v Variant Type

~ VICF Filters

v Zygosity

Save flter set

For example, if you want to create a filter that will give you all the variants except from the
variants that are only intronic you can click on the Functions filter and then to intronic and
intronic but not splicing functions as shown in the pictures below.

L0

» |Function Add

{08}
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» Function

(J Exclude variants that match
Function
0 Fflank

[ 3utr

[ Sflank

[ Sutr

(] coding

intronic

[ splicing (show all splicing varjants regardless of coding impact)
(] non-coding exon

intronic but not splicing

o

. Add . . “ . ” o .
By clicking on the Add button - the filter will move to column “New filter set” in which
you can give to your filter the name you want, you can edit your filter and finally you can save it

Save filter set
by clicking on the Save filter set button -

New filter set

A user-defined name

A user-defined name

~ Function

[ Exclude variants that match
Function

[ 3flank
3'utr
[ Sflank
[ Sutr
[ coding
intronic
[ splicing (show all splicing variants regardless of coding impact)
[] nen-coding exon
intronic but not splicing

Coding impact

[ frameshift

[ missense

() nonsense

[ stoploss

[ synenymous

[ exon deletion

O in frame

[ start loss

[ splice junction loss

Save filter set ®

Remove

You can modify the name of the filter set by clicking on . In the following example, the filter

set "Population Frequencies" will be renamed "Rare Variants":

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023

Page 175 of 254



¥ varsomeclinical

< Freq005

= Population Frequencies

Fier detais B3 -

Filter: Population Frequencies

You may change the values in this fiter set using the form below

Name

Population Frequencies

O Exclude matching records

Freguency
From 005
frequency fiter using gnomAD exome and genome frequencies, based on the ethnicily of the sample provided, o the general frequency if ethnicity is not provided. In analyses done before 6 May 2017, the EXAC and 1000 genomes frequencies are used

Fiter details x

Filter: Population Frequencies

You may change the values in this fiter set using the form beiow

Name

Rare Variants|

O Exclude matching records

Freguency
From 005
frequency fiter using gnomAD exome and genome frequencies, based on the ethnicfty of the sample provided, o the general frequency if ethnicity is not provided. In analyses done before 6 May 2017, the EXAC and 1000 genomes frequencies are used

[ sone |
8.2 Applying an existing filter to a variant table

Clicking on the filter icon it opens the Filters menu where filter sets can be managed.
To exit this menu, simply press "Esc" on your keyboard.

A drop-down list will show a list of all saved filter sets. Select a filter set from the already
- . L Add
existing ones and add the selected filter set to the analysis with: - . In order to apply the

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 176 of 254




¥ varsomeclinical

selected filter set to the analysis select: .

Filters

Test Filter
I Test Example

Test filter

Each of the filters inside a filter set can be switched on and off by clicking on the green/red
circles. Active filters have an associated green circle, and inactive filters have an associated red
circle. Variants passing the filter are shown in blue, and variants that fail the filter are shown in
green and crossed out. In the example below, all filters are active except the Function

filter.Filters can be edited or removed H .
Filters

Test filter | W

Q, Apply Filters

% Test Filter @ u

= Rare Variants =

Frequency: 0.0 - 0.01

= Pathogenicity class

Class: b, 4

= Function

Function: coding, splicing

The order of the filters can be changed by moving the mouse on the top of E , then dragging
the filter and dropping it at the desired position. In the example below, the “Pathogenicity class”

filter has been moved to the top position:
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Filters

Test filter

Q Apply Filters

b Test Filter « =

= Pathogenicity class =

Class: 5, 4

= Rare Variants

Frequency: 0.0 - 0.01

= Function

Function: coding, splicing

Click on in order to filter the original results of the variant table. The number of
variants that pass the filter is also shown under the variant table The number of rows of the

variant table can be adjusted by selecting: Bl The filters used are shown when placing the
cursor on “filtered”.

Showing 1 to 10 of 14 rows (filtered from 19 total rows) TOWS per page

Filters used

s (fltered. " pathogenicity class: Class: 5, 4 |

Rare variants: Frequency: 0.0 - 0.01

When downloading all the filtered variants from the Variant table in excel format there will be a
separate tab called “Filters used” that mentions which filters were used.
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I\ Please note that if existing filters with ACMG rules do not work, you will see an error
message returned, like the following:

An error has occurred
acmg_rules: Select a valid choice

PP5_Very Strong is not one of the
available choices.

In this case you should edit (as shown above) the filter, by adding the rules you would like to
have from the available options.

8.3 Shared Filters

Users of the same group can now share filters among them. To share a filter with other
members of your group, click the Filters link at the navigation bar and then click the share icon
on any of the filters you wish to share.

Filters that have been shared among members of the same group appear both on the Filters
screen and when filtering a specific analysis. Although a shared filter can be used by anyone in
the group, it can only be edited by the user that initially shared the filter. Other group members
can still duplicate the filter and edit it. In the analysis results page, click on the Filters icon

, use the drop down list of the search box to select the shared filter of interest, click on
to add the shared filter set to the analysis and then click on .

The sharing icon is a click toggle to switch between sharing status. Filter sets shared with you
will show up normally on analysis side-panel alongside your owned filter sets (if they are
shared, it will say by whom). Note that filter-sets sharing is only within VarSome Clinical
organizations, you cannot share them, for example, with people outside your organization.

Care must be taken for shared filters because user-created filter sets are essentially composed
of filter instances (e.g. a filter instance is the filtering of pathogenic variants), and filter
instances can be turned on or off by the creator of the filter set. So, if the filter set is shared,
other users who use this filter set may be able to apply it to their analyses, but may see that not
all filter instances are enabled, and they can do nothing about it. If the original creator of the
filter set chooses to, for example, disable a filter instance, then all other users who use that
shared filter set will see changes in their results because of that. To avoid this you can duplicate
the shared filter set as one of your own so that you have direct access to what is enabled or not.
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Filter Sets

Create and manage filter sets, that you can use on multiple samples. You can duplicate sets, reorder filters within sets or drag and drop filters from set to set

Your Filter Sets

Search fiter sets

9]
|

Pathogenicity Pathogenic and Likely < |8

Filters Included

N
L

= Pathogenicity class [ ]

Assigned to

Shared Filter Sets (Saphetor)

Users can toggle sharing if Filter Sets by clicking the =5 icon

*-link L)
(Shared by:

Filters Included

= CGD Inheritance

Assigned to

’\[a’sq’rediricd Analyses Upload / view files Manage - Launch analysis - Filter sets Genelists Help Tags About -

20 B = o DESSSPREPAN . s | - i

(.. Variant Variant Type Gene Symbol Germline Class Germline Rules HGVS HGVS Protein HGVS Coding Transcript Position Overlapping Genes.
148508727 TA RS SNV 21 [racooneric) CEDCEDCIEDO @ NM0MsESc..  Ye4FpIress.. 19374 eonlsof 20posii..  EZH2 D
O 2136252972 3insT  Insertion (1) RUNX1 o) [z Tov s NM_QOTS4Sic..  TI3THEs'T(pThr.. C389390insA  exonsof 9beforep.. RUNXT a0
O dres2ss1sBsc=T SNV HLADRB1 . oo OO0 ENSTO00003600... - CITOHGA  intronZof S positio...  HLA-DRB1

O chr6:32549584_5insT  Insertion (1) HLA-DRB1 o0 — ENSTO00003600... TI3SDF*23(pT...  cadldup exon30f 6 beforep... HLA-DRB1

) r11:112832340delC  Deletion(1)  NCAMI [ = D ENSTO00005246...  Q62KFs*110(p.G...  c184del ex0n10f 19 positio...  NCAM1.LOCT019288417....

() chr4390641612insC  Insertion (1) KLHLS . =D -] ENSTO00003596... 10HFs*d3(llel.. 27 28insC  exon1of 11before... KLHLS

O cri189017561G=A SNV ™ DOCEDCTEDDDD NM003725ic.. R402Q(ATGM0.. C1205G»A  exondofSposition... TYR AR
O cri1s2360sTGoA SNV AMPDT [ rs ocraicyees) ENSTO00005201...  Q45*(pGindsTer)  c133GT exon2of 16 positio...  AMPD1 R
O chrie8esT2IasT=C SNV com OCTEDD NM_0309284:c..  CEMR.CS234...  CROOT>C exonSof 10 positio...  COTH AR
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9. Gene List

VarSome Clinical offers 3 ways of creating a new gene list:
1. Copy and modify an existing gene list

2. Create a new gene list

3. Create a gene list from phenotypes

'Va'sa'\'ﬂdlﬂ(:d Analyses Upload / view Files Manage - Launch analysis ~ Filter sets Help

Gene lists

Create and manage list of genes that you can use in your filters

PanelApp Lists Y Create new gene list Y Create gene list from phenotypes

Showing 1 to 10 of 310 rows n rowWs per page

2331 @ aaal (Copy) @

19 Jul 2019 17 Mar 2022

9.1 Copy and modify an existing gene list

The options to manage the existing gene lists are the following:

AAAS AARS] AASS ABAT ABCAZ ABCA4 ABCET ABCCE ABCCE ABCD4 ABHDS ABL1 ACAD...

gl -

Gene lists can be copied by clicking on the "Copy" button n

Genes can be added or removed by clicking on the "Edit" button E Once you have finished
editing the gene list, you can save the list with either the original name or with a new one.
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Gene list

KOO ganas (Copyl
List of g2na names accorong Lo standarg

GCl

HNF1

HNF1B

HHEZ

ELRCIDT
PDX1

Gene lists can be exported to excel by clicking on the "Excel" button u

Finally, these gene lists can also be deleted by clicking on the "Trash" button n

9.2 Create a new gene list

e Click on “Create new gene list”.
® A pop up form window appears, you just need to write a name for your gene list and

paste the list of genes that you want to analyze. Important note: the gene names need
to follow the HGNC (Hugo Gene Nomenclature Committee) standard
(http://www.genenames.org/), if the gene names do not follow this rule you will get an
error message after clicking on Save list.

Gene list
Mame

Fill in the name of your list
Motes / comments

Add any notes or comments related to this gene list

Search for genes

Start by typing a gene symbol and append them to the list by selecting from the results

List of gene names according to genen .org standard

Fill in or paste a comma or space or semicolon or line by line separated list of gene names

B Save list
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9.3 Create a gene list from phenotypes

e Click on ”“Create gene list from phenotypes”
e Start by filling in a phenotype. By selecting All, phenotype matching records from HPO,
MONDO and OMIM® will be available

Prfqotyﬁ)estogene list Dastboard | gene ists | Phenotypesfo gene st

gene s from several phenotypes,

Phenotypes to gene list

Selected phenotypes @ Associated genes Selected genes

e Click on phenotype from the drop down menu to add it to your phenotypes list. (You can
right click any phenotype to remove it from the list)
e Select one or more phenotypes from your list to view associated genes.

Phenotypes to gene list
Create a geneist ffom several phenotypes.

Dashboard / gene isis | Phenotypes to gene list
Phenotypes to gene list

Start by filing in a phenotype.
Clich rop d

your phenotypes lst. (You can right ciick any phenatype to remove it from the list)
ted genes.

ciated ger

s from your
e genes to be added to your gene ist.

characters minimum). Search multple by separating with semic

Selected phenotypes @ Associated genes Selected genes

Alzheimer Disease, Familial, 1 (OMIM:104300)

Takenouchi-Kosaki Syndrome (OMIM:616737)

W Clear W Selectall (2) W Select all 6)
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e Finally select one or more genes to be added to your gene list

Phenotypes to

Dashboard / gene lists / Phenotypes to gene list
Create a gene list from sei o types to g

Phenotypes to gene list

enotypes list. (You can right ciick any phenotype to remove it from the list)
nes,

Selected phenotypes @ Associated genes Selected genes

Takenouchi-Kosaki Syndrome (OMIM:616737)

W Clear B save list
W Clear »» Selectall2) W Selectal (6)

Note: The methodology to generate a gene list from phenotype(s) has been changed. Previously, when
making a gene list from phenotypes, we would include only those genes that are directly annotated with
that phenotype. We have now extended this and instead first collect all diseases linked to the phenotype
and then all genes linked to those diseases, as well as any genes directly linked to the phenotype. We
already worked this way when adding phenotypes to analyses, so this change ensures we are consistent
and also makes sure we don't miss any genes when creating gene lists.

If you want to filter your gene list, you have to go to the Variant table page of the CNV analysis

. — Filters | . " "
you performed and click on the filter icon on the left. Click on "Create" to create a new
one and you will see a screen like the one below:

Filter details %

Available Filters New filter set
A user-defined name
~ Call Status

Auser-defined name

~ Chromosome and Position Add
~ Clinvar Class Add
~ Custom Variant Classifications m
~ Function m
~ Gene List @ m

[ Exclude \farlaﬁts that match

_Gene List

1

Select Gene List

o

Click to add a Gene list filter for the specific phenotype you wish. Fill in the name of the filter set
and save it in order to be applied on your analysis.

9.4 Browsing through gene lists
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Create and manage list of genes that you can use in your filters.

Showing 1 to 10 of 60 rows - rows per page

ACMG SFv3.1 @

ACTA2 ACTC1 ACVRL1 APC APOB ATP7B BAG3 BMPR1A BRCAL BRCA2 BTD CACNALS C.

ACMG SF v2.0 genes and associated phenotypes recommended for return of
secondary findings in clinical sequencing (2016) @)

ACTA2ACTC1 APC APOB ATP7B BMPR1A BRCA1 BRCA2 CACNALS COL3AL DSC2 DSG2

ACMG SFv3.1 Q)

ACTAZACTC1 ACVRL1 APC APOB ATP7B BAG3 BMPR1A BRCAL BRCA2 BTD CACNALS C.

o Toggle custom view:

Search

ACMG SFv3.2 @

ACTA2 ACTC1 ACVRL1 APC APOB ATP7B BAG3 BMPR1A BRCA1 BRCA2 BTD CACNA1S C
\
Additional_findings_nhealth_related PanelApp.20210714 (Copy) @)

APC APOB BRAF BRCA1 BRCA2 LDLR MEN1 MLH1 MSH2 MSH6 MUTYH PCSKS RET VHL

Additional_findings_health_related PanelApp.20211210 (Copy) @

APC APOB BRCAL BRCAZ LDLR MEN1 MLH1 MSH2 MSHE MUTYH PCSK9 RET VHL

Additional_findings_health_related.PanelApp.20211210 2022-03-17
08:50:37.153827+00:00 @)

APC APOB BRCAL BRCAZ LDLR MEN1 MLH1 MSHZ MSHE MUTYH PCSK9 RET VHL

e Display gene lists sorted by name or update date:

Name
4 GeneSampleName3726944998
+  GeneSampleName3752256782
4 Genelist 23.00-2021 11:18:14

+  Gene st 23-00-2021 11:17:41

+

Gene st 09-09-2021 09:51:02

+

Gene st 09-09-2021 085029
+  GeneSampleName2677764964
+  Genelist09.09-2021 00:23:11
+  GeneSampleName9s17529787

+ asdasd

VarSome Clinical User Manual

Owner Updated at
27 sep 2021
23 Sep 2021
235ep 2021
23 5ep 2021
9Sep 2021
9Sep 2021
9Sep 2021
9Sep 2021
95ep 2021

7sep2021
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e Search gene lists by name:

Dashboard | Gene lists

Additional_findings_health_related.PanelApp.20220417 (Copy) @

APC APOB BRCAL BRCA2 LDLR MEN1 MLH1 MSH2 MSHE MUTYH PCSK RET VHL

Additional_findings_heal

gs_t elated.PanelApp.20220417 2022-06-29
14:42:42 124843+G0:00 @

APC APOB BRCAL BRCA2 LDLR MEN1 MLH1 MSH2 MSHE MUTYH PCSKS RET VHL

Additional
_CNV_analy:

indings_health_related_-
;_aduits.PanelApp.20210714 (Copy) @)

APC BRCA1 BRCA2 LDLR MEN1 MLH1 MSH2 MSHE MUTYH VHL

Actions

-

[+ 0]
o

\
oo
m
[+ ]
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10. Final Report Generation

When it comes to reporting, in addition to the options provided by the “Analysis Actions”,

VarSome Clinical offers users the option to generate a report of specific variants in PDF or Word
format.

