BioNumerics

Quick
Guide

BioNumerics Quick Guide
Version 6.6

/
. MATHS

© 2011 Applied Maths NV
www.applied-maths.com







Contents

1 Database

1.1  Getting started
1.1.1  Introduction. . . . . . . . . . . . i i e e e
1.1.2  Software installation . . . . . . . . . . . ... e
1.1.3  Quick Guide tutorial data . . . . . . . . . . . . ...

1.2 Creating and setting up a new database
1.2.1 Creatinganew database . . . . . . . . . . . . .. e
1.2.2  Settingupanewdatabase . . . . . . . . . ...
1.2.3  Selectionsof entries . . . . . . . . . .. e e e e e e e
1.2.3.1  Manual selections . . . . . . . . ... e e e e e e
1.2.3.2  Automatic search and select functions . . . . . . . .. ... ... ... ... ...

2 Experiments

2.1 Fingerprint data
2.1.1 Introduction. . . . . . . . .. e e e e e
2.1.2 Sampledata. . . . ... e
2.1.3  Create a fingerprint type experiment . . . . . . . . . . . . ..o i e
2.1.4 Import a fingerprint gel imagefile . . . . . . . ... .. .o oL
2.1.5 Process the fingerprint gel file . . . . . .. ... ... L Lo
2.1.5.1  Define Strips . . . . . v v e e e e e e e e e e e e e
2.1.52  Definecurves . . . . . . .. e e e e e
2.1.53 Normalizethegel . .. .. ... .. . ... .. ... .. .
2.1.54 Definebands . . . . . . ...
2.1.6 Link fingerprintdatatoentries . . . . . . . . . ... L. oL
2.1.7  Fingerprint type experiment S€ttings . . . . . . . . . . .o o u e e
2.1.77.1 Assigning astandard pattern . . . . . .. ... Lo Lo
2.1.7.2  Calculating a calibrationcurve . . . . . .. .. ... Lo
2.1.8  Additional practice . . . . . . . . ... e e e e e
2.1.8.1  Xbal-002 . . . . .o
2.1.82 AvrlI-001 . . . . o
2.1.83  AvrlI-002 . . . .

2.2 Character data

221 Introduction. . . . . . . . . e e e e e
222 Sampledata. . . . . ..o e e
2.2.3  Creating a character type experiment . . . . . . . . . . . . . it
2.2.4  Importing character data from external files . . . . . ... ... ... ...........

2.2.4.1  Importing character data from an Excelfile . . . . . ... ... ... ... ....

2.2.4.2 Importing character data fromatextfile. . . . . . ... ... ... ... .....
2.2.5 Changing the character type settings . . . . . . . . . . . .. .o

11
11
11
15
15
15

17

19
19
19
19
20
20
21
23
24
25
28
29
29
30
31
31
32
33



2.2.5.1 Experimentcard settings . . . . . . . . . ...
2252 Character color sSetuUp . . . . . . o v v v e e e e e e e e e

2.3 Sequence data
2.3.1 Introduction. . . . . . . .. . L e e
2.3.2  Creating a sequence type experiment . . . . . . . . . . . . .ot
2.3.3 Importing FASTA sequences . . . . . . . . . . . . ot
2.3.4 Importing chromatogram trace files . . . . . . . .. .. ... ... ... ...

3 Comparisons

3.1 General comparison functions
3.1.1  Comparison Settings . . . . . . . . ... e e e e e e e e e
3.1.2  Comparing two Ntries . . . . . . v v v v vt e e e e e e e e e e e e e e
3.1.3  Creating a new COMPAriSON . . . . .« v v v v v vt et e e e e e e e e
3.1.4  Comparison Window . . . . . . . . ... e e e e e e
3.1.4.1 Comparison layout . . . . . . . . ...
3.142 Addandremoveentries . . . . . . . ... ..o
3.1.43  Create @roups . . . . o v vt e e e e e e e e e e e e

3.2 Clustering fingerprint data
3.2.1  Comparison Window . . . . . . . ... e e e e e
3.2.2 Clustering fingerprintdata . . . . . . . . . . ... L e
3.2.3 Matrix display functions . . . . . . . ..o
3.2.4 Printing acluster analysis . . . . . . . . . . .. e e
3.2.5 Additional practice . . . . . . ... e e e

3.3 Clustering character data
3.3.1  Comparison Window . . . . . . . ... e e e e e e
3.3.2 Clustering characterdata . . . . . . . . . .. . .. e

3.4 Sequence alignment and clustering
34.1 Introduction. . . . . . . . oL e
3.42  Comparison Window . . . . . . . .. e e e e e e e e e e
3.4.2.1 Pairwise sequence clusteranalysis . . . . . . . . . ... oL L.
3.4.2.2 Multiple sequence alignment . . . . . . . .. ... ...
3.4.2.3  Sequence cluster analysis based on multiple alignment . . . . . . ... ... ...
3424  Exporting a multiple alignment . . . . .. ... ... ... ............
343  Alignment window . . . .. Lo L e e e e
343.1 Sequencedisplay . . . . . . . ... e
3432 Alignment and clustering . . . . . . . . ... L L L
3433 Mutationand SNPanalysis . . . . . ... ... ... ... ...

3.5 Band matching tables
3.5.1 Creating aband matchingtable . . ... ... ... ... ... ... . ... .......
3.5.1.1 Creatingacompositedataset . . . . . . .. ... L e
3.5.1.2 Creatingbandclasses . . . . . . . . . . . . ...
3.5.1.3 Displaying the band matching table . . . . . ... ... ... ... ... ... ..
3.5.2 Band polymorphism analysis . . . . . . . . . . . . ...
3.5.2.1 Finding discriminative band classes . . . . . . . . . ... ... Lo
3.5.2.2 Sorting entries by band intensity . . . . . . . ... ...
3.5.3  Additional practice . . . . . .. L. L e e e e

il

43
43
43
44
46

51

53
53
53
54
55
55
56
56

59
59
59
62
62
63

65
65
66

69
69
69
69
70
72
73
73
73
73
74



3.6 Composite data sets
3.6.1 Introduction. . . . . . . . . .. e
3.6.2 Combining character experiments . . . . . . . . . ... ... oo
3.6.2.1 Creating a composite characterset . . . . . . ... ... ... ... .......
3.6.2.2  Cluster analysis of a composite characterset . . . . . . ... .. ... ......
3.6.3 Combining fingerprint experiments . . . . . . . . . . . ...t
3.6.3.1 Creating acompositedataset . . . . . . . . . . ... e
3.6.3.2  Cluster analysis of a compositedataset . . . . . . . ... ... ... .......
3.6.4 Additional practice . . . . . . ... oL e e e

3.7 Dimensioning techniques
3.7.1 Multidimensional scaling (MDS) . . . . . . . .. ... .
3.7.1.1 Calculatingan MDS . . . . . . . . . ... e
3.7.1.2  Changing the coordinate space layout . . . . . . . ... ... ... ... .....
3.7.2  Principal components analysis (PCA) . . . . . . . . . ... ... ... ... ... ...
3.72.1 Calculatinga PCA . . . . . . . . .
3.7.2.2 Changing the PCAlayout . . . . . . . .. . . .. . . .. . ... . ... ...

4 Identification

4.1 Identification of unknown entries
4.1.1 Identification of unknown entries in a comparison . . . . . . . . . . . . . . ... ... ..
4.1.2 Identification of unknown entries ina library . . . . . . ... ... ... L.
4.1.2.1 Creatingalibrary . . . . . . . . . . . .. e
4.1.2.2  Identifying unknown entries with alibrary . . . . . .. . ... .. ... ... ..

4.2 Decision networks
421 Introduction. . . . . . . . . . . e e e e
4272 Creatinganewdecisionnetwork . . . . . . . ... ... ... ... .. ...
423 Buildingadecisionnetwork . . . . .. .. oL L

iii

79
79
79
79
80
81
81
82
83

85
85
85
86
87
87
87

89

91
91
91
92
93



v



NOTES

SUPPORT BY APPLIED MATHS

While the best efforts have been made in preparing this manuscript, no liability is assumed by the authors
with respect to the use of the information provided.

Applied Maths will provide support to research laboratories in developing new and highly specialized ap-
plications, as well as to diagnostic laboratories where speed, efficiency and continuity are of primary impor-
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Chapter 1.1

Getting started

1.1.1 Introduction

This Quick Guide provides a general introduction to BioNumerics. Since BioNumerics is a powerful and
complex application, many features are not covered in the Quick Guide. Please refer to the Manual for
more detailed information on these features. A PDF version of the manual can be found in the installation
directory of BioNumerics.

While it is not necessary to follow the entire Quick Guide, Chapter 1.1 and Chapter 1.2 are essential for all
new users. In these Chapters, you will learn how to install the software, create a new database, and add new
database entries. You will then be prepared to import data in the Chapters covering fingerprints (Chapter
2.1), characters (Chapter 2.2), and sequences (Chapter 2.3). If you prefer to start with data analysis, you can
directly go to the Comparisons and Identification Parts (Part 3 and Part 4, respectively).

Your ability to use each Chapter will depend on which modules are included with your license. For example,
the Identification Chapters require the Identification module; the Dimensioning techniques Chapter requires
the Dimensioning and Statistics module, and so on. All modules are included when evaluating the software.

1.1.2 Software installation

If you have not already installed BioNumerics, locate the CD-ROM that came with the package. The latest
version of the software can also be downloaded from the Applied Maths website: go to http://www.
applied-maths. com, select Download and Software.

2.1 Launch the Setup executable.

During a first-time installation of BioNumerics, the Welcome dialog box will display the version number of
BioNumerics that is included with the Setup package (see Figure 1.1.1).

2.2 Please verify that you are installing the correct version and click <Next> to continue.

é If an instance of BioNumerics 6.1 or older is already installed, the update Welcome dialog box

will be displayed. This dialog box shows the version number of the installed instance of BioN-
umerics and the new version. The wizard will offer the choice between the installation of a new
BioNumerics instance (choose a new installation directory) or to upgrade the existing instance
(choose same installation directory as older version).

é If an instance of BioNumerics 6.5 is already installed, the Existing Installed Instances Detected
dialog box will appear when launching the Setup executable. This dialog box allows you to
choose between installing a new BioNumerics instance or changing an existing instance.
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BioMumerics - InstallShield Wizard ﬁ

nstallShield Wizard for BioMumerics
E - ' b

Figure 1.1.1: The Welcome dialog box.

The next dialog will display the Software End User License Agreement (EULA).

2.3 Please read the EULA carefully and click the top I accept the terms of the license agreement radio button
and the <Next> button to continue the installation.

The user name, organization name and BioNumerics license string need to be entered in the Customer
Information dialog box (see Figure 1.1.2). The license string is provided on the sleeve of the CD—ROM or
in case of an upgrade or an internet evaluation license, you may have obtained it electronically.

BioMumerics - InstallShield Wizard ﬁ

! -

Please entes your name, the name of the crganization for which you work and the BioMumerics
license shing.

Lser Mame:

<My Name>

Drganization Name:
<y Orgarazation Name>

Figure 1.1.2: The Customer Information dialog box.

2.4 Specify the user and organization names, enter the license string and press <Next>.

You must enter a valid license string to be able to continue with the installation. In addition the
user and organization names cannot be empty.
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The installation directory for the BioNumerics application and the database home directory can be entered
in the Choose Destination Location dialog box (see Figure 1.1.3).

BioMumerics - InstallShield Wizard ﬁ

o’ =

Encl
deectorny

C:\Program Files\&ppled Maths'\BioNumerics
¥ Create a BioMumerics shortcut on the desklop “

T ey

directory

@ In Common Documents
C:\Users\Public\D: \BioNumesics\D.
[Databases instaled here will be accessible to sl users)

" In My Docusments
AU sers\W'S-admin\Doc
[Databases el

" Custom

C:WU sers\Pubbci\Documents\BioNumerics\D ata

Figure 1.1.3: The Choose Destination Location dialog box.

2.5 Make sure the correct folders are specified and press <Next> once more.

The BioNumerics features that you want to install on the local computer can be selected in the Select
Features dialog box (see Figure 1.1.4). Clicking on a feature in the left pane will display a short description
in the right pane.

BioMumerics - InstallShield Wizard ﬁ

% Install application softwane
4 Install sample database Select this feature to install the
M Install sample and tuterial data BioMumerics appication
[linstall NetKeps server program LT
[Install Sentinel drivers

461.65 MB of space required on the C dive
130558.10 MB of space avalable on the C drive

Figure 1.1.4: The Select Features dialog box.

Install application software:

e In case of a standalone license, the Application software needs to be installed on each computer
that you want to use to run the software. Please note that only on the computer where the dongle is
attached to, you will be able to work with the software.
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o In case of an internet license, the Application software needs to be installed on the computer that
you want to use to run the software. Please note that a permanent and stable internet connection is
required to run the internet license.

o In case of a network license, the Application software needs to be installed on the computers in the
network that you want to use to run the software.

Install sample database and Install sample and tutorial data:

e The Sample database and Sample and tutorial data that are contained in the Setup package are used in
the Quick Guide and in the Manual to illustrate the features of the software. Selecting these features
will install the Sample database and Sample and tutorial data in the BioNumerics home directory that
is specified in the Choose Destination Location dialog box (see Figure 1.1.3).

Install Sentinel drivers:
e In case of a standalone license, the Sentinel drivers need to be installed on each computer that you

want to use to run the software.

e In case of an internet license, you only need an internet connection to run the software. Since no
USB dongle is needed to run an internet license, the Install Sentinel drivers option does not need to
be checked.

e In case of a network license, the Sentinel drivers only need to be installed on the NetKey+ server
computer in the network where the hardware security key will be connected to.

Install NetKey+ server program:

e The NetKey+ server program feature will only be visible and available for installation if a network li-
cense string has been entered in the Customer Information dialog box (see Figure 1.1.2). The NetKey+
server program feature must only be installed on the computer in the network where the hardware se-
curity key will be connected to.

2.6 Tick the appropriate check boxes for the features you want to install and press <Next>.

é If a network license string was entered in the Customer Information dialog box (see Figure

1.1.2), and if the BioNumerics application feature was selected for installation (see Figure 1.1.4),
the NetKey+ connection settings dialog box will pop up where the NetKey+ Server name and
Server port number connection parameters can be entered.

2.7 Click <Install> to start the installation.

The Setup Status dialog box is displayed.

é If a network license string has been entered in the Customer Information dialog box (see Figure

1.1.2), and the NetKey+ server program feature was selected for installation (see Figure 1.1.4),
the Setup will ask if you want to run the NetKey+ Configuration tool. This tool allows you to
install and subsequently start the NetKey+ service.

2.8 Press <Finish> to close the InstallShield Wizard.

2.9 Double-click on the shortcut on your desktop to open BioNumerics. Alternatively, open the start menu
and select BioNumerics under All programs.

The Startup program appears (see Figure 1.1.5).
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ﬂ&‘\., o

-
..“
~
®

ioNUmerics -
Dbt .

Database C t Path =
DemoBase 2D 2011-01-14 10:54 [HOMEDIR]\DemoBase 20

DemoBaze Connected [HOMEDIR}DemoBase Connected

4 1 +
Copyright @ Applied Maths 1598-2011 www.applied-maths.com

Figure 1.1.5: The BioNumerics Startup screen.

1.1.3 Quick Guide tutorial data

The data used in the first two Parts of the Quick Guide (Database and Experiments) can be installed with the
software (check Install sample and tutorial data in the Select Features dialog box, see Figure 1.1.4). Alterna-
tively, the data can be downloaded from the Applied Maths website: go to http://www.applied-maths.
com, select Download, Sample data, and BioNumerics Tutorial Data.

The Comparisons and Identification Parts use the DemoBase Connected database. This database can be
installed with the application software (check Install sample database in the Select Features dialog box, see
Figure 1.1.4).
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Chapter 1.2

Creating and setting up a new database

1.2.1 Creating a new database

A BioNumerics database is a collection of samples which are potentially comparable to each other. Although
a single database can be organized into subsets, very large databases can be unwieldy, so it is preferable to
maintain unrelated samples in separate databases. As an example, we will create a new database containing
closely related E. coli samples.

1.1 In the BioNumerics Startup screen (see Figure 1.1.5), press the J button to enter the New database
wizard.

1.2 Specify E. coli as the new database name and press <Next> twice.
1.3 Press <Finish> and press <Proceed> to set up the new database as a connected Access database.

1.4 Press <Proceed> in the Plugin installation toolbox. Plugins will be installed later.

A new, empty database opens (see Figure 1.2.1).

1.2.2 Setting up a new database

As an exercise, we will import data from the text file Ecoli-info.txt (see Figure 1.2.2) into our E.
coli database. If the Install sample and tutorial data feature was checked in the Install wizard (see Figure
1.1.4), this text file can be found in the Sample and Tutorial data folder in the database home directory.
Alternatively, this text file can be downloaded from our website: goto http://www.applied-maths. com,
select Download, Sample data, and BioNumerics Tutorial Data.

