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BIONUMERICS Tutorial:

wgMLST typing in the Listeria monocytogenes
demonstration database

1 Introduction

This guide is designed for users to explore the wgMLST functionality present in BIONUMERICS
without having to post calculation jobs on their own computer or on the external calculation engine.
The whole genome demonstration database used in this tutorial contains the results obtained from
the full wgMLST analysis in BIONUMERICS on publicly available sequence read sets of Listeria
monocytogenes.

Although this guide provides the necessary information to start working with the wgMLST function-
ality present in BIONUMERICS, it is recommended to read the following documentation available
for download on the tutorial page on our website:

Tutorial "wgMLST typing: routine workflow starting from sequence read sets”

Tutorial "wgMLST typing: routine workflow starting from imported genomes”

Tutorial "wgMLST typing: detailed exploration of results”

WGS tools plugin manual

2 Preparing the database

The WGS demo database for Listeria monocytogenes can be downloaded directly from the BION-
UMERICS Startup window (see 2.1), or restored from the back-up file available on our website
(see 2.2).

2.1 Option 1: Download demo database from the Startup Screen

1. Click the button, located in the toolbar in the BIONUMERICS Startup window.
This calls the Tutorial databases window (see Figure 1).

2. Select the WGS_demo_database_for_Listeria_monocytogenes from the list and select
Database > Download ( £).
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Figure 1: The Tuforial databases window, used to download the demonstration
database.

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

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

The WGS_demo_database_for_Listeria_monocytogenes appears in the BIONUMERICS Startup
window.

5. Double-click the WGS_demo_database_for_Listeria_monocytogenes in the BIONUMERICS
Startup window to open the database.

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

A BIONUMERICS back-up file of the WGS demo database for Listeria monocytogenes is also
available on our website. This backup can be restored to a functional database in BIONUMERICS.

6. Download the file WGS_LMO1.bnbk file from https://www.applied-maths.com/download/
sample-data, under 'WGS_demo_database_for_Listeria_monocytogenes’.

In contrast to other browsers, some versions of Internet Explorer rename the

f WGS_LMO1.bnbk database backup file into WGS_LMO1.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 ex-
tension if the option "Hide extensions for known file types” is checked in your Windows
folder options.
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In the BIONUMERICS Startup window, press the button. From the menu that appears,
select Restore database....

7.

8. Browse for the downloaded file and select Create copy. Note that, if Overwrite is selected, an

existing database will be overwritten.

9. Specify a new name for this demonstration database, e.g. “WGS Listeria demobase”.

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

Restore database x

Backup file
ChUsers\Public\DocumentsiwgMLST_LMO.bnbk

Browse...

Destination

Overwrite

Overwrite the current data in database WGS demo database for Listeria
menocytogenes 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 thiz option to
have access to both old and current versions of an existing database or to
copy a database from another computer.

®

New database name: wgMLST Listeria demobas

Cancel

Figure 2: Restoring the WGS demonstration database from the
WGS_LMO1 . bnbk.

BN backup file

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

The Main window is displayed (see Figure 3).
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Figure 3: The Listeria monocytogenes demonstration database: the Main window.
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3 About the demonstration database

The WGS Listeria demobase (see 2) contains links to sequence read set data on NCBI’s sequence
read archive (SRA) for 51 publicly available sequencing runs. Sequence read set experiment type
wgs contains the link to the sequence read set data on NCBI (SRA) with some raw data statistics.

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 L. monocytogenes wgMLST
scheme on the Applied Maths Calculation Engine.

1. Select WGS tools > Settings... to access the settings of the plugin.

The calculation engine project is linked to the Listeria monocytogenes allele database. No credits
are assigned to this project so no jobs can be submitted to the external calculation engine, however
since the option Enable running jobs on my own computer is checked in the Calculation engine
tab, it is possible to run jobs on your own computer (see Figure 4).

Settings ? x

Calculation engine  Organism Experiment types wgMLST
Remote calculation en
url:

O On premizes

Project name: | eval_Imo_demo |

Password: | ---------------- |

Time out (sec): | 120 |

Own computer

Enable running jobs on my own computer

Interval {min}:

Figure 4: The Calculation engine tab of the Calculation engine settings dialog box.

2. Click on the wgMLST tab (see Figure 5) and press the <Auto submission criteria> button
(see Figure 6).

By default, the Use nhomenclature acceptance criteria option will be checked, meaning that the
automatic submission settings are defined by the curator of the allele database.

3. Click <Cancel> twice to close the Calculation engine settings dialog box.

Experiment types linked to wgMLST analysis are present in the database for each of the entries
and are displayed in the Experiment types panel (see Figure 7):

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

e Sequence experiment type denovo contains the results from the de novo assembly algo-
rithm, i.e. concatenated de novo contig sequences.
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Settings ? *

Calculation engine Organism Experiment types WoHLST

New allele submission

Lab ID: | eval_lmu_demu|

Submit new alleles automatically

Auto submission criteria...

