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Chapter 1

Starting and setting up BIONUMERICS

1.1 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
program shows the BIONUMERICS Startup window (see Figure 1.1).

BIONUMERICS

VERSION 8.1.1

Database Last accessed Comment

DemoBase Connected 2022-02-2310:18

® 1958-2022 — Applied Maths

Figure 1.1: The BIONUMERICS Startup window.

A new BIONUMERICS database is created from the Startup program by pressing the button.
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6 1. Starting and setting up BIONUMERICS

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

1.2 Installing the RDP plugin

The Plugins and Scripts dialog box can be called from the Main window by selecting File > Install
/ remove plugins... (&) (see Figure 1.2).

Plugins & Scripts ? *

Pluging  Scripts

[l 2ntibiotics susceptbiity a | |Mersion116
Standard installation
BandScoring
Custom Genotyping This plugin tool provides extra

functionality for the import of antibiotic

E. coli functional genotyping susceptibilty data based on MIC or disk

Fingerprint processing reports diffusion method. The tools will also
GenotypingTools (internal) convert the range into S--R categories.
Geographical module

HIV Resistance

Import fingerprint tools

Import trend data tools

iTOL integration

Listeria functienal genotyping
Manual extensions (internal)
MIRU-WVNTR

|:| Show only activated

|:| Show 'always active' plugins

Install Show Manual

Manage database plugins

Close

Figure 1.2: 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.

If the selected plugin is documented, pressing <Show Manual> will open its manual in the Help
window.

2.1 To install the RDP plugin in your database select the RDP plugin from the list of plugins.

2.2 Press the <Install> button and confirm the installation of the plugin.

2.3 Press <Close> to close the Plugins and Scripts dialog box and to continue to the Main window.
2.4 Close and reopen the database to activate the features of the RDP plugin.

All rights reserved. Not for Diagnostic Use.



1.2. Installing the RDP plugin

The RDP plugin installs menu items in the Main window under the menu item Analysis > Se-
quence types and in the Sequence editor window under RDP.

The RDP plugin is supported in the BIONUMERICS-SEQ and BIONUMERICS-SUITE configura-
tions.

All rights reserved. Not for Diagnostic Use.
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Chapter 2

Searching the nearest 16S rRNA
sequence from the Ribosomal
Database Project

2.1 Introduction

The RDP plugin will search for each query sequence the nearest 16S rRNA sequences in the Ri-
bosomal Database Project (http://rdp.cme.msu.edu/) by using a k-nearest-neighbor classifier.
The algorithm uses a word-matching strategy not requiring alignment to determine the percent-
age of shared seven-character words between a query sequence and members of a database
of sequences i.e. the RDP database. The RDP plugin functionality is similar to the SeqgMatch
functionality on the RDP website (http://rdp.cme.msu.edu/seqmatch).

2.2 Setting up the RDP analysis

The RDP matching analysis can be initiated from the Sequence editor window for one entry, or
from the Main window for one or multiple database entries. When analyzing only one sequence
from the Sequence editor window, RDP > Submit to RDP... should be used to start the analysis.
When starting from the Main window, first the database entries should be selected. One entry
can be selected by hitting the space bar or clicking the check box in front of the entry. Multiple
entries can be selected by Ctrl-clicking or by holding the Shift-key to select a range of entries.
The analysis is automatically launched when selecting Analysis > Sequence types > Submit
to RDP....

If only one sequence type experiment is present for these entries, no further questions are asked.
If multiple sequence experiments are defined for the selected entries, the Select sequence ex-
periment type dialog appears where the sequence experiment type that should be used for the
analysis can be selected from the drop-down list. After confirmation, the RDP analysis is auto-
matically launched and once all data is retrieved from the RDP web service, the RDP overview
window opens.

2.3 The RDP matching results

The RDP overview window (see Figure 2.1) displays the results of the RDP matching analysis.