~u

2.1 Select File > Import or press |“= to call the Import tree.

2.2 In the Import tree, expand Entry information data, highlight Import fields (text file) and press <Import>.

2.3 In the Select file step, browse for the Ecoli-info.txt file in the BioNumerics Tutorial data
\Database folder. Select the file, select the TAB separator from the Field separator list and press
<Next> (see Figure 1.2.3).

The way the entry information should be imported from the selected file into the database needs to be
specified with an import template.

2.4 Press the <Create new> button to create a new import template.


http://www.applied-maths.com
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BioNumerics = ) [
File Edit D 5 Exp C Identification Scripts  Help  Window

~
[} b pe

Key

Name Type

Alignments

| Database: E. coli (connected, _DefaultUser_) | Entries: Loaded=0, View=0, Selected=0 | 0 experime

| Atgomen|

nts  CAUsers\Public\Documents\BioNumerics\Data\E. coli |

Figure 1.2.1: The BioNumerics main window.

)| Ecoli-info.txt - Notepad (=B ]
File Edit Format View Help

Entry no. Strain no. Genus species  Type origin Source -
3 cLO01 Escherichia coli 0157 :H7 Austin Human

4 cLo02 Escherichia coli 0157:H7  Austin Meat

7 CLOO3 Escherichia coli 0157 :H7 Houston Human

2 CLOO4 Escherichia coli 0157 :H7 pallas Human

8 CLOOS Escherichia coli 0157 :H7 San Antonio Human

9 CLOO6 Escherichia coli 0157 :H7 E1 Paso Meat

5 CcLO07? Escherichia coli 0157 :H7 Houston Human

2 CLOOB Escherichia coli 0157 :H7 pallas Human

3 cL009 Escherichia coli 0157:H7  Galveston  Human

6 cLO10 Escherichia coli 0157 :H7 ET Paso Meat

8 CcLO11 Escherichia coli 0157 :H7 Lubbock Human

9 cLo12 Escherichia coli 0157:H7  Abilene Meat il
4 3 B

Figure 1.2.2: Import entries from a text file.

This brings up a new dialog box (see Figure 1.2.4). Each column in the selected file corresponds to a row in
the grid (column 1 in the file corresponds to row 1 in the grid, column 2 corresponds to row 2, etc.). The text
File field is specified in the Source type column and the column names are displayed in the Source column.

The last row in the grid holds the name of the file.

2.5 Select the second row in the grid, press the <Edit destination> button and select the BioNumerics Key

field from the list. Press <OK>.

The grid is updated (see Figure 1.2.4).

2.6 Highlight the five other external fields in the grid panel using the Shift-key (make sure the last row in the
grid is not selected). Press the <Edit destination>> button and select the Entry info field option from the
list. Press <OK>.
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-
Import fields

Select file

Select the file to import.

Select file:

Field separator:

s Tutorial data\Database\Ecoli-info.td]

Browse...

[TAE] -

< Back [ Mext = ] ’ Cancel

)

Figure 1.2.3: Select the file to import and the separator.

2.7 Press <OK> once more to accept the default suggested names and press <Yes>.

The grid is updated (see Figure 1.2.4).

-
Edit import template

Template information

Name: E. coli infoermation

Description:

Share this import template

Data conversion rules

[] Show advanced options

Strain no. is mapped to the key field, all other =«
columns are mapped to information fields.

Source type Source
JFile field Strain no.
File field Genus
File field Species
File field SeroType
File field Origin
File field Source
File Mame

Destination type Destination
Key Key

Entry info field Genus
Entry info field Species
Entry info field SeroType
Entry info field Origin
Entry info field Source
[Mone] [Mone]

OK

Cancel

Figure 1.2.4: Define a new import template.

2.8 Optionally, change the default suggested template Name and press <OK>.
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The import template is added to the list and is automatically selected.
2.9 Press <Next> twice.

The E. coli database now contains twelve new entries, each with six database information fields filled in
(see Figure 1.2.5).

i BioMumerics EI&M
File Edit Datak Suk Experi ts i
=
[} b p
Key Genus Species SeroType Origin Source
= | cLoO1 Escherichia coli Q15T:HT Austin Human
= | cLo02 Escherichia coli 0121:H19 Austin Meat
= | CL003 Escherichia coli O15T:HT Houston Human
= | CLOO4 Escherichia coli 015T:HT Dallas Human
= | cLOOS Escherichia coli O15T:HT San Antonio Human
= | CLO06 Escherichia coli 0121:H19 El Paso Meat
= | cLOO7 Escherichia coli O15T:HT Houston Human
= | cLo0B Escherichia coli 015T:HT Dallas Human
= | CLO0S Escherichia coli 0157:H7 Galveston Human
= | cLo10 Escherichia coli 015T:HT El Paso Meat
= | cLo11 Escherichia coli 0121:H19 Lubbock Human
= | CLO12 Escherichia coli O157:H7 Abilene Meat
< I ] 3 -
Jgimmas | Sosaistil ey |
Database: E. coli (connected, _DefaultUser_) | Entries: Loaded=12, View=12, Selected=12 | 0 experiments ~ C:\Users\Public\Documents\BioMumerics\Data\E. coli | i

Figure 1.2.5: The BioNumerics main window after import.

2.10 Double-click on database entry CL0O01 to open the Entry edit window.

Information can be edited in the Entry edit window and saved (see Figure 1.2.6).

[@ Entry edit = E ]

File Edit Attachments Window
Database fields

|

Experiments

E=cherichia

Species coli
Type  O15THT
Origin ~ Austin

Source Human

EEEEEE

Retatons | iments | tachments |

Figure 1.2.6: The Entry edit window.

2.11 Close the Entry edit window.
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Alternative to using the Entry edit window, information in the information fields can be edited directly
by clicking twice (not double-click) on an information field in the database. The information will appear

highlighted and can be edited.

2.12 Click twice on one of the information fields (not a Key information field) or select Ctrl+Enter.

The information appears selected blue against a bright colored background and can be modified (see Figure

1.2.7).

Database entries

Key

CLoo1
cLooz
CLOo03
CcLoo4
CLOOS

Genus

Escherichia
Escherichia

scherichia
Escherichia
Escherichia

Species
coli
coli
coli
coli
coli

Serotype
0157:HY
015T:HY
0157:HT
015T:HY
0157:HY

Figure 1.2.7: Clicking twice on an information field enables direct editing.

2.13 Use the ArrowUp and ArrowDown-keys on the keyboard to jump to the previous/next row.

2.14 To jump to the next column, use the Tab-key.

2.15 To jump to the previous column, select Shift+Tab on the keyboard.

1.2.3 Selections of entries

1.2.3.1 Manual selections

3.1 To select an entry in the database, hold the Ctrl-key and click on the entry in the Database entries panel.

Alternatively, use the space bar to select entries.

The selected entry is marked by a colored arrow (see Figure 1.2.8).

Database entries

Key
= | CLOO1
cLooz
CLOO3
CcLoo4

Genus

Escherichia
Escherichia
Escherichia
Escherichia

Species
coli
coli
coli
coli

Serotype
0157:HT
0157:HT
0157:HT
0157:HT

Figure 1.2.8: A selected entry.

3.2 Selected entries are unselected in the same way (Ctrl+click).

3.3 In order to select a group of entries, click on an entry, hold the Shift-key and click on another entry.

All entries that are listed between these two entries are selected, including the two entries.

3.4 To select all entries in the database, use Edit > Select all entries (Ctrl+A).

3.5 To clear a selection in the database, use Edit > Unselect all entries (4, F4).

1.2.3.2 Automatic search and select functions

Simple and intuitive search functions can be used to search and select entries.

3.6 Select Edit > Search entries... (#, F3).
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3.7 In the Entry search window, enter for example ”Dallas” in the Origin field (see Figure 1.2.9) and press
<Search>.

@ Entry search @
Simple query | Advanced query tool

Key

Genus
Species

Type
Origin Dallas

Source

[] search in list Clear ﬂ]
[] Megative search

Figure 1.2.9: The Entry search window.

All entries having the name ”Dallas” in their *Origin’ field are selected.

3.8 To clear the selection, use Edit > Unselect all entries (@, F4).
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Chapter 2.1

Fingerprint data

2.1.1 Introduction

In this Chapter we will:

Create a fingerprint type experiment

Import a fingerprint gel image file

Process the fingerprint gel file

Link fingerprint data to entries

2.1.2 Sample data

As an exercise, we will import an 8-bit TIFF gel image which was generated by PFGE with the restriction
enzyme Xba-I in our E. coli database. The gel image can be downloaded from the Applied Maths web-
site: go to http://www.applied-maths.com/download/sampledata.htm and click on "BioNumerics
Tutorial Data”. If the Install sample and tutorial data feature was checked in the Install wizard (see Fig-
ure 1.1.4), the gel image can be found in the Sample and Tutorial data folder in the database home
directory.

2.1.3 Create a fingerprint type experiment

First we need to create a new fingerprint type experiment before we can import a gel image file in our E.
coli database.

3.1 In the BioNumerics startup screen, double-click on the E. coli database — created in 1.2.1 — to open it.

3.2 In the BioNumerics main window, select Experiments > Create new fingerprint type... or press the &
button from the Experiments panel toolbar and select New fingerprint type.

3.3 Enter a name, for example PFGE-Xbal and press <Next>.

3.4 In the next dialog box, select Two—dimensional TIFF files and 8-bit OD depth (256 gray values). Press
<Next> to proceed.

3.5 In the next dialog box, select Yes for fingerprints with inverted densitometric values.


http://www.applied-maths.com/download/sampledata.htm
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3.6 Press <Next> to proceed.
3.7 In the final step, leave No selected for applying a background subtraction.

3.8 Press <Finish>.

The Experiments panel now lists the fingerprint type PFGE-Xbal (see Figure 2.1.1).

A X | #
Name Type
=21 PFGE-Xbal Fingerprint types

Figure 2.1.1: The Experiments panel.

@ You can still change the resolution, inversion, and background subtraction settings later when
processing a gel.

2.1.4 Import a fingerprint gel image file

4.1 Select File > Add new experiment file... (&) in the BioNumerics main window.

4.2 Select the file ec-XbaI-001.tif in the BioNumerics Tutorial data \PFGE TIFFS folder.

A box appears asking if you want to edit the image. Press </No> if you are sure the file is an uncompressed
gray scale TIFF image. For the conversion to an uncompressed gray scale TIFF file press <Yes>.

4.3 Since the example file is an uncompressed gray scale TIFF file, press <No>.

The gel image is now available in the Files panel (see Figure 2.1.2). The file is marked with a red "N” ()
indicating that the image has not been processed yet.

Name T
ype ]
1 PFGE-Xbal Fingerprint types -
= ‘Entry ]
Lo X
Name Created Modified =4
H | ec-xbal-001 2010-03-12 16h55méas

1

4 [ | +

Figure 2.1.2: The Experiments panel and Files panel.

2.1.5 Process the fingerprint gel file

Before linking our fingerprint lanes to entries in our database, we must define and process the lanes in the
Fingerprint data window.

5.1 In the Files panel, double—click on the filename ec-Xbal-001 to open the Fingerprint file window.
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5.2 In the Fingerprint file window, select File > Edit fingerprint data to open the Fingerprint data window.

5.3 In the next dialog box, select PFGE-Xbal and press <OK>.

The Fingerprint data window opens and the imported gel image is surrounded by a green rectangle. Since
BioNumerics recognizes the darkness as the intensity of a band, make sure the bands appear as dark bands
on a white background (see Figure 2.1.3).

In case the bands appear as white bands on a black background, invert the values: press il to
open the Fingerprint conversion settings window, check/uncheck the Inverted values check box,
and press <OK> to apply the changes.

2.1.5.1 Define strips

The first step in processing a gel is to crop the image to remove empty space, and to define the lanes.

5.4 Delineate the area of the gel lanes by clicking and dragging the nodes of the rectangle to adjust it. Exclude
the wells from the rectangle (see Figure 2.1.3).

Figure 2.1.3: Area of gel lanes.

5.5 In the toolbar, press |2 to let the software search for the individual lanes.
5.6 Enter 10" as the approximate number of lanes and press <OK>.

5.7 In the toolbar, press |zl to open the Fingerprint conversion settings window.
When opened in the Strips panel the Raw data tab is selected by default.

5.8 Adjust the Thickness of the image strips so the splines border the edges of the bands (e.g. 33 points).
5.9 Press <OK>.

5.10 Adjust the horizontal position of each spline as necessary by clicking and dragging a blue node. Hold
down the Shift-key while dragging a node to adjust the spline locally.
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5.11 Decrease the thickness of the spline in lane 10 by clicking one of its nodes and repeatedly pressing 34 or
F8. Then move the spline over to the good portion of the lane to the left (see Figure 2.1.4).

Figure 2.1.4: Adjusting the thickness and positions of the splines.

Next, we will edit the tone curve to improve the band visibility.

5.12 From the pull down menu, select Edit > Edit tone curve.

5.13 Press <Linear>. The visible gray scale interval now ranges between the minimum and maximum values
in the image (see Figure 2.1.5).

iGe]tonecurve ‘ IEI@E

: IIII|
5 :

— =

T — — |

P S ===

’ Reset ] ’Deaeasezemlevel] ’ Increase zero level ] e i

P ) [n o ) (o)

Figure 2.1.5: The Gel tone curve window.

5.14 Press the other editing buttons such as <Enrhance weak bands> a few times until you have a clear and
sharp image.

5.15 Press <OK> to save changes to the tone curve settings.

m The gel tone curve does not change the image’s densitometric values, only the way they appear
in the Fingerprint data window.

5.16 Press |, to save the work already done.

5.17 Press | », to proceed to the Curves step or press the Curves tab.
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2.1.5.2 Define curves

Now that the lanes have been defined, the software can generate densitometric curves describing the optical
density across the spline along each lane. The left panel shows the strips extracted from the image file, the
right panel shows the densitometric curve of the selected pattern (see Figure 2.1.6). The area between the
blue lines of each lane will be used to calculate the densitometric curve.

5.18 Select lane 3.

Near the top of the lane in the spline there is a pinpoint spot. As a result, a thin peak appears on the
densitometric curve shown on the right side of the window.

5.19 Tt might help to zoom in on the image using the zoom slider.
5.20 Open the Fingerprint conversion settings window again (click on the gl button).
5.21 Change the Averaging thickness for curve extraction to 15 in the Densitometric curves tab.

5.22 Check Median filter and press <OK>.

In lane 3, the thin peak — resulting from the pinpoint spot — has disappeared in the densitometric curve shown
on the right side of the window (see Figure 2.1.6).

[E] Fingerprint data of ec-xbal-001 EIM

File Edit Curves

"Densitometric curve

»

m

F F Fl o F

4 | i | b
Strips IC!.IIUBS ‘ Normalization I Bands I
Fingerprint type: PFGE-Xbal ' TIFF: 640 x 430 x 8 (x1.00)

Figure 2.1.6: Increased splines and median filtering.

BioNumerics can analyze the gel image to determine the optimal settings for removing background noise
from the densitometric curves.

5.23 Select Curves > Spectral analysis.

The following settings are shown in the Spectral analysis window:

1. Wiener cutoff scale: Determines the optimal setting for least square filtering.

2. Background scale: Estimation of the disk size for background subtraction.
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5.24 Close the Spectral analysis window.
5.25 Open the Fingerprint conversion settings window again (click on the 4 button).

5.26 Check Apply least square filtering and specify a Least square filtering Cut off as indicated by the Wiener
cutoff scale in the Spectral analysis window (use the percentage value, e.g. 1). Least square filtering
removes very small peaks from the curves.

5.27 Check Apply in the Background subtraction panel and specify a Background subtraction disk size as
indicated by the background scale in the Spectral analysis window (use the percentage value, e.g. 14).
Background subtraction removes large background trends from the curves.

5.28 Press <OK>.

The background noise has been removed from the curves (see Figure 2.1.7).

DensHomet

Figure 2.1.7: Curves after filtering.

5.29 Press |&, to save the work already done.

5.30 Press b to proceed to the Normalization step or press the Normalization tab.

2.1.5.3 Normalize the gel

Every fingerprint type experiment needs at least one reference system to normalize its gels. Since this is the
first Xba-I gel we have imported, we need to create a reference system based on the standard pattern in this
gel. We will use the standard’s molecular weights to name the reference positions. Subsequent Xba-I gels,
provided they contain the same standard, will be normalized with the same reference system.

5.31 Press #zt to enter the normalized view.

For now, the “normalized view” looks the same as the original view. In a first step we will define the
reference lanes and the reference bands.

