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BioNumerics Tutorial: A BIOMERIEUX COMPANY

Performing whole genome SNP analysis with map-
ping performed on the external calculation engine

1 Introduction

1.1 An introduction to whole genome SNP analysis

A Single Nucleotide Polymorphism (SNP) is a variation in a single nucleotide, which occurs at a specific
position of the genome. SNPs are always defined with respect to a reference sequence. A SNP search or SNP
analysis can therefore be regarded as a post-analysis on (aligned) sequences, in which SNPs are determined
on one or more sample sequences, in relation to a reference sequence. When performed on whole genome
sequences (WGS), this analysis is referred as whole genome SNP (wgSNP) analysis.

1.2 Whole genome SNP analysis in BioNumerics

This is a typical workflow for a wgSNP analysis in BioNumerics:

1.2.1 Choose a reference sequence

The choice of a reference sequence in a wgSNP analysis is very important, since only genomic information
that is in common between the reference sequence and the sample sequence will be included in the analysis.
With other words, any gene, integron, plasmid, etc. that is present in the reference but not in the sample
(or vice-versa) will be left out. In order to obtain the highest possible resolution in a wgSNP analysis, the
reference should be as similar as possible to the sample sequences. The reference sequence might be a
closed, fully annotated genome sequence (e.g. downloaded from an online repository such as NCBI), but
could as well be a de novo assembled sequence, consisting of multiple contigs (i.e. a draft genome).

1.2.2 Map sequence reads against the reference sequence

The most trivial way to ensure that genomic sequences are collinear (i.e. in the same frame and having the
same length) for all isolates under investigation, is to map the trimmed sequence reads against the same
reference sequence. This can be done locally on your desktop computer or using an external calculation
engine.

1.2.3 Perform wgSNP analysis and filter out relevant SNPs

Each sample sequence, obtained via mapping to the reference sequence, is compared to this reference se-
quence and all base differences are recorded.

In addition to true point mutations, observed differences with the reference may be due to e.g. sequencing
errors or larger indels and rearrangements. For phylogenetic analyses and strain typing it is therefore very
important to retain only the relevant, high-quality SNPs. BioNumerics offers this functionality through
various SNP filters. SNP filters are contained in a SNP template and their effect can be assessed in detail
in the SNP filtering window, providing visual feedback and offering an easy link to the sequences and
assemblies.



1.2.4 wgSNP clustering

A wgSNP clustering can be performed on the SNP matrix in the Comparison window.

2 Preparing the database

2.1 Introduction to the demonstration database

We provide a demonstration database for Staphylococcus aureus that contains NGS data (sequence read set
data links), wgMLST results and wgSNP analyses. In this tutorial, we will proceed through all steps needed
to perform a wgSNP analysis, and we will investigate the results obtained from a previous wgSNP analysis
performed on isolates from a single study.

The demonstration database for Staphylococcus aureus can be downloaded directly from the BioNumerics
Startup window, or restored from the back-up file available on our website:

2.2 Option 1: Download demo database from the Startup Screen

1. Click the Download example databases link, located in the lower right corner of the BioNumerics Startup

window.

This calls the Tutorial databases window (see Figure 1).

=

File Database Tutorial Window

Tutorial databases

Name

BandScoring demo database

DemoBase Connected

Neisseria MLST demo database

SNP demonstration database

WGS demo database for Listeria monocytogenes
WGS demo database for Staphylococcus aureus

Size (MB) Min
19 7

3 75
175
[

M1 75

108 75

Max
16
76
76
76
76
76

Demonstration database containing data for a set of 97 Sfaphylococcus
aureus isolates originating from three published studies. This database
uses publicly available next-generation sequence reads from the Sequence
Read Archive (SRA). For each isolate, NGS reads were de nove assembled
into genome sequences. wghMLST alleles were called using the assembly-
based and assembly-free method.
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Extracting subsequences from (whole genome) sequences

Performing whole genome SNP analysis with mapping performed on the extern..

Whole genome MLST typing in the Staphylococcus aureus

ation data..
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In this tutorial we will screen a set of whole genome sequences of some Staphylococous
aureus samples for the presence of the mecA sequence. The assembled sequences present
in the whole genome demonstration database of Staphylococeus aureus are used in this
tutorial.

Figure 1: The Tutorial databases window, used to download the demonstration database.

2. Select the WGS demo database for Staphylococcus aureus from the list and select Database > Down-

load ().

3. Confirm the installation of the database and press < Yes>> after successful installation of the database.

4. Close the Tutorial databases window with File > Exit.

The WGS demo database for Staphylococcus aureus appears in the BioNumerics Startup window.

