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e NumPy Python library version 1.19.1, https://www.numpy.org/

e BioPython Python library version 1.78, https://www.biopython.org/

e pyodbc Python module version 4.0.30, https://pypi.org/project/pyodbc/

e jinja2 Python library version 2.11.2, https://pypi.org/project/Jinja2/

e MarkupSafe Python library version 1.1.1, https://pypi.org/project/MarkupSafe/
e regex Python library version 2.5.91, https://pypi.org/project/regex/
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Home

e SPAdes genome assembler version 3.15.3, https://bioinf.spbau.ru/spades *
e SKESA version 2.3.0, https://github.com/ncbi/SKESA/releases
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¢ Velvet for Windows, source code can be downloaded from https://www.bionumerics.com/
download/open-source

e Bowtie2 version 2.2.5 (https://bowtie-bio.sourceforge.net/bowtie2/index.shtml)*
e SNAP version 2.0.0, https://www.microsoft.com/en-us/research/project/snap/

e RAXML version 8.2.11, https://github.com/stamatak/standard-RAxML/releases
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Chapter 1

Starting and setting up BIONUMERICS

1.1 Introduction

This guide is designed as a tutorial for the MIRU-VNTR plugin (Mycobacterial Interspersed Repet-
itive Units, Variable Number of Tandem Repeats) of BIONUMERICS. Upon installation, the MIRU-
VNTR plugin defines the 24 VNTRs used by MIRU-VNTRplus [1], and creates an interface with the
MIRU-VNTRplus database (http://www.miru-vntrplus.org) to assign known types and submit
new types. The MIRU-VNTR plugin works in combination with the MLVA plugin.

The MIRU-VNTR plugin is supported in the BIONUMERICS-GEL, BIONUMERICS-MALDI and
BIONUMERICS-SUITE configurations.

1.2 Startup program

Make sure the latest version of BIONUMERICS is installed (https://www.bionumerics.com/
download/software). The installation manual can be downloaded from https://www.bionumerics.
com/download/manuals.

When BIONUMERICS is launched from the Windows start panel or when the BIONUMERICS

shortcut () on your computer’s desktop is double-clicked, the Startup program is run. This

tme

program shows the BIONUMERICS Startup window (see Figure 1.1).
A new BIONUMERICS database is created from the Startup program by pressing the button.

An existing database is opened in BIONUMERICS with E or by simply double-clicking on a
database name in the list.

1.3 Creating a new database

3.1 Press the button in the BIONUMERICS BIONUMERICS Startup window to enter the New
database wizard.

3.2 Enter a name for the database, and press <Next>.


http://www.miru-vntrplus.org
https://www.bionumerics.com/download/software
https://www.bionumerics.com/download/software
https://www.bionumerics.com/download/manuals
https://www.bionumerics.com/download/manuals
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4
BIONUMERICS

VERSION 8.1.1

Database Last accessed Comment

DemoBase Connected 2022-02-23 1018

2022 — Applied Maths

Figure 1.1: The BIONUMERICS Startup window.

A new dialog box pops up, prompting for the type of database (see Figure 1.2).

3.3 Leave the default option selected and press < Next>.

MNew database ? *

New database
Create a new BioNumerics database

ics uses a relati datab as data storage.

Create new

Create a database on this computer.

Use existing

Use an existing database created on this computer or another
computer in your network.

« Back E Next> | Cancel

Figure 1.2: The New database wizard page.

A new dialog box pops up, prompting for the database engine (see Figure 1.3).

3.4 Leave the default option selected and press <Finish> to complete the setup of the new
database.

All rights reserved. Not for Diagnostic Use.
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MNew database ? *

Engine
Select which engine to use for storing data.

Use default {SQLite)
RECOMMENDED: SQLie is an optimal sclution for file-based databazes.

O MS SQL server express® based

Ascalable, fast solution with storage up to 10Gb.

Use MS Access® based

Limited storage and not compatible with 64-bit applications.

< Back Cancel

Figure 1.3: The Engine wizard page.

1.4 Installing the MIRU-VNTR plugin

The Plugins and Scripts dialog box can be called from the Main window by selecting File > Install
/ remove plugins... () (see Figure 1.4).