5.32 Select lane 1 and press @, to assign it as a reference lane or select References > Use as reference lane.

5.33 Repeat this for lane 6 and lane 10.

5.34 Choose the most suitable standard lane for creating the reference system. For this exercise select lane 6
by clicking anywhere in the lane so that the lane number turns orange.
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5.35 Right-click on the top band in lane 6 and select References > Add external reference position from the
pop-up menu.

5.36 Enter 582.6 and press <OK>.

5.37 Repeat the process for each band in lane 6 as shown in Figure 2.1.8.
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Figure 2.1.8: Reference system.

The reference system for experiment type PFGE-Xbal is now defined (see Figure 2.1.9).

5.38 Select Normalization > Auto assign or press Lid,.

5.39 Make sure Using bands is selected and press <OK>.

5.40 Carefully inspect the assignments made (see Figure 2.1.9).

5.41 If a band assignment is incorrect, select the band and press the Del-key.

5.42 To assign a reference band manually, first click on the reference position tag, then hold the Ctrl-key and
click on the reference band to assign it to that reference position.

5.43 To update the normalization based on the band assignments, select Normalization > Update normaliza-
tion or press .

5.44 Press | b, to proceed to the last step. Alternatively press the Bands tab.

2.1.5.4 Define bands

If you want to use the curves to compare the patterns, no bands need to be assigned and this last step can be
skipped. If you want to compare the patterns using bands, you will need to assign bands in the sample lanes
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[ Fingerprint data of ec-xbal-001 (e

File

Edit References Mormalization

F s -
Densitometric...

Mo active reference system defined
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Figure 2.1.9: Reference positions assigned.

in this last step. Usually, assigning bands in the sample lanes is done first with the software’s automatic band
search, followed by manual corrections. Some trial and error might be required to find the best settings for
the automatic band search.

5.45 To automatically search for bands, press g4, or select Bands > Auto search bands.

In the Band search window, the currently selected lane is shown along the bottom (see Figure 2.1.10).

Band search u
Min. Profiing  "'Gray zone' Min. area Shoulder sens. Search on all lanes

500 % 2 ¢ 000 % u@

(3] Felative to rmas, valus of lane l Preview I [ Cancel ] [ Search on this lane ]

Metrics range: from to

idi lﬂl Juikd
| |

LT

Lane B Walues are shown on log scale

Figure 2.1.10: The Band search window.
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5.46 To scroll through other lanes, press the < and > buttons on the left and right sides of the curve.

5.47 Enter 5 for Min. Profiling, 2 for Gray zone, and press <Preview>.

The red lines across the lane at the bottom of the window indicate which peaks will be assigned bands with
the current settings. The purple area along the curve indicates the minimum profile above which a band is
assigned, while the blue area indicates the gray zone in which bands are considered “uncertain”.

5.48 Press <Search on all lanes> to execute the band search with these settings.

Bands that are found are marked with a green horizontal line, whereas uncertain bands are marked with
a small green ellipse (see Figure 2.1.11). If you see any incorrect band assignments you can edit them
manually:

e To add a band, hold down the Ctrl-key and click on the spot. The cursor automatically jumps to the
closest peak; to prevent this, hold down the Tab—key while clicking.

e To select a group of bands, hold down the Shift-key and click while dragging the mouse pointer
diagonally across the bands.

e To delete one or more selected bands, press the Del-key.

e To mark a band as uncertain, click on the band and select Bands > Mark band(s) as uncertain or press

F5. To mark a band as certain, click on the band and select Bands > Mark band(s) as certain or press
Fé6.

5.49 After you are satisfied with the band assignments, press &, to save the file.

[E) Fingerprint data of ec-xbal-001 [E=EE

File Edit Bands Quantification

] e e e i T ]
Densitometric curve

T Yyw oy

LLER IR

4 1 ] +
Strips  Curves MNormalization
trips | Curves | tion | Bands | ,
Fingerprint type: PFGE-Xbal = TIFF: 640 x 480 x 8 (x1.35) 19 bands

Figure 2.1.11: The Bands tab.

5.50 The program may prompt with the following question: ”The resolution of this gel differs considerably
from the normalized track resolution. Do you wish to update the normalized track resolution?” If the
question appears, answer <Yes>.
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5.51 Exit the Fingerprint data window by selecting File > Exit.

5.52 The software asks: “Settings have been changed. Do you want to use the current settings as new de-
faults?” Select <Yes> so that the settings used for this gel will be saved in the fingerprint type settings.

Congratulations! You have processed your first gel. The reference system and fingerprint settings that are
saved with the fingerprint type experiment will make future Xbal gels much faster to process.

2.1.6 Link fingerprint data to entries

Although we have created individual fingerprint lanes from our gel image, the software does not know which
lanes correspond to which entries in the database. Our next task is to link the fingerprint lanes to the entries
in our database.

6.1 In the Files panel, double—lick on the filename ec-XbalI-001 to open the Fingerprint file window (see
Figure 2.1.12).

6.2 Select lane 2 and select Database > Link Iane or press [,

6.3 In the dialog box enter CL004 and press <OK>.

You can also link a lane to a database entry by dragging the gray arrow icon to the entry key in the database
window. When a lane is linked, the icon becomes purple: «|.

6.4 Drag the arrow icon of lane 3 to entry CL0OO1.

6.5 Continue linking the remaining non—reference lanes from ec-XbalI-001 to the appropriate database entries
as shown in Figure 2.1.12.

@ Fingerprint file "ec-xbal-001" [ =R éj
File Database Window
2 FEEME S WHE R

gerprint info Lio info Lio

Nr. Experiment I; Key Genus Species Type Origin Source I;
bl PFGE-Xbal [RO1] IHERRRRRREGE...  HEEEEE. L.~
|2 PFGE-Xbal [RO1] = | CLOO4 Escherichia coli 0157:HT Dallas Human
bl PFGE-Xbal [RO1] = | CLOO Escherichia coli 0157:HT Austin Human
|4 PFGE-Xbal [RO1] = | CLOOZ Escherichia coli 0157:HT Austin Meat
bt B PFGE-Xbal [RO1] = | CLOOT Escherichia coli 0157:HT Houston Human L
bl [ PFGE-Xbal [RO1] IHERRRRRRaGE...  HEREEE. . T
|7 PFGE-Xbal [RO1] = | CLOO3 Escherichia coli 0157:HT Houston Human
|3 PFGE-Xbal [RO1] = | CLOOS Escherichia coli 0157:HT San Antonio Human
ﬂg PFGE-Xbal [RO1] = | CLOO& Escherichia coli 0157:HT El Paso Meat
|10 PFGE-Xbal [RO1] IHERRRRRRaGE...  HEREEE. [

< [ | + 4 [

Location: Connected database

File name: ec-xbal-001

Fingerprint type: PFGE-Xbal[R01]

Reference system: 582.6(8.56%) ; 445.2(19.18%); 357.8(28.42%); 302.1(36.30%) ; 276.9(40.41%) ; 257.5(43.40%) ; 244.1(45.89

10 entries

Figure 2.1.12: Fingerprint file with linked lanes.

6.6 After linkage, close the Fingerprint file window and open the gel strip for one of the entries in the database
by clicking on a colored dot in the Experiment presence panel.

The card is displayed in raw mode (i.e. not normalized). The band sizes are shown as relative distances from
the top (see Figure 2.1.13).
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Figure 2.1.13: Fingerprint type experiment card: raw mode.

6.7 Close the card by clicking in the small triangle—shaped button in the upper left corner.

2.1.7 Fingerprint type experiment settings

2.1.7.1 Assigning a standard pattern

7.1 Open the fingerprint experiment type PFGE-Xbal by double—clicking on the experiment type in the
Experiments panel.

The Fingerprint type window shows the defined reference positions in relation to the distance on the pattern
in percentage. The reference system is called RO1. The panel left from the reference system is still blank:
the fingerprint still misses a standard pattern. We will link a Standard pattern (e.g. lane 6 of ec-Xbal-001,
i.e. the one used for defining the reference system) to the PFGE-Xbal fingerprint type as follows:

7.2 Close the Fingerprint type window.

7.3 In the Files panel, double—click on ec-Xbal-001 to open the Fingerprint file window.

7.4 In the Fingerprint file window, add lane 6 to the database by selecting it and pressing [
7.5 In the dialog box, enter "REF” and press <OK>.

7.6 Select <Yes> to create the new entry in the database.
A new entry REF is created with the pattern from lane 6 of ec-Xbal-001 linked to it.

7.7 Close the Fingerprint file window.

7.8 Open the fingerprint experiment type PFGE-Xbal by double—clicking on the experiment type in the
Experiments panel.

7.9 Press «|next to Standard in the Settings panel and drag it over to the REF database entry.

The standard pattern is now displayed in the panel next to the reference positions, and the database entry
key REF is indicated as the Standard (see Figure 2.1.14).

If a standard pattern is assigned to a fingerprint type, this standard pattern is shown in the Normalization
tab of the Fingerprint data window (see Figure 2.1.9) to make visual assignment of bands to the reference
positions easier. The choice of a standard has no influence on the normalization process since it is only used
as visual aid.
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Figure 2.1.14: The Fingerprint type window.

2.1.7.2 Calculating a calibration curve

One more step is necessary before we can analyze our fingerprint patterns. Since there are gaps present
between the reference system positions, we must tell the software how to convert other band positions into
metrics (e.g. molecular weights). We will use the reference system to construct a calibration curve which
translates all band positions into metrics.

7.10 In the Fingerprint type window, select Settings > Edit reference system or double-click on RO1.

The Reference system window appears with the message: ”Could not calculate calibration curve. Not enough
markers.”

7.11 Since the molecular weights were already entered as names for the reference positions, we can copy these
molecular weights by selecting Metrics > Copy markers from reference system. Confirm the action.

77.12 Designate a metric unit with Metrics > Assign units, enter kb and press <OK>.

7.13 Close the Reference system window, and close the Fingerprint type window.
The fingerprint type PFGE-Xbal is now defined and configured, and one gel has been added to the database.

7.14 Open a gel strip for one of the entries in the database by clicking on a colored dot in the Experiment
presence panel.
The cards are now displayed in normalized mode (see Figure 2.1.16). Band sizes are shown as molecular
sizes based on the regression curve calculated in the previous step.

7.15 Increase or decrease the size of the card using the keyboard by pressing the numerical ”+” key (increase)
or the numerical - key (decrease).

7.16 Close the card by clicking in the small triangle—shaped button in the upper left corner.
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Figure 2.1.15: Calibration curve calculated.
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Figure 2.1.16: Fingerprint type experiment card: normalized mode.

2.1.8 Additional practice

2.1.8.1 Xbal-002

A second gel file, ec-XbaI-002.tif, which was generated by PFGE with the restriction enzyme Xba-I is
present in the BioNumerics Tutorial data \PFGE TIFFS folder. For this second PFGE-Xbal gel, we
will use the same fingerprint type, reference system, and conversion settings used for the first gel.

8.1 Add and process gel ec-XbaI-002.tif (see Instruction 4.1 to Instruction 5.52). Use lanes 1, 4, 7, and
10 as the reference lanes. The reference system defined for the first gel is displayed in the Normalization

tab. In the Normalization tab, you will just have to select the reference lanes, and let the software look for
the reference bands based on the reference system (Instruction 5.34 to Instruction 5.37 can be skipped).

8.2 After processing the gel, link the lanes to the appropriate database entries (see Figure 2.1.17).

8.3 When linking lane 6 to entry with key CL010, BioNumerics will ask whether or not you want to create a
duplicate key for this entry.

8.4 Press <Yes> to create a duplicate entry for this entry.
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@ Fingerprint file "ec-xbal-002" l =HEC ﬂ
File Database Window
P I LML, 1
gerprint info i ‘info Lio
Nr. Experiment I; Key Genus Species Type Origin Source I;
bl PFGE-Xbal [R01] . . . . -
|2 PFGE-Xbal [R01] = |CLO0& Escherichia coli 015T:HT Dallas Human
bl E PFGE-Xbal [R01] =y |CLO0% Escherichia coli 0157:H7 Galveston Human
|4 PFGE-Xbal [R01] . . . -
bt B PFGE-Xbal [R01] = |CLO10  Escherichia coli 0157:H7 El Paso Meat E
bt [ PFGE-Xbal [R01] CL010... Escherichia coli 015T:HT El Paso Meat
|7 PFGE-Xbal [R01]
|3 PFGE-Xbal [R01] = |CLO11  Escherichia coli 015T:HT Lubbock Human —
ﬂ 9 PFGE-Xbal [RO1] = CLO1Z  Escherichia coli O15T:HT Abilene Meat
|10 PFGE-Xbal [R01]
4 [ | + 4 1 +

erp g v tio

Location: Connected database

File name: ec-xbal-002

Fingerprint type: PFGE-Xbal[R01]

Reference system: 582.6(8.56%) ; 445.2(19.18%) ; 357.8(28.42%); 302.1(35.30%); 276.9(40.41%) ; 257.5(43.49%) ; 244.1(45.89%)

10 entries

Figure 2.1.17: Linking the lanes for gel ec-Xbal-002 to the database entries.

2.1.8.2 Auvrll-001

A second set of gels is present in the BioNumerics Tutorial data \PFGE TIFFS folder. These gels are
created with the restriction enzyme Avr-II. To import these gels in the database, another fingerprint type
experiment is needed.

8.5 Create a new fingerprint type experiment called PFGE-AvrlIl, using the same settings as PFGE-Xbal (see
Instruction 3.2 to Instruction 3.8).

8.6 Process the Avrll gel ec-AvrII-001.tif, using lanes 1, 6, and 10 as the reference lanes. Be sure to
select PFGE-AvrlII as the fingerprint type when opening the file for the first time.

The reference system used in the gels Xbal-001 and Xbal-002 is the same as used in gel AvrII-001.
8.7 To facilitate the assignment of reference positions in gel AvrI[-001, select References > Copy normal-

ization in step 3 of one of the Xbal gels and then select References > Paste normalization in step 3 of
the AvrII-001 gel. The reference positions will be transferred from the Xbal gel to the Avrll gel.

8.8 Select Normalization > Auto assign or press i

8.9 Make sure that Using bands is selected and press <OK>. Reassign the bands if needed.
After processing the gel, link the lanes to the appropriate database entries as shown in Figure 2.1.18.

8.10 Open the fingerprint type experiment PFGE-AvrII by double—clicking on the experiment type in the
Experiments panel.

8.11 Press «|next to Standard in the Settings panel and drag it over to the REF database entry.

8.12 In the same window, select Settings > Edit reference system and select Metrics > Copy markers from
reference system. Confirm the action.

8.13 Designate a metric unit with Metrics > Assign units, and enter kb. Press <OK>.

8.14 Close the Reference system window, and close the Fingerprint type window.
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Nr. Experiment Key Genus Species Type Origin Source
bl PFGE-Awrll [RO1] -
|2 PFGE-Awrll [RO1] = | CLO04 Escherichia coli 015T:HT Dallas Human
bl E PFGE-Awrll [RO1] = | CLOO0Y Escherichia coli 0157:H7 Austin Human
|4 PFGE-Awrll [RO1] = | CLO0Z Escherichia coli 015T:HT Austin Meat
bt B PFGE-Awrll [RO1] = | CLOOT Escherichia coli 0157:H7 Houston Human E
bt [ PFGE-Awrll [RO1] REF
|7 PFGE-Awrll [RO1] = | CLO03 Escherichia coli 0157:H7 Houston Human
|3 PFGE-Awrll [RO1] =» | CLOOS Escherichia coli 015T:HT San Antonio Human
ﬂg PFGE-Awrll [RO1] = | CLO0G Escherichia coli 015T:HT El Paso Meat
10 PFGE-Awrll [RO1]
i
om ] 3 ] I »

Fingerprint file information

Location: Connected database

File name: ec-avrl-001

Fingerprint type: PFGE-Avri[R01]

Reference system: 582.6(8.56%) ; 445.2(19.18%); 357.8(28.42%) ; 302.1(36.30%); 276.9(40.41%); 257.5(43.40%) ; 244.1(45.89%)

10 entries

Figure 2.1.18: Linking the lanes for gel ec-AvrlI-001 to the database entries.

2.1.8.3 Awvrll-002

Process the second PFGE-Avrll gel, ec-AvrII-002.tif, using lanes 1, 4, 7, and 10 as the reference lanes.
Link the lanes to the database entries as you did for Xbal-002 (see Figure 2.1.17).
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Chapter 2.2

Character data

2.2.1 Introduction

In this Chapter we will:

2.2.2 Sample data

Create a character type experiment
Import an Excel character data file
Import a text character data file

Optimize the character type experiment settings

As an exercise, we will import data from a text and Excel file in our E. coli database. If the Install sample
and tutorial data feature was checked in the Install wizard (see Figure 1.1.4), these files can be found in
the Sample and Tutorial data folder in the database home directory. Alternatively, these files can be
downloaded from our website: go to http://www.applied-maths.com/download/sampledata.htm

and click on "BioNumerics Tutorial Data”.

