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For technical support:

e-mail: support@codoncode.com
WWW: www.codoncode.com

USA: (781) 686-1131

System Requirements

Mac OS X: Requires Mac OS X version 10.3.4 or newer; 256 MB RAM (512 MB or more suggested), and a
400 MHz or faster G3 or better processor. Please note that OS X 10.2 is not supported anymore; Apple has
stopped development of Java for OS X 10.2 several years ago. If you are using OS X 10.2, please upgrade to
OS X 10.3 or newer before using CodonCode Aligner.

Windows: Requires Windows 98, ME, 2000, or XP, 256 MB RAM (512 MB or more suggested), and a 500
MHz or faster Pentium III or better processor.

Other operating systems: Currently, CodonCode Aligner is not available for other operating systems. For
Linux and UNIX, many good alternative assembly and contig editing programs are available. For Mac OS 9.x,
the required Java version (1.3.1) is not available, and is not expected to ever become available.

Memory requirements: How much memory CodonCode Aligner requires depends on the project size. The
default settings should allow you to process projects with several hundred chromatograms. If necessary, you
can change increase or reduce Aligner's memory requirements as described in the "Memory Requirements"
section.

Java requirements: CodonCode Aligner is Java program, and requires that the appropriate Java version is
installed.
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On Windows, the installer will install a Java runtime version (JRE) specifically for Aligner. You should not
try to run Aligner with any other Java versions, you'll just run into problems that can easily be avoided.

On Mac OS X, Java 1.4.2 is used (since CodonCode Aligner version 1.2.5).

Note for Mac OS X 10.3 Users

There are a two known problems with Java on OS X 10.3 which can cause the installer and/or CodonCode
Aligner to crash; however, these problems can easily be fixed.

® Crashes after upgrading to OS X 10.3.9: Due to a bug in the OS X 10.3.9 updater, many users saw
that Java applications crashed after upgrading to OS X 10.3.9. Apple has released a Java update that
fixes this problem. For more information, please visit
http://www.apple.com/support/downloads/javaupdateformacosx1039.html.

¢ Java crashes due to disabled fonts: On some OS X 10.3 versions, Java will crash randomly if some
fonts are disabled. This can easily be fixed by enabling all fonts in the "FontBook" application. For

more details, please visit http://www.codoncode.com/aligner/problems.htm.

Licenses

After installing, Aligner will start in Demo mode. Demo mode allows you to use Aligner for viewing
sequence traces, as well as printing and editing unassembled traces. You can also open existing Aligner
projects. However, you cannot print, save, and export projects that contain contigs in demo mode.

Demo mode also allows you to try out most of Aligner's functions, including end clipping, assembly, and so
on; but again, you will not be able to but not to save, import, export, or print after trying these functions in
demo mode.

The first time that you use CodonCode Aligner, you will automatically receive a time-limited trial, which will
enable you to use all functions for 30 days. For more information about how to get licenses for regular use,
please check the "Licenses for Aligner" section.
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CodonCode Aligner contains licensed copyrighted material from LI-COR, Inc. The Mac OS X version uses functionality provided by
MRJAdapter (Copyright © Steve Roy) and the "Quaqua Look and Feel" (Copyright © Werner Randelshofer), and therefore is subject
to the terms of the QuaQua Look and Feel License Agreement, a copy of which is provided in the Mac OS X application package
directory.

System Requirements 2


http://www.apple.com/support/downloads/javaupdateformacosx1039.html
http://www.codoncode.com/aligner/problems.htm.
http://www.roydesign.net/mrjadapter/
http://www.randelshofer.ch/quaqua/
http://www.randelshofer.ch/quaqua/license.html

Licenses for CodonCode Aligner

After installing, CodonCode Aligner will start up in Demeo mode. The first time that you use CodonCode
Aligner, you will automatically receive a time-limited trial, which will enable you to use all functions for 30
days.

When you are ready to purchase a license, you can choose between single-user licenses and license server
licenses.

All license keys other than the demo key are specific to a given computer, and will not work if transferred to a
different computer. Certain changes on your computer, for example installing a new operating system or
replacing a system hard disk, may also invalidate your license so that you will need to request a new license
key.

Demo Mode

In Demo mode, CodonCode Aligner works as a fully functional trace viewer and editor: you can open, view,
edit, and print unassembled sequences. You can also save projects that contain only unassembled sequences,
unless you have "processed" any of the sequences with Aligner's functions for end clipping, base calling,
sequence assembly, and so on (Aligner will warn you before doing anything that will disable saving and
printing).

You can also open existing Aligner projects in demo mode, for example the projects in the "Example Files"
folder inside the "CodonCode Aligner" folder. However, if an opened project contains any contigs, you will
not be able to save, import, export, or print in demo mode.

The demo mode also allows you to test most of Aligner's advanced functions, with the following exceptions:

® Base calling with Phred

e Assembly with Phrap (however, you can assemble using Aligner's own assembly algorithm)
¢ Finding mutations and heterozygous indels

® Processing of heterozygous insertions or deletions (indels)

If you would like to fully test Aligner with your own data, you can request a license key for a time-limited
trial, as explained in the next section.

Time-limited Trials

The first time you use CodonCode Aligner, you will automatically receive a time-limited trial that enables you
to use all functions for 30 days. After the initial trial expires, Aligner will revert to Demo mode. You will still
be able to open any existing projects you may have, but your ability to save or print will be limited, as
described above.

If you need additional time to evaluate CodonCode Aligner, please contact us by email to support (at)

codoncode.com. We will need to have your name and email address to send you a trial license (note that the
email address cannot be an anonymous email address like xx @yahoo.com).

Licenses for CodonCode Aligner 3
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Single-user Licenses

Single-user license keys that you purchased from CodonCode Corporation allow the use of CodonCode
Aligner on a single computer. To enter a single-user license key that you received from CodonCode, start
Aligner, and press the "Enter License" button in the startup dialog. If Aligner is already running, select
"License..." from the "Help" menu, and then press the "Enter New License" button.

This will display the "Enter New License" dialog:

86 Enter New License

CodonCode Aéé%mr

]

__ 4. Enter New License

License 5tring:

Mame or Organization:

_/' -\. .". = -\.
{ Cancel ) ( Paste License ) @wmsphrw} y

Enter the license string you received from CodonCode Corporation into the "License String" field, preferably
by using copy and paste (use the "Paste License' button, or the keyboard shortcut for pasting in Aligner -
Command-V on OS X or Control-V on Windows). Then, click the "Apply" button.

Licenses are bound to a single computer ID. If you try to install the license on different computer, the license
will not be valid. A single user license allows you to install Aligner on one computer. If you plan to use your
license on one of several computers, you need a License Server License.

Using Phred and Phrap from CodonCode Aligner

CodonCode Aligner allows you to use the base calling program Phred and the assembly program Phrap to
base call and assemble your sequence data. Phred and Phrap are separate programs, and distributed by
CodonCode Corporation through a distribution agreement with the University of Washington. Users at
academic and non-profit institutions may use Phred and Phrap free of charge; users at for-profit institutions
have to purchase separate licenses for Phred and Phrap.

When installing CodonCode Aligner, special "workstation" versions of Phred and Phrap are also installed.
These workstation versions are identical to the regular Phred-Phrap versions, except that:

¢ the workstation versions of Phred and Phrap can only be run from CodonCode Aligner (not from the
command line or scripts)

e they require a valid license for the "Workstation Phred" and "Workstation Phrap" modules, as shown
in the license dialog:

Single-user Licenses
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8O0 CodonCode Aligner License

CodonCode Aligner
e

CodonCode Aligner License

Licensed To: CodonCode Corporation - Demo Use

License Type: Single-User License

Serial Number: DDO502 Computer ID: MFP4104
Module Licensed Expires

View & Edit Trace Functions Yes 2004 10 03
ata Processing Functions Yes 2004 10 03
Workstation Phred Yes 2004 10 03
Workstation Phrap Yes 2004 10 03

{_ Enter New License ) W

Note that the "Licensed” column in the example above says "Yes" for all modules, indicating that you can use
the workstation versions of Phred and Phrap that were installed with Aligner. Time-limited trial license will
generally allow the (time-limited) use of workstation Phred and Phrap. Licenses purchased by academic users
will also generally include licenses for workstation Phred and Phrap, since Phred and Phrap can be obtain by
academic users free of charge. Licenses purchase by users at for-profit institutions, however, will not include
permissions to use workstation Phred and Phrap, unless a separate license fee was paid.

If you have your own licensed copies of Phred and Phrap, you can use these from Aligner instead of the
workstation versions (except when running in demo mode) by changing the base calling preferences or the

Phrap assembly preferences.
Replacement License Keys

Under certain circumstances, you may need a replacement license key. This can happen if you replace your
computer, if you install a new operating system, replace the hard drive, and similar circumstances. If you
receive a replacement license, you must make sure that the original license is not used anymore. If Aligner
detects that a replacement license and the original license are both used, Aligner will invalidate one or both of
the licenses, and you may have to request another replacement license.

In general, you should not move the folder where CodonCode Aligner is installed after the installation. If you
move the folder to a different location on the same computer, you may have to re-enter the license
information.

License Server Licenses

License Server licenses for CodonCode Aligner allow you to install CodonCode Aligner on an unlimited
number of computers, but limit concurrent use to the number of licenses you purchased. Using License Server
licenses requires installation of a separate program ("Aligner License Server") on a computer that acts as the
license server.

Using Phred and Phrap from CodonCode Aligner 5
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If Aligner License Server is available for your laboratory or department, you can choose to use the Aligner
License Server in the dialog that CodonCode Aligner displays when starting up:

e6e FREE trial of CodonCode Aligner

Congratulations! As a new CodonCode Aligner user, you are entitled to a free
trial. You will be able to use all functions of CodonCode Aligner for a limited
time

L]

After 30 days, the program will automatically revert to Demo mode. In Demo
mode, CodonCode Aligner is a fully functional trace editor; you can also open
and view existing projects.

If you already have a license for CodonCode Aligner, please use the
"Enter license" or "Use License Server" button.

IiU:‘.eLicenseServer:] I\ Enter license :,I fﬁtarttﬂal}

If you click the "Use License Server" button, Aligner will attempt to locate a License Server for CodonCode
Aligner on your local network. If a License Server is found, and a license is available, it will be checked out,
and you can start using CodonCode Aligner. The license key will be returned so that someone else can use it
when you quit CodonCode Aligner.

If CodonCode Aligner cannot find a License Server, the following dialog will be displayed:

& 7 7 Enter License Server

Aligner was unable to find a License
Server. You may enter the name or [P
address of the server to use.

MName or IP address of License Server:

./ -\.
i Cancel ) | Use Server

If you know the computer name or the IP address for the license server computer, you can enter it here (if you
do not know the name or IP address, ask your local system administrator).

Firewall ports for License Server use

If Aligner cannot connect to the License Server, it may be because Aligner License Server is not running, or
because a firewall is blocking the network traffic between your computer and the license server computer.

Please make sure that the License Server is running, and to allow communication on the following UDP and
TCP ports: 16030, 16031, 32156, 32157, 54643, and 54644.

License Server Licenses 6



CodonCode Aligner Features

CodonCode Aligner is a versatile, powerful and easy-to-use DNA and RNA sequence assembler, aligner, and
editor. Aligner imports a wide variety of sample file types into "projects". Aligner projects are collections of
sample files and their resulting alignments or contigs.

Aligner works best with sequences that have chromatograms and quality scores, for example from SCF files
generated with PHRED or ABI files that were base called with the KB base caller. However, you can also
import text sequences without chromatograms, and trace sequences without quality scores (for example older
ABI files, or ABI files analysed with the ABI base caller).

Aligner protects your original sequence data by making copies of the original sample data when files are
imported. When you make edits in Aligner, you change only the copied data files.

Aligner Windows and Views

This section describes the most important Aligner windows (or "views") briefly. For more detailed
descriptions, follow the links for each window, or read the sub-topics in the "Aligner Windows" help section.

The Main Window

On Windows, opening CodonCode Aligner will open the main application window ("root window"), which
contains the application menu and all other windows opened by Aligner.

Since CodonCode Aligner follows the common user interface standards for Windows and Mac OS X, there
are some user interface differences between the Windows and OS X versions.

On Mac OS X, there is no such "root window". Instead, the main menu bar at the top of the screen is used.
When you first start Aligner on Mac OS X, a startup dialog is displayed that allows you to open an existing
project or create a new project:

B CodonCode Aligner Startup
Aligner
® Open a recent project: {Users/Shared /Projects/MyProjectl
O Open an existing project...
(0 Create a new project...

Mo longer show this dialog

( cancel N‘ @W

After selecting or creating a project, the project window described in the next section will be shown. (If you
hit cancel, or previously selected the "No longer show this dialog" checkbox, you will not see this window -
the application will have only a menu bar without any windows. On Windows, the same dialog is also shown
upon startup).

CodonCode Aligner Features 7



CodonCode Aligner User Manual

Project Window

To do anything in CodonCode Aligner, you must create a project, or open a previously created project. This
will create a "Project Window", where the contents of the project are shown, similar to the way the Finder or
Explorer show contents of disks and folders:

&m0 6 example_project
= = = i ™ x
Save Project  Add Samples Add Folder Add Assembly  Align to Reference Seguence Assemble Unassemble
Mame Contents | Length ' Quality = Position Added | Modified
v LLL‘ Unassembled Samples 2 samples 0 - - 3/11...3/11/03....
Bl Ad54.s Trace 693 397 0 3/11...3/11/03,...
Bl A455.s Trace 750 343 0 3/11...3/11/03,...
v i'_'_f Contigl 3 samples 966 917 - 3/11...3/11/03,...
Bl A326.r Trace 628 375 0 3/11...3/11/03,...
E ADGD.s Trace 645 389 221 3/11...3/11/03,...
T LEEEN: Trace 646 370 320 3/11...3/11/03,...
e ' Contig2 2 samples 755 720 - 3/11...3/11/03,...
b 7] Trash 0 samples 0 - - 3/11...3/11/03,...
[@ Assembly completed in 1.62 seconds; 1 successful join, 1 island remaining. @ y

In the project window, you can add samples, entire folder of samples, or Phrap assemblies using the buttons
on the top, or the corresponding items in the "File" menu. Newly imported samples will be in the
"Unassembled Samples" folder. Any contigs that are created or imported from other assemblies are shown as
separate folders.

In the project view, you can also select samples and contigs by clicking or shift-clicking, and then view the
bases, traces, or contigs, assemble the samples, and so on.

Base View Window

The base view window shows all the bases for a sequence, as shown below:

Project Window
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ABGCCACARRAGHE

CCCATCARTT

TTCTTGTACT

CC TGAAGGAGAG

GGARGCCTTG
TCCARGACCG
TRATGCTAGA

TTGETEGTCC

CRCAGAGACC
ACACAGGTGT
ARCCTGAGCCC
TCTCTGCCAG
ACCCACTCAT

TGGRAGGAGGT
GGATGCCATG
AGCAGTCRARA
TTTACAGTAG

CACTCACTCA

ST TR e

301
351
401
451
501
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601

TTCTCTGTGA AATGGGTETE @ccacaTclEl |

ccAcEECel cHCEoTTAGE EEECATCCHE ||

R =

ADBD.s Base 261 of 628

Quality: 16 =

As in the other windows that show bases, the quality scores for each base can be shown as a colored
background. In the example above, base calls with qualities below 20 ("low quality bases", accuracy below
99%) are shown with a dark blue background, base calls with quality scores between 20 and 30 on light blue
background, and base calls with qualities above 30 ("very high quality bases", accuracy above 99.9%) on a
white background. You can change the colors and thresholds in the "Preferences" dialog.

Trace Window

The trace window allows you to view and edit sequences that have chromatogram data, for example ABI and
SCEF files.

006

GTGRA BT.EABCTATGTTREGGGRBBTBGGACBACTARBATB,—.
70

Traces from Contigl

<= CITR-Nprm-R 50 ||

L-‘.’]TPLT GTTAAG G G AARATAG G ACARAC TRBEBTET,—.
20

GTGL

CFTR-Morm|-F

Base 43 of 290 (43 in contig) Quality: 68 (Cons: 68)

Base View Window
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Each contig has its own trace window, which can show the traces for one or more sequences. If the traces for
all sequences cannot be shown in the window at the same time, you can use the scroll bar on the right to scroll
through the different sequences.

Quality View Window

For sequences that have qualities, for example Phred-generated SCF files, you can get a quick overview of the
quality by selecting the sample in the project window, and then choosing "Qualities" in the "View" menu.
This will open up a window like this one:

‘866 A060.s 4
a5 7n 140 210 280 350 d20 4590 =111

&0 lnn _h

a8 U=, L rinn

o J ! e

b N

45 ) §

40 T T

> LTI

i

a0 ! - B b |

15 A

o if I ot
a

ADBD.s Base 157 of 628 Quality: 10 =

The picture shown above is pretty typical: a bit of low-quality sequence at the beginning, followed by rapidly
increasing sequence quality and then several hundred hases where the quality is mostly very high, except for
some short problem regions. If you open a trace view window for the same sequence, then clicking
somewhere in the quality view will reposition the trace to the same region. This allows you to quickly check
out problem regions in the sequence - try it out!

Contig View Window

The contig window show detailed information about contigs - a graphical overview about how the samples are
aligned, the aligned bases, and the protein translation.

Trace Window 10
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8086 Contigl
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You can edit sequences directly in the contig window, or select samples and then open trace, base, or quality

windows for the sample. You can also set if and how the protein translation is shown using the "Protein

translation" sub menu in the "View" menu.

Regions of Interest

One concept in CodonCode Aligner that deserves a closer look is the ability to define "regions of interest",
more often called "features". Aligner lets you define what is of interest to you, for example low-quality
consensus regions, discrepancies, mutation tags, and so on. You can then use this definition to get an
overview of all the features in a contig or the entire project in a feature view window, or to quickly navigate

from feature to feature, or to export features to text files.

For more information about "region of interest" features, check the feature help page.

Take the Quick Tour!

To quickly learn about the most important features in CodonCode Aligner, we suggest that you take the
"Quick Tour", available online at http://www.codoncode.com/aligner/quicktour/. It takes about an hour to
complete, but will probably save you quite a few hours, for example by showing you some very useful

features that you otherwise might miss.

You can access the Quick Tour by selecting the "Quick Tour" menu item from the "Help" menu in
CodonCode Aligner. This will open a new web browser window, and point it to the start of the quick tour.

Alternatively, you can look at the Quick Tour in Adobe PDF format, which was installed as "QuickTour.pdf"

in the directory where you installed CodonCode Aligner (typically "/Applications/CodonCode Aligner/" on
OS X, and "C:\Program Files\CodonCode Aligner\" on Windows; you may not see the ".pdf extension,

depending on your system settings).

Contig View Window
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Quality Values In CodonCode Aligner

CodonCode Aligner was designed to make optimal use of base-specific quality values, both for pre-processing
and for sequence assembly. Accurate, base-specific quality values that are linked to base calling accuracy
were first introduced by the program PHRED (that's why they are often called "Phred qualities" or "Phred
scores"). While you can do many things in Aligner even if your sequences do not have quality scores, we
strongly suggest that you use sequences with quality scores.

For sequence traces that do not have qualities, Aligner allows you to call bases with PHRED to get PHRED
base calls and quality scores, as described in the "Base Calling with Phred" section .

The following sections briefly explain the relation between quality scores and error probabilities; which files
Aligner can read quality scores from; and how to yiew quality scores in Aligner.

Quality values explained

Phred quality values represent the probability of error for each base call. The quality value g assigned to each
base call is defined to be

g=-10xlog)g(p)

where p is the estimated error probability for the base call. As indicated below, a base call with a 1 in 100
probability of being incorrect will be assigned a quality value of 20.

Quality Value Error Probability

10 1in10

20 1in 100

30 1in 1000
40 1in 10000
50 1 in 100000

For additional details about how Phred quality scores, you can read the articles listed below.

Where quality values come from

The first widely used program to produce highly accurate quality scores for each base call was the program
PHRED. Since then, a number of other base calling programs have been introduced and modified to also
produce Phred-like quality scores. The two most common file types with quality scores are:

¢ SCF ("Standard Chromatogram Format") files produced by PHRED.
¢ ABI chromatogram files (.abl files) processed with the KB base caller (older ABI chromatogram
files, and files produced with the ABI base caller, do not contain quality scores)

Chromatograms SCF format may or may not contain quality values, depending on which program generated

the SCF files. SCF files generated by PHRED contain quality scores, but some other programs (like some
versions of Sequencher) do not write quality information into SCF files.

Quality Values In CodonCode Aligner 12



CodonCode Aligner User Manual

When importing Phrap assemblies that where generated with quality scores, Aligner will read the quality
information from the corresponding "PHD" files, regardless of whether or not the chromatogram files for the
assembly where in ABI- or SCF format.

When reading sequences from FASTA files, Aligner will also read quality scores from ".qual" files - text files
in FASTA-like format that contain quality scores. The name of the ".qual" file must be the same as the name
of the FASTA file, with ".qual" appended (for example "seq.fasta" and "seq.fasta.qual". The quality file must
be in the same directory as the FASTA file.

Note that not all ABI chromatogram files have quality scores. Only ABI chromatograms processed with the
KB base caller have quality scores; ABI chromatograms processed with the older ABI Basecaller do not have
quality scores. For questions about the KB base caller, please read the "KB Base Caller Frequently Asked

Questions" brochure.

When importing chromatogram sequences that do not have quality scores, Aligner will assign artificial quality
scores to all bases, as described in the next section. You can identify sequences without quality scores quickly
in the project view - the "Quality" column shows "0" as the number of high-quality bases for such sequences.
To assign sequence quality scores to chromatograms without qualities, you can base call the samples with
PHRED (which may require a separate license for PHRED).

Artificial qualities

There may be times where you need to use sequences that do not have quality values, for example Genbank
sequences. When importing such sequences into CodonCode Aligner, Aligner will assign artificial qualities to
all bases in these sequences. The default value for artificial qualities is 15, but you can change this in the

'Open & save" preferences.

If you import sequences into Aligner which have quality scores that seem artificial, for example because all
scores are 0 or -1, or all scores have the same value, Aligner will also assign artificial quality scores.

Gap qualities

Quality values are associated with base calls, so gaps do not really have quality values. However, since it is
often convenient to have some quality value even for gaps, Aligner does assign qualities to gaps; the assigned
quality is the average of the two bases on either side (with gaps characters and edited bases being ignored).
For bases at the start or end of the sequence that have only one neighboring base, the quality value of this base
is used.

Viewing qualities
In CodonCode Aligner, you can "see" quality values in a variety of ways:

® to get an overview of the quality in a sample, select the sample in the project view, and then choose
""Qualities" in the ""View'' menu

e to get information about the quality at any specific base, you can click on the base in the base view
window or the trace view window; the quality of the selected base is shown at the bottom of the
window

® you can also choose to have the background behind the bases in the base view, trace view, and
contig view windows indicate the quality, using either a continous scale or a three-color scheme ("the

Where quality values come from 13
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good, the bad, and the ugly" :-); you can set this in the "Base colors" preference panel.

Additional Reading

R. Durbin and S. Dear, 1998 "Base Qualities Help Sequencing Software" Genome Research. 8: 161-162.
(Available online at http://www.genome.org/content/vol8/issue3/)

B. Ewing B, L. Hillier L, M.C. Wendl and P. Green. "Base-calling of automated sequencer traces using Phred.
I. Accuracy assessment.” Genome Research. 8: 175-85. (Available online at
http://www.genome.org/content/vol8/issue3/).

B. Ewing and P. Green, 1998 "Base-Calling of Automated Sequencer Traces Using Phred. II. Error
Probabilities." Genome Research. 8: 186-198. (Available online at

http://www.genome.org/content/vol8/issue3/)

P. Richterich, 1998. "Estimation of Errors in "Raw" DNA Sequences: A Validation Study" Genome Research.
8: 251-259. (Available online at http://www.genome.org/content/vol8/issue3/)

Viewing qualities 14


http://www.genome.org/cgi/content/full/8/3/161
http://www.genome.org/cgi/content/full/8/3/175
http://www.genome.org/cgi/content/full/8/3/186
http://www.genome.org/cgi/content/full/8/3/251

Aligner Projects

An Aligner project contains all the information for a project you are working on - the samples you added, any
contigs you may have assembled, and so on. Each project is contain in it's own directory, which is created by
CodonCode Aligner when you first save a project.

After an Aligner project is created, sample files can be added. Original files are never modified, only copies
are added to the project directory.

When alignments or assemblies are performed, the resulting consensus is stored in the project directory.
Collectively, all the files in a project directory are referred to as an Aligner project.

Only one project can be open at any point in time. The contents of a project are shown in the project window:

&m0 6 example_project
= = = i ™ x
Save Project  Add Samples Add Folder Add Assembly  Align to Reference Seguence Assemble Unassemble
Mame Contents | Length ' Quality = Position Added | Modified
v LL! Unassembled Samples 2 samples 0 - - 3/11...3/11/03....
Ade.s Trace 693 397 0 3/11...3/11/03,...
A455.s Trace 750 343 0 3/11...3/11/03,...
v l Contigl 3 samples 966 917 - 3/11...3/11/03,...
A326.r Trace 628 375 0 3/11...3/11/03,...
ADGD.S Trace 645 389 221 3/11...3/11/03,...
A333.r Trace 646 370 320 3/11...3/11/03,...
e ' Contig2 2 samples 755 720 - 3/11...3/11/03,...
b 7] Trash 0 samples 0 - - 3/11...3/11/03,...
[@ Assembly completed in 1.62 seconds; 1 successful join, 1 island remaining. @

b A

In the project window, samples are treated like files, and contigs are treated like folders (directories) in the
Finder on MacOS or the Explorer on Windows. Two other folders also exist in every project: the
"Unassembled Samples" folder, and the "Trash". Any sample that have been added to a project, but not yet
assembled or deleted, get added to the "Unassembled Samples" folder. If you don't want a sample in your
project anymore, you can move it to the Trash by selecting the sample in the project window, and then
selecting "Move To Trash" in the "Edit" menu. If you later change your mind, you can move samples from the
trash back to the "Unassembled Samples" folder.

Within the project view, you can also use drag and drop to move samples and even contigs around . You can
drag samples from the "Unassembled Samples" folder to the "Trash", and the other ways round; you can drag
samples in contigs or entire contigs to the trash or to the "Unassembled Samples" folder; and you can add
samples to existing contigs by dragging them from the "Unassembled Samples" folder onto the contig you
want to add them to (of course, the sample align with the contig; for more details, check the "Assembly and
Alignment" help section).

Aligner Projects 15



Working with Alignher Projects

Creating New Projects

To create a new project, choose '"New Project' from Aligner's '"File'' menu. Aligner will create a new
project, and show a project view window for it. The project will be empty, except for the "Trash" and the
"Unassembled Samples" folders. You can specify where a project will be saved when you first save the new
project.

If you prefer to set the project path when creating a new project, you can change the Open & Save Preferences
accordingly. Now, when creating a new project, Aligner will show the the "Create New Project" dialog:

‘8 Create New Project

Folder: /Users/peter/Documents/Projects

Name:  MyProject { Select... }

F 4 Cancel -\ @Mwﬂh"" !

The simplest way to set the project name and location is to click on the ''Select' button. This will bring up a
standard ""Save As.." dialog:

Save

Select Project Folder and Mame

Save As. MywProject

- Where: | [ Projects k4 EB
B o — T Boroer T
[ Documents » [ PhrapExample "
[ Prajects P

{ NewFolder ) [ Add to Favorites \

’_r Cancel 6’*’”5“"’@%
P

After clicking "Ok", an new project window will be opened, which contains no samples, only the
"Unassembled Samples" and the "Trash" folders.

Working with Aligner Projects 16
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Opening Existing Projects

Choose "Open..." from the "File" menu to open a project you have already saved. Navigate to the directory
your project is in, and select the project file. The project file has a ".proj" extension (which you may not see,
depending on your system settings). This will read all the contents of the project as it was last saved, and
show the contents in a new project window.

Alternatively, you can also use the ""Open Recent'' submenu in the ""File' menu. This will show the projects
you worked with recently. If a project is not longer available, for example because you deleted or renamed it's
folder, then it will be grayed out in the '""Open Recent'' submenu.

Saving Projects

Choose "'Save Project" from the File menu to save your project (if the project is a new project for which you
have not set a name and location before, you will be prompted to do so now).

To save a copy of an existing project under a different name and/or at a different location, choose ''Save
Project As..." from the File menu. The '"Save Project As..." command will always create a new project
directory, and put copies of all files into this new directory (if you try to create a project with the same name
as an existing folder, you will get a warning dialog).

It's a good idea to save projects on a regular basis, and especially before major processing steps like end
clipping, vector trimming, or assembly.

If you are using CodonCode Aligner in Demo mode, you can only save projects that (a) do not contain any
contigs, and (b) where you have not used any of the advanced Aligner functions like end clipping, sequence
assembly, and so on.

Closing Projects

Choose "'Close Project' from the File menu to close the currently open project and all its windows. Aligner
will first check if you made any changes to the project since the last time the project was saved. If any
changes were made, Aligner will ask you if you want to save the changes before closing the project. If you
answer "Don't save", all changes you have made since the last save will be lost.
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Adding Sample Files to Aligner Projects

CodonCode Aligner can import sequences from a variety of different file formats, including chromatogram
files in ABI and SCF format and text files in FASTA, Genbank, NBRF/PIR, PHD, or plain text format. Files
in FASTA, Genbank, or NBRF/PIR format can contain multiple sequences per file.

You can add sequences to Aligner projects by dragging and dropping files onto Aligner project views, or by
using one of several "Open" and "Import" options in the "File" menu:

1. by opening single sample files

2. by adding samples from several files

3. by adding entire folders of samples

4. by adding an entire assembly or project.

Aligner will always create copies of the samples you import. Keep in mind, though, that these copies will be
created only when you save the project, so save on a regular basis! For files that have pointers to associated
files, Aligner will also try to located and import the related files (for example, PHD files and FASTA files may
point to a chromatogram file in ABI or SCF format that contains the trace data.

Opening Single Sample Files

To add a single sample to a project, select ""Open..." from the ''File' menu. This will show the standard
"Open" file dialog. Select the file that you want to add to your project, and click "OK". The file will be read,
and the sample(s) in it will be added to the "Unassembled Samples" folder. Next, Aligner will open one or
more views for the sample(s) you just added, based on your settings for which views to open when
double-clicking on a sample in the Double Clicking Preferences.

Adding Several Sample Files

To add samples from a few files to a project, select ''Import' -> '""Add Samples..." from the ""File' menu.
This will show an "Open" file dialog. Select the files that you want to add to your project, and click "OK".

¢ To select several files in a row, click on the first file, and then keep the "shift" key pressed while
clicking on the last file.
¢ To select several files that are not right next to each other, keep the "control" key (OS X: the

"command" key) pressed while clicking on files.

The screen shot below shows an example of the "Import Samples" dialog with four selected files:
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806 Import Samples
" chromat_dir k4
[E oemotio —— [WRETERT,
% Network | edit_dir P
=l PBROOHD _ Examplel.proj
[ phd_dir [
fE Desktop
% Documents
4 peter L
| B « | v
Format: :AH Files L-im!
MNew Folder [:Cancei ) t: Open )

e

When you are done making your selection, press the "Open" button. CodonCode Aligner will read the files
you selected, and add the samples to the "Unassembled Samples" folder.

If any problems where encountered during import, Aligner will tell you so by showing a dialog box. For
example, if you already have a sequence with the same name as an imported sequence in the project, you will
be given a choice to ignore the duplicated sequences, or to automatically rename them.

Adding Entire Folders of Sample Files

To quickly add many sequence files to a project, it is easiest if you first gather all the files into one folder, and
then import the entire folder. To import sequences from all files in a directory, select "'Import'" -> ""Add
Folder..." from the "File' menu. This will show the standard "Open" file dialog. Navigate to the directory
you want to import, select any file in this directory, and then click "OK".

Aligner will count the files in the directory, and then ask you if you really want to import all the files:

r

8 O Import Folder of Samples !

; ! Do you want to import 20 sample files from /Documents?

[ Do not show again

If you click "Yes", Aligner will proceed to import sequences from all files in the directory. This may take a
while if the directory contains many files! All imported sequences will be added to the "Unassembled
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Samples" folder.

Note: Aligner will try to be reasonable when importing all files in a folder, and not import some files that you
probably did not really want to import. For example, Aligner not import hidden files (like files where the
name starts with a period); also, when importing an ABI runfolder, Aligner will import the .abi (or .ab1) files,
but ignore all .abi.seq files if the corresponding .abi file was present.

Adding Entire Assemblies

To add an entire assembly to your project, select ''Import' -> '""Add Assembly..." from the ''File' menu.
This will show the standard "Open" file dialog. Next, select the assembly file, which can be:

¢ an Aligner project file (the file name must end in ".proj")
¢ a "CAF" (Common Assembly Format) file produced by Sequencher (the file name must end in ".caf™)

"non

¢ assemblies (ACE files) generated by Phrap (the file name must end in ".ace", ".ace. 1", ".ace.2", etc.)