Variant reporting works on a sample level, i.e. you can report multiple variants belonging to the
same sample, but you can't report one variant of the sample A and another of the sample B
within the same report.

In the Variant Table page, you can either select one variant at a time just by clicking on it or you
can select multiple variants at once (mass selection) by holding Ctrl and clicking on each variant

you wish to include to your list and then click on the “Select for export” [OZEEJ] option. On the

left, click on the “Report generation” to see the list of the variants selected

for export, and then either choose fist or Report _
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[J.. Variant fariant Type Gene Symbol
SNV PIK3CA =

chr7:140453136 A=T % SNV BRAF &
chr3:178936091 G=A = SNV PIK3CA®:
chr3:178952085 A=G = SNV PIK3CA®:
O chrl043615641A=C SNV RET
O chrio43604493C=T SNV RET
O chr17:37881082G=A SNV EREB2
[0 chri7:41234451G=A® SNV BRCAT ®

[ chr17:29553478 9insC  Insertion(1) ~ NF1

[ chr1:115256530 G=T® SNV NRAS

4

Showing 1 £ 10 of 5126 rows, rows per page

[J.. Variant Variant Type Gene Symbol
chr3:178947865 C=A " SNV PIK3CA =
Chr7:140453136 A=T ™ SNV BRAF %
chr3:178936091 G=A % SNV PIK3CA %
chr3:178352085 A=G % SNV PIK3CA %
[ chr10:43615641 A=C SNV RET

[0 chr10:43604493 C=T SNV RET

[ chri7378B1082G=A SNV ERBB2

[0 chr17:41234451C=A® SNV BRCA1 M
[0 chr17:29553478_9insC Insertion (1) NF1

O chr1:115256520C=T™ SNV NRAS

“
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Variants to export

Export Remaove
list all

Showing 1 to 4 of 4 rows

Export
list

Selecting will export the variants in an .xlsx file as shown below:

B C P Q R s T v v
Chromoso? Position RS ID Refseq Varseq Type HGVS  Genes  Phenotype Number of Transcript’ OMIM pher OMIM inhe”Function  Functions *Coding imf Inheritanc* Clinvar cla’ Clinvar di2 Cosmic pri Allelic balaFreq:

Fchr3 178936091 rs1048860¢ G A SNV NM_00621& PIK3CA Gastric cancer;Nonsmall*coding coding missense  AD Pathogenic Breast. 0.0732600¢ 4,03;

¥chr3 178952085 rs12191327A G SNV NM_006218 PIK3CA Gastric cancer;Nonsmall*coding coding missense  AD Pathogenic Breast. 0.1323 4,02

Pehr3 178947865 rs58777692G A SNV NM_00621 PIK3CA Gastric cancer;Nonsmall*coding coding missense  AD Pathogenic Large Intes? 0.2897

rehr7 140453136 rs11348802A T SNV NM_00433#BRAF Nonsmall ce Autosomal ¢ coding,non®coding missense  AD Pathogenic Thyroid 0.1013 3,97¢
Generate

Report

Selecting direct you to the following screen:
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short2_L001_R2_001 clinical report

Clinical report

Dashboard | Samples | Analysis clinical report

& Download as POF | B Exportas docx

' varsomeciinical

sample: short2_L001_R2_001 Predicted gender:

Phenotypes Diseases
Sample short2_L001_R2_001 Report

Primary finding

Secondary finding

Drug related

The form we provide as a template to create your report is completely customizable, where all
section tables can be edited according to the user's needs . The final report layout you choose
to generate will be saved for future use.

The report template consists of table sections, where all fields can be changed, along with the
colors of both text and background and even the logo can be replaced with the logo of your
organization.

D E XB EDHE Qb m
B I US x » & L|5=:: = 2

ik
=
-
[
[ ]
k
1
|
=]

In each section table, there is the option of changing the background color of a cell by
right-clicking on it and then going to Cell >> Cell properties as shown below:
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Primary finding
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In the Cell properties menu you can choose to change the background color among other
available styling options:

Cell Properties b4
Width Cell Type
pixel - Header «

Height

pixels Rows Span
Word Wrap Columns Span

Yes »

Haorizontal Alignment Background Color

e § o0, 51, 102

Vertical Alignment
Baorder Color
<not set> v
Choose

What is more, by clicking on the m icon, a Report widgets menu will be shown, with the
following options:
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Report widgets

b Analysis information

+ Content Area

Accumulated variant information
«}+ All variants' information

Specific Variant Information

NM_004333.6:c.2128-5delT

+5 Variant information

+# BRAF Gene information

3 BRAF related drugs

«+» BRAF PMKE info

« BRAF CIVIC info

«}» BRAF GHR info

+ BRAF Clinical Trials info

e Analysis information: General information including sample name, allelic balance,
predicted gender, phenotypes, and diseases.
e Content area: Field to write content-related information of the analysis.

e All variants' information: Table with all selected variant's information.

e Variant information: Mutation identification, followed by its classification and a short
description of the variant. More information is included containing HGVS notation,
related gene, exon, variant type, rs ID, zygosity, frequency, and coverage.

e Variant references: List of scientific papers referring to a specific variant.
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e Gene information: Disease-related information from CGD, about the gene containing a
specific variant.

e Related drugs (if applicable): Information regarding the drug-gene interactions from
DGIdb, and other data resources.
For example:
- Pharmacogenomics Knowledge Base (PharmGKB)
PharmGKB is a pharmacogenomics knowledge resource including clinical information
such as clinical guidelines, drug labels, potentially clinically actionable gene-drug
associations, and genotype-phenotype relationships. Information on the impact of
human genetic variation on drug responses is aggregated through various approaches
which include, among others: literature review for the annotation of genetic variants
and gene-drug-disease relationships, curation of FDA labels, and drug dosing guidelines
in a pharmacogenomic approach.

VarSome integrates information from PharmGKB that may concern:

o The relationship between a variant selected from the table and corresponding
medications along with related supporting publications. This information, if
available, is located in tabular format in the “PharmGKB” Tab under the Variants
Table. An example is shown in the following screenshot.

PharmGKB  Version: 21-Mar-2023

Drug Association Significant Drug Variant Relation i Publications Annotation ID Curator notes

This Table holds the Clinical Annotations of the variant which can be also accessed at the
PharmGKB site through the respective ID. The "Annotation" column refers to manually
curated genotype-based summaries describing the phenotypic impact of the variant.
The user can also see an overview of the corresponding Publication. If the corresponding
data are available, the user may also see a table for chemical relations or disease
relations.

o This section concerns the relations of the gene containing the variant with drug
substances. All the information can be found under the "Gene basic info" tab on the
right menu of the Variant Table page. If the corresponding information is available
the user may see a table for Guidelines, Chemical relations, Drug Label Annotations
and Disease Relations. The user can also see an overview of the corresponding
Publications.
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Variant @ Gene | KRAS

Ieeneuasmwa I ne

Gene basicinfo

Description
Kirsten rat sarcoma viral oncogene homoiog

Clinical resources

[ s f ot e s own ] e

PharmGKE Version: 21-Mar-2023

Chemical Relations

function IPe;mr Brawiser Isv.w:\uvalvauans I’van::rm; IP\.\:H:au:'\s Im-c-«m;

[acr e |

Current Annotation

20

ariants IGEHeExpvas:\cn IJAM:KB Icmc IPMKB I:r:NsFP IcnonA: Genes IEB\G&\'EZPHe\'\ar‘,’:e Ic,encc IC\nEenDsease Validity IDomwc IPane\Angereusx:

Drug Association Publications
Encorafenib Associated No No R

Ceturimab Ambiguous Yes No 5, 25183481, 25210463, 26162609 Show 5 more
Sotorasib Associated No No -

Ramucirumah Associated No No -

Capecitabine Associated No No 26162609

Oxaliplatin Assoviated No No 22734028, 26162609

Trametinib Associated No No R

Vemuratenis Associated No No -

Fluorouracil Ambiguous No No 22734028, 23324808

Panitumumab Ambiguous Yes No 23090619, 23324806, 24727325, 25183481, 25210463, 26162609, 26438111, 26812186, 27¢

~ Show 5 more

Drug Label Annotations

Drug Title PGX Level FDA Biomarker List
Annotation of ema label for encorafenib and ras, kias, nras Actionable PGx B

Encorafeni Annotation of hcsc label for encorafenib and hras, kras, nras Actionable PGx B
Annotation of fda label for encorafenib and hras, kias, nras Actionable PGx On FDA Biomarker List

Annotation of ema label for cetuximab and egfr, kras, nras
Annotation of hcsc label for cetuxima and egf, kras
Cetwximab
Annotation of fda label for cetuximab and egir, kras, nras

Annotation of pmda label for cetuximab and egfr, kras.

Annotation of hesc label for sotorasin and kras

Disease Relations

Testing required

Testing required

Testing required

Testing required

Testing required

On FDA Biomarker List

Disease Association Pharmacodynamic Pharmacokinetic
Event-free survival Not assosiated No No
Rectal neoplasms Assaciated No No
Neoplasms Assaciated Yes No
Progression-free survival Ambiguous No No
Overall survival Ambiguous No No
Adenacarcinoma Assaciated No No

The gene-related tables are also available for the user during the report generation process
which is described in more detail in the Final Report Generation above. The addition of the
PharmGKB section in the report will generate a table similar to the following example:
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BRAF related drugs from PharmaGKB
Chemical Reactions

Drug ID

PA166179872

PA166129522

PA165946873

PA166114911

PA166115364

Drug Name

encorafenib

nivolumab

vemurafenib

dabrafenib

trametinib

Association

associated

associated

associated

associated

associated

¥ varsomeclinical

Pharmacodynamic

False

False

False

True

False

Pharmacokinetic PUBMED
References

False

False

False

False

False

- Precision Medicine Knowledgebase (PMKB)
PMKB is a knowledge database that presents clinical interpretations of cancer variants in a
structured way. It allows user contributions in terms of browsing, submitting, and editing
existing entries. In addition, all changes are reviewed by molecular pathologists and

oncologists.

Drug Label Annotations

{name’: 'Annotation of EMA Label for encorafenib and BRAF',
‘testing_level': "Testing required’, 'id": 'PA1661829487

{id": "PA166179878", ‘testing_level": "Testing required’, "biomarker_flag"
"On’, 'name"; ‘Annotation of FDA Label for encorafenib and BRAF}

{id": "PA166160121'", ‘testing_level" "Informative PGx', 'biomarker_flag"
"On’, 'name’; ‘Annotation of FDA Label for nivolumab and
ALK BRAF.CD274 EGFR}

{id": "PA166114482', ‘testing_level' "Testing required’, "biomarker_flag’: 'Off
(Never On)', ‘name': 'Annotation of EMA Label for vemurafenib and BRAF}
{id": "PA166104858, ‘testing_level": "Testing required’, "biomarker_flag"
"On’, 'name’; ‘Annotation of FDA Label for vemurafenib and BRAF}
{'name'’. 'Annotation of PMDA Label for vemurafenib and BRAF'

‘testing_level: "Testing required’, 'id": 'PA1661608517

{name’: 'Annotation of HCSC Label for vemurafenib and BRAF,
‘testing_level': Testing required’, 'id": 'PA166127728%

{id": "PA166119826", 'testing_level': "Testing required’, "biomarker_flag': 'Off
(Never On)', ‘name': 'Annotation of EMA Label for dabrafenib and BRAF}
{'name": "Annotation of HCSC Label for dabrafenib and BRAF'
‘testing_level: Testing required’, 'id" 'PA166127656

{lid": 'PA166114912", 'testing_level": Testing required’, ‘biomarker_flag":
'On', 'name”. "Annotation of FDA Label for dabrafenib and BRAF}

{lid": 'PA166115365', 'testing_level": Testing required’, ‘biomarker_flag":
'On’, ‘name’. "Annotation of FDA Label for trametinib and BRAF}
{name": "Annotation of HCSC Label for trametinib and BRAF'
‘testing_level': Testing required’, 'id": 'PA1661277227%

VarSome presents the information retrieved from PMKB in the "Genes" Tab on the right
menu of the Variant Table page:

PMKB Version: 21-Sep-2022

Tier Tumor

o Adenocarcinoma

Tissue Definition
Breast
BRCAL any
Ovary
mutation
Prostate

Interpretation

PUBMED references

Inactivating mutations in BRCAL may be associated with sensitivity to PARP inhibitors.
Drug Rucaparib Niraparib Olaparib

The aforementioned information is also available for the user during the report generation
process which is described in more detail in section 15. Final Report Generation. The
addition of the PMKB section in the Report will generate a table similar to the following

example:
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ARID1A any mutation

[ E3

This gene is a known cancer gene. ARID1A/BAF250A subunit of the SWI/SNF (BAF) chromatin remodeling complex has emerged as recurrently mutated in a broad array of tumor types and a potential tumar

suppressor. There is evidence indicating that ARID1A-mutated cancers may be subjected to therapeutic intervention