Wuttiple allele calls character values

(® Store lowest common allele ID
(O) Store as absent value

Allele mapping experiments.

[0 woMLST_MLST PubMLST
[0 wgMLST_Core Pasteur

Figure 5: The wgMLST tab of the Calculation engine settings dialog box.

Auto submission criteria ? *

{(®) Use nomenclature acceptance criteria |

(O Set custom submission criteria

Require start/ztop codons (for CDS loci only
Allow internal stop codons (for COS loci only

25.0

Figure 6: The Auto submission criteria dialog box.

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.

No data is available for the sequence read set type wgsLong in the demo database.
This sequence read set is used to store links to long read sequence read data (e.g.
PacBio or MinlON datasets).

Additional information, stored in entry info fields (CollectionDate, CollectedBy, serovar, etc.) was
collected from the corresponding publications and added to the demonstration database.

By clicking on one of the green dots next to an entry in the database, the corresponding results
can be viewed, either in a separate window or in an experiment card for the character data types:

4. Click on the green colored dot for one of the entries in the first column in the Experiment pres-
ence panel. Column 1 corresponds to the first experiment type listed in the Experiment types
panel, which is wgs in the default configuration.
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Figure 7: The Experiment types panel of the Main window.

In the Sequence read set experiment window, the link to the sequence read set data on NCBI
(SRA) with a summary of the characteristics of the sequence read set is displayed: Read set size,
Sequence length statistics, Quality statistics, Base statistics (see Figure 8).

[ srr1112181 - O b4
File Preprocessing Analysis Window Help

& b
Sequence read set report

Sequence read set information

Storage
Storage by link: NCBIISRR1112181

Read set size

Number of sequences: 806579

Mumber of paired-end sequences: 806579
Mumber of bases: 217398401, 1stend 0, 2nd end 0

= Sequence length statistics

Average sequence length: 13477, 1stend 0, 2nd end 0

Standard deviation of the sequence length: 29.61, 1stend 0, 2nd end 0
Minimum sequence length: 35, 1stend 0, 2nd end 0

Maximum sequence length: 151, 1stend 0, 2nd end 0

Quality statistics

Average base quality: 35.98, 1stend 0, 2nd end 0

Standard deviation of the base quality: 5.96, 1stend 0, 2nd end 0
Minimum base quality: 2, 1stend 0, 2nd end 0

Maximum base quality: 40, 1stend 0, 2nd end 0

Base statistics

Mumber of bases A 66732805 (30.70%)
Mumber of bases C: 41927546 (19.29%)
Mumber of bases G: 42137475 (19.38%)
Mumber of bases T: 66482788 (30.58%)
Mumber of other bases: 117787 (0.05%)
Mumber of bases GC: 84065021 (38.67%)

Do e marame [ -

£ >

Figure 8: The sequence read set experiment card for an entry.

5. Close the Sequence read set experiment window.
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6. Click on the green colored dot for one of the entries in the second column in the Experiment
presence panel. Column 2 corresponds to the second experiment type listed in the Experiment
types panel, which is wgMLST in the default configuration.

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 (see Figure 9).

[ srriarazes

Character Value Mapping -
LMO_1 1 =+ ~
LMO_13 13 =+

LMO_19 2 =+

LMO_21 2 =+

LMO_48 2 =+

LMO_48 2 =+

LMO_104 2 =+

LMO_106 1 ==

LMO_111 T w+=

LMO_125 1 4= w
Press Insert to add character %

Figure 9: The character experiment card for an entry.

7. Close the character experiment card by clicking on the triangle in the top left corner.

8. Click on the green colored dot for one of the entries in the third column in the Experiment
presence panel. Column 3 corresponds to the third experiment type listed in the Experiment
types panel, which is denovo in the default configuration.

The Sequence editor window opens, containing the results from the de novo assembly algorithm,
i.e. concatenated de novo contig sequences (see Figure 10).
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Figure 10: The Sequence editor window.

9. Close the Sequence editor window.

10. Click on the green colored dot in column 4 to open the quality character card (default configu-
ration) for an entry in the database.
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The quality character card contains quality statistics for the raw data, the de novo assembly and
the different allele identification algorithms (see Figure 11).

|— SRR1112181

Character Value Mapping -
AvgQuality 36 <+> -~
AvgReadCoverage 39 <+

N50 219659 <+>

NrContigs 3 <+

NrionACGT 128 <+=

Length 2838247 <+

KeywordCov 52 <+

NrAFMultiple 8 ==

NrAFPerfect 270 ===

NrAFPresent 2857 =+ W
Press Insert to add character %

Figure 11: The character experiment card for an entry.