The Excel file Ecoli-Biolog.XLS, located in the BioNumerics Tutorial data \Char import folder,
contains data from 96-well micro titer plates measuring the metabolic activity for various carbon sources
(Biolog system). The file contains twelve samples, CLOO1 to CLO12, corresponding to the twelve E. coli

strains already present in the database (see Figure 2.2.1).

Figure 2.2.1: Part of the Excel file.

17
8
18
8
21
"
14
9
20
15
12
5

B C D E
1 |Strain Number Blank a-Cyclodextrin Dextrin ~ Glycogen Tween 40 Tween 80
2 |CLO01 9 8 12 13
3 |CLO05 7 2 15 9
4 |CLO11 3 10 20 19
5 |CLMM2 6 9 25 15
6 |CLOOB 5 8 19 1
7 |CLOo07 " 4 13 4
8 CL002 10 6 15 12
9 |CLO06 7 4 20 5
10 |CLOO4 8 10 14 7
11 |CLO10 10 5 27 21
12 |CL003 9 0 13 3
13 |CL0OOY 10 3 18 15
14
4 4 » M| Ecoli-biolog .~ ¥J [ m


http://www.applied-maths.com/download/sampledata.htm
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The text file pheno.txt, located in the BioNumerics Tutorial data \Char import folder, contains
biochemical data. The samples, CL001 to CL012, correspond to the twelve E. coli strains already present
in the database (see Figure 2.2.2).

:

j pheno.txt - Notepad

File Edit Format View Help

[|SPECIMEN ID RHA NAG
CLo01 100
CL002
CLOO03
CLO04
CLOO0S
CLOO06
CLO07
CLOO08
CLO09
CLO10
cLo11 100
cLo12 100

4 1 3

=
m
z
o
I
[l
[

100
100
100
100
100
100

o000 0000000
coooooooOoOoOoOo
o000 O0O00O0O0O000OA
COoO00O0OO000O0O0O0OOH
o000 OoOOo0OOoo0oOon

Figure 2.2.2: Part of the text file.

2.2.3 Creating a character type experiment

A new character type experiment needs to be created in our E. coli database before we can import character
data from the Excel sample file (see Figure 2.2.1) into the database.

3.1 In the BioNumerics startup screen, double-click on the E. coli database - created in 1.2.1 - to open it.

3.2 In the BioNumerics main window, select Experiments > Create new character type from the main menu,
or press the | button from the Experiments panel toolbar and select New character type.

3.3 Enter a name, for example Biolog and press <Next>.

3.4 Since the tests in our example Excel file (see Figure 2.2.1) differ in intensity, select Numerical values for
the kind of character data. Since the values are integers, enter O for the number of decimals to use. Press
<Next>.

3.5 The Biolog character type has a closed (fixed) set of characters, so select <No> in the next step and leave
the Layout as it is.

3.6 Press <Finish> to complete the setup of the new character type.

A second character type experiment needs to be created in our E. coli database for the import and storage of
the data that is present in the sample text file (see Figure 2.2.2).

3.7 Create a new character type experiment called Pheno, using the same settings as the Biolog experiment.

Two character types are now listed in the Experiments panel (see Figure 2.2.3).

[N A K i
Name Type &
EH K PFGE-Axvrll Fingerprint types -
e bed PFGE-Xbal Fingerprint types L
=3 Biolog Character types 1
4 Pheno Character types
il i Entry i ]

Figure 2.2.3: The Experiments panel.
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2.2.4 Importing character data from external files

2.2.4.1 Importing character data from an Excel file

u

4.1 Select File > Import or press |4 to call the Import tree.

4.2 Select Character type data in the import tree, highlight Import fields and characters (ODBC) and press
<Import>.

4.3 Press the <Build> button in the ODBC connection step.

The dialog box that pops up is generated by your Windows operating system and may differ depending on
the Windows version installed.

4.4 Click on the tab "Machine Data Source”, pick “Excel Files” from the list and press <OK>. If the data
source is not listed, create a new data source.

4.5 Browse for the Ecoli-Biolog.XLS file in the BioNumerics Tutorial data \Char import folder,
select the file and press <OK>.

The ODBC string is updated in the ODBC connection string input box.

4.6 Select Ecoli-Biolog$ from the Table list and press <Next> (see Figure 2.2.4).

Import fields and characters (=3

ODBC connection
Provide the ODBC connection string and the table to import

ODBC connection string: DSM=Excel + | Build...
Files;DBQ=C\Users\PubliciDocum
ents\bionumerics tutorial
data‘\Char import\Ecoli- -

Table: 'Ecoli-biclog$' v|

[ Mext = ] | Cancel |

Figure 2.2.4: Select the file to import and the table.

4.7 Press the <Create new> button to create a new import template.

This brings up a new dialog box (see Figure 2.2.5). Each column in the selected file corresponds to a row in
the grid (column 1 in the file corresponds to row 1 in the grid, column 2 corresponds to row 2, etc.). The text
File field is specified in the Source type column and the column names are displayed in the Source column.

4.8 Select the first row entry in the grid, press the <Edit destination>> button and select the BioNumerics
Key field from the list. Press <OK>.

The grid is updated (see Figure 2.2.5).

4.9 Select the second row entry, hold the Shift-key, scroll down the list and select the last row in the grid. All
rows holding character information should now be selected in the grid panel.

4.10 Press the <Edit destination> button and select the Biolog option that is listed under the topic Character
(see Figure 2.2.6). Press <OK>.
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Create import template
Template information

Name: Default

Description: Default

Data conversion rules

[] Show advanced options

==l

Source type
File field
File field
File field
File field
File field
File field
File field
File field
File field
File field
File field
File field
File field
File field

Source Destination type
Strain Number Key

Blank Character : Biclog
a-Cyclodextrin Character: Biclog
Dextrin Character : Biclog
Glycogen Character: Biolog
Tween 40 Character : Biclog
Tween 80 Character: Biclog

MN-Acetyl-D-galactosamine
M-Acetyl-D-glucosamine

Character : Biclog
Character: Biclog

Adonitol Character : Biclog
L-Arabinose Character: Biclog
D-Arabitol Character : Biclog
Cellobiose Character: Biclog

meso-Erythritol Character: Biolog

Destination

Key

Blank

a-Cyclodextrin

Dextrin

Glycogen

Tween 40

Tween 80
MN-Acetyl-D-galactosamine
M-Acetyl-D-glucosamine
Adonitol

L-Arabinose

D-Arabitol

Cellobiose
meso-Erythritol

fwm. | »

[ o

) {

Cancel

Figure 2.2.5: Define a new import template.

r

Edit data destination

=)

@ [Mone]

@ Entry info field

=] I3 Character

- @ Pheno

@-I23 Character set info field

Lok JI

Cancel ]

Figure 2.2.6: Link character information to the Biolog experiment.

4.11 Press <OK> once more to accept the default suggested names and press <Yes>.

The grid is updated (see Figure 2.2.5).

4.12 Optionally, change the default suggested template Name and press <OK>.

The import template is added to the list and is automatically selected.

4.13 Press <Next> twice.

After import, the new characters have been added to the Biolog character type and the character data is
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linked to entries CL0O1 to CL012.

4.14 Open the Biolog experiment to verify that new characters have been imported (double-click on the exper-
iment in the Experiments panel).

96 characters are listed in the Biolog Character type window (see Figure 2.2.7).

il |
[E] Character type ‘Biolog’ E@I&J

File Settings Characters Fields Mapping Window

=
i va Ko

Character Min. Max. Color scale
o 500
a-Cyclodextrin o 500
Dextrin o 500
Glycogen o 500
0
0
0

K

Blank

la] »

Tween 40 500
Tween 80 500
N-Acetyl-D-galactozamine 500

Chamcte'rs i llnﬁ?ing I

CAESEIRARAEY

o

Biolog settings
Biolog: numerical values, closed data set (96 characters) i

Biolog (character type nr. 1)

Figure 2.2.7: Characters listed in the Character type window.

4.15 Close the Character type window.

2.2.4.2 Importing character data from a text file

|& to call the Import tree.

4.16 Select File > Import or press

4.17 Select Character type data in the Import tree, highlight Import fields and characters (text file) and press
<Import>.

4.18 Press <Browse> and navigate to the path where the pheno . txt file is stored (BioNumerics Tutorial
data \Char import). Select the file.

4.19 Select TAB as the Field separator and press <Next> (see Figure 2.2.8).

4.20 Press the <Create new>> button to create a new import template.

This brings up a new dialog box (see Figure 2.2.9). Each column in the selected file corresponds to a row in
the grid (column 1 in the file corresponds to row 1 in the grid, column 2 corresponds to row 2, etc.). The text
File field is specified in the Source type column and the column names are displayed in the Source column.
The last row in the grid holds the file name.

4.21 Select the first row entry in the grid, press the <Edit destination™> button and select the BioNumerics
Key field from the list. Press <OK>.

The grid is updated (see Figure 2.2.9).

4.22 Select the second row entry, hold the Shift-key, scroll down the list and select the last row entry in the
grid that has the text File field displayed in the first column (make sure the last row in the grid is not
selected). All rows holding character information should now be selected in the grid.

4.23 Press the <Edit destination> button and select the Pheno option that is listed under the topic Character.
Press <OK>.
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Import fields and characters (=3

Select file
Select the file to import

Select file: cs tutorial data\Char import\pheno.bd Browse...
Field separator: | [Tap) =
< Back [ Mext > l ’ Cancel ]

Figure 2.2.8: Select the file to import and the separator.

Create import template (=3
Template information

Name: Default

Description: Default It

Data conversion rules

[] Show advanced options

Source type Source Destination type Destination ol
IFiIe field SPECIMEN ID Key Key

File field RHA Character : Pheno RHA

File field NAG Character : Pheno MNAG 3

File field RIB Character : Pheno RIB

File field INC Character : Pheno INO |

File field SAC Character : Pheno SAC

File field MAL Character : Pheno MAL

File field ImA Character : Pheno ImA

File field SUB Character : Pheno SUB

File field MNT Character : Pheno MNT

File field ACE Character : Pheno ACE

File field LAT Character : Pheno LAT

File field ALA Character : Pheno ALA

File field MAN Character : Pheno MAN -

Figure 2.2.9: Define a new import template.

4.24 Press <OK> once more to accept the default suggested names and press <Yes>.
The grid is updated (see Figure 2.2.9).

4.25 Optionally, change the default suggested template Name and press <OK>.
The import template is added to the list and is automatically selected.

4.26 Press <Next> twice.

After import, the new characters have been added to the Pheno character type and the character data is
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linked to entries CL0O1 to CL012.

4.27 Open the Pheno experiment to verify that 34 characters have been imported (double-click on the experi-
ment in the Experiments panel).

4.28 Close the Character type window.

2.2.5 Changing the character type settings

The settings that were chosen when the character type was created can be changed at any time in the Char-
acter type window. The way the characters are displayed can also be tailored in this window.

2.2.5.1 Experiment card settings

Character data can be displayed as a list of numerical values or as a graphical representation of the original
experiment.

5.1 In the Database entries window, click on a colored dot in the Experiment presence panel representing the
Biolog experiment for any database entry.

The experiment card opens. The layout of the card can be changed in the Character type window.

5.2 Press the top left corner of the experiment card to close it.

5.3 Double-click on the Biolog experiment in the Experiments panel.

5.4 Select Settings > General settings in the Character type window.

5.5 Press the Experiment card tab to define some graphical attributes of the experiment card.

5.6 Select Plate to represent the experiment card as a micro titer plate, enter 12 as the number of columns
and select Large circular cup as the cell type.

5.7 After having specified these new settings (see Figure 2.2.10), press <OK>. Close the Character type
window.

Character type settings &J

Bt ca

Represent as Mumber of columns:

©® Plate 12
- Lt Cell type:

Large circular cup

Cancel Apply

Figure 2.2.10: The Character type settings dialog box.

5.8 In the Database entries window, click on a colored dot in the Experiment presence panel representing the
Biolog experiment for any database entry.

The experiment card now shows the characters displayed as a 12x8 plate (see Figure 2.2.12).

5.9 Press the triangle in the top left corner of the experiment card to close it.
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2.2.5.2 Character color setup

Character data can be represented as colors along a spectrum of infinitely adjustable colors. This flexibility
in presentation is especially helpful when viewing character data in the Comparison window (see 3.3).

5.10 Double-click on the Biolog experiment in the Experiments panel.
5.11 Select a character from the list, and select Characters > Change character color scale.

5.12 Click on the left side of the color scale (negative reaction).
The left side of the color scale should now be marked with a black triangle.

5.13 Adjust the red, green and blue components by sliding the switches until you have obtained the desired
color for a negative reaction (e.g. red).

5.14 Click on the right side of the color scale (positive reaction) and adjust the red, green and blue components
until you have obtained the desired color (e.g. green).

5.15 To add more transition colors, press <Add point>.

5.16 Adjust the components until you have obtained the desired color (e.g. yellow). Press <OK>.

Edit color scale

Delete paint

Reset

Ok

Cancel

{8 i

e

Figure 2.2.11: The Edit color scale dialog box.

5.17 Select Characters > Copy color scale to all other characters to copy the defined color scale to all charac-
ters. Confirm the action.

All Biolog characters now have the same color scale.

5.18 Close the Character type window.

5.19 In the Database entries window, click on a colored dot in the Experiment presence panel representing the
Biolog experiment for any database entry.

The experiment card shows the characters using the defined color scale (see Figure 2.2.12).

00000008
CO0C OC C
Q0@ 0000
CCecCCCeCC
O0080e000006
CCCCCCCOOC @90
COCCC@C @O C OO
CO@ROCCCC OO0

»,
O
O

2000000 COO00
000G CHOGOGOC
000000000 GO0
9000000000 G0O
PO0OOOGOBGOBGOOO
2000000000CO
200000000000
9200000000600

Figure 2.2.12: Left: default color scale, Right: user-defined color scale.




Chapter 2.3

Sequence data

2.3.1 Introduction

In this Chapter we will:

e Create a sequence type experiment
e Import sequences from a FASTA file

e Import chromatogram trace files

2.3.2 Creating a sequence type experiment

2.1 In the BioNumerics startup screen, double-click on the E. coli database - created in 1.2.1 - to open it.

2.2 In the BioNumerics main window, select Experiments > Create new sequence type from the main menu,
or press the & button from the Experiments panel toolbar and select New sequence type.

2.3 Enter Ribosomal in the wizard and press <Next>.

2.4 Select Nucleic acid sequences and press <Finish> to complete the setup of the new sequence type.

The Ribosomal sequence type is now listed in the Experiments panel (see Figure 2.3.1).

EXpe
[ A K %
Name Type =
1 PFGE-Xbal Fingerprint types -
2 PFGE-Avrll Fingerprint types L
3 Biolog Character types 3
=4 Pheno Character types
5 Ribosomal Seguence types
E il iEntry i ]

Figure 2.3.1: The Experiments panel.
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2.3.3 Importing FASTA sequences

Sequence data stored in GenBank, EMBL or FASTA format in a text file can be imported in the database
using the BioNumerics import functions. As an exercise, we will import the sequences that are present in
the FASTA-formatted text file Ecoli-seq.txt into our E. coli database. If the Install sample and tutorial
data feature was checked in the Install wizard (see Figure 1.1.4), this text file can be found in the Sample
and Tutorial data folder in the database home directory. Alternatively, the file can be downloaded from
our website: gotohttp://www.applied-maths.com/download/sampledata.htm and click on "BioN-
umerics Tutorial Data”. The file contains sequences for twelve samples, CLO01 to CLO12, corresponding to
the twelve E. coli strains already present in the database.

~

3.1 Select File > Import or press |4 to call the Import tree.

3.2 Select Sequence type data in the import tree, highlight Import sequences from text files and press
<Import>.

3.3 Press the <Browse> button.

3.4 Browse for the Ecoli-seq.txt file in the BioNumerics Tutorial data \Sequences \FASTA
folder, and select the file. Press <Next>.

Import sequences ==
Select file(s)
Select the sequence file(s) to import. Files can be in Embl/GenBank or Fasta format.
Select file(s): | <1 files selected...>

/| Preview sequences

| Mext » | | Cancel

Figure 2.3.2: Select the sequence file to import.

If the option <Preview sequences> was checked in the first step of the wizard, the second step displays all
sequences found in the selected file (see Figure 2.3.3). The File name column holds the name of the selected
file, the Length column displays the size of the sequences, and the Header column holds the information
that is present in the description line.