http://rdp.cme.msu.edu/
http://rdp.cme.msu.edu/seqmatch
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RDP overview - O X
File Edit RDP Matches Window Help
RDP matches
- N
ABO0S4ST Emﬂ =
i:g?i:; T Ba_m?;'fuig:i:em“ ) 5000428336 | Campylobacter hyointestinalis (T); CHY'S; AF. 1.00000 9995333 1345 Bacteria Proteobacteria®  Epsionproteobacteria
s - Costnrateobactens (2020) 5000645736 | Campylobacter hyointestialis subsp. lawsonl.. 0.99204 99.67333 1256 Bactera Proteobacteria®  Epsionproteobacteria
018086 1 . 5000428835 | Campylobacter hyointestinalis subsp. lawsoni.. 0.87472 99.60000 1346 Bacteria “Proteobacteria”  Epsionproteobacteria
suzasse = Campylobacterales (20120) 5000428838 | Campylobacter hyointestinalis subsp. lawsoni.. 0.97100 99.52667 1347 Bacteria *Proteobacteria”  Epsionproteobacteria
- = Campylobacteraceae (20/20) 5000853401 | Campylobacter hyointestinalis subsp. lawsoni.. 0.96142 99.32667 1298 Bacteria *Proteobacteria”  Epsionproteobacteria
i C (20120} C subsp. lawsoni.. 0.94647 99.10000 1353 Bacteria Proteobacteria®  Epsionproteobacteria
5000428837 Campylobacter hyointestinalis subsp. lawsoni. 0.94350 98.90667 1337 Bacteria Proteobacteria” Epsilonproteobacteria
5000414270 | Campylobacter sp.; L04318 0.83101 98.36667 1280 Bacteria *Proteobacteria”  Epsionproteobacteria
5000428842 | Campylobacter hyointestinalis subsp. hyointes... 0.82862 9875333 1352 Bacteria “Froteobacteria®  Epsionproteobacteria
5002444854 | Campylobacter hyointestinalis subsp. lawsonii.. 0.91450 98.89333 1514 Bacteria *Proteobacteria”  Epsionproteobacteria
5002444857 | Campylobacter sp. 0402694-C0078; HQ628848  0.91152 97.94000 1373 Bacteria *Proteobacteria®  Epsionproteobacteria
5003303706 Brachyspira sp. NSH-23; 1X232353 0.80520 97.83333 1308 Bacteria Proteobacteria” Epsilonproteobacteria
5000428014 | Campylobacter cf. laniena UB 882; AF043422  0.90112 97.69333 1402 Bacteria “Protecbacteria®  Epsionproteobacteria
5000428016 | Campylobacter cf. lanienae UB 884; AF04342¢  0.90112 97.69333 1402 Bacteria “Protecbacteria®  Epsionproteobacteria
5000344082 | uncultured bacterium; p-2602-9F5; AF371357  0.90037 98.07333 1350 Bacteria *Proteobacteria”  Epsionproteobacteria
5003303700 | Brachyspira hampsonii bv. I; NSH-15; JX232347 089438 97.55333 1318 Bacteria *Proteobacteria”  Epsionproteobacteria
5000428017 Campylobacter lanienae (T);, NCTC 13004; A 0.88773 9748867 1401 Bacteria Proteobacteria” Epsilonproteobacteria
5004048373 Campylobacter lanienae; MIT 11-763; KF192321 0.88178 97.83333 1391 Bacteria Proteobacteria” Epsilonproteobacteria
5000428015 | Campylobacter lanienae; UB 893; AF043423  0.88104 97.34000 1403 Bacteria “Protecbacteria®  Epsionproteobacteria
5003747528 | Campylobacter lanienae NCTC 13004; CCUG ..  0.88104 97.34000 1369 Bacteria “Froteobacteria®  Epsionproteobacteria
< > < > < >

Figure 2.1: The RDP overview window.

The RDP overview window consist of three panels, from left to right:

e The Entries panel: This panel lists all the entries that were submitted for analysis. When
selecting one of the entries, the panels at the right are automatically updated with the rele-
vant information for that entry. When the analysis was launched from the Sequence editor
window, the Entries panel is not present in the RDP overview window as only one entry was
submitted for analysis.

e The Tree of Life panel: This panel shows the results in a hierarchical tree based on the
nomenclatural or NCBI taxonomy, depending on which nomenclature was defined in the
plugin settings (see 2.4). For each taxon, the number of taxon-specific RDP matches and
the total number retrieved matched is indicated next to the taxon name. When selecting a
taxon name, the sequences displayed at the right are updated. Only sequences belonging
to the taxon at hand are displayed. To close or open all sequences below a taxon, click the
<=> 0or <+> sign, respectively, in front of that taxon.

e The RDP matches panel: This panel presents the (taxon-specific) RDP matches for the
sequence that was matched to the RDP database. Each match result contains, from left to
right,

The Sid: This sequences identifier is used to uniquely identify the RDP sequence.

The Definition: This text field often contains organism information such as organism
name, whether or not it is a type strain (T), the strain number and the sequence acces-
sion number.

The S_ab score: This score is calculated as the number of (unique) 7-base oligo mers
shared between the query sequence and a given RDP sequence divided by the lowest
number of unique oligos in either of the two sequences.

The Similarity score: This similarity score is the percent sequence identity over all
pairwise comparable positions. Comparable positions are aligned positions containing
a base in both sequences. By default, the similarity values are not calculated. To
update this information, select the desired RDP matches and select RDP Matches >
Calculate similarities ( = ). This will fetch the sequences from the RDP database,
next, BIONUMERICS will calculate the similarity scores and they are updated in the
RDP overview window.

All rights reserved. Not for Diagnostic Use.



2.3. The RDP matching results 11

— Oligos: This number indicates the uniquely occurring oligo mers within a given se-
quence. If the same oligo mer occurs more than once, they are counted only once. As
such, this number only approximately reflects the sequence length.

— Full name information fields: These fields contain the different hierarchical nomencla-
ture ranks. Possible ranks include: superkingdom, kingdom, subkingdom, domain, su-
perphylum, phylum, subphylum, superclass, class, subclass, infraclass, cohort, sub-
cohort, superorder, order, suborder, infraorder, parvorder, superfamily, family, subfam-
ily, tribe, subtribe, genus, subgenus, species group, species subgroup, species, sub-
species, varietas, forma, unclassified.

f Note that the rank order may differ between S_ab and the pairwise identity scores, but
the top 20 S_ab scores will contain the closest sequence by pairwise identity about 95%
of the time [2].