11. Close the character experiment card by clicking on the triangle in the top left corner.

4 Subschemes

1. In the Main window double-click the character experiment type wgMLST in the Experiment
types panel to call the Character type window (see Figure 12).

Character type ‘'wgMLST - [m| X
File Settings Characters Fields Mapping Window Help
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O |[Mo_s v 0 5000 T 1000005 MB41_01730
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] |LMo_s v 0 5000 T 1000009 NB45_11445

] |[Lmo_10 v 0 5000 N 1000010 LMON_02987

] |Mo_11 v 0 5000 " 000011 LMON_0298

] |[Lmo_12 v 0 5000 T 000012 LMON_1239

] |[LMo_13 v 0 5000 N 11000013 LMON_1351, LMOS... v
O |« >

Comparison settings

wgMLST settings
wgMLST: numerical values, open data set (4504 characters)

Categorical (values]

Figure 12: The Character type window.

Within a character experiment type, a character view can be defined that specifies a particular
subset of characters.

2. Click on the drop-down bar in the toolbar (see Figure 13).
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In this database following views have been defined at the curator level and are synchronized upon
installation (see Figure 13): the default view All loci, the MLST PubMLST view for the traditional
seven housekeeping loci, the Core Pasteur view, and the wgMLST loci view containing all loci
except the ones present in the MLST PubMLST view.

Character type 'wgMLST - [m} x
File Settings Characters Fields Mapping Window Help

& R

+ ® B ®ex| t L |\ -sachaces (3]
Min.| <All Characters> v
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| |mo_2 v LMODOD02 LMB179_1774, M64
| |Lmo_3 v e EET T T LMOD0003 1E41_01710
[ |mo_s v LMOD0004 14641_01725
'
[l |mo_s wgMLST loci LMOD000G 1B41_01735
O |wmo_7 v LMOD00OT 14641_07535
[ |mo_s v MLST PubMLST LMO00003 LMZ20_18880, LW6.
Ll |LMO_S v Core Pasteur LMO00009 MB45_11445
[] |mo_1o v LMO00010 LMON_0297
[ |[mo_11 v 0 W o000t LMON_0298
] |mo_12 v 0 5000 W o000z LMON_1239
[ |mo_13 - 0 5000 N ico0o13 LMON_1351, LMOS...
[J [LMo_14 v 0 5000 W  :co0014 LMON_2611
[ |Mo_1s v 0 5000 W  oo001s LMB179_1124, NTO... v
O |« >
~
wgMLST settings
wgMLST: numerical values, open data set (4804 characters)
~ Comparison
~ Similarity coefficient
Categorical (values) v
Calculate as distance: Yes
Comparison settings

Figure 13: Views defined at the curator side.

3. Select the MLST PubMLST view from the list.

After selecting a character view, the window is updated (see Figure 14), and the number of char-
acters in view is displayed in the status bar at the bottom of the window.

4. To view all characters again, select <All loci> again from the drop-down list.

Besides these curator views, the user can create as many additional local character views as
needed and use them as subscheme e.g. for clustering or when inspecting the allele calls for a
subset of loci. Creating a character view can be done in two ways:

e The first method is based on a character selection.
e The second method is based on a dynamic query using the character information fields.

5. Select a few characters by selecting the characters directly in the Character type window
(Ctrl+click or Shift+click).

The selection is synchronized with the database: any selection of characters made in the Charac-
ter type window is reflected in other windows, e.g. the Comparison window, and vice versa.

6. Click on the drop-down bar in the toolbar and choose Manage user defined views (see Figure
13), alternatively select Characters > Character Views > Manage user defined views...

( <All Characters» ) i
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Character type 'wgMLST — O X
File Settings Characters Fields Mapping Window Help
&
& e
+ ® B @ e@x| t L |\ wsreemst 3]
Character -
[J |Lmo_s798 v 0 5000 N i o0s7sE abcz "
[ |Lwo_s799 - 0 5000 N iooses bgla.
LI0_4300 v 0 5000 N | 11004300 cat
LMO_4301 v 0 5000 N 1004201 dapE
[ |LMo_4802 v 0 5000 N 1004502 dat
LMO_4303 v 0 5000 D | 11004503 Idh
[J |Lmo_d304 v 0 5000 W 004504 ks v
< >

wgMLST settings
WwgMLST: numerical values, open data set (4304 characters)

i~ Comparison
— Similarity coefficient
Categorical (values)
Calculate as distance: Yes

Figure 14: MLST PubMLST view.

7. Press <Add...>, specify a name, e.g. MySubsetExample, make sure Subset based is se-

lected, and press <OK> and <EXxit>.

The new view is added to the database and is automatically selected in the Character type window.
The new view is available for use e.g. in the Character type window, wgMLST quality assessment

window or Comparison window.