The assembly files must have the correct extension - either .proj, .caf, or .ace; ACE files can also have a
number appended, for example ".ace.1"(Note that, depending on your system settings, you may not be able to
see the extension).

After you selected the assembly file, CodonCode Aligner will read the file, and any associated files like
chromatogram files. If any of the samples or contigs in the imported assembly have the same names as files
that are already in your project, Aligner will give you a choice to either rename the files, or to cancel the
import.

Importing Sequencher Projects (CAF Files)

Many current and former users of the assembly program Sequencher have expressed the desire to import
existing Sequencher projects into CodonCode Aligner. While CodonCode Aligner cannot read Sequencher
project files directly, it is easy to export Sequencher projects in a file format that CodonCode Aligner can
read, the "CAF" file format (for "Common Assembly Format").

Exporting Sequencher Projects as CAF Files

To import a Sequencher project into CodonCode Aligner, you must first export the project from Sequencher
in CAF format, as follows:

1. Open the project in Sequencher

2. Select the reads and contigs you want to export (use "Select All" from the "Select" menu to export the
entire project)

3. Go to the "File" menu, and select "Export => Selection As Subproject". This will open a "Save"
dialog.

4. Click on the "File Format:" pulldown menu, and select "CAF".

. Use the "New folder" button or icon to create a new folder to export your project to.

6. Choose a name for the exported file. Make sure that the name ends with ".caf"'.

191

Here is an example of what the dialog looks like with Sequencher 4.1 on Mac OS 9:
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| Gi NewFolder | % | = DemoHD

Eject
Desktop

N

Export Selected Icons as: Cancel

example.caf

Save

T

L

File Format: | CAF

Export Chromatograms as:
& SCF¥Yersion 2.0

2 SCF Yersion 3.0
[ Export Contents of Selected Refrigerators

When you click "Save", Sequencher will export your selection to a text file in CAF format. In addition,
Sequencher will create chromatogram files in SCF format for all reads that have traces (this is why we
suggested to create a new folder in step 5 above).

You can now quit Sequencher, and import the CAF file you just exported into any open CodonCode Aligner
project, using "Import => Add Assembly". Please keep a few things in mind when importing CAF files:

e Sequences in old Sequencher projects often do not have base-specific qualities, but many functions in
CodonCode Aligner either require quality scores, or work better with quality scores. For unassembled
samples that have chromatogram traces, you can use "Call Bases" to run Phred on the imported
samples, and thereby get quality scores.

¢ Consensus sequences generated in Sequencher are not quality-based, and therefore likely to contain
more errors and ambiguities than consensus sequences build in CodonCode Aligner. You can choose
to have CodonCode Aligner re-build the consensus sequences when importing in the consensus
method preferences.

¢ CodonCode Aligner's support for CAF files is currently limited to CAF files exported by Sequencher;
Aligner will generally not be able to read CAF files produced by other programs.

If you encounter any problems when importing CAF files into CodonCode Aligner, please send a description
of your problem together with the CAF file to support@codoncode.com.

Importing Phrap Assemblies

To import a Phrap assembly into CodonCode Aligner, select have the Phrap-generated ACE file in the file
dialog you see after choosing Import => Add Assembly from the File menu (you must have a project open
for this option to be available). In addition to the ACE file, you should also have the PHD and SCF files for
the assemble, located in exactly the same directory structure as Consed would expect, ad described below.

When importing Phrap assemblies, all the contigs that Phrap has created will remain intact, and detail
information like unaligned ends and tags will be reserved. Aligner will read the assembly information from
the .ace file, and try to get additional information from the other files typically used with Phrap - the .PHD
files in the "sister" folder "phd_dir", and the chromatogram files in the "sister" folder "chromat_dir". An
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overview of the typical directory structure used with Phrap assemblies is as follows:

¥ | Project_folder
B [ chromat_dir
B[ Bdil_Oif ef— contains the ACE file and related text files
b [ phd_dir

*___.. contains the chromatogram files {ABI or SCF files)

€ ontuins the (Phrod-gencratedd) PHD files

Tags in Phrap assemblies

Phrap assemblies can contain tags, which are especially important when you are using PolyPhred. Aligner will
import and preserve tags, and display tags based on your highlighting preferences. You can add notes to
existing tags, and edit such notes. To do so, open a contig view, select a base that contains a tag, and then
right-click (OS X: control-click) on it to display the popup menu. The first item in the popup menu will be
"Display Tag..." (but only if you clicked on a base with a tag).

You can also view all tags for a sample in the "Sample information" dialog, and add tags.

Compatible File Formats

The following sample file types can be read by Aligner:

¢ SCF files - Standard Chromatogram Format, commonly available and generated by Phred, LI-COR
software, and many other programs. This is the preferred format, especially if the SCF files where
generated by Phred. It is also the format used by Aligner to store chromatogram information. (Note:
Sometimes, SCF files have the the file extension .scf; this will be hidden in Windows even if you have
your preferences set to display file extensions. However, Aligner will recognize this file extension.)

¢ ABI chromatogram files - Files generated by systems from Applied Biosystems software. Typically
have the extension .abi or .ab1 (but Phred-generated SCF files will typically have the same name and
extension!). Note that older ABI files may not contain base-specific quality scores; after importing
ABI files that do not have quality scores, you should first base call to get quality scores.

¢ FASTA files - text files with one or more DNA sequences, where each new sequence starts with a
line that starts with a ">' sign, followed by the name of the sequence.

If the FASTA header line also contains the name of corresponding PHD or SCF files, Aligner will try
to read these files, too.

¢ GenBank files - text files exported from Genbank, and many other programs. Genbank files are often
used for the reference sequence in re-sequencing and mutation detection projects.

When reading Genbank files, Aligner will read the "CDS" (coding sequence) annotation, including
the "/codon_start" tag (this tag indicates the number of the base after the CDS start which start the
first whole codon, and can either be 1, 2, or 3). In Aligner, the "CDS" region is shown as a
"codingSequence" tags, and the "/codon_start" annotation as a "codonStart" tag.

e EMBL files - text files exported from ENSEMBL and many other programs in EMBL format. Like
Genbank files, EMBL files can be used for the reference sequence in re-sequencing and mutation
detection projects. Aligner will read the "CDS" (coding sequence) annotation, similar to the way
described for Genbank files.

¢ NBRF/PIR files - text files in NBRF/PIR format, a simple format that can contain multiple sequences
per file. Sequences in NBRF/PIR format may contain gaps in the sequences as well as at the start and
end of sequences. When importing sequences from NBRF/PIR files, CodonCode Aligner will check if
the imported sequences contain gaps. If the sequences contain gaps, and are all of the same length,
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Aligner will check the sequence names in the project to see if you are re-importing contigs that have
been edited with an external sequence editor like MacClade, and offer the option to update existing
contigs. For more information, read the "Roundtrip Editing" help page.

e PHD files - text files that contain information about base calls and quality scores. PHD files are
typically created by PHRED, but a number of other programs (including Aligner) can also write PHD
files.

PHD files typically contain the name of the chromatogram file they refer to, which Aligner will then
also read to get the trace data.

¢ Plain text format - text files that have only DNA sequence without any annotation. Aligner will read
all base letters ("ACGTUacgtu") and IUPAC ambiguity symbols, and ignore any spaces, line endings,
and numbers. Plain text files cannot contain any "binary" characters; when creating text files in
programs like Microsoft Word, make sure the safe the files as "Plain text ", not in native formats (like
"Microsoft Word Document (.doc)").

In addition to these sample files, CodonCode Aligner can read sequence assembly files in ".ace" format
produced by Phrap or Consed, and assemblies in CAF format produced by Sequencher, as described above.

Sample Names

When reading chromatogram files, Aligner will use the name of the file as a sample name. Since version
1.4.0, sample names can contain spaces, accented characters, and so on. However, if your sample have
"funny" characters like accents or umlaute, keep this in mind:

¢ The names may not be drawn correctly in all views (due to minor bugs in Java)

® On Windows, importing a folder of samples with special characters in their names may not work
(Aligner may report that it cannot find some of the samples). Similar, adding samples to a project by
drag and drop may not work if the sample name contains unusual characters. However, you should
always be able to add samples using "Import -> Add Samples".

® When exporting samples, Aligner may replace unusual characters in the sample names with
underscores.

Some files contain the sample name in the file (e.g., FASTA files). When this is the case, the name specified
in the file is used as the Aligner sample name. When a file contains multiple samples, the sample names must
be specified in the file.

Within a project, sample names must be unique. If a sample name in a file already exists in the project, the
new sample is renamed so that the sample name is unique. Samples are renamed by appending an underscore
and a unique number (e.g., name_1).

To rename samples, you can use the "Sample Information" dialog. Alternatively, you can first select the

sample in the project view, and then clicking on the sample name again (similar to the way you would rename
files in Finder windows on OS X, or Explorer windows on Windows).

Scripting CodonCode Aligner

Some functions in CodonCode Aligner can be executed from scripts - text files that contain a collection of
commands, and have the extension ".alscpt". Scripts can be opened using "Open..." from the "File" menu, or
by drag & drop.
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Some commands allow you to specify files or folders, for example for importing. Please note that any file or
folder names that contains spaces must be surrounded with quotes. If the file or folder names contain quotes,
change the quotes in the names to double quotes. For example, a file "/Users/Shared/Name with "quote"

should be written as "/Users/Shared/Name with ""quote".

In scripts, the same logic as when using CodonCode Aligner normally applies. Specifically, to do something
like end clipping or assembling, you must first select the samples or contigs to work with. Here is an overview

of the available commands:

Scripting CodonCode Aligner

Command Parameter Comments
newProject none Creates a new project
full path to project file (e.g.
openProject “/Users/Shared/My Project/My Opens an existing project
Project.proj”)
importFolder full path to folder Imports a folder of samples
importProject full path to project file Imports a project
importSample full path to sample file Imports a sample
closeProject none Closes a project
saveProject none Saves a project
full path to project file (e.g.
saveProjectAs “/Users/Shared/My Project/My Save the project at the given location
Project.proj”)
. Selects the sample with the given
select sample or contig name
name
selectAll none Selects everything in the current view
selectAllUnassembledSamples |none Selects all unassembled samples
selectAllContigs none Selects all contigs
. Unselects the sample or contig with
unselect sample or contig name .
the given name
clipEnds none End clips the currently selected
samples
makeRefSeq sample or contig name Makes the named sample a reference
sequence
findHeterolndels none Finds heterozygous indels in the
selected samples
Assembles the selected samples and
assemble none i
contigs
assembleFromScratch none Assembles from scratch
assembleByName none Assembles in groups (by name)
Compares contigs to each other, using
compareContigs Clustal or muscle (optional) Clustal or muscle (if specified),
otherwise the current default
assembleUsingPhrap none Assembles contigs with PHRAP
alignToReference none Aligns selected samples to a reference
sequence
alignByName none

24



CodonCode Aligner User Manual

Aligns to reference sequence by name
(in groups)

findMutations

none

Finds mutations in the selected
contigs

Please note that scripting is intended only for users who have some experience in scripting applications, and
are able to sort through problems that are likely to appear when using scripts.

Scripting CodonCode Aligner
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Organizing Samples And Contigs In Folders

Aligner projects always contain the "Unassembled Samples" folder and the "Trash" folder. However, if your
projects contain a lot of unassembled sequences or many contigs, you may want to organize the sequences a
bit better. CodonCode Aligner allows you to create folders in projects, to which you can move samples and
contigs by drag and drop or by using the "Move To..." menu item.

Creating Folders

To create a new folder for organizing unassembled samples, select "New Folder" from the "File"menu. This
will show a dialog where you can name the new folder.

Folders created this way can hold unassembled samples, contigs, or a mix of samples and contigs.

Moving Samples and Contigs to Folders

You can move samples or contigs to and from folders in several ways:

¢ By drag and drop:
Select the folders or samples you want to move in the project view, and drag & drop them onto the
target folder.

¢ Using "Move to..." in the "Edit" menu:
Select the samples you want to move, then choose to "Move to..." from the "Edit" menu. In the dialog
that appears, select the target folder that you want to move the samples to, them press "OK".

¢ Using "Move to..." in the popup menu:
Select the sample or samples you want to move in the project view, and then right-click (OS X:
control-click) on one of the samples. From the popup menu, select "Move to..."

To move contigs from folders back to the same level as Unassembled Samples and the Trash, select the
contig, choose "Move to..." from the popup or "Edit" menu, and then select "(top level)". You can also drag

and drop contigs in folders onto empty space in the project view to see the same menu.

You cannot move unassembled samples to the top level, and the "(top level)" option will not be available if
your selection contains unassembled samples.

Renaming Folders

To rename a folder you created, click on the folder in the project view, wait a little bit, and click on it again.
You will see when the name becomes editable (it may take a second or so). When you are done editing the
name, press enter, or click on any other item in the project view.

If you change your mind about renaming the folder, you can press "escape" while you are still editing, or
select "Undo" from the "Edit" menu right after you changes the name.

Deleting Folders

To delete a folder that you created, first remove all of its contents, then:
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e Select the folder in the project view, then
e Choose"Delete Folder" from the "File"menu.

Only empty folders can be deleted. If a folder still contains samples or contigs, the "Delete Folder" menu
item will be disabled.To delete a folder that contains samples, first move the samples to the trash, and then

delete the folder.

You cannot delete the "Unassembled Samples" folder or the "Trash" folder.

Deleting Folders
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Removing Samples from an Alignher Project

To remove samples from an open project:

¢ Go to the project window

e Select the sample(s) you want to remove (use shift-click to make continuous selections; use
control-click (Windows) or command-click (OS X) to make discontinous selections)

¢ Select "Move To Trash" from the "Edit" menu (or display the popup menu by right-clicking (OS X:
control-clicking) , and choose "Move To Trash" from the pop-up menu)

You can also select samples in contigs and move them to the trash. This will remove the samples from the
contig. If removing of a sample would leave a gap in a contig, thereby splitting a contig in two pieces, you
will not be able to remove the sample (we plan to add the functionality to automatically split a contig in later
versions...)

You can also move entire contigs to the trash this way. This will move the contig and all samples in it to the
trash.

Moving samples to the trash does not delete them from your project. If you change your mind about a sample
in the trash, you can select it, and then choose '"Move To Unassembled Samples'' (or "Move To...") from the

"Edit'" menu.

To permanently delete samples from you project, first move the samples to the trash, and then choose
"Empty Trash..." from the ""File'' menu.
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Base Calling with PHRED

Aligner works best if sequences have quality scores - but what if you have sequence traces that do not have
quality scores, for example ABI files? Well, you can simply run Phred to re-do the base calling and assign
quality scores from within Aligner (Phred was developed by Phil Green and Brent Ewing at the University of
Washington; more about PHRED below).

How to call bases with PHRED from Aligner

To call bases for sequence traces with PHRED:

1. Select the samples in the project view.
The sequences must be unassembled; you can also select the entire "Unassembled Samples" folder. If
you want to call bases for samples that are already in a contig, you must first unassemble the contig.
2. Choose "Call Bases" from the "Sample" menu.

Depending on the number of samples you have chosen, base calling may take a while (up to a few seconds for
each sample), and you will need to wait until it's done before you can do anything else.

Prerequisites

To use base calling in Aligner, your sequences must have traces; any sequences from text files that do not
have traces will be ignored.

Furthermore, base calling with PHRED requires that you have PHRED installed on the computer that you are
running Aligner on. This can either be the workstation version of PHRED that is included with Aligner, or
your own copy of PHRED.

Using the workstation version of PHRED

When you install CodonCode Aligner, a workstation version of PHRED is installed in the
"Phred-Phrap" folder inside the "CodonCode Aligner" folder. This workstation version can
only be run from CodonCode Aligner, but is otherwise identical to PHRED. To use it, you
must either have a valid trial license for Aligner, or a full (purchased) license that includes
license permissions for the workstation version of PHRED.

CodonCode Aligner customers at academic and non-profit institutions can use the
workstation version of PHRED free of charge; customers at for-profit institutions need to
purchase a separate license to for the workstation version of PHRED.

Using your own copy of PHRED

If you already have a licensed copy of PHRED installed on the computer that you are using
Aligner on, you can use this copy for base calling. First, though, you will need to tell Aligner
where your copy of PHRED is installed; you can do this in the base calling preferences.
Academic users who want to use their own copy of PHRED can obtain the source code for

PHRED free of charge directly from the authors (with certain usage restrictions); please
check www.phrap.org for details.
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Users at for-profit organizations need to purchase a license for PHRED. Please check
www.phrap.com for information about purchasing PHRED licenses from CodonCode.

What Aligner does

In short, all that happens is that the base calls in the samples will be replaced with PHRED base calls, and
PHRED's base-specific quality scores. But if you really want to know the details, here is what happens when
you start base calling in Aligner:

1. Aligner will first create two temporary directories. These are created in the system's default temporary
directory, for example in /tmp/ on OS X; the names of the directories will start with "bscl".

2. Aligner will write SCF files for each selected sample into the first folder, from which PHRED will
read the data.

3. Aligner checks if all necessary entries are present in the Phred parameter file to process the traces you
selected. If any entries need to be added, Aligner will show a warning dialog, and then allow you to
add the required entries using the Phred parameter file edit dialog as described below.

4. Next, Aligner will start PHRED, using the path to the program that you can define in the base calling
preferences (the default is "workstation_phred" in the "Phred-Phrap" folder inside the "CodonCode
Aligner" folder). Aligner will also pass the location of the Phred parameter file, as defined in the base
calling preferences, to PHRED. Aligner will use the -id and -cd options to tell PHRED where the
input files are, and where to write the result files to.

5. Aligner will wait for PHRED to finish. If you are base calling several hundred traces, this may be a
good time for a coffee break. If it's just a few traces, it should take only a few seconds.

6. When Phred is done, Aligner will check to see if PHRED produced the expected number of result
files; if not, Aligner will try to look at the PHRED output to find out what the problem was (see
below). Aligner will also write the progress and error messages generated by PHRED into two files in
the Aligner folder; the file names are "Basecalling_errors.txt" for error messages and warning, and
"Basecalling_output.txt" for regular output (typically, the names of the files processed).

7. Aligner will then rename the samples that were base called, move them to the trash, and read the base
calls from the new SCF files that PHRED has just created.

8. Finally, Aligner will delete all the temporary files it and PHRED have created. The temporary
directories will be deleted when you exit Aligner.

If anything went wrong, Aligner will leave the samples as they were; you will first need to correct the
problem, and try to do the base calling again. The next section describes some of the most common problems
and their solutions.

Editing the PHRED parameter file

The first time you try to base call your own data with PHRED, you will probably need to add entries to the
"Phred parameter file". PHRED uses this file to determine which sequencing chemistry, dye type, and
sequencing machine was used to generate each individual sequence. PHRED does that by trying to match a
"primer ID" string that is hidden in your chromatogram files with entries in the "Phred parameter file". Since
sequencing vendors often come out with slightly changed chemistries that have a new "primer ID" string,
chances are that you have to add one or more strings to the Phred parameter file.

Fortunately, CodonCode Aligner makes adding new entries to the Phred parameter file relatively easy by

providing a convenient editor for the Phred parameter file, and by making educated guesses for the entries that
need to be added. Before running Phred, Aligner checks all samples which you selected for base calling to see
if their "primer ID" string can be found in the Phred parameter file. If any entries are missing, you will see the
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following dialog:

r . . .1

&) Phred parameters missing

The Phred parameter file does not have the required entries
to process all of your samples. Please confirm the new
entries for the Phred parameter file.

When you click "OK", Aligner will bring up a new dialog that allows you to edit the Phred parameter file.

It shows all the current entries in the Phred parameter file, as well as one or more entries that need to be

added:

‘B8O Phred Parameter File

~Phred Parameter File Entries
|Prrme_-r T IChemustw |i}1.-ef:|ass s |Ma PP IStatus | z22
'DT3700POP6{37C}.mob terminator big-dye ABI_3700 -
;DT3?DDPOPG{BD—-IDdeg}uLmnb terminator big-dye ABI_3700
|DT3700FSP{BED}v1l.mob terminator big-dye ABI_3700

EDTE?DDPDPS{dRhnd}uLmnb terminator d-rhodamine  ABI_3700
EDTE?DDPDPG{dRhnd}uE_mnb terminator d-rhodamine  ABI_3700

éDTE?DDPDPS{ET}.mnb terminator energy-transfer ABI_3700

fDTE 100POP&{dRhodvl.mob terminator d-rhodamine  ABI_3 100

EDTE 100POPR{EDWZ .mob terminator big-dye ABI_3100

:DTE 100POPB{EDVI vl .mob terminator big-dye ABI_3100

|MegaBACE Mohbility File unknown  energy-transfer MolDyn_MegaBACE
EBeckmanCEQ terminator big-dye Beckman_CEQ_2...

EDTE 100POP4LR{IBDW1.mob terminator big-dye ABI_3100 !
§<Samples missing primer D= primer rhodamine ABI_3T73_377
§<Nn matching primer D= primer rhodamine ABI_373_377 m
'<Samples missing primer D= terminator rhodamine ABI_373_377 1
| DyePrimer{-21m13} primer rhodamine ABI_373_377 Mew |v

[ Add

— Description

The Phred parameter file contains the information Phred needs to determine the best base calling
parameters and lookup table for sequence gquality values. Each chromatogram contains a primer 1D
string that Phred looks up in this file to get the relevant chemistry, dye, and machine information.

If your sequencing machine is not listed, select the machine class that is closest to your sequencer
{e.g. for samples processed on an ABI 3730, set the machine class to ABI_3700).

F i \ - 3
C Cancel 3 @'ﬁ%‘&g

P

At the bottom, you see a newly added line (in your case, this may be more than one line; you may have to

scroll down to see the newly added entries). Here is a brief description:

Editing the PHRED parameter file
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¢ The first column contains the primer ID string that you need to add. Aligner already filled this out for
you, so you should not need to change anything here.

® The second column contains the chemistry, which is "primer" for dye-labeled primers, and
"terminator"” for dye-labeled terminator chemistry. Most sequencing nowadays is done with
dye-labeled terminators, but check with the supplier of your sequences or sequencing kits if in doubt.

¢ The third column contains details about which class of fluorescent dyes was used. Most current
chemistries from ABI are "big-dye", while chemistries from Amersham Pharmacia are typically
"energy-transfer".

® The fourth column lists the kind of DNA sequencer used. If you cannot find an exact match, use the
machine that is most similar to your machine. For example, if you are using PHRED version
0.020425.c, use ""ABI_3700" for data from ABI 3730 and ABI3730XL sequencers, and use
"ABI_3100" for data from ABI 310 sequencers.

You can also add new entries by pressing the "Add" button, but that should usually not be necessary. After
verifying the new entries, press the "Save" button to save your changes. If you press "Cancel”, your changes
will not be saved, and you will most likely see the "Missing entries"” error described below.

You could also use a text editor to edit the Phred parameter file, but unless you really know what you are
doing, we strongly suggest that you use Aligner's build-in editor instead, as described above.

You can also check and edit the Phred parameter file by pressing the button labeled "Edit..." in the Base
Calling Preferences.

Base calling problems

When using Phred for base calling, a number of things can go wrong. This section describes the most common
problems, and how to solve them.

e Cannot find the base calling program

e Missing entries in the Phred parameter file

¢ Problems reading the Phred parameter file

® Wrong command line parameters

¢ Problems running the workstation version of Phred

Many of the problems are related to the Phred parameter file. This is a file used by Phred to determine which

dye type, sequencing chemistry, and sequencing machine was used to a given trace. For more information,
please read the "About the Phred parameter file" section below.

Cannot find base calling program

If CodonCode Aligner cannot find the base calling program, Aligner will show the following error message:
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r e
8n0o Cannot Call Bases

Cannot find base calling program
'"/Applications {CodonCode Aligner/phred'
Please use the Base Calling Preferences

to specify the correct location of PHRED
on Your computer.

( Help )

The name and location of the base calling program PHRED is defined in the base calling preferences; if the
name specified there is not correct (for example because you moved, renamed, or deleted the program or the
CodonCode Aligner folder), then Aligner cannot find Phred.

To solve this problem, do what the dialog says: use the base calling preferences to specify where exactly on
your system Phred is installed. detailed instructions are given above for the workstation version of Phred that
is installed with CodonCode Aligner.

For more information, please read the Prerequisites section.

Missing entries in the Phred parameter file
Another possible error message you may encounter looks like this:

s‘ -
ann Base calling error

The following error occurred during base calling:

Phred produced no result files.

Probable cause: missing entries in Phred parameter file

For more information, check the error messages in

'/ Applications {CodonCode Aligner/Phred-Phrap/Basecalling_errors.txt'

( Help 3

This happens if Phred cannot find the "dye primer string" in the Phred parameter file (since version 1.1.1 of
Aligner, this should not happen anymore, since Aligner tries to help you in adding the missing entries before
running PHRED, as described above; however, you might still see this problem is you accidentally edited or
misspelled a primer ID string, pressed "Cancel" in the Phred Parameter File dialog, or (against all our
warning!) used a text editor to edit te Phred parameter file).

Go ahead and open the file "Basecalling_errors.txt" in Phred-Phrap directory inside the CodonCode Aligner
directory. In there, you will see one or more entries like this:

SampleFileName.abi: unable to match primer ID string: skipping chromatogram
unknown chemistry (DT3730POP7{BD}.mob) in chromat SampleFileName.abi

add a line of the form

"DT3730POP7{BD}.mob" <chemistry> <dye type> <machine type>

to the file /usr/local/genome/lib/phredpar.dat

To fix this problem, you need to add the line as requested to the Phred parameter file, as described above.
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At the top of the file, it tells you the known chemistrie, dye types, and machines; pick the one that is closest to
what was used for your sample. For example, the line you add may read:

"DT3730POP7{BD}.mob" terminator big-dye ABI_3700
for the most commonly used sequencing chemistries from ABI 3700 or ABI 3730 sequencers.

Save the changed Phred parameter file (make sure to save it in a "Text only" format if using Word as the
editor), and try the base calling again.

Problems reading the Phred parameter file

If PHRED cannot find or read the Phred parameter file, you will see the following error message:

k|

- NaNS! Base calling error

The following error occurred during base calling:

Phred produced no result files.

Probable cause: problem finding or reading Phred parameter file

For more information, check the error messages in

'"fApplications {CodonCode Aligner/Phred-Phrap/Basecalling_errors.txt'

¢ Help )

To fix this problem, you can do the following:

1. Make sure that the path to the Phred parameter file that is specified in the base calling preferences is
correct, and that the Phred parameter file is readable.

2. Check the "Basecalling_errors.txt" in the Aligner directory for hints about what is wrong.

3. Verify that the Phred parameter file is a plain text file, and not a binary format like RTF or Microsoft
Word's ".doc" format.

4. Make sure that the file has the correct line endings, especially on OS X (due to it's mixed origins, OS
X files can have either Macintosh-style line endings or UNIX-style line ending; Phred requires UNIX
line endings on OS X. You can use tools like BBEdit Lite or LineBreak 2.2 to convert line endings, if
needed.

Wrong command line parameters
If you see the following error message:

(3] Base calling error

The following error occured during base calling:
o Phred produced no result files.
iprobable cause: wrong command line option)
Check error messages in file 'Basecalling_errors _txt'
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then you did not read the "for experts only" part in the Base Calling Preferences, did you? Or perhaps you just
mistyped an option - go back to the base calling preferences and change the "Additional command line
options". If you leave this line blank, as we suggest, you should not see this error message.

Problem running the workstation version of Phred

When Aligner uses the workstation version of Phred, you may see the following error message:

F e 5 |
anon Base calling error

The following error occurred during base calling:

Phred produced no result files.

Probable cause: problem running PHRED workstation version

For more information, check the error messages in

'/Applications {CodonCode Aligner/Phred-Phrap/Basecalling_errors.txt'

Usually, you should not see this dialog - but if you see it, the first thing to try is to do the base calling again -
it might work without problems the second time.

One thing that may cause this problem is renaming the Phred executable. Aligner looks at the program name
to determine whether you are using the workstation version of Phred, or the regular version. If you have a
regular (non-workstation) version of Phred, and you rename it to "workstation_phred", you will see the dialog
above.

If you did not rename the executable, and the problem persists, it's time to contact CodonCode support. Please
send an email, and include the following as attachments:

¢ The "Basecalling_errors.txt" file - the error dialog will tell you where exactly to find it
¢ The "Aligner_errorlog.txt" file from the "CodonCode Aligner" directory

¢ The "status.log" file from the project directory

¢ A screen shot of the error message

Please send all this by email to support@codoncode.com.

More about the Phred parameter file

The newest versions of PHRED (from the 2002 releases on) optimize the base calling for different sequencing
chemistries, dye types, and machines. This requires that Phred can somehow determine the chemistry, dye
type, and machine. Phred does this by extracting the "primer ID string" from the input files. The primer ID
string looks something like this: "DyePrimer{-21m13}" or "ET_MegaTerm" or "DT3700POP5{BD}v3.mob".
PHRED looks up the primer ID string in the Phred parameter file, which tells it the dye type, chemistry, and
machine through lines like this one:

"DT3700POP5{BD}v3.mob" terminator big-dye ABI_ 3700

There are many different dye primer strings, and new ones get added all the time. If your sequence traces
contain one is not yet in the Phred parameter file, PHRED will refuse to call the bases in this trace, and
generate an error message. In Aligner, this leads to the "Missing entries in the Phred parameter file" error
described above. As described above, you will need to edit the Phred parameter file. and add a new line for
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each new primer ID string. The possible entries are:

e for chemistry: primer, terminator, unknown

e for dyes : thodamine, d-rhodamine, big-dye, energy-transfer, bodipy, unknown

¢ for machines : ABI_373_377, ABI_3100, ABI_3700, Beckman_CEQ_2000, LI-COR_4000,
MolDyn_MegaBACE).

PHRED versions released in 2004 and later also support "ABI_3730" as the machine type (at the time of
writing, the new versions are still in beta testing, and have not yet been released). For more information,
please check the discussion groups on CodonCode's support site.

In general, do not use the "unknown" tags. If your dye or machine is not listed, use the one most similar to it
(for example ABI_3700 for ABI 3730 XL sequencers if you are using PHRED version 0.020425.). The most
common combination for ABI sequencing is terminator, big-dye, ABI_3700.

The Phred parameter file can be in different locations on different systems. On Mac OS X, the default location
is "/usr/local/genome/lib". On Windows, the default location is "/C:\Program Files\CodonCode\". To find out
where the Phred parameter file is located, Phred checks the environment variable
"PHRED_PARAMETER_FILE". This environment variable is temporarily set by Aligner when Aligner starts
Phred, using the location of the Phred parameter file defined in the base calling preferences..

Aditional tips for common problems with running Phred can also be found at
http://www.codoncode.com/support/fags/phedpar.html. If you want to, you can read more about Phred in the
original Phred documentation, which is available at http://www.codoncode.com/support/phred.doc.html.

About Phred

The base calling program Phred was developed by Phil Green and Brent Ewing at the University of
Washington. Phred was widely used for base calling in the Human Genome Project, and still is often regarded
as the standard for base calling. CodonCode Corporation distributes Phred executables for a variety of
platforms, including Windows and Mac OS X, under license from the University of Washington.

Academic users can obtain the source code for Phred for restricted use directly from the authors at the
University of Washington. For more information on this, please visit http://www.phrap.org/.

Trial versions of CodonCode Aligner may include time-limited trial versions of Phred. Any use of such trial
versions of subject to the license agreements displayed when you installed Aligner or Phred. In particular, you
may not use the time-limited trial versions for any commercial purposes.

Please note that Phred is a command line program, not a typical Windows or Mac OS X application! This
makes it easy to run Phred through scripts or from programs like CodonCode Aligner, but it means you cannot
simple double-click on Phred and expect to see a graphical user interface.

You can read the original documentation for Phred at http://www.codoncode.com/support/phred.doc.html, and
more about Phred in the following two articles:

¢ B. Ewing B, L. Hillier L, M.C. WendlI and P. Green. "Base-calling of automated sequencer traces

using Phred. I. Accuracy assessment." Genome Research. 8: 175-85. (Available online at
http://www.genome.org/content/vol8/issue3/).
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¢ B. Ewing and P. Green, 1998 "Base-Calling of Automated Sequencer Traces Using Phred. II. Error
Probabilities." Genome Research. 8: 186-198. (Available online at
http://www.genome.org/content/vol8/issue3/)

About Phred
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End Clipping

Typically, sequence chromatograms have low-quality sequence at the beginning and at the end of the
sequence. If you have sequence traces with quality values, you can use the quality values to automatically
remove the low-quality sequence at the ends - a process called "end clipping" (or "end trimming").

If you plan to use Aligner's features to detect and process heterozygous insertions and
deletions, you should search for heterozygous indels before you end clip. Otherwise, end

clipping will probably remove the parts of samples that have heterozygous insertions of
deletions, and some heterozygous indels may not be detected. But if you first search for
heterozygous indels, end clipping will leave the parts of sequences that have heterozygous
indel tags unclipped.

To end clip a set of sequences, do the following:

1. Select the sequences to be clipped in the project window. Typically, you can just select the
"Unassembled Samples" folder to end clip all samples (only unassembled samples can be end
clipped).