3.5 Press <Next>.

3.6 Press the <Create new>> button to create a new import template.

This brings up a new dialog box (see Figure 2.3.4). When sequences are stored in FASTA format, each
sequence begins with a single-line description, followed by lines of sequence data. The description line
is distinguished from the sequence data by a greater than (”>") symbol. The description line contains the
FASTA tags, separated by a pipe (”|”) symbol. In the example text file only one FASTA tag is present in the
description line of each sequence. This tag corresponds to the Key information in the database.
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Import sequences ==
Sequences preview
Double-click on a sequence to open in the Sequence Viewer
Nr.  File name Length Header
1 Ecoli-seq 1783 CLO01
2 Ecoli-seq 1602 CLOD2
3 Ecoli-seq 1783 CLO10
4 Ecoli-seq 1638 CLol2
5 Ecoli-seq 1782 CLo11
6 Ecoli-seq 1673 CLO0S
7 Ecoli-seq 1783 CLOO3
8 Ecoli-seq 1677 CLODGE
9 Ecoli-seq 1783 CLOD4
10 Ecoli-seq 1675 CL00g
1 Ecoli-seq 1782 CLOOS
12 Ecoli-seq 1674 CLo07
’ < Back “ Mext > | ’ Cancel
Figure 2.3.3: Preview.
Create import template (=3
Template information
Name: Default
Description: Default -
Data conversion rules
[] Show advanced options
Source type Source Destination type Destination i
|Fasta field Field 1 Key Key
Fasta field Field 2 [Mone] [Mone]
Fasta field Field 3 [Mone] [Mone]
Fasta field Field 4 [Mone] [Mone] A
Fasta field Field 5 [Mone] [Mone] 3
Fasta field Field 6 [Mone] [Mone]
Fasta field Field 7 [Mone] [Mone]
Fasta field Field & [Mone] [Mone]
Fasta field Field 9 [Mone] [Mone] —
Fasta field Field 10 [Mone] [Mone]
Fasta field Field 11 [Mone] [Mone]
Fasta field Field 12 [Mone] [Mone]
Fasta field Field 13 [Mone] [Mone]
Fasta field Field 14 [Mone] [Mone] -
0K ] ’ Cancel

Figure 2.3.4: Define a new import template.

3.7 Select the first row entry in the grid, press the <Edit destination> button and select the BioNumerics
Key field from the list. Press <OK>.

The grid is updated (see Figure 2.3.4).

3.8 Press <OK>.
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The import template is added to the list and is automatically selected.

3.9 Press <Next>.

3.10 In the next step, select the Ribosomal sequence type from the Sequence experiment list. Leave all other
settings unaltered and press <Next>.

The sequences are imported in the database and are linked to the E. coli entries in the database.

3.11 In the Database entries window, click on a colored dot in the Experiment presence panel representing the
Ribosomal experiment for any database entry while holding the Shift-key.

The experiment card shows the imported sequence for the selected database entry (see Figure 2.3.5).

B3| cuoo

Eaattgaagagtttgatcatggctcagattg A
aacgctggcggcaggoctaacacatgoaagt
cgaacggtaacaggaagaagcttgottottt
gctgacgagtggcggacgggtgagtaatgtc
tgggaaactogcctogatggagoggoataacta
ctggaaacggtagctaataccgecataacgtc
gcaagaccaaagagggggaccttocgggecte
ttgccatcggatgtgocccagatgggattage
tagtaggtggggtaacggctcacctaggega
cgatccctagctggtctgagaggatgaccag

m

ccacactggaactgagacacggtccagactc
ctacgggaggcagcagtggggaatattgeac
aatgggcgcaagocctgatgcagoccatgocge
gtgtatgaagaaggccttcgggttgtaaagt -

Figure 2.3.5: The Sequence experiment card for entry with key CLOO1.

3.12 Press the triangle in the top left corner of the experiment card to close the card.

3.13 In the Database entries window, click on a colored dot in the Experiment presence panel representing the
Ribosomal experiment for any database entry this time without holding the Shift-key.

The Sequence Viewer pops up. Frame analysis, restriction enzyme analysis, and primer analysis can be
executed from this window.

3.14 Close the Sequence Viewer.

2.3.4 Importing chromatogram trace files

Assembler is a BioNumerics program that assembles contig sequences from partial sequences. The program
accepts flat text files as well as binary chromatogram files (Amersham, Applied Biosystems, Beckman).

As an example, we will import trace files from the influenza A virus strains into a new database. This
example dataset can be found on our website: go to http://www.applied-maths.com/download/
sampledata.htm and click on "Batch assembly & Alignment data”. If the Install sample and tutorial
data feature was checked in the Install wizard (see Figure 1.1.4), the trace files can also be found in the
Sample and Tutorial data \Example_traces folder in the database home directory.

4.1 In the BioNumerics Startup screen, create a new database (see 1.2.1). Call it e.g. SeqAssembly and leave
all settings to their defaults.

In the new, empty created database, install the Batch sequence assembly plugin:

4.2 Press File > Install/Remove plugins.
4.3 Select the Batch sequence assembly plugin from the list of plugins, and press <Install>.

4.4 Confirm the installation of the plugin and close the Plugin installation toolbox.
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The trace files from the influenza A virus strains will be imported and assembled in batch using this Batch
sequence assembly plugin. The steps will not be explained into detail. For detailed information on the use
of this plugin, press the <Manual> button in the Plugin installation toolbox.

4.5 In the BioNumerics main window, select File > Batch sequence assembly > Batch sequence assembly.

4.6 Browse for the Example_traces folder, and select all .SCF trace files that start with the name NA (=
neuraminidase). Press <Open>.

4.7 In the File parsing settings dialog box that appears (see Figure 2.3.6), select SCF as File format, check
Fetch experiment from file parsing and press <Proceed>.

File parsing settings &J

File format: SCE -

_) Seguence experiment : =New experiment=

@ Fetch experiment from file parsing

|:| Use template parse file: Browse

%

Figure 2.3.6: The File parsing settings dialog box from the Batch sequence assembly plugin.

4.8 In the File parsing dialog box, use ”[EXP]_[KEY]-*” as parsing string and press <Parse>.

The key and experiment name is parsed from the filename as shown in Figure 2.3.7.

File parsing &J

Filename parsing string: [EXP]_[KEY]-* -

Include at least [KE] and [EXF]

file KEY EXP i
NA_inflagoi-f inflago NA =
NA_infla00i-r inflago NA
NA_inflagoz-f inflagoz NA
NA_inflagoz-r inflagoz NA
NA_infla0o3-f inflago3 NA
NA_inflA003-r inflago3 NA -
'l 1 +

[ Parse ] [ Proceed ] [ Cancel ]

%

Figure 2.3.7: The File parsing dialog box from the Batch sequence assembly plugin, showing
the key and the experiment name parsed from the filenames in the example data set.

4.9 Press <Proceed> to continue.
In the Experiment settings dialog box that appears, NA is listed under Experiments missing in database.

4.10 Press <Create> to have the sequence type experiment automatically created by the software. Confirm
the action.

4.11 Press <Trimming settings> to pop up the Trimming settings dialog box.
4.12 For the sequences in the example dataset, enter the trimming settings as specified in Figure 2.3.8.

4.13 Press <OK> to close the Trimming settings dialog box.
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Trimming settings ﬁ

Select sequence experiment © | N2

Consensus trimming

Minimum # of seguences 1

Trim pattern Tolerance Offset Search range
Start position | CCAGTAG | 0 | 0 | = |
Stop position | CGGGETC | 0 |-20 | = |

Figure 2.3.8: The Trimming settings dialog box, displaying the trimming settings for the NA
sequence example data.

4.14 Press <Proceed> and then <Assemble> to have the sequences automatically assembled by the Batch
sequence assembly plugin.

4.15 When the assemblies are processed, an interactive report appears (see Figure 2.3.9).

('@ Report: Batch - 2009-04-01 14:25:44 e e
File Display settings Batch sequence assembly  Window
[Tapje —————————
Key HA Message BatchID
inflADO1 warning Align inconsistencies 2008-04-01 14:25:44 |«
inflA002 _ 2008-04-01 14:25:44
inflLADO3 warning Align inconsistencies 2008-04-01 14:25:44
inflADO4 warning Align inconsistencies 2008-04-01 14:25:44 A
inflADOS warning Align inconsistencies 2008-04-01 14:25:44 3
inflLADOG warning Align inconsistencies 2008-04-01 14:25:44
inflADOS& warning Align inconsistencies 2008-04-01 14:25:44
inflADO9 warning Align inconsistencies 2008-04-01 14:25:44 B
inflAD10 warning Align inconsistencies 2008-04-01 14:25:44 il
4 T | »
Total key/experiment assembled: § ' OK: 1 = Solved: 0 ' Read: 0 ' Warning: 8 ' Error: 0
L

Figure 2.3.9: The Report window for the assembled batch of example data.

Warning messages are displayed if alignment inconsistencies occurred that were resolved under the consen-
sus settings.

4.16 Double-click on the warning cell of key inflA001 to display the Detailed report window and to launch
Assembler.

4.17 Select the Aligned traces tab to display the two trace chromatograms (see Figure 2.3.10).
4.18 Use the zoom sliders to obtain the best view of the chromatograms and the sequences.

In the Assembly of key inflA0O01 there is an inconsistency in the alignment around position 365: a T is
missing in the reverse sequence. Using the default Assembler consensus settings, the combination of a gap
in one sequence and a nucleotide in the other sequence, will insert a base in the consensus sequence.

4.19 Close the Assembler window.

4.20 Double-click on the STATUS cell of the message reporting the alignment inconsistency in the Detailed
report window (see Figure 2.3.11).

4.21 Check the Solved radio button in the next window and press <OK>.

4.22 Close the Detailed report window.
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Figure 2.3.10: The Assembler window.
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Figure 2.3.11: The Detailed report window.

The cell in the NA column in the Report window will now show solved for key inflTA001.
4.23 Close the Report window.
The NA sequence type is listed in the Experiments panel in the BioNumerics main window.

4.24 Click on a colored dot in the Experiment presence panel representing the NA experiment for database
entry inflA001 while holding the Shift-key.

The experiment card shows the consensus sequence for the selected database entry.

4.25 Select B in the experiment card to launch Assembler again.

4.26 Close the Assembler window.

4.27 Click on a colored dot in the Experiment presence panel representing the NA experiment for database
entry inflAQ01 this time without holding the Shift-key.

The Sequence Viewer pops up, showing the consensus sequence for the selected database entry.

4.28 To launch Assembler from the Sequence Viewer, press the B button or use the menu option File >
Import sequence using assembler.

4.29 Close the Assembler window and the Sequence Viewer.
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Part 3

Comparisons






Chapter 3.1

General comparison functions

3.1.1 Comparison settings

If the Install sample database feature was checked in the Install wizard (see Figure 1.1.4), the database
DemoBase Connected should be listed in the BioNumerics Startup screen.

1.1 In the BioNumerics Startup screen, double-click on DemoBase Connected to open it.

1.2 To view the comparison settings for an experiment in the database (e.g. RFLP2) double—click on the
experiment in the Experiments panel.

The comparison settings are shown in the Comparison settings panel.

1.3 Select Settings > Comparison settings to open the Comparison settings window.
1.4 Change the settings if desired and close the Comparison settings window.

1.5 Close the Experiment type window.

3.1.2 Comparing two entries

A pairwise comparison is useful because it shows every detail of the comparison for each experiment.
For example, if you want to know exactly how the bands from two fingerprints are aligned, a pairwise
comparison will show the alignment.

2.1 In the BioNumerics startup screen, double-click on DemoBase Connected to open it. In case the De-
moBase Connected was already open, clear any previous selection by pressing F4.

2.2 Select any two entries you want to compare (except STANDARD). Use the Ctrl-button to select the
entries.

2.3 Select Comparison > Compare two entries or press Ctrl+Alt+C.

In the Pairwise comparison window, all experiments present in the database are listed in the Experiments
panel. The similarity values are shown in the Similarity column (see Figure 3.1.1).

2.4 Select an experiment in the left panel to display the comparison details in the right panel.

2.5 Close the window.
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Figure 3.1.1: The Pairwise comparison window.

3.1.3 Creating a new comparison

To compare more than two entries, the Comparison window is used.

3.1 Clear any previous selection by pressing F4.
3.2 Select Edit > Search entries... (#4, F3).

3.3 Specify the name STANDARD in the Genus text box, select Negative search and press the <Search>
button (see Figure 3.1.2).

@ Entry search ﬁ

Simple query | Advanced query tool
Key [C] =2] rFLP1

Genus ‘sTanparn | O] 22| RRLP2
Species | O E|ane
Strain number | B ﬂ PhenoTest
[ =] Fame

] [ 165 ONA
[0 ") DNA-Hybrid

[] search in list Clear Search

Negative search

[ case sensitive Cancel

Figure 3.1.2: The Entry search window.

All non—-STANDARD entries are selected in the database.

3.4 Select Comparison > Create new comparison (Alt+C) or press the s&4 button from the Comparisons
panel toolbar.

A Comparison window is created with the selected database entries.
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3.1.4 Comparison window

4.1 Drag the separator lines between the panels in the Comparison window to the left or right to size them
optimally.

4.2 Drag the separator lines between the field names in the Information fields panel to the left or right to size
the columns optimally.

The Comparison window shows the database entries in the Information fields panel and the images of the
experiments in the Experiment data panel. The Experiments panel list the experiment types, the Groups
panel lists the group sizes and names, and the Analyses panel displays the analyses. The other two panels
contain the dendrogram (Dendrogram panel) and similarity matrix (Similarities panel), if calculated.

3.1.4.1 Comparison layout

Each experiment type in the Experiments panel contains two objects: a button and the experiment type
name on the right hand side of the button. In case of a fingerprint type, the button is shown as ::; character
experiments as [; sequence types as H|; matrix types as */; trend data types as = and composite data sets

as = .

4.3 Press =2 next to RFLP1. The fingerprints for RFLP1 are shown in the Experiment data panel (see Figure
3.1.3).

When the experiments are shown, the icon is displayed with a green check.

4.4 Press :: next to RFLP2. The RFLP2 data are shown to the right of RFLP1 (see Figure 3.1.3).
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Figure 3.1.3: The Comparison window: Two fingerprint types are shown.

4.5 If there is not enough space to show both images at the same time, scroll through the data panel, or use
the zoom slider.

4.6 Drag the separator line between the experiments to the left or to the right to adjust the horizontal space
for a particular experiment.
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4.7 Select experiment type RFLP1 in the Comparison window by selecting its name in the Experiments panel
or click on the RFLP1 image in the Experiment data panel (if shown).

Functions like clustering, PCA, and band matching, as well as layout functions, apply to the currently se-
lected experiment type. When performing any of these functions, be sure the correct experiment is selected!

4.8 Press = next to PhenoTest in the Experiments panel.

The colors defined for the PhenoTest experiment type are shown in the Experiment data panel (see Figure

3.1.4).

4.9 Press E next to 16S rDNA in the Experiments panel.

The sequences are displayed in the Experiment data panel (see Figure 3.1.4).
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Figure 3.1.4: The Comparison window: Character type & Sequence type.

3.1.4.2 Add and remove entries

4.10 Unselect all entries by pressing the F4 key.

4.11 Select a few entries in the Information fields panel of the Comparison window (use the Ctrl and Shift—
keys to select/unselect entries).

4.12 Press s and confirm the action. The selected entries are removed from the comparison.
4.13 Press |8 The selected entries are pasted back into the comparison at the position of the selection bar.
4.14 Select File > Save (&, Ctrl+S) to save the comparison and enter ”All” as the name. Press <OK>.

4.15 Select File > Exit to close the comparison.

Comparison All is now listed in the Comparisons panel of the BioNumerics main window.

3.1.4.3 Create groups

An important display function in the Comparison window is the creation of groups. Groups are subsets of
comparison entries that can be defined from clusters, from database fields, or from any subdivision the user
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desires.

As an example we will use the Genus database field to assign groups in our comparison.

4.16 In the DemoBase Connected database, double—click on the comparison All in the Comparisons panel of
the BioNumerics main window to open the Comparison window.

The comparison All contains all non—~STANDARD entries (see 3.1.3).

4.17 Press the F4 key to clear any selected entries. Right—click on the database field name Genus in the
Information fields panel and select Create groups from database field.

4.18 Select the order in which groups are created (i.e. by size, alphabetically, or by position in the comparison)
and press <OK> to create the groups.

Every genus is now assigned to a unique group. They appear in the Groups panel along with their sizes and
names (see Figure 3.1.5).
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4.19 Save the comparison and close the Comparison window.

Figure 3.1.5: The Comparison window with groups defined.
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Chapter 3.2

Clustering fingerprint data

3.2.1 Comparison window

1.1 In the DemoBase Connected database, double-click on the comparison All in the Comparisons panel of
the BioNumerics main window to open the Comparison window.

The comparison All contains all non-STANDARD entries (see 3.1.3).