8. To view all characters again, select <All loci> again from the drop-down list.

As a second example we will create a query-based view of all loci encoding a ribosomal protein.
Because all those loci have a gene name starting with "rpl” (ribosomal proteins of the large subunit)
or "rps” (ribosomal proteins of the small subunit), this subset can be easily defined with a query-

based view.

9. Click on the drop-down bar in the toolbar and choose Manage user defined views (see Figure
13), alternatively select Characters > Character Views > Manage user defined views...

( <All Characters> )

10. Select <Add...>, specify a name, e.g. “ribosomal proteins”, make sure Query based is se-

lected and click <OK>.

11. Select the Gene field, change the Equals condition to Contains and type “rpl” in the white box.

12. Press <Add new> in the Statements panel and edit it to Gene Contains “rps”.
13. Press <Remove all unused>.

14. Finally, select both remaining rules (use Ctrl+click) and press <OR> in the Group by panel.
The query should now look like in Figure 15.

15. Press <OK > to validate the query and < Yes> to confirm and press <EXxit>.

The new query-based view is created with the 47 characters that fulfill the specified criteria (see
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Query view editor ? *

Character field values Statements

V] ‘ Add new

OR

» | ‘ Remove selected

Remove all unused

Include all visible
fields

Group by

Reset query

&

v
=
=
m
=
A
=,
z

< > Cancel

Figure 15: Query based view.

Figure 16). The new view is available for use e.g. in the Character type window, wgMLST quality
assessment window or Comparison window.

Character type 'wgMLST - O *

File Settings Characters Fields Mapping Window Help

& e =

Characters

+ @ & wmrex| t LI\ L
W I N T S S P S TR -
[ |mo_z7s v 0 N 000275 Imo0044 rpsF ~
[ |Lmo_z77 v 0 T 000277 Imo0046 rpsR
[ |Lmo_284 v 0 T | 000284 Imo0053 rpl
[ |Lmo_e37 v 0 T i o004T Imoda_0227 ce, rpl¥’
[ |LmMo_a74 v 0 T 000474 Imo0243 rplK
[ |Lmo_a75 v 0 T 000475 Imo0249 rpla
[ |Lmo_a76 v 0 T 000475 Imo4a_0266 rpld
[ |Lmo_a77 v 0 T 000477 Imo4a_0267 rplL v
O |« >

Characters
Comparison settings

~
wgMLST settings

wgMLST: numerical values, open data set (4804 characters)

= Similarity coefficient

Categorical {(values)

Calculate as distance: Yes (V]
lgnore zero values: Mo

Comparison settings | Crosslinks | Attachments.

Character type wgMLST Characters in view=47

Figure 16: Query based view.
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16. To view all characters again, select <All loci> again from the drop-down list.

17. Close the Character type window.

5 Obtaining MLST profiles and sequence types

Using the WGS tools plugin, MLST profiles with public allele numbers can be obtained, i.e. us-
ing the same allele numbering as PubMLST. Additionally, the plugin allows the retrieval of public
sequence types.

First, we need to activate the corresponding allele mapping experiment in the wgMLST settings:

1. Select WGS tools > Settings... to open the Calculation engine settings dialog box.
2. Click on the wgMLST tab to bring the wgMLST settings into focus.

3. Under Allele mapping experiments, check wgMLST_MLST PubMLST and press <OK>.

A character experiment type called wgMLST_MLST PubMLST is created in the database in case
it did not exist yet. Now, MLST profiles with exactly the same allele IDs as used on PubMLST can
be obtained for all entries with a wgMLST experiment:

4. In the Experiment types panel, highlight the wgMLST experiment type and select Database >
Entries > Select entries with experiment to make the entry selection.

5. Select WGS tools > Get alleles mapping.

The allele numbers from the wgMLST experiments are translated into public nomenclature. The
public allele numbers are then retrieved and stored in the wgMLST_MLST PubMLST experiments.
Optionally, this can be verified in the Comparison window:

6. Highlight the Comparisons panel and select Edit > Create new object... ( + ) to open a com-
parison with the selected entries.

7. In the Experiments panel, click on the - icon next to wgMLST_MLST PubMLST to visualize
the MLST profiles in the Experiment data panel. Select Characters > Show values ([=1) to
display the values (see Figure 17).