Tumor

Acinar Cell Carcinoma, Acinic Cell Carcinoma, Acute Myeloid Leukemia, Adenocarcinoma, Adenoid Cystic Carcinoma, Adenosarcoma, Ameloblastic Tumor,
Anaplastic Large Cell Lymphoma, Angioimmunoblastic T-Cell Lymphoma, Angiomatoid Fibrous Histiocytoma, Angiomatosis, Angiomyolipoma, Angiosarcoma,
Astrocytoma, Anaplastic, Atypical Chronic Myeloid Leukemia, B Lympheblastic Leukemia/Lymphoma, Basal Cell Carcinoma, Burkitt Lymphoma, Carcinoid Tumor,
Carcinoma, Carcinosarcoma, Cholangiocarcinoma, Chondrosarcoma, Chordoma, Choriocarcinoma, Chromophobe Renal Cell Carcinoma, Chronic Lymphocytic
Leukemia, Chronic Myeloid Leukemia, Chronic Myelomonocytic Leukemia, Chronic Neutrophilic Leukemia, Classical Hodgkin Lymphoma, Clear Cell Carcinoma,
Clear Cell Renal Cell Carcinoma, Craniopharyngioma, Dermatofibrosarcoma, Desmoplastic Small Round Cell Tumor, Diffuse Large B Cell Lymphoma, Ductal
Carcinoma, Ependymoma, Essential Thrombocythemia, Ewing Sarcoma. Fibromatosis, Follicular Carcinoma, Follicular Lymphoma, Gastrointestinal Stromal Tumor,
Germ Cell Tumor, Giant Cell Tumor, Glioblastoma, Glomus Tumor, Granular Cell Tumor, Hairy Cell Leukemia, Hemangioendothelioma, Hepatocellular Carcinoma,
Histiocytic and Dendritic Cell Neoplasms, Invasive Ductal Carcinoma, Kaposi Sarcoma, Langerhans Cell Histiocytosis, Leiomyoma, Leiomyosarcoma, Lipoma,
Liposarcoma, Lobular Carcinoma, Lymphoplasmacytic Lymphoma, Malignant Mullerian Mixed Tumor, Mantle Cell Lymphoma, Marginal Zone B Cell Lymphoma, Mast
Cell Neoplasm, MDS with Ring Sideroblasts, Medullary Carcinoma, Medulloblastomna, Melanoma, Meningioma, Merkel Cell Carcinoma, Mesothelioma, Mucinous
Tumors of Appendix, Mucinous Tumors of Ovary, Mucoepidermoid Carcinoma, Myelodysplastic Syndrome, Myeloproliferative Neoplasm, Myxofibrosarcoma,
Nasopharyngeal Carcinoma, Neuroblastoma, Neuroendocrine Carcinoma, Neuroendocrine Neoplasm, NK Cell Lymphoproliferative Disorder, NLPHL, Non-Small Cell
Lung Carcinoma, Oligodendroglioma, Osteosarcoma, Papillary Carcinoma, Papillary Renal Cell Carcinoma, Peripheral T Cell Lymphoma, Pheochromocytoma,
Plasma Cell Disorder, Polycythemia Vera, Post-Transplant Lymphoproliferative Disorder, Primary Myelofibrosis, Primitive Neuroectodermal Tumor, Renal Cell
Carcinoma, Reninoma, Retinoblastoma, Rhabdomyosarcoma, Sarcoma, Schwannoma, Serous Carcinoma, Sex Cord Stromal Tumar, Small Cell Carcinoma, Solid
Pseudopapillary Tumor of Pancreas, Spindle Cell Meoplasm, Squamous Cell Carcinoma, T Cell Lymphoproliferative Disorder, T Lymphoblastic Leukemia/Lymphoma,
T-Cell LGL Leukemia, Thymic Carcinoma, Thymoma, Urothelial Carcinoma, Tumors of Peripheral Nerves, Wilms Tumor, Pilocytic, Ganglioglioma, Neuroepithelial
Neoplasm, NOS, Pleomorphic Carcinoma, Solitary Fibrous Tumor, Neuroepithelial neoplasm, high grade, Leukocytosis, Thrombocytosis, Monocytosis, Cytopenia,
Other Acute Leukemia, Acute Leukemia of Unspecified Cell Type, Anemia, Unspecified, Diffusely Infiltrating, Diffuse Midline Glioma, Infiltrating Glioma, Intraductal
Papillary Mucinous Neoplasm (IPMN), Leukopenia, Lymphadenopathy, Lymphocytosis, Symptomatic, Monoclonal Gammopathy, Mucinous or Serous Cystic
Neoplasms of Pancreas, Mycosis Fungoides, Unspecified Site, Pleomorphic Xanthoastrocytoma, Rash and Other Nonspecific Skin Eruption, Thrombocytopenia

Tissue

Adrenal Gland, Anus, Ampulia
(Pancreaticobiliary Duct),
Appendix, Bladder, Blood, Bone,
Bone Marrow, Brain, Breast,
Spinal Cord, Cervix, Chest Wall,
Colon, Endometrium,
Esophagus, Eye, Fallopian
Tube, Fibroadipose Tissue, Gall
Bladder, Kidney, Larynx, Liver,
Lung, Lymph Mode, Nasal
Cavity, Oral Cavity, Ovary,
Pancreas, Parathyroid, Penis,
Peripheral Nervous System,
Peritoneum, Pharynx, Pituitary,
Placenta, Pleura, Prostate,
Retroperitoneum, Salivary
Gland, Seminal Vesicle, Skeletal
Muscle, Skin, Small Intestine,
Soft Tissue, Spleen, Stomach,
Testis, Thymus, Thyroid, Tonsil
Ureter, Uterus, Vagina, Rectum,
Cartilage, Blood Vessel, Buccal
Swab, Heart, Trachea, Salivary
Duct, Spermatic Cord, Vulva,
Infratentorial, Supratentorial
Gastroesophageal Junction

Sellar, Suprasellar &

- Drug-Gene Interaction Database (DGIdb)

DGIldb provides information about known or potential drug-gene interactions using expert
curation and text-mining methods. The presented drug-gene interactions have been mined
from DrugBank, therapeutic target database (TTD), PharmGKB, a list of targeted agents in
lung cancer, and ClinicalTrials.gov. In addition, retrieved data from Gene Ontology, dGene,
and “druggable genome” lists from Hopkins and Groom (2002) and Russ and Lampel (2005)
are utilized for the categorization of the genes as potentially druggable.

VarSome presents the information retrieved from DGldb at the bottom of the "Genes" Tab
on the right menu of the Variant Table page:

DGI Version: 21-Feb-2023

Drug name primary Disease FDA Approved Immunotherapy Antineoplastic Details
2-Phenyiquinoline (CHEMBLB9786) - No No No

Advanced Solid Tumor, Triple-receptor negative
2X-121 (CHEMBL3644567) ple-recepior neg No No Yes

breast cancer
6-Hydroxyflavone (CHEMBL138649) - No No No More
6-Hydroxyflavone (CHEMBL138649) - No No No More
7-Hydroxy Isoflavone (CHEMBL491981) - No No No More
7-Hydroxy Isoflavone (CHEMBL491981) - No No No More
Adavosertib (CHEMBL1976040) Qvarian cancer No No Yes More
Apigenin (CHEMBL28) - No No No More
Aurintricarboxylic Acid

- N N N M
(CHEMBL275938) ° ° ° o

Ovarian cancer, Triple-receptor negative breast
Berzosertib (CHEMBL3989E70) ple-recepior negi No No No More

cancer

~ Show 90 more

VarSome Clinical retrieves information from DGIdb and makes it available in the Report. By
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adding the DGIdb section to your Report, the information will be shown in tabular form, as
below. This table holds aggregated information from DGldb on the interaction of the
respective gene with different drug substances and the various attributes of the
interaction.

e
PAH related drugs
Drug name Attributes Disease
Chembl117168
FDA Approved: No
Sapropterin ding affinity for human PAH
e vator, cofactor
tablished target
Tri in
Sapropterin Dihydrochloride eraction: Phenylalanine-4-hydroxylase activator
vator Dir jon: yes
Fenclonine and: Inhibition
Interaction type: inhibi
FDA Apf
Norepinephrine
Interacti e
FDA App
Droxidopa
Interaction type: inhibitor
FDA Approved: Yes
Norleucine
FDA Approved: No
L-Phenylalanine
FDA Approved: No @

e PMKB info (if applicable): Information about the gene containing a specific variant,
retrieved from PMKB database.

e CIVIC info (if applicable): Information about mutations shown to predict response to
targeted therapy from CIViC database.

e GHR info (if applicable): gene information from GHR.

e Clinical Trials info (if applicable): Information about related clinical studies from AACT
database. The AACT Database is a publicly available relational database and its purpose
is to include all information (protocol and result data elements) about every study
registered in ClinicalTrials.gov. VarSome Clinical retrieves information from AACT
concerning clinical trials related to the gene that contains the selected variant. The
information, if available, is displayed under the "Gene" option on the bottom of the
variant table in the Variant Table results page, as shown in the screenshot below.

The card:

Variant ® Gene BRCAl

-

Gene basic Info | | Gene function | | Region Browser Structural Variants

opens a table that holds an overview (protocol title, trial status, research sites, supporting

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 196 of 254



¥ varsomeclinical

references, etc.) of the clinical trials related to the gene, providing to the user direct and
complete insight into the interest around the gene in the clinical research field.

AACT Clinical Trials |Version: 10-Mar-2023

pes, interventions or locations

onditions, phen

mpletion

Start Date ASC Com status Source Title Conditions | Phenotypes Interventions Locations Publications
Conditions
Adnexal Diseases
Carcinoma Biopsy Procedure
iy of Hope Wt Carcinoma, Ovarian Epithelia Undergo needteor core iopsy Uit States, D, Calfna
16-May-2023 18-May-2025 Disease Attributes Biospecimen Collection Procedure
Center ity of Hope Medical Center
Endocrine Gland Neoplasms Undergo blood sampe collection
v s ore v Show 3 more
Phenotypes
Conditions
ATM Gene Mutation
BRCAL Mutation Irinotecan Drug
P s beca0zr Uriversty of Calfomia,  Combination Therapy of Niraparib and I n  BRCAZ Mutation Given intravenously (1Y) United States, San Francisco, Calfomia
San Francisco Cancers Wih Mutations in DNA Rep Metastatc Sofid Tumor Niraparib Drug University of Caliornia, San Francisco
PALB2 Gene Mutation Given oraly
Phenotypes
Conditions
Cutaneous Melanoma
Metenoma . United States, Bosion, Massachusetts
Dana-Farber Cancer PlorTalof ! Mucosal Melanoma Otaparib Drug Brigham and Women's Hospital
28-Feb2023 0L-May-2027 Neoplasms. Oral, twice a day, dosage per profocal
Insttute Necpaome by oo e P United States, Boston, Massachusetts
i, Dana Farber Cancer Insiiute
v Show 7 more
Phenotypes

This information is also available for integration into the Report.
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11. Visualization
11.1 Browsers

VarSome Clinical offers different browsers to visualize the data. These are the Region Browser,
CNV Browser and Sample View Browser. Each browser provides different information. The
region browser displays the variant in the context of its genomic "neighborhood", including
transcripts and other, nearby variants and their pathogenicity as well as frequencies from
GnomAD.

The CNV Browser provides an interactive graph to visualize the CNV call region in all samples of
the cohort.

Finally, the Sample View presents a genome region browser, but one that is focused on
displaying the variants (SNPs, indels, CNVs) identified in the current sample. This provides a
global overview of the variants identified in the current sample.

11.1.1 Browser interface settings

There are four icons on the right hand side which can be used to maximize the browser, save the
current position on the browser to use in any of the 3 browsers, and change various display
settings as shown in the image below. The reset button will bring the browser back to the
original position in case the browser has been moved.

General settings:

General Color Scales

Zoom in | out

) Hold CTRL and scroll to zoom
@ Click within the graph to activate zoom by scrolling.

Theme

Dark Theme “
@ Light Theme /
) System Theme

Full screen mode

) Native full screen window
(@ Expand to current window size

Zoom speed )
2x (O 15x () 125x @ 1x () 05x

Theme: You can select the theme of the genome browser component. Note that by selecting
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the system theme, the theme is adjusted to the one you have selected from the setting
background option on your browser.

Gesture control options:
e Hold ctrl and scroll to zoom : Use CTRL + SCROLL to zoom in/out

e Click to activate scroll zoom : Use SCROLL to zoom in/out

Full screen mode: You have the option to select the size of the genome browser window.
e Native full screen window
e Expand to current window size

Zoom speed: The option to adjust the speed while zooming in/out inside the genome browser
window (default = 1x).

Color scales:

You can choose the colors/color scales for every track in the different browsers, e.g.
Conservation and Pathogenicity on the genome region browser and sample view. Click on the
drop-down menu of the track that you want to change, and select one of the predefined palette

options.

Genome Browser color scales:

X

General Color Scales
Conservation Red ! Green ssssoeee
Pathogenicity Turbo L T ..
Frequency DBs Cividis L1 1]
Germline DBs Cube Helix L1 11 1111

Spectral L 1 L 1 ]
Somatic DBs

Inferno L 11111}
Other DBs Viridiis T

Cool Rainbow L 111 11
Bestore default color sei  Warm Rainbow (2111

Gray Tone L 1 11 11 11)

Orange / Red L1 1111}

+" Red / Green L 1 1 *ed

CNV Browser color scales:
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General Color Scales

Reads Red / Blue [ TITITIIT])
Coverage Red / Blue L1111 1]])
CNV Calls Red ! Blue [ TITITITIIT]
Restore default color scales

Sample View color scales:

General Color Scales

Conservation Red ! Green (T 1] (11
Pathogenicity Red / Green L 11 LT ] ]
Restore default color scales

Search for a position or a gene

You can use the search box on the top right of the browser to search for a position in the
genome (e.g. chrl) or for a specific gene (e.g. BRCA1). To search for a gene, you need to delete
the genomic location displayed and type in the name of your gene of interest.

=]
s
)
[T+
R
e
a2
|
+
E
W

chr5:147,499,852..147,499,902

The saved icon ~ on the right can be used to bookmark the current position, providing a
label that can be used later.
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+ Bookmark Current Position

Position Labhel

chrld:32,689,645..32.974,. .. no labe!

Type new label for chrl3:32 B89 645..32 974 404:

[ﬁﬁg&gj ] cancel |ENNIS
chri7:41,196 312,41 277, . BRCA1
chr17:7,571,739..7,590,807 TP53

Chromosome track

In the chromosome track, the user can switch strands by clicking on the "STRAND" button.
STRAND 1 (default) refers to the positive strand (5'-3' direction), while STRAND -1 to the
negative one (3'-5' direction). Additionally, the browser offers the option to expand the
chromosome-level visualization from the current chromosome to all chromosomes (and vice
versa), by clicking on the "show all" button on the right-hand side of the bar. Each chromosome
can be selected for visualization to inspect the identified variants.