Plugins & Scripts ? *

Pluging  Scripts

[l ~ntibiotics susceptibiity a | Version1.16
Standard installation

BandScoring
Custom Genotyping This plugin tool provides extra
functionality for the import of antibiotic
susceptibility data based on MIC or disk
Fingerprint processing reports diffusion method. The tools will also
convert the range into S--R categories.

E. coli functional genotyping

GenotypingTools (internal)
Geographical module

HIV Resistance

Import fingerprint tools

Import trend data tools

iTOL integration

Listeria functional genotyping
Manual extensions (internal)
MIRU-WVNTR

|:| Show only activated

|:| Show 'always active’ plugins

Install Show Manual

Manage database plugins

Close

Figure 1.4: The Plugins and Scripts dialog box.

When a particular plugin is selected from the list of plugins, a short description appears in the right
panel.

A selected plugin can be installed with the <Install> button. The software will ask for confirmation
before installation. Some plugins are only supported in specific BIONUMERICS configurations. If
the plugin is not supported by your BIONUMERICS configuration, it cannot be installed and an
error message will be generated.

Once a plugin is installed, it is marked with a green V-sign. It can be removed again with the
<Uninstall> button.

All rights reserved. Not for Diagnostic Use.
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If the selected plugin is documented, pressing <Show Manual> will open its manual in the Help
window.

4.1 Select the MIRU-VNTR plugin from the list and press the <Install> button.

4.2 The program will ask to confirm the installation of the plugin. Press < Yes>.

BIONUMERICS checks if the MLVA plugin is already installed in the database. If this is not the
case, the software will install the MLVA plugin automatically.

A message appears, stating that the MLVA database components need to be updated.

4.3 Press < Yes> to continue.

Updating the MLVA database components will involve creating additional tables and

f columns in the database to hold MLVA-specific information. Therefore, the current user
requires CREATE TABLE and ALTER TABLE privileges on the relational database. This
will always be the case for a MS Access, MS SQL Server Express or SQLite database
created by BIONUMERICS. For a shared database on a central database server, please
check with your database administrator before proceeding.

When the database update is finished, the MLVA plugin is completely installed.
Next, the MIRU-VNTR settings dialog box opens.

MIRU-VNTR settings ? X
MtbC typing  Submission
Provide information fields to store the MLVA types:
WtbC 15-9: | MIRU_MtbC15-9 ~
[CImtbc 15: [ MIRU_MtbE1S
[Cmtbe o MIRU_MtbC9
Cancel

Figure 1.5: The MIRU-VNTR settings dialog box: the MtbC typing tab.

In the MtbC typing tab, the user needs to specify the type information that should be assigned
to the entries in the database when MIRU-VNTR profiles are screened against the online MIRU-
VNTRplus database.

The nomenclature of MIRU-VNTR is split up in two sets of type designations: MtbC15 and MtbC
9, corresponding to a core set of 15 (most discriminatory) VNTRs and 9 additional VNTRs respec-
tively. The MtbC 15-9 type is defined by a combination of both types.

When enabling an MLVA type check box, the name of the BIONUMERICS information field that
will contain the MLVA type information needs to be specified. One can choose an existing field or
enter a new field name with the < Create new> option. When entering new field names manually,
please note that information field names cannot start with a space.

In the Submission tab, information can be provided for submission of new types. For more infor-
mation about the submission of new types, see 4.2.

The MIRU-VNTR settings dialog box can be called after installation of the plugin using
the command MLVA > MIRU-VNTR settings....

All rights reserved. Not for Diagnostic Use.
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4.4 Select the MLVA type(s) and specify the information field(s) in the MtbC typing tab and press
<OK> to continue with the installation of the MIRU-VNTR plugin.

If the MLVA plugin was installed prior to the installation of the MIRU-VNTR plugin and VNTRs have
been defined in the database, a dialog box pops up offering the possibility to select an existing
scheme. When a scheme is selected, the MIRU-VNTRs can be mapped to the existing VNTRs of
that scheme in the database.