2. Select "Clip Ends..." from the sample menu. This will show the "Clipping preview" window that
summarizes the clipping results (if you have selected many samples, it may take a few seconds for the
dialog to show up.

3. If the end clipping results look ok to you, press the "Clip" button to apply the calculate clips. The
low-quality bases at the end of each sequences will be removed, and any sequences that do not match
the minimim quality criteria will be moved to the trash.

If you would like to change the settings for the end clipping, press the "Change parameters" button
instead of the "Clip" button. This will open a new window where you can change the end clip settings.
After making your changes and selecting "OK", the clipping preview window will re-appear, showing
the effects of the new parameters.

The clipping preview window is shown in the next picture:

8nn Clipping Preview

~Preview of clipping results:
Number of samples clipped
Average length before clipping 59
Average length after clipping 46
Average number of 5' bases clipped
Average number of 3' bases clipped 12

Mumber of samples moved to Trash

./ .". ./.
L Cancel W P

STy

Change parameters JI

Please note that you do not have to end clip sequences before assembly or alignment - the assembly will
typically work fine without end clipping. However, you can get cleaner and sometimes better assemblies by
end clipping sequences before vector screening and assembly.

To each sequence that is clipped, Aligner will add a "processing” tag which states how many bases were
clipped at the beginning and the end. You can see these tags in the feature view window if you have the
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processing tags included in your definition of features, and in the tag dialog that is accessible from the sample
information dialog.

End Clipping Parameters

You can change the stringency of the end clipping in the end clipping preferences. Either press the "Change
parameters" button in the clipping preview window as described above, or select the "End clipping"
preference panel in the "Preferences..." window (to see the Preferences window, select "Preferences" in the
application menu on OS X, and "Preferences..." in the "Edit" menu on Windows). This will show the
following window:

806 Preferences

\Alignment ' r End clipping

iAssembly : o ) .

‘Base calling | @ Maximize region with error rate below 0.1

\Base colors () Use separate criteria for start and end:

iConsensus method - | rTrim from start until

|Double-clicking 5 v

£ - T - A 'I - "g'.'. "g'.'
:|Enrd dlipping | ! Error rate is below 0.1 ina 25 base windo
|Features | | There are fewer than 3 bases with guality
;H|ghllght|ng below 20 ina 25 base window
iLicense Server

IMemory \ | rTrim from end until

EMUHHMS ¥ Error rate is below 0.1 ina 25 base window
!Open & save : —

\Phrap assembly | | There are fewer than 3 bases with quality
fPrEfEFE”CE options 5 below 20 ina 25 base window
{Printing |

\Protein translation ~After end clipping

i;:amrtils names ™ Move all sequences shorter than 25 bases to trash.
Vector trimming ™ Move all sequences with fewer than 50

5V|ew§ Phred 20 @"- bases to trash.

‘Warnings

‘Window placement

Description

The end clipping preferences control how low quality bases are clipped from samples; end clipping works only
on samples with gualities.

( Cancel ) W@

On the top, you have the choice between two different end clipping methods: a method that maximizes the
region with an (estimated) error rate below the threshold you define, and a method that uses different criteria
at the beginning at at the end of the reads. The first methods is similar to the way Phred trims sequences with
the "-trim_alt" option. The second method gives you more options, and is (hopefully) a bit easier to
understand. With typical parameters, both methods tend to give similar results, and remove the "junk"
sequence at the end of chromatograms. The methods are explained in more detail below.
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You have the option to automatically identify "bad" sequences after the end clipping, and move those to the
trash. Such bad sequences can be due to failed sequencing reactions, or any number or other problems. We
suggest to move all sequences that are too short (for example, less than 25 or 100 bases) after clipping to the
trash. A second widely used method to identify low-quality sequences is to count the number of bases with
quality scores above 20 ("Phred20 bases"). With the settings shown in the picture above, any samples that,
after the end clipping have fewer than 150 Phred20 bases, or are shorter than 200 bases, would be called bad
and moved to the trash.

We suggest that you experiment with the different parameters, and find a setting that works for your
data. For example, if you sequence short PCR products, you should definitely reduce the number of Phred20
bases required for a sequence to be kept, or perhaps uncheck this option.

Additional details about the end clipping parameters can be found on the "End Clipping Preferences" help
page.

End Clipping Algorithms

This section briefly explains the different end clipping methods ("algorithms"). It is intended for the curious -
you do not necessarily need to understand the end clipping algorithms to use them :-) All methods use the
base-specific quality scores to find the low quality regions. For the end clipping to work correctly, the quality
scores have to be reasonably accurate; however, they do not have to be perfect.

Method 1: Maximizing regions with error rates below a given threshold

First, the quality scores at each base call are converted into estimated error rates. The quality scores are on a
logarithmic scale - a quality of 10 corresponds to a 10% error rate, a score of 20 to 1%, 30 to 0.1%, and so on.
Next, Aligner finds the longest region in the sequence where the following conditions are met:

e the average error rate over the entire region is below the (user-defined) threshold
¢ if the region would be expanded on either side, then the added sections would have an error rate that
is above the threshold

The region found by this method can contain some lower-quality parts in the middle, where the estimated
error rate is above the threshold. However, such regions will only be included if they are followed by a region
that has a lower error rate, which drops the combined error rate over both regions below the threshold.
Individual bases and short regions outside of the "good" region may also have error rates below the threshold -
however, they are not included when they are flanked by higher error regions.

The "maximize region" method is very similar to the method used by the base calling program Phred with the
-trim_alt option, and based on the Mott algorithm for sequence trimming. It's a bit hard to understand, but
works rather well.

Method 2: Using separate criteria at the start and the end of the
sequence

In this method, the clipping is done by coming in from the start and from the end of a sequence, and "chewing
into" the sequence until a region that is "good" is encountered. There are two different ways to define what is
a "good" region:
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1. the average estimated error rate in a region (calculated from the quality scores), and
2. the number of "bad" bases (bases with a quality below the defined threshold).

You can also define the length of the region, and use different regions at the beginning and at the end of a
sequence. At the beginning, where sequence quality improves rapidly, a short window (e.g. 20 bases) can
make sense, while at the end, where the sequences quality drops of slowly, a longer windows (e.g. 50 bases)
can make sense. You can use either one of the two definitions, or you can use both together.

The advantages of this method are that (a) it is a bit easier to understand, and (b) it gives you more options to
tune the trimming exactly like you want it.
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Trimming Vector Sequences

Vector sequences in your sample sequences can lead to incorrect assemblies, and therefore should be trimmed
before assembly or alignment. If you also plan to use end clipping to remove low-quality sequence, we
strongly suggest that you do the end clipping before the vector trimming.

To remove vector contamination from samples, follow these steps:

1. Check your "Vector trimming" Preferences. Make sure that you have selected the cloning vector(s)
that you used.

2. Since vector trimming cannot be undone, it's a good idea to save your project now.

3. In the Project window, select the samples that you want to screen. You can screen only unassembled
samples, not samples in contigs. Typically, just select the "Unassembled Samples" folder to screen all
unassembled samples.

4. Select "Trim Vector" in the "Sample" menu. Aligner will start to look for matches between the
samples you selected in the project window, and the vectors you selected in the Preferences. You will

see a progress window:

a0 Vector Trimming Progress
Find Matches

s

Find Matches is 16% complete...

i W
[ Cancel |

You can cancel the vector trimming at any time before it is complete.

5. After Aligner has found all vector matches that fit the criteria you defined in the Preferences, a new
window will show the results:
3 ﬁ Vector Trimming Results

.1

Sample Mame | 5' Bases 5' Vector 3' Bases 3" Vector
djs74-2361.51 0
djs74-237.s1
djs74-996.52
djs74-564.51
djs74-690.x1
djs74-561.s1
djs7d4-824.51
djs74-932.s51
djs7d4-423.s1

2 Phage M13 genome...

& Cloning vector pBR322 ... &

T

( cancel ) € Apply Trims A

P

(You will see a different dialog if no matches between your samples and the vector sequences were
found).

You can now choose to apply the trim results and remove the bases at the start or end of the samples
that had vector matches; or you can press cancel and not apply the trim results (for example to try
different parameters).

(= J - B I - e
R = R R - e . -

You can repeat the vector trimming, for example if you forgot to include a vector sequence the first time you
trimmed.

To each sequence that has bases removed due to vector trimming, Aligner will add a "processing" tag which
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states how many bases were trimmed at the beginning and/or the end. You can see these tags in the feature
view window if you have the processing tags included in your definition of features, and in the tag dialog that
is accessible from the sample information dialog.
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Vector Library Files

Vector sequences for vector trimming can be read from several files that were supplied with CodonCode
Aligner, or from your own ("custom") files. A "Vector" folder is created in the "Aligner Data" folder in the
folder where CodonCode Aligner was installed (on OS X, the default folder is "/Applications/CodonCode
Aligner/"; on Windows, the default folder is "C:/Program Files/CodonCode Aligner/"). Three files are
installed in this vector folder: two UniVec files from NCBI, and an example custom vector file with some
commonly used vector sequences.

To set up vector trimming, you:

1. Open the "Vector trimming" preference panel
2. Select the vector library file to use (typically from your own "Custom Vector" file)
3. Select the sequences you want to screen against

Using UniVec Library Files

UniVec is a database created byt the NCBI where redundant sub-sequences from vectors have been removed.
UniVec also contains sequences for linkers, primers, and adapters that are commonly used in cloning. Two
UniVec library files have been installed in your "Vector" folder inside your settings folder.

e UniVec.txt
e UniVec_Core.txt

For more information about UniVec refer to:

http://www.ncbi.nlm.nih.gov/VecScreen/UniVec.html

http://www.ncbi.nlm.nih.gov/VecScreen/Interpretation.html#Definitions

The typical use of UniVec for vector screening would be to screen against all sequences in UniVec. In
CodonCode Aligner, this is currently not supported - it would take a really long time. You can select several
sequence fragments from UniVec to screen against, but typically, it's a better idea to use a custom vector
file.

Using Custom Vector Files

Custom vector files can contain any collection of vector, linker, etc. sequences that you want to screen against
in FASTA format. An example custom vector file called "CustomVectors.txt" is installed in your "Vector"
folder inside your Preferences folder. It includes some common vectors like BlueScript, M13, pBr, pGEM and
pUC. Custom files can be kept in the same vector folder as the UniVec files, or in any folder that you choose.
To add sequences you want to screen against, we suggest that you make a copy of the "CustomVectors.txt"
file, and edit the copy. If you use linkers or PCR primers in your subcloning, it's a good idea to add the
sequences of the linkers and primers to the custom vector file, and select them to be included when screening
(in the "Vector trimming" preference panel).

When screening against short sequences like primers, however, keep in mind that short matches may not meet

the minimum match criteria, and therefore not be masked. Minimum match criteria are discussed under
"Vector screening" preferences.
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Note: When editing a custom vector file, please make sure that it is saved "text (.txt)" file. Aligner will not be
able to read files in other formats, like Microsoft Word's ".doc" format.

Custom vector files must be in FASTA format: each sequence must have a line that has a "greater than" (>)
sign, followed by the name. The file can have multiple entries; here is an example:

>gnl|uv|L09150.1:3248-3353 pUR291 cloning vector
CGCCGGTCGCTACCATTACCAGTTGGTCTGGTGTCGGGGATCCGTCGACCTGCAGCCAAGCTTATCGATG
ATAAGCTGTCAAACATGAGAATTCTTGAAGACGAAA

>gnl|uv]|L09151.1:3249-3332 pUR292 cloning vector
GCCGGTCGCTACCATTACCAGTTGGTCTGGTGTCAGGGGATCCGTCGACCTGCAGCCAAGCTTATCGATG
ATAAGCTGTCAAAC

>pUR278 cloning vector bases 3239-3335
CCAGCTGAGCGCCGGTCGCTACCATTACCAGTTGGTCTGGTGTCAAAAAGGGGATCCGTCGACTCTAGAA
AGCTTATCGATGATAAGCTGTCAAACA

The names for the entries are used when you select the vector sequences to screen against in the preferences -
that's why you cannot use plain text vector sequence files.
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Assembly and Alignment
Sequence Assembly

Assembly assembles sequence fragments into a larger sequence by identifying overlaps between sample
sequences. Samples that can be joined together are put into "contigs". Joins may fail because samples do not
share overlaps that are long enough with other samples or contigs, or because the overlap contains to many
discrepancies. Any sequences that cannot be put into contigs remain in the "Unassembled Samples" folder.

The result of the assembly can be one or more contigs, plus samples that remain in the "Unassembled
Samples" folder. If none of the samples can be joined, no contigs will be formed.

You can assemble any mix of unassembled samples and previously assembled contigs. Contigs are assembled
as they are, they are not dissolved first. However, the consensus sequence of contigs may change where new
samples are added.

Several advanced options for sequence assembly are available through the "Assemble with Options..." item
in the "Contig" menu. These include

¢ Assembling from scratch - this option dissolves existing contigs before assembly. With this option,
you also have a choice between two assembly algorithms - the built-in assembly algorithm and the
assembly program PHRAP (note that users at companies may have to pay a separate license fee to use
PHRAP).

¢ Comparing contigs - this lets you build "Contigs of contigs", for example for phylogenetic studies.
Again, you can choose between two algorithms - the built-in assembly algorithm and the alignment
program ClustalW.

¢ Assemble in groups - this option lets you define how CodonCode Aligner should groups samples
based on their names; Aligner will then build separate contigs for each sample group.

¢ Pre-processing before assembly - this enables you to pre-process unassembled samples
automatically before assembly by base calling, end clipping, and/or vector trimming.

Alignment to a Referen uen

Alignment to a reference sequence is used to determine differences between sequences and a known
sequence. This requires that you first designate one sequence as the reference sequence. All other samples are
then aligned to this sequence. If necessary, the samples are reverse-complemented before alignment.

Alignment results in one new contig that contains the reference sequence as well as any samples that could be
aligned to it. If no samples could be aligned to the reference sequence with the current alignment criteria, no
new contig will be formed, and all samples will remain in the "Unassembled Samples" folder.

The new contig will be limited to the length of the reference sequence, plus any gaps introduced during
alignment.

When building the consensus sequence for contigs that result from alignments to a reference sequence, the
consensus preferences determine how the reference sequence is considered. By default, the reference
sequence is excluded from the consensus sequence. In this case, any regions where none of the samples
overlap with the consensus sequence will be result in gap characters in the consensus sequence. Alternatively,
you can choose to use the reference sequence as the consensus sequence.
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Limitations: Currently, the implementation of alignments has several limitations. These include:

¢ The numbering in the aligned contig is not relative to the reference sequence numbering, and includes
any gaps introduced in the consensus sequence. However, if you use the "Find mutations" function,
the numbering used in the mutation tags will be relative to the reference sequence (and, if present, the
coding sequence annotation of the reference sequence).

e With the default settings, aligning a cDNA sequence with several exons to a genomic sequence will
typically fail, or give a bad alignment. However, you can change this by selecting the "Large Gap"
algorithm in the alignment preferences (the "Large Gap" algorithm is specifically intended for cDNA
to genomic alignments).
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Sequence Assembly

Before assembling

Before perfoming an assembly in CodonCode Aligner, you'll need to create or open a project, and import the
sample files you want to assemble. You also may want to pre-process your samples by end clipping and
vector trimming (it's a good idea to save your project now, before starting the assembly).

How to assemble

¢ Go to the project view
e Select the samples and/or contigs that you want to assemble
¢ Choose ""Assemble' from the ""Contig'' menu

Note:

- To make a continuous selection, keep the "shift" key pressed while clicking on samples or contigs

- To make a discontinuous selection, press the ''control' key (on Windows) or the '"command" key (on OS
X) while clicking on samples or contigs

The assembly will start and show a progress window:

‘86 Sequence Assembler Progress

Algorithm Phases

v Initialization

v Overlap Detection part 1
Overlap Detection part 2...
Alignment
Data Model Update

Overlap Detection part 2 is 60% complete...

i L1
[ Cancel |

After the assembly is done, the progress window will disappear, and the project window will now show the
newly formed contig(s) (unless no joins were successful, in which case you will see a dialog telling you so).

When CodonCode Aligner assembles pre-formed contigs, the if looks for matches between the consensus

sequences, and leaves the alignment of reads in the contig (mostly) unchanged. If contigs are merged with
other reads or contigs, any necessary gaps will be added.

Advanced assembly options

In addition to the simple assemblies described above, CodonCode Aligner also supports several "advanced"
assembly options, including:

¢ Assemble from scratch - this will unassemble any existing contigs in your selection before starting
the assembly. This option can be useful to if you want to undo manual introduction or movement of
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gaps, or to try different assembly parameters.

e Compare contigs to each other - this option allows you to compare several contigs, for example
when studying genes from different species, isolates, or patients. The consensus sequences will be
assembled into a new contig; to check out any differences, double-clicking on a sequence in this
"contig of contigs" will bring you straight to the sequence traces.

¢ Assemble in groups - with this option, CodonCode Aligner can automatically group samples based
on their names, and form separate contigs for each group.This option can be a real time saver in
phylogenetic and medical studies where you look at sequences from many species, isolates, or
patients.

¢ Assemble with PHRAP - this option will use the assembly program PHRAP, rather than CodonCode
Aligner's built-in methods, for sequence assembly. It can be useful for larger shotgun assemblies.

¢ Preprocess - in addition to the choices above, Aligner can also automatically do common
pre-processing steps like end clipping and vector trimming before assembly.

Assemble from scratch

Sometimes, you may want to re-assemble a contig, for example after you did some editing and ended up
messing up the alignment of reads. Or you may want to merge a contig with another contig and/or additional
samples without preserving the existing alignment of reads in the contig.

To re-assemble one or more contigs from scratch:

¢ Go to the project view

e Select the contig, contigs, or contig(s) and sample(s) you want to assemble from scratch (keep the
shift-, control-, or command-key pressed to make continuous or discontinous selections, as described
above)

¢ Choose "Assemble with Options..." from the "Contig" menu

¢ This will open the following dialog:
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800 Assemble With Options

["Enntigs-“! Preprocess = Algorithm

Choose how to build contigs:
Merge existing contigs
Unassemble existing contigs (assemble from scratch)

Compare (keep existing contigs)

O O ® O

Assemble in groups by _Clone

{ Define Groups... )

When ' Unassemble existing contigs (assemble from scratch)’
is selected, any contigs in your selection will be
unassembled before assembly, and gaps in the samples will
be removed.

F ST i B

{ Help ) i Cancel ) fﬂmmblt§

¢ Choose "Unassemble existing contigs (assemble from scratch)", the click on "Assemble"

Aligner will first unassemble the contigs you selected, and then assemble all the samples in the contig(s) and
any other samples you had selected. You will see a progress dialog while Aligner is assembling.

Note that the resulting number of contigs may be different from the initial number of contigs; if you want to
just re-assemble contigs without merging the contig with other samples, make sure to just select one contig
before choosing "Assemble from Scratch".

If your selection contained only unassembled samples, assemble from scratch will do exactly the same thing
as "Assemble" would (unless you also have preprocessing options selected).

Compare contigs to each other

A common DNA sequencing application is to first sequence the genes from several sources, for example
different species or patients, and to then compare (align) the consensus sequences to each other. CodonCode
Aligner allows you to do this by creating "contigs of contigs", as follows:

¢ Assemble the contigs separately, for example generating one contig from several forward and reverse
reads for each species.

¢ Select the contigs you want to compare in the project view. You can also include individual
sequences, for example text sequences that you downloaded from sequence databases.

¢ Choose "Assemble with Options..." from the "Contig" menu.

¢ In the dialog that opens, choose "Compare contigs to each other". The dialog should now look like
this:
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800 Assemble With Options

%E&nﬁgs-? Preprocess | Algorithm |

Choose how to build contigs:
" Merge existing contigs

Unassemble existing contigs (assemble from scratch)

L
O
) Compare (keep existing contigs)
O

Assemble in groups by _Clone

( Define Groups... )

When ' Compare (keep existing contigs)' is selected, Aligner
will build contigs from the consensus sequences of the
contigs in your selection ('contigs of contigs'). One typical
application would be to compare genes you sequenced from
difference species.

( Help ) ( Cancel ) éhsstmbh%

e Click on "Assemble".

Aligner will start comparing the contigs to each other, showing you a progress dialog during the assembly. By
default, CodonCode Aligner version 1.6 and newer will use the program ClustalW to generate contigs of
contigs. ClustalW is a program that is widely used to generate alignments for phylogenetic studies; a copy of
the program is included with the CodonCode Aligner distribution, and installed in the "Phred-Phrap" folder
inside the CodonCode Aligner install folder.

To generate alignments with ClustalW, CodonCode Aligner does the following:

1. Aligner examines your current selection to see if any contigs or samples need to be
reverse-complemented before alignment, and reverse-complements these contigs and/or samples.

2. Aligner generates an input file for ClustalW.

3. Aligner starts ClustalW, and waits for the alignment to finish. During this time, a progress dialog is
shown. Please note that alignments with ClustalW can be slow, especially if you align many contigs
or samples, and if you contigs are large.

4. When ClustalW is finished, CodonCode Aligner analyzes the output generated by ClustalW, and
create a new contig from the ClustalW alignment. Aligner also calculates a consensus sequence for
the alignment.

Algorithms for comparing contigs: ClustalW, muscle, built-in

If you do not want to use ClustalW to generate contigs of contigs, you have two alternative options: to use
either the program "muscle", or CodonCode Aligner's built-in assembly algorithm to form contigs of
contigs. To do this, click on the "Algorithm" panel in the "Assemble With Options" dialog, and select the
"Use muscle" or "Use built-in algorithm" button in the middle of the dialog. You dialog should now look like
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this:
anmne6a Assemble With Options
Contigs = Preprocess = :ﬁclgorithm--}
~For 'Unassemble existing contigs'
") Use built-in assembly algorithm
) Use PHRAP
~For 'Compare (keep existing contigs)'
") Use muscle
7 Use Clustalw
% Use built-in algorithm
When 'Use built-in algorithm' is selected, the built-in
assembly algorithm will be used for ' Compare (keep existing
contigs)'.
For the other options, the built-in assembly algorithm will
always be used.
& Help ) I\ Cancel ;'I é:&sstmblw)

When you click on "Assemble" (and the "Compare" button is selected in the "Contigs" panel), CodonCode
Aligner's build-in algorithm will be used to create contigs of contigs. The following table gives an overview
of some of the differences between the algorithms:

muscle

ClustalW

CodonCode Aligner's built-in algorithm

Developed and optimized for
sequence alignments; newer
than ClustalW

Developed and optimized for
sequence alignments

Developed for "shotgun" sequence
assemblies

Always generates end-to-end
alignments

Always generates end-to-end
alignments

Uses local alignments that can include
unaligned ends by default; can also generate
end-to-end alignments and "large gap"
alignments

Alignments formed generally
include all input sequences

Alignments formed generally
include all input sequences

Alignments may or may not include all
input sequences, depending on sequence
similarities and assembly parameters

Tends to be faster than
ClustalW; alignments are often
better than ClustalW alignments

Tends to be slow, especially
for alignments with many
contigs and/or samples

Tends to be faster than ClustalW

Compare contigs to each other

52




CodonCode Aligner User Manual

Comparisons (alignments) can ||Comparisons (alignments) Comparisons must include at least one
be generated for samples only [can be generated for samples ||contig (for samples only, use "Assemble")
only

You can work with the new "contig of contigs" the same way you would with normal contigs.
Double-clicking on a base for one of the contigs in the contig of contigs will open the trace views for this
contig. You can open separate trace views for different contigs to quickly check any discrepancies.

To cite muscle: Edgar, Robert C. (2004), MUSCLE: multiple sequence alignment with high accuracy and
high throughput, Nucleic Acids Research 32(5), 1792-97; muscle is available from
http://www.drive5.com/muscle.

To cite ClustalW: Thompson, J.D., Higgins, D.G. and Gibson, T.J. (1994), CLUSTAL W: improving the
sensitivity of progressive multiple sequence alignment through sequence weighting, position specific
gap penalties and weight matrix choice, Nucleic Acids Research, 22(22):4673-4680.

Assemble in groups

For sequencing projects where you assemble contigs from a number of different sources (species, patients,
isolates...), the "Assemble in groups" option in CodonCode Aligner can simplify your work by automatically
grouping and assembling samples based on their names. To use assemble by groups, your samples must be
named consistently, with different parts of the name separated by characters like underscores or periods.Let is
look at an example sample name, "EGFR_exon19_JJM_F.abi". If consists of:

® The gene name ("EGFR")

® The exon ("exon19")

¢ A patient identifier ("JJM")

® The direction ("F" for forward)
¢ The file type extension ("abi")

Most name parts are separated by underscores, except for the last two parts, which are separated by a period.
Obviously, sample naming conventions will be different for different projects, so you will need to tell Aligner
how to interpret ("parse") sample names. You can do this in the "Sample names" preferences, or by clicking
on the "Define Groups..." button in the "Assemble with Options" dialog. For the example above, the definition
would look like this:
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800 Sample Name Options

~Define sample name parts

Meaning Delimiter

Cene % :_ {underscore) M
Exon =] "_ (underscore) 3]
Patient @ :_ {underscore) F‘?@ﬁ]
Direction @ ' (period) k’%ﬁ
File type @ {* {skar) m

(+ Add name part) ( Define delimiters...)

( Preview... :'J

( Cancel )

Note that the last delimiter in this example does not matter, since the last part of the sample name is the file
type.

To verify that you name part definition is correct, you can press the "Preview..." button; this will show the
parsing of the currently selected samples in a separate window:

a|ann Mame parts preview

AR T [ e Exon | F Patient | | Direction | F File type | |
EGFR_exonl9_|JM_F.abi EGFR exonl9 I F abi s
{EGFR_exonl9_|JM_R.abi EGFR exonl9 MY R abi
\EGFR_exonl9_NW5S_F.abi EGFR exonl9 NWS F abi |
{EGFR_exonl9_NW5_R.abi EGFR exonld NWS R abi {
EGFR_exonl19_XH5_F.abi EGFR exonl9 XH5 F abi
'EGFR_exonl19_XHS_R.abi EGFR exonl9 XHS R abi
'EGFR_exon20_JJM_F.abi EGFR exonz 0 I F abi
{EGFR_exon2 0_JJM_R.abi EGFR exon20 I R abi
{EGFR_exon2 0_NWS_F.abi EGFR exonz NWS F abi |
\EGFR_exon2 0_NWS_R_abi EGFR exonz NWS R abi

\EGFR_exon2 0_XH5_F.abi EGFR exonz 0 XHS5 F abi i
\EGFR_exonZ 0_XH5_R.abi EGFR exon20 XHS R abi

After defining the name scheme, you can choose which name part Aligner should use to groups samples by in
the "Assemble with Options" dialog. In this example:

¢ Choosing "Gene" would try to assemble all reads into one contig
¢ Choosing "Exon" would try to assemble the genes into 2 contigs, one for exon 19 and one for exon
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20.

® Choosing "Patient" would assemble the samples for each patient separately. Assuming that there is
enough overlap between the exon 19 and exon 20 sequences, this would generate one contig for each
of the three patients. Without sufficient overlap between the exon 19 and exon 20 sequences, the
assembly would generate 2 separate contigs for each of the patients (for exon 19 and for exon 20), for
a total of 6 contigs.

® Choosing "Direction" would assemble all the forward ("F") reads together, and all the reverse ("R")
reads separately.

The contigs created will be named according to the name part used to group samples; for example, assembling
by patient would create contigs called "JIM", "NWS", and "XHS". It is possible that the assembly will create
more than one contig for each group, for example if some of the samples in a group do not overlap, or are too
different from each other. If more than one contig per groups is created, the contigs will be named by adding
numbers to the end, for example "JJIM" and "JIM1".

Assembling in groups will try to group and assembly all samples and contigs in your current selection. Any
existing contigs in your selection will be unassembled before assembly.

After creating contigs by "Assemble in Groups", you can_compare the contigs to each other by building
"contigs of contigs", as described above.

Additional information about defining name parts is available on the "Sample names" preferences help page.

Pre-process: One-step processing

In addition to the different assembly choices described above, "Assemble with Options" also lets you
automate common pre-processing steps like end clipping and vector trimming. To set your pre-processing
choices, click on the "Preprocess” tab:
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800 Assemble With Options

! Contigs - Preprocess | Algorithm |

@ Pre-process unassembled samples
E Base call samples without qualities
[ Find heterozygous indels

E Clip ends

W Trim vector

This panel lets you choose how Aligner should pre-process
any unassembled samples before assembly.

Mote that your pre-processing choices are not applied to
samples that are already in contigs.

[ Help ) { Cancel ) éﬂs—sérﬁbie%

The checkbox at the top determines whether or now your samples will be pre-processed before assembly; the
four lower check boxes let you pick the pre-processing steps that will be done. The choices are:

¢ Base call samples without qualities: Any samples that have chromatograms, but no base-specific
quality scores, will be base called with PHRED. To use this option, you will need either a trial license
or a purchased license; base calling is not enabled in demo mode. Additional information about base
calling can be found at the "Base calling" help page.
Please note that one important difference to the normal "Call bases" menu choice: in automated
pre-processing, samples that already have quality values, for example from the ABI KB basecaller or
from calling bases on the sample before, will not be base called again.

¢ Find heterozygous indels: This option will look for potential heterozygous insertion/deletion (indel)
mutations in the unassemble samples that have (a) chromatograms and (b) quality scores. If you are
sequencing PCR products from genomic DNA that may contain heterozygous indels, you should
check this option; if you are sequencing from cloned DNA, this option should not be checked. For
more information, please read the "Heterozygous insertions and deletions" help page.

¢ Clip ends: This will remove low-quality sequence from samples that chromatograms and quality
scores.For more information, please read the "End clipping"” help page.

¢ Trim vector: When checked, this option will identify and remove vector sequence contamination
from the samples in your selection. You may need to set your vector trimming preferences before
using this option. For additional information, please read the "Vector trimming" help page.

You will see progress dialogs for each of the steps performed after you click the "Assemble" button.

Note that any samples that are already in contigs will not be pre-processed.
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Sequence Assembly With Phrap

While CodonCode Aligner allows you to do assemblies with its own built-in assembly algorithm, Aligner also
supports assembly with the assembly program Phrap (see below for more information about Phrap). Phrap's
assembly algorithm is more sophisticated and better tested than Aligner's build-in assembly; Phrap is also
better suited for large projects, and will often be faster. You will need to have Phrap installed on your
computer to be able to assemble with Phrap, and the "Phrap Assembly" preferences must point to where Phrap
is installed on your system.

To assemble sequences with Phrap:
e Select the samples and/or contigs that you want to assemble in the project view.

¢ Choose '"Assemble with Options..." from the ''Contig' menu.
¢ On the dialog that appears, click on the radio button "Unassemble existing contigs (assemble from

scratch)".
The dialog should now look like this:
ene Assemble With Options

E--Enntigs-"! Preprocess = Algorithm

Choose how to build contigs:

P - " =
Merge existing contigs

Compare (keep existing contigs)

Assemble in groups by @

{ Define Groups... )

L
@ Unassemble existing contigs (assemble from scratch)
F
L
"
L

When ' Unassemble existing contigs (assemble from scratch)’
is selected, any contigs in your selection will be
unassembled before assembly, and gaps in the samples will
be removed.

F ST i B

i Help ) i Cancel ) (-A-ssemblr}

¢ Click on the "Algorithm" tab.
¢ Select the "Use PHRAP" radio button. The dialog should now look like this:
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ene Assemble With Options

| Contigs =~ Preprocess -Algnrithrn}

~For 'Unassemble existing contigs'
() Use built-in assembly algorithm

%) Use PHRAP

~For 'Compare (keep existing contigs)'
%% Use ClustalWw

() Use built-in algorithm

When 'Use PHRAP' is selected, the program PHRAP will be
used to generate assemblies.

MNote that PHRAP will ONLY be used when ' Unassemble
existing contigs' is selected on the contigs panel. For the
other options, the built-in assembly algorith will always be
used.

I"Tlp.\" ( Cancel ) éﬁsﬂﬁbﬁe—} g

® Click on the "Assemble" button.

The assembly will start and show a progress window. Depending on the size of your selection, your depth of
coverage, and the number of repeats, the assembly may take a while; assemblies with several hundred reads
typically take a minute or a few minutes.

How Aligner assembles using Phrap

Aligner uses Phrap to assemble your selection as follows:

1.

Aligner checks if the Phrap program is indeed at the location specified in the "Phrap Assembly"
preferences (for example, in the default location /usr/local/genome/bin on Mac OS X). If the Phrap
program is missing, Aligner displays a warning and stops here.

. Aligner exports the selected samples to a single sequence text file in FASTA format, and the

corresponding qualities to a similar text file. If you selected any contig, then the samples in the
contigs will be exported, not the contig sequence, since Phrap assumes that you always assemble
"from scratch". The exported sequences will be without gaps.

. Aligner now starts Phrap in a separate process, telling Phrap the name and location of the input files

that were created in the previous step.

. Aligner waits until Phrap is finished with the assembly. Aligner will display a progress dialog, but

since it cannot be predicted how long Phrap assemblies will take, the progress window does not really
indicate how far along the assembly is.