B Comparison - [u] X
File Edit Layout Groups Clustering Statistics Fingerprints Characters Sequence TrendData ReadSets Spectra Composite Window Help
= e, - e
BRI B WAL PR weases (B £ hiG
a
<AllExperment types> v @
Name - I\ m [=] E3 B IINI3T e ot 4
3 wos <Default> ~ <] WoNLST_MLST PubMLST
5. wouLsT <Al Characters>
1§ denovo <Defautt> 4 2 5 8 5 o £
% quaiy <Al Characters> . v
¥ wgs_TrimmedStats <Default= S 7| 2 SHRL21EY
= 3 39 1 e 3 1 2 SARI37E346
'+ WOULST_Calfypes <Al Characters> 5 3 5 7 © & g STTEeTE
T wosLong <Defautts 7 6 3 & 5 T 1 sRR1SE2163
S e — moomoe 31T ] samisssaoz
"mo1 12 18 3 17T = SRR1566203
M1 12 18 3 1T = SRRIB10008
15 10 18 18 1 3 1 = SRR1623013
g2 4 @ 2 3 ¢ 7 SRRI623016
B e s 8 5 7 6 2 7 SARIE23030
- 301 1 1 3 1 3 SRR1654984
3 1 1 1 3 1 3 SRRI656973
3 1 1 1 3 1 3 SRRIB57003
181 11 13 2 5 5 SRRI695809
B e % ¥ S 108 11 13 2 5 8 SAR1G9S811
- ¥ 2 1 e 3 1 2 SRRIG95816
~ 18 11 13 2 5 SRR1695823
v 3 1 1 1 3 1 3

Figure 17: The Comparison window.
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5. Obtaining MLST profiles and sequence types 13

8. Close the Comparison window.

Next, sequence types can be assigned for the selected entries, based on the MLST PubMLST
subscheme.

9. In the Main window, select WGS tools > Assign wgMLST sequence types....

This opens the Assign sequence types dialog box, where available typing schemes can be checked
to be included in the assignment of the sequence types (see Figure 18).

Assign sequence types ? *

Select one or more typing schemas:

MLST PubMLST

Figure 18: The Assign sequence types dialog box, with a single typing scheme
listed.

10. Leave the subscheme MLST PubMLST checked and press < OK > to assign a sequence typing
based on the 7 loci used for traditional MLST analysis.

Per entry and typing scheme, a list of allele identifications is sent to the allele database and
sequence type information is returned. The sequence types are then saved to a dedicated entry
information field.

In our example database, a sequence type is added in the field MLST PubMLST ST for the
selected entries (see Figure 19).

WGS demo database for Listeria monocytogenes - BioNumerics. - o X
File Edit Datsbase Analysis Scripts WGStools Window Help
B=E oo h vk
& +H & B = 1T 4 + | + B & B % | s )] +E &I B - @ w
Type - MLST PUDMLST S w 1 Modified date .
T | 1w Sequence read set types SRRIT12181 CDC  missin o usa SAMNO2SEZ707  <notprov. publcST? A Isolates kaly 20151208 12:36:46
5 2 wghLsT Characte SRR1378346  missing 9 20140121 indonesia e.. SAMNO2BS0E77  <notprov.. |SHAMP. PubIcST330
3 denovo s SRRISIETS FDA 20140604 Mexico SAMN2934620  <notprov... avocado ol
D s o SRRIS62163  CDC 21008 usa SauNO3O1ITI7 128 biooa
T |5 wgs Trinme s SRRISG6202 FDA 198308 taly SAINGZTESTI 120 cheese pastry
6 WOULST Callypes SRRISEE20Z FDA 199306 tay SANNOZTESTY 1B fut cake
k3 7 wgslLong ‘Sequend SRR1610008 FDA 1993-06 taly SAMN02769735  1/2b shrimp.
* & WgLST_NLST PUBMLST Charact SRR1623013  FDA 09-5ep2011  USAGO SAMNZTESTS0 122 bood
SRRIB2I01E FDA asp011 usaco SAUNOZIEOTES  172b bood
SRR1623030 FDA 2.5ep2011  USACO SaunozreoTe:  1ra biood
SRRIBS4%64  AustrianA.. 2014 Germany SAUNO3IGESET 4 human 2l+Bea B <
+ B REI & = T L <AlEnty feks SRR1BS372  AustrianA.. 2014 Austria SAUNO3BESH  4b human PublicSTH
- SRRIBSTONZ  AustrianA. 2014 Austria SauN031EEETY  4b blood publcST1 v
R P—— — SRR1BOSB0S CDC oct201e  usa saunoz:Enss 4 bioog publcsTI82
. |oo o SRRIBOSEIT CDC oct2014  usa SauNzS3SE  4b biood publcsT282
e SRRIGSSEIE COC  missin 9 usa. SAMNOI2S3362  <notprov. PUBlCST330
Fixed SRR1695823 CDC Nov-2014 USA. SAMN03253369  4b ‘placenta PublicST382
i SRRIBOSEI4  CDC Unknown  USA. SuNI2SIR0  4b = publcsT1
o SRR1695836  CDC Nov201e  USA SAMNIZS3R b
o SRRIZO0E60 FDA 199306 taly SAUNOTEOTI  1Pa
SRRI70%628 FDA 199308 taly SaunozreOTIE 12D
«  |MLSTPUBULSTST  Flexible
i o e = =
< ov- MND327545: public
= Wi — smieus oo nans  us sunezres 6 s pesTiez +BH O8I & - o«
SRRI745458  CDC w201 USA SANNOZ7SAT2 12D biood PublcsT330 v
SRR1745464  CDC Unknown  USA. SauNz27SATE  4b cse publcsT1
SRRI745472 CDC 01Dec20te  USA SAMNOZZTSHST 120 bhood PUblCST330
B+ 008! & % At g O 00 e e v Bk B ez
- SRRI746767  CDC Nov2014  USA SauNo3SEI  4b Hip fuid publcsT1
SRRI763833  FDA 2150106 USAND oppes SAUNIS27G638  <nolprov... appks PublcST1
SRRI763858 FDA 2150108 USAND les SANNOI27ES4  <notprov... apples publcST1
SRRI76T762 FDA 201501-01  USACA  envromentalswab SANNOI27S23  <notprov.. envionmenialswsb  publcST1
< > < > < > < >