MIRU-VNTR mappings ? *
Map the MIRU-VNTRs to already defined WNTRs:
Locus MIRU-WNTR Map to VNTR 2
154 154 MIRUO2 WVNTROO1 i
424 424 Mtub04 i
577 577 ETRC bl
580 580 MIRUO4 i
802 802 MIRU40 VNTROO3 i
960 550 MIRU10 i
1544 1644 MIRU1S i
1955 1955 Mtub21 i
2059 2055 MIRUZ20 VNTROO4 i
2163b 2163k QUB1b h
2185 2165 ETRA i
2347 2347 Mtub29 i
2401 2401 Mtub30 i
| 2461 461 ETRAE - v ¥
Cancel

Figure 1.6: The MIRU-VNTR mappings dialog box: Mapping MIRU-VNTRs to exist-
ing VNTRs.

If existing VNTRs should be mapped to MIRU-VNTRSs, specify the correct VNTRs in the 'Map to
VNTR’ column.

y The plugin keeps an internal map of the VNTR names to MtbC loci for online submission
(see 4.2) and new type assignment (see 4.1).

4.5 Press < Close> to close the Plugins and Scripts dialog box and to continue to the Main window.

4.6 Close and reopen the database to activate the features of the MIRU-VNTR plugin.

1.5 The BIONUMERICS main window after installation of the plugin

Two character type experiments are created by the MLVA plugin, i.e. MIRU-VNTR frags and
MIRU-VNTR vals.

MIRU-VNTR frags will hold the fragment sizes of the bands, whereas MIRU-VNTR_vals will con-
tain the MIRU-VNTR copy numbers (see Figure 1.7). The information fields that will hold the MLVA
type information are created upon installation of the MIRU-VNTR plugin and are displayed in the
Database entries panel (see Figure 1.7).

The MLVA plugin installs menu items in the main menu of the BIONUMERICS software under
MLVA. The three last items that appear in the MLVA list (MLVA > Assign MIRU-VNTR types,
MLVA > Submit new MIRU-VNTR types, MLVA > MIRU-VNTR settings...) are installed by the
MIRU-VNTR plugin (see Figure 1.8).

The MIRU-VNTR plugin furthermore adds theoretical VNTR definitions for the 24 VNTRs used by
MIRU-VNTRplus [1] in the MLVA management window (see 2.2.2).

All rights reserved. Not for Diagnostic Use.
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MIRU-VNTR - BioNumerics

File Edit Datsbase Analysis Scripts MLVA Window Help

— a X
=B e & h IHE G
d +EeEI B = £l +tBe&l B % cums R + B e8I & =
- - e TR - . e IR
(ml s 1 MRUVNTR_vals  Character types
o 2 MIRU-VNTR_frags  Character types

Figure 1.7: The Main window after installation of the MIRU-VNTR plugin.

MIRU-VNTR - BioNumerics

1 MIRU-VNTR_vals
2 MIRU-VNTR_frags

File Edit Database Analysis Scripts QUIRYSE Window Help

MLVA management window...
Assign VNTRs...
Assignment report ...

Perform MLVA typing... =

lified date
Assign MIRU-VNTR types

Submit new MIRU-VNTR types
MIRU-VMTR settings...

Figure 1.8: MLVA and MIRU-VNTR menu items in the Main window.

All rights reserved. Not for Diagnostic Use.



Chapter 2

Importing and analyzing sequencer
data

2.1 Importing sequencer data

2.1.1 Data format

When fingerprints are run on a capillary sequencer, the resulting data can have two fundamentally
different formats:

e Curve files (also referred to as electropherograms, chromatogram files or trace files): The
binary encoded raw data as produced by the capillary electrophoresis equipment. Since it is
the raw data, it contains the complete information but some fingerprint preprocessing (e.g.
normalization, band assignment, ...) in BIONUMERICS is required.

e Peak tables: Text files containing a listing of peaks from the chromatograms, with their
corresponding metrics (sizes in base pairs) and peak height and/or peak area. This type
of data has been processed by the software which controls the capillary electrophoresis
equipment.

f In contrast to the .fsa files generated by Applied Biosystems sequencers, the .scf
raw curve files generated by Beckman-Coulter equipment are not corrected for spectral
overlap of the fluorescent dyes. This is generally not a problem when a single data
channel is used. However, in experimental setups where all four dyes are employed
(i.e. three data channels and one reference channel), it is advised to import . crv files
in BIONUMERICS. The latter files can be exported from the Beckman-Coulter software

and contain curves which are corrected for cross talk.