Region Browser hrE 47 AGG BED 14T 4O AT — T+ (< s ra
hg18 chr5:147,499,852..147,499,902 Q Lo

strand 1 I EHNE T B EES S EE'E B O ESE Em 0 shaw all N

Reglon Browser chr5:147,499,852..147,499.902 Q@ | (= +|[< > I3
negl 1147,499,852..147,499,

strand: 1

o ane el anlianls el aialial el alia] ol el elielele]ii]) e

show L
B

Zoom in and out area

It is possible to zoom in and out on the different tracks of the browser. If the area is marked with
a green rectangle this means the focus is on that area and it is possible to use the mouse scroll
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to zoom in and out. Otherwise
scroll to zoom in and out.

Green rectangle

@ Back to legacy view
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no green rectangle is displayed and there is a need to use Ctrl +

#® Report Issues & Feedback
qulgs\on Browser chr5:147,499,852..147,499,902 Q|- +
11
strand: 1 O s . . e I NN S —— I NN N - | || I . I || show all n
o
Settings
+ Transcript FLTERs T
> > >
+ UniProt Protein regions
+ Pathogenicity FLTERS T
P
. } W W l [ [
vus
LB l l J l
B
+ Frequencies FLTERs T
0 — — e — T — — — —
- — — — e — — — .
. — —— —] —
- — —
0.001 N}
=]
0.01 —
01 L
1
+ Variants FLTERS T ng
L L —— —— L I — | . s
L -_— ——— L L -_— L SS— — ) —— — I —— —————
:;ggm ronser chr5:147,499,852..147,499,902 Q| [— +|[ ¢ »
shrand: 1 N - e | | N —— I N N | N N shaw all n
N oo e 6O CEEEEERERY) Den D Do Do e |
F =/ = = oy <7 oo Settings
+ UniProt Protein regions.
=
+ Pathogenicity T
click to activate zoom l
+ Frequencie Use shift + SCROLL to pan vertically T
- -— e — - - -
— — — — — .
3 —
—
= _t
@
=]
+ Variants T
-_— s - —— - T — — C—————
- —-— ——— LB B | e—— — - o - ———
-_— -_— L L -_— I — In| -_— -_—
[ A — @ -— A
& — — W L -
i — W —
| -_— D
Reset
4

11.2 CNV Visualizations

11.2.1 CNV Browser

The CNV Browser can be found under the variant table. It provides an interactive graph to
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visualize the CNV call region in all samples of the cohort.

B SR . s |- - T o+ = -

0. variant Length Call Quality  Copy Number Type « Quality Score ACMG Class CNVRules  Number of genes Number of exons Reads expected Reads observed Read ratio Frequency
2331 v % ®x 095908 deleion G 338 D 15 0 527 25 0.486

u] 4739 v o % 231034 duplication T 8.32 2 12 512 636 124

() 19 v v v 250589 duplication R 679 1 1 268 380 142

[m] 168.554 % % % 2.60590 duplication D 705 Likely pathogenic. D 16 52 1369 2221 162

O 28.028 vex 0 deletion € 4.7 Liely Painogenic SN ovrios 4 k) 202 21 00868

m] 79.112 x % x 254507 duplication D 135 - 8 2 289 421 146

(8] a7 v v o LaaTes deletion  E 581 - 2 3 359 245 0682

u] 143 v v v Lasies deletion A 58 1 2 199 127 o638

(8] 19 v v v 0703100 deletion T 8.8 1 1 [ 35 0407 0.00009219
O 251.220 v s % 255582 duplication A 107 - 17 %0 3759 5538 147 - -

® Variant Gene L0

CNV Details | Transcripts I:*.u Classification Pathogenic Iu plications I: chvs || sample View | cN piot | | CNV Browser

The position of the CNV call in the reference genome is marked at the top of the CNV Browser
and the chromosome name is shown on the left. The user can change the size of the region
shown by dragging:

[ERnrowser — x:49,319,669..49,342,980

sl N NN NN BN O D N | N . N, shawal X

CNV Browser b -+ < > ©

bt SRAND:L (T B BN NN Il BN I D B N N B W ees N I NN I . I T e - EXPAND TO ALL CHRS

+ CNV calls

+ Read Ratio

+ Coverage FILTERS ¥

SDHB
< <

The CNV calls track shows if it is a deletion or a duplication. Deletions are represented by an
empty rectangle and duplications by a full one. The position in the reference genome and the
length of the CNV are shown when the user hovers over the browser with the mouse on the
rectangle.

Deletion
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CNV Browser o -+ < > o

l‘kg STRAND: L _— — N L] 1 . . NN N I . | | | EXPAND TOALL CHRS

chr: 145,743,514

+ Read Ratio

Duplication

CNV Browser bl -+ < > «®

hue STRAND: 1 | — I e 1 I || | | EXPAND TO ALL CHRS.

+ CNV calls

+ Resd Rato

The region of the CNV call is highlighted in orange. The purple area shows the 95% confidence
interval of the read ratio (observed/expected reads). Each colored rectangle represents one of
the target regions of the assay used to sequence the sample, and its position on the vertical axis
indicates the read ratio for this region. Target regions whose read ratio falls within the
confidence interval will be colored blue, while those whose ratio falls outside the expected
range will be red. The observed and expected read ratio is shown when the user hovers the
mouse over the target region.

NV Browser %49,319,669..43,342,980

stand: 1 H s e ’_l e . N I | | I I . - showall X
e

7 chrX: 40.331.685 Sample info not available

’ 1 o
+ CNV calls / "
‘ ‘

+ Read Ratio

P11.23 [gneg]

Start: chrX; 47.600.000
End: chrX: 50.100.000

Below the read ratio is the coverage track which shows the depth of coverage across both the
test sample (the sample currently under analysis) and the control samples used in this analysis.
The test sample's coverage is shown in red and the others are in blue. The user can choose to
view the coverage on a logarithmic or linear scale under the Filters panel.
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CNV Browser

enrB: 145,738,078

26 208 17388

RECQLY
O ——

o0 om

EXPAND TO ALL CHRS

FLTERS ~

209 173%
- v YAsis

The user can hover along the CNV and see the coverage for the selected sample, the transcript

and its exons under the read ratio track.
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9 - + < > o s

e u
I [ I N e || || )| EXPANDTOALL CHRS

chr8: 145,742,803
5,742.8 ki

FILTERS ~

COVERAGE: 749 SAMPLE: 2958 17358
v Current Sample

2958 17358
v Reference Samples
2971 17371
v [] Other Samples
[ 2924 17312
[ 2927 17315
[ 2940 17328
[] 2956 17356
[ 2970 17370
e | 2979 17379
RECQL# (axon: 3) [ 2980 17390
I +— < - < e SNy { “ ¥ Axis

() Logarithmic

Clicking on the Samples icon on the right shows a new window where the user can choose to
visualize the coverage of the other samples of the cohort by clicking and holding on the eye
icon.
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CNV Browser chr8:145,742,658..145,743171 Q| (= +|[< » ra
hgl3 ! ! LdJ
trand: 1 1 - 1
el B N | IR NE (IR BN I IH N showall  Samples X n
Saved
You can press and HOLD the eye icon @&
to preview other samples
1 e 4
+ CNV calls Settings
: ! 2024 17312
+ Read Ratio
2540 17328 [REF] @
. 2970 17370 [REF] D ) o
12 Samples
g 2927_17315 [REF] @
0.8
g 2979 17379 [REF] @
0.6 .
U8 —— 2956_17356 @
0.2
- 2958 17358 @
=+ Coverage ELTERs T 2971 17371 {2
S — 2990_17330 @
—
0d \\ |
™,
.
10 ~
+ Genes

The filters panel allows the user to visualize the CNV call region in the rest of the samples of the
CNV analysis by checking the box of the sample name. Once checked, hover over the sample
names on the filters and only these will be shown in the Coverage track.
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CNV Browser -
chr8:145,742,892..145,743,406 Q =|+ < 3 -
hgl9 LdJ
frand: 1 1l
strand: 1 Il Nl b NN N EE N  EEE EE O o n
Saved
145.7 M 1457 M 1457 M
+ CNV calls Settings
| !
+ Read Ratio
2
15 Samples
1
0.5 e
+ Coverage FILTERS
o W Current Sample
—_ - 2924 17312
100 = v Reference Samples
2927 _17315
10 2940 17328
2970_17370
: 2979 17379
. “ [_] Other Samples
+ Genes g z;:—:m
[ 2971 17371
[ 2990 17390
RECQL4 v Y Axis
| -+ . 0 Logarithmic
Reset

Finally, the exonic structure of any genes the CNV overlaps with is shown in the Genes track
under the coverage.

CNV Browser Bl -+ < > o«

s ! n
e STRAND H L - — NN N T e | (NS BN . . | I | - EXPAND TOALL CHRS
<hrg: 145,742,473

+ CNV calls

+ Read Ratio

FILTERS T
NERAGE 1685 SAVPLC 2068 17368
1 — : ‘
.v S
10 s

RECQLY (2x0n %)
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11.2.2 CNV Plot

For CNV cohort analyses, VarSome Clinical provides a CNV plot, showing how the observed read
depth in the area of the CNV differs from the expected. The plot can be found on its own tab,
under the Variant Table.

STNORNPNN . |- - v- + =- .

(... variant Length CallQuality ~ Copy Number Type ¢ Quality Score ACMG Class CNVRules  Number of genes Number of exons. Reads expected Reads observed Read ratio Frequency

2331 v % % 0950028 deletion G 38 D 15 a0 527 256 0486

[n] 4739 v v ox 23103 duplication T 832 foverer ) 2 12 512 636 124

o 19 v v v 25058 dupiication R 679 foveir) 1 1 28 m0 142

o 168554 X X X 269599 cupication D 05 Ly Panogeric R ore 16 52 1369 2021 162

a 28.028 v vx 0 deletion [4 417 [ Likely Pathogenic SN overicp ) 4 33 242 21 00888

o 79.12 X X x 256507 dupication D 135 8 2% 289 421 146

a 317 v v v lars deletion E 581 - 2 3 350 245 0682

a 43 v v v 13163 deletion A 58 1 2 199 127 0638

o 19 v v v 0703101 deletion T 828 1 1 % 3 0407 0,00009219

o 251220 v v ox  2ssE auplication A 107 I 0 3750 553 147 . -
»

Showing 1 to 10 of 404 rows m,\,speypage / < 2 3 4 5 6 7 8 9 10 a o

> ¢
® Variant Gene & e

CNV Details || Transcripts I Classification” Pathogenic Irx lications I onn CNvs | Sample View || eNVPiot | cnv Browser

The CNV plots are generated using a modified version of the ExomeDepth tool.

e The gray area indicates the 95% confidence interval of the observed/expected read ratio
and the red crosses are specific read depth values at those positions. The genomic
location of the CNV is given by the vertical dotted lines.

e The left Y-axis shows the "Observed vs expected read ratio" and the right Y-axis
represents the "Copy number". The X-axis shows the chromosome coordinates.

e For short CNVs that encompass a few exons, the plot is displayed in a gene-centered
view where the exon numbers and their position along the gene are represented in a
horizontal axis above the gene name.

e For large CNVs, I\ please note that, since the CNV region might encompass several
genes, making it impossible to plot all of them, we only show the position of the
canonical transcript for each gene. Therefore, if a gene has no canonical transcript (e.g.
annotated pseudogene) or if its canonical transcript doesn't overlap with the CNV, you
may see genes listed in the Variant Table that are not shown in the CNV plot since their
canonical transcript isn't the one that overlaps with the CNV.
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chrl7:41209049-41209173

1.4 The grey area marks the 95% confidence interval.
The dotted lines indicate the location of the CNV.
1.2
S0 - : _ +"'+ — =+ Ty — _ -2
B e : /.*"‘\\f/ A — h +
= A, v /
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z : .
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L . =]
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o
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o
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Figure: In this example, the observed to expected read depth ratio in the region of the CNV is

lower than 1 and below the 95% confidence interval (grey area). These results support the
hypothesis of a deletion in the exon 20 of the BRCA1 gene.

11.2.3

Known CNVs

We display only the relevant CNVs for the classification according to the following criteria:

CNV deletions: we retain those that fully overlap with the given CNV for gnomAD
variants. For CNVs coming from clinical sources (Decipher, DBVar, ClinVar CNVs) we use
the overlapping CNVs if they are benign and the contained CNVs if they are pathogenic.
CNV duplications: we keep only the CNVs encompassing the same coding genes. If the
CNV is non-coding, then we retain the CNVs that have at least 85% of overlap.
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* 0
Tipts. I CNV Classification Pathogenic I Publications| I Known CNVs | Sample Vie CNV Plot | | CNV Browser
v ® Repor ssues & Feedback
— X:49,319,669..49,342,980
. —— — e = N O e N — - - sovad
chrX: 49.337.793
| -
+ Transcrips FiLteRs ¥ :
» » 1 » » 3 p » 3 X

Furers ¥

138 variants with length over 100.000 bp

11.2.4 Read alignment visualization in JBrowse

| Search for gene, chr (e.g. chrl m

0. variant Length Call Quality  Copy Number Type Genes. ACMG Class CNV Rules Quality Score Number of genes Number of exons ,,  Reads expected Reads observed
2234777.. x 1 duplication ~ A3GALTZ, DED - 4905 26849 o
o 2039324.. x 1 deletion ABGALT2,. [cene LLieraiurel ov il - 4282 22983 o
O onrzasie1300.243002004 2099206 x 1 duplication  AAKLAAM.. oaD E 3608 1935 o
(w] 1 1 1974379 x 1 duplication  AAKLAAM. [cereLoverias ) - 3287 17452 0
m} 2:18127714..181886342 163 758 6. x 1 duplication  AAKLABC. DED ° 2812 14943 0
O cnrl91164795.225000472 1339256 x 1 deletion  ABCA4,AB, fecneYineraurel o] - 2718 14603 o

Once you have selected a variant in the variant table, you can click on the JBrowse icon to view
the alignment of the reads in the regions of the detected CNVs. The CNV called region is
highlighted in yellow. The gene and the transcripts are represented above the aligned reads.