. When Phrap is finished, Aligner will read the Phrap result file (the .ace file), and update the project

based on the Phrap results. Any samples in your initial selection that Phrap did not include in contigs
will be in the "Unassembled Samples" folder.
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Please note that CodonCode Aligner is currently limited to projects with several hundred or at most a few
thousand samples, even though PHRAP can handle much larger assemblies.

Things to Note for Phrap Assemblies

While Phrap typically produces very good assemblies, Phrap also sometimes produces results that can be
puzzling to the novice Phrap user. Some of these things are:

® Phrap disregards previously formed contigs, and always assembles "from scratch” (this is different
from Aligner's assembly method, which leaves pre-existing contigs as they are, and looks for overlaps
between the contig sequences).

® Phrap sometimes generates contigs with only one read in it. This happens if the sample has a
significant overlap with other samples, but the overlap was not good enough to justify a merging.
Aligner will unassemble such single-read contigs, and move the samples into the "Unassembled
Samples" folder.

e For very large assemblies (or on computers with low amounts of memory), Phrap may run out of
memory. Before running out of memory, Phrap may need to use virtual memory, which can slow
Phrap down dramatically. In extreme cases (for example trying to assemble a bacterial genome on an
underpowered computer), this can even lead to system crashes.

® Phrap tries to identify different copies of repeats during assembly, based on the quality scores of
samples. This means that assemblies will be better if you have accurate quality scores (rather than just
"dummy" qualities). If your samples have high-quality discrepancies, for example because you are
trying to assemble samples with homozygous mutations, this may lead to a higher number of contigs
than you would expect.

® QOccasionally, contigs created by Phrap will contain reads that are not aligned to the consensus
sequence. You can manually remove these reads in Aligner, using one of the different "Move To.."
options.

e Like every assembly program out there, Phrap will occasionally produce incorrect assemblies. For
example, multiple copies of highly identical repeats may all be "piled up" on top of each other. You
can use Aligner's interactive features to move such misassembled reads to the trash or the
"Unassembled Samples" folder.

About Phrap

The assembly program Phrap was developed by Phil Green at the University of Washington. Phrap was
widely used for sequence assembly in the Human Genome Project, and still is often regarded as the standard
for sequence assembly. CodonCode Corporation distributes Phrap executables for a variety of platforms,
including Windows and Mac OS X, under license from the University of Washington.

Academic users can obtain the source code for Phrap for restricted use directly from the authors at the
University of Washington. For more information on this, please visit http://www.phrap.org/.

You can read the original documentation for Phrap at http://www.codoncode.com/support/phrap.doc.html.
Please note that Phrap is a command line program, not a typical Windows or Mac OS X application! This
makes it easy to run Phrap through scripts or from programs like CodonCode Aligner, but it means you cannot
simple double-click on Phrap and expect to see a graphical user interface (there is none).

When CodonCode Aligner is installed, the installer also includes a special "workstation" versions of PHRAP,
which can be only from CodonCode Aligner. To run PHRAP from CodonCode Aligner, you need either a trial

license, or a purchased license. Licenses purchased for academic use allow the use of PHRAP free of charge.
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Non-academic customers who want to use PHRAP must either install their own PHRAP executables, or pay a
separate license fee for PHRAP.
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Alignments to a Reference Sequence

To perform an alignment to a reference sequence:

1. Open an existing project or create a new project (see Creating Projects).
2. Add the desired sample files (see Adding Samples to a Project).
3. Designate the reference sequence:
- Select the reference sample in the project window
- Choose ""Make Reference Sequence' from the "Sample" menu
4. Select the reference sequence and the samples you want to align to it in the project view
. Choose "'Align to Reference Sequence' from the ""Contig'' menu

|91

Note:

- To select all unassembled samples, simply click on the "Unassembled Samples" folder

- To make a continuous selection, keep the "shift' key pressed while clicking on the samples you want to
select in the project view

- To make a discontinuous selection, press the ''control' key (on Windows) or the '""command" key (on OS
X) while clicking on samples in the project view

Alignment begins immediately, and a progress window shows the status of the alignment.

1

‘86 Sequence Aligner Progress

Algorithm Phases

v Initialization
Overlap Detection part 1...
Overlap Detection part 2
Alignment
Data Model Update

ek

Overlap Detection part 1 is 42% complete...

i W
[ Cancel |

When the alignment is done, you will see a newly formed contig in the project window. The new contig will
contain a copy of the original reference sequence, leaving the original reference sequence unchanged.

Note that the new contig will be limited to the length of the reference sequence (plus any gaps introduced
during the alignment). Any parts of sequences that extend beyond the start or end of the reference sequence
will be marked as unaligned. You will not be able to see the overhanding unaligned in the contig view, but
you can see them in the trace views and base views.

The alignment is performed using the parameters defined by the alignment preferences. Samples that do not
meet the minimum criteria will not be aligned, and remain in the "Unassembled samples" folder.

If you wish to return the sample files to their unaligned state, select the alignment contig in the project view,
and then choose Unassemble from the Contig menu. When unassembling alignments, the copy of the
reference sequence that was included in the alignment will be move to the trash, unless the original reference
sequence was deleted or renamed.
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Adding Samples to Alignments

To add new samples to existing alignments:

¢ Go to the project view
e Select the aligned contig, and the samples you want to add to it
¢ Go to the "Contig" menu, and choose either "Align to Reference Sequence"

The end result should be pretty similar in most cases. If you choose "Align to Reference from Scratch", the
current contig will first be dissolved, so that you loose any manual edits. So if you have done any manual
editing that you want to preserve, use "Align to Reference Sequence".

Instead of using the menu, you can also use drag and drop in the project view to add unassembled samples to
an existing alignment: select the samples you want to add, and then drag and drop them onto the contig that
you want to add them to.

You can also choose "Align to Reference from Scratch" with just a contig selected, as long as the contig
contains a reference sequence.

Note: All tags that had been added to the consensus sequence, including tags added by Aligner's mutation
finding, will be lost when you add sequences to an existing alignment. We hope to change this in a future
release; if this is important to you, please let us know!

Advanced alignment options

¢ Align from scratch - this will unassemble any existing contigs in your selection before starting the
alignments. This option can be useful to if you want to undo manual introduction or movement of
gaps, or to try different alignment parameters.

¢ Align in groups - with this option, CodonCode Aligner can automatically group samples based on
their names, and form separate contigs for each group.This option can be a real time saver in
phylogenetic and medical studies where you look at sequences from many species, isolates, or
patients.

® Preprocess - in addition to the choices above, Aligner can also automatically do common
pre-processing steps like end clipping and vector trimming before assembly.

To use the advanced alignment options, select the samples you want to align, and then choose Choose ''Align

withOptions..." from the ""Contig'' menu. This will display a dialog where you can choose the different
advanced options, as described below.

Align to reference from scratch

Sometimes, you may want to re-assemble a contig, for example after you did some editing and ended up
messing up the alignment of reads. Or you may want to merge a contig with another contig and/or additional
samples without preserving the existing alignment of reads in the contig.

To re-align one or more contigs from scratch:

¢ Go to the project view
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e Select the contig, contigs, or contig(s) and sample(s) you want to assemble from scratch (keep the
shift-, control-, or command-key pressed to make continuous or discontinous selections, as described
above)

¢ Choose "Align with Options..." from the "Contig" menu

¢ This will open the following dialog:

SHSNG) Align With Options

{ ‘Contigs | Preprocess ]

Choose how to build contigs:

_) Add to existing alignments

% Unassemble existing contigs (align from scratch)

_) Align in groups by ' Species !f‘}

[Deﬁne Croups... JI

When 'Unassemble existing contigs (align from scratch)'
is selected, any contigs in your selection will be
unassembled before alignment, and gaps in the samples
will be removed.

( Help ) ( Cancel ) € Align )

¢ Choose "Unassemble existing contigs (align from scratch)", the click on "Align"

Aligner will first unassemble the contigs you selected, and then align all the samples in the contig(s) and any
other samples you had selected to your reference sequence(s). You will see a progress dialog while Aligner is
aligning.

Note that the resulting number of contigs may be different from the initial number of contigs.

If your selection contained only unassembled samples, align from scratch will do exactly the same thing as
"Align to Reference Sequence"” would (unless you also have preprocessing options selected).

Align in groups

If you want to compare samples from a number of different sources (species, patients, isolates...) to a
reference sequence, the "Align in groups" option in CodonCode Aligner can simplify your work. "Align in
groups" uses sample names to groups samples together, and to form separate contigs for each group. A copy
of a reference sequence will be included in each contig.

"

For a description of how to use sample names to group samples, please see the "Assemble in groups" help
page.
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Pre-process: One-step processing

In addition to the different assembly choices described above, "Align with Options" also lets you automate
common pre-processing steps like end clipping and vector trimming. To set your pre-processing choices, click
on the "Preprocess” tab:

8o Align With Options

! Contigs ~ Preprocess 1

@ Pre-process unassembled samples
@ Base call samples without gualities
| Find heterozygous indels
@ Clip ends

' Trim vector

This panel lets you choose how Aligner should
pre-process any unassembled samples before
alignment.

MNote that your pre-processing choices are not applied to
samples that are already in contigs.

(" Help ) I\ Cancel ;'I { Align )

The checkbox at the top determines whether or now your samples will be pre-processed before assembly; the
four lower check boxes let you pick the pre-processing steps that will be done. The choices are:

¢ Base call samples without qualities: Any samples that have chromatograms, but no base-specific
quality scores, will be base called with PHRED. To use this option, you will need either a trial license
or a purchased license; base calling is not enabled in demo mode. Additional information about base
calling can be found at the "Base calling" help page.
Please note that one important difference to the normal "Call bases" menu choice: in automated
pre-processing, samples that already have quality values, for example from the ABI KB basecaller or
from calling bases on the sample before, will not be base called again.

¢ Find heterozygous indels: This option will look for potential heterozygous insertion/deletion (indel)
mutations in the unassemble samples that have (a) chromatograms and (b) quality scores. If you are
sequencing PCR products from genomic DNA that may contain heterozygous indels, you should
check this option; if you are sequencing from cloned DNA, this option should not be checked. For
more information, please read the "Heterozygous insertions and deletions" help page.

¢ Clip ends: This will remove low-quality sequence from samples that chromatograms and quality
scores.For more information, please read the "End clipping" help page.

¢ Trim vector: When checked, this option will identify and remove vector sequence contamination
from the samples in your selection. You may need to set your vector trimming preferences before
using this option. For additional information, please read the "Vector trimming" help page.
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You will see progress dialogs for each of the steps performed after you click the "Align" button.

Note that any samples that are already in contigs will not be pre-processed.

Pre-process: One-step processing
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Contigs

Successful assemblies or alignments result in one or more contigs. Contigs are named "Contigl", "Contig2",
and so on, and shown as folders in the project view.

If you select a contig in the project view, and then double-click on it (or choose "Contig" from the "View"
menu), you will see the contig view, which shows a graphical overview as well as the aligned bases.

You can edit samples in contigs, as described in the "Editing Samples" section, and you can edit contigs as
described in the "Editing Contigs" section.

Here is an example of a contig view:

rB e e Contigl
k= _
[dis7a-2361.51 = -
—
=___‘_==

<< disT4-423 . J [EE R xR e xfE R wN
disT4-2361.81 GALARCRCCTACGGCALAGAD AGAG
=< d4sT4-1532 LCCGCECARRARCANCEEACAGEEGARGCARCGGEGCAGCC
=< disT4-1802 IGGAGAGGGAAGCALGGCAGCC
dis74-996.52 CCAGAERE ICELGE

djs74-2689.s1 GGRGAG CALGGCRAG
= disT4=237.4 IEGGAGAGGGRAAGCARAGGCAGH
djs74-2350.51 ECAGAGGEARAGCARGGCAGCCY
djs74-1180.51 IGGAGAGGGARGCARGGCAGCCT

=< disT4-1432 = "
AdeTa 1871 L
Contigls: CRBACACCTACCCCALACAACCACACCCAACCARCGCECRAGCED Y
Pos: 990 Len: 2| (=) T =
1

Contigs
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Unassembling Contigs

To dissolve an existing contig and return the samples in it to the "Unassembled Samples" folder, select the
contig in the project view, and choose ""Unassemble'' from the ''Contig'' menu (or click on the
"Unassemble" button in the project window toolbar). Any gaps created by Aligner are removed, and samples
that were reverse complemented are returned to their normal state.

You can also unassembled contigs by first selecting the contig in the project view, and then dragging &

dropping the contig onto the "Unassembled Samples" folder. Before unassembling contigs this way, Aligner
will show a warning dialog, asking you if you really want to unassemble the selected contig(s).
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Aligner Algorithms for Assembly and Alignments

CodonCode Aligner uses a fast, banded dynamic programming (Smith-Waterman) algorithm for pairwise
alignments in both assembly and alignments. By default, CodonCode Aligner version 2.0.1 and newer will use
"end to end" alignments; however, you can instead choose to have "large gap" or "local" alignments.

This section describes how Aligner generates assemblies and alignments to reference sequences.

Alignment to a Reference Sequence

When aligning to a reference sequence, the selecteded samples are successively aligned to the reference
sequence. Alignments that meet the stringency criteria set in the alignment preferences are accepted, those
that do not meet the minimum criteria are rejected. If your selection contains more than one reference
sequence, Aligner will align each sample to the reference sequence with which is shared the most "words"
(typically 8-mers) first; alignments to other references will be tried only if this alignment is reject. Typically,
this will result in alignments to the reference sequence with the highest similarity; however, there can be
exceptions to this rule.

When aligning to a reference sequence, any sequence parts that extend beyond the ends of the reference
sequence are not included in the alignment.

Assembly

For assembling contigs, the following simple "greedy" algorithm is used:

1. Find potential overlaps between samples by looking for shared 12-nucleotide "words" in the
sequence.

2. Find the pair of samples that has the highest number of shared words.

. Perform a pairwise alignment between the two samples (or contigs in later cycles).

4. If the alignment is good enough, keep it as a new contig, and calculate the consensus sequence;
otherwise, reject the merger, and leave the two samples separate.

5. Find the next pair of sequences, looking again for the highest number of matching words. If a sample
is in a contig, use the consensus sequence for the contig. If the two samples are already in the same
contig, get the next pair.

6. Go back to step 3., and continue the pairwise joins until all possible joins have been tried, or until the
maximum number of merge failures in a row has occured.

98]

The algorithm typically performs well enough for projects containing up to several hundred reads (possibly
more, if you have enough memory available and a fast computer). However, it has a few weaknesses, most of
which are typical for such greedy algorithms:

e If a project contains multiple copies of a repeat with high identity, there is a good chance that they are
mis-assembled (but Alu sequences are generally not a problem)

e Samples have to share at least one perfect word match to be considered for joining. This means very
short overlaps, or short overlaps with errors or ambiguities, may not be found. The default word
length is 12 bases, but this can be changed in the assembly preferences.

¢ Information from double-ended sequencing or other ordering information is not used to generate the
assembly, which can lead to incorrect assemblies, especially in larger projects containing
high-identity repeats.
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You can adjust the stringency requirements for successful mergers in the Assembly preference panel. (Note
that the assembly preferences apply only to assemblies generated with the built-in algorithm, not for
assemblies with PHRAP or contig comparisons generated with ClustalW or muscle).

Consensus Calculation
CodonCode Aligner offers three methods for determining the contig ("consensus") sequence:

1. Quality-based consensus sequences. This is the preferred method for most assembly projects, since
it gives the most accurate consensus sequence. It requires that sequences have base-specific quality
scores, for example from base calling with Phred, which can be done directly from Aligner.

2. Majority consensus. The majority consensus simply counts all bases at a given position. If one base
(or gaps) are more than 50% of all calls, the base (or gap) is used as the consensus; otherwise, and
ambiguity code for the bases present is used (this description is a bit simplified, more details below).

3. Inclusive consensus. The inclusive consensus considers all aligned bases at a given position, and uses
the IUPAC ambiguity code that represents all bases present at a given location.

4. Using the reference sequence as the consensus. For contigs that were created by aligning to a
reference sequence rather than by assembling, you can choose to have the reference sequence be used
as the consensus sequence. This can be useful in mutation detection and clone verification projects.

You can set which consensus method is used in the consensus preferences.

Quality-based Consensus

To determine the consensus base and quality score for assemblies where the samples have qualities,
CodonCode Aligner tries to emulate what human "finishers" typically do: Aligner identifies the highest
quality base at each position, taking into account confirmations by reads in the opposite direction. Slightly
simplified, here is the algorithm in detail:

1. For each possible nucleotide (A, G, C, T), find the sample with this base at the given position that has
the highest quality. Take this score as the initial consensus score for the nucleotide (use O if no sample
has this nucleotide).

2. Find the highest quality confirming base from a read in opposite direction, and add the score of the
confirming base.

3. Optionally, find the highest quality discrepant base, and subtract the score. This subtraction can be
turned on or off in the "Consensus" preferences. The default setting is to not subtract the discrepant
score.

4. Calculate the score for a gap in the consensus the same way, using gaps at this position in the
individual samples. The quality scores of gaps in samples are taken as the average of the two
neighboring bases.

5. Pick the nucleotide (or the gap character) that has the highest quality. Assign the calculated confirmed
quality score to the consensus sequence. The maximum quality score assigned to a consensus base is
90.

Several points to remember when trying to understand this algorithm:
® The base quality scores are error probabilities on a logarithmic scale; therefore, the error probabilities
can simply be added as long as the probabilities are independent.

¢ Error probabilities for confirming reads in the same direction are NOT independent, since most
sequencing errors are due to systematic problems like polymerase stops, GC compressions, etc.
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Therefore, qualities of confirming reads in the same direction cannot simply be added.

e Arguments can be made for and against subtracting the quality scores of discrepant bases. Some
scientists feel that having a discrepant base should make a difference in the consensus quality, while
others use statistical arguments why qualities of discrepancies should not be subtracted. You can
decide for yourself, and change this in the "Preferences" (if you have a confirmed high-quality base
and a low-quality random discrepancy, the difference in the consensus quality will be zero or very
small, anyway).

The algorithm used by Aligner is similar to the algorithm used by the assembly program Phrap, but it is not
identical. Phrap's algorithm is more complicated, and uses (for example) "confirmed sequence segments"
rather than individual bases. However, the quality scores assigned by Aligner will often (but not always) be
identical to the scores Phrap would assign to the same assembly.

Majority Consensus

The majority method will be used to make the consensus sequence if you unchecked "Use quality-based
consensus whenever possible" in the consensus preferences (unless the contig is an alignment, and you
selected to use the reference sequence to build the consensus).

The short description: Basically, Aligner will use the most common base at each position as the consensus,
unless no base accounts for more than 50% of the base calls there, in which case an ambiguity code will be
used. Well, this is actually a bit simplified - here is how the majority consensus is determined in detail:

The long description:

First, Aligner looks at all the bases and gap characters in the aligned parts of all samples at this consensus
position. If more than 50% of the samples have a gap here, the consensus will be a gap. Otherwise, the gaps
will be ignored for the following analysis.

If none of the base calls are ambiguities here, the rest is simple. If one base (A, G, C, or T) accounts for more
than 50% of all non-gap base calls here, it is used as the consensus base. If no base accounts for more than
50%, a IUPAC ambiguity character is used, based on all the base calls here. The IUPAC ambiguity codes are:

Ambiguity Code Bases
AorC
AorG
AorT
CorG
CorT
GorT

AorCorG
AorCorT
AorGorT
CorGorT

GorAorTorC

If at least one of the base calls in the samples at this position already is an ambiguity code, determining the
majority consensus is done as follows:

zlwlo|z|< =< |w|2|=]|Z

Each regular base call here gets a score of two. For ambiguity codes, each base represented by the code gets a
score of one (for example, at a "M" call, both A and C would gets a score of one). The scores for all samples
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that have aligned bases at this position gets summed up. Now, if one of the four possible bases (A, G, C, or T)
got more than 50% of the total score, this base is used as a consensus. Otherwise, and ambiguity code that
represents all base calls at this position is used.

For example, if there are just two samples, one "A" and one "W" (meaning A or T), then "A" will be used for
the consensus. If one base is "A" and the other "B", then "N" will be used for the consensus.

For sequencing projects where the goal is to determine the correct sequence of a gene, a quality-based
consensus sequence will generally be better than a majority-based sequence. For example, if a region is
covered by only two samples, the majority consensus will contain ambiguity codes at all discrepancies, while
the quality-based consensus will pick the higher quality base, which is most often the correct one. However, a
majority-based consensus can make sense for other types of sequencing; one example is genotyping a number
of samples, where the majority sequence will show the most common allele.

Using the Reference Sequence as Consensus

When you are comparing samples to a known reference sequence, you may not be interested in building a
consensus sequence - you just want to know where your samples differ from the reference. Aligner supports
this by letting you use the reference sequence as the consensus sequence. To use the reference sequence as the
consensus sequence:

1. In the consensus preferences, select "Use the reference sequence as the consensus sequence", then
click "OK".
2. Create your contig by "Align to Reference Sequence", not by "Assemble" or "Assemble with Phrap".

Note that assembled contigs may contain the reference sequence - that alone does not mean that the contig is
an alignment to a reference sequence. Only contigs that were created by "Align to Reference Sequence" can
be alignments.

Note that if you merge an aligned contig with other contigs by using "Assemble" or "Assemble with
Options... ", the contig will change from an alignment to a regular (assembled rather than aligned) contig;
however, you can add unassembled samples to existing alignments without changing contig to a regular
(assembled) contig.

Tips for dealing with alignments:

e To find out if a contig is an alignment, look at its icon. Alignments icons have two vertical lines in the
folder. Alternatively, you can check the contig information dialog. To see it, go to the project view,
select the contig, and then choose "Contig Information" from the "Contig" menu.

® To convert a contig that contains a reference sequence to an aligment, you can select the contig in the
project view, and then select "Align with options" from the "Contig" menu; in the dialog that follows,
choose "Align to reference from scratch". However, the resulting contig may be different from the
initial contig; for example, not all reads may have been added - some reads may have been moved to
the "Unassembled Samples" folder.

Local, large gap, and end-to-end alignments

By default, CodonCode Aligner version 2.0.1 and newer will perform "end to end" alignments. Assemblies
and alignments generated this way will always end at the end of one sequence, not before. In contrast to the
the local alignment algorithm, end-to-end alignments will never generate dangling (unaligned) ends. When
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using this algorithm, samples should always be end clipped, and if necessary also vector trimmed.

When using the "Local alignment" algorithm, Aligner automatically uses the maximum amount of each
sequence, without requiring end clipping before assembly. When using local alignments, the alignment only
extends as far as the alignment scores improve. This means that low-quality ends of sequences, where high
error rates would reduce the alignment score, are left unaligned, or "dangling".

Unaligned parts of sequences are shown on light gray background in the contig view; they alignment end
points can manually be changed using "Mark > Start Alignment Location" and "Mark > End Alignment
Location" in the "Sample" menu.

The local alignment algorithm was used by default in CodonCode Aligner version 1.6.3 and older. If you
started using CodonCode Aligner before version 2.0.1, the local alignment algorithm is probably still being
used, unless you changed you assembly and alignment preferences.

When working with samples that have large insertions or deletions, or if you are trying to align cDNA to
genomic DNA, you should change the alignment algorithm to "Large gap" alignment in the assembly
preferences and/or the alignment preferences. This will allow the alignment of multiple parts in one sequence
to different sections in a second sequence - for example exons in a cDNA sequence to the corresponding
regions in a genomic DNA.
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Regions of Interest: Features

When looking at sequences or contigs, you often may want to not look at the entire sequence, but rather move
quickly to specific "regions of interest". Of course, what is interesting to you will depend on the kind of
project you are doing. For example, if you are assembling a shotgun sequencing project, you may be
interested in regions of low coverage or low consensus quality; but in a mutation analysis project, you may
instead be interested only potential homo- or heterozygous mutations.

To enable you to quickly find and navigate to your regions of interest, CodonCode Aligner allows you to
define "features". You can define a variety of different things as features, for example gaps in sample or
contigs, discrepancies, low coverage regions, or tags that have been added by programs like PolyPhred. After
defining features, you can:

e view all features in a separate window (the "feature view")

e quickly move to the next or previous feature in a contig
e export features to text files for later analysis

Defining Features

To define feature criteria, select "Define Features..." from the "Go" menu in CodonCode Aligner. This will
open the preferences dialog with the "Features" panel selected:
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‘@00 Preferences

‘Alignment |  Features

|Assembly ~Feature Criteria ("Regions of Interest")

iBase calling o0
Base colors ™ Low guality consensus - quality lower than: 30 Ol
\Consensus method ™ High quality discrepancy - quality at least: 40 =
E-DDI:I:.I.ImlE—C“CkInQ Low coverage regions:

{End clipping - T ; L=l

| - otal coverage less than: 2

IFeatures | ot 9 el

{Highlighting [ Covered in just one direction

iLicense Server e ' :

! Ignore tags All tags Some tags
Memory Olg gs @ Alltag O g pecify
'Mutations [ Gaps in sample [ Any ambiguity [ Edited bases
[Open & save W Caps in consensus | Any discrepancy

\Phrap assembly
\Preference options
fPrinting

{Protein translation
ESampIe narmes

~When navigating

~Look for features in:

9 Consensus and all samples

%
[ Consensus only

|Startup

\Wector trimming ) All samples only
Views ) .
\Warnings ) Current selection only

'Window placement ~At each consensus location:

() Find all features

@ Find just the first feature

Description
The features preferences let you define features ("Regions of Interest”) that are shown in the feature view

windows. Features are also used for guick navigation using "Next Feature™ and "Previous Feature® in the "Go”
menu.

( Cancel )

You can change the definition of features here by using the various buttons and text fields. For a more detailed
explanation, check the feature preference help page.

Moving to Features

You can quickly move from feature to feature in contig views by using the "Next Feature" and "Previous
Feature" menu items in the "Go" menu.

To try this out, open a contig view, for example for the contig in the "Examplel" project (in the "Example"
folder in the CodonCode Aligner folder). Then, select the "Go" menu. The item we want to use is "Next
Feature". Notice the keyboard shortcut shown in the menu - it is Command-Right arrow on OS X, and
Control-Right arrow on Windows. Similar, the shortcut for "Previous Feature" is Command-Left arrow
respecively Control-Left arrow.

Try the "Next Feature" keyboard shortcut out from the contig view. You will notice that the the cursor and

selection in the contig view move to the right, sometimes by a few bases, sometimes by many bases. To see
what kind of feature you just navigated to, look at the project view window. The status panel at the bottom
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shows a brief description of the feature (in our example, "Feature: Low Quality Consensus" twice in a row,
then "Feature: Discrepancy”.

Use the keyboard shortcuts to move forward and backward between features. You can also try changing the
definition of features in the preferences.

View, Print, Export Features

To get an overview of features in one or more contigs, select the contig(s) in the project view, and then choose
"Feature View" from the "View" menu. This will open a feature view window, showing a table of all features
in the contig or contigs. You can double-click on any feature to take a closer look at the feature, or print the
feature view; for more information, please read the feature view help page.

You can also export features from a selection of contigs or all contigs in a project to text files, as described on
the "Exporting features" help page.
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Finding Mutations

When working with sequence traces from genomic PCR sequencing, CodonCode Aligner can help you to find
and analyze homozygous and heterozygous mutations ("SNPs"), both point mutations and insertions and
deletions (of course, you can also look for homozygous mutations by simply defining discrepancies and gaps
as features).

Prerequisites

To find point mutations, the following pre-requisites must be met:

¢ Any sequences to be analyzed that have chromatograms must base-specific quality scores.
You can use the_base calling with PHRED in Aligner to get quality scores, if needed.
Sequences without traces (text sequences) do not need to have quality scores; if they have quality
scores, the quality scores will be used to ignore low-quality sequence at the ends.

¢ The sequences must be in a contig.
The contig can be generated with Aligner by assembling or aligning to a reference sequence, or it can
be from importing an assembly. Only samples that have sequence traces as well as base-specific
quality scores can be analyzed.

Detection of point mutations in Aligner is intended for re-sequencing projects only. The sequences to be
analyzed should have the same sequencing chemistry and primers; mixing different chemistries, for example
dye primer and dye terminator sequencing, will likely result in many false identifications.

How To Find SNPs

¢ Go to the project view
e Select the contig or contigs you want to analyze
¢ Choose "Find Mutations" from the "Contig" menu

Finding mutations should take only a few seconds for small projects; Aligner will show a progress dialog,

which allows you to cancel if things take to long. When the finding of heterozygous indels is done, Aligner
will open a new window that shows the analysis results in a table like the one shown below:
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ra SN e Mutation tags in Contigl g
Feature Source Found In Parent .. 5tart + End Content

mutationsumm... Aligner Contigl Contigl - - 14 mutated bases at & positions in 1626 bases analyzed.

heterozygoteAT  Aligner va-1x  Contigl 107 107 Heterozygous 107A>T STP36Leu

heterozygote AT  Aligner va-23.x  Contigl 107 107 Heterozygous 1074>T STP36Leu

homozygotedd  Aligner va-13.x  Contigl 107 107 Mo mutation

homozygotedd  Aligner va-16.x Contigl 107 107 Mo mutation

polymorphism  Aligner Contigl  Contigl 107 107 2 diffs (0 homo [ 2 heterol; 2 not mutated

heterozygoteCT  Aligner va-13.x  Contigl 183 123 Heterozygous 183T>C Cyse1Cys

heterozygoteCT  Aligner va-1x  Contigl 183 1&3 Heterozygous 183T>C Cyse1Cys

heterozygoteCT  Aligner va-23.x  Contigl 183 123 Heterozygous 183T>C Cyse1Cys

homozygoteTT  Aligner va-16.x Contigl 183 183 No mutation

polymorphism  Aligner Contigl  Contigl 183 183 3 diffs (0 homo / 3 heterol; 1 not mutated

heterozygoteGT  Aligner va-13.x  Contigl 216 216 Heterozygous 216GT GIn72His
heterozygoteGT  Aligner va-23.x  Contigl 216 216 Heterozygous 216G>T GIn72His
homozygoteGG Aligner va-16.x Contigl 216 216 No mutation

homozygoteGG Aligner va-1x  Contigl 216 216 Mo mutation ¥
polymorphism  Aligner Contigl  Contigl 216 216 2 diffs (0 homo / 2 hetero); 2 not mutated v
P
The table shows the characterization of samples at each consensus base where Aligner found at least one
mutated base; Aligner has added tags at these points to each sample that describe Aligner's classification. For
example, at consensus base 183 in the table above, Aligner classified three samples as heterozygous C-T
mixes, and one sample as homozygous T-T.

Use the mutation preferences to adjust the mutation detection sensitivity, whether Aligner should add tags to
samples that are not mutated, and so on. You can use tags, for example a "codingSequence" tag assigned to
the reference sequence or "dontGenotype" tags, to fine-tune which regions Aligner analyzes, and how the
effect of mutations is described in the "Content" field; this is described in detail below.

To take a close look at the results, you can double-click on any entry in the table. This will bring up the views
you have chosen in the double-click preferences - typcally the contig view and the trace view. A screen shot
of the contig view for example above is shown below:

806 Contigl

e
E%‘% 1 g 11 | 1 1 {g;‘ %
va-1.% ACACTEAGAGCTGCAGGAATCTGMMETCACCTCCTGTTTGCTGCTCACC
va-13.% ACACTCAGAGCTGCAGCAATCTGITGTCACCTCCTIGTTTGCTGCTCACC
va-16.% ACACTCAGACCTGCAGGAATCTGLGTCACCTCCTIGTTTGCTGCTCACT
va-23.% ACACTCAGAGCTGCAGGAATCTG CACCTCCTGTTTGCTGCTCACC
Contiqls ACACTCAGAGCTGCAGGAATCTGRGTCACCTCCTGTTTGCTGCTCACT
Pos: 183 Len: * | e | Y4 in

P

The tags added by Aligner are shown as blue and pink boxes - blue boxes indicating homozygous bases, and
pink boxes indicating heterozygous bases (unless you changed the display of tags in the highlighting
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preferences to something other than "box").

The corresponding trace view for the four samples is shown below:

8eoce Traces from Contigl

:. .;TCHG BG CTG CAG G HHTCTGIG TCARCETCCTE T TTELCTGE CT L
- 180 130 200 4

e BMEC AEIAGICTG CAG G AATC TG T NCC TCCTGE TTTG CTG CT [
] 160 170 180

— ya-23.x
[ |

’X]-‘TT? AGAGCTGCAGG AATCTGEIE TCACC TCCTG TTTGCTG C T~
160 170 180
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IEAR
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T4k

E Scroll together va-1.x Base 168 of 437 (183 in contig) Quality: 21 (Consensus: 35)

Note that all three traces that were characterized as heterozygous C-T show a two peaks, a blue C peak and a
red T peak (you colors may be different, depending on your base color preferences). Also note that the T peak
in the heterozygous samples is only about half the height of the T peak in the homozygous sample at the top.
Aligner uses these two pieces of information, the secondary peak and the reduction in peak intensity, to

identify heterozygous bases.