Both formats can be imported into BIONUMERICS using the import routines available in the Import
data wizard. The Import data wizard is called with the command File > Import... (&, Ctri+l).

e Curve files (i.e. electropherograms) can be imported in the database with the option Import
curves listed under Fingerprint type data in the import tree.

e Peak files can be imported in the database with the option Import peak table listed under
Fingerprint type data in the import tree.
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2.1.2 Import example

An example peak file can be downloaded from the download page on the BIONUMERICS website
(https://www.bionumerics.com/download/sample-data, click on "MIRU-VNTR sample data”).
This example file will be used to illustrate the import and analysis steps in this section.

1.1 Select File > Import... (&, Ctrl+l) to call the Import data wizard.

1.2 Browse to the downloaded and unzipped example data folder and select the Applied Biosystems
GeneMapper MIRU.txt sample file. Press <Open>.

1.3 Highlight the Import peak table option and press <Finish>.

The file path is displayed in the Input dialog box (see Figure 2.1).

Import fingerprint peak table

Input
Select the data to import.

Select file: | NTR_sample_data\MIRU-VNTR sample data\MIRL txt | Browse...

Import as fingerprint file

Fingerprint file name: MIRUA |

Figure 2.1: Selected peak table file in the Input dialog box.

1.4 Check Import as fingerprint file, specify a name (e.g. “MIRU1”) and press <Next>.

The way the information should be imported in the database can be specified with an import tem-
plate. In the example Applied Biosystems GeneMapper peak file, the dye and sample information
is provided. We will create a new import template:

1.5 Press the Create new button to call the Import rules dialog box.

The Import rules dialog box lists the information present in the selected file as Source, their
linked Source type and the Destination component they are associated with (currently all set to
<None>).

1.6 Select Sample File from the list, select <Edit destination> and select Key as corresponding
field. Press <OK>.

1.7 Select Dye from the list, select < Edit destination> and select Fingerprint dye as correspond-
ing field. Press <OK>.

1.8 Select Marker from the list, select <Edit destination> and select IsMarker under Peak info
as corresponding field. Press <OK>.

1.9 Repeat previous step for the Size, Height and Area rows. Link the rows to the corresponding
peak information fields.

The Import rules dialog box should now look like Figure 2.2.

All rights reserved. Not for Diagnostic Use.
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Import template

Import rules
Select import sources and the database destinations

Source type

File field
File field
File field
File field
File field

Source

Sample File

Marker
Dye
Size
Height
Area

Destination type

Entry information

Peak info
Fingerprint dye
Peak info
Peak info
Peak info

Destination

lsMarker

Fingerprint dye
Size

Height

Area

Edit destination...

Preview...

|:| Show advanced options

< Back

Cancel

Figure 2.2: Import template with the defined rules.

1.10 Press the <Preview> button to check the outcome of all defined import rules (see Figure 2.3).

Preview ? X
Nr.  Fingerprint dye  Size Height Area IsMarker Key =
1 B 509.65 1341 21883 1
2 B 503.65 1768 25973 2
3 B 504.95 1147 21440 3
4 B 503.73 1729 22271 4
5 B 503.95 2552 32669 5
[ B 503.64 3434 43546 [

7 B 503.62 23198 25052 7

8 B 502.50 3352 44377 8

9 B 556.93 2312 31726 9

10 B 503.52 2872 36867 10

" B 503.66 1787 23038 "

12 B 503.82 1480 22157 12

13 B 503.66 1475 22847 13

14 B 504.04 589 15851 14

15 B 504.05 954 16706 15

16 B 517.00 1911 31034 16

17 B 503.64 2452 30250 17

18 B 445 45 3567 48252 18 he
£ >

Figure 2.3: Preview.

1.11 Close the preview and press <Next> twice and <Finish>.

1.12 Specify a template name (e.g. “My MIRU-VNTR template”) and press <OK>.

1.13 Make sure <Create new> is selected as base fingerprint type experiment, select the new
template and press <Next>.

1.14 Specify a name for the new base fingerprint type experiment (e.g. “MIRU-VNTR”) and press
<OK>. Confirm the creation of the new experiment in the database.