5. Double-click the WGS demo database for Staphylococcus aureus in the BioNumerics Startup window

to open the database.
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3. About the demonstration database 3

2.3 Option 2: Restore demo database from back-up file

A BioNumerics back-up file of the whole genome demo database for Staphylococcus aureus is also available
on our website. This backup can be restored to a functional database in BioNumerics.

6. Download the file wgMLST_SAUR.bnbk file from http://www.applied-maths.com/download/
sample-data, under "WGS demo database for Staphylococcus aureus’.

In contrast to other browsers, some versions of Internet Explorer rename the
wgMLST_SAUR.bnbk database backup file into wgMLST_SAUR.zip. If this happens, you
should manually remove the .zip file extension and replace with .bnbk. A warning will appear
(’If you change a file name extension, the file might become unusable.”), but you can safely
confirm this action. Keep in mind that Windows might not display the . zip file extension if the
option "Hide extensions for known file types” is checked in your Windows folder options.

I
7. In the BioNumerics Startup window, press the o button. From the menu that appears, select Restore
database....

8. Browse for the downloaded file and select Create copy. Note that, if Overwrite remains selected, an
existing database will be overwritten.

9. Specify a new name for this demonstration database, e.g. “Whole genome Staphylococcus aureus de-
mobase”.

10. Click <OK> to start restoring the database from the backup file (see Figure 2).

Backup file

C\Users\Public\Documents\wghMLST_SAUR.bnbk | | Browse...

Destination

Overwrite

. Overwrite the current data in database Whole genome Staphylococcus aureus

"~ demobase with a previous version of the data as stored in a backup. Any new
data since the backup will disappear, any old data that was erased will be
recovered.

Create copy

. Create a new database from the data stored in a backup. Use this option to
® have access to both old and current versions of an existing database or to copy
a database from another computer.

MNew database name: Whole genome Staphyloc

| Cancel |

Figure 2: Restoring the whole genome demonstration database from the BioNumerics
backup file wg_SAUR. bnbk.

11. Once the process is complete, click <Yes> to open the database.

3 About the demonstration database

The demobase contains links to sequence read set data on NCBI’s sequence read archive (SRA) for 97
publicly available sequencing runs of three Staphylococcus aureus whole genome sequencing studies ([1]
[2] [3]). Sequence read set experiment type wgs contains the link to the sequence read set data on NCBI
(SRA) with some raw data statistics (see Figure 3).
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The full wgMLST analysis (de novo assembly, assembly-based calls and assembly-free calls) was performed
on this set of samples using default settings and the S. aureus scheme prod_saur_v1_0. This data is used in
the tutorial "wgMLST typing in the Staphylococcus aureus demonstration database”. The results of the
wgMLST analysis are stored in following experiments:

e Character experiment type wgMLST contains the allele calls for detected loci in each sample, where
the consensus from assembly-based and assembly-free calling resulted in a single allele ID.

e Sequence experiment type denovo contains the results from the de novo assembly algorithm, i.e.
concatenated de novo contig sequences.

e Character experiment type quality contains quality statistics for the raw data, the de novo assembly
and the different allele identification algorithms.

e Sequence read set experiment type wgs_TrimmedStats: contains some data statistics about the reads
retained after trimming.

e Character experiment type wgMLST _CallTypes: contains details on the call types.

A reference mapping has been calculated for all entries from the Neonatal MRSA study and the resulting
sequences are stored in the SNP outbreak sequence type. These sequences will be used in this tutorial to
illustrate the SNP filtering window and the use of SNP filters (see 4.3).

Additional information (in entry info fields Organism name, Instrument, Study accession, etc.) was collected
from the corresponding publications and added to the demonstration database. Additionally, a number of
comparisons were created that include all the samples together or grouped per study.