11.2.5 Browsing through the samples of a CNV analysis

You can search through the samples analyzed under the same CNV/SV analysis by visiting the
results page of one and using the arrows to move to the next or previous sample:

9 0- o= |\

0. variant Length Call Quality  Copy Number Type Genes. ACMG Class CNV Rules Quality Score Number of genes Number ofexons ,,  Reads expected Reads observed
1724863.224202605 2234777 x 1 duplication ASGALT2, o o - 4005 26840 3
(w] 1:22904550..22 203932 4.. x 1 deletion A3GALTZ, OEDAE o - 4282 22983 0
(w] 2:33141309..243062( 2099206.. x 1 duplication  AAK1AAM. [oanogenic) OED - 3608 19354 0

11.3 Sample View

A new "Sample View" card has been added to VarSome Clinical. This presents a genome region
browser, but one that is focused on displaying the variants (SNPs, indels, CNVs) identified in the
current sample.
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@ ‘ariank Gene

General Information SNV PharmGKE

KRAS(MM_004985.5):c.35G=A Drugs: 1

p.(Gly12Asp)

Region Browser = Publications

Sample View = Transcripts
MM_004985.5 -
MAMNE Select

Community Contributions Expression Data
Top: cells_ebv_transFormed_lymphoc...
Tissues: 54

This sample browser incorporates the following features:

o Conservation scores per position
e A track showing the transcript that was used for the Germline Variant Classification of
the selected variant
e More filtering options
e Ability to switch strand and expand the visualization to all chromosomes to see all
analyses' data if the analyses are small enough (less than 10k variants).
e Touch and gesture support
e Customisable color palette
e 6 track levels:
Chromosome
Conservation scores
Transcripts
Runs of Homozygosity
Variants in the sample (Single or Multi)
CNVs in the sample.
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The conservation score per chromosome position is displayed with different colors related to
pathogenicity, and its value is presented as a bar. To inspect the conservation scores for a
smaller region, the user can zoom in from the corresponding button on the upper right of the
browser. When hovering over the conservation bars, the chromosome position is displayed

inside a black box alongside the conservation score, provided by the PhyloP software.
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chr?: 140,453,136

chr7:140453136

CTED ACMG MAME CANONICAL NM_004333.6 [=LIs EXON 600, Valine
Ser Lys Val Ala

Transcripts

+ Transcripts FILTERS T

SELECTED ACMG MANE CANONICAL NM_004333.6
-(—( £ < B (e 8 Sl S § < < 3

The Transcripts track shows the MANE RefSeq transcript and the transcript selected for the
Germline Variant Classification by default. Hovering over the transcript track, the user is able to
see useful transcript-related information such as the source, the transcript reference ID, gene
name, exon number, number of codons and amino acids.

SELECTED ACMG MANE CANONICAL NM_004333.6 (GLEI@ Exon:2 copow: 67, Lysine

- e

A user can select which transcripts of interest should be displayed by using the filtering options
on the top right of the track. Moreover, a transcript of interest can be selected by clicking on the
displayed option of the tooltip, and it will be visible regardless of the applied filters.

#+ Transcripts FILTERS A
SELECTED ACMG MANE CANONICAL NM_0043336 (GEUE () Only MANE select 1
¢ .\ () only Canonical 17

NM_001354609.2 (=) pBs 76
€4 < A« < < 2 < :

NM_001374244.1

£~ < R« < 4

Nm_oo1374258.1  (CRER

" [) Ensembl[TSL: 1] un
() Ensembl[TSL: not1] 41

T > ’ . > . > ‘ «

NM_oo1378467.1  (CRE

(4 €4 < K < £ <4
NM_001378468.1

— £ 44— < & < < 13 £ 4
NM_001378469.1

-—(—( €—— < A < < £ £ 2 4
NM_001378470.1

L S e L I (G (G ¢ G R G (S T T e R R 1

Nm 0013784711 (GG

NM_001378472.1 GRS

—(———¢ €4 ' A {— < : - < « < > <
NM_001378473.1
- ({0« —¢——

NM_001378474.1 (RN

-4
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Runs of Homozygosity

The Runs of Homozygosity (ROH) are displayed as bars across the genome. Hovering over the
bar will display the start, end and length of the ROH.

5:130,858,621..133,068,812 =+ |«

sssssss

chr5:131,411,137..132,094,410 [0}

~ start chr5:131,411,137 e
End chr5:132,094,410 B s
sonL0084 Length 683.3Kb

FILTERS T

ao Al gl ML i ol |

— CNVs in Oslo.Ashk.son.L0084

Variants in sample

The SNVs and indels of the sample are displayed as a lollipop graph with different colors related
to pathogenicity. The zygosity state of each variant is presented at the edge of the lollipop
display (homozygous variants as filled disks, heterozygous as half-filled), and it corresponds to
the one presented in the results table.

FILTERS ¥

Ll [%LLWJHLLML Uil L HW@W%MMW%NMLMM U LJJ[ Ll | ‘W.U.LLJ L L[L il

The Sample Browser can be used to visualize variants across all component samples of
multi-sample analyses (up to 10 samples).
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Sample View @ b

STRAND: 1 . e - | | NN N e — I N N |

Hovering over a variant, a tooltip is presented containing information about the Germline
Variant Classification class, the triggered rules, coding impact, zygosity, allelic balance etc.

chrl9:22270783 G=C

O Likely Pathogenic FILTERS Y

SELECTED A P¥51 PM2 Supporting

. .

! ZNF257
MANE CA

Heterozygous
Allelic Balance: 0.102448
Coverage: 58 FLTERS T
Frequency: 0.00000554385
Sample: 201

By clicking on the variant, a box is presented providing some additional options, such as a link to
open the analysis in which the variant has been identified, a zoom-in option and one to
highlight this variant. It will also display a table with the sample, coverage, allelic balance and
zygosity information.
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Single sample:

I chr12:33031955 G=A & G © IS
Germline Classification: ® Pathogenic
12,031,957
. Germline Rules: PVS1 ] PP5 Very Strong PM2 Supporting I -
Coding Impact: MNonsense
-]
e B PO
Freguency: 0.00000:397899999999999495
Sample Coverage Allelic Balance Zygosity
CH.Initial.1049525972 25 0.29 Heterozygous
Multi sample:
w w
chr§:147556029 C=T P QO
Germline Classification: ® Benign
Germline Rules:
Coding Impact:
Genes: &ID
Frequency: 0.5577000000000001
Sample Coverage Allelic Balance Zygosity
oslo_son_1 67 1 Homozygous
oslo_mother_1 92 0.326 Heterozygous
oslo_father_1 71 0.38 Heterozygous
w S ®

This track can be filtered based on pathogenicity class, zygosity, coding impact as well as CNVs
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that are present in any other sample or are present in all other samples or are not present in
the current sample and coverage. To see the available options, click on the filters button on the
top right of the track.

FILTERS

£

[ | CNV Overlap In Any Sample
[ | Oslo son 1 a6
[ | Oslo mother 1 A
[ | Oslo father 1 A
[ | Variant In Any Other Sample
[ | Oslo mother 1 ¥
[ | Oslo father 1 a7
“ [ | Variant In All Other Samples
[ | Oslo mother 1 ¥
[ | Oslo father 1 a7
* || Variant Not In Sample
) ) [ | oslo mother 1 21
[ | Oslo father 1
* || Pathogenicity 54
[ | Benign 54
| Zygosity 54
[ | Heterozygous 33
[ | Homozygous 21
* || Coding Impact
[ ] Mull Variant 0
[ | inframe Indel 0
[ | Missense
[
[

£

I —
Ll

| Synonymous 4
| Non-Coding i

coverage O m

CNVs in sample

If a CNV sub-analysis has been launched for a sample, an additional track will be displayed for
the identified CNVs. Each CNV is coloured based on the pathogenicity classification and either
filled (insertions) or empty (deletions).

FILTERS ¥

Hovering over a CNV, a tooltip is displayed containing information about the Germline Variant
Classification class, zygosity, type etc.
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chr7:100554905:L51150:DEL

ACMG class: (O Benign

ACMG Rules: Literature B
Heterozygous

deletion

0

201

false

By clicking on the CNV, a box is displayed providing a zoom option for it.

chr7:100554905:L51150:DEL @
ACMG class: @ Benign
ACMG Rules:
Zygosity: Heterozygous
Type: deletion
Copy Number: 0
Sample: 201
Passes all quality checks: false
Fails all quality checks: false

In CNV Analyses:

022, 8:51:10 AM

LEi-NEUEe L, Ol

Additionally, this track can be filtered based on pathogenicity class, type and analyses in which
the CNVs are identified. To see the available options, click on the filters button on the top right
of the track.
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FILTERS ~

| | Pathogenicity 692 :_
[ ] Pathogenic 23 —
:_:I Likely Pathogenic L —
:_:I Vus 135  gum

1 || Likely Benign 0
[ ] Benign 534 -

[ ] Type 692
[ | Deletion 607 —
[ ] Duplication a5

[ ] Analyses 692

[] 12i512022, 8:51:10 AM G684
[ | 12i512022, 12:05:33 PM 1

12. VarSome Clinical Frequently Asked Questions (FAQs)

12.1 3D protein viewer

How to access the protein viewer tool
This tool is accessible from the “Variant/Gene” table at the top of the window. Click on the
“Protein Viewer” button to open a new window with the 3D Protein Viewer tool.

From the Variant table

-

@ Variant Gene ‘n\
General Information Deletion Region Browser Sample Wiew Community Contmibutions I Publications I Tm I =g Cl
structural wariants| Protein Viewer earby ¢
From the Gene table
T
Variant (@) Gene | FANCDZ T
""-\-\._\_\_x
—
Gene basic Info Region Browser Structural Variants Transcripts | | Publications Known gene variants | | Gene Expression ibusFP || G ;hL ETES || BBl GENEzPTehotype
I Clinical Genomic Database I Human Phenotype Ontology I Human Protein Atlas | | Fusion GDB | | Community Contributions AACT Clinical Trigls Protein Viewes OMIM &

Let’s use the variant TP53:R175L as an example on the 3D Protein Viewer.

Go to the top right corner of the window to maximize the protein viewer page (1) or to close the
window (2) and keep navigating through the VarSome website.
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3d Protein Viewer

Gene: TP53 Select protein structure o/'
) .. : ) e SwissModel Gxre 12-351 (number of .| ‘

Transcript: E

Show

[ @ All Residues

Variants
@ Pathogenic
@ Likely Pathogenic
Uncertain Significance
@ Likely Benign
@ Benign
@ Current Variant

& Variant Gena

S
General Information SMV Region Browser Sample Wiew Community Coninbutions I Publication: Transcripis Ger Clas

I n-Silico Predictors  BP4: Eenign Moderate 1 Data Structural variargs earby varants

Expressic

How to display variants on the protein structure

Variants reported from ClinVar, Uniprot and the VarSome Community are mapped onto the
protein structure and are colored according to the Germline Variant Classification. Additionally,
you will be able to see the variant of interest (the variant whose VarSome page you are

currently visiting) in pink. You can decide which variants are shown in the "Show" menu on the
top right corner.

e C(lick on “Variants” to deselect all variants and display the protein structure without
highlighting any residue position.
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3d Protein Viewer

Gene: TP53 Select protein structure

SwissModel6xre 12-351 (number of
Transcript

w
Show
[0 @ AllResidues
) Wariants
[[] @ Pathogenic
[0 w Likely Pathogenic
fﬂ (] @ Uncertain Significance
WL__ ([ w Likely Benign
- j . ) @ Benign
(¥ O @ Current Variant
- y) e &
(A S8
- > Y -
\ OV ,f;-‘—‘.\ ;'!.9k
(g BN gﬂ. =
e WD ~ — ' B L
» 3 ) =Y, o
. A e A 7
- ? ) \ NN\ J
\‘; | ] = VNG A
o 3 -

e Click on "current variant" to show the variant you have searched on VarSome.com.

3d Protein Viewer

Gene TP53

X
Select protein structure
SwissModelGxre 12-351 (number of .| w
Transcrip 0.4
[C] @ Pathogenic
) w Likely Pathogenic
(ﬂ [C) @ Uncertain Significance
& [0 @ Likely Benign
j ¥ (] @ Benign
‘ (¥ @ Current Variant
7 ¢ Lf A
: (A S48
-~ > 'y
AR ,.‘ 7 ) . ~
o~ & R e~
~ N . — = P - =
|- p A= sy . /
z Y ? ) ! 5\ ’\\1( APy i‘ | (\ Z
— N - e
e (SN
& 3 =

e Click on the other variant options to start adding variants to the protein structure. For

example, you can select "current variant" and "pathogenic" variants to check whether
your variant clusters with the reported pathogenic variants in that gene.
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3d Protein Viewer

Gene: TP53 Select protein structure

SwissModelGxre 12-351 (number of .|

Transcript: ENST00000260305.4

Show
[ @ All Residues
Variants
__'.ﬂ @ Pathogenic
[0 @ Liket genic
O ®Vnc

) @ Benign
2 @ Current Variant

e Click on a residue of the protein structure to show a list of reported variants at that
position below the protein structure.

Selected residue: [ARGla75
Chain: M

ACMG Classification Codon Variant Transcript HaVs Review Stars Source

Pathogenic 75 R175H Saphetor PubMedUserEntry
Pathogenic 75 R75H UniProt

Pathogenic 75 R175H Saphetor VarSome Comment
Pathogenic 75 R175H * Clinvar

Pathogenic 75 Ri75L Hk Clinvar

How to select a different protein structure
We import protein structures from Swiss-Model. The protein structure shown by default will be:

1. The structure that contains the variant of interest, if available.
2. The structure with the highest number of pathogenic variants.

Click the arrow next to the protein structure's name to select a different protein structure from
the drop-down menu.
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Select protein structure

Sometimes the selected protein structure does not contain any data related to the variant you
have searched. If this is the case, a message below the structure will be shown to notify the
user.

3d Protein Viewer

Gene ERBB2 Select protein structure
) SwissModel7mn8 1-599 (number of | v

Transcript: ENST000002095715

This protein structure does not contain any data related to the variant chr17-37876073-C-T.

I\ Please note that if you experience issues when using the 3D protein, please try to clearing
your browser data (e.g. cookies) before continue navigating. Please, contact us if the issue
persists.

12.2 ClinVar

12.2.1 How can | submit to ClinVar?

Steps for the submission to ClinVar

Step 1
Select from the Dashboard or the Analyses page the analysis that you want.

Step 2
Select the variant of interest from the results table and click on the “Germline Classification”

component that is available on the Varsome Clinical results analysis page.
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Then click on the “Submit to ClinVar” button, which is available inside the Germline
Classification component (screenshot below).

H275) & Multi sample analysis from .| @ . @8
Germline Rules Hovs HGVS Protein HGVS Coding
CEDCITED(@  NM_0012324ic...  D30OG(p(Aspa0.. cO2EASG
D NM 015627 3. p2 <89-137_89-133del
CEEDCEDSD WMI0i4c. a2 cH16ZTA
@ NM_001035 3:c.. p? ©.1828-86_1828-83del
D CETD
@ ENSTO0000398...  p2 £210-100_210-99del
T
Transcripts I Germiine Classification Likely Pathogenic

Likely Pathogenic & points = 6P-

Using ranscript 1M _001232.4, MANE select.

80

. mre OD

Search for gene, chr (e.g. chrl o1

Transcript Position

exon 0 of 11 pasitie...

intron 1 0f 8 positio....

exon 12.0f 12 T,

intron 18 aF 104 pos...

intron 3.0f 16 positi...