All rights reserved. Not for Diagnostic Use.
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Create new ? *

Provide a name for the new fingerprint type:

Cancel

(=]
S

Figure 2.4: New base fingerprint type experiment.

A fingerprint type needs to be present in the database for each pool (if present) and dye combi-
nation. The names of these fingerprint types are composed of the base fingerprint type name,
followed by the pool name (if present), and the name of the dye. If new fingerprint types need to
be created during import, and if no reference system has been specified for the base fingerprint
type, a dialog box pops up prompting for some settings.

1.15 For this exercise, enter an Intensity range of “4095” (= 12-bit), a Min. fragment length of “50”,
and a Max. fragment length of “800”. Press <OK>.

Experiment settings ? *

Please provide the following experiment settings:

Min. fragment length:

Max. fragment length: 200

Display resolution:

Intensity range:

Figure 2.5: Experiment settings.

A new dialog box pops up, listing the three missing fingerprint types.

1.16 Confirm the creation of the missing fingerprint type experiments.

1.17 Press <Finish> to confirm the creation of new entries in the database.

For each import dye, a new fingerprint file is created, composed of the file name specified and the
name of the dye (e.g. MIRU1_B). These files are displayed in the Fingerprint files panel.

BIONUMERICS reads the band positions from the mapped "SIZE” column, the peak heights from
the mapped "HEIGHT” column, the area information from the mapped "AREA” column and gen-
erates densitometric curves using this information. The imported fingerprint lanes are linked to
new entries in the database. The lanes are linked to the corresponding fingerprint “dye” type. The
names of these fingerprint types are composed of the base fingerprint type name, followed by the
pool name (if present), and the name of the dye. The fingerprint type experiments are displayed
in the Experiment types panel.

If no reference system has been specified for the base fingerprint type, BIONUMERICS creates
for all missing fingerprint types and the base fingerprint type, a linear reference system between
the user-defined Minimum and Maximum fragment length positions, and copies the reference
system to a calibration system.

Entries for which fingerprint data was imported are selected in the database.

After data import, the Main window looks as in Figure 2.6.
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Figure 2.6: The Main window after import of MIRU-VNTR data.

2.2 Calculating and assighing MIRU-VNTRs

2.2.1 Introduction

With the MLVA plugin, VNTR copy numbers can be calculated for a selection of database entries.
In the MLVA plugin tutorial, step-by-step instructions are given for the calculation of VNTR copy
numbers. The MLVA plugin will not be covered in detail in this section.

p) If the MLVA plugin was not installed prior to the installation of the MIRU-VNTR plugin,
the MLVA plugin is installed together with the installation of the MIRU-VNTR plugin (see
1.4).

2.2.2 Defining MIRU-VNTRs

Before the MLVA plugin can determine copy numbers from the fragment length information, the
plugin should have sufficient information about what VNTR alleles can be found in which pool and
dye, what the repeat lengths are, etc.. Upon installation of the MIRU-VNTR plugin, the 24 VNTRs
used by MIRU-VNTRplus [1] to type Mycobacterium are automatically added to the VNTR list in
the BIONUMERICS database.

2.1 Select MLVA > MLVA management window... (") in the Main window to display the MLVA
management window (see Figure 2.7).

The MLVA management window (see Figure 2.7), lists the 24 VNTRs used by MIRU-VNTRplus
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Figure 2.7: The MLVA management window displaying the theoretical MIRU-VNTR

definitions.

with the theoretical settings for the offset (Offset), repeat length (Repeat size), minimum (Min.
count) and maximum (Max. count) expected copy numbers, and tolerance (Tolerance). The
associated fingerprint type (Fingerprint type column) still needs to be provided manually (see
2.2) as this depends on the experimental setup of the lab.