Figure 19: MLST PubMLST ST numbers.

f In case an entry has an incomplete profile for the MLST PubMLST subscheme, no
sequence type can be assigned and an error message will be generated for that entry.
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6 Import of sample-specific allele sequences into the database

Once the wgMLST allele results have been imported in the database, it is possible to import the
actual allele sequences for a specific wgMLST locus or a combination of loci, as defined in a
subscheme.

As an example, we will import the allele sequences for the seven MLST loci from PubMLST into
the database, using sequence type names that can be recognized by the MLST online plugin.

1. Double-click the character experiment type wgMLST in the Experiment types panel of the Main
window).

A character information field should be present with the exact locus names as defined in the online
MLST scheme. The names of the seven MLST loci as they are defined in the MLST scheme on
http://bigsdb.web.pasteur.fr/listeria/ are: abcZ, bglA, cat, dapE, dat, Idh, IhkA.

2. In the character views drop down menu, select the MLST PubMLST view from the list.

The Gene character information field contains the loci names as they are defined in the online
MLST scheme (see Figure 20).

Character type 'wgMLST - O *
File Settings Characters Fields Mapping Window Help

& e =

Characters

+ ® B = ex| t L |\ wsTewmst 3]
Gene h
[ |Lmo_s798 v 0 5000 N 004798 abcZ ~
[] |Lmo_s799 v 0 5000 N 004799 bgla
[ |Lmo_4s00 v 0 5000 W 004500 cat
[ |Lmo_4s01 v 0 5000 W 11004201 dapE
[ |Lmo_ss02 v 0 5000 W 004502 dat
[ |Lmo_sz03 v 0 5000 W 004503 idh
[ |Lmo_ss04 v 0 5000 N 004504 Ik
W
£ >

Comparison settings

|

wgMLST settings
wgMLST: numerical values, open data set (4804 characters)

Categorical (values)
Calculate as distance: Yes v
lgnore zero values: Mo

Figure 20: The Character type window for wgMLST, with locus names for the 7

MLST loci, as known in the online MLST scheme, filled in in the Gene character info
field.

3. Close the Character type window.

Now the allele sequences can be imported into sequence type experiments that have the correct
name for analysis by the MLST online plugin.

4. Make sure the Database entries panel is the active panel and select Edit > Select all (Ctrl+A)
to select all entries at once.
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5. Select WGS tools > Store wgMLST locus sequences..., specify MLST PubMLST as the
Subschema and select Gene for the Sequence experiment type (see Figure 21).

Store sequences ? *

Subschema

For each locus in the subschema, a
sequence experiment type wil be created:

wglLST loci (4797 loci)
MLST PubMLST (7 loci)

Core Pasteur (1748 loci)
ribosomal proteins (47 loci)

Sequence experiment type

Select the identifier you want to use for the
sequence experiment type names:

Gene -

Figure 21: Store sequences.

6. Click <OK> to start importing the allele sequences and < Yes> to confirm the creation of new
experiment types.

The database now contains the allele sequences for the 7 MLST loci, stored in 7 sequence exper-
iment types that can be accessed by the MLST online plugin.

This can be illustrated as follows:

7. Select File > Install / remove plugins... (&), select MLST online from the list, press
<Activate> and confirm.

8. Choose Select organism from on-line list, press <Next> and select Listeria monocyto-
genes from the list. Click <Next> three times.

9. Specify MLST ST Bigs next to Sequence types (see Figure 22) and press <Next> and
<Finish>, press <OK> three times and close the Plugins dialog box.

MLST plugin installation ? *

Database info fields

Provide databasze info fields to store the sequence types and clonal
complexes.

Sequence types: | MLST ST Big5| w |

Clonal complexes: | MLSTCC v|

< Back Cancel

Figure 22: Sequence type information field.