227 bp before brans.
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After Submitting to ClinVar, you will be able to see all submissions you have made, track their
status or tackle any potential submission errors.

v |

VarSome Clinical User Manual

AR

Tags About

&= Profile

== preferences

clinvar Submissions

ADJAR

AD

</ llumina BaseSpace

I claim Assay Token

& Lock Session

& Logout

Version: 11.9.1 - 19th December 2023

Page 225 of 254



¥ varsomeclinical

VarSome ClinVar Submissions

Submission Status Description of the variant Gene
1032861 X Eror-1issue 1338182641 MYDS3
B10326945 X Eror-1issue ENSTO0000396334. 3:.794T>C MYDSS
810302555 @ Processed (not published) 4972.4:¢.1849G>T K2
B10207032 X Eror-1issue M_004972.4:c.1849G>T JAK2
10297062 @ Processed (not published) -178952085-AT PIK3CA
810296832 @ Processed (not published)  12-11903165-C-T ETve
1 @ Processed (not published) M_0011133 FANCI
B1029682 X Eror-1issue 514:c390165T ATM

8102651 £ Processing 222.3:c.222

Submission errors

Errors

Reference sequence ' is on the negative strand. It is expected to be the positive strand

Vi SOMme

Clinvar Submission

Fill out the form in order to submit to Clinvar

SCV accesion number Created

6 September 2021 -

6 September 2021 -

182124 1 September 2021 -

1 September 2021 -

1815864 1 September 2021

2312:20

1207:11

193745

0:12:57

-0:325L

1615 31 August 2021 - 2303:43

1815862 31 August 2021 - 23:10.02

31 August 2021 - 225853

26 August 2021 - 1401:28

A ClinVar processed your submission and reported the following errors. Please fix them and try to submit the form again.

Reference sequence 'T' is on the negative strand. It is expected to be the positive strand

Assertion Criteria

Updated

6 September 2021 -

6 September 2021 -

1 September 2021 -

1 September 2021 -

1 September 2021 -

1 September 2021 -

1 September 2021 -

232451

231220

195511

103745

12513

12512

11512

31August 2021 - 2305113

27 August 2021 - 6:00:08

X

Assertion criteria refers to documentation of the criteria that your organization uses to classify variants. It can be provided as a database identifier, like a PubMed 1D, or a file that is submitted to ClinVar, but not

both.

Method *

ACMG Guidelines, 2015

Assertion Method Citation

Database * Citation Id *
PubMed v 24553177

‘Somatic mutations in MY

Citation Url *

overall suvival in Waldenstrom macroglobuiinemi.

Treon, S. P. et al. (2014) Blood, volume:123, issue:18

12.2.2 What s ClinVar class?

Clinvar class is the clinical significance
http://www.ncbi.nlm.nih.gov/clinvar/docs/clinsig/

Guidance for use in ClinVar SCV records

Expand

value given

by ClinVar

£ Update APl key

Actions

S NN ENORORN
LR A B BB A ]

database:

® Benign - As recommended by ACMG for variants interpreted for Mendelian disorders.
e Likely benign - As recommended by ACMG for variants interpreted for Mendelian disorders.
e Uncertain significance - As recommended by ACMG for variants interpreted for Mendelian
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disorders.

e Likely pathogenic - As recommended by ACMG for variants interpreted for Mendelian
disorders.

e Pathogenic - As recommended by ACMG for variants interpreted for Mendelian disorders.

e drug response - A general term for a variant that affects a drug response, not a disease. We
anticipate adding more specific drug response terms based on a recommendation by CPIC.

e association - For variants identified in a GWAS study and further interpreted for their clinical

significance.

risk factor - For variants that are interpreted not to cause a disorder but to increase the risk.

protective - For variants that decrease the risk of a disorder, including infections.

affects - For variants that cause a non-disease phenotype, such as lactose intolerance.

conflicting data from submitters - Only for submissions from a consortium, where groups

within the consortium have conflicting interpretations of a variant but provide a single
submission to ClinVar.

e other - If ClinVar does not have the appropriate term for your submission, we ask that you
submit "other" as clinical significance and contact us to discuss if there are other terms we
should add.

e not provided - For submissions without an interpretation of clinical significance. The
primary goal of ClinVar is to archive reports of clinical significance of variants. Therefore
submissions with a clinical significance of "not provided" should be limited to:

o "literature only" submissions that report a publication about the variant, without
interpreting the clinical significance

o "research" submissions that provide functional significance (e.g. undetectable protein
level) but no interpretation of clinical significance

o "clinical testing" submissions from clinics or physicians that provide additional
information about individuals with the variant, such as observed phenotypes, but do
not interpret the clinical significance

12.3 Explanation of VCF attributes

A VCF (Variant Calling Format) is a text file format that stores information about genetic
variation. Each variant shown in the variant table corresponds to one line in the VCF file. Besides
the variant position, reference and alternative alleles, each line contains additional information
(attributes) such as different quality measures that can be accessed from VarSome Clinical. To
see these, you need to select the variant in the table, then you can click on the VCF icon to
display the VCF attributes as shown in the picture below.

The germline and somatic variant calling pipelines use different algorithms for variant calling
and, therefore, the VCFs obtained contain different attributes. In the following lines we will
describe the VCF attributes for germline and somatic VCFs.

WCF attributes
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VCF attributes for Chromosome: chri1, Position: 115705205

V CF Attributes
QUAL FILTER AC AF AN BaseQRankSum ClippingRankSum DP ExcessHet FS MLEAC MLEAF MQ MQRankSum QD ReadPosRankSum SOR GT AB AD

340.77 PASS 1 05 2 -1.152 0 51  3.0103 0 1 0.5 60 0 6.82 0304 0.592 01 042 29:

»

The germline and somatic variant calling pipelines use different algorithms for variant calling
and, therefore, the VCFs obtained contain different attributes. In the following lines we will
describe the VCF attributes for germline and somatic VCFs.

Germline VCF

e QUAL: itis the phred-scaled probability that the site has no variant. This quality value is used

in the pre-processing step (before the annotation) to decide which variants have a PASS call

status and which have a FAIL.

FILTER: filters that have been applied to the variant.

AC: allele count in genotypes, for each ALT (alternative) allele, in the same order as listed

AF: allele frequency for each ALT allele in the same order as listed.

AN: total number of alleles in called genotypes.

BaseQRankSum: a z-score for base qualities of reference and alternative alleles. For

example, a BaseQRankSum close to 0 means the reference and alternative alleles have the

same base qualities and a BaseQRankSum around 2 means they differ by 2 SDs. A positive
value of 2 means that ALT alleles have higher qualities than REF (reference).

e ClippingRankSum: Z-score From Wilcoxon rank sum test of ALT vs. REF number of hard
clipped bases.

e DP: approximate read depth; some reads may have been filtered.

ExcessHet: phred-scaled p-value for exact test of excess heterozygosity.

ES: Fisher strand. It is a measure of sequencing bias. This measures if one strand is preferred

than the other when sequencing. Larger values means larger bias.

MLEAC: maximum likelihood expectation of AC (Allele counts).

MLEAF: maximum likelihood expectation of AF (Allele Frequency).

MQ: mapping quality. Comparison quality value.

MQRankSum: this is the u-based z-approximation from the Rank Sum Test for mapping

qualities. It compares the mapping qualities of the reads supporting the reference allele and

the alternate allele.

QD: QUAL normalized by read-depth (QUAL/DP).

® ReadPosRankSum: this is the u-based z-approximation from the Rank Sum Test for site
position within reads. It compares whether the positions of the REF and ALT alleles are
different within the reads.

e SOR (StrandOddsRatio): this is another way to estimate strand bias using a test similar to the
symmetric odds ratio test. FS tends to penalize variants that occur at the ends of exons and
SOR does not. Reads at the ends of exons tend to only be covered by reads in one direction
and FS gives those variants a bad score. SOR will take into account the ratios of reads that
cover both alleles.

e GT: genotype. It is encoded as allele values separated by either of / (not phased) or |
(phased). The allele values are 0 for the reference allele (what is in the REF field), 1 for the
first allele listed in ALT, 2 for the second allele list in ALT and so on.
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e AD: allelic depths for the REF and ALT alleles in the order listed.

® GQ: phred-scaled probability that the call is incorrect.

® PGT: physical phasing haplotype information, describing how the alternate alleles are
phased in relation to one another.

® PID: physical phasing ID information, where each unique ID within a given sample (but not
across samples) connects records within a phasing group.

e PL: normalized, phred-scaled likelihoods for genotypes as defined in the VCF specification.

e SAC: number of reads on the forward and reverse strand supporting each allele (including
reference).

e MIN_COVERAGE: minimum coverage threshold considered to give the variant a status of
PASS.

e MIN QUALITY INDELS: minimum QUAL threshold considered to give the INDEL variant a
status of PASS.

e MIN_QUALITY _SNV: minimum QUAL threshold considered to give the variant a status of
PASS.

Somatic VCF

e FILTER: filters that have been applied to the variant.

e AS FilterStatus: filter status for each allele, as assessed by ApplyRecalibration. Note that the
VCF filter field will reflect the most lenient/sensitive status across all alleles.

e AS_SB_TABLE: allele-specific forward/reverse read counts for strand bias tests. Includes the
reference and alleles separated by a'|".

e DP: approximate read depth; some reads may have been filtered.

e ECNT: number of events in this haplotype.

e GERMQ: phred-scaled quality that ALT alleles are not germline variants

e MBQ: median base quality.

e MFRL: median fragment length.

e MMQ: median mapping quality.

e MPOS: median distance from end of read.

® POPAF: negative log 10 population allele frequencies of ALT alleles.

® TLOD: log 10 likelihood ratio score of variant existing versus not existing.

e GT: genotype, encoded as allele values separated by either of / (not phased) or | (phased).
The allele values are 0 for the reference allele (what is in the REF field), 1 for the first allele
listed in ALT, 2 for the second allele list in ALT and so on.

e AD: allelic depths for the REF and ALT alleles in the order listed.

o AF: allele fractions of alternate alleles in the tumor.

e F1R2: count of reads in F1R2 pair orientation supporting each allele.

e F2R1: count of reads in F2R1 pair orientation supporting each allele.

® SB: per-sample component statistics which comprise the Fisher's Exact Test to detect strand
bias.

e MIN_COVERAGE: minimum coverage threshold considered to give the variant a status of
PASS.

e MIN QUALITY INDELS: minimum QUAL threshold considered to give the INDEL variant a
status of PASS.

e MIN_QUALITY_SNV: minimum QUAL threshold considered to give the variant a status of

PASS.
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12.4 How can I filter out artifacts from my samples?

Please, follow the next steps in order to tag and filter out artifacts from the variant table.

1. Tag a variant as a "Common artifact”
First of all you need to identify all variants that are potential artifacts. To do this you can:

e Add a custom variant classification: click on the o~ icon and classify the variant as
"Common artifact":

(= variants.hg3g = !

None
L. wa ) .

Global classifications Your classifications
chr1 @ Benign @ Artifact
N @ Likely Benign Automatically Tagged Lik
] chr .

@ Uncertain Significance ely Artefact
@ bluered

[ chr1 ® Likely Pathogenic

B @ Pathogenic
Ll chr

Custom_Classification_1
Common Artefact ' @ Custom_Classification_2
’ @ Pharmacogenomics

® QWEROCIUQWAOSBETB50

@ Drug Response

@ Disease Association

: QWA 09QWE
Risk Factor B
i @ SampleClassification
Protective
®Fh o @ Test
Phenotype Association
® Tier | @ Test
ler
) @ test
@ Tierll o
i @ test_manual_classificatio
@ Tier Il N
@ Tier IV test_manual_classificatio

nn
to review

howing 1 to 4 of 4 rows

e |If you have a pre-defined list of common artifacts, you can send us your list and we will
label these variants as "Common artifacts". Please, find more information on section
Custom Classifications and Comments.

I\ Please note that custom classifications and comments are associated to the variant. You only
need to classify the variant once and this classification will be kept and shown in case the same

variant is found in any other analysis of your VarSome Clinical account.

2. Filter out "Common artifacts"

Click on the icon above the variant table to select which variants would you like to show:
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@ All manually classified

@ All except common artefacts @
_ NM_004985.5:C.... G1
@ All manually classified excepk commeon artefacts
Clear Filter NM_000546.6:c.... R2
Global classifications Your classifications NM_000546.6:c....  R1
@ Beniagn @ Artifact
¢ ) MM_017882.3:C.... E2
@ Likely Benign @ Automatically Tagged Lik
@ Uncertain Significance ely Artefact
@ Likely Pathogenic @ bluered o

@ Pathogenic Custom_Classification_1

Common Artefact @ Custom_Classification_2

Click on show "All except common artifacts". This option will exclude the common artifacts from
the variant table.

12.5 Why are variants identified in a single strand considered as artifacts, in particular
when using amplicon kits?

Please see the following Technical Note from lllumina:

A B
Deaminated DNA Molecule Mutated DNA Molecule
C*->T T
| G _l | A _l
Sequenced Product, Pool A Sequenced Product, Pool B Sequenced Product, Pool A Sequenced Product, Pool B
T C T T
Pool Avariant: T/ A Pool B nonvariant: C /G Pool Avariant: T/A Pool B variant: T/ A
No Agreament = | | Agreement = |
Strand Bias Noted, Variant Reported
No Passing Call as Passing Call

Figure 1: Detection and Differentiation of DNA Damage from Mutation— In panel A (left), cytosine deamination results in a nuclectide change in one strand of a DNA
molecule, but does not alter the complementary nucleotide on the opposite strand. Sequencing each strand independently will yield base calls that differ between the 2
strands. In panel B (right), a true DNA mutation results in a nucleotide change in both strands of a DNA molecule. Sequencing each strand independently will yield the same
variant call for both strands. The Amplicon - DS somatic variant caller filters false positives and reports confirmed variants that were identified using TruSight Tumor 26.

Each amplicon is the PCR product from one DNA strand, but since DNA is double stranded, a
real variant is supposed to be found in both stands:
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_'--,lI Re Artifact 3'
Variant Variant
3 LW
N .
PCR cycles

Forward Strand Reverse Strand

SP2 ) V3

5P1 — N —

— N — o e

Sequencing

I . ———

"

as
—— 8 reads support the variant: 4 forward + 4 reverse, as expected

—— 4 reads support the variant: 0 forward + 4 reverse, strand bias

5P = Sequencing primer, library to build the NGS library

12.6 Pseudogenes

The list of pseudogenes is obtained from https://www.genenames.org.

For filtering with a pseudogene list you can use dynamic filters (the funnel icon on the left) and

select a Gene List filter.
Or you can perform a Gene List analysis, which creates a sub-analysis like an algorithmic filter.

Where to find the gene list for pseudogenes?