2.2 Highlight a VNTR from the list (e.g. 154 MIRUO2) and select Edit > VNTRs > Edit VNTR...

().
This brings up the Edit VNTR dialog box, displaying the default settings of the selected VNTR (see
Figure 2.8).
Edit VNTR ?
Name: 154 MIRUOZ
Offset 402
Repeat size: EI
Copy range: EI_
Tolerance: 10.0
Fingerprint type: <None= v
Cancel

Figure 2.8: The Edit VNTR dialog box.

e Offset: Each fragment consists of a repeat portion and a constant portion due to the fact
that the primers do not occur exactly at the start and the end of the repeat region. This
parameter specifies the size (in base pairs) of the constant portion.
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e Repeat size: This parameter specifies the size of a unit repeat block (in base pairs).

e Copy range: Specifies the minimum and maximum number of copies that the plugin will
consider during the copy number determination. Within the same lane and the same dye,
more than one VNTR can be loaded if there is a sufficient difference in fragment size. Im-
posing a limit on the copy range allows the software to distinguish which band corresponds
to which VNTR.

e Tolerance: This parameter specifies the maximum difference in base pairs between the
expected fragment length and the actual length.

e Fingerprint type: This drop-down list contains all fingerprint types defined in the database
and is used to indicate in which fingerprint type this VNTR was run. The fingerprint type is
determined by the dye and — if several pools are used — by the pool tag.

2.3 Select the correct fingerprint type from the Fingerprint type drop-down list (see Figure 2.8) and
press <OK> to save the changes.

The Fingerprint type column is updated in the MLVA management window.

2.4 Assign the correct fingerprint types to the other VNTRs (repeat Instruction 2.2 and Instruction
2.3).

Link the three VNTRs in the example database to the correct fingerprint types:

e 154 MIRUO2: MIRU-VNTRB
e 2531 MIRU23: MIRU-VNTRG
e 4348 MIRU39: MIRU-VNTRY

2.5 After having entered the information for all VNTRs in the MLVA management window, select
File > Exit (Alt+F4) to close the MLVA management window.

2.2.3 Determining copy numbers

VNTR copy numbers can be determined for selected entries in the database.

2.6 Select the entries in the database for which you want to calculate the copy numbers. To select
all entries at once, use Edit > Select all (Ctrl+A).

2.7 Select MLVA > Assign VNTRs... (&0) to display the Assign VNTRs dialog box.

2.8 Leave the default settings unaltered and press <OK> to determine VNTR copy numbers in the
fingerprints of the selected entries.

After assignment of the VNTRSs in the database, the VNTR reporting window is displayed listing
all selected entries (keys) as rows and the selected VNTRs as columns (see Figure 2.9).

Each cell, corresponding to an entry / VNTR pair, provides information about the VNTR copy
number assignment. For more information about this window, we refer to the MLVA plugin manual.

2.9 Select File > Exit (Alt+F4) to close the VNTR reporting window.

The VNTR reporting window can be called at any time from the Main window with MLVA
> Assignment report ... ([).
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Figure 2.9: The VNTR reporting window, here displaying only the VNTRs for which
data are available in the example data set.

2.2.4 Visualizing VNTR data for a single entry

After VNTR assignment, the copy numbers for each detected VNTR are stored in the character
type MIRU-VNTR vals. The character type MIRU-VNTR _frags holds the observed fragment size
(in base pairs) for each VNTR character.

2.10 Click on a colored dot in one of the character type columns (MIRU-VNTR_vals or MIRU-
VNTR_frags) in the Experiment presence panel in the Main window to display the character
card for an entry.

1

1

Character h Character A

154 MIRUO2 508.57 <+= ~ 154 NIRUO2 22 ~

424 Mtub04 424 Ntub04

577 ETRC 577 ETRC

580 MIRUOS 580 MIRUOS

802 MIRU40 802 MIRU40

950 MIRU10 950 MIRU10

1644 MIRU1S 1644 MIRU1S

1955 Mtub21 1955 Mtub21

2058 MIRU20 2058 MIRU20

2163b QUB11b 2163b QUB11b

2165 ETRA 2165 ETRA

2347 Mub28 2347 Mub28

2401 Mtub30 2401 Mtub30

2451 ETRB 2451 ETRB

2531 MIRUZ23 40819 =+= 2531 MIRUZ23 515

2687 MIRU24 2687 MIRU24

2996 MIRU26 2996 MIRU26

3007 MIRU2T 3007 MIRUZ2T

3171 Mtub34 3171 Mtub34

3182 MIRU31 3152 MIRU3

35650 Mtub39 3590 Mtub39

4052 QUB26 4052 QUB26

4156 QUB4155 4156 QUB4156

4348 MIRU3% 541.70 =+= v 4348 MIRU3% 22 v
(@)

Figure 2.10: The Experiment card window from a) MIRU-VNTR_frags: molecular

observed size; b) MIRU-VNTR_vals: copy number.