10. In the Main window, make sure the Database entries panel is the active panel and select Edit

> Select all (Ctrl+A) to select all entries at once and choose MLST > Identify alleles and
profiles.
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The character type MLST now contains the allele numbers for the 7 loci as they are known in the
online MLST scheme, the public sequence types are written to the entry field MLST ST Bigs (see
Figure 23).
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14 un Seauence types Srrtess0 COC ouzote  usa Biod Samos2ssass 4 bood  pubicsTEz w2
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Figure 23: The Main window.

11. Click on the green colored dot for one of the entries in the MLST column in the Experiment
presence panel.

SRR1112181
Character v
abcZ 5 a#=
bl 8 <=
cat 5 <+
dapE T as=
dat 6 <+=
Idh 2 <+
IhkA 1 a#=

Figure 24: The character card experiment for an entry.

12. Close the character experiment card by clicking on the triangle in the top left corner.

Please consult the MLST online plugin manual for detailed instructions.

7 Follow-up analysis

A cluster analysis on the wgMLST character experiment (or a subscheme thereof) is created in
the Comparison window or the Advanced cluster analysis window. The steps to create a new
comparison and to perform cluster analysis on wgMLST data are explained in the next sections.

7.1 Comparison window

1. In the Database entries panel of the Main window, select all entries using Edit > Select all
(Ctrl+A).
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2. Highlight the Comparisons panel in the Main window and select Edit > Create new object...
( +) to create a new comparison for the selected entries.

3. Select the wgMLST character experiment in the Experiments panel of the Comparison window.

A valuable addition in the analysis of wgMLST data is the use of character views, i.e. wgMLST
subschemes consisting of a subset of loci for a specific research question. Default All characters
are included in the analysis. Another character view can be selected from the drop-down list in the
Aspect column (see Figure 25).

<All Experiment types= [$]
Aspect v
T wgs <Default= L
o wgMLST <Al Characters> W
&f denovo <All Characters=>
.. quality <Selected Characters>
*  wos_TrimmedStats Al loci
.. wgMLST_CalTypes wgMLST loci
? wgsLong MLST PubMLST
= WOMLST_MLST PubMLST Core Pasteur
éF abez ribosomal proteins hd

& ®

Figure 25: Character views.

7.2 Similarity based clustering

4. Make sure the correct subscheme of the wgMLST character experiment that you want to use for
your analysis is selected in the Experiments panel. As an example select the MLST PubMLST
aspect for wgMLST (see Figure 26).

<Al Experiment types= [ 3]
Aspect v
T wgs <Default= ~
.. wgMLST MLST PubMLST -
¢f denovo <Default=
.. quality <All Characters=
T wogs TrimmedStats <Default=
., wgMLST_CallTypes <All Characters=
T wagslong <Default=
.. wgMLST_MLST PubMLST <All Characters=
&F abez «Default= W

Figure 26: The MLST PubMLST aspect.

5. In the Experiments panel click on the eye icon () that proceeds wgMLST. Select Characters
> Show values (=) to display the values of the selected aspect.

6. Select Clustering > Calculate > Cluster analysis (similarity matrix)..., select Categorical
(values), make sure Calculate as distance is unchecked, press <Next>, choose UPGMA in
the last step and press <Finish>.
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The resulting dendrogram is displayed in the Dendrogram panel and the analysis is stored in the
Analyses panel. The subscheme that was used is indicated between brackets: e.g. wgMLST
(MLST PubMLST).

7. Right-click on the column header of MLST PubMLST ST in the Information fields panel and
select Create groups from database field. In the Group creation preferences dialog box,
leave the settings at their defaults and press <OK>.

The Comparison window should now look like Figure 27.
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Figure 27: The Comparison window: dendrogram based on the MLST allele num-
bers.

8. Now, select the wgMLST loci aspect for wgMLST (see Figure 28).

<Al Experiment types>

<Default= ~
o -'_ walLST woWLST loci ht
8 denovo <Default=
'.. quality <Al Characters=
T wogs_TrimmedStats <Default=
". wgMLST_CalTypes <Al Characters=
T wgslong <Default=
'.. wgMLST_MLST PubMLST <Al Characters=
i abcZ <Default=
25 bola <Default=
HEE <Default=
&% dapE <Default=
8F dat <Default=
2 Kh <Default= w

Figure 28: The wgMLST loci aspect.
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7. Follow-up analysis 19

9. Select Clustering > Calculate > Cluster analysis (similarity matrix)..., select Categorical
(values), make sure Calculate as distance is unchecked, press <Next>, choose UPGMA in
the last step and press <Finish>.

The resulting dendrogram is displayed in the Dendrogram panel and the analysis is added to the
Analyses panel (see Figure 29).
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Figure 29: The Comparison window: dendrogram based on the wgMLST allele
numbers.