W varsomediinical Anslyses Upload/viewfiles Manage ~ Launchanalysis «  Filter sets | Gene lists | Help Tags  About
- A

Gene lists ‘ -

Create and manage list of genes that you can use in your filters.

o | [ eotooene o |

showing 1 to 1of 1 rows

Pseudogenes 52018 @D

Public list -7 Jul 2018

A2MP1 A3GALT2 AACSP1 AADACP1 AARS1P1 ABCAT1P ABCA17P ABCB10P1 ABCB10P3 ABC,

Showing 1 to 1 of 1 rows

Can VarSome Clinical recognize if a variant was identified on the true transcript or the
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pseudogene? How can | be sure that the variants called in pseudogene rich regions do not
derive from the pseudogene?

That's one of the limitations of NGS sequencing. Pseudogenes are real sequences and are
present in the genome. When a read can be perfectly aligned to multiple regions of the
genome, as can be the case if a region of a pseudogene is an exact copy of a region of a
functioning gene, then what usually happens is that the read is either discarded or marked with
a very low score since the aligner cannot know which of the two (or more) matching regions it
should be aligned against.

And this isn't a problem that is specific to pseudogenes. There are multiple, real and functioning
genes that are very similar to one another. SMN1 and SMN2, for example. One way of dealing
with such duplicate sequences is to mask all such regions and only keep one of them unmasked.
Please see Ebbert et al for more details. There is no good solution to this problem, it isn't a
limitation of VarSome Clinical, but a direct result of how NGS sequencing works (see, for
instance the following two links: https://www.fulgentgenetics.com/Neurofibromatosis and
https://blueprintgenetics.com/pseudogene/).

12,7 Variant Sorting

We sort by pathogenicity, and the most pathogenic variants are usually coding. In the rare cases
where that isn't the case, then an intronic variant that is more pathogenic than a coding one will
be sorted first. The simplest way around this is to use a soft filter and select only coding
variants. That doesn't affect the results of the analysis, the user can simply activate and
deactivate the filter with a single click and can choose to see only coding or everything each
time.

12.8 Tumor Mutational Burden (TMB)

The Tumor Mutational Burden (TMB) or tumor mutation load is considered an effective and
clinically verifiable biomarker in multiple cancer types. Unfortunately, because there are many
different ways employed by different clinics and labs to measure TMB, and there is no clear
standard, VarSome Clinical currently does not offer a calculation of TMB in somatic samples as it
would be impossible to provide a TMB metric that could satisfy all of our customers. However,
VarSome Clinical offers the necessary tools to get the approximate number of germline and
somatic variants and so calculate the TMB using your own definition.

First, you need to know the total number of variants found in your sample. This metric can be
found, for example, in the Analyses menu, under the column Variants.

Analysis State Phenotypes Type Genome Date Variants T

5 hg19 28 Nov 2023

I
|O

If you are starting your somatic analysis from FASTQ, it is important to bear in mind that
VarSome Clinical reports all variants found in the sample no matter their quality. Therefore, as a
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first step to calculate the TMB, we highly recommend you to get the total number of variants
found with a Call status of PASS, meaning that you will be counting only those variants passing
the quality filters. To do this, please go to "Filters" > "Create" > "Call status", and create a filter
to keep only the variants that have passed the quality filters.

Save filter set -

e
New filter set @ 7
A user-defined name N @
A user-defined name \\

~ Call status m

[ Exclude variants that match
Call skatus

Pass w

Allelic balance

From To
Coverage
From To

Once the filter is applied to your sample, you will get the total number of variants found with a
PASS call status:

Filters

Create
Q, Apply Filters

pass-only &

= Caoll Status =

cription: Status: Pass
5 —

Then, you can filter by allelic balance as an approach to differentiate between germline and
somatic variants in your sample. This can be assessed through the "Call Status" filter too. This
filter contains the allelic balance field where you can include a specific range of allelic balance to
retain and count the number of potential germline variants in your somatic sample.
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To do this, please, create a new Call Status filter, selecting the variants with a PASS call status
and the allelic balance range for germline variants.

@ Save filter set e

New filter set

A user-defined name

germline variants

~ Call status m

[ Exclude variants that match

. Call status @

Pass A

Allelic balance

04 1.0 @

Coverage

From To

I, Please note that the allelic balance range shown in the screenshot above might not be
appropriate in your case. Please provide your own allelic balance range.

Finally, once you have obtained the number of germline variants, you can use this number and
the total number of variants previously obtained to calculate the number of somatic variants
found in your sample. These metrics can be used to calculate the TMB using your own
definition.

12.9 Variant not found

The most common problems related to missing variants are usually twofold. First, at positions
with high coverage (e.g. >3000), the Variant Caller will "down-sample" and select a random
group of reads to perform the calling on. It is therefore possible that the selection doesn't
accurately represent the real data and the variant might be missed. However, in cases where a
good percentage (50% or more) of the reads support the variant, most likely the actual problem
is coming from the noise in the region. As shown in the IGV screenshot example below, there
are multiple mismatches in the region around the variant (green line).
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Every color indicates a mismatch and colored reads indicate paired reads whose pair was
aligned to a different chromosome. Such "noisy" regions confuse the Variant Callers because
when calling, they don't only look at the target position but attempt to call by region haplotype.
So they use the region around the variant and build a haplotype based on the region and can
miss the variant of interest. Another such example could be the presence of segmental
duplications, which makes each read align almost perfectly to separate locations in the genome,
leading to low alignment scores.

12.10 Investigating exon coverage

There's no direct way of seeing gaps in an exon's coverage, but you can get part way there by
using the Coding coverage report as opposed to the Region list coverage report.
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Clicking on that option will bring up a popup where you can choose a gene list and then
download a coverage report for the genes in that list. Please note that you will need to create
the gene list before clicking on this option. To do so, click on Gene Lists in the top bar:

¥ varsomeclinical Analyses Upload/viewfiles Manage ~ Launch analysis ~ Filter sets| Gene lists |Help

Then, click on Create new gene list and enter your genes of interest and save it with a name of
your choosing. You will now be able to generate coding coverage reports using that list. This file
has a breakdown of coverage by exon. Although it won't directly pinpoint gaps, it will at least
show the minimum coverage per exon, so if that is 0 you know there's a gap somewhere and
can then use the Gene Coverage function to locate the target exon:

Subsequently, click on the exon and so open the JBrowse window that shows the actual reads at
that position:
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12.11 Publications Timeline Visualization

This interactive viewer allows you to quickly see the number of publications by year, broken
down by gene, disease, variants etc. with the ability to then further drill-down and identify
specific publications related to the topic you are researching.lt is possible to drill-down into
sub-categories of terms, for example to see what diseases are associated with a particular gene:

To use the publications Tag Timeline. Click on the link on the top left hand side of the
Publications section.

Publications

Show Timeline

This opens the new Publications Timeline feature.
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On the top bar there are a number of tools you can use to amend the data presentation of the
viewer.

Tag Categories:

@ Al O Variant (O Gene (U Inheritance Mode () Diseases & Phenotypes (O Drug () Organs & Tissues () Species O Celline (O Coding Impact () Clinical Significance () Functional Study () Chemical Compound

The viewer defaults to showing all tags. It is possible to select only required tag categories by
selecting the relevant tag radio buttons.

You can also select to show tags individually. In this way you can clearly visualize the number of
publications associated with each tag.

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 239 of 254



¥ varsomecdiinical

® How to link publications?

Publications
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Tag Categaries: @D show tags individually
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Showing 81 aut of 81 unique tags. (113 out of 113 data points)
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Color code by Tag Type

Hovering over a bubble tells you how many publications are linked

factor Xl deficiency (Diseases & Phenotypes)
Mentioned in 1 publications in 1991
Click to filter publications {1)

—'_‘.—'-— " .

Clicking on a “bubble” will then display the list of associated publications.

Content

Article

et al

1997 | Journal: Blood | 42 citations

factor X1 deficiency |l

You can use the “color code by tag type” in the following way:

In the initial setting the “bubbles” reflect the same color as the tags in the publications

Display Options

component. For example a green Disease tag in a publication will be represented by a green

disease “bubble” and it is clear which disease is mentioned most often.

You can also switch to using a color scale

In this case the color of the “bubbles” represents a scale of the number of publications that

mention a tag overall and is depicted at the bottom of the screen.
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The size of the “bubbles” represents the number of publications mentioning a certain tag per
year. So the larger the bubble the more publications there are in a given year mentioning the
specific tag.

12.12 Joint calling

Implementation

When running a multi-sample analysis in VarSome Clinical, we use joint calling for variants. The
variant caller will perform a local realignment of all of the samples' reads around the target
region being investigated and then will try to identify the haplotypes supported by the resulting
pileup. This way the caller uses the information of all samples to boost the evidence of each
variant site.

Use an existing analysis for joint calling

When selecting the option "use an existing analysis", if all of the component analyses were
initially launched from FASTQ, joint calling is performed as if re-using the FASTQ files from
scratch. The only case where joint calling cannot be implemented is if any of the component
analyses were launched starting from a VCF file, for which we only merge the VCF results.

12.13 Variant calling and quality filters

Variant calling is the process by which a software program (the variant caller) identifies variants
from sequence data. For single and multi germline samples sequenced using
hybridization-based capture kits, we use Sentieon's DNA Scope variant caller and for single and
tumor/normal somatic samples, we use the Sentieon TNhaplotyper2 algorithm. On the other
hand, for amplicon kits on both germline and somatic samples VarSome Clinical uses VarDict.

Depending on the type of assay used to sequence the sample and on the sample itself, VarSome
Clinical uses different variant callers.

VarDict is a sensitive variant caller and is especially well-suited to amplicon samples. VarDict
implements several novel features such as strand bias aware variant calling from targeted
sequencing experiments.

Default workflow

1. Adapter trimming is normally done before the FASTQ file is generated. The FASTQ files
VarSome gets are therefore already trimmed.

Read mapping

Primer clipping (amplicon-based samples)

Deduplication

Indel realignment

Base-quality recalibration

Variant calling

NouswnN
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Call status

There are different quality metrics associated with each variant which can be used in
subsequent steps of the pipeline to assign it a call status. The call status of a variant can be:
e PASS: all the quality metrics are above the thresholds (i.e. the variant has passed all quality
filters).
e FAIL: the variant has not passed all quality filters.

Quality filters

The quality filters used for germline and somatic analyses are different since we use different
variant callers, which, in turn, use different parametrization. The parameters used in Sentieon
have been optimized for the detection of variants from the GIAB set. In VarDict we currently use
a set of minimally changed default parameters, adjusted through exchange with VarSome
Clinical users.

Quality filters for capture kit samples
- Germline analyses

Sentieon's DNAScope
This caller is used for germline capture kit samples and performs an improved version of GATK

Haplotype variant calling. We apply the following quality filters after the variant calling step:

e Coverage: number of reads aligned against the variant position. The minimum coverage for
capture kit samples is 8; all variants with coverage lower than 8 reads will be considered as
FAIL.

e Quality: the quality score is an internal score calculated by the variant caller algorithm. It
can be used to estimate how confident we are that the variant caller has correctly identified
a variation in a given genomic position.

e Single sample analyses: we assign a FAIL call status to the variants having a QUAL lower
than 100 in single sample analyses. The QUAL is the Phred-scaled probability that a REF/ALT
polymorphism exists at this site given the sequencing data.

e Multisample analyses (couple, family trio or generic multisample): we use the GQ
(genotype quality) which represents the Phred-scaled confidence that the genotype
assignment (GT) is correct. All variants with a GQ lower than 20 will be marked as FAIL.
Please bear in mind that the GQ is associated with each sample. For example, a variant
called in a trio analysis will have three different GQs, one per each sample. The variant
might have a GQ below the threshold in one of the samples while having a GQ above of it in
the other samples. In that case, the variant will be marked as "Failed/Not genotyped" in the
sample where it had a low GQ and PASS in the others.

- Somatic analyses

Sentieon’s Tnhaplotyper2

Tnhaplotyper2, which is used for somatic capture kit samples, is designed to behave like GATK’s
Mutect2. Tnhaplotyper2, like mutect2, has associated filtering tools which are applied to the
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variants found by the caller. These filters can then be used to decide whether a variant should
be marked as PASS or FAIL. If a variant fails any of the filters present in the “FAIL” column of the
table below, it will be marked as FAIL. Failing to pass a filter in the “PASS” column will not cause
the variant to be marked as FAIL.

PASS FAIL
clustered_events map_qual
duplicate base_qual
fragment contamination
multiallelic weak_evidence
n_ratio low_allele_frac
orientation normal_artifact
position panel_of normals
slippage strand_bias
haplotype

germline

strict_strand

Somatic VCF filters that do not mark a variant as FAIL:

e clustered_events: multiple events are present on the same haplotype as the variant which
is indicative of a false-positive call.

e duplicate: the alternate allele is overrepresented by apparent sequencing duplicates.

fragment: a large difference is observed in the median fragment length for reads

supporting the reference and alternate alleles.

multiallelic: the mutation occurs at a multiallelic site.

n_ratio: too many 'N' bases at the site.

orientation: the variant is likely an artifact due to orientation bias.

position: the allele is close to the ends of the reads.

slippage: the variant is likely an artifact due to polymerase slippage.

haplotype: variant is on the same haplotype as other filtered variants.

germline: there is evidence that the variant is germline.

strict_strand: evidence for the alternate allele is not significant in both directions.

Somatic VCF filters that mark a variant as FAIL:

e map_qual: the median mapping quality of reads supporting the alternate allele is too low.
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base_qual: the median base quality of bases supporting the alternate allele is too low.
contamination: the alternate allele is present due to contamination.

weak_evidence: the mutation does not have significant support above noise.
low_allele_frac: the variant allele fraction is below the threshold.

normal_artifact: the variant is likely an artifact in the normal sample.

panel_of normals: the site is present in the panel of normals.

strand_bias: evidence for the alternate allele comes from only one read direction.

Quality filters for amplicon kit samples

Both somatic and germline amplicon kit samples are analyzed using VarDict with different
quality thresholds.

- Germline analyses

The Allelic Balance (AB) cutoff is set to 0.2. However this rule applies only for positions covered
by more than 100 reads. Otherwise the variant is reported only if the AB is < 20/coverage depth.
(I.e. the call will not be made if the variant is supported by less than 20 reads.)

- Somatic analyses

The Allelic Balance cutoff is 0.005. However this rule applies only for positions covered by more
than 400 reads. Otherwise the variant is reported only if the AB is < 20/coverage depth. (l.e. the
call will not be made if the variant is supported by less than 20 reads.)

Call status variant filtering
When launching a germline/somatic analysis from FASTQ, the user will have two options:

- All variants: the variant table will contain all variants called by the variant caller including both
variants with PASS and FAIL call status.

- Variants that pass the quality filters: the variant table will contain only variants having a call
status of PASS.