File Edit Datebase Analysis Scripts WGStools Window Help
0 Experiment type
- — ™ - ==
Key it E Collecti GeoLochame: 456 #  Hame Type
SRR1112181  2015-12-08 09:40:46  CODC. missing usa missing S EE 1 wgs Sequence read set types ~
SRR1378346 2015-12-08 09:40:46 missing 2014-01-21 Indonesia frozen iaf raw peele. R FE 2 wghLST Character types
SRR1S35729 2015-12-08 09:40:46 FDA 2014-06-04 Mexico avocados . i} 3 denovo Sequence types
SRRISE2163 2015-12-08 09:40:46  CDC 2014-08 usa Blood SAMNO3013717 . £ 4 qualty Character types =
SRR1SEE202 2015-12-0200:40:45  FDA 199206 taly cheese pastry SAMNO2759726 . z 5 wgs_TrimmedStats Sequence read settypes
SRRIS66203 2015-12-08 09:40:46  FDA 199306 tay frutt cake SAMNO2769737 . B 6 WolLST CalTypes  Character types
SRR1G10008 2015-12-08 09:40:46  FDA 1993-08 taly volauventshrimp  SAMNOZ7B9735 .
SRR1E23013 2015-12-08 09:40:46  FDA 09-5ep-2011  USA:CO blood SAMNO275970 . = v
SRR1623016 2015-12-08 09:40:46 FDA 9152011 usa:co blood SAMN0Z769789 - Entry fieids
SRR1623030 2015-12-08 09:40:46 FDA 22.5ep2011  USACO blood SAMNO2768783 . =
SRR1654984 2015-12-0309:40:46 Austrian Agency. 2014 Germany human SAMNO3168687 . Jerp
SRR1656973 2015-12-08 09:40:46  Austrian Agency.. 2014 Austria human liquor SAMNO3168680 . i <All Fingerprint files>
SRR1BSTO03 2015-12-08 09:40:46  Austrian Agency... 2014 Austria blood SAMNO3168679 . = Experimentime T =
SRR1685B0S 2015-12-08 09:40:46  CDC oct-2014 usaA Blood SAMNO3253354 .
SRR1GBEST1 2015-12-0800:40:46 CDC Oct-2014 usa Blood SAMNO3253355 .
SRR1695816 2015-12-08 09:40:46 CDC missing Usa missing SAMN03253362 -
SRR1685823 2015-12-0809:40:46  CDC Nov-2014 usa placenta SAMN03253369 .
SRR1GBEE3S 2015-12-0800:40:46  CDC Unknown usa csF SAMNO3253380 .
SRR1695836 2015-12-08 09:40:46 CDC Nov-2014 Usa Blood SAMN03253382 - < U ‘ k4
SRRI709560 2015-12-0808:4046 FDA 1993-08 Htaly mixer surface SAMN0ZTES738 . Power assembies | Hetagenormics projects  dentfiaton proects
SRR1T08620 2015-12-0800:40:46 FDA 1993-08 taly freezer surface SAMNO2789738 . T ————
SRR1T00631 2015-12-030040:46  FDA 1993-08 taly blood SAMNO27E9734 . ™ ————— ™
SRR1745438 2015-12-08 09:40:45 CDC Nov-2014 Usa Blood SAMN03275454 - -
SRR1745445 20151208 09:40:46  CDC Nov-2014 usa Sputum SAMNDIZTS4E! b . .. Name Modified date Level """\ﬂ
SRRIT4E4E8 2015-12-0800:40:46  CDC Nov-2014 usa Blood SAMNOI2TE4T2  12b He ¢ e e Isolates taly 2015-12-08 12:38:46 &
SRR1745464 2015-12-08 09:40:45 CDC Unknown Usa CSF SAMN03275478 4b - . .
SRRIT45479 2015-12-08 09:40:46  CDC 01-Dec2014  USA Blood SAMNDIZIS481 12 fle o o o
SRR1T4E488 2015-12-0800:40:46  CDC 01-Dec2014  USA Blood SAMNOI2TSS00  4b s 0le e o
< w SHw] > Al w I >
Database design _Decsnnnﬁwnﬂ:sJAimm\klehmmw Jmm«mslams'r]
Database: woMLST Lmo (_DefaullUser_) | Entries: Loaded=51, View=51, Selected=0 | Tc 76\wgHLST Lmo | This is a time imited package valid until 2016-12-30

Figure 3: The Main window.
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4. wgSNP analysis workflow in BioNumerics 5

4 wgSNP analysis workflow in BioNumerics

4.1 Create a reference mapped sequence type

First, we will create a sequence type to store the reference mapped sequences in:

1. Click on the Experiment types panel to activate it and select Edit > Create new object... (#.). From the
Create a new experiment type dialog box that pops up, select Sequence type and press <OK>.

2. In the New sequence type wizard, enter a Sequence type name (e.g. “My wgSNP”) and press <Next>
(see Figure 4).

This wizard will help you create a new sequence type.
Fill in & name for the sequence type and click MNext.

Sequence type name:

‘MngSNPI

Figure 4: New sequence type experiment.

3. Leave the default Nucleic acid sequences option checked and check the option Use reference sequence
as mapping template (see Figure 5).

What kind of sequences do you have?

(®) Nucleic acid sequences

O Amino acid sequences

{required for SNP analysis)

[ <Back |[ Fmsh | [ Cancel

Figure 5: Use as mapping template.