10. Save the comparison with File > Save as.... Specify a name (e.g. All) and close the comparison
with File > Exit.

We will now look at the data of the entries belonging to the publicST7 MLST group:

11. Press <F4> to clear any selection and select the six entries belonging to the publicST7 MLST
group.

12. Highlight the Comparisons panel in the Main window and select Edit > Create new object...
(+) to create a new comparison for the six selected entries.

13. Select the wgMLST loci aspect for wgMLST in the Experiments panel.

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

A disadvantage of the Categorical (values) similarity coefficient is that the number of different
loci cannot easily be deduced from the dendrogram or similarity matrix. The Categorical (differ-
ences) coefficient is more suitable for this purpose.

15. Choose the Categorical (differences) coefficient from the list.

The Categorical (differences) coefficient treats each different value as a different state, and
results in a distance matrix. With the Scaling factor one can deal with the hard-coded maximum
of 200 that can be calculated for a distance value. Values that make sense are 1, 10 and 100,
allowing the correct visualization of maximally 200, 2000 and 20000 different character values,
respectively, in a cluster analysis.

16. In this example, choose a Scaling factor of 1.
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17. Press <Next>, choose Complete Linkage in the last step and press <Finish>.

18. To view the number of allele differences on the branches, select Clustering > Dendrogram
display settings... (lit), and tick the option Show node information.

To trace back the number of different loci from the branches or distance matrix, the displayed
values needs to be multiplied with the Scaling factor used (in this example: 1).
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Figure 30: Complete linkage tree based on categorical differences.

19. The polymorphic loci for the set of samples in the selected scheme can be displayed with
Characters > Filter characters > Select polymorphic characters....

20. The information displayed in the Experiment data panel can be exported with Characters >
Export character table. The character table will open as a export.csv file in MS Excel.

21. To export the cluster analysis as it appears in the Comparison window select File > Print
preview... (@, Ctrl+P). The Comparison print preview window appears.

22. Close and optionally save the comparison.

7.3 Minimum spanning tree

A minimum spanning tree is calculated in the Advanced cluster analysis window which is launched
from the Comparison window.

23. Open the saved comparison All or create a new comparison containing all entries in the
database.

24. Create comparison groups based on the MLST PubMLST ST (if not already present): right-click
on the column header of MLST PubMLST ST in the Information fields panel and select Create
groups from database field. Press <OK>.

25. Select Clustering > Calculate > Advanced cluster analysis... in the Comparison window
to launch the Create network wizard.

The predefined template MST for categorical data uses the categorical coefficient for the calcu-
lation of the similarity matrix, and will calculate a standard minimum spanning tree with single and
double locus variance priority rules.

26. Specify an analysis name (for example wgMLST MST), make sure wgMLST (wgMLST loci) is
selected, select MST for categorical data, and press <Next>.

© 1998-2020 Applied Maths NV. All rights reserved. Not for Diagnostic Use.



7. Follow-up analysis 21

To view and modify the settings of a selected template, check the option Modify tem-
plate settings for new analysis.

A MST is now computed in the Advanced cluster analysis window (see Figure 31). The Network
panel displays the minimum spanning tree, the upper right panel (Entry list) displays the entries
that are present in the tree. The Cluster analysis method panel displays the settings used, in this
example the priority rules that result in the displayed network.
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Figure 31: The Advanced cluster analysis window.

The colors of the comparison groups are automatically shown as node colors, but this can very
easily be changed to a field state grouping defined in the Main window:

27.

28.

Press or choose Display > Display settings to open the Display settings dialog box.

In the Node colors tab select the Source from the list and press <OK>.

The node colors are updated according to the isolation source.

29.

30.

31.

32.
33.

34.

To go back to the comparison group coloring, repeat the previous action, or select the Compar-
ison groups option from the toolbar (see Figure 32).

A node or branch can be selected by clicking on them. To select several nodes/branches hold
the Shift-key.

The zoom slider on the left always further zooming in or out on the network. The zoom slider on
top adjusts the size of the nodes.

Select Display > Zoom to fit or press 2. to optimize the view of the tree.

Press [ or choose Display > Display settings to open the Display settings dialog box again.
To add more information to the MST, go to Display > Display settings. In the Branch labels
and sizes panel of the Display settings dialog box, we can specify that we want to see the

distances between the nodes (i.e. the number of allele differences): check Show branch labels
and set Number of digits to “0”.

© 1998-2020 Applied Maths NV. All rights reserved. Not for Diagnostic Use.



22

35.

36.

37.

38.

39.
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Figure 32: Groupings available in the Advanced cluster analysis window.

Click <OK> to close the Display settings dialog box. The MST is now displayed with branch
labels.

Zooming can be done with the zoom slider on the left side of the image, and the size of the
nodes can be adjusted with the zoom slider at the top. By holding the Ctrl-key and dragging a
node with the mouse, the node can be repositioned in any direction.

Export the image via File > Export image... and save in the format of your choice.

Close the Advanced cluster analysis window.

Close the Comparison window.
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