Keep variants (G)

‘AII variants x L ‘

Variants that pass the quality filkers

Variants can be filtered by its call status using the dynamic filters feature. The "Call Status" filter
allows the user to filter variants based on the following criteria:

e (Call Status: PASS, FAIL or anything.

e Allelic balance: proportion of reads supporting the alternative allele.

e Coverage: number of aligned reads against the variant position.
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Call status
Pass hd
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Allelic balance
From T
for multi-sample analyses, this applies to the first sample
Coverage

for multi-sample analyses, this applies to the first sample

12.13.1 Variant calling local reassembly

Sometimes, the variants reported in the variant table are not visible in the alighment displayed
through IGV/JBrowse. The reason lies in an intermediate step of the variant calling process
called local reassembly.

Variant calling algorithms

As we mentioned above, we use Sentieon variant caller algorithms to perform the variant
calling procedure. Sentieon is a toolkit analogous to GATK (The Genome Analysis Toolkit) but
built on a highly optimized backend (Kendig et al., 2019). For calling germline variants we use
Sentieon DNAscope and for calling somatic variants we use Sentieon TNHaplotyper2.

Sentieon & GATK local reassembly

Sentieon and GATK use a procedure to re-assemble read data and determine candidate
haplotypes as a prelude to variant calling. This procedure, named local reassembly, is a middle
step where the program first builds an intermediate alignment and the reads are locally aligned.
The algorithm calls variants during this middle step and assigns the variants found values such
as allele frequency or read-depth.

I\ Please note that sometimes, for some particular genomic regions, the whole sequence
alignment does not match with the intermediate alignment constructed during the local
reassembly. This is the reason why some variants reported in the variant table are not visible
when opening the alignment using IGV or JBrowse.

Purpose of performing local reassembly during the variant calling

Local reassembly based methods are less dependent on prior mapping of sequence reads for
variant calling and as a result have higher sensitivity and specificity in indel calling (Rimmer et
al., 2014).
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Can | access the intermediate alignment?

No, the intermediate alignment file is not available for download or visualization. This file is
temporarily created during the variant calling process by the algorithm. This is the reason why it
is not displayed together with the other alignment in the results.

Should | consider the variant a true positive or an artifact?

A variant found under these circumstances should be treated like any other variant called by the
variant calling pipeline. All of them are candidates of being true positives and other factors
should be taken into consideration to evaluate whether a variant is real (e.g. quality of the call,
read depth, allele frequency...). Our validated variant calling pipeline has demonstrated to have
a high sensitivity and specificity, however, as any other NGS pipeline, there might be false
positives. Even if the variant is not a variant calling or mapping artifact, there might be other
type of artifacts (sequencing errors) that should not be overlooked.

12.14 CNVs

12.14.1 Length of CNVs

There is no specific minimum size of CNV that can be detected by VarSome Clinical. The length
of CNV calls depends on the length of the target genomic intervals of the assay used to
sequence the sample. Such intervals are encoded in the form of a .bed file and are assay
specific. In whole-exome sequencing (WES) assays, typically each interval is an exon, however
assays may also target additional, much shorter regions that are a few bases long. In gene panel
assays, the length of regions also varies.

VarSome Clinical's CNV calling pipeline is read depth based, so higher read counts generate
more robust CNV signals. On the other hand, low read counts may result in untrustworthy calls.
VarSome Clinical checks the coverage and informs the user if it is too low in the call region (Call
Quality column). User can also visually inspect the relevant region using the provided links to
IGV/JBrowse. Detailed sample coverage analysis is available in the Coverage Report (available in
the Analysis Actions menu).

12.14.2 Gene list analysis for CNV calling

In gene list analyzes you can only access by default the results for the targeted genes and not
the full parent analysis that is needed for the cohort of a CNV/SV analysis.

The primary reason we don't show the full results when a user has run a gene list analysis and
we only show the results of the gene list, is to ensure we don't show incidental findings. In a
clinical setting, it is sometimes required that there be no way of seeing any information other
than what the target regions include. So, reporting a variant that falls outside the target genes
might reveal something that wasn't intended to be known for legal and/or ethical reasons. This
is why we don't allow such analyses to be included in CNV calling since that might find CNVs
outside the region of interest and can cause issues.
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Once you have done that, the analyses will be available for CNV calling. To avoid this, you can
choose not to run a gene list analysis in the beginning and, instead, run a full analysis and then,
once that is finished, run a gene list analysis separately. This will keep both analyses (full and
gene list) visible to the user, making the full analysis available for CNV calling by default.

12.14.3 Can I reuse a standard set of control samples to call CNVs?

It is recommended that all samples processed in VarSome Clinical CNV analyses have been
sequenced by the same instrument, experimental methodology, in the same batch. However,
for practical and cost-related reasons, it may not be possible to repeatedly sequence control
samples in every batch, or each time one or more test samples require sequencing. In that case,
it is possible to re-use a set of control samples that were sequenced previously. The resulting
CNV calls are likely to be less accurate.

In-house benchmarking studies have attempted to quantify this loss in performance using a
dataset of 96 samples (66 samples with CNV calls, 30 control). Comparison of a complete CNV
run to multiple runs using a fixed limited set of 10 control samples as a pool to select
references, showed a single digit drop in sensitivity and a small number of changes in CNV
limits/breakpoints.

It is important to always check which samples have been selected as reference in the analysis
QC report, and their count, available from Analysis Actions Menu. This is because samples of
the reference set should not contain the same CNV as the queried test sample, otherwise such
CNV will not be called. Ideally, there should be 5-10 reference samples of high correlation (>0.97
for panels, >0.98 for exomes) for each test sample analyzed. For further detail in assessing CNV
run and call quality, please see the sections CNV variant table and Quality Control report for

CNV analyses.
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12.14.4 How is frequency calculated for CNV calls?

We use the gnomAD database to get the population frequencies for a given CNV. Depending on
the type of variant, the frequencies are calculated as follows:

e Deletions: we use gnomAD variants if they fully overlap with the given variants.

e Duplications in coding regions: we compare at the gene level and we use those gnomAD
variants that encompass the same coding genes as the given variant.

e Duplications in non-coding regions: we use gnomAD variants if they cover at least 85% of
the variant region.

Why are frequencies calculated differently for gains vs losses?

GnomAD reports common structural variants; currently, we retrieve information only for
deletions and duplications.

e For deletions, we consider the gnomAD CNVs when they fully encompass a sample's
annotated CNV. Even if the gnomAD reported deletion is larger than the sample's CNV, we
can assume that the sample's CNV is contained in the gnomAD population. This way, if the
gnomAD CNV is reported as a benign loss, then the sample's CNV will be most likely benign
as it is contained in that region. Conversely, if the sample's CNV overlaps with a gnomAD
pathogenic CNV, then the sample's CNV will be most likely pathogenic as it contains a
region whose loss results in pathogenicity.

e For duplications, we differentiate our frequency calculation approach based on the
genomic location of a CNV. In case of duplications found at coding regions, we compare the
sample's CNVs and gnomAD CNVs at gene level. We will consider that both CNVs may have
an equivalent effect only if they encompass the same coding genes.

12.14.5 CNV calling with WES or targeted panel data

VarSome Clinical currently offers Copy Number Variation (CNV) analysis for both Whole Genome
Sequencing (WGS) and Whole Exome Sequencing (WES) or targeted panel data. For the
non-WGS analyses we use ExomeDepth, a CNV caller based on a read depth approach. To
accurately detect CNVs, ExomeDepth requires at least five samples (ideally around ten) that will
be run as a cohort with each sample analyzed, using the rest as a pool to select reference
samples.

Why are reference samples necessary in CNV calling for non-WGS samples?

The read depth approaches used for CNV calling in WGS usually assume that reads distribute in
a more or less uniform way across the genome and, therefore, the differences in read depth are
used to identify CNVs. However, this assumption fails in the context of WES and targeted
sequencing. One of the main reasons is that the probes used for capturing the different
targeted regions have variable specificity and efficiency depending on the region. This fact
introduces strong biases in the number of mapped reads per region that hamper the CNV
detection. ExomeDepth requires multiple samples because it uses them to control the biases
given by the extensive variability in capture efficiency across exons and/or target areas.
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What characteristics must the reference samples have?
For optimal results, the reference set of samples must have the following characteristics in
common with the test sample (sample of interest):

e Samples should be prepared with the same library protocol and sequenced by the same
sequencing platform.

e All samples (the test one and the reference) should all have been generated as part of the
same sequencing batch. It is possible to use samples generated in different batches but the
resulting CNV calls are likely to be much less accurate.

e Samples should originate from individuals unrelated to each other. For example, if samples
come from the same family, related individuals should be excluded.

® For CNV calls in sex chromosomes, all samples should be of the same sex (either all male or
all female). If they are not all of the same sex, calls on those chromosomes will not be
reliable.

How are reference samples used by ExomeDepth

Each sample given as input for ExomeDepth analysis will be taken to call CNVs on it by using a
selection of the remaining as reference samples. This means that, when running a CNV analysis
with ExomeDepth, you will get calls for all of the input samples, no matter if you consider the
sample as a test or reference.

Another important key to bear in mind is that every input sample might not be compared to all
other samples. Each input sample is compared against an optimized set of reference samples
that are well correlated with it. The first step of the CNV calling process is to construct the
reference set of samples. To do this, ExomeDepth takes one of the input samples and ranks the
remaining by order of coverage correlation with the first sample. Then, the remaining samples
are sequentially added to the reference set. After the addition of one sample to the reference
set, a statistical calculation is performed to see how good the current reference set is to predict
CNVs on the test sample. The addition of samples to the reference set stops when it is unable to
improve the reference set power to predict CNVs. Therefore, using a high number of samples for
CNV analysis does not necessarily increase the accuracy of the results because:

e Not all available samples are included in the reference set, which means that not all the
samples are used as reference for calling CNVs in the test sample.

o Some of the CNVs present in the test sample can be missed if they are shared between the
test and the reference samples.

The reference selection process is automated in the analytical pipeline implemented in VarSome
Clinical and does not require any additional steps by the user. VarSome Clinical SV pipeline will

analyze all samples of the cohort successively and generate CNV calls for all.

I\ Please note that ExomeDepth authors estimate that the optimum size of the reference set is
~10. Adding further samples in the reference set actually might decrease the power.

12.15 Why does the position of some indels reported not match the position of the indels
reported by EXAC/Gnomad?
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The same sequence can be the result of multiple insertions or deletions. In cases of such
equivalent indels, one version may have been called by the variant caller but a different one
found ExAC or other databases.

For example, given a reference sequence ATATATATATATATATATATATATATATATATAT. Now suppose
an insertion of an additional AT is found in the beginning of the sequence while EXAC has an
insertion of an extra AT at the end of that sequence with a frequency of 10%. The two insertions
are in fact equivalent because the resulting sequence is the same. Therefore, our system will
match the insertion it found to the one in ExAC.

When we inspect the read alignments however, the insertion may not be seen in the same place
as shown on our system. Therefore, our algorithm carefully and correctly matches indels to the
frequency of their equivalent found in Ghomad and other databases.

12.16 Filter by Frequency or Pathogenicity

After an analysis is complete, your results are available at the Dashboard. By clicking on the
name of your analysis, you will see the Variant Table:

Eeesnaey _MFel Y Filters X Report generation
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tion... MKRN3ENSGO0000260... AD [ [in Lns! 41 418
tion... CDKN1C AD [ S]] L210] )

tion... KCNK3 AD [ Lock ] 90

Once you click on the Filters red button, you will get a screen with dynamic filters:
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[

In order to filter for specific categories (e.g. Allele Frequency and Pathogenicity), you could click
on the filter icon and then “Create” and a pop-up screen will appear.

— Sove fiter sot

MNew filter set /
HMame

Frequnecy & Palhagenicity

“ Pathogenicity class m

~ Allele Frequencies m

After you have completed a name for the Filter Set you have just created, clicking on “save” will
apply the filter set to your results.

12.17 Hemizygous Variants

Hemizygous variants are the variants that fall within regions without allelic counterparts and
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pertaining to a diploid cell with only one copy of a gene instead of the usual two copies.

Are those that are X-linked and are not in the pseudoautosomal regions according to this ref
https://en.wikipedia.org/wiki/Pseudoautosomal_region:

e The pseudoautosomal regions get their name because any genes within them (so far at
least 29 have been found) [ref] are inherited just like any autosomal genes. PAR1
comprises 2.6 Mbp of the short-arm tips of both X and Y chromosomes in humans and
great apes (X and Y are 155 Mbp and 59 Mbp in total). PAR2 is at the tips of the long
arms, spanning 320 kbp [ref].

An example of an X-linked variant within a pseudoautosomal region can be found on
https://varsome.com/variant/hg19/chrX%3A38145358%3AT%3A (gene RPGR).

VarSome Clinical would call the variant above as heterozygous. In this case, VarSome Clinical's
Sentieon/GATK variant caller does not distinguish between heterozygous and hemizygous
terms. However, since the difference between the terms hemizygous and heterozygous is largely
semantic, we feel the variant is still called correctly.

For more Frequently Asked Questions about the platform please see also the following doc file
https://docs.varsome.com/en/faq.

VarSome Clinical User Manual Version: 11.9.1 - 19th December 2023 Page 252 of 254


https://en.wikipedia.org/wiki/Pseudoautosomal_region
https://www.sciencedirect.com/science/article/abs/pii/S0959437X06000657?via%3Dihub
https://www.eurekaselect.com/article/3980
https://varsome.com/variant/hg19/chrX%3A38145358%3AT%3A
https://docs.varsome.com/en/faq

¥ varsomeclinical
13. Troubleshooting

13.1 Clear VarSome Cookies from the browser

The procedure for Firefox is the same as described below. For Microsoft Edge, please see here
and for Safari, please see here.

Sometimes there is a need to clear the cookies and the cache from the browser in order to
visualize the variant table.

Google Chrome

On the VarSome Clinical webpage, there is a lock icon on the left of the URL. Clicking on it
displays a drop-down menu. After clicking on Cookies, a new window will be displayed.

« C | (25 fhclinicalvarsome.com/analyses/?page=2
¥ vars ch.clinical.varsome.com X lles Manage ~
&) Connection is secure >
Analyse

¢ Cookies and site data --———
#1 Site settings 4

Search.

It is possible to select which cookies to remove from VarSome.com and/or from VarSome
Clinical.

We recommend removing both, and then click done.
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| Cookies and site data

From the site you're viewing

Including sites from the same domain, for example,
google.com and mail.google.com. Sites you're viewing
can save data on your device.

¢ ch.clinical varsome.com [ 3le
¢ clinical.varsome.com [
¢ varsome.com [

en From other sites ,
A site you're viewing can embed content from other
sites, for example images, ads, and text. These 02
embedded sites can save data on your device.

02
@ hubspot.com [

02

nz

Once finished, there is the need to refresh the page which was not possible to visualize the data
properly.
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