2.11 Close an experiment card by clicking in the small triangle-shaped button in the top left corner.
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Chapter 3

Importing repeat numbers from
external files

3.1 Introduction

When VNTR copy numbers are already stored in external text, Excel, or other ODBC-compatible
file, these copy numbers can be imported in BIONUMERICS and stored in the character type
experiment MIRU-VNTR_vals using import routines available in the Import data wizard.

3.2 Import routines

The character import routines are shown in the second page of the Import data wizard. This page
can be reached by selecting File > Import... (G, Ctrl+l), followed by pressing <Next> with
<Manual selection> highlighted. The import tree options are organized in groups based on the
type of data (see Figure 3.1).

e With the Import fields and characters (text file) option, listed under the topic Charac-
ter type data in the Import tree, the copy numbers can be imported from text files in the
database and linked to new or existing database entries.

e With the Import fields and characters (Excel file) option, listed under the topic Character
type data in the Import tree, the copy numbers can be imported from an Excel file in the
database and linked to new or existing database entries.

e With the Import fields and characters (ODBC) option, listed under the topic Character
type data in the Import tree, the copy numbers can be imported from ODBC-compatible
files in the database and linked to new or existing database entries.

The import routines will not be covered in detail in this manual.
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Import data

Manual selection

Select the kind of data to import.

[ I B e W B e W

@ Recently used
-(@ Entry information data
- Fingerprint type data
“. Character type data
Import fields and characters file).
Import fields and characters (Excel file}
Import fields and characters (QDBC)
« Import characters (db style)
Sequence type data
"5 Matrix type data
-1, Trend data type data
M. Spectrum type data
-F Seguence read sets data
@ Data exchange

Import character and optionally database
information from text fies and link to new or
existing database entries.

Each file should contain a wel-defined table
where a row corresponds to an entry and
where columns correspend to characters
(and databasze fields).

The header of the table should contain the

character names (and the database
information field names).

Manage import templates...

<« Back Cancel

Figure 3.1: The character import routines in the Import data wizard.
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Chapter 4

MIRU-VNTR typing

4.1 Assigning MIRU-VNTR types

With the installation of the MIRU-VNTR plugin, an interface is created with the MIRU-VNTRplus
database (http://www.miru-vntrplus.org) to assign known MIRU-VNTR types to entries in the
BIONUMERICS database. The MLVA types that can be assigned to entries in the database,
depend on the MtbC information fields specified in the MIRU-VNTR settings dialog box.

1.1 Select MLVA > MIRU-VNTR settings... in the Main window to call the MIRU-VNTR settings
dialog box.

MIRU-VNTR settings ? X
MtbC typing  Submission
Provide information fields to store the MUVA types:
WtbC 15-9: | MIRU_MtbC15-9 ~
[CImtbc 15: | MIRU_MBE1S
[CImtbe 9 MIRU_MtbCS
Cancel

Figure 4.1: The MIRU-VNTR settings dialog box: the MtbC typing tab.

In the MtbC typing tab, the user needs to specify the type information that should be assigned
to the entries in the database when MIRU-VNTR profiles are screened against the online MIRU-
VNTRplus database.

The nomenclature of MIRU-VNTR is split up in two sets of type designations: MtbC15 and MtbC
9, corresponding to a core set of 15 (most discriminatory) VNTRs and 9 additional VNTRs respec-
tively. The MtbC 15-9 type is defined by a combination of both types.

When enabling an MLVA type check box, the name of the BIONUMERICS information field that
will contain the MLVA type information needs to be specified. One can choose an existing field or
enter a new field name with the < Create new> option. When entering new field names manually,
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please note that information field names cannot start with a space.