To get more information about a tag, you can right-click (OS X: control-click) on the base with the tag, and
select "Show Tag: ..." from the popup menu (the menu text will show the type of the tag selected, for

example"Show Tag: heterozygoteCT...".

Selecting the "Show Tag: ..." popup menu item will display the following tag dialog:
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'8 Tags for va-1.x at base 167

Tags: Tag Details

heterozygote CT Program: Aligner
Start: 168

End: 168
Date: Thu Jul 15 18:4 3 EDT 2004

Motes:

Heterpzygous 183 T=C Cys61C0ys

{ Change... 3 ( Delete :‘

[ Confirmed

{ Cancel ) (nOiG

You can quickly confirm a tag by clicking on the "Confirmed" checkbox, delete the tag, or add your
comments in the "Notes" text area.

Fixing Errors

There will be cases where you disagree with the classification made by CodonCode Aligner, and want to
change it. Depending on the circumstances, this is what you can do:

¢ False positives:
If you think that a base is not mutated, you can change the tag to a "false positive" tag. The fastest
way to do this is by using the popup menu from the trace view or contig view. Right-click (OS X:
control-click) on the base with the wrong tag, and then choose "Mark heterozygoteAC as False
Positive" from the popup menu. If you did click on a base with a mutation tag, this will be the second
item in the popup menu. The actual text will differ a bit, depending on the original classification.
False positive tags get preserved when you re-do the mutation detection.

* Wrong classifications:

If a base is mutated, but Aligners classification is incorrect, you can change the tag in a two-step

process. First, bring up the tag information dialog, as described just above (right-click resp.

control-click on the base, select "Show tag..." from the popup menu). In the tag dialog, click on the

"Change..." button. This will bring up another dialog where you can choose the correct tag from a

pulldown menu. This allows you to (for example) change a tag from "heterozygote CT" to

"homozygoteCC".

When you change a tag this way, Aligner will update the notation that shows the amino acid effect in

the "Notes" section of the tag (unless you have annotated a coding region, and the mutation is in a

non-coding section of you sample).

Missed mutations: If Aligner missed a mutation, you can manually add a tag that describes the

mutation. In a trace view or contig view, right-click (OS X: control-click) on the mutated base, and

then choose "Add Tag..." from the popup menu. This will bring up the ""Add tag" dialog (an example

is shown a bit further below). Select the tag type for your mutation from the pullup menu near the top

- for example "heterozygoteCT" or "homozygoteAA". Aligner will show the amino-acid effect in the

"Notes" section. Click "OK" when you're done.

If Aligner misses a lot of mutations in your project, or if finding al/l mutated bases is important to you,
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you may want to make sure that you have set the mutation detection sensitivity to "High" in the
mutation detection preferences.

The three actions described above ( Show tag, Add tag, and Mark as False Positive ) are also available from
the "Sample => Tag" menu - but usually, using the popup menu as described will be faster and easier.

Please note that any mutation tags that you change or add, except for "False Positive" tags, are usually deleted
when you repeat "Find Mutations" for the same contig.

Tags for Finding Mutations

To fine-tune mutation detection, you can use tags to:

¢ Define the coding region in your consensus or reference sequence
¢ Exclude regions in samples or the contig from mutation finding

Defining the Coding Region

You probably noticed that the tag content contains a summary of the mutation which also indicates the amino
acid change ("183 T>C Cys61Cys" in the example above). Unless to give Aligner more information, this
annotation will be relative to the first base in the consensus sequence. However, the coordinates used will be
ungapped (after removing any gaps from the consensus), while other coordinates shown by Aligner are
typically gapped (they include the count of gaps in the consensus). In the example above, the gapped and
ungapped coordinates are identical, since the consensus does not contain any gaps.

The amino acid change (or lack of change) is shown for the first of the three possible forward reading frames.
In you own analysis, that may not be what you want - your coding sequence may start at base 2 or 3, or even
further in, for example because you included a part of the sequence before the start codon in your reference
sequence.

To define where the coding region is, you can add a "codingSequence" tags to the consensus or to your
reference sequence.

If you have a reference sequence, you should:

¢ add "codingSequence" tags to the reference sequence (not to the consensus sequence).
e create your contigs by aligning to a reference sequence, not by assembling (you can use the "Contig
information" menu item in the "Contig" menu to verify this if in doubt).

For contigs formed by alignments to reference sequences, the coding sequence tags will always be taken from
the reference sequence, not from the coding sequence. If your original sequences were in Genbank or EMBL
format that had coding sequence annotation, this annotation will be used. Otherwise, you can add coding
sequence tags manually.

To add a '"codingSequence'' tag:
® Open a contig view for the contig you are working with (you can also use a base view)
e Select the first base of your coding sequence in the reference sequence (or the consensus sequence)

¢ Right-click (OS X: control-click) to show the popup menu, and select "Add Tag..." (or select "Add
Tag.." from the "Tag" sub-menu in the "Sample" menu)
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This will bring up the "Add tag" dialog:

r .1

&) Add tag to Contigl
MNew Tag Type:
' codingSequence i"ﬂ
Tag Details
Program: [se
Start: 62
End: 99999
Date: Thu Apr 29 11:03:05 EDT 2004
Motes:
Tip:

If you want the tag to extend to the end of the contig
or sample, just enter a very large number in the "End.”
field.

[ Confirmed

{ Cancel ) @WW‘%

Select "codingSequence” as the tag type from the pull down menu at the top. Then enter the end coordinate of
your coding sequence at the bottom (you could also select the entire coding sequence before choosing "Add
Tag..."). When everything looks right, press "OK".

If the first base of your coding sequence is NOT the first base of a codon, you can also add a "codonStart" tag;
the codonStart tag must be within two bases of the codingSequence start, though.

If your reference sequence was originally read from a file in Genbank format, and contained a simple "CDS"
annotation, Aligner will use this to automatically create "codingSequence" and "codonStart" tags. However,
any "CDS" tags in Genbank sequences that point to other sequences or join multiple sequences will be
ignored.

You can add as many "codingSequence" tags as you like. You can add the "codonStart" tag only to one of the
first three bases in the first codingSequence; if you try to place it anywhere else, it will be ignored.

After defining you coding region, Aligner will use this information next time you choose "Find Mutations" for
this contig. There are a few things to keep in mind, though:

¢ The content of mutation tags is not updated when you change your reference sequence or consensus
(you can simply find mutations again to get the current results)

e If both the reference sequence and the consensus have a "codingSequence" tag, the tag from the
consensus will be used

¢ The "codingSequence" tag from the reference sequence will only be used if the contig you are
analyzing is an alignment, not an assembly
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Numbering the Coding Sequence

In mutation analysis projects, you will often want to assign a base number to the first base in your coding
sequence - for example because it is not the first exon in a gene. In Aligner, you can do this by adding a
"codonStart" tag, and entering the corresponding nucleotide number in the "Notes" field. The codonStart tag
identifies the first base of the first complete codon, and therefore must be assigned to any of the first three

bases in the first coding region (see Notes below).

Here is an example of what the "Add Tag" dialog looks like in this case:

&) Add tag to ReferenceExample
MNew Tag Type:
' codonStart 'r""!
Tag Details
Program: (se
Start: 90
End: 90
Date: Thu Jul 15 19:48:08 EDT 2004
Motes:
330
[ Confirmed

{ Cancel ) E"GKW@

If you prefer, you can write "basenumber 3301" (or your number, of course!), or "basenumber=3301" in the
"Notes:" field. You do not have to enter this information when adding the tag, you can do it later by editing

the tag in the "Show tag" dialog:

Numbering the Coding Sequence
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&) Tags for ReferenceExample at base 89
Tags: Tag Details
codingSequence | Program: Use
cndnnﬂtart oy | stane 90
: End: 90
Date: Thu jul 15 19:48:08 EDT 2004
MNotes:

basenumber 3301

{ Change... :‘f Delete

1 Confirmed

{ Cancel %

The number you set this way for the codonStart tag is the nucleotide number of at this position.

Note: Keep in mind that the codonStart tag identifies the start of the first complete codon in this exon.
Therefore:

1. You must add "codingSequence" tags before adding the "codonStart" tag.

2. The codonStart tag must be in the first three bases of a "codingSequence" tag.

3. You can add only one codonStart tag per gene in your reference sequence.

4. If your reference sequence has several exons, the codonStart tag must be added to the first exon in the
reference sequence. For example, if your reference sequence contains exons 4 and 5, add the codonStart tag to
exon 4.

5. When specifying a base number in the codonStart tag, the number refers to the nucleotide in the cDNA
sequence. Therefore, the number must give a remainder of 1 when divided by 3 (e.g. 1, 4, 7, 10, ..., 3301,
3304,....).

Aligner will show a warning dialog when any one of these conditions is not met.

The easiest way to get the correct codingSequence and codonStart tags is by importing the reference
sequence from a text file in Genbank format. CodonCode Aligner will use the "CDS" features in the
Genbank file and add corresponding codingSequence and codonStart tags.

If you have more than one coding sequence region defined, Aligner will automatically keep track of the

reading frame as the base numbering; mutations in introns will be annotated using the standard "n+x" or "n-y"
numbering. Here is an example:
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‘86086 Mutation tags in Contigl :
mm“_. — S“““:! Fﬂ“nd m p,mmsta rt EM — .:m,,,.,
;r_u-dingiequenr_e User Reference... Coentigl 327 340 -
%r_u-dunStart User Reference... Contigl 328 328 basenumber GBET

Eheternzygutehc Aligner wva-23.x Contigl 343 343 Heterozygous 6679+ 3 C=A noncoding region
épulymurphism Aligner  Contigl Contigl 343 343 1 diffs (0 home | 1 hetero, 3 not mutated
EheterﬂzyguteGT Aligner wa-23.x Contigl 356 356 Heterozygous 66E0-7 G=>T nonceding region :
ipulymurphism Aligner  Contigl Contigl 356 356 1 diffs (0 home ) 1 hetero, 3 not mutated
ér_u-dingSequenr_e User Reference... Coentigl 363 375
;heteruzyguteAT Aligner  wva-13.x Contigl 371 371 Heterozygous G633 AT Ser3ser
épulymurphism Aligner  Contigl Contigl 371 371 1 diffs (0 home ) 1 heteroh, 3 not mutated : |
Eheterﬂzyguteﬁ[ Aligner  wva-16.x Contigl 351 391 Heterozygous 6692+ 16 C=A noncoding reg... v |

Y

The corresponding contig view of this region shows the coding sequence regions (red boxes), the codonStar
tag (light blue box), and the mutations found (pink boxes in the samples, dark blue boxes in the consensus):

rﬁ e e Contigl

.1

e

| | i | Wil B S | IR 3 B ! S
va-13.%
va-16.%
ReferenceEx] ! :
va-23.x GCTCTTTGCTCATTTCC
Contigl: T CCTGCTCTTTGCTCRTTTCC
Pos: 343 Len | =y Yaiw

s

Excluding Regions from Analysis

You can exclude regions from being analyzed when Aligner finds mutations by adding "dontGenotype" tags.
You can add "dontGenotype" tags to:

¢ Individual samples - to exclude tagged regions in the sample only

¢ The consensus sequence - to exclude the tagged region in all samples

¢ The reference sequence - to exclude the tagged region in all samples if (a) the analyzed contig is an
alignment to the reference sequence, and (b) the reference sequence is used as the consensus sequence

(as defined in the consensus method preferences)

Adding tags to a region in a sample can be useful to skip regions with sequence artifacts which can throw off
Aligner's analysis. Adding tags to the consensus sequence or the reference sequence in alignments can be
useful to limit the analysis to a region of interest, or to avoid regions where all sample traces have artifacts.

How to add tags is described above (of course, you need to choose "dontGenotype" as the tag type to exclude
regions from analysis).
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How Aligner Finds SNPs

When searching for heterozygous point mutations, CodonCode Aligner does the following:

1. Each sequence is analyzed for low-quality sequence at the start and at the end.

Regions that fall below the threshold set in the mutation detection preferences are marked with a
"dataNeeded" tag, and ignored in the subsequent analysis.

2. Aligner looks for heterozygous insertion/deletion tags ("heterozygotelndel") in each sequence, and
excludes regions identified as heterozygote indels. Note that the tags need to extend to the start or to
the end of the sample; tags that do not extend to the start are assumed to go to the end. (This step is
omitted if "Look for heterozygous indels" is deselected in the mutation detection preferences, or when
only looking for homoygous mutations).

3. Aligner loops through all the consensus bases. In all samples that have aligned bases at a given
position, Aligner examines the traces in each direction. Aligner looks for both secondary peaks and
for drops in intensity that indicate a heterozygous base. For text samples that do not have
chromatograms, Aligner just compares the base to the consensus base.

4. When a potential heterozygous base is found, Aligner examines the peaks and secondary peaks in the
other samples at this position (and in the same direction) to see if the secondary peak may be due to
random "noise". This "noise filter" can be turned off in the mutation detection preferences.

5. Aligner classifies each base as homozygous or heterozygous, based on the height of the secondary
peak and the intensity drop. Note that peaks may be classified as heterozygous even if there is no
clear intensity drop (for example if all bases at this position are heterozygous).

6. If any of the samples at a given consensus position was classified as having a heterozygous base, tags
are added to all analyzed samples at this position (unless "Add tags only to mutated bases" is selected

in the mutation detection preferences.)

The sensitivity of the detection can be adjusted in the mutation detection preferences. Keep in mind, however,
that Aligner may classify some bases incorrectly, and miss some heterozygous bases, regardless of the setting.

Limitations

CodonCode Aligner's detection of heterozygous point mutations is intended for research use only. It has
not been verified for any diagnostic or clinical applications. Aligner will miss certain mutation, and
incorrectly classify others. False-positive and false-negative rates depend on the current sensitivity settings,
but are never expected to be zero. All results obtained with Aligner should be checked by a qualified scientist.

The following is an incomplete list of some known limitations and suggestion:

e Identification of heterozygous point mutations requires sequencing reactions generated from PCR
products from heterozygous template DNA.

® Random peaks in sequence traces may cause mis-classifications (you can add a "dontGenotype" tag in
such regions, so that Aligner will ignore it the next time you choose "Find Mutations")

e Aligner relies on peak patterns that are very similar between the different samples in an analysis. Any
experimental changes, including, but not limited to, the use of different sequencing primers, kits,
enzymes, dyes, sequencing machines, and running conditions may result in peak pattern variations
that cause increased error rates.

¢ The base calls need to be correct in the analyzed regions; at heterozygous bases, one of the two bases
must be called correctly, or the correct [UPAC ambiguity code must be used. Homozygous bases that
have ambiguity base calls are likely to be classified incorrectly.

® Vector sequences in the samples may cause analysis errors.
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® Sequence quality must be high, and base-specific quality scores must be reasonably accurate (but
need not be "perfect").

e Mistakes are most likely in low-quality parts of samples, and may affect other samples at this
position. Mistakes at the beginning and end of samples can be reduced by increasing the minimum
data quality requirement at the start and end in the mutation detection preferences.

e If any samples contain heterozygous insertions or deletions, they should be identified before searching
for heterozygous point mutations (for example by checking the "Look for heterozygous indels" check
box in mutation detection preferences). Otherwise, many false classifications may result, especially if
the minimum quality at start and end is set to low values.

® You should always adjust the mutation detection preferences to your specific needs.

e All results obtained with Aligner should be checked by a qualified scientist.

If you find any examples where Aligner's classification seems to be incorrect (and is not due to low-quality

data or similar potential causes decribed above), please let us know by sending an email with your data
attached as a Stuffit or Zip archive to support@codoncode.com.
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Heterozygous Insertions and Deletions

When sequencing PCR products from genomic DNA for mutation analysis, you will sometimes encounter
traces that look like this:

8Mme Traces from Unassembled Samples
G AGAARJTGGTCAGGAGCACAA AQIG GGGAC T TA
i

heterozygous, indell 170 '|

v b

i 1 L R P, WLl T 1) ..I -
() EIC

g Serell together heterozygous indel Base 172 of 582 Quality: 39 y

Up to base 174, you have a nice clean sequence; but from base 172 on, you see double peaks at many (but not
all) locations. Many of the peaks are also less tall than the peaks before base 172. This is typically caused by
an insertion or deletion ("indel") in one of two chromosomes that you sequenced - by a "heterozygous indel".

Let us look at a homozygous "wild type" sequence at this location:

206 Traces from Unassembled Samples
CCAGAGAAATT GGTCAGGAGCACAAAGGGGCACTAAGAGCAAAA
1{11:??9 160 170 180 190
N\/\[\ AIIHII
E Scroll together Wildtype Base 172 of 582 Quality: 62 y

If you compare the wild type sequence to the indel sequence above, you will notice the additional red (T) peak
at base 172. You also can see that the first yellow G peak is only about 50% of the intensity in the wild type
trace, followed by 3 G peaks of regular height, and then an extra G peak that is half as high as the three
preceding G peaks. From this, we can conclude that the indel event here is a one-base "T" insertion on one of
the two chromosomes sequenced.

Analyzing heterozygous indel traces this way is possible, but it can be tedious and error prone, especially if
the insertions or deletions are longer than one or a few bases. CodonCode Aligner provides two functions that
can help you in analyzing heterozygous insertions and deletions:

¢ The "Find Heterozygous Indels" function in the "Sample" menu can automatically identify potential
heterozygous insertions and deletions.

¢ The "Process Heterozygous Indels" function can help you see the sequence of the mutated allele.
CodonCode Aligner uses two algorithms to deduct the sequence of the heterozygous indel. The first
algorithm looks at secondary bands and the reference (or consensus) sequence and replaces the
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basecalls in the indel region with the likely sequence of the second allele. The second algorithm
creates a new "subtracted" artificial sample by subtracting a scaled version of the wild type sequence,
base calling the new "subtracted" trace with Phred. After this, both sequences are re-aligned or
re-assembled with the rest of the original contig.

Here is an example of a "subtracted" sequence that was created by CodonCode Aligner from the heterozygous
indel trace shown above:

806 Traces from Contigl
m CCAG AGAAATTGGTCAGGAGCACAAAGGGGCACTAAG AGCAARI.
hetersZygous iudel_sﬁfﬁ 170 180 130

it

E Scrofl rogether  heterozygous_indel _sub Base 173 of 5% (178 in contig) Quality: 62 (Cons: 62)

In the processed sequence, where the allele that corresponds to the wild type sequence has been subtracted, it
is very easy to see the one base "T" insertion.

To someone experienced in analyzing sequence traces with heterozygous indels, this example may appear
trivial - after all, we could determine the mutation quickly by looking at the original trace. However,
CodonCode Aligner's algorithm will work as well even for large insertions or deletions, which otherwise can
be very hard to analyze. There are, of course, some limitations, which are described below.

Finding Heterozygous Indels

CodonCode Aligner's "Find Heterozygous Indel" function analyses sequence chromatograms for
characteristics that are typical for heterozygous insertions and deletions. In traces where Aligner finds a
putative heterozygous indel, Aligner add a tag that extends from the start of the putative indel to the end of the
sequence.

To find heterozygous indels, do the following:

e Select the traces you want to analyze in the project view. Traces can be unassembled or in contigs, but
must have base-specific quality scores (run base calling with Phred first if needed).

¢ Heterozygous indel detection works best if the samples have not been end clipped. End clipping will
typically remove the parts of sequences that have heterozygous indels. Whilw Aligner tries to
compensate for this, the detection rate for samples that have not been endclipped is slightly higher
that for endclipped samples. If your samples have been end clipped, you can simply re-do the base
calling to get end-to-end sequences.

¢ Go to the "Sample" menu, and select "Find Heterozygous Indels".

Aligner will show a progress bar while looking at your traces one-by-one. The analysis may take a few
seconds per trace.

Aligner will show the results for each sequence analyzed in the status area, and add "heterozygotelndel" tag to
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each sequence where it finds a putative heterozygous insertion/deletion. When all sample have been analyzed,
Aligner will show a dialog that summarizes the results:

3 &) Heterozygous Indel Search Results

' Finished analyzing 2 samples;
found 1 possible heterozygous indel.

P

If any indels were found, Aligner will open a new window that shows information about these indels, similar
to a feature view window:

8eee Heterozygous indels in heterozygous_indel
i Feature Source Found In Parent Contig Start End Content

:|hEtErD2YthE|HdE| |Aligner heterozygous_indel Unassembled Samples 172 582 Score: 29

Double-clicking on any line in the table above will open a view for this sample so that you can verify the
results (typically, the trace view will be opened, unless you have changed the double clicking preferences).

To try this out with an example project that is included with CodonCode Aligner, you can open the
"Hetero_indel" project in the "Example Files" folder in the directory where you installed CodonCode Aligner.

Hetero Indel Scores

All heterozygous indels found by CodonCode Aligner will receive a score that is shown in the "Content"
column. Scores assigned range from 11 to about 35, with higher scores indicating higher confidence. Indels
with a score below 15 are more likely to be false positives; the proportion of false positives in indels with
scores above 20 is substantially lower. Indel scores are somewhat similar to Phred quality scores; however,
unlike Phred quality scores, indel scores are not accurately linked to error probabilities.

False Negatives

The indel finding algorithm may sometimes miss real mutations, especially if they are very close to the start
or end of a sequence, or if the sequence before the indel is of low quality. In this case, you can add a
"heterozygotelndel'' tag by hand, as follows:

¢ |n a trace view window, select the base where the heterozygous indel starts (for example, base 175 in
the "heterozygous indel" sample in the example project)

® Bring up the popup menu by right-clicking on this base on Windows, or Control-clicking on OS X.

¢ Select "Add Tag..." from the popup menu. This will open a new "Add Tag" dialog.

¢ In the "Add Tag" dialog, select "heterozygoteIndel" as the tag type from the pull down menu at the
top. You can also enter "9999" in the "End" text field if you would like the tag to cover the entire rest
of the sample, instead of just one base. Then, click "OK".
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You should now see the tag displayed in the trace view for this sample (unless you changed your highlighting
preferences to not show tags).

False Positives

Occasionally, the indel finding may incorrectly identify artifacts in sequencing traces as heterozygous indels.
This can happen when the sequence quality suddenly drops dramatically in a sequence, for example due to
"polymerase stutter" after poly-A runs. Also, please keep in mind the the heterozygous indel finding is
intended only for sequences from genomic PCR.

You can easily remove incorrect heterozygous indel tags as follows:

® Open a trace view that shows the indel tag (the easiest way to do this is to double-click on the line
describing the indel tag in the report view shown above or in a feature view)

¢ Right-click (OS X: control-click) on any base with the indel tag to bring up the popup menu

® Select "Show local tags" from the popup menu to open the tag dialog

¢ In the tag dialog, select the "heterzygousIndel" tag, then press the "Delete" button, followed by the
"OK" button

Splitting Heterozygous Indels

You can split heterozygous indels into two new "pseudoallele" samples as follows:

¢ Select the sample(s) with a heterozygous indel tag.
¢ Go to the "Sample" menu, and select "Split Heterozygous Indels".

For each sample with a heterozygous indel, two new samples will be created in the "Unassembled Samples"
folder. CodonCode Aligner will try to separate the traces from the indel site on into a longer and a shorter
pseudo-allele. This often works reasonable well, but please keep these limitations in mind:

e Splitting will work only for heterozygous indels up to about 25 bases, and only if the indel is in a
region where peaks are reasonably well separated. For other indels, the sample traces that result from
the splitting will typically have missing peaks or lots of double peaks.

® The separated pseudo-alleles are (currently) only intended for indel size estimates and manual
verification. Specifically, any differences in peaks between the shorter and the longer allele after the
indel site may or may not be real; even real differences may be attributed to the wrong allele.

Processing Heterozygous Indels

To analyze ("process") heterozygous indels in Aligner, the samples to be analyzed need to have a
"heterozygotelndel" tag. These tags can be added by CodonCode Aligner or manually, as described in the
preceding section.

In addition, the sample to be analyzed and the corresponding "wild type" trace must be in the same contig
before heterozygous indels can be processed, since CodonCode Aligner uses the alignment information when

subtracting the wild type trace.

To illustrate the entire process of analyzing heterozygous indels, let us process the "Hetero_indel" example
project that comes with CodonCode Aligner:
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¢ Open the "Hetero_indel" example project (in the "Example Files" directory inside the directory where
you installed CodonCode Aligner).

e Select the sample named "heterozygous_indel".

¢ Go to the "Sample" menu, and select "Find Heterozygous Indels".

® When Aligner is done with the previous step, select the "Unassembled Samples" folder in the project
view.

¢ Go to the "Contig" menu, and select "Assemble".

e When the assembly is done, select the contig "Contigl" in the project view. Alternatively, select the
two samples in Contigl in the project view.

¢ Go to the "Sample" menu, and select "Process Heterozygous Indels".

You will progress dialog appear which shows that CodonCode Aligner does the following steps:

¢ Aligner finds all samples that have a "heterozygoteIndel" tag, and then identifies "wild type" traces
for each (since we have only 2 traces here, this is trivial).

¢ Aligner replaces the basecalls in the indel region as follows:
1. Aligner looks for secondary peaks in the indel region, and replaces the base calls with ambiguity
codes for the the two bases.
2. Aligner compares the ambiguity codes to the consensus sequence, and removes the consensus base
call. This leaves the base call that (often) corresponds to the base in the mutated allele.

¢ Aligner create a new artificial sequence by subtracing the wild type trace from the heterozygous indel
trace, starting at the start of the "heterozygotelndel” tag. The wild type traces are scaled the traces
vertically and horizontally as needed, with the goal to subtract the trace that is due to the unmutated
allele, and leaving the mutated allele.

e Next, Aligner base calls the newly created trace or traces with Phred (which requires that you have a
trial license or a full license).

® When Phred is done with base calling, Aligner moves the initial subtracted trace which still has the
original base calls to the trash, and imports the subtracted trace with the new Phred base calls.

¢ Finally, Aligner re-aligns or re-assembles the original contig, adding the newly created subtracted
traces.

Here is what the final result looks like:
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The newly created subtracted sample is called "heterozygous_indel_sub". Note that (a) its sequence after the
single "T" insertion is identical to the wild type (unlike the original sample, where the extra peaks led to extra
base calls), and that (b) the quality scores of the sequence after the T insertion are higher, as indicated by the
lighter background colors. Before getting too excited, however, please read the next section!
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Limitations

While we believe that CodonCode Aligner's functions for analyzing heterozygous insertions and deletions can
be a valuable tool, it is important to keep a number of limitations in mind - limitations regarding the
performance of the algorithms, and limitations regarding the interpretation of the results.

Processing Pre-Requisites and Limitations

¢ Finding heterozygous indels requires base-specific quality scores. The algorithm will not work on
sequences that do not have quality scores. Most testing so far has been done on sequences processed
with the base calling program PHRED.
¢ The analysis will work only in regions of reasonably high quality, and not close to the start or
end of sequence traces. Both the finding and the subtraction step require that sequence quality before
the heterozygous indel is reasonably high; for example, multiple peaks need to be well resolved, and
the indel cannot be closer than approximately 50 bases to the start or end of the sequence. In addition,
indels in or after long mono- or dinucleotide repeats will generally not be found (since such repeats
often result in "polymerase stutter", which looks very similar to heterozygous indels).
Trace subtraction requires a sequence without heterozygous indels. If all your sequences have
heterozygous indels, the subtraction does not work. Ideally, the wild type sequence should be not have
any heterozygous mutations; however, isolated heterozygous point mutations may be tolerable.
The "wild type' sequence must be the same direction and chemistry, and preferably use the
same primer. The subtraction step relies on the peak patterns being very similar in the two
sequences. This is generally not the case for sequences produced with different sequencing
chemistries or sequenced from different strands.
The wild type sequence must be largely identical to one of the two alleles in the mutated sample.
This is typically the case when analyzing sequences from human samples; however, it may not be the
case when analyzing regions with a high degree of lengths polymorphisms, for example intronic
sequences from different species.
The analysis may fail in obvious or non-obvious ways. While the trace subtraction should always
produce a new "subtracted" sequence, the resulting trace may not correctly show the presumed
mutated allele. In obvious cases, the subtracted sequence will have peak patterns that are clearly
incorrect, and low quality scores. In less obvious cases, the subtracted sequence may look reasonable,
but individual peaks and corresponding bases may be missing. Therefore, it is essential to closely look
at all three sequence traces together - the indel sequence, the wild type, and the subtracted sequence.

If you happen to have examples of where the algorithm did not work as a expected, we would certainly
appreciate if you could send us your trace files so that we can continue to optimize CodonCode Aligner's
algorithms.

Interpreting Results

When interpreting the results of heterozygous indel processing done with CodonCode Aligner, always keep in
mind that CodonCode Aligner is only a tool that helps you to come to conclusions. You will need to use
caution whenever interpreting what you see. Some specific things to keep in mind:

¢ The subtracted sequence you see is not a real allele sequence. For example, any mutations you see
after the indel site could be on either allele, or on both alleles.

¢ The base-specific quality scores close to and after the indel site in the subtracted sequence should be
used for guidance only. They do not have the same mathematical accuracy as quality scores for
"real" sequences. However, we believe that you can use the quality scores to quickly get an idea if the
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subtraction worked or not.
¢ The algorithms for analyzing heterozygous indels have been developed and tested only on a limited
number of sequences, and have not been experimentally validated.

This is by no means a complete list, so be cautious! CodonCode Aligner is intended for research use only, and
has never been validated for any clinical or medical applications. You should not base any medical decisions
on any results obtained with CodonCode Aligner.
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Editing Samples
CodonCode Aligner allows you to edit your sequences - but before you start editing, remember that

You may not need to edit!

This is because Aligner will examine the quality scores of all aligned bases at each contig position when
building the consensus - in other words, Aligner typically builds a quality-based consensus, rather than a
majority-based consensus.

In the days before Phred quality scores, editing discrepancies was important: consensus sequences where
always majority-based, and the only way to make sure that the consensus sequence was indeed correct was to
look at the discrepancies. Typically, scientists would simply correct any wrong base calls, so that they would
not have to look at the same region again.

With samples that have Phred (or Phred-like) quality scores and sequence assembly algorithms that use the
quality scores, a lot of this editing is not necessary anymore. Typically, wrong bases will have lower quality
scores, and the correct "consensus" can be determined automatically by just looking for the highest-quality
base at any position. The low-quality discrepancies can often safely be ignored.

Here is a typical example -a region covered by two sequences which differ at several places:

866 Contigl

e AdEE'E PR TR
B454 .8 CGCT-CARAGGATACATTTTGTAACATTT-ACGARYGACRAGATATA
LiZ6.r

L]

=< RIZZ.Tr
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P

E Scroll together A454.s Base 78 of 716 (311 in contig) Quality: 62 (Consensus: 62) A
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At the cursor position, Aligner chose the 'A' from sequence 'A454.s' as the consensus, since it is of much
higher quality than the 'G' in sequence 'A455.s' (the higher quality is indicated by the lighter background).
You can also see three other discrepancies in this region; in each case, the sequence from 'A454.s' is high
quality and correct, and therefore chosen as the consensus sequence.

If you would look at the same region in an older assembly program that only supports a majority-based
consensus, the consensus base at these four locations here would be an ambiguity, or the single called base at
places where one sequence has a gap character. To get a clean consensus, you would have to look at all four
regions, and edit three or four times, to come to the same end result.

Also note that Aligner uses the quality scores to estimate how likely it is that the consensus quality is correct
(this can be done with rather good accuracy since the quality scores are linked to error probabilities). In the
region shown above, the estimated consensus quality is very high, since one of the two sequences is of very
high quality through the entire region. When editing contigs with Aligner, you can define quality thresholds
for the consensus sequence in the Feature preferences, and use this to yvery quickly move to regions that need
your attention.

To build a quality-based consensus, two prerequisited need to be met:

1. The sequences must have base-specific quality scores (if you import sequence trace files that do not
have quality scores, you should first do the "Base calling" with Phred to get quality scores).

2. You must have selected to build a quality-based consensus in the Consensus preferences (this is the
default setting when you install Aligner).

In addition to the quality-based consensus, there are two other factors that enable you to get cleaner
assemblies with much less need for "contig editing" are:

¢ The ability to automatically clip low-quality sequence from the end of reads, thereby reducing the
total number of discrepancies.

® The use of local alignments (as opposed to end-to-end alignments); regions with high error rates tend
to end up in the unaligned ends, and can also be ignored.

Of course, there will be times where contig editing is necessary, and CodonCode Aligner does provide many
editing functions that are described on the next pages.
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Windows for Editing Samples

You can edit sample sequences in several different views (windows) - the base view, the trace view, and (for
assembled or aligned samples) the contig view. The only views that do not allow editing are the views that do
not display the bases - the project view, the quality view, and the feature view.

In general, we suggest to do most editing in the trace view window, simply because you can see the
underlying data while editing. One possible exception of this rule are sequences that are part of contigs -
sometimes it may make sense to edit in the contig view (but having a trace view open that shows the sequence
is still a good idea!).

All windows are linked. If you move the cursor or make a selection in a contig window, Aligner will scroll to

the same position in any open the base view and trace view windows for that sample. Likewise, when editing
base calls, changes are immediately made in all other open views for that sample.
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Cursor Positioning and Movement

The cursor is positioned by clicking at the desired position in a sample or the consensus. The cursor position
is indicated by a vertical cursor position line displayed across all samples and the consensus.