1.2 Press = next to RFLP1. The fingerprints for RFLP1 are shown in the Experiment data panel (see Figure
3.1.3).

1.3 Select Fingerprints > Settings > Show metrics scale (jid) to display the metric (e.g. molecular weight)
scale of the selected fingerprint type.

1.4 Press |iLii to show the band positions in the Experiment data panel.

3.2.2 Clustering fingerprint data

Cluster analysis is a two-step process. First, all pairwise similarity values are calculated with a similarity
coefficient. Then, the resulting similarity matrix is converted into a dendrogram with a clustering algo-
rithm. Although in practice these steps are performed together, they each require their own comparison
settings.

2.1 Select Clustering > Calculate > Cluster analysis (similarity matrix) or press &, and select Calculate
cluster analysis.

The Comparison settings wizard allows you to specify the settings related to the similarity coefficient for
calculation of the similarity matrix and the clustering method to be applied. The first step deals with the
similarity coefficient (see Figure 3.2.1).

2.2 Select Dice from the list.
Additional settings are listed in the right panel.

2.3 Enter a Optimization of 0.50%, and a Band matching Tolerance of 0.50%. Leave all the other settings to
0% (see Figure 3.2.1).

The Optimization setting limits the amount of movement for each fingerprint as a whole. The Band matching
Tolerance setting limits the amount of movement for each band.

2.4 Press <Next>.
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Figure 3.2.1: Select similarity coefficient.

In step 2 of the Comparison settings wizard, the options related to the clustering algorithms are grouped
(see Figure 3.2.2). Under Method, the clustering algorithm to be applied on the similarity matrix can be
selected. A Dendrogram name can be entered in the corresponding text box. By default, the name of the
experiment type will be used.

2.5 Select UPGMA, check Calculate error flags and select Cophenetic correlation from the Branch quality
list (see Figure 3.2.2).

If Calculate error flags is checked, the program will calculate the standard deviations associated with each
cluster. The Cophenetic Correlation is another parameter that expresses the consistency of a cluster. This
method calculates the correlation between the dendrogram-derived similarities and the matrix similarities.
The value is calculated for each cluster thus estimating the faithfulness of each sub-cluster of the dendro-
gram.

2.6 Press <Next> again in the Comparison settings wizard to start the cluster analysis.

During the calculations, the program shows the progress in the Comparison window’s caption (as a percent-
age), and there is a green progress bar in the bottom of the window.

When finished, the dendrogram and the similarity matrix are displayed in their corresponding panels. The
cluster analysis is listed in the Analyses panel of the Comparison window (see Figure 3.2.3).

The Cophenetic correlation is shown at each branch, together with a colored dot, of which the color ranges
between green-yellow-orange-red according to decreasing cophenetic correlation. This makes it easy to
detect reliable and unreliable clusters at a glance.

Blue bars are also shown at each node, corresponding to the Standard deviation of values in that region of
the similarity matrix. The average and the standard deviation of similarity values for the selected node are
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Figure 3.2.3: The Comparison window.

shown above the dendrogram.

2.7 Left-click on the dendrogram to place the cursor on any node or tip (where a branch ends in an individual
entry).
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2.8 To select entries in a cluster, click on the node of the cluster while holding the Ctrl-button.

2.9 Press |3, to remove the selected entries from the cluster analysis. Confirm the action. The dendrogram is
automatically updated.

2.10 Select Edit > Paste selection or |i§.. The cluster analysis is recalculated automatically, and the selected
entries are placed back in the dendrogram.

A branch can be moved up or down to improve the layout of a dendrogram:

2.11 Click the branch which you want to move up in the dendrogram and select Clustering > Move branch up
or press the |EL button in the Dendrogram panel.

2.12 Click the branch which you want to move down in the dendrogram and select Clustering > Move branch
down or press the |E4 button in the Dendrogram panel.

To simplify the representation of large and complex dendrograms, it is possible to simplify branches by
abridging them as a triangle.

2.13 Select a cluster of closely related entries and select Clustering > Collapse/expand branch or press the &,
button in the Dendrogram panel. Repeat this action to undo the abridge operation.

2.14 Tf no groups are defined in the Comparison window, right-click on the field name Genus in the Informa-
tion fields panel, select Create groups from database field and confirm.

2.15 Select Clustering > Dendrogram display settings or press the g4 button in the Dendrogram panel.
This pops up the Dendrogram display settings dialog box.

2.16 Uncheck Show error flags, uncheck Show branch quality, and enable Show group colors. Press <OK>.
The dendrogram branches are now colored according to the group colors (see Figure 3.2.4).

2.17 Select Clustering > Show information or press [, in the Dendrogram panel. This pops up a Report
window with the comparison settings. Close the Report window.

2.18 Save the comparison with the dendrogram by selecting File > Save or pressing |&..

3.2.3 Matrix display functions

The similarity values in the Similarities panel are represented by shades of blue.

3.1 To show the values in the matrix, select &, in the toolbar of the Similarities panel.

3.2 To view a pairwise comparison, double-click on the appropriate cell in the matrix.

3.2.4 Printing a cluster analysis

BioNumerics can export the cluster analysis as it appears in the Comparison window.

4.1 Select File > Print preview... (&, Ctrl+P).

4.2 To scan through the pages that will be printed out, use Edit > Previous page ((4., Pge Up) and Edit >
Next page (2., Pge down).

4.3 To zoom in or out, use Edit > Zoom in (&4, Ctrl+Pge Up) and Edit > Zoom out (:x, Ctrl+Pge Down)
or use the zoom slider.
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Figure 3.2.4: Show group colors on dendrogram.

4.4 To enlarge or reduce the whole image, use Layout > Enlarge image size (#A) or Layout > Reduce image

size (|Aa).

4.5 If a similarity matrix is available, it can be included with Layout > Show similarity matrix ().

4.6 On top of the page, there are a number of small yellow slider bars, which can be moved.

4.7 To preview and print the image in full color select Layout > Use colors ().

4.8 Export the image to the clipboard with File > Copy page to clipboard (L) and selecting an appropriate
format.

4.9 If a printer is available, use File > Print all pages (|2l)) or File > Print this page (\El) to print one or all
pages.

4.10 Select File > Exit to close the Comparison print preview window.

3.2.5 Additional practice

5.1 In the E. coli database - created in 1.2.1 - create a comparison of all the database entries except REF.

5.2 Create groups from the Source database field.
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5.3 Show the PFGE-Xbal patterns and perform a cluster analysis using Dice and UPGMA .
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Clustering character data

3.3.1 Comparison window

1.1 In the DemoBase Connected database, double-click on PhenoTest in the Experiments panel.

Twenty characters are listed, with a character range of 0 to 3. The color scale for each character ranges from
yellow to blue, with a green transition color.

r Bl
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I | T Ee
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X c 0.000 3.000 | -
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v |cs 0.000 3.000 | o
Characters i Mapping I

omparison setting

[m] »

PhenoTest settings
PhenoTest numerical values, closed data set (21 characters)

—' Comparison
PhenoTest (character type nr. 6)

Figure 3.3.1: The Character type window.

1.2 Close the Character type window.

1.3 In the DemoBase Connected database, double-click on the comparison All in the Comparisons panel of
the BioNumerics main window to open the Comparison window.

The comparison All contains all non-STANDARD entries (see 3.1.3).
1.4 Select PhenoTest in the Experiments panel and press the . icon next to PhenoTest.

The character values are displayed as colors according to the color scale defined for each character in the
Character type window (see Figure 3.3.1).

1.5 Select Characters > Show values () to show the character values for all entries.

1.6 The character values can be displayed as colors again with Characters > Show colors ().
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1.7 Select a character in the header of the Experiment data panel (e.g. ¢5).

1.8 Select Characters > Sort by character value (k) in the Experiment data panel.

The entries are now sorted by increasing value of the selected character (see Figure 3.3.2).
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Figure 3.3.2: The Comparison window: character type experiment.

3.3.2 Clustering character data

Cluster analysis is a two-step process. First, all pairwise similarity values are calculated with a similarity
coefficient. Then, the resulting similarity matrix is converted into a dendrogram with a clustering algo-
rithm. Although in practice these steps are performed together, they each require their own settings.

2.1 Select Clustering > Calculate > Cluster analysis (similarity matrix) or press [, and select Calculate
cluster analysis.

The Comparison settings wizard allows you to specify the settings related to the similarity coefficient for
calculation of the similarity matrix and the clustering method to be applied. The first step deals with the
similarity coefficient (see Figure 3.3.3).

2.2 Select Pearson correlation from the list and press <Next> (see Figure 3.3.3).

In step 2 of the Comparison settings wizard, the options related to the clustering algorithms are grouped
(see Figure 3.2.2). Under Method, the clustering algorithm to be applied on the similarity matrix can be
selected. A Dendrogram name can be entered in the corresponding text box. By default, the name of the
experiment type will be used.

2.3 Select UPGMA, check Calculate error flags and select Cophenetic correlation from the Branch quality
list (see Figure 3.2.2).

If Calculate error flags is checked, the program will calculate the standard deviations associated with each
cluster. The Cophenetic Correlation is another parameter that expresses the consistency of a cluster. This
method calculates the correlation between the dendrogram-derived similarities and the matrix similarities.
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Figure 3.3.3: Select similarity coefficient.

The value is calculated for each cluster thus estimating the faithfulness of each sub-cluster.
2.4 Press <Next> again in the Comparison settings wizard to start the cluster analysis.

During the calculations, the program shows the progress in the Comparison window’s caption (as a percent-
age), and there is a green progress bar in the bottom of the window.

When finished, the dendrogram and the similarity matrix are displayed in their corresponding panels. The
cluster analysis is listed in the Analyses panel of the Comparison window (see Figure 3.3.4).

The Cophenetic correlation is shown at each branch, together with a colored dot, of which the color ranges
between green-yellow-orange-red according to decreasing cophenetic correlation. This makes it easy to
detect reliable and unreliable clusters at a glance.

Blue bars are also shown at each node, corresponding to the Standard deviation of values in that region of
the similarity matrix. The average and the standard deviation of similarity values for the selected node are
shown above the dendrogram.

2.5 Left-click on the dendrogram to place the cursor on any node or tip (where a branch ends in an individual
entry).

2.6 To select entries in a cluster, click on the node of the cluster while holding the Ctrl-button.

2.7 Press |3, to remove the selected entries from the cluster analysis. Confirm the action. The dendrogram is
updated.

2.8 Select Edit > Paste selection or |§,. The cluster analysis is recalculated automatically, and the selected
entries are placed back in the dendrogram.

A branch can be moved up or down to improve the layout of a dendrogram:

2.9 Click the branch which you want to move up in the dendrogram and select Clustering > Move branch up
or press the |EL button in the Dendrogram panel.
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Figure 3.3.4: The Comparison window.

2.10 Click the branch which you want to move down in the dendrogram and select Clustering > Move branch
down or press the &4 button in the Dendrogram panel.

To simplify the representation of large and complex dendrograms, it is possible to simplify branches by
abridging them as a triangle.

2.11 Select a cluster of closely related entries and select Clustering > Collapse/expand branch or press the &,
button in the Dendrogram panel. Repeat this action to undo the abridge operation.

2.12 If no groups are defined in the Comparison window, right-click on the field name Genus in the Informa-
tion fields panel, select Create groups from database field and confirm.

2.13 Select Clustering > Dendrogram display settings or press the g4 button in the Dendrogram panel.
This pops up the Dendrogram display settings dialog box.

2.14 Uncheck Show error flags, uncheck Show branch quality, and enable Show group colors. Press <OK>.
The dendrogram branches are now colored according to the group colors.

2.15 Select Clustering > Show information or press [, in the Dendrogram panel. This pops up a Report
window with the comparison settings. Close the Report window.

2.16 Save the comparison with the dendrogram, by selecting File > Save or pressing Ji&l,.

More information on the tools that are available in the Comparison window can be found in 3.2.3 and 3.2.4,
and in the BioNumerics manual.
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Sequence alighment and clustering

3.4.1 Introduction

Sequence alignment is inseparable from cluster analysis. In this Chapter we will perform a pairwise cluster
analysis, then a multiple alignment, followed by a global cluster analysis in both the Comparison and the
Alignment window.

3.4.2 Comparison window

3.4.2.1 Pairwise sequence cluster analysis

First we will calculate the similarities between all pairs of sequences based on pairwise alignments.

2.1 In the DemoBase Connected database, double-click on the comparison All in the Comparisons panel of
the BioNumerics main window to open the Comparison window.

The comparison All contains all non—STANDARD entries (see 3.1.3).

2.2 Press M| next to the sequence type 16S rDNA in the Experiments panel to display the sequences.
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Figure 3.4.1: The Comparison window: Sequence type experiment (initial view).
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Initially, the sequences are not aligned and no similarity matrix exists (see Figure 3.4.1).

2.3 Select Clustering > Calculate > Cluster analysis (similarity matrix) or press &, and select Calculate
cluster analysis.

The Comparison settings wizard appears. The settings are shown in the right panel of the dialog box and
depend on the algorithm selected in the left panel (see Figure 3.4.2).

2.4 Select Standard under Pairwise alignment, leave the other settings unaltered and press <Next>.
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Figure 3.4.2: Select similarity coefficient.

In step 2 of the Comparison settings wizard, the options related to the clustering algorithms are grouped
(see Figure 3.2.2). Under Method, the clustering algorithm to be applied on the similarity matrix can be
selected. A Dendrogram name can be entered in the corresponding text box. By default, the name of the
experiment type will be used.

2.5 Select UPGMA and press <Next>.

During the calculations, the program shows the progress in the Comparison window’s caption (as a percent-
age), and there is a green progress bar in the bottom of the window.

When finished, the dendrogram and the similarity matrix are displayed in their corresponding panels. The
cluster analysis is listed in the Analyses panel of the Comparison window. The sequences are still unaligned.

3.4.2.2 Multiple sequence alignment

The multiple alignment is derived from the dendrogram created by the pairwise clustering. Each node in
the dendrogram represents a consensus sequence for that cluster, created during the construction of the
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dendrogram. The root node represents the consensus sequence for the entire dendrogram. This global
consensus is used to align all of the sequences in the comparison simultaneously.

2.6 Select Sequence > Multiple alignment or .

2.7 Accept the default settings and press <OK> to start the multiple alignment.

When the calculations are done, the sequences are aligned in the Experiment data panel (see Figure 3.4.3).
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Figure 3.4.3: Multiple sequence alignment.

2.8 Select Sequence > Block type > Neighbor blocks to show the Neighbor match representation. Bases
that differ from their neighbors are highlighted (see Figure 3.4.4).

Next, we are going to create a consensus sequence based on all sequences in the Comparison window.
2.9 For this exercise, select the root and Sequence > Create consensus of branch.

A dialog box prompts “Enter minimum consensus percentage”. If a minimum percentage of 50 is specified,
a base at a given position will only be shown in the consensus sequence if at least 50% of the sequences
have that base at the given position.

2.10 Enter a minimum consensus percentage of ”50” and press <OK>.

The global consensus sequence is shown above the sequences in the Experiment data panel. For every
position at which at least 50% of the aligned sequences agree, that base appears in the consensus sequence.
Otherwise, the position is labeled N.

2.11 Select Sequence > Block type > Consensus blocks to highlight the bases that are identical to the con-
sensus sequence (see Figure 3.4.4).

2.12 Select Sequence > Block type > Consensus difference to show only the bases that differ from the con-
sensus sequence (see Figure 3.4.4).

2.13 A consensus sequence can be copied to the clipboard with Sequence > Copy consensus to clipboard.

2.14 Save the comparison by selecting File > Save or pressing |&l,.
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CCGCGTA-TTGCCGGATG
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GT|A

Figure 3.4.4: Neighbor match; Consensus match; Consensus difference.

3.4.2.3 Sequence cluster analysis based on multiple alignment

We can now cluster the sequences based on the multiple alignment. Since the multiple alignment differs
from the initial pairwise alignments, the resulting similarity matrix will differ somewhat from that of the
pairwise clustering.

2.15 To calculate a global clustering based on the alignment that is present in the Experiment data panel, select
Clustering > Calculate > Cluster analysis (similarity matrix)....

The Comparison settings wizard appears (see Figure 3.4.2). The settings are shown in the right panel of the
dialog box and depend on the algorithm selected in the left panel.

2.16 Select the Multiple alignment based option under Multiple alignment in the left panel.

2.17 Use the Default cost table, check Discard unknown bases, select a Gap penalty of 0, apply no correction
and leave Use active zones only unchecked. Press <Next>.

2.18 Select Neighbor Joining as the clustering method in the next step and press <Next> to calculate the
global cluster analysis (see Figure 3.4.5).
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Figure 3.4.5: The Comparison window.
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3.4.2.4 Exporting a multiple alignment

2.19 To export the sequences as a text file select File > Export > Export sequences (tabular).
2.20 Use the File > Export > Export sequences (formatted) to export the sequences in a more advanced way.