4. Press <Finish> to create the reference mapped sequence type.

The first sequence that is imported in this sequence type will automatically be assigned as the reference.
In this case, we will copy the sequence from the denovo experiment type of entry ERR103401 to our new
sequence type experiment:

5. Click on the dot in the Experiment presence panel that corresponds to the denovo experiment for entry
ERR103401.

6. In the Sequence editor window that opens, select File > Save as... (Ctrl+Shift+S).
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7. Highlight My wgSNP in the list and press <OK> (see Figure 6).

Entry key:
| ERR103401

Experiment:

denovo
SMP outbreak

My wgSNP

Figure 6: Save sequence to a new sequence type experiment.

8. Close the Sequence editor window.

We can check if this sequence is indeed used as reference:

9. In the Experiment types panel, double-click on My wgSNP to open its Sequence type window: the refer-
ence sequence is displayed here (see Figure 7).

f Settings

My wgSNP: Nucleic acids

This iz a reference controlled sequence type with fixed length, typically used for SNP analysis.

ﬂ Reference sequence: ERR103401
Active zones: [1-2857014]

Sequence type My wgSNP

Figure 7: The new sequence type experiment and the reference sequence.

4.2 Map sequence reads against the reference sequence

Entries that we want to analyze using wgSNP need a sequence experiment that is obtained via mapping

to the reference sequence, as this ensures collinearity of the sequences. For this, we will start from the
corresponding sequence read sets.

© 2019 Applied Maths NV. All rights reserved.



4. wgSNP analysis workflow in BioNumerics 7

4.2.1 Sequence read sets stored as links

Sequence reads can be imported as data links in BioNumerics using the Import sequence read set data as
links import routine in the Import tree (File > Import... (4, Ctrl+I)). Importing sequence read sets as links
and reference mapping calculations on the external calculation engine is only possible when the WGS tools
plugin is installed in the BioNumerics database (File > Install / remove plugins... (@k)). Installation of
the plugin is only possible with a valid password and a project name, linked to a certain amount of credits.
Please contact Applied Maths to obtain more information about the WGS plugin and the pricing.

In our demonstration database, the WGS tools plugin is already installed and a valid password and project
name has been specified during installation. Since no credits are assigned to the demo project, no refer-
ence mapping calculations can be performed on the external calculation engine in the demonstration
database. A reference mapping has already been calculated for the entries from the Neonatal MRSA study
in our demonstration database, and the resulting sequences are used in 4.3.

For completeness, the steps to perform the reference mapping calculations on the external calculation engine
are listed below:

10. Select the entries in the Database entries panel that you want to include in the SNP analysis.
11. Select WGS tools > Submit jobs... (,z4) to display the Submit jobs dialog box.

12. Make sure the correct sequence type experiment is selected as Reference mapping and uncheck all other
jobs (see Figure 8).

Algorithms
[#] Reference mapping

SNP outbreak
[] My wgSNP

[]De novo assembly
[] Assembly-based calls

[ Assembly-free calls

Jobs
[]Re-submit already processed data

Open jobs overview window

Cancel |

Figure 8: Submit jobs.

13. Press the <Settings> button to choose on of the two available algorithms (Bowtie or Applied Maths
mapper) and verify the algorithm settings (see Figure 9). Press <OK> to close the Reference mapping
settings dialog box again.

14. Back in the Submit jobs dialog box, click the <Details> button to get some detailed information on the
credits needed to post the selected jobs (see Figure 10).

15. Close the Details dialog and press <OK> to launch the jobs.

The Calculation engine overview window will open, in which the status of the jobs can be followed (see
Figure 11).
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Algorithm: | Bowtie

Min. total coverage:
Min. forward coverage:

Min. reverse coverage:

Single base threshold:
Double base threshold:
Triple base threshold:

Gap threshold:

[[]5ave algorithm settings as default

Figure 9: Mapping algorithms.

Mumber of jobs to submit for 11 entries:

Credits needed to submit selected jobs:

Credits available for job submission: l:l

Figure 10: Details on credits needed and available credits.

File Jobs View Window Help

of submi Jol

Entry Submitted time (UTC) Status Message Progress Job type Description User

8 |ERR101900  2016-04-06 059:04:06 Queued 0% SNP outbreak Doing a reference mapping against "SNP outbreak’ for ERR101900 _DefaultUser_  a15ch33b-bd54-4 ~

10| ERR103385  2016-04-06 09:04:06 Queued 0% SNP outbreak Doing a reference mapping against "SNP outbreak’ for ERR103395 _DefaultUser_  654a8ecB-73ab-4

13| ERR103398 2016-04-06 09:04.06 Queued 0% SNP gutbreak Doing a reference mapping against "SNP cutbreak’ for ERR103398 _DefaultUser_  34beaeB3-f95h

3 |ERR103394 2016-04-06 09:04:05 Queued 0% SNP gutbreak Doing a reference mapping against "SNP outbreak’ for ERR103394 _DefaultUser_  51cB9e25-e545-4
ERR103397  2016-04-06 09:04.05 Queued 0% SNP outbreak Doing a reference mapping against "SNP outbreak’ for ERR103397 _DefauttUser_  aaeBeSbe-0127-

9 |ERR1033%6 2016-04-06 09:04:05 Running Time loading m. 28% SNP outbreak Doing a reference mapping against "SNP outbreak’ for ERR103386 _DefauttUser_  3dd44437-218!