Moving to Features, Ambiguities, Mismatches or Edited
Bases

The Go menu has selections for quickly moving through the sequence:

¢ Next or Previous Feature: Moves the the next or previous feature (or "region of interest"). Features
can be discrepancies, low-quality consensus bases, low coverage regions, or a number of other things
that may be of interest to you. You can define your regions of interested in the_feature preferences.
Tip: the fastest way to navigate to the next or previous feature is by using the keyboard shortcuts :
On Windows, use Control-Right Arrow and Control-Left Arrow; on OS X, use Command-Right Arrow
and Command-Left Arrow

¢ Next or Previous High Quality Mismatch: Moves the the next or previous high-quality base that
disagrees with the consensus

¢ Next or Previous Low Quality Consensus: Moves the the next or previous place where the
consensus quality is low.

¢ Next or Previous Ambiguity: Selects the next or previous ambiguity in the selected sample or
consensus.

¢ Next or Previous Mismatch: Moves the cursor to the next or previous mismatch the selected contig.

¢ Next or Previous Edited Base: Selects the next or previous edited base in the selected sample.

¢ Base Number: Displays a dialog where you specify a specific base number in the selected sample or
consensus.

¢ First Aligned Base: Moves the cursor to the first aligned base in the current sample.

¢ Last Aligned Base: Moves the cursor to the last aligned base in the current sample.

In addition to the menu items in the "Go" menu and their keyboard shortcuts, you can also use the "home" key
to go to the first base of a sequence, and the "end" key to go to the last base of a sequence.
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Selecting Bases

To select bases, move the mouse cursor over the first base you wish to select (in the base view, contig view, or
trace view). Click and hold down the mouse button, drag the cursor horizontally over the base(s) and release
the mouse button after dragging over the last base. This can be a bit slow for large selections; if you want to
select all bases to the start or end of the sequence, it can be a lot faster to use one of the options described
below, so please read on!

Selected bases are displayed with a different background color than surrounding bases. If the selection was
made in the consensus, the selection is also shown in all samples that are part of the consensus.

Selecting from sequence start to current cursor position

To select all bases from the start of the sequence to the current cursor position, choose "Select from Start to
Here" from the "Edit" menu. The selection will include any unaligned bases at the start of the sequence (up to
the cursor position).

You can accomplish the same thing without having to use the menus by keeping the "shift" key pressed while
pressing the "home" key.

Selecting from current cursor position to the end of a
sequence

To select all bases from the the current cursor position to the end of the sequence, choose "Select from Here
to End" from the "Edit" menu. The selection will include any unaligned bases at the end of the sequence (up
to the cursor position).

You can accomplish the same thing without having to use the menus by keeping the "shift" key pressed while
pressing the "end" key.

Selecting all bases in a sequence

To select all bases in a sequence, choose "Select All" from the "Edit" menu. Alternatively, you can use the
keyboard shortcut - Control-A on Windows, and Command-A on OS X (keep the control- respectively
command-key pressed while pressing 'A").

The selection will include any unaligned bases at the start and at the end of the sequence.

If the project view is the active view, then "Select All" will select all contigs and samples shown in the project
view. The "Unassembled Samples" and "Trash" folders will also be included, unless they are empty.
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Changing Bases

Selected bases can be changed. To change a single base, select the base and type a new base letter. Letters for
ambiguity codes can also be entered.

Be careful if more than one base is selected before you start typing: all the selected bases will be replaced with
a single base, which may not be what you want.

After changing a base, Aligner will automatically move the selection one base to the right. This allows you to
quickly edit a number of bases in a row.

The consensus sequence is automatically updated with any changes, if such changes introduce a change in the
consensus sequence. Edits made in one View are automatically updated in other Views of the same sample.

If you edit a consensus base, then the change will be applied to all samples that have aligned bases at this
position - so once again, be careful!

Automatic edits

CodonCode Aligner offers several functions to automatically change bases, for example to call heterozygous
bases, or to convert low-quality bases to N. To auto-edit bases, select that bases you want to edit, go to the
"Edit" menu, and choose "Change Bases...". This will show the following dialog:

8ann Change Bases
") Match consensus £ Options... 3

Call second peaks higher than 25 % % of first peak

e
LI
>

Change ambiguities to single bases

Change bases with quality below 20 % to N

O O O ¢

Undo auto edits
@ Change only selected bases

@ Show results summary dialog

I\ Cancel ;'I ém@léw*-)

Use the radio buttons to choose how you want to change bases (see below). You can also choose if you want
to change all bases in the selected sample(s), or just the selected bases, and whether or not you want to see a
dialog summarizing the changes.

CodonCode Aligner will add tags to all auto-edited bases. You can undo all changes right after you made
them, or later with the "Undo auto edits" selection in this dialog.
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Match consensus

The "Match consensus" option will automatically change bases to match the consensus of the contig they are
in (it will have no effect on unassembled samples). One example where this option is useful are "dye blobs" in
DNA sequences, where many bases are wrong because of artificial strong peaks.

This option is intended for low-quality sequence, and will not change high-quality bases, unless you change
the settings by clicking on the "Options..." button next to "Match consensus". This will show the following
dialog:

@ 7 7 Match Consensus Options

Minimum quality difference: 10 . %

Maximum base gquality to edit: 29 %

I'; Cancel ;'I éwﬂlﬁmw}

The number at the top is the minimum difference in sequence quality between the consensus and the
mismatch base in question. The default setting of 10 means that bases will only be edited if the consensus
sequence quality is at least 10 higher, corresponding to a 90% or higher probability that the edit is correct
(assuming that this is a random error).

The number at the bottom determines the highest quality a base can have to be edited; with the default setting,
any base with a quality score of 30 or higher will not be edited.

Call second peaks higher than...

The "Call second peaks" option allows you to convert all bases with a significant secondary peak to
ambiguities. You can set the threshold of secondary peaks, relative to the intensity of the first peak.

This method can sometimes be useful in mutation detection. Please note, however, that it is much simpler than
the methods used in CodonCode Aligners "Find mutations" function, and therefore much more prone to both
false-positives and false negatives. For example, the "Find mutations" function compares peaks at a given
position to other peaks in other samples at this positions, and can therefore detect heterozygous bases from a
drop in peak intensity, even if the secondary peak is very small.

Change ambiguities to single bases
This is the reverse of the previous function - any bases with ambiguity codes will be converted to regular
bases (A,C,G, or T), according to the highest peak at the base position. This option is useful if you have

sequences that contain ambiguity codes, but you know that there are no heterozygous bases (for example
because you sequenced a clone, not a PCR product).

Change low quality bases to N

This option allows you to change all bases with a quality below the given threshold to 'N'.

Match consensus 101



CodonCode Aligner User Manual

Undo auto edits

When selected, this option will undo all previous auto-edits (any of the options described above) for your
current selection, and convert bases back to the base calls before the first auto edit. To function properly, this
requires that the "auto edit" tags that Aligner added originally are still present. As long as your samples stay in
the same project, this is usually not a problem. However, if you export samples and then re-import them, the
tags will typically be lost, and undoing auto-edits with this options will not be possible.
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Deleting Bases
Using the Keyboard to Delete Bases

Backspace Key: Deletes the currently selected base or bases; then, for sequences in contigs, the bases to the
left of the cursor are shifted to the right.

Delete Key: Deletes the currently selected base or bases; then, for sequences in contigs, the bases to the right
of the cursor are shifted to the left.

Note: If the consensus is selected, Delete or Backspace deletes not only the base(s) in the consensus, but bases
at that position in all samples having sequence at that position.

OS X Users: On Macintosh keyboards, the Backspace key is actually labeled "delete’, not Backspace! It is

part of the main key group. The "Delete” key is labeled "del" (above an "X" in a box), and usually is part of a
small group of keys that include the "page up" and "page down" keys.

Menus for Deleting Bases

Instead of using the keyboard shortcuts for deleting bases, you can also go to the "Sample " menu, select the
"Delete" submenu, and then choose one of the following items:

Selection - Fill from Left: Same as Backspace key.
Selection - Fill from Right: Same as Delete key.
From Sample Start: Deletes all bases to the left of the cursor for the selected sample.

To Sample End: Deletes all bases to the right of the cursor for the selected sample.
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Deleting Samples

Deleting samples in Aligner is a two-step process: first, you move samples to the "Trash" folder, and then,
you empty the trash. To move a sample to the trash, select the sample (for example in the project view), and
then choose "Move to Trash" from the "Edit" menu. For samples in contigs, some special considerations
apply, as described in the "Editing Contigs" section.

Samples in the trash can be re-used by selecting them in the project view, and then choosing " Move to
Unassembled Samples" from the "Edit" menu.

To permanently delete samples from the trash and remove them from your project, choose "Empty Trash..."

from the "File" menu. The corresponding sample files in your project folder will be deleted when you save the
project the next time.
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Moving Gaps and Samples

Sometimes, you may find that some of the gaps introduced during assembly are not quite at the right
positions, and should be moved around a bit; aligning gaps in all reads may even enable you to remove an
entire column of gap characters.

Moving gaps in contigs

To move a gap, select the gap in the contig view (or in the base or trace view), and then select "Move Gap
Left" or "Move Gap Right" from the "Sample" menu. You can also use the keyboard shortcuts:

¢ Option-F5 for "Move Gap Left"
¢ Option-F5 for "Move Gap Right"

(Due to a Java bug on OS X, the keyboard shortcuts are not always shown in the menus.)
In the contig view, you can also move single gaps around by drag and drop: click on the gap to select it; then

click on it again, but keep the mouse pressed and move the cursor to where you want the gap to be; then
release the mouse.

Moving samples in contigs

You can also move entire sequences one base to the left or to the right within a contig by selecting the
sequence, and then choosing "Move Sequence Left" or "Move Sequence Right" from the "Sample" menu.

Moving samples to "Unassembled Samples”

You can move samples from contigs or from the "Trash" folder to the "Unassembled Samples" folder by
selecting the sample(s), and then choosing "Move to Unassembled Samples" from the "Edit" menu. For
samples in contigs, some special considerations apply, as described in the "Editing Contigs" section.

In the project view, moving samples to the Trash or Unassembled Samples can also be done using drag and
drop.
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Inserting Gaps and Bases

To insert gaps:

® Position the cursor at the base after which you want to insert a gap
® Press the space bar (or select "Insert gap => Shift Bases Right" from the "Sample" menu).

A new gap will be inserted before the current cursor position. If the sample is part of a contig, the bases after
the new gap will be shifted to the right.

One exception to this rule applies when the last base of a sample is selected: in this case, the gap will be
inserted after the current base, so that you can add bases to the end of reads.

If you want to insert a gap and shift the bases before the gap to the left (instead of the bases after it to the
right), select""Insert gap => Shift Bases Left" from the "Sample" menu. Alternatively, use the keyboard
shortcut Shift-Space (keep the shift key pressed while pressing the space bar).

If you are working in the contig view and have a consensus base selected, gaps will be inserted in the
consensus and in all sequences at this position.

To insert a base:

e insert a gap character as described above
e then type the letter of the base you wanted to insert.

Since the gap you just inserted was selected after you inserted the gap, you just replaced it with the character
you typed.

Adding Bases at the End of Reads

To add bases to the end of a read:

1. Select the last base of the sample

2. Press the space bar to insert a gap

3. Press the letter of the base you want to add to change the gap to the base
4. Repeat steps 2 and 3 for each base you want to add.

The gaps and bases that are added this way will not necessarily line up exactly with the peaks - instead, they
will be spaced evenly, with the same spacing as the last 20 or so bases before the last base. This is usually ok
if you need to add just a few bases. If you need to add many bases, you may be better off repeating the Base
Calling for this sample (if the sample is in a contig, you first have to move it to Unassembled Samples).

You cannot directly insert a gap or a base right before the last base in a sample, but there is an easy
workaround: just insert a gap after the last base, and then choose "Move => Gap Left" from the "Sample"
menu.

Note: Aligner is not intended as an editor where you enter sequence by hand; there are plenty of other

programs out there that allow you to do that. Aligner is intended to be used with sequence traces, preferably
traces with Phred- or Phred-like qualities.
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Reverse Complementing

To reverse complement a sample or contig:

¢ Go to the project view
e Selec the contig (or a sample in the "Unassembled Samples" folder)
¢ Choose "Reverse Complement" from the "Edit" menu

In most views, you will be able to identify samples that have been reverse-complemented by the "<<" prefix
before the name, and by the fact that the name is drawn in red. In the project view, you can identify
reverse-complemented samples by the icon (it has red rather than black borders).

Reverse-complementing of unassembled samples is possible, but usually not necessary, since samples will be
reverse-complemented as needed during assembly and alignment.

You cannot reverse-complement samples in contigs directly, since that would destroy the alignment to the

consensus. If you select "Reverse Complement" when a contig view is in the foreground, the entire contig
will we reverse-complemented.
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Editing Sample Information

To view information about a sample, or to change a sample name:
e Select a single sample in the project view (or in trace view or contig view)
¢ Go to the choosing "Sample" menu, and select "Sample Information"
(or use the keyboard shortcut: control-I on Windows, command-I on OS X)

This will show the sample information dialog:

f ) Sample Information: va-16.x

Mame: va-16.x

Comments:

Tags... |

E Allow manual edits

£ Cancel ) 6 OK 3

You can add or change remarks about the sample in the comments field. You can also designate a sample file
as "read only" by unchecking the "Allow Manual Edits" checkbox.

Changing Sample Names
You can change the sample name by editing the "Name:" field. Note that Aligner does not allow spaces or

other "funny" character in the sample names, since such characters could cause problems when writing sample
files. If you use any invalid characters, Aligner will convert them automatically.

Viewing Chromatogram Information

For samples that have chromatograms, additional information about the chromatogram will be shown in the
sample information dialog:
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r

&) Sample Information: Abi_example_file.abl

MName: Abi_example_file.abl

Comments:

Chromatogram Information:

SPAC=10.507583
LIMS=c78fff66631211d8%ed8000874938d7¢c
CTYP=Paop-7

Run_Start=2004-02-19 15:29:17
Run_Stop=2004-02-19 16:33:52 m
BCAL=KB.bep

BCSW=KE 1.0 .

Mo tags

E Allow manual edits

N

{ Cancel

The example above shows information extracted from an ABI file. Note that the last two lines show which
base caller was used for this sample. In this case, the KB base caller, which assigns quality scores to each
base, was used ( the alternative is the ABI base caller, which does not assign quality scores).

For chromatograms that were base called with PHRED, the last lines in the "Chromatogram Information" will

still point to the KB or ABI base caller. But if you scroll through the chromatogram information, you can
see entries added by PHRED:
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] &) Sample Information: PHRED_example_file.ab 3

Mame: PHRED_example_file.abl

Comments:

Chromatogram Information:

BCSW=phred 0.040406.a
NAME=e

LANE=32 m
GELN=

PROC=

RTRK=

CONV=phred version=0.040406.a
COMM=

Mo tags

@ Allow manual edits

{ Cancel % @""M

In the example above, you see an entry labeled "BCSW" (for "base caller software version") that point to
PHRED, and list the version of PHRED that was used. A second entry which starts with "CONV" also shows
that PHRED was used.

The chromatogram information is read from ABI files, or from the comment field in SCF files. You cannot
edit this information.

Viewing Sample Tags

Sample may also contain tags which have been added by users, other programs like PolyPhred, or CodonCode
Aligner during steps like end clipping or vector trimming. If a sample contains tags, you can click on the
"Tags..." button to display the tag dialog:
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F .1

&) Tags for va-16.x
Tags: Tag Details
homozygoteTT Program: polyPhred
homozygote CC Start: 197
homozygoteAl,
heterozygoteAC End: 197
dataMNeeded Date: ue Feb 12 09-12-18 EST 2002
dataMeeded
Motes:

[ Confirmed

£ Cancel % [ Delete \

(You can also see all tags for a sample by selecting the sample in the project view, going to the "Sample"
menu, and selecting "Show All Tags..." from the "Tags" sub-menu).

You can select tag on the left to view details about the tag on the right. You can change the start and end
position of tags, and add comments about the tag in the "Notes:" text field. You can also delete tags. Changes
will be saved after you press the "OK" button.

Confirming Tags

One common use of the tag "notes" is to mark tags as confirmed after looking at the trace data. You could do
this by typing "Confirmed" in the note box, or simply by clicking on the "Confirmed" checkbox. Clicking on
the checkbox when it is unchecked will add the word "Confirmed" at the beginning of the text; clicking it
when is is checked will remove all occurences of the word "confirmed" from the check box.

Tip: If you find a tag that is wrong, you can either delete the tag, or you could mark it in the "Notes" section.
We suggest that you do not write "Not confirmed", but rather use different words like "Disagree" or
"Incorrect”.

The contents of the "Notes" field are shown in the "Content" column in the Feature View, and when exporting
features to text files.

Viewing "Local" Tags

You can also view tags at specific locations in a sample from trace view, base view, and contig view
windows. Select a base that contains a tag, and then right-click (OS X: control-click) on it to display the
popup menu. The first item in the popup menu will be "Display Tag..." (but only if you clicked on a base with
a tag). This will bring up the tag dialog as above, except that only tags at this position in the sample will be
shown.

(Instead of using the popup menu, you can also go to the "Sample" menu, and selecting "Show Local Tags..."
from the "Tags" sub-menu).
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Adding Tags

You can also add your own tags to any base or range of bases in a sample. Open a view that shows the bases
(a trace view, base view, or contig view), select the bases you want to tag, and then right-click (OS X:
control-click) on it to display the popup menu. The first or second menu item in the popup menu will be "Add
Tag...". Selecting it will bring up the following dialog:

‘8 Add tag to va-16.x A

MNew Tag Type:

| userDefined s |
Tag Details
Program: [se
Start: 168
End: 168
Date: Tue Jan 06 12:44:12 EST 2004
Motes:

] Confirmed

{ Cancel )

The default type of the new tag is "userDefined". You can changes this to any of the other pre-defined tag
types using the pull down menu at the top. You can also edit the start and end position, and add comments
about the tag in the "Notes:" text field. If you want a tag to extend to the start of a sequence, just enter "0" in
the "Start:" field. If you want a tag to go to the end of the sample, enter a large number like "9999" in the
"End" text field. Changes will be saved when you press the "OK" button.

(Instead of using the popup menu to add tags, you can also go to the "Sample" menu, and selecting "Add
Tag..." from the "Tags" sub-menu).
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Saving Edits

Edits to the consensus sequence or sample sequences are not saved until you save the project by selecting
"Save Project" in the "File" menu, or using the corresponding toolbar buttons or keyboard shortcut
(Command_S on OS X, Control-S on Windows).

If you are experimenting and think you might want to go back to a previous state that you project was in, you
should save the project under a new name by going to the "File" menu and selecting "Save Project As...".
This will save all data for your current project to a new location.

You can change the name of individual samples, which will then save them under a different name the net
time you save the project, by selecting the sample and choosing "Sample Information" from the "Sample"
menu, and editing the sample name. For more information, please read the "Sample Information Dialog" help

page.
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Undo and Redo

In the current version of Aligner, only limited support for undoing and re-doing is provided. Most actions, for
example adding samples, assembling, unassembling, endclipping, and vector screening, cannot be undone.
Therefore, please save your project frequently!

You can, however, undo simple edits. Just choose "Undo" from the "Edit" menu to undo an edit, and restore
the sequence to the state it was before the edit. If you change your mind, you can choose "Redo" from the
"Edit" menu to re-do the edit that you just undid. If you did anything else that is not undoable, "Undo" from

the "Edit" menu will be not available (grayed out).

We plan to add Undo and Redo support for more actions in future Aligner releases. If undo support for a
particular feature is important to you, please let us know about it!
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Copy and Paste

Copy (selected sequence)

If your current selection is a single sample or contig, or part of a single sample, you can copy sequences and
parts of sequences by selecting "Copy (selected sequence)" in the "Edit" menu.

If the active window is a trace view, base view, or contig view, then the currently selected bases will be
copied to the clip board.

If the currently active window is the project view, and a single sample is selected, then the entire sequence of
this sample will be copied to the clip board. If you have selected a single contig in the project view, then the
consensus sequence for this contig will be copied. If you have more than one sample or contig selected, copy
will not be available.

Paste

The "Paste" menu item in the "Edit" menu is disabled, since Aligner is not intended to be used as a text
editor. You can, however, paste any sequence that you copied (see above) into programs outside of Aligner
(for example BLAST web pages).

Please note that any gaps in sequences will be removed in the copied sequence, since most programs or web
pages you might paste the sequence into will expect ungapped sequences. If you need to copy and paste

gapped sequences, please let us know!

There are also some dialogs that support paste through the keyboard shortcuts (control-V on Windows,
command-V on OS X). The most notable is the "Search Sequence..." dialog, accessible from the "Go" menu.
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Editing Contigs

CodonCode Aligner lets you manipulate contigs in a number of different ways. You can edit the samples in a
contig, as described in the previous section. Several other common tasks with contigs are:

e Adding new samples to existing contigs
e Merging contigs

® Removing samples from contigs

® Reverse-complementing contigs

e Splitting contigs

e Unassembling contigs

¢ Editing contig information
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Adding Samples to Contigs

To add new samples to an existing contig, you need to first add the samples to the project, and do any
pre-processing steps like base calling or end clipping that you want to do. Then, to add the sample to an
existing contig:

1. Go to the project view

2. Select both the contig and the samples that you want to add to it
(to make continous selections, use shift-click; to make discontinuous selections, use control-click on
Windows and command-click on OS X)

3. Go to the "Contig" menu

4. Choose "Assemble" (or, if your contig is an alignment to a reference sequence, choose "Align To
Reference Sequence")

Aligner will try to merge the samples with the contig. If samples share an overlap that meet the minimum
criteria you defined, they will be added to the contig. Samples that do not overlap the contig, or where the
overlap is not good enough, will remain in the Unassembled Samples folder.

You can also choose more than one contig and one or more samples - for example two neighboring contigs,
and some finishing reads that bridge the gap between the contigs.

Alternatively, you can use drag and drop in the project view to add samples to contigs. First, select the
samples and/or contigs you want to add in the project view, and then drag and drop them onto the contig to
which you want to add them (this "target" contig cannot be in the initial selection). Once you release the
mouse, CodonCode Aligner will start the assembly of the samples and contig(s).

When you use the "Assemble" or "Align To Reference Sequence" menu with existing contigs, the
arrangement of the samples in the contig will remain the same; changes are limited to any gaps that need to be
introduced, re-building of the consensus sequence, and possibly changing the extend of unaligned regions at
the end of samples. In addition, the contig may be reverse-complemented during assembly.

If you do not care about keeping the current arrangement of the samples in a contig, you can choose
""Assemble from Scratch" or "Align To Reference from Scratch" instead. This will first unassemble the

existing contigs, and then re-assemble or re-align all reads that were in the contig(s), plus any other reads you
have selected.

Duplicating samples
You can duplicate samples in a project, and create text sequences from consensus sequences, as follows:
1. Select the sample(s) or contig(s) you want to duplicate.
2. Go to the "File" menu.
3. Select "Duplicate".
This will create a copy of every selected sample, and a new text sequence for every selected contigs.
Before using this option to align consensus sequences, however, please look at the help for "Compare contigs"

- in CodonCode Aligner, you can compare contigs directly to each other, and keep the relation to the
sequences and their traces in a contig intact!
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Merging Contigs
To merge two or more contigs:

1. Go to the project view
2. Select the contigs you want to merge (you can also select reads in "Unassembled Samples")
3. Choose "Assemble" from the "Contig" menu.

Aligner will look for overlaps between the contigs, and merge the contigs if the overlap meets the minimum
assembly criteria. If the overlap between the contigs is not good enough, for example because it is very short
or has a high discrepancy rate, Aligner will reject the merger, and leave the contigs as they were.

When you use "Assemble" with existing contigs, Aligner will compare the consensus sequences of the two
contigs to look for an overlap. The relative arrangement of the samples in each contig will remain unchanged.
Changes are limited to any gaps that need to be introduced, reverse-complementing (if needed), re-building of
the consensus sequence, and possibly changing the extend of unaligned regions at the end of samples.

There are two alternatives to using the "Assemble" menu item: using "Assemble with Phrap" and "Assemble
from Scratch". Both options will first unassemble the existing contigs, and then assemble the existing reads,
using either Phrap or CodonCode Aligner's build-in assembly algorithm to build the contigs (for-profit users
need to have a separate license for Phrap). The potential drawback of both of these options is that any edits
made by moving gaps or samples around will be lost (but other edits, like change base calls or removed ends,
will of course remain).
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Removing Samples from Contigs

Occasionally, Aligner may put a sample into a contig where it does not belong, or you may want to remove a
read from a contig for other reasons.

To remove a sample from a contig, select the sample in the contig view by clicking on it's name or a base in it.
Then, choose either "Move to Unassembled Samples" or "Move to Trash" from the "Edit" menu.

Before removing the sample from the contig, Aligner first checks if removing the sample would introduce any
gaps in the contig. This happens if there are reads to both sides of the sample, and the sample is the only
sample that covers one or more bases of the consensus sequence. In this case, removing the sample would in
effect split the contig into two pieces, and (at least currently) Aligner will refuse to do so. If splitting the
contig is what you wanted to do, you will first have to_split the contig yourself, and then remove the sample
from the new contigs formed after splitting.

An example where removing a read would split a contig into two is shown below:
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Here, removing the selected sample (djs74-1432.s1) would split the contig into two parts. However, the other
samples could be removed without problems, since they only cover regions that are also covered by other
reads.
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Deleting Parts of Contigs

To delete all bases from the current cursor positon to the start of a contig:

1. Select a contig base in the contig view

2. Go to the "Contig" menu

3. Go to the "Delete" submenu

4. Select "From Contig Start" to delete all bases to the start of the contig,
or select "To Contig End" to delete all bases to the end of the contig

If any samples are completely within the removed contig region, these samples will be moved to the trash.

If the menu items are disabled, you probably do not have a contig base selected. You may have clicked on a
sample accidentally, or perhaps a view other than the contig view is in the foreground.

Note: Deleting from the contig start or to the contig end cannot be undone, so you may want to save your
project first, or to save a copy of your project using "Save As" in the "File"” menu.
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Alignment Locations - Start and End

During contig building by assembly or alignment, Aligner automatically determines the useful parts of reads.
For each sample, regions at the start and end with high levels of discrepancies to other reads will remain
unaligned. These regions are typically shown dimmed in the contig view. Bases in the unaligned regions are
not considered when determining the consensus sequence. Unaligned regions are not aligned, meaning that
Aligner will not introduce gaps in unaligned regions.

You can change the start and end of sample alignments through two menu items in "Sample" menu: "Mark
Start Alignment Location" and "Mark End Alignment Location". If you use one of these option to extend

the aligned region of a sample, you will have to introduce any gaps required for proper alignment by hand.

If you import Phrap assemblies, please note that unaligned regions of samples may extend beyond the ends of
a contig on both sides (the start and the end).
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Reverse Complementing

To reverse complement a sample or contig:

¢ Go to the project view
e Selec the contig (or a sample in the "Unassembled Samples" folder)
¢ Choose "Reverse Complement" from the "Edit" menu

In most views, you will be able to identify samples that have been reverse-complemented by the "<<" prefix
before the name, and by the fact that the name is drawn in red. In the project view, you can identify
reverse-complemented samples by the icon (it has red rather than black borders).

Reverse-complementing of unassembled samples is possible, but usually not necessary, since samples will be
reverse-complemented as needed during assembly and alignment.

You cannot reverse-complement samples in contigs directly, since that would destroy the alignment to the

consensus. If you select "Reverse Complement" when a contig view is in the foreground, the entire contig
will we reverse-complemented.
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Splitting Contigs

Like other assemblers that use a "greedy" assembly algoritm, CodonCode Aligner will occasional
misassemble contigs. You can manually split misassembled contigs into two parts as follows:

® Open the contig view for the contig in question
e Set the cursor to the position where you want to split up the contig
¢ Select "Split contig" from the "Contig" menu

Aligner will create two new contigs - one containing the samples that were to the left of the point where you
split the contig, and one containing the samples to the right. For any samples that had aligned bases at the
position of the split, Aligner will put this either into the new right or the new left contig; the right contig will
be chosen for samples that had more aligned bases to the right of the split point, and the left contig for
samples that had more aligned bases to the left of it.

Here's an example of a contig before splitting:
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After splitting at the position indicated (1448), the two new contigs look like this:

Splitting Contigs 123



CodonCode Aligner User Manual

.
SO0 Contigl_left &30 Contigl_right
s b= | — -
e |
_ Pl — - |
—_———— | = : — |
{ = | 1. -l- |
;l.lllll]lll | | 5 | Illl'__
-::-:: disT4-690.x1 i d9874-2350.81 CCTC En Gl |
_:djsT4—932.sl Il désT74-1180.21 [ e G A
|dis74-1871.s1 e a3274-996 . 52
Eéj;s;:‘::iﬁ-fl | s74-1532.s1 TCCTCTTEAGCA
||djsid-8324.5 {1 - . TCCTCTTGAGCAG
:gdisT4—3114.sl || GEmaiii st
H |l§s74-423.51 A
IContigql Left: BGCTCCCTGGIGGTTT( Y '::nntigl right: [TCCTCTTGAGCAG| ¥
| ITranslation L 2 & & | l:'!:l 'ranslatiun B |E o l:'!:l
- G [5 L [v | _ |L [ |
S Al |
s: 1388 Len: 18 | ¥« »! |los: 235 Len: 1397 r ]. .. |
e A

Note that the sample djs74-1432.s1 ended up in the leftt contig.
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Unassembling Contigs

To unassemble one or more contigs:

¢ Go to the project view
e Select the contig(s)
¢ Choose "Unassemble" from the "Contig" menu

All samples in the contig will be put into the "Unassembled Samples" folder, and any gaps in the samples will
be removed. Any samples that were reverse-complemented in the contigs will be returned to the original (not

reverse-complemented) state.
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Rountrip Editing

While CodonCode Aligner support manual editing of contigs, Aligner does not provide all the functionality of
programs that were specifically developed to edit sequence alignments. However, CodonCode Aligner
supports "Roundtrip Editing" - exporting existing contigs for editing in external programs (like MacClade or
Mesquite), and re-importing the manually edited contigs. The re-imported contigs maintain the connection to
the original chromatograms, so you can quickly check any discrepancies by looking at the original sequence
traces.

A typical example where roundtrip editing can make sense is a phylogenetic project, where you go through
the following steps:

¢ Create a project in CodonCode Aligner with sequence traces from a number of different species
(isolates, ...)

® Create separate contigs for each species (for example using "Assemble in Groups"

e Edit the initial contigs

¢ Create an alignment of the contig sequences (a "contig of contigs") with Clustal W from within
CodonCode Aligner (using "Compare" in "Assemble With Options")

e Export the contig of contigs for editing in MacClade (or similar)

¢ Use MacClade to move gaps around

¢ Export the edited assembly from MacClade

® Re-import the edited assembly into CodonCode Aligner, thereby updating the position of gaps in the
contig of contigs

¢ Verify and edit discrepancies between the species in CodonCode Aligner; you can quickly go back to
the original sequence traces by double-clicking in the contig view for the contig of contigs

¢ Export the final assembly in PIR format (or similar) for further analysis

How To Roundtrip Edit with CodonCode Aligner

Here's how to roundtrip edit in CodonCode Aligner. The starting point assumes you have a project where you
already have a contig (or contig of contigs) that you would like to edit with an external editor like MacClade.

1. Check names - before exporting, check the names of the contigs you want to export. Many export
formats and external editors restrict how long names can be, and which characters can be used in
names. To be safe, use short names with only numbers and letters. Names of 10 or fewer characters
are safest, although up to 30 characters may also work.

2. Select the contig(s) to export in the project view.

. Go to the File menu, and select Export > Assembly. From the format pulldown menu, select a format
that works for the program you want to use, for example "Interleaved NEXUS/PAUP", and then
export the file.

. Import the file you just created in your favorite sequence editor, for example MacClade.

. Edit the alignment, but limit your edits to moving gaps.

. Export the edited alignment in NBRF/PIR format (with gaps).

. Open the NBRF/PIR file in CodonCode Aligner, using drag and drop or File > Open Sample.... You
should see the following dialog:

98]
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8ann Update Existing Contig?

The samples you are trying to import are part of a contig.
Do you want to update the contig from the imported samples,
or add a new contig to the project?

& -l

' Do not show this warning again

( Add ) €update )
Click on "Update". Aligner will import the sequences, and update the existing contig to reflect your
edits.

Limitations

Currently, this "Roundtrip Editing" functionality is limited. You can move gaps around in external editing
programs, but you cannot change or delete any bases. Here is a list of additional restrictions:

¢ Updating existing contigs will work only when importing files in NBRF/PIR format

¢ All sequences in the file must be exactly the same length, including leading and trailing gaps (note
that some programs (e.g. BioEdit) may not always make sequences of equal length when exporting in
NBRF/PIR format)

¢ The names of the samples in the imported file must be identical to (or sufficiently similar to) the
names already in the project. Note that some programs do not allow spaces, dashes, and other
characters in sequence names, and that many programs and file formats restrict the length of
sequence names.