2.21 Save and close the Comparison window.

3.4.3 Alignment window

The Alignment window is a convenient tool for the calculation of multiple sequence alignments, subsequence
searches and mutation analysis. In this Section, the influenza dataset in the database SeqAssembly will be
used to illustrate some basic features in the Alignment window.

3.1 Open the SeqAssembly database (see 2.3.4 for the creation of the database and import of the files).

3.2 Make sure the Alignments panel is displayed in the BioNumerics main window (see Figure 3.4.6).

i B A = #
Name Created Modified >
|
Ali iC" p isons] A i IPower ]

Figure 3.4.6: The Alignments panel.

3.3 Select Comparison > Alignments > Create new or press the @ button in the Alignments panel.
3.4 Enter a name, for example MyAlign and press <OK>.

3.5 Press Ctrl+A to select all entries in the database and press the &, button in the Alignments panel to open
the project with the selected entries. Press <OK>.

3.4.3.1 Sequence display

3.6 In the Alignment window, press the B3| button to load the curves in the Sequence display 2 panel.

3.7 Select Options > Sequence display 2, check Show multi line curves, Show sequence, and Use sequence
color codes. Press <OK>.

The curves are displayed on different lines. The consensus sequence is shown on top of the chromatograms.

3.4.3.2 Alignment and clustering

3.9 Select Alignment > Calculate > Multiple alignment or press the B button.

The settings for the successive pairwise and multiple alignment steps are shown in the new window.

3.10 Select <Defaults> and press <OK>.
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The dendrogram and similarity matrix are still based on the pairwise similarity values.

3.11 To calculate the clustering based on the multiple alignment press the g button.

3.12 Select Neighbor Joining, leave all other settings unaltered, and press <OK>.

3.4.3.3 Mutation and SNP analysis

Before we can search for mutations, we first need to calculate a consensus sequence.

3.13 Make sure all entries are selected (Ctrl+A) and select Alignment > Consensus > Create from selected
entries or press ..

3.14 In the dialog box, leave the first setting unaltered, enter 20 as the "Minimal fraction of a specific nu-
cleotide ...” and press <OK>.

The consensus is displayed in the header of the Sequence display I panel.

3.15 Select Mutations > Search or press the k.|, button in the Mutation listing panel.

3.16 Leave all settings at their defaults and press <Find> to start the mutation search.
The results are displayed in the Mutation listing panel.

3.17 Click on any of the mutations listed in the panel.
The cursor will jump to the corresponding position on the alignment and the curves.

3.18 Save the project and close the Alignment window.
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Figure 3.4.7: The Alignment window.
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Band matching tables

3.56.1 Creating a band matching table

Fingerprint patterns do not have well-defined characters. Band positions vary continuously, although they
do tend to fall into categories, or band classes. BioNumerics allows you to formally define band posi-
tion classes, thereby creating a band matching table. This in turn allows you to apply more sophisticated
analytical tools, such as polymorphism analysis and principal components analysis.

3.56.1.1 Creating a composite data set

As will be described in the next Chapter, a composite data set can be used to combine two or more experi-
ments. A composite data set can also be used to convert fingerprint band classes into a band matching table.
As an exercise we will define a composite data set containing the fingerprint experiment RFLP1.

1.1 In the DemoBase Connected database, press &, from the Experiments panel toolbar and select New
composite data set.

1.2 Enter RFLP1-table and press <OK>.
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Figure 3.5.1: The Composite data set window.

1.3 Select RFLP1 in the Composite data set window and select Experiment > Use in composite data set.
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The RFLP1 experiment is checked with a green V-sign (see Figure 3.5.1).
1.4 Close the Composite data set window.

RFLP1-table is shown in the Experiments panel of the BioNumerics main window (see Figure 3.5.2).

pa ” X6
Name Type -

= |
=-1 AFLP Fingerprint types -
e bd RFLP1 Fingerprint types
£ RFLPZ Fingerprint types
|4 FAME Character types E
s PhenoTest Character types
[+ 165 rDNA Sequence types
|7 DMNA-Hybrid Matrix types
= |8 RFLP1-table Composite data sets

Experiments i Entry relations ]

Figure 3.5.2: The Experiments panel.

3.5.1.2 Creating band classes

Band classes are position categories to which individual bands are assigned. Just as the position tolerance
and optimization settings determine how a pair of fingerprint patterns are aligned, they also determine how
band classes are created for a whole comparison. The result is a band table with defined columns corre-
sponding to band class positions.

1.5 In the DemoBase Connected database, double-click on the comparison All in the Comparisons panel of
the BioNumerics main window to open the Comparison window.

The comparison All contains all non-STANDARD entries (see 3.1.3).

1.6 In the Comparison window, select RFLP1 in the Experiments panel and press =:
1.7 Select Fingerprints > Perform band matching or press the | button.

1.8 Select Find classes on all entries and press <OK>.

The software defines the band classes for RFLP1 and assigns each band to a class. The classes are shown
as blue lines (see Figure 3.5.3).

1.9 Use the zoom sliders to obtain the best view of the band classes.

All band classes are labeled with a band class label. If a band class is selected, its label is highlighted. If a
regression curve is calculated for the reference system, the metric positions of the band classes are displayed
in the label.

3.5.1.3 Displaying the band matching table

The band classes are shown as blue lines crossing the fingerprints. To analyze them further, the band classes
must be displayed as a band table, using a composite data set.

1.10 Show the band matching table by pressing = next to RFLP1-table.
Each cell in the table represents a band’s presence or absence.

1.11 To see the band class labels completely, drag the separator line between the table and the labels down-
wards.
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Figure 3.5.3: Band classes.

1.12 To export a tab-delimited text file containing the binary band matching table, select Composite > Export
character table and press <Yes>.

1.13 To show the intensity of the bands as colors, choose Composite > Show quantification (colors) (&) (see
Figure 3.5.4).

1.14 To display the intensities of the bands as numerical values, select Composite > Show quantification
(values).
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Figure 3.5.4: Left: band classes on the fingerprint type; Right: intensities of the bands shown
in color.

3.5.2 Band polymorphism analysis

Band matching tables allow you to identify band classes that discriminate sets of entries. For example, you
might want to identify bands that appear only in certain entries. Such discriminating bands can then be
analyzed further using other experimental methods.
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3.5.2.1 Finding discriminative band classes

Band classes can be sorted based on how well they discriminate a set of entries from the rest. In this example
we will find band classes that separate Vercingetorix entries from the others.

2.1 Make sure the composite data set RFLP1-table is shown and selected in the Comparison window.

2.2 Minimize or reduce the Comparison window so that the Information fields window (at least the menu and
toolbar) becomes visible.

2.3 Press F4 to make sure that no entries are selected.
2.4 Press F3 and enter V* in the Genus field of the Entry search window. Press <Search>.

2.5 To view the selected entries, choose Edit > Arrange entries > Bring selected entries to top in the Com-
parison window.

2.6 Select Composite > Discriminative characters.

The characters (band classes) are rearranged so that the characters positive for the selected entries are to
the left, and the characters negative for the selected entries are to the right. Characters in the middle are
relatively uninformative with respect to the delineation of Vercingetorix.

3.5.2.2 Sorting entries by band intensity

The band matching table also allows you to sort entries by band intensity. This helps to identify entries for
which a band of particular interest is present.

2.7 Select Composite > Show quantification (colors) (&) to show the band table as an intensity table.
2.8 Select a band class by clicking on its label in the header. The band class is highlighted.

2.9 Select Composite > Sort by character or press the 4k, button.

The entries are now sorted by increasing band intensity for the selected band class.

3.5.3 Additional practice

3.1 In the E. coli database - created in 1.2.1 - create a new composite data set for both fingerprint types
PFGE-Xbal and PFGE-AvrIlL

3.2 Perform band matching on entries linked to PFGE-Xbal and PFGE-AvrII data.
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Composite data sets

3.6.1 Introduction

With a composite data set multiple experiments can be combined into a single analysis. Two options are
possible for the calculation of the similarity between entries based on a composite data set:

e Option 1: The individual similarity matrices are calculated for each experiment type that is present
in the composite data set, and a combined matrix is then calculated by averaging the values.

e Option 2: All characters from the different experiment types present in the composite data set are
merged, and from this set, the similarity matrix is calculated (= ”combined matrix”).

3.6.2 Combining character experiments

In this first example we will combine two different character type experiments.

3.6.2.1 Creating a composite character set

Setting up a composite data set requires just a few steps:

2.1 In the DemoBase Connected database, press &, from the Experiments panel toolbar and select New
composite data set.

2.2 Enter a name (e.g. Pheno-all) and press <OK>.
The Composite data set window is shown for Pheno-all.

2.3 Select PhenoTest and select Experiment > Use in composite data set.

2.4 Repeat this for FAME (see Figure 3.6.1).

In this composite data set, we will let the software correct for internal weights, since FAME contains more
characters than the PhenoTest.

2.5 Select Experiment > Correct for internal weights.
2.6 Open the comparison settings for the composite data set by selecting Experiment > Comparison settings.

2.7 Make sure Average from experiments is selected in the first tab and press <OK>.
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Figure 3.6.1: The Composite data set window.

2.8 Select File > Exit to close the Composite data set window.

Pheno-all is listed in the Experiments panel of the BioNumerics main window.

3.6.2.2 Cluster analysis of a composite character set

Composite data sets allow you to display and arrange the data in novel ways:

2.9 In the DemoBase Connected database, double-click on the comparison All in the Comparisons panel of
the BioNumerics main window to open the Comparison window.

The comparison All contains all non-STANDARD entries (see 3.1.3).

2.10 In the Experiments panel select Pheno-all and press = next to Pheno-all.

2.11 Select Clustering > Calculate > Cluster analysis (similarity matrix) or press |, and select Calculate
cluster analysis.

2.12 Make sure Average from experiments is selected and press <Next>.

2.13 Select UPGMA in the next step of the wizard and press <Next>.

The resulting dendrogram is shown in the Dendrogram panel and is based upon the average matrix of both
similarity matrices.

2.14 To show the data as colors, choose Composite > Show quantification (colors) (&3)).

2.15 Select Composite > Calculate clustering of characters or press the gl button in the Experiment data
panel.

2.16 Select Pearson correlation and press <OK>.
The characters are clustered (see Figure 3.6.2).

2.17 Select a set of entries by pressing the Ctrl-button and clicking on a node in the dendrogram.

2.18 Select Composite > Discriminative characters.
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Figure 3.6.2: Transversal clustering: entries (horizontal) and characters (vertical).

The characters are arranged according to how well they discriminate the selected entries from the other
entries. Characters at the left are positive indicators, characters at the right are negative indicators, while
those in the middle are uninformative.

3.6.3 Combining fingerprint experiments

In this example we will combine two fingerprint type experiments.

3.6.3.1 Creating a composite data set

3.1 In the DemoBase Connected database, press &, from the Experiments panel toolbar and select New
composite data set.

3.2 Enter a name (e.g.”RFLP-combined”) and press <OK>.
The Composite data set window is shown for RFLP-combined (see Figure 3.6.3).
3.3 Select RFLP1 and select Experiment > Use in composite data set.
When an experiment type is selected in the composite data set, it is marked with a green check.

3.4 Repeat this for RFLP2.

3.5 Select File > Exit to close the window.

The new composite data set is listed in the Experiments panel of the BioNumerics main window.
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Figure 3.6.3: The Composite data set window.

3.6.3.2 Cluster analysis of a composite data set

Option 1: Average the individual matrices

3.6 In the DemoBase Connected database, double—click on the comparison All in the Comparisons panel of
the BioNumerics main window to open the Comparison window.

The comparison All contains all non—STANDARD entries (see 3.1.3).

3.7 Select RFLP-combined in the Experiments panel and select Clustering > Calculate > Cluster analysis
(similarity matrix) or press &, and select Calculate cluster analysis.

3.8 Select the option Average from experiments and press <Next>.

3.9 Leave all settings unaltered in the next step of the wizard and press <Next> once more.

With the option Average from experiments, the similarity matrices from the individual experiments (RFLP1
and RFLP2) are averaged. The resulting dendrogram is based upon this average matrix.

Option 2: Create combined character matrix

Fingerprints can only be combined to a character matrix if a band matching is performed (see Chapter 3.5).

3.10 In the DemoBase Connected database, double-click on the comparison All in the Comparisons panel of
the BioNumerics main window to open the Comparison window.

The comparison All contains all non-STANDARD entries (see 3.1.3).

3.11 In the Comparison window, select RFLP1 in the Experiments panel and press :: .
3.12 Select Fingerprints > Perform band matching or press the il button.

3.13 Select Find classes on all entries and press <OK>.

3.14 Repeat this for RFLP2.

3.15 Select RFLP-combined in the Experiments panel.



3.6.4. Additional practice 83

The band matching tables of RFLP1 and RFLP2 are displayed in the Experiment data panel.

3.16 Select Clustering > Calculate > Cluster analysis (similarity matrix) or press &, and select Calculate
cluster analysis.

3.17 Select Dice and press <Next>.

3.18 In the next step, make sure UPGMA is selected and press <Next> to calculate the cluster analysis.

Both band matching tables are merged to obtain a composite data set. From this composite data set, a
similarity matrix is calculated, resulting in a combined dendrogram.

3.19 To show the intensity of the bands as colors, choose Composite > Show quantification (colors) ().
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Figure 3.6.4: Cluster analysis of a composite data set containing two fingerprints.

3.20 Save the comparison, and close the window.

3.6.4 Additional practice

Create the following composite data set experiments in the E. coli database:

o PFGE-Xbal + PFGE-AvrIl
o PFGE-Xbal + PFGE-Avrll + Biolog

e Biolog + Pheno

How would you do cluster analysis on each of these experiments?
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Chapter 3.7

Dimensioning techniques

3.7.1 Multidimensional scaling (MDS)

Multidimensional scaling (MDS) is an optimized three-dimensional representation of the similarity matrix.
The Euclidean distance between two points (entries) reflects the similarity between them as well as possible,
while providing a convenient visual interpretation. A similarity matrix must be present before an MDS can
be calculated.

3.7.1.1 Calculating an MDS

1.1 In the DemoBase Connected database, double—click on the comparison All in the Comparisons panel of
the BioNumerics main window to open the Comparison window.

The comparison All contains all non—STANDARD entries (see 3.1.3).

1.2 Select FAME in the Experiments panel and calculate a dendrogram based on the Euclidean distance with
Clustering > Calculate > Cluster analysis (similarity matrix).

1.3 Select Statistics > Multi-dimensional scaling... (*#).

1.4 Press <Yes> to optimize the positions.

The MDS is calculated and the Coordinate space window is shown (see Figure 3.7.1). The Coordinate space
window shows the entries as dots in a cubic coordinate system.

1.5 To zoom in and zoom out on the image, press the PageDown and PageUp—keys, respectively. Alterna-
tively, the zoom slider can be used.

1.6 The image can be rotated in real time by clicking on the image and dragging the mouse in the desired
direction.

By default, the entries appear in the colors as defined for the groups in the Comparison window.

1.7 If no groups are defined in the Comparison window, right-click on the database field name Genus in the
Information fields panel, and select Create groups from database field. Select the order in which groups
are created (i.e. by size, alphabetically, or by position in the comparison) and press <OK> to create the
groups.
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Figure 3.7.1: The Coordinate space window.

3.7.1.2 Changing the coordinate space layout

MDS is a visualization tool, and there are several ways to modify its appearance.

1.8 With Layout > Show keys (M), you can display the database keys of the entries.

1.9 In the Comparison window, select Layout > Use group numbers as keys.

The entries in the Comparison and in the Coordinate space window are now labeled with a group-specific
letter and an entry-specific number.

1.10 Alternatively, you can select a field in the Comparison window, for example the Strain number field,
and select Layout > Use field as key.

1.11 A list of entry labels as used in the MDS and corresponding database fields can be exported by selecting
File > Export > Export database fields in the Comparison window.

1.12 With Layout > Show group colors (&), you can toggle between the color representation and the non—
color representation, in which the entry groups are represented (and printed) as symbols instead of colored
dots.

1.13 With Layout > Show construction lines (), the entries are displayed on vertical lines starting from the
bottom of the cube. This may facilitate the three-dimensional perception.

1.14 With Layout > Show rendered image (E), you can toggle between the realistic three-dimensional
perspective with entries represented by spheres, and a simple mode where entries are represented as dots.

1.15 Select Layout > Show dendrogram (B4) to show the relatedness among entries as defined by the den-
drogram.

1.16 Select File > Print image... () to print the image. The image will print in color if the colors are shown
on the screen.
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3.7.2 Principal components analysis (PCA)

Principal components analysis (PCA) is another way to visualize relationships among entries. Instead of
using the similarity matrix to measure relatedness, PCA uses the data set itself. Mathematically, entries
can be plotted in N-dimensional space, where each dimension corresponds to one of N characters, and each
entry’s position corresponds to its N character values. If there are more than three characters, then this plot
becomes impossible to visualize. PCA reorients the plot to maximize the variation among entries along the
first two or three dimensions, which can then be displayed. These are the principal components.