6 |ERR103400 2016-04-06 09:04:04 Queued 0% SNP gutbreak Doing a reference mapping against "SNP outbreak’ for ERR103400 _DefaultUser_  dfS5481c-87

7 |ERR103405 2016-04-06 09:04:04 Running Sorting BAM fi... 100% SNP gutbreak Doing a reference mapping against "SNP outbreak’ for ERR103405 _DefauttUser_  31a35efb-47d

12 ERR159680 2016-04-06 09:04.04 Finished Done 100% SNP gutbreak Doing a reference mapping against "SNP outbreak’ for ERR159680 _DefauttUser_  Obc09b6a-0atf-

1 |ERR103403  2016-04-06 09:04:03 Finished Done 100% SNP outbreak Doing a reference mapping against "SNP outbreak’ for ERR103403 _DefaultUser_  5f2d3a60-51ce-

2 |ERR101899 2016-04-06 09:04:03 Finished Done 100% SNP outbreak Doing a reference mapping against "SNP outbreak’ for ERR101899 _DefauttUser_  c8dde3cd-Odde-4

11| ERR103404 2016-04-06 09:04.03 Finished Done 100% SNP gutbreak Doing a reference mapping against "SNP outbreak’ for ERR103404 _DefaultUser_  a41b1ccB-7934-4

4 |ERR103402 2016-04-06 09:03:57 Running 31% SNP gutbreak Doing a reference mapping against "SNP outbreak’ for ERR103402 _DefauttUser_  8f38884e-bc3c-4 "
< m >

Alljobs: 13 | Allqueued jobs: 6 All running jobs: 3 All finished jobs: 4 Al failed jobs: 0 | |

Figure 11: Job overview.

16. Close the Calculation engine overview window.

When insufficient credits are available, an error message will appear (see Figure 12). Since no credits are
assigned to the demo project, this error message will pop up when following this workflow in the demonstra-
tion database when entries are selected for which no reference mapping is present. Please consult Applied
Maths for more information about the purchase of credits.
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Insufficient credits available for job submission, 11 short.

:' Click ‘Details..." to check project credits, and optionally purchase extra

credits online.

Figure 12: Insufficient credits available.

When a reference mapping is already present for the submitted entries (and the Re-submit already processed
data) option was unchecked in the Submit jobs dialog box, an information message will appear, saying that
no jobs are submitted to the calculation engine (see Figure 13). When the selection in the demonstration
database only contains entries from the Neonatal MRSA study, this information message will pop up.

'Q' No jobs to submit!

Figure 13: No jobs to submit.

4.2.2 Sequence read sets stored inside the database

Sequence read sets can also be stored inside the database with the Import sequence read set files import
routine in the Import tree (File > Import... (4, Ctrl+I)). One disadvantage of this option is the storage
size of the sequence read sets.

The steps to perform the reference mapping calculations on the external calculation engine for sequence
read sets that are stored inside the database are the same as for the sequence read sets for which the links are
stored inside the database (see 4.2.1).

4.3 Perform wgSNP analysis and filter out revelant SNPs

In our demonstration database, a reference mapping has already been calculated for the entries from the
Neonatal MRSA study. The resulting sequences are stored in the SNP outbreak sequence type and will
be used in this section to start a SNP analysis and to illustrate the use of SNP filters in the SNP filtering
window.

17. Make sure no selection is present in the Main window by pressing the F4-key.

18. In the Database entries panel, select the Neonatal MRSA study view from the list (see Figure 14) and
use Edit > Select all (Ctrl+A) to select all 14 entries contained in this study.

19. Select Analysis > Sequence types > Start SNP analysis... to start the SNP analysis wizard.
20. Select SNP outbreak as Experiment type and press <Next> (see Figure 15).

A number of predefined SNP templates are available.