¢ The only edits currently supported are gap movements; if you edit, insert, or delete bases, the
updating will fail.

o If the exported contig had unaligned (dangling) ends, the updating will likely fail. One way to create
dangling ends is to generate contigs of contigs using the built-in algorithm, and then remove samples
or contigs at the beginning or end of the contig. This cannot happen if the contig of contigs is
generated with ClustalW (since ClustalW creates end-to-end alignments).

We plan to remove some of these restrictions in future releases.
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Editing Contig Information

You can rename contigs, and add comments, by selecting the contig in the project view, and then choosing
"Contig Information" in the "Contig" menu. This will bring up the following dialog box:

3 3 Sample Information: Contigl

Name: Coantigl

Comments:

Mo tags

<

{ Ccancel ) E"W

You can change the name in the "Name:" textfield at the top. You can also add remarks about the contig in the
larger text area below; these will be shown in the "Comments" column in the project view.

If a contig has tags (for example "polymorphism" tags added from finding mutations), the button that is
labeled "No tags" in the image above will be labeled "Tags...", and become active. Clicking on it will bring up
a tag dialog that shows all tags for the consensus sequence.

The checkbox at the bottom indicated whether a contigs is an alignment to a references sequence (as in the
image above), or a regular assembly.

Please note that contig names and remarks, as well as tags added to a consensus sequence, will change or get
lost when you later unassemble the contig or merge it with other contigs or unassembled reads.
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Search for Sequences

Aligner allows you to look for short sequences within your samples and contigs. First, select the sample or
contig that you want to look in, and open a base view, trace view, or contig view for it. Then, selected
"Search Sequence..." from the "Go" menu. This will display the following dialog:

3 &) Search For Seguence

Sequence to find:

Start searching ...
) ... from the beginning
@ ... from the cursaor

£ Cancel ) W@

You type the sequence to find in the text box at the top, and then press the "OK" button. The sequence you
can look for may contain the four bases A,G,C, and T, as well as ambiguity codes; gaps are ignored. If you
search for ambiguity codes, note that you will get a match only if the ambiguity code is found (for example,
'AGTN' will match 'AGTN', but not 'AGTC").

If Aligner finds your search string, it will position the cursor to the first occurence; if Aligner cannot find the
sequence, it will tell you so.

If you started the search from a contig window, the dialog will be slightly different:

3 &) Search For Seguence

Sequence to find:

Start searching ...

() ... from the beginning
% ... from the cursor

Search in:

& sSelected sample(s)
F
. Consensus only

P

s All

¢ Cancel \ W”“@

When searching in contigs, you can specify where you want to look for your search sequence - only in the
currently selected sample(s), only in the consensus, or in all sequences and the consensus.

Note: You can repeat any search by choosing Search Again from the Go menu.
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BLAST Searches

To start a BLAST search from CodonCode Aligner:
e Select the sample or contig that you want to BLAST in the project view, or:
select the bases you want to search in a contig view, trace view, or base view
¢ Go to the "Go" menu, and select one of the options from the "BLAST Search" submenu.
Aligner will open web browser page for the NCBI BLAST server, and paste the selected sequence into the
"Search" field. You can now change the search options or database to search against on this web page, and
start the BLAST search. (If your security settings are very strict so that Aligner is not allowed to open a

browser page, nothing may happen - you will need to change the security settings first).

For all BLAST searches except MegaBLAST, the selection must be a single sequence or part of a single
sequence. For MegaBLAST, your selection can include more than one sequence.

MegaBLAST

MegaBLAST is a BLAST version that has been optimized for aligning sequences that differ only slightly, for
example because of sequencing errors. It can be up to 10 times faster than other BLAST versions, and allows
the submission of multiple sequences in a single search.

Nucleotide (blastn)

The "Nucleotide (blastn)" option can be used to initiate a comparison of nucleotide sequences against
nucleotide databases.

Translated (blastx)

The "Translated (blastx)" option can be used to initiate a comparison of a protein translation of your
nucleotide sequences against protein databases.

Translated (tblastx)

The "Translated (tblastx)" option can be used to initiate a comparison of a protein translation of your
nucleotide sequences against a protein translation of the nucleotide databases.

For more information about BLAST, please visit http://www.ncbi.nlm.nih.gov/blast/.
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Exporting

Sooner or later, you will probably want to use the data you see with Aligner with other programs For example,
you may want to use BLAST to compare the consensus sequences to nucleotide databases, or you may want
to export read names and reads lengths for importing into spreadsheets or data bases.

You can export the key data in Aligner projects using the various sub-menus in the "Export" menu in the
"File" menu. To export samples or consensus sequences, first select what you want to export in the project
view. Then, choose one of the following export options:

e Export Project Summary...

e Export Samples...

¢ Export Consensus Sequences...
e Export Features...

Aligner will then show a dialog box, where you can set options like file formats. Next, Aligner will present a
standard "Save As" dialog where you can choose the folder for your exported files and (if you are exporting to
single files) the file names. Be default, all files will be exported into a folder called "export_dir" inside the
project directory. You can choose to export to any directory you want, but be careful not to accidentally
overwrite any existing files Aligner might need!

If you are exporting multiple items to individual files, Aligner will automatically determine the file names and

extensions. If any files with the same name already exist in the folder where you want to save your files,
Aligner will warn you that the existing files will be replaced.
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Export Project Summary

This allows you to export project data like sample names, read lengths, and so on to text files that can be
imported into external spreadsheet programs or databases. The information exported will be the information
you see in the project view window, and (optionally) summary information about your project.

To export project summary information, go to the "File" menu, and select "Project Summary..." from the
"Export" sub-menu. This will show the following dialog:

r

&) Export Summary

~Project data to export—————————————
: ﬁ Project overview

i Contig summary

™ Sample summary

Format: ' Comma Separated Value (CSV) |”"ﬂ

£ Cancel ) @Vﬁw xport

When you press the "Export" button, a standard "Save" dialog appears, where you can choose the name and
location of the exported file. The file is a text file, and can be imported into word processors or spread sheets
like Microsoft Excel (you may need to select "All Files" in the "Open" dialog to be able to import the file).

Here is an example of what the exported data look like after importing into Microsoft Excel:
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_ PolyPhred_summary.csv

C

Ii‘n.ll,;Pl;ur.eﬂ.prnj i

Murmber of
Samples

Sample
Location
Contigl
Contigl
Contigl
Contigl
Contig2
Contig2
Contig2
Contig2
Contig2
Contig2

|Date and Tirme of export 11721703 10:01
fUsersfShared/Documents/Projects/PolyPhredf

2
i0
Q013
Q01
387
597
u}
Contig
Length
u} u}
4 473
& T22
u} u}
Sarmple
Length
1053
i0z0
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8259
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CQuality

[ B o R o

CQuality
372
406
354
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394
406
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Estimated
Coverage Error Fate

o 0.00E+00 ||

3.9 2, 20E-02
4 3.99E-01
u] 0.00E+00

Direction Contig Offset

Fud u]
Fud u]
Frd -1
Fud 1|
Rev -396 |
Reay -3835
Frd 15
Frd 19
Fred 15
Frd 21
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Exporting Samples

You can export samples to text files in FASTA format, or to chromatogram files in SCF ("Standard
Chromatogram Format") format, as follows:

¢ Go to the project view

e Select the samples you want to export (use shift-click to make continous selections, and control-click
(OS X: command-click) to make discontinuous selections)

¢ Choose "Export => Samples" in the "File" menu.

This will display the following dialog:

‘8 Export Sequences

—
. All samples |

9 selected samples

Format: ["FASTA - Single f
[ Include gaps in FASTA files

¢ cancel ) E Export a

Using the radio buttons at the top, select to export just the selected samples, or all samples in the project. The
Format pull-down menu gives you the following format choices:

Single FASTA file

This will generate a single text file in FASTA format which contains all the exported sequences. You can
specify the name and location of the file in a "Save As" dialog box that will be shown when you click the
"Export" button.

When exporting FASTA files, you have the option to include gap characters in the output but checking the
box labeled "Include gaps in FASTA files". If the box is not checked, the exported sequences will be
ungapped.

If the sequences have qualities, then a quality file in FASTA format will also be created in the same file as the
FASTA file. The name of the quality file will be the name of the FASTA file, with ".qual" appended at the
end of the name.

Individual FASTA files

This option allows you to create a separate file for each sample. Again, this is a text file in FASTA format;
each file contains exactly one sequence. You can choose the folder where the files are created in a "Save As"
dialog that will be shown once you click on the "Export" button. All files will be created in the same folder;
the names of the files will be the sample name, with ".fasta" appended.

When exporting FASTA files, you have the option to include gap characters in the output but checking the
box labeled "Include gaps in FASTA files". If the box is not checked, the exported sequences will be
ungapped.
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If the sequences have qualities, then a separate quality file in FASTA format will also be created for each
sample. The name of the quality file will be the name of the corresponding FASTA file, with ".qual"
appended at the end of the name.

SCF files

SCF files contain the current base calls as well as the chromatogram data, and allow you to import the
sequences into programs that support the standard SCF format. You can choose the folder where the files are
created in a "Save As" dialog that will be shown once you click on the "Export" button. All files will be
created in the same folder; the names of the files will be the sample name.

Individual FASTA files 135



Exporting Consensus Sequences

To export the consensus sequences of contigs, select the contigs of interest in the project view, and then
choose "Export Consensus Sequences..." from the "File" menu. This will bring up the following dialog:

-

3 Export Consensus

P

9 Current selection () All consensus sequences

Format: | FASTA - Single file e
[ Include gaps in FASTA files

¢ cancel ) &"Expurt*'g

Using the radio buttons at the top, select to export the consensus sequences for just the selected samples, or all
contigs in the project. The Format pull-down menu gives you the following format choices:

Single FASTA file

This will generate a single text file in FASTA format which contains all the exported consensus sequences.
You can specify the name and location of the file in a "Save As" dialog box that will be shown when you click
the "Export" button.

Aligner will also create a quality file in FASTA-like format. The name of the quality file will be the name of
the FASTA file, with ".qual" appended at the end of the name.

Individual FASTA files

This option allows you to create a separate file for each consensus sequence. Again, this is a text file in
FASTA format; each file contains exactly one sequence. You can choose the folder where the files are created
in a "Save As" dialog that will be shown once you click on the "Export" button. All files will be created in the
same folder; the names of the files will be the sample name, with ".fasta" appended.

Aligner will also create a separate quality file in FASTA format for each sample. The name of the quality file
will be the name of the corresponding FASTA file, with ".qual" appended at the end of the name.

When exporting FASTA files, you have the option to include gap characters in the output but checking the

box labeled "Include gaps in FASTA files". If the box is not checked, the exported sequences will be
ungapped.
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Exporting Assemblies

You can export Aligner projects for importing into other programs, for example the contig editor Consed. You
can export entire Aligner projects, or parts of Aligner projects, for example single contigs.

First, select the contig(s) you want to export in the project window. Then, choose "Export Assembly..." from
the "File" menu. This will bring up the following dialog:

‘8 Export Assembly y

. — . .
| @ Current selection () Entire project |

Format: " ACE Project '?T!

{ cancel ) @"Expnrt'ﬁa

You can choose to export the current selection or the entire project. Currently, only two formats are
supported:

¢ the "ACE" format that is used by the Phred-Phrap-Consed package, and also supported by other
contig editors

¢ the "NEXUS/PAUP" format, which is used by many phylogenetic analysis programs
¢ the "Phylip" format, another format often used by phylogenetic analysis programs

Please note that many formats may not really export the entire selection or project. For example, the ACE file
generated when exporting in the ACE file format will contain only contigs, but not unassembled reads or
samples in the trash.

ACE Format Exports

The ACE format for exporting projects is modeled after the format used by the Phred-Phrap-Consed package,
which is also supported by other sequence editors. Exporting will create three directories, as illustrated below:

-

8006 [ export_dir =
10items, 24.2 GB available

Mame

v | edit_dir
_| Contigl.ace

v [ chromat_dir
A455 5
A454 5
AZ26.x

v [ phd_dir
_ | A455 s.phd. 1
_ | Ad454.5.phd. 1
A6 rphd.l
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The folder "edit_dir" contains a single file, the ".ace" file. This is a text file that contains the information
about the assembly, for example the number of contigs and the consensus sequences.

The second folder, "chromat_dir", contains the chromatogram files format for the exported traces. The trace
files are in SCF ("Standard Chromatogram Format") format.

The third folder, called "phd_dir", contains "PHD" files for each sample. The PDH files are text files which
contain the base calls, qualities, and additional information like tags.

You should be able to directly open the exported project in Consed, and (hopefully) in other contig editors
that support the ACE file format. However, if you transfer the exported files to a different operating system,
make sure that the files are transfered correctly. The chromatogram files must be transfered as binary files,
and the other files must be transfered as text files. Incorrectly transfered files will likely cause problems when
you try to open them.

NEXUS/PAUP Format Exports

The NEXUS/PAUP format allows you to export projects for phylogenetic analysis programs like MacClade or
PAUP. Only contigs will be exported, with a single file being created for each contig. Note that the exported
files only contain information about the bases and gaps, but not about associated chromatograms or sequence
qualities.

You have a choice of exporting in either "interleaved" or "sequential”" format. Different phylogenetic
programs have different restrictions on which kind of files they can read, so you may need to try both to see
which one works for the program you plan to use.

If you have sample names that are very long and/or contain spaces or other "unusual" characters, it may be
necessary to truncate or change the name of the samples in the exported files. Again, different programs have
different restrictions. If sample names may to be changed in the exported files, Aligner will present you with a
list of choices on how to change the sample names.

Phylip Format Exports

The Phylip format allows you to export projects for phylogenetic analysis programs like MacClade or PAUP.
Only contigs will be exported, with a single file being created for each contig. Note that the exported files
only contain information about the bases and gaps, but not about associated chromatograms or sequence
qualities.

You have a choice of exporting in either "interleaved" or "sequential” format. Different phylogenetic
programs have different restrictions on which kind of files they can read, so you may need to try both to see
which one works for the program you plan to use.

If you have sample names that are very long and/or contain spaces or other "unusual" characters, it may be
necessary to truncate or change the name of the samples in the exported files. Again, different programs have
different restrictions. If sample names may to be changed in the exported files, Aligner will present you with a
list of choices on how to change the sample names.
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Other Formats for Exporting Assemblies

We plan to add support for other formats in the future. If you need a specific format, please let us know the
format and the program that you need if for.
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Exporting Features

In Aligner, "Features" are regions which, for one reason or another, deserve special attention. They can
include discrepancies, regions of low coverage, bases with tags,or a number or other criteria which you can
define in the feature preferences.

To exports features for a set of contigs:
¢ Go to the contig view
e Select the contig(s) for which you want to export features (or, if you want to export features for all
contigs, select any contig)
¢ Choose "Export Features" in the "File" menu.

A dialog will appear where you can specify details about the output format:

&) Export Features

@ Current selectmn AII cuntlgs

Fcrmat [_Cc:mma Separated Value (CSV) "j

{ cancel ) @“Ex*pn'rtff%

Use the radio button at the top to select whether you want to export only the selected sample or all samples in
the contig. Then, use the pull-down menu to select the file format, and click on the "Export" button. Next,
Aligner will show you a "Save As" dialog where you can select the location of the exported file or files. The
exported files are text files, and can be opened with text editor or spread sheet programs.

One thing to note when exporting features is that CodonCode Aligner will always export all features in the
consensus sequence and in all samples in a given contig. This is true even if you used the Feature preferences
to specify to look for features only in the consensus sequences or the samples or the current selection when
navigating (this selection does apply only for navigating, not for feature views or exports).

Here is an example of what exported features from the "PolyPhred_example" project can look like after
importing an exported feature file into Microsoft Excel:
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_ Contigl.csv

.1 Contiglasy |

R R e e B T R T,
Source Found In Parent Contig  Start End Content
polyPhred  wa-l.x Cantigl 207 207
polyPhred wa-23.x Contigl 207 207
polyPhred  wa-16.x Contigl 207 207
polyPhred  wa-13.x Contigl 207 207
polyPhred  Contigl Contigl 207 207
polyPhred  wa-13.x Contigl 371 371
polyPhred  wa-1.x Contigl 371 371
polyPhred  wa-16.x Contigl 371 371 |
polyPhred  wa-23.x Contigl 371 371
polyPhred  Contigl Contigl 371 371
polyPhred  wa-16.x Contigl 391 391
polyPhred  wa-1.x Contigl 391 391
polyPhred  wa-23.x Contigl 391 391
polyPhred  wa-13.x Contigl 391 391 2
polyPhred  Contigl Contigl 391 391
I8 4
e RO

Exporting Features
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The Project View Window

The project window is the main window in CodonCode Aligner - most actions are started by selecting
samples or contigs in the project window, and then choosing a menu option or one of the buttons at the top of
the project window:

&m0 6 example_project
= = = i ™ x
Save Project  Add Samples Add Folder Add Assembly  Align to Reference Seguence Assemble Unassemble
Mame Contents | Length ' Quality = Position Added | Modified ...
v LL! Unassembled Samples 2 samples 0 - - 3/11...3/11/03....
@Ade.s Trace 693 397 0 3/11...3/11/03,...
@AdSS.s Trace 750 343 0 3/11...3/11/03,...
v l Contigl 3 samples 966 917 - 3/11...3/11/03,...
@Aizﬁ.r Trace 628 375 0 3/11...3/11/03,...
@ADED.S Trace 645 389 221 3/11...3/11/03,...
A333.r Trace 646 370 320 3/11...3/11/03,...
e ' Contig2 2 samples 755 720 - 3/11...3/11/03,...
b 7] Trash 0 samples 0 - - 3/11...3/11/03,...
[@ Assembly completed in 1.62 seconds; 1 successful join, 1 island remaining. @ y

The project window is organized similar to the familiar list view in the Macintosh Finder, or the detail view in
Windows Explorer. Every project has two folders:

® The "Unassembled Samples" folder contains samples newly added to a project, and not yet assembled
or moved to the trash.

® The "Trash" folder, which contains samples marked for deletion, but not yet removed from the
project.

In addition, projects that have been assembled or aligned will have one folder for each contig formed. You can
expand or condense folders by clicking on the little triangle on the left of each folder. In the example above,
the "Unassembled Samples" folder and Contigl are expanded, showing details about the samples in
Unassembled Samples and in Contigl.

Selecting Samples and Contigs

For most things you do in CodonCode Aligner, you start by selecting the samples or contigs you want to do
something with, for example vector screen or assemble. You can:

e click on a sample or contig to select the item

¢ shift-click to make a continous selection (press on the first item, then press shift while clicking on the
last item you want to select

¢ control-click (OS X: command-click) to make a discontinous selection

Your current selection determines which menu items and buttons are active. For example, you need to
have at least two samples or contigs selected before you can choose "Assemble" from the "Contig" menu, or
the "Assemble" button at the top of the window; the "Unassemble" menu item and button require that your
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selection contains only contigs; and so on. If a menu item is not available (and the button is "grayed out"), you
have not selected the item or items required for this action.

Menu shortcuts: Buttons and Popup menus

The most commonly used actions are available as buttons on the top of the project view, and as popup menus.
You can hide the buttons by selecting "Toolbars > Hide Toolbars" in the "View" menu. If you do not see the
toolbar at the top, select "Toolbars > Show Toolbars" in the "View" menu to make them visible.

If you press the right mouse button on Windows, or control-click on Mac OS X, in the project window, a
popup menu with the most commonly used actions will be displayed. The content of the popup menu will
depend on what you currently have selected - just try it out! Two example popup menus are shown below:

View Bases  ViewContig

View Traces
View Quality WView Quality
View Features

Move to Trash...
Unassemble
Sample Information...
Move to Trash...
Preferences...

Contig Information...

Preferences...

Project View Colomns And Sorting

The project view contains a number of columns, most of which are pretty self-explanatory. You can click on
the column headers to sort the project view; however, the "Unassembled Samples" folder will always be on
the top, and the "Trash" folder at the bottom. Here are descriptions of the columns, from left to right:

¢ the Triangles in the left-most column let you expand or condense contigs and other "folders"

¢ the Name column shows the name of the folder or sample; you can change sample and contig names
through the "Sample Information" and "Contig Information" dialogs, accessible through the "Sample"
and "Contig" menus

¢ the Contents column tells you details about what is in a folder or contig, or about the samples

¢ the Length column shows the length of a contig or sample

¢ the Quality column displays the number of bases with a quality score of 20 or above ("Phred20
bases") for samples and contigs that have qualities

¢ the Position column shows the position of the first base of a sample within a contig (only for samples
in contigs, not for unassembled samples or samples in the trash)

¢ the Added column shows the date a sample was added to the project

¢ the Modified column shows the date a sample was last edited or otherwise modified

¢ the Comments column shows and comments you (or a program) may have added to the sample

Status messages

The area at the bottom of the project view window is used by Aligner to display messages - status messages,
warning, and error messages. If you click on this area, the "Message history" dialog will be displayed, which
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shows all previous messages:

" . . .1

&) Status Message History

Status Log:

Date /Time Status Message
3711703 17:33:40 Assembly completed in 2.50 seconds; & successful joins, 1 island remaining.
3/11/03 17:33:38 Started Assembly of 7 reads.

e

JA e

F
[ Clear Messages

P

You will have to close this window before you can do anything else in Aligner. You can press the "Clear

Messages" button to erase all old messages.

Status messages
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Trace View

General Information

In Trace View, you can view and edit samples that have trace data. Files with trace data that can be opened in
a Trace View include standard chromatogram files (*.scf) from LI-COR and other manufacturers, and Applied
Biosystems ABI trace files (*.abi, *.ab1).

-
806 Traces from Contigl
CTGAATMAARACTATGTTAAGGGAARTAGGACAAC TAAAATA -
<< CFTR-Nprm-R 50 f 60) | 70

V e
i . R
5|CT GAMIEAARCTATG T TAAG GG ARATAG G ACAACTAAAATAT.

. CPTR-Norm 50
M

ﬁﬂ | @ | CFTR-Nom-R Base 43 of 290 (43 in contig) Cuality: 68 (Cons: 68) y

Each contig has one trace view window, in which all selected traces for this contig will be shown. The same is
true for the "Unassembled Samples" folder - it has its own trace view window. The number of traces in a trace
view window is limited only by available memory and operating system limitations; however, displaying
many traces may be slow.

Opening a Trace View

A trace view for a sample that has trace data associated with it can be opened by:
e Selecting the sample, then choosing Trace View from the View menu.

¢ Right clicking on the sample and choosing Trace View.
¢ Double-clicking on the sample (if you selected to open a trace view in the double clicking

preferences).

Scrolling and Scaling in Trace View

The vertical sliders at the right side of each trace let you scale a trace vertically to make the peaks larger or
smaller.

Trace View 145



CodonCode Aligner User Manual

You can use the sliders at the bottom of each sample to scroll a trace. If the "Scroll together" checkbox is
checked, then all traces will be scrolled together when you scroll one of the traces.

If the trace view window contains more traces than currently fit on the screen, the vertical slider on the right
allows you to scroll between the traces. You can remove traces from the trace view window by clicking on the
read "X" button on the left. You can move individual traces up and down by clicking on the up and down
arrows on the left.

If you have a mouse with a scroll wheel, you can also use the scroll wheel to move around in the trace view
window:

¢ when the mouse pointer is positioned over a trace, moving the scroll up or down will move
horizontally (to the right or to the left)

® to scale a trace view vertically, keep the control key pressed while scrolling with the mouse wheel:
this has the same effect as using the vertical scroll bar, making peaks larger or smaller

¢ to scroll between traces if the trace view window contains more traces than currently fit on the screen,
move the mouse pointer over the vertical slider on the right allows, and then use the scroll wheel

You can change the default height of trace view panels in the "Views" preferences.

To scale the traces horizontally, use the slider in the bottom left corner of the trace view.\

Trace Sharpening

If you are working with traces where the peaks overlap and are badly resolved, CodonCode Aligner's trace
sharpening can help you to get a better look at your data. Here is an example of a badly resolved region in a
sequence:

Traces from Unassembled Samples
i T B ¢ e c .} ] A .

Lﬁ'éh?w shla‘r_p‘elned traces| Base 410 of 693 Quality: 21 y

When you click on the little button in the lower right corner, CodonCode Aligner will try to sharpen the peaks
in the displayed traces; the result looks like this:
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Traces from Unassembled Samples
i T B ¢ e c .} ] A .
410

o A P ; = N

—f f
KT Adsas Base 410 of 693 Quality: 21

In this example, it it much easier to see that there are indeed 3 Cs after the G, not 2 or 4. Looking at the
sharpened traces can be a useful tool when working with less-than-perfect data.

To go back to the original traces, just click the little button in the bottom left corner again. You will notice
that showing the sharpened traces may take a few seconds the first time, especially if the trace view shows
several traces. This is because the trace sharpening is rather computation intensive.

When looking at the sharpened traces, keep in mind that you are looking at a mathematical artifact, which
occasionally may give an incorrect impression - so always look back at the original traces, too, and use your
scientific judgement.

Colors and Highlighting

The colors in the Trace view are determined your color preferences; in the example above, a quality-based
3-color scheme was used. You highlighting preferences determine how discrepancies, edits, and tags are
displayed. For more information, please check the "Preferences" help section.

Automatic Trace Selection

For trace views that show samples in contigs, CodonCode Aligner can automatically pick traces to display
while you are moving around in a contig. You can turn this option on or off by selecting "Auto Select
Traces" in the "View" menu. You can also set the number of traces to be displayed in the "Views"
preferences.

For automatic trace selection to work, you need to first open both the contig view and the
corresponding trace view (for example by double-clicking in the overview panel in the contig view). Once
both views are open, Aligner will automatically add and remove traces when you go to a new location in a
contig, for example by clicking in the overview panel or by moving the cursor in the bases panel. The trace
view window will grow larger and smaller, depending on the number of traces shown and the available space
on your screen. If you want to see more than 2 or 3 traces, you may want to change the height of the trace
panels to "Small" or "Tiny" in the "Views" preferences.

Hiding Some Traces
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You can hide traces for one or more bases by clicking on little colored boxes with the corresponding letter of
the trace on the left side. This can be very useful when analyzing heterozygous mutations, where a peak for
one base may obsure a second peak. Below is an example - the same traces as above, but the "T" lane is
hidden:

@06 Traces from Contig2
TG AG AG AAGTACAAT ACAAGCGG  CATG TG G TG TACACAAGT |-
90 100 110 1@
| '._,. A.: [ \ I .-.'I ] ;
rIre
CAGCAGAAGCGTACA LI%CAAGGCAT CTCGEGTGEGTACACADAG G-
B 110 120 130 @
[ e R
| " callr Base 112 of 457 (114 in contig) Quality: 21 (Cons: 90)

The red line through the "T" box at the left indicates that the T lane is hidden. Clicking on it again will show
the T lane, and clicking on the 'C' will hide the C lane, as shown below:

®,O06 Traces from Contig2
TG AG AGC AACTACAAT ACAACGCATGCG TG G TG TACACAAG T
ca=22.8 a0 100 110 1
x A O : @
e Ha 1Y - .II." AT i (A AR s
L (Y i 1] | P T e | — LV - e [ . -
{ 3 I

CAGAGAAGTACAHA AMNCAALCGCCATCGTEGGTGTACACARAG. .
28%a-22.¢ 110 120 130

e

\ T, a
(
—‘@’—I " ca2lr Base 112 of 457 (114 in contig) Quality: 21 (Cons: 90)

Hiding lanes will affect only one trace, and only until it is closed; re-opening the trace will show all traces
again.

You can also press the shift-key and/or the alt-key while clicking in the base boxes to hide more than just one
trace:

e Shift-click to hide all traces except the one for the base you are clicking on in the current sample;
shift-click again to show all traces again

o Alt-click to hide the trace for this base in all samples in the trace view window; alt-click again to
show the trace in all windows again (OS X users can also use the command key instead of the alt key)

¢ Alt-Shift-click to hide all other traces in all samples. Repeat to show all traces in all samples again.
Try it out!
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Printing Traces

To print the traces that are currently in your trace view, first select the trace view, and then choose "Print"
from the "File" menu (or use the keyboard shortcut Control-P on Windows, Command-P on OS X).

This will show the a print preview dialog like the one below:

enNe Print Preview of Trace View
~ Trace Printing Options |Pa£1€ Setap | 50% M,,_‘
What to print: " Entire traces kéwj m
= . [ N
Vertical trace scaling: Scale each panel to highest peak lnﬁti
[ Fit traces to page
1 Print trimmed ends
53
~ i Y “Ty
¥
~22.5 -
B B e L35 25 b
R 11 v £7 L7 v o W CRRe -
Y Y PR RPN R T DU SR J 34
Cancel @m
C ) P

On the left, you can choose whether to print the entire traces or just what you see on the screen, how to scale
traces, and a few more options. On the right side, you get a preview of the print results with your current
settings. The different options are decribed in detail on the "Printing Preferences" page.
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Base View Window

Choose Base View from the View menu to display the bases for a sample or consensus:

8086
1

51
101
151
201
251
301
351
401
451
501
551
601

ADBO.s

You can edit sequences in the base view if they are editable; but for sequences with traces, it's generally a
better idea to edit in the trace view. The bases are displayed according to your color preferences.

TTTGTTGTGG
CAGGTGCTGC
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Quality: 16

At the bottom of the base view window, you see the name of the sample, the current cursor position, and (if
the sample has qualities) the quality at the cursor.

Base View Window
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Quality View Window

Choose Quality View from the View menu to display a graph of the quality values for the selected sample or
consensus.
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A326.r Base 200 of 628

The Quality View graphs quality value (Y-axis) versus base position (X-axis) for all base calls. The quality
graph can be enlarged or reduced by resizing the Quality View window (click and drag a corner of the
window).

Clicking in the quality view window will move the cursor in all views for this sample. This can be useful to
quickly check out problem regions, like the low quality region near base 200 in the example above. Just open
a trace view and a quality view for a sample, and click at the low-quality regions in the quality view; then look
at this region in the trace view.
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Contig View Window

Choose Contig View from the View menu to display a window showing an overview and the aligned bases
for a contig:

‘866 Contigl
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Contig Overview Panel

The upper half of the contig view shows a graphical overview of the contig (the "overview panel"). Some
things worth noting:

® The location and orientation of individual samples in the contig is shown by arrows

¢ Unaligned ("dangling") ends of reads are shown in a light gray color (in projects where ends were
clipped before assembly, samples will typically have no or just short unaligned ends)

¢ A vertical blue line shows the current cursor position in the contig

® The currently selected sample or samples are drawn in a ligher color (in the example, the second read
is selected)

® Moving the mouse over an arrow will display the name of a read (after a little while)

® You can click in the overview panel to move around in a contig, as explained in the next section

Navigating using the overview panel

You can click in the overview panel to move the cursor. If you click on an arrow, the corresponding read will
be selected, and selected read and base will be shown in the lower "aligned bases" panel. If you click
somewhere else (in the white spaces), the corresponding consensus bases will be selected (you may have to
use the vertical scroll bar to see bases for aligned reads at this location).
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Moving Around

You can move around in the aligned bases panel by using the scoll bar at the bottom, or by using the
keyboard. When moving around in a contig view, the gray rectangle moves, indicating that a different part of
the contig is shown; but the blue line for the cursor position does not change until you also click on a base in
the aligned base panel.

Using the keyboard, you can move around as follows:

® Move around with the right and left arrow keys; you move one base at a time.

® Press the "page up" and "page down" keys a few times; this moves you by a full screen forward or
backwards.

® Try the "home" and "end" keys; they move you to the beginning respectively end of the selected
sequence. If the consensus sequence is selected, you go to the beginning and end of the contig; if you
select a read, you move to the beginning or end of the read.

If you have a mouse with a scroll wheel, you can also use the scroll wheel to move around in a contig. Moving
the scroll down will move forward in a contig, moving up will move backwards. If you have a contig with
many reads in it, then pressing the "control" key while scrolling with the mouse wheel will move the read list
up and down.

Contig quality in the overview panel

At the bottom of the overview panel, the consensus quality is displayed as a horizontal bar. The color-coding
depends on your color preferences; in the example above, three shades of green were used, with darker colors
corresponding to lower quality. You can use this to quickly navigate to low--quality consensus regions.
However, keep in mind that the resolution may not be sufficient to show all low-quality regions in this
overview, especially for larger contigs.

Aligned Bases and Protein Translation

The lower half of the contig view shows the aligned bases for the samples in a contig. It can also show the
protein translation, depending on how your preferences are set. In the example above, the translation for one
frame is show; you can choose to show no translation, one frame, three frames, or six frames in the protein
translation preferences and in the "View" menu. The cursor position is indicated by a black line, and the
currently selected base or bases by a different background color (in the example above by black background).
You can use the the cursor keys and the horizontal scroll bar at the bottom to move around in a contig.

You can resize the panels by dragging the bar between the panels.

The bases are displayed according to your color preferences. In the picture above, a quality-based three-color
scheme was used.