The RDP matches results can be sorted according to specific column information by highlighting
the column and selecting RDP Matches > Sort (l\). Subsequently selecting RDP Matches >
Sort (I\) on the same column will change the sort direction between ascending and descending
order.

The query sequence can easily be compared to (a subset of) the RDP matches in the Sequence
alignment window. Thereto, first select the RDP matches that will be part of the comparison,
second select RDP Matches > Open in alignment editor (¢1). This will open the Sequence
alignment window, where all sequences are imported, aligned and a clustering based on the
sequence alignment similarity values is calculated. Apart from the pre-calculated analysis, all
functionality in the Sequence alignment window is available for detailed analysis of the query
sequence and the RDP match sequences.

This RDP plugin is very well suited for identification projects, and as such, there may be an interest
in transferring the RDP match information for a specific entry to database fields linked to this entry.
The export needs to be defined for each of the entries individually. Once the RDP match sequence
is selected, press RDP Matches > Export to database... () to transfer the information to the
database. Note that no new entry will be created but the information will be transferred to the
query entry in the database. Selecting RDP Matches > Export to database... (&) opens the
Export dialog (see Figure 2.2).

Export ? *

Use the checkboxes to select the data you want to export for key
"AF097585" and use the drop down lists in the last column to set the
destination infofields.

Column Information field
Sid Sid
Definition Definition
S_ab S_ab
Similarity Similarity
|:| Oligos
|:| Domain
D Phylum
|:| Class
|:| Subclass
D Order
|:| Suborder
[ Famity
Genus Genus

Ll || €[€]€|€[€]|€]|c|€]|€

Figure 2.2: The Export dialog.

Within the Export dialog one can define which columns need to be exported, and if so, to which in-

All rights reserved. Not for Diagnostic Use.



12 2. Searching the nearest 16S rRNA sequence from the Ribosomal Database Project

formation field they should be linked. Checking the boxes in front of the column names determines
whether or not this column information will be copied to the database. For the selected columns,
the information field where the information should be copied to, needs to be selected from the
drop-down list that appears when clicking the information field names. Selecting <Export> will
copy the information to the database information fields of the query entry.

In addition, the information from the RDP matches results can easily be exported to the clipboard
or to e.g. Excel by selecting the column properties and Copy content to clipboard or Copy
content to file, respectively.

Each of the experiment match results is saved in the database. If one prompts an analysis that has
already been run, the cached results will be displayed. To reinforce a new RDP match analysis,
the cached results need to be cleared from the database first. This can be done by selecting Edit
> Clear stored results in any RDP overview window. After confirmation, all stored results will be
cleared.

Note that this action clears all cached RDP match results in the database, for all entries
that have been analyzed, so not only the entry selection present in the opened RDP
overview window.

2.4 RDP SeqMatch settings

The setting for the SeqMatch web service can be entered by Edit > SeqMatch settings. This
opens the SeqgMatch settings dialog box (see Figure 2.3).

SeqMatch settings ? *
Strain: Type e
Source: lsolates hd
Size: == 1200 -
CQuality: Good e

Taxonomy: Nemenclatural ~

KNN matches: (max 20)

Figure 2.3: The SeqMatch settings dialog box.

In the SegMatch settings dialog box, one can define to which sequences should be matched, what
the quality requirements for the sequences should be and which taxonomy is used to report the
results.

The following parameters can be set:
e Strain: Selecting Type restricts the results to only sequences of known type strains. The
option Both will take type as well as non-type strains into account for matching analysis.

e Source: Selecting Uncultured restricts the display to only sequences of environmental
samples. Selecting Isolates restricts the display to only sequences from individual isolates.
Selecting Both will combine data of uncultured and cultured isolates.

e Size: Selecting > 1200 bases restricts the display to only near-full-length sequences. Smaller
sequences can be targeted with the option <7200, or both can be used in the analysis.

All rights reserved. Not for Diagnostic Use.



2.4. RDP SeqMatch settings 13

e Quality: In this context, quality is related to the detection of chimeras by UCHIME [3] and the
detection of systematic errors identified by RDP SegMatch [2] and Pintail [1]. The options
are to use only good quality sequences, only suspect quality sequences, or both. Sequences
of suspect quality were flagged ().

e Taxonomy: This option defines in which taxonomy sequences will be displayed. The
Nomenclatural taxonomy displays sequences in a hierarchy based on a schema closely
matching that proposed in the new phylogenetically consistent higher-order bacterial tax-
onomy, using a naive Bayesian classifier trained on sequences from known type strains to
assign sequences. NCBI displays sequences as classified in the NCBI taxonomy. This
information is directly obtained from the sequence record.

e kNN matches: This parameter controls the number of matches displayed per sequence.
The maximum value for k is 20.

If one or more parameters were altered in this dialog, < Cancel> will close the dialog without sav-
ing the parameter changes and <Resubmit> will update the parameter settings and recalculate
the analyses displayed in the RDP overview window.

All rights reserved. Not for Diagnostic Use.
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