21. Highlight the Strict filtering template and press <Next> (see Figure 16).
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Database entries

5T info ovl|23456?8

Key Organism name <Loaded Entries>

ERR101899 Staphylococcus aureus <All Entries> whole genome seguencing 22 part o
ERR101500 Staphylococcus aureus <My Entries> whole genome sequencing 22 part o
ERR103394 Staphylococcus aureus whole genome seguencing 22 part o
ERR103395 Staphylococcus aureus <Selected Entries> whole genome sequencing 5 prior
ERR103396 Staphylococcus aureus Pilot study whole genome sequencing 22 prior tf] =
ERR103397 Staphylococcus aureus Meonatal MRSA study whole genome sequencing 1 durin; -
ERR103358 Staphylococcus aureus X K whole genome seguencing 1 duringd| «
ERR103400 Staphylococcus aureus i dapanel-Ege b whole genome sequencing 22 partot] -
ERR103401 Staphylococcus aureus A neonatal MRSA outbreak investigation using rapid whole genome seguencing 22 part o
ERR103402 Staphylococcus aureus A neonatal MRSA outbreak investigation using rapid whole genome seguencing 22 part o

Figure 14: Select a view from the list.

Experiment type
Choose input experiment type.

Choose the experiment type of the input data.

SMP outbreak

MNOTE: only reference mapped Sequence experiment types
containing data for all selected entries are listed,

Figure 15: Select the input sequences.

22. Check Open SNP analysis window and press <Finish> (see Figure 17).

It will take a few moments to load the sequences and apply the filters from the SNP template. The resulting
SNP filtering window is shown in Figure 18.

This window consists of following panels:

e The Entries panel shows all entries that are included in the SNP analysis, with all entry information
fields. Two additional fields are present: *Total’ shows the raw number of SNPs (i.e. without any SNP
filter applied) and "Retained’ shows the number of SNPs after applying all active SNP filters for the
sample sequence.

e The Filters panel shows the list of SNP filters that are applied, with the ’Info’ column showing ad-
ditional information regarding the filter and applied settings (if applicable). This list is initially pop-
ulated from the SNP template, but SNP filters can be added or removed and their settings can be
changed.

e The SNP Positions panel shows information on all positions where at least one SNP was detected. For
each SNP filter that is listed in the Filters panel, a column is displayed with the filter’s result on each
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Template
Choose the SMP analysis template.

=@ Predefined
i..@ Default SNP filtering
- @ Relaxed SNP filtering
E - W Strict SNP filtering (e.g. witl

Figure 16: Choose a SNP filtering.

Analysis

Choose to visualize the analysis or directly export to a comparison.

Open SNP analysis window
Open the selected template in the SNP analysis window.
New comparison

Run the SMNP analysis and export the results to a new comparison.

| < Back “ Finish | | Cancel

Figure 17: Open SNP analysis window.

position. The bottom of this panel shows a sub-panel with the details on the highlighted position, i.e.
showing the base and filter results for all the sample sequences on that position.

e The Entry SNPs panel lists the SNPs for the highlighted entry in the Entries panel.
e The Genome panel shows the SNPs on a genome view.

o The Tracks panel in default view is displayed as a tab with the Entries panel. With this panel, you can
determine which tracks are plotted in the Genome panel.
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File Filters Graph Tracks
Entries

SNPs

Window Help

Filter

Retained Total  Key Organism name Study title STinfo  outbreak Patient ID - Info d
7 |22m 1082200 ERR103395  Staphylococcus aureus A neonatal MRSA outbreak investigatio..  § prior WRSA_14C_prior |~ | /| Inter-SNP gistance  Minimum 12 bp between SNPs. ~
10 155487  ERR103396  Staphylococcus sureus A neonatal MRSA outbreak investigatio... 22 prior to outbreak WRSA_15C N tive SHPs  Remove tive SHP positions.