1.2 Select the MLVA type(s) and specify the information field(s) in the MtbC typing tab and press
<OK>.

Screening can be done for all entries present in the database, or for any selection of entries in
database.

1.3 Make a selection in the database using the Ctrl- and Shift-keys. To select all entries at once,
use Edit > Select all (Ctrl+A).

1.4 In the Main window, select MLVA > Assign MIRU-VNTR types.

1.5 If no selection is present in the database, a message pops up prompting to confirm to run the
tool on all entries in the database. Press <OK> to start the profile screening for all entries in
the database.

The MIRU-VNTR copy numbers — stored in the MIRU-VNTR_vals character type experiment — are
screened against the MIRU-VNTRplus database. If matching MtbC types are found online, the
type information is written in the MLVA information field(s). The MLVA type is denoted as "?” if no
match could be found with the online information available.

_E + 5 ® @i‘s EF] <. <All Entries= 13)

MIRU_MtbC15 - 2
2020-04-28 21:08:04 1
2020-04-28 21:09:20 3
2020-04-28 21:08:35 10
2020-04-28 21:09:50 1
2020-04-28 21:10:18 35
1 2020-04-28 21:06:13 ?

1-1
34
10-3
87
382
27

L
B R R

Figure 4.2: Assigning MLVA types to entries in the BIONUMERICS database.

f MIRU-VNTR types cannot be obtained with the example data set provided, since it
contains only information for three VNTRs and MIRU-VNTR typing is based on 9 or 15
VNTRs.

4.2 Submitting new MIRU-VNTR types

With the installation of the MIRU-VNTR plugin, an interface is created with the MIRU-VNTRplus
database (http://www.miru-vntrplus.org) to submit new types to this online database. Before
new unknown types can be submitted to the MIRU-VNTRplus database, user information needs
to be provided in Submission tab of the MIRU-VNTR settings dialog box.

2.1 Select MLVA > MIRU-VNTR settings... in the Main window to call the MIRU-VNTR settings
dialog box and click the Submission tab (see Figure 4.3).

User submission information includes First name, Last name, Email address, Organization
name, and Country. In addition to these user fields, an information field holding strain infor-
mation (Strain ID field) needs to be selected from the list of available information fields. The
user information and strain ID will be sent along with the submitted profile to the MIRU-VNTRplus
database, and will be stored in the online database if a new type is assigned to the submitted
profile. No user or strain information is recorded if existing profiles are submitted to the online
database.

f Submitting a new MIRU-VNTR type to the MIRU-VNTRplus database is only possible if
the strain ID field is not empty.
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MIRU-VNTR settings ? *
MtbC typing Submission
Provide information in order to receive new types (optional):
First name: | Jack |
Last name: | Smith |
Email address: | jack_smith@gmail. com |
Organization: | BioTech |
Country: | Usa |
Strain 1D field: Key ~
Cancel

Figure 4.3: The MIRU-VNTR settings dialog box: the Submission tab.

2.2 Specify the submission settings and press < OK> to save the settings to the database.

Submitting new types can be done for all entries present in the database, or for any selection of
entries in database. Of course it only makes sense to submit MLVA type information if the MtbC15
and/or MtbC9 type is assigned a "?”, and if the complete copy number information is present for
the MtbC15 and (optionally) the MtbC9 type.

2.3 Make a selection in the database using the Ctrl- and Shift-keys.
2.4 In the Main window, select MLVA > Submit new MIRU-VNTR types.

2.5 If no selection is present in the database, a message pops up prompting to confirm to run the
tool on all entries in the database. Press <OK> to start the profile submission for all entries in
the database.

The MIRU-VNTR copy numbers (stored in the MIRU-VNTR _vals character experiment), the user
information and the strain IDs of the selected entries are submitted to the MIRU-VNTRplus database.

e New profiles that are submitted to the MIRU-VNTRplus database automatically acquire a
new type number (MtbC15 and/or MtbC9). The user information is recorded together with
the profile and the new type. The new type information — returned by the MIRU-VNTRplus
database — is written in the corresponding BIONUMERICS information field(s).

e Re-submissions are not stored in the online database. The MIRU-VNTRplus database sim-
ply returns the existing types and does not record any user information.
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