3.7.2.1 Calculating a PCA

Since PCA operates on the data set, rather than on the similarity matrix, no preliminary cluster analysis is
necessary. However, it is essential that the experiment contains well-defined characters, whether they are
band classes or characters in a character set. PCA can also be done on aligned sequences.

2.1 In the DemoBase Connected database, double—click on the comparison All in the Comparisons panel of
the BioNumerics main window to open the Comparison window.

The comparison All contains all non—STANDARD entries (see 3.1.3).
2.2 If no groups are defined in the Comparison window, right—click on the database field name Genus in the
Information fields panel, and select Create groups from database field. Select the order in which groups

are created (i.e. by size, alphabetically, or by position in the comparison) and press <OK> to create the
groups.

2.3 Select FAME in the Experiments panel and select Statistics > Principal Components Analysis or press
the i button.

2.4 Check Subtract average in the Characters panel, and leave the other options unchecked.

2.5 In the Component type panel, select Principal components, and press <OK>.
The Principal Components Analysis window pops up. The Principal Components Analysis window is di-
vided into three panels (see Figure 3.7.2).
e The Entry coordinates panel shows the entries plotted in two dimensions corresponding to the first
two principal components (X and Y).
e The Character coordinates panel shows the characters plotted in the same two dimensions.
e The Components panel lists the principal components in the order of their contribution to overall

variance. The components used as X, Y and Z axes are also indicated.

A character that appears near the edge of the plot is a strong discriminator, while a character near the center
is a weak discriminator. Furthermore, a character that appears near the position of an entry is an indicator
for that entry.

3.7.2.2 Changing the PCA layout

Principal components analysis in BioNumerics is essentially a visualization tool, and its appearance can be
modified in several ways.

2.6 If you have assigned groups, you can switch from colors to symbols to indicate the groups by pressing
.
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Figure 3.7.2: The Principal Components Analysis window

2.7 To show the keys or unique labels for the entries, press .

2.8 To view another component in the plot, select that component in the components bar and then select
Layout > Use component as X axis or Use component as Y axis.

2.9 To zoom in on any part of the PCA plot, press ;4. Then drag the mouse pointer to create a rectangle.
The area within the rectangle will be expanded to cover the whole panel.

2.10 In order to restore the original size of the image, left-click within the panel. Press 4, to disable the
zoom-mode.

2.11 Move the mouse pointer over the characters in the right panel to see their names.

2.12 Entries can be selected in a PCA window by holding the Shift-key down and drawing a rectangle around
the entries with the left mouse button. Selected entries are circled in blue.

2.13 Select File > Print image (entries) to print the entry plot, or select File > Print image (characters) to
print the character plot.

2.14 Select File > Copy image to clipboard (entries) to copy the entry plot to the clipboard, or select File >
Copy image to clipboard (characters) to copy the character plot to the clipboard.

2.15 To create a three—dimensional plot from the PCA, press .

2.16 Select File > Exit to close the Coordinate space and the Principal Components Analysis window.
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Chapter 4.1

Ildentification of unknown entries

4.1.1 Identification of unknown entries in a comparison

Simple identifications can be done within the Comparison window. In the DemoBase Connected database,
we will identify unknown species in the genus Ambiorix.

1.1 Open the DemoBase Connected database.
1.2 Right—click on the ’Species’ field name in the main database, and select Arrange entries by field.

1.3 Right—click on the *Genus’ field name in the main database, and select Arrange entries by field.
Now, the entries are arranged first by Genus’, then by *Species’.

1.4 Select all Ambiorix entries (click on the top Ambiorix entry then press the Shift-button while clicking
on the bottom Ambiorix entry).

1.5 Select Comparison > Create new comparison (Alt+C) or press the pg4 button from the Comparisons
panel toolbar.

1.6 In the Comparison window, resize the Similarities panel on the right to make space for the similarity
values, if necessary.

1.7 In the Experiments panel, select RFLP1 as the experiment to identify the unknown entries.
1.8 Select an Ambiorix sp. in the Information fields panel.

1.9 In the menu of the Comparison window, choose Edit > Arrange entries > Arrange entries by similarity
(s).

The selected entry appears at the top followed by all other entries in the comparison. They are arranged by
decreasing similarity to the selected entry. The similarity values are shown in the Similarities panel (see
Figure 4.1.1).

4.1.2 Identification of unknown entries in a library

Library identification in BioNumerics is essentially a series of automated comparisons. Libraries can be
organized by taxonomic units, such as species, or by any other category of interest. Unlike the comparison
method described above, library identification is based upon comparisons to each unit as a whole, rather
than to individual entries.
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Information fields

Similarities

Key Genus Species Strain number S
© C@EGCENT@I0E  Ambiori ap. 52415 100.0
» G@GellT@016  Ambiorix aberrans 52452 89.1
» G@Ge03@013  Ambiorix sylvestris 52433 379
= | G@Gel1@008  Ambiorix sylvestris 52425 87.0
% | G@GeN7@008  Ambiorix sp. 52424 86.8
= | G@Gel1@002  Ambiorix sp. 52440 85.3
% | G@Gel07T@002  Ambiorix sylvestris 52441 83.3
» | G@Gel07T@013  Ambiorix sylvestris 52434 80.9

Figure 4.1.1: Entries are arranged by decreasing similarity.

4.1.2.1 Creating a library

A library is made up of units, each of which is analogous to a comparison. In the DemoBase Connected

we will create a library based on the different species.

2.1 In the DemoBase Connected database window, press the Libraries tab to show the panel (see Figure

4.1.2).

Name Location

Comparisons i‘ Decision etworks |

Figure 4.1.2: The Libraries panel.

2.2 Select Identification > Create new library... ().

2.3 Enter a name for the library, such as DemoLib.

The Library window pops up (see Figure 4.1.3).

Library ‘Demolib’ [E=RTER

File Experiment Window
Used

ZI | AFLP hd

=2 |RFLP1 7

21 |RFLP2 R

=5, | FAME hd

=%, | PhenoTest A

B | 165 rona >

5. | DNA-Hybrid w

0 units

Figure 4.1.3: The Library window of a new library.

2.4 Select File > Add new library unit... ().
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2.5 Enter a name of one of the species in the database, for example ”Ambiorix sylvestris”.
The library unit now shows up in the Units panel of the Library window.

2.6 Double-click on the unit to open it.
The Unit window which appears, is very similar to the Comparison window.

2.7 In the BioNumerics main window, select all Ambiorix sylvestris entries. Use the Shift—key to select a
range of entries.

2.8 Select Edit > Copy selection (jgly, Ctrl+C) to copy the selected entries to the clipboard.
2.9 In the Unir window, select Edit > Paste selection (4, Ctrl+V) to paste the entries into the window.
2.10 Save the library unit with File > Save (&, Ctrl+S) and close the unit.

2.11 Repeat these steps to create a library unit for each of the other species: Ambiorix aberrans, Perdrix
pseudoarchaeus, Vercingetorix aquaticus, Vercingetorix nemorosum, and Vercingetorix palustris.

The Library window should now contain six units, each having their own set of entries (see Figure 4.1.4).

|

[ Library "DemolLib’ e
File Experiment Window
oy Lu rres
Name Used + |Ambiorix sylvestris
=< | AFLP v Ambiorix aberrans
=2 |RFLP1 v Perdrix pseudoarchaeus
=2 |RFLPZ # Vercingetorix aguaticus
*. | FAME # Vercingetorix nemorosum
=% | PhenoTest F Vercingetorix palustris
165 rONA v
"5, | DNA-Hybrid 4
& units
L

Figure 4.1.4: The Library window with six units.

4.1.2.2 Identifying unknown entries with a library

Now that we have a library with units based on the species, we can identify entries.

2.12 Select a list of entries, for example all unnamed species and a few entries of the other species.
2.13 Select the DemoLib in the Libraries panel to specify that library for identification.

2.14 Select Identification > Identify selected entries.

2.15 In the Identification dialog box, select Mean similarity and check Calculate normalized distances.

2.16 Press <OK> to start the calculations.

The Identification window appears, showing the progress of the calculations in the progress bar in the bottom
of the window. Once the calculations are done, the window is divided in three panels (see Figure 4.1.5):

e The unknowns are listed in the Unknowns panel.
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e For each unknown, the best matching library unit is listed in the Matches panel.

e The Details panel contains the scores and normalized distances for the selected unknown.

2.17 Press the gk button to shown the second best match for each unknown.

Unknowns Matches
Key Genus Species Strain number RFLP1 RFLP2 AFLP
Vercingetorix palustris 85.2m | Vercingetortx nemorosum  91.78 Vercingetorix nemoresum
» G@GeN1@006 Vercingetorix  nemorosum 42817 Wercingetorix nemorosum  77.18 | Vercingetoric palustris 81.8m ercingetorix aquaticus
Vercingetorix aquaticus 66.8M | Vercingetorix aquaticus 80.88 Vercingetorix palustris
Perdrix pseudoarchasus 50.8m | Perdrix pseudoarchasus 50.98 Perdrix pseudoarchasus
= | G@Gel3@004 Perdrix pseudoarchaeus 25675 Ambiorix aberrans §5.7m | Ambiorix sylvestriz 84.58 Ambiorix syhvestris
Ambiorix sylvestris 59.3m | Ambiorix aberrans B65.41 Ambiorix aberrans
Perdrix pseudoarchasus 86.4 . Perdrix pseudoarchasus 8858 Ambiorix sylvestris
» G@GellT@006 Ambiorix =p. 52415 Ambiorix aberrans 76.1m | Ambiorix syhestris 8284 Ambiorix aberrans
Ambiorix sylvestris 75.5 2 | Ambiorix aberrans B68.3 1 Vercingetorix aquaticus
Ambiorix sylvestris 86.7m | Ambiorix sylvestris T7.74 Ambiorix syhvestris
L 2 G@GelT@I08 Ambioric sp. 52424 Ambiorix aberrans 74.5m | Perdrix pseudoarchaeus 73.5m Ambiorix aberrans
N m » [ Perdrix pseudoarchaeus T0.8m| \Il »

Unit

Perdrix pseudearchasus 886 1.00
Ambiori sylvestris 828 122
Ambiorix aberrans 68.3 1.35
Vercingetorix aguaticus 342 3.41
Vercingetort nemorosum 339 5.62
Vercingetortx palustris 331 047

| Bunknowns = Average similarity =RFLPZ

Figure 4.1.5: The Identification window.

The normalized distances appear as colored dots next to the similarity scores, ranging from red (poor) to
green (excellent). They indicate how well the unknown fits into the unit, relative to other members of the

unit.
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Decision networks

4.2.1 Introduction

Decision networks should be seen as a construction kit that allows you to build your own automated decision
or action work flows, with practically endless possibilities. They can be used to make decisions, predict
features, perform queries, fill in fields, create graphs and plots, and much more.

4.2.2 Creating a new decision network

In the default configuration of the BioNumerics main window, the Decision Networks panel is seen as a tab
behind the Comparisons panel.

2.1 In the DemoBase Connected, click on the tab to bring the Decision Networks panel to the top.

Name Created Modified ¥

4 [ 2

Comparisons | Libraries Decisinnlletmrks‘

Figure 4.2.1: The Decision Networks panel.

2.2 Select Identification > Decision networks > Create new or press the 23 button in the toolbar of the
Decision Networks panel to create a new empty decision network.

2.3 Enter a name in the dialog box that pops up, for example, My DN.

The new decision network is now listed in the Decision Networks panel. When a decision network is opened,
it contains by default the current selection of entries. Therefore, it is practical to make a selection of entries
you want to use in the decision network before opening it.

2.4 As an example, select all entries except the ones marked as "STANDARD” in the Genus field.

2.5 Open the decision network by pressing the (&, button or by double-clicking on its name.

The Decision network window contains four panels:

e The main Network panel displays the network scheme.
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e The Operators panel lists a tree of all operators that are available to construct the decision network
(the building blocks).

o In the Node properties panel, the properties and data of the current selected node is given.

o The Entry data panel lists the entries currently used in the network and their selection status. In the
right hand sub-panel, the output(s) from the network are listed for the entries (currently empty).

4.2.3 Building a decision network

As an example, we will create a simple decision network that discriminates between the three genera in
DemoBase Connected, based upon the 16S rDNA sequences.

3.1 In the newly created decision network, open the Data sources group in the Operators panel by clicking
on its  icon.

3.2 Double-click on Sequence, which opens a New operator dialog box (Figure 4.2.2).

r .|
New operator &J
Operatortype: | Sequence - |
Returns a sequence experiment from the database

Source data

This is a data source operator and requires no input data

Output data

DATA (string)

| 0K | | Cancel |

Figure 4.2.2: The New operator dialog box for a Sequence operator.

The dialog box describes the operator and mentions the source data needed and the output data delivered to
the network.

3.3 Press <OK> to edit the node properties for the sequence input node.

3.4 Enter e.g. ”16S” as a Name, select 16S rDNA (the only sequence type available in DemoBase Con-
nected) as Sequence type and press <OK>.

The network now contains one node, i.e. ’16S”.

3.5 If you click on an entry in the Entry data panel, the node and the Node properties panel are updated with
the sequence data of the highlighted entry.

3.6 Select the node ”16S” in the network (a selected node is bordered by a red line).

3.7 Open the Sequence operators group in the Operators panel and double-click on Find subsequence. Press
<OK>.

3.8 Enter Ambiorix as Name, and enter "GGGTGTAG” as Match sequence. Press <OK> to confirm the
node properties.

The network is now ready to produce a first result.

3.9 In the Decision network window, press the |k button to calculate the network.
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[@ MyDN (Decision network) (=B [

File Edit Metwork View Window

peraors

--B String operators 165 ( )
[-4=3 Value operators 165 rDNA

--a Boolean operators
--B Sequence operators
--B Output actions
73 Miscellaneous

ode properties

165 (Sequence)

Genus Strain number
% | G@Gel7@00z Ambiorix sylvestris 52441
=» G@GellT@003 Ambiorix aberrans 52449
=» G@Gell7 @005 Ambiorix syhvestris 52416
% | G@Gel7@006 Ambiorix ap. 52415
=» G@GellT @007 Ambiorix syhvestris 52414

Figure 4.2.3: The Decision network window.

The percentage of true and false entries in the Entry data panel is indicated as a green and red bar, respec-
tively.

3.10 Continue to build the network by selecting the data node ”16S” again, click on the Sequence operators
group in the Operators panel and double-click on Find subsequence. Press <OK>.

3.11 Enter Vercingetorix as Name, and enter "CGATCTCACG” as Match sequence. Press <OK> to confirm
the node properties.

Q

Ambiorix (Find su...
Find ‘GGGTGTAG'
FALSE (000)

165 (Sequence)

165 rONA

GATTGTTGTATGAA. . \
Vercingetorix (Fin...

|| Fina ‘ceaTCTCACE

TRUE (100}

Figure 4.2.4: Two boolean output nodes.

3.12 Press the |k button to calculate the network.

3.13 Select both output nodes by clicking the first and then, while holding the Ctrl-key, clicking the second.
Both nodes are now bordered in red.

3.14 Combine the two nodes with the OR operator from the Boolean operators group. Press <OK> twice.

3.15 Select the NOT operator from the Boolean operators group. Press <OK>, give the node the name
Perdrix and press <OK> once more.

3.16 Press the |, button to calculate the network.
The colors for the nodes depend on the entry that is selected in the Entry data panel.

3.17 Select the following three nodes: Ambiorix, Vercingetorix, and Perdrix. Use the Ctrl-button to select
the nodes.
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3.18 Create a new node using the Boolean operator Categorical combiner. The output for this node is a string,
containing the category (Ambiorix, Vercingetorix, Perdrix) that is true.

3.19 Enter Genus as Name and check Use as output. Press <OK>.

3.20 Press the |k, button to calculate the network.

Ambiorix (Find su...

Find 'GGGTGTAG' 5 R
TRUE (100} &Match

165 (Sequence) — T Perdrix

165 rDNA OR NOT

TCTCTAAATCAGE... TRUE (100} FALSE (000)
——

Vercingetorix (Fin... /
Find 'CGATCTCACG" Match

FALSE (000) [ —
e ————— |

4 1 3

Figure 4.2.5: Decision network that decides between three groups.

The Entry data panel contains a new output column Genus showing the genus name.
3.21 Select the Genus node in the Nerwork panel and select the |4, button.

A bar graph appears, showing the occurrences of the three genera.

[@ Chart and Statistics (= E [

File Plot View Statistics Window

Perdrix
Vercingetorix

Armbiorix

Genus -

Figure 4.2.6: Bar graph.

3.22 Close all windows and save the project.
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