/| 1as7 1199574 ERR103397  Staphylococcus aureus A neonatal MRSA outbreak investiatio... 1 during outoreak WRSA_168 /| Absolute coverage  Total: 5, Forward: 1, Reverse: 1
/2108 1089597 ERR103398  Staphylococcus sureus A neonatal MRSA outbreak investigatio... 1 during outoreak WRSA_178 o | Ambiguous bases  Remove positions win at least one ambiguous =
A se 123426  ERR103400  Staphylococcus sureus A neonatal MRSA outbreak investigatio... 22 part of outbreak RSA_198 /| unreiable bases Remove positions. wi at least one unrefiable b.
4|0 o ERR103401  Staphylococcus aureus A neonatal MRSA outbreak investigatio... 22 part of outbreak - ndex case  WRSA_18_index..| = | /| Gaps. Remove posiions with at least one gap.
5 158145 ERR103402  Staphylococcus sureus A neonatal MRSA outbreak investigatio... 22 part of outbreak WRSA 208
/|2e 73207  ERRI03403  Staphylococcus aureus A neonatal MRSA outbreak ivestigatio.. 22 part of outbreak WRSA_6C -
7|4 73699  ERRI0340¢  Staphylococcus aureus  Aneonatal MRSA outbreak ivestigatio.. 22 part of outbreak WRSA_TC P
=0 71100 ERRI03405  Staphylococcus aureus A neonatal MRSA outbreak investigatio.. 22 part of outbreak WRSA_EC
e 1258752 ERR1S9680  Staphiylococous aureus A neonatal MRSA outbreak investigatio.. 36 during outoreak WRSA_188 g Positi 5"F: ety b = it P
< W S 5048| 2291683 T = C /0% (0/14)rejected o/ 93%T(13/14) 0% (01%) rejected ~
5049| 2091855 A4 & 6/ Tw(N4reiected J/ TI%A(0M4) /0% (014) rejected
Trocks 5050| 2282085 G &+ A/ 0% (O4rected / G3G(1IM4) /0% (0/14) reiected
Genome 5051| 2282280 T = C /0% (0/14)rejected o/ B86%T(12/14) & 0% (014) rejected
= Q" 5052| 2282820 C =+ T/ 0% (0/14)rejected / B86% C (12114) V' T% (114) rejected
5053| 2292844 G =+ A/ 0% (014jrejected / B6%G(12114) 0% (0M4) rejected
= o080 TN Z00_320i00 2uspry e e
000 " 2300000, A (0114) rejes 13114 (0114) reie ]
IR o 380000 5056| 2283201 A =+ G/ 0% (014jrejected / BE%A(12114) /0% (0M4) rejected
WImh rk 5057| 2293207 C & T/ 0% (ON4jrefected / 93%C(13M4) /0% (0A4) rejected]
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Figure 18: SNP analysis window.

e The SNP matrix panel shows the resulting SNP matrix, as it would be exported.

Whenever possible, the cursor position is synchronized between the different panels:
23. Click on a position in the SNP Positions panel for example.

The details in the bottom part of the panel are updated and so is the Genome panel: the graph will show the
position. Furthermore, the clicked position in the SNP Positions panel will appear highlighted in the Entry
SNPs panel, only if the currently highlighted entry in the Entries panel has a SNP at that position.

24. Double-click a position in the details panel (bottom part of the SNP Positions panel) or in the Entry SNPs
panel.

This action will open the Sequence editor window of the corresponding sequence, with this position high-
lighted. If a sequence assembly is available in BioNumerics, the B will be active and selecting File >
Open assembler (B will open the assembly.

Sequence assemblies are not available when the remapping was performed on the calculation
engine.

25. A SNP filter can be added with Filters > Add filter... (&)

26. Check or uncheck an individual SNP filter in the Filters panel to view its effect.

When the toggle Filters > Toggle rejected SNP visibility is unchecked ( 4), the positions in the SNP
Positions panel and the Entry SNPs panel will be limited to the retained SNPs, i.e. those SNPs that have
passed the applied SNP filters.

When the toggle is checked ([ z) the listed positions in both panels correspond to the total (i.e., unfiltered)
SNP set.

27. Click on the tab of the SNP matrix panel to show the SNP matrix (see Figure 19).

28. Select File > Export to comparison... (3&2) to export the SNP matrix to a comparison.

In the Comparison window a cluster analysis can be calculated based on the exported SNP data (see 5.1).
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Figure 19: SNP matrix displayed.

5 Follow-up analyis

5.1 Cluster analysis on SNP data

1. Selecting File > Export to comparison... (5&) in the SNP filtering window exports the SNP matrix to a
new comparison (see 4.3).

In this comparison, the SNP matrix is available as a character aspect of the SNP outbreak sequence exper-
iment type (see Figure 20).

Experiments

Name Aspect =

L' wWos <Default= -~
=1 woMLST <All Characters=

ﬁ denovo <Default=

| quality <Al Characters=

wgs_TrimmedStats <Default=

.

woMLST_CalTypes <All Characters=

SNP outbreak SNPs i

My wgSNP <Default=

Hmmmj

Figure 20: SNPs character aspect in the Comparison window.

We can now create a cluster analysis based on the SNP data, in the same way that a similarity-based cluster-
ing is performed in BioNumerics:

2. Make sure the SNP outbreak experiment is selected in the Experiments panel and select Clustering >
Calculate > Cluster analysis (similarity matrix)....

Only multi-state similarity coefficients are suitable for clustering of SNP data:

3. Select e.g. the Categorical (values) coefficient and press <Next> (see Figure 21).
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Page 1
Similarity coefficient

Keep existing similarity matrix
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=-E Mumerical
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Rank correlation
[=-{@» Binary

@ Jaccard

@ Simple matching
=@ Multi-state
|- M Categorical (values)

- Categorical (differences)

Show all.

Save as new default to database

Figure 21: The categorical similarity coefficient.

4. Leave the default settings enabled and press <Finish> to calculate the dendrogram.

The resulting dendrogram is displayed in the Dendrogram panel of the Comparison window (see Figure 22).
5. To clear the selection, press the F4-key.

The dendrogram contains one well-defined cluster at 99% and a number of unrelated strains.
6. Hold the CTRL-key and click on this cluster of related strains to select the 10 entries in the database.

This cluster contains all strains with MLST sequence type 22 (see info field *”’ST info”) and corresponds to
the strains that were identified as part of the outbreak in the published study (see Figure 22).

7. Save the comparison with the dendrogram by selecting File > Save as.... Specify a name (e.g. Neonatal
study) and press <OK>.

5.2 Comparison with wgMLST results

For comparison purposes, we will create a cluster analysis for the same entries, but now based on wgMLST
data:

8. Click on the * | icon left of wgMLST and select the wgMLST loci aspect from the drop-down list to
visualize the wgMLST allele numbers in the Experiment data panel.

9. Select Clustering > Calculate > Cluster analysis (similarity matrix)..., highlight the Categorical (val-
ues) coefficient and press <Next>.

10. Leave the default settings enabled and press <Finish> to calculate the dendrogram.

The resulting dendrogram is displayed in the Dendrogram panel of the Comparison window (see Figure 23).
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Figure 22: The Comparison window: wgSNP dendrogram.
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Figure 23: The Comparison window: wgMLST dendrogram.

Via the Analyses panel, you can switch back and forth between the two dendrograms. From this visual
inspection, it is clear that both analyses correlate very well.

11. Select Clustering > Congruence of experiments....

Both experiments show a very high congruence of 94%.

5.3 Zooming in on the outbreak

As an alternative to the procedure described in 4.3, a SNP filtering can also be started from the Comparison
window. We will illustrate this workflow by ”zooming in” on the isolates that belong to the outbreak:

12. First, make sure no entries are selected in the Comparison window by pressing F4.

13. Select the 10 entries that belong to the largest cluster in the dendrogram, e.g. using Ctrl+click on the
corresponding branch in the dendrogram.
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14. Return to the Main window to create a new comparison for the selected entries via Edit > Create new
object... (@) or directly using the Alt+C keyboard shortcut.

A new Comparison window pops up with the ten entries that are associated with the outbreak.

15. Select File > Save (&, Ctrl+S), enter e.g. Outbreak as name and press <OK>.
16. Click on the | icon left of SNP outbreak to visualize the sequences in the Experiment data panel.

17. Select Sequence > Open SNP window...

18. Highlight a SNP template from the SNP analysis wizard, e.g. Strict filtering (the same as we used previ-
ously).

This action shows the SNP filtering window again, as discussed in 4.3.
19. Export the SNP matrix back to the comparison via File > Export to comparison... (5%2).

This time, a SNP data name will be prompted for. Saving SNP matrices under different names will create
multiple character aspects for the same sequence type. These aspects are available via the *Aspect’ drop-
down list in the Experiments panel and can each be used to create cluster analyses from.

20. Enter e.g. SNPs strict and press <OK> in the dialog.

21. Return to the Outbreak comparison, where the SNP matrix is now displayed.

We can again calculate a dendrogram:

22. Select Clustering > Calculate > Cluster analysis (similarity matrix)....

23. This time, select the Categorical (differences) coefficient, specify a Scaling factor of “1” and press
<Next>.

24. Check Single linkage for Method and press <Finish> to calculate the dendrogram.

The resulting dendrogram indicates a sub-structure in the isolates that are associated with the outbreak: two
well-defined groups are found (see Figure 24).
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Figure 24: Zooming in on the outbreak: two groups.
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5.4 Exporting SNP data

If needed, SNP data can be exported as a character set. We will illustrate this for the SNP strict aspect of
SNP outbreak:

25. In the Comparison window, select SNP strict from the *Aspect” drop-down list next to SNP outbreak.
26. Select File > Export > Export character data....

27. In the Export character data dialog box, make sure Export mapped values is checked and press <OK>.

The exported SNP matrix will open automatically in MS Excel.

Alternatively, the data displayed in the SNP matrix panel of the SNP filtering window can be exported using
the column properties button (i) and selecting e.g. Save content to file.

Other applications might require the list of SNPs per entry formatted as (pseudo-)sequence:

28. In the Comparison window, with the SNP Strict aspect still selected, use File > Export > Export
sequences (fasta)....

The export.txt file that opens is a multi-FASTA file with each row of the SNP matrix represented by a
sequence.
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