The names of the samples are shown on the left side of the aligned bases panel. Reverse-complemented

samples are indicated by "<<" before the name, and by red sample names. You can select samples by clicking
on the sample.
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Masking Bases Matching the Consensus

One way to focus on bases that differ from the consensus sequence is by going to the "View" menu, and
selecting "Mask Bases Matching Consensus". If checked, any bases in aligned regions that are identical to
the consensus sequences are replaced by dots; only bases that differ from the consensus sequence, and the
consensus sequence itself, are shown as letters. Here is an example:

806 Contigl
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To revert back to the normal display where all bases are drawn, just select"Mask Bases Matching
Consensus" (or the correspondig toolbar button) again.

Sorting Reads in the Contig View

In the contig view, samples can be sorted in one of several ways:

® by position in the contig (the default)
¢ by sample name
® by direction (forward or reverse) and then by position in the contig

® by the user

The default sort method for samples in the contig view can be set in the contig view preferences. If you
change the sort method in the contig view preferences, the new setting will affect only contig view windows
opened after the change. To change the sorting of reads in an open contig view window, right-click (OS X:
command-click) anywhere in the "aligned bases" panel to display a popup menu like this:

Masking Bases Matching the Consensus
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View Bases

View Quality

Mowve to Trash...
Sample Information...

Preferences...

Sort samples by name
Sort samples by position
Sort samples by direction

Select any of the "Sort samples by ..." options at the bottom of the menu, and the reads in this contig view will
be re-sorted.

Typically, sorting samples by position will be the best way to sort samples. For re-sequencing and mutation
detection projects, sorting my name may work well if you followed a naming scheme that uses similar names
for forward- and reverse reads, so that sorting by name will have the forward- and reverse reads right
underneath each other.

You can also manually sort the samples by selecting and dragging the sample names up or down. After
manually sorting samples in a contig, Aligner will keep you manual sort order for this contig until you select
one of the sort options in the popup menu; changing the sorting in the contig view preferences will not change
the sorting of contigs that have been sorted manually.

Automatic Trace Selection

When checking or editing a contig, you will often want to look at a few traces at a given position. CodonCode
Aligner can automatically pick traces to display while you are moving around in a contig. You can turn this
option on or off by selecting "Auto Select Traces" in the "View" menu. You can also set the number of traces
to be displayed in the "Views" preferences.

For automatic trace selection to work, you need to first open both the contig view and the
corresponding trace view (for example by double-clicking in the overview panel in the contig view). Once
both views are open, Aligner will automatically add and remove traces when you go to a new location in a
contig, for example by clicking in the overview panel or by moving the cursor in the bases panel. The trace
view window will grow larger and smaller, depending on the number of traces shown and the available space
on your screen. If you want to see more than 2 or 3 traces, you may want to change the height of the trace
panels to "Small" or "Tiny" in the "Views" preferences.

Printing Contigs
To print a contig:
¢ open and select the contig view for the contig you want to print

e then, choose “Print” from the “File” menu (or use the keyboard shortcut Control-P on Windows,
Command-P on OS X)

Sorting Reads in the Contig View 155



CodonCode Aligner User Manual

This will show the following option dialog:

8n0n Contig View Print Options

~Contig Bases To Print

% Print entire contig

() Print contig from base: 1 to base: 3p
~Contig Print Options
Page layout: ) Normal ) Poster

Font size: ' § @ point

#™ Include colors and highlighting

M Print bases in groups of: 10 @ bases

™ Print unaligned ends

(Eancel ) &W

The top section of the dialog lets you choose how much of the contig to print - either the entire contig, or just
a section of the contig. Aligner automatically fills in the first and last bases visible in the contig view as the
range for printing, but you can edit both numbers to print any section of your contig.

The options in the lower half are described in detail in the Printing Preferences.
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Feature Window

Select a contig in the project view, and then choose Feature View from the View menu to display a window
showing features for a contig:

r L]

8086 Features in Contig2
Feature Source Found In Farent Contig | Start End Content

dataMNeeded polyPhred ca-23.s Contig2 22 25

heterozygoteCT polyPhred ca-22.r Contig2 119 119 Confirmed

heterozygoteCT  polyPhred ca-22.5 Contig2 119 119 Confirmed

heterozygoteCT polyPhred ca-21.s Contig2 119 119 Confirmed i

homozygoteCC  polyPhred ca-9.r Contig2 119 119 Confirmed

homozygoteCC  polyPhred ca-23.s Contig2 119 119 Confirmed

homozygoteCC  polyPhred ca-9.s Contig2 119 119 Confirmed :

polyPhredRankl polyPhred Contig2 Contig2 119 119 COMMENT{ =

heterozygoteGT polyPhred ca-22.r Contig2 172 172

heterozygoteGT polyPhred ca-22.5 Contig2 172 172

heterozygoteGT polyPhred ca-21.5 Contig2 172 172

heterozygoteGT polyPhred ca-23.s Contig2 172 172

homozygoteGG  polyPhred ca-9.r Contig2 172 172

homozygoteGG  polyPhred ca-9.s Contig2 172 172 L

polyPhredRankl polyPhred Contig2 Contig2 172 172 COMMENT/{ co...

heterozygoteGT polyPhred ca-22.r Contig2 229 229

heterozygoteGT polyPhred ca-22.5 Contig2 229 229

heterozygoteGT polyPhred ca-21.s Contig2 229 229

homozygoteTT  polyPhred ca-9.r Contig2 229 229

homozygoteTT  polyPhred ca-23.s Contig2 229 229

homozygoteTT  polyPhred ca-9.s Contig2 229 229

polyPhredRankl polyPhred Contig2 Contig2 229 229 COMMENT{ co...

dataMNeeded polyPhred ca-22.5 Contig2 333 T2z F

heterozygoteCG polyPhred ca-22.r Contig2 401 401 T
P

A feature view window shows the features for one or more contigs, depending on your selection when you
opened the feature view. You can also look at the features for all samples in the "Unassembled Samples"
folder by selecting it in the project view, and then opening a feature view.

You can determine which features are shown in the feature preferences. In the example above, low quality
consensus regions and tags are shown.

You can sort the table by clicking on the column headers. You can also print and export features through the
corresponding file menu items (you may have to switch to the project view first, and select the contig or
contigs you want to print or export in the project view).

You can double-click on any item in the feature view to take a closer look at the feature. This will open the

views as defined in the double-clicking preferences - typically the trace view for the sample, and the contig
view for the corresponding contig (unless you have changed the preferences).
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Restriction Map View

Choose Restriction Map from the View menu to display a window showing the restriction map for the
selected sample or contig.

A restriction map can be displayed in three different map styles: Single Line Map, Multiple Line Map and
Text Map.

Single Line Map

The single line map is shown below:

866 Contigl
Hind =

Enzymes Options

Restriction map for Contigl {1673 bases, linear DNA)
Displaying cut positions.

EcoRl (635)
Xbal (662)
Pstl (274) Pstl (728) Bstxl (1074) Pstl (1627)

Unigue cutters:

BstXl, EcoRl, Xbal

Enzymes that cut two times:

None

Enzymes that cut three times:

Pstl

Enzymes that cut four and more times:
None

Non-cutters:

AccES5l, Apal, BamHI, Bsp68l, EcoRV, Hincll, Hindlll, Kpnl, MNotl, Pael, Sacl,
Sacll, Sall, Smal, Xhol, Xmil

P

In the example above, you see a single line map for linear DNA that displays cut positions. The cut positions
are shown behind the enzyme names. A summary of the cutters and non-cutters is shown at the bottom of the
map.

You can change how the map is displayed and what enzymes to use in the_restriction map preferences. You
can open the preferences through the icons in the toolbar of the restriction map view.

Multi Line Map

The multi line map for the same example is shown below:
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866 Contigl
Hind =

Enzymes Options

Restriction map for Contigl (1673 bases, linear DNA)
Displaying fragment sizes in base pairs.

|(10?31 ln:aom
BstXl (1) | i
(634) ||11039]
EcoRl (1) [ I ]
lt2?31 ||1454] ltsggm (47)
Pstl (3) | i i H
(661) ||11012]
Xbal (1) | i

MNon-cutters:
Accisl, Apal, BamHI, Bspg8l, EcoRY, Hincll, Hindlll, Kpnl, Notl, Pael, Sacl,
Sacll, Sall, Smal, Xhol, Xmil

s

The multiple line map displays a separate graph for each enzyme.The number after the enzyme name tells you
how often this enzyme cuts. In the screen shot above, fragment sizes (rather than cut positions as in the first
screen shot) are displayed. The fragment sizes are displayed in base pairs in the middle of each fragment. For
example, BstXI cuts one time, generating two fragments with 1073 bp and 600 bp.

At the bottom of the map a list of all enzymes that do not cut in "Contigl" is given. It is possible to shown
only cutting enzymes, only non-cutting enzymes, both, or no summary at all. You can choose what to display

in the restriction map preferences.

Text Map

The text map for the same example, displaying fragment sizes, is shown below:

806 Contigl
Hind =

Enzymes Options

Restriction map for Contigl (1673 bases, linear DNA)
Displaying fragment sizes in base pairs.

BstXl (1) 600 4+ 1073
EcoRI (1) 634 + 1039
Pstl (3) 47 + 273 + 454 + 899
Xbal(1) 661+ 1012

Mon-cutters:

Acchsl, Apal, BamHI, Bsp68l, EcoRY, Hincll, Hindlll, Kpnl, Notl, Pael, Sacl,
Sacll, 5all, Smal, Xhol, Xmil
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The text map displays the cut results for each enzyme seperately like the multi line map. In the screen shot
above, you see the fragment sizes generated from the contig by each enzyme.

The restriction maps can be printed, and the text map and the summary of each map can be copied using
keyboard shortcuts. To copy a restriction map, select the part you want to copy and use the keyboard shortcut
"Apple + C" on OSX and "Ctrl + C" on Windows to copy, and the keyboard shortcut "Apple + V" on OSX
and "Ctrl + V" on Windows to paste.

Selecting Fragments

The graphical restriction map views (single and multi line map) allow you to select part of the sample shown
in the map by clicking on a fragment between two cut positions. The selected part of the sample is highlighted
in blue in the restriction view:

el Contigl
od =

Enzymes Options

Restriction map for Contigl (1673 bases, linear DNA)
Displaying cut positions.

EcoRl (635)
*bal (662}
Pstl (274) Pstl (728)  BstXl (1074) Pstl (1627)

MNon-cutters:
AccBS5l, Apal, BamHI, Bsp68Il, EcoRV, Hincll, Hindlll, Kpnl, Notl, Pael, Sacl,
Sacll, Sall, Smal, Xhol, Xmil

P

In the screen shot above, the fragment between the two enzymes Pstl cutting at position 728 and BstXI cutting
at 1074, is selected.

You can also make continuous selections by holding the Shift key pressed while selecting regions in the view
with your mouse.

The selection updates accordingly in the other views, like the base view, the contig view and the trace view.

The region selected in the screen shot above (from base 728 to base 1073), is now selected in the base view
for this contig:
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B 06 Contigl

651 CTCTGATCTG TCTAGATTTGE TTGTGGGGAA AGATCCTGAA GGAGAGCACH

701 cacaccTeeAa ceacercace TtecrocAlE CEYEICEEY)

BN TG TG GA TGS CCATGATAGTGATTCCCCAMTCAATTTCCA

301

351 g AGTT A C ACTATTTGT

ELDR S CTCAT ACT ACT AG-CCQTCT ATT ACEICATCCATTC

LR G TCTCCCC @A CA T GCCAGGCACCARTAT T RGGTARAATGCA

NN T C T TAGC TCC AT GGG C T TARAAARTTCGGGT@GEGAGAGGE U CG GCGECGEGETGEG
I TCAARGCCTC@MTAATCCCAGE m"l‘l;GGP.G CCCGAGGCAG GCAGATCATGS ‘

1101 AGGTCAGGAG ATCGAGACCA GCCTGGCCAA CGTGG-TGAR ACCCCATCTC v
Contigl 346 bases (728-1073) of 1673 Quality: 90 =&

The selection also works the other way round: When you select some bases in the base view, trace view or
contig view, they will be highlighted blue in the restriction view.

Restriction Enzymes in Aligner

The restriction enzymes used in Aligner are read in from a file.

This file is a text file called "rebase_bairoch.txt" and is located in the folder "Aligner Data" in the
"CodonCode Aligner" folder.

The enzymes in this file are listed in a certain format compatible with known formats such as the ones from
EMBL, PROSITE and SWISS-PROT.

The file was obtained from REBASE (RestrictionEnzyme dataBASE) [http://rebase.neb.com]. The rebase file
used is the file in rebase format #19, also called "Bairoch format". The current file and a help file describing

its structure can be downloaded from http://rebase.neb.com/rebase/rebase.f19.html

Aligner uses only the type II restriction enzymes that have known recognition sites from this file.

You can edit or update the file used by Aligner. However, if you decide to modify the file it is a good idea to
first make a copy of it. This way you have a working enzyme file in case something unexpected happens when
editing the file. You can open and edit the file with a text editor. When the file is open the version of the file is
shown in the first line, and the date of this version a few lines below. To add your own enzymes to the file,
please make sure to use the right format.
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Closing Windows

You can close regular Aligner windows, for example the trace view and project view windows, either by
clicking on the close button at the top of the window, or by choosing "Close" from the "Window" menu.
Aligner dialog windows, for example the preference window, can be closed by clicking on one of the buttons
at the bottom (often labeled "Cancel" and "OK"). If a dialog window is active, you need to close it before you
can do anything else.

If you close the project view, Aligner will check if the project has been modified since the last save. If the
project has unsaved changes, Aligner will ask you if you want to save the changes first. Closing the project
window will also close all open windows that belong to the project.

If you are running Aligner on a Microsoft Windows operating system, you also have a main("root") window
which contains all other windows. Closing the main window will exit Aligner (again, with the option to save

unsaved changes in open projects).

On Mac OS X, there is no main window. You have to choose "Quit" in the "Aligner" menu to exit Aligner.
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Preferences and Settings

You can customize many aspects of Aligner in the "Preferences" dialog. To display the Preference dialog:

® On Mac OS X, select "Preferences" in the "CodonCode Aligner" menu, or press Option-return
® On Windows, select "Preferences" in the "Edit" menu, or press Alt-Enter

This will show the preference window, which looks like this:

B 6.6 Preferences

(Alignment | Vector trimming

{Assembly ~ Vector Library

|Base calling : —

\Base colors ||| L UniVec

;Cuns:insuls Lnethud | ) UniVec Core

|Double-clicking | . - -

'End clipping ; % From File:  /Volumes/Aligner/ldea/Aligner Data/V
TF?E::""_FEP?_ ' Select vector sequences to screen against:

::in'i e | BlueScribe cloning vector [SYNBLUEV]

i | BlueScribe M13 Plus cloning vector [SYNBLML3PY

:ms'::tci';;s - BlueScribe M13 Minus cloning vector [SYNBLM13| .4
| BlueScribe KS Minus cloning vector [SYNBLKSMV] |+

{Open & save € — > T

\Phrap assembly |

\Preference options ' | - Search Criteria

{Printing : . . o

{Protein translation | Minimum % identity: 80

{5ample names Min. overlap length: 20 Minimum score: 10
|Startup ; Max. distance from start: 40 Max. distance to end: 100
ector trimming k

Views || 1 After Vector Trimming

\Warnings ——

:Windmfplacemem E Move sequences shorter than 50 bases to the trash

~ Description
The vector trimming preferences control which vectors are used to screen against, what the minimum match
criteria are, and how far vector matches can be from the ends of sequences.

( Cancel )

On the left side, you choose which specific preferences you want to edit. In the image above, "Vector
trimming" is selected. The right side changes according to the selection on the left side. You can edit your
settings on the left. Any changes you made are only saved when you press "OK" (or hit the return key). If you
click "Cancel" (or press the escape key), no changes to the settings will be made.

If you make any invalid entries in one of the fields, Aligner will show a warning that indicates the problem,
and reset the field to the previous value.
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By default, the Preferences are specific for each user. However, Aligner offers the option to share preferences
between different users; detailed instructions are available on the "Preference options" help page.
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Alignment Preferences

You can specify parameters for alignments to reference sequences in the Alignment Preferences:

ann Preferences

Alignment - Alignment

Assembly . i -

Base calling Algorithm: End to end alignments Fﬁ*’i

Base colors . . . Tam n =
Min. percent identity: 80.0

Consensus method P tY L

Double-clicking Min. overlap length: 30 =

End clipping —_— =

Features Min. score: 20 el

H|ghl|ghtmg Max. unaligned end overlap: 90.0 %

License Server

Memory Bandwidth (max. gap size): 30 %

Mutations =

Open & save Word length: 8 el

Phrap ﬂﬁﬁembl_"' Match score: 1 %

Preference options

Printing Mismatch penalty: -2 %

Protein translation =

Restriction maps Gap penalty: -2 [l

Sample names Additional first gap penalty: -3 —

Startup

Toolbars f’ﬁ".

Vector trimming e

Views

Warnings

Window placement

r Description
The alignment preferences control settings for alignments to reference sequences.

¢ Help )

I'; Cancel :,l E‘*""Bﬁ“"‘%

During the alignment process, the sequences are aligned successively against the reference sequence. Each
alignment is evaluated against the match criteria defined in the alignment preferences. Only if the alignment
meets all the criteria, the sample will be added. If the alignment does not match any one of the criteria, it will
not be added, and remain in the "Unassembled Samples" folder. The parameters are similar to the parameters
for sequence assembly, but you can assign different values for assembly and alignment parameters. The
meaning of each parameter is discussed in the next sections.

Please note that the alignment parameters will not be used when comparing contigs (from the "Assemble with
Options..." dialog).
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Algorithm

The algorithm pulldown lets you choose how CodonCode Aligner compares sequences during alignment, with
the following options:

¢ Local alignments: When this algorithm is used, Aligner uses local alignments. This means the start
and the end of sequences is not necessarily included in the alignment - the alignments stop when the
alignment score would not improve anymore. This can be due to (for example) too many
discrepancies, or unremoved vector sequences. The resulting unaligned ("dangling") ends are shown
on gray background in the contig view, base view, and trace view.
This was the default algorithm for CodonCode Aligner version 1.6.3 and older.

¢ Large gap alignments: This algorithm is typically used when aligning cDNA to genomic DNA. It
allows for large gaps in between alignments, without penalizing the large gaps. The large gap
algorithm can also be useful when analyzing samples with large insertions or deletions.

¢ End to end alignment: When this algorithm is used, alignments always include the entire sequences
(this method is the default algorithm in other programs, for example Sequencher). When using this
algorithm, it is important that samples have been end clipped and vector trimmed.
This is the default algorithm for CodonCode Aligner version 2.0.1 and newer. However, if you used
older versions of CodonCode Aligner before, you may need to manually select this algorithm to use it.

Minimum Percent Identity

This is the minimum percentage of identical bases in the aligned region. The default parameter of 80% is
relatively relaxed; you may want to use a more stringent setting for your projects, especially if you did use end
clipping before the alignment.

Be careful about setting this value to the 100%: only samples that fully agree with the reference sequence will
be aligned, samples with even a single discrepancy will not be aligned.

Minimum Overlap Length

This is the minimum length of the aligned region. If the aligned region is shorter than the value you set here
(with 30 being the default), alignments will be rejected, and samples will remain in the "Unassembled
Samples" folder.

Minimum Alignment Score

This parameter is similar to the "Minimum Overlap Length", but it takes discrepancies into account. Scores
will be scaled so that a match gives a score of 1 - for each matching base in the aligned region, a score of +1
will be added. With the default settings, a score of -2 will be subtracted for each mismatch; for single base
insertions or deletions, a score of -5 will be subtracted (-3 gap introduction penalty and -2 gap penalty;
additional gaps in the same run lead to a subtraction of -2 per base).

In general, your minimum alignment score should be lower than your minimum overlap length to allow for
some level of discrepancies between the sequences.
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Maximum Unaligned End Overlap

This parameter is only effective when the "Local Alignments" algorithm is used. After doing an alignment,
Aligner looks at the unaligned ("dangling") ends of both reads. Since Aligner does local alignments, two
aligned sequence may have unaligned bases at the same end. This will happen, for example, when aligning
two different copies of a repeat sequence, or if one of the samples is a chimeric clone. It can also happen if the
sequence of one or both clones has a very high error rate, as typically seen towards the end of reads that have
not been end clipped.

To illustrate how this parameter is calculated, consider the following diagram:

12345572901 2345672901 2 3456 72590
totoctoctotcAGCOATCAATaononttttt
NERENRREE
gggaghGCoATCAATgggCccgggocccggacccag
12345 12345672901 234512345

The sequence at the top has 10 unaligned bases at the start and end, and 10 aligned bases in the middle. The
bottom sequence has 5 unaligned based at the start and 20 unaligned based at the end. Between the two
sequences, there are 15 additional bases that could possibly have been aligned - the 5 unaligned bases at the
start of the bottom sequence, and the 10 bases at the start of the top sequence.

Aligner calculated the relative amount of unaligned sequence that could have been aligned by dividing the
overlapping bases in the unaligned ends by the length of the shorter sequence. In our example, this is 15/ 30
(the length of the top sequence), or 50%. With the default setting of 70% for the "Maximum Unaligned End
Overlap", our example would have passed, at least for this parameter.

You may need to adjust this value, depending on the kind of project you are doing. If you aligned cDNA
sequences to genomic DNA, use values of or near 100%, since large stretches of exons may be unaligned. But
if you expect your samples to match end-to-end, and pre-processed your sequence with end clipping and
vector trimming, you can use lower values to reduce the chance that different copies of repeats will be
incorrectly assembled together.

Bandwidth (Maximum Gap Size)

The bandwidth parameter allows you to set the half width of the diagonal used during the banded alignment.
This has an effect on the maximum size of gaps (insertions or deletions in one sample) that can still be
aligned. A bit simplified, if one sample has an insertion or deletion that is larger than the "bandwidth"
number, the alignment will typically stop at the insertion/deletion, and the rest of the sample will be
unaligned. If the insertion or deletion is shorter than the bandwidth, the alignment will continue after
introducing the necessary number or gaps in one sequence, as long as the aligned parts after the gaps is long
enough (the aligned regions before and after the gaps must be at least 1 and 1/2 times as long as the number of
gaps, and longer for any mismatches or ambiguities).

The discussion above is a bit simplified - in reality, what counts is the total number of gaps in one sequence,
minus the total number of gaps in the other sequence, at any position, since the alignment uses a banded

Needleman-Wunsch algorithm.

The bandwidth parameter has an impact on the alignment speed - larger values mean slower alignments. For
large projects, you may want to reduce the bandwidth value; for projects where you know that you have larger
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insertions and deletions, you may want to increase it. Note, however, that increasing the bandwidth will
typically not be enough to extend alignments through very large gaps, like large introns. Support for "Large
gap alignments" will be added to later versions of Aligner.

The bandwidth parameter does not apply to large gap alignments; in large gap alignments, gaps between
aligned parts can extend for thousands of bases.

Word Length

The "word length" parameter determines the size of "words" that CodonCode Aligner uses when looking for
potential overlaps between sequences. Only sequence pairs that have perfect matches of at least this length
will be considered for merging.

If you are trying to align sequences with high error or mutation rates, reducing the word length may help to
get samples aligned. For very large projects or projects with many repeat sequences, larger numbers may give
better results.

The impact of the word length setting on the alignment speed depends on the size of the project; for large
projects, larger word length values can lead to faster alignments.

Match scoring

The last four alignment parameters determine how matches are scored. The "Match score" is used when two
aligned nucleotides are identical; the "Mismatch penalty" when two base calls are different. The "Gap

penalty" and the "Additional first gap penalty" is used when one of the two sequences has a deletion relative
to the other sequence. For single base deletions, the penalty score will be the sum of the gap penalty and the
additional first gap penalty; for additional deleted bases (multiple gaps in a row), the penalty will be just the

gap penalty.

You can change the scoring within limits (scores from 1 to 19 for matches, and penalties of -1 to -19). In
general, we suggest that only experts change the match scores and penalties.

Restoring default parameters

To restore the default parameters, click on the "Defaults" button near the bottom. This will reset all
parameters to the choices shown in the screen shot above.
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Assembly Preferences

The assembly preferences allow you to specify parameters for sequence assembly:

a8ama Preferences

Alignment - Assembly

Assembly : -

Base calling Algorithm: End to end alignments kﬁ

Base colors . . . T
Min. percent identity: 70.0

Consensus method P ty L

Double-clicking Min. overlap length: 25 %

End clipping =

Features Min. score: 20 ]

H|ghl|ghtmg Max. unaligned end overlap: 50.0 %

License Server

Memory Bandwidth (max. gap size): 30 %

Mutations =

Open & save Word length: 12 el

Phrap ﬂﬁﬁembl_"' Max. successive failures: 50 %

Preference options

Printing Match score: 1 %

Protein translation . =

Restriction maps Mismatch penalty: -2 E |

Sample names Gap penalty: _7 %

Startup

Toolbars Additional first gap penalty: -3 %

Vector trimming

Views [ Defaults /

Warnings e

Window placement

r Description
The assembly preferences allows you to set criteria for overlaps during assembly.

( Help )

L Cancel . W ;

During the assembly process, the sequences or contigs are aligned successively against each other. Each
alignment is evaluated against the match criteria defined in the alignment preferences. Only if the alignment
meets all the criteria, the samples or contigs will be merged. If the alignment does not match any one of the
criteria, the merger will be rejected. The parameters are similar to the parameters for sequence alignment, but
you can assign different values for assembly and alignment parameters. The meaning of each parameter is
discussed in the next sections.

Please note that the assembly parameters will not be used when comparing contigs with ClustalW or

muscle, or when assembling with Phrap. When comparing contigs, the assembly preferences will only be used
when the built-in algorithm is selected in the "Algorithm" panel of the "Assemble with Options" dialog.
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Algorithm

The algorithm pulldown lets you choose how CodonCode Aligner compares sequences during assembly, with
the following options:

¢ Local alignments: When this algorithm is used, Aligner uses local alignments (this method is also
used when assembling using Phrap). This means the start and the end of sequences is not necessarily
included in the alignment - the alignments stop when the alignment score would not improve
anymore. This can be due to (for example) too many discrepancies, or unremoved vector sequences.
The resulting unaligned ("dangling") ends are shown on gray background in the contig view, base
view, and trace view.

This was the default algorithm for CodonCode Aligner version 1.6.3 and older.

e Large gap alignments: This algorithm is typically used when aligning cDNA to genomic DNA. It
allows for large gaps in between alignments, without penalizing the large gaps. The large gap
algorithm can also be useful when analyzing samples with large insertions or deletions.

¢ End to end alignment: When this algorithm is used, alignments always include the entire sequences.
When using this algorithm, it is important that samples have been end clipped (and possibly also
vector trimmed).

This is the default algorithm for CodonCode Aligner version 2.0.1 and newer. However, if you used
older versions of CodonCode Aligner before, you may need to manually select this algorithm to use it.

Minimum Percent Identity

This is the minimum percentage of identical bases in the aligned region. The default parameter of 70% is
relatively relaxed; you may want to use a more stringent setting for your projects, especially if you did use end
clipping before the alignment.

Be careful about setting this value to the 100%: only samples that fully match each other in the overlapping
regions will be assembled, samples with even a single discrepancy will not be aligned.

Minimum Overlap Length

This is the minimum length of the aligned region. If the aligned region is shorter than the value you set here
(with 25 being the default), alignments will be rejected, and samples will remain in the "Unassembled
Samples" folder.

Minimum Alignment Score

This parameter is similar to the "Minimum Overlap Length", but it takes discrepancies into account. Scores
will be scaled so that a match gives a score of 1 - for each matching base in the aligned region, a score of +1
will be added. With the default settings, a score of -2 will be subtracted for each mismatch; for single base
insertions or deletions, a score of -5 will be subtracted (-3 gap introduction penalty and -2 gap penalty;
additional gaps in the same run lead to a subtraction of -2 per base).

In general, your minimum alignment score should be lower than your minimum overlap length to allow for
some level of discrepancies between the sequences.
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Maximum Unaligned End Overlap

This parameter is perhaps the hardest to understand. After doing an alignment, Aligner looks at the unaligned
("dangling") ends of both reads. Since Aligner does local alignments, two aligned sequence may have
unaligned bases at the same end. This will happen, for example, when aligning two different copies of a repeat
sequence, or if one of the samples is a chimeric clone. It can also happen if the sequence of one or both clones
has a very high error rate, as typically seen towards the end of reads that have not been end clipped.

To illustrate how this parameter is calculated, consider the following diagram:

12345572901 2345672901 2 3456 72590
totoctoctotcAGCOATCAATaononttttt
NERENRREE
gggaghaCeATCAATgggCccgggocccggacccag
12345 12345672901 234512345

The sequence at the top has 10 unaligned bases at the start and end, and 10 aligned bases in the middle. The
bottom sequence has 5 unaligned based at the start and 20 unaligned based at the end. Between the two
sequences, there are 15 additional bases that could possibly have been aligned - the 5 unaligned bases at the
start of the bottom sequence, and the 10 bases at the start of the top sequence.

Aligner calculated the relative amount of unaligned sequence that could have been aligned by dividing the
overlapping bases in the unaligned ends by the length of the shorter sequence. In our example, this is 15/ 30
(the length of the top sequence), or 50%. With the default setting of 70% for the "Maximum Unaligned End
Overlap", our example would have passed, at least for this parameter.

You may need to adjust this value, depending on the kind of project you are doing. If you aligned cDNA
sequences to genomic DNA, use values of or near 100%, since large stretches of exons may be unaligned. But
if you expect your samples to match end-to-end, and pre-processed your sequence with end clipping and
vector trimming, you can use lower values to reduce the chance that different copies of repeats will be
incorrectly assembled together.

Bandwidth (Maximum Gap Size)

The bandwidth parameter allows you to set the half width of the diagonal used during the banded alignment.
This has an effect on the maximum size of gaps (insertions or deletions in one sample) that can still be
aligned. A bit simplified, if one sample has an insertion or deletion that is larger than the "bandwidth"
number, the alignment will typically stop at the insertion/deletion, and the rest of the sample will be
unaligned. If the insertion or deletion is shorter than the bandwidth, the alignment will continue after
introducing the necessary number or gaps in one sequence, as long as the aligned parts after the gaps is long
enough (the aligned regions before and after the gaps must be at least 1 and 1/2 times as long as the number of
gaps, and longer for any mismatches or ambiguities).

The discussion above is a bit simplified - in reality, what counts is the total number of gaps in one sequence,
minus the total number of gaps in the other sequence, at any position, since the alignment uses a banded
Needleman-Wunsch algorithm.

The bandwidth parameter has an impact on the assembly speed - larger values mean slower assemblies. For
large projects, you may want to reduce the bandwidth value; for projects where you know that you have larger

insertions and deletions, you may want to increase it. Note, however, that increasing the bandwidth will
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typically not be enough to extend alignments through very large gaps, like large introns. Support for "Large
gap alignments" will be added to later versions of Aligner.

The bandwidth parameter is ignored when the "large gap alignments" algorithm is used for assembly.

Word Length

The "word length" parameter determines the size of "words" that CodonCode Aligner uses when looking for
potential overlaps between sequences. Only sequence pairs that have perfect matches of at least this length
will be considered for merging.

If you are trying to assemble sequences with high error or mutation rates, reducing the word length may help
to get samples aligned. For very large projects or projects with many repeat sequences, larger numbers may
give faster assemblies and better results.

The impact of the word length setting on the assembly speed depends on the size of the project; for large
projects, larger word length values can lead to faster alignments.

Maximum Successive Failures

This parameter is only relevant for larger assemblies with tens or hundreds of reads. It can be used to limit
how long Aligner will try to merge contigs for very large projects, with larger numbers meaning more tries
and longer assembly times, but potentially fewer contigs.

In detail: Aligner will initially look for overlaps between all samples, and then use this map of overlaps to
merge samples into larger and larger contigs. If two samples are already in contigs, Aligner will try to merge
the contigs. If the merger is rejected, and Aligner later finds two other overlapping samples in the same
contigs, Aligner will try to merge the contigs again. If the contigs have changed in the mean time, this can
make sense, since the merger may now work. For very large projects with many repeats, however, this may
mean that Aligner tries the same mergers many times. The "Maximum Successive Failures" parameter can be
used to stop such fruitless efforts - after Aligner has tried this many times (default: 50) in a row to merge
contigs without success, the assembly will stop.

Yes, we do realiize that the assembly algorithm could be made smarter here, and we may modify it in the
future - but we think that most users will not be doing such large assemblies with Aligner, anyway. There are
other assemblers out there that can handle large assemblies, for example Phrap - and you can import Phrap
assemblies into Aligner for editing.

Match scoring

The last four alignment parameters determine how matches are scored. The "Match score" is used when two
aligned nucleotides are identical; the "Mismatch penalty" when two base calls are different. The "Gap

penalty" and the "Additional first gap penalty" is used when one of the two sequences has a deletion relative
to the other sequence. For single base deletions, the penalty score will be the sum of the gap penalty and the
additional first gap penalty; for additional deleted bases (multiple gaps in a row), the penalty will be just the

gap penalty.

You can change the scoring within limits (scores from 1 to 19 for matches, and penalties of -1 to -19). In
general, we suggest that only experts change the match scores and penalties.
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Restoring default parameters

To restore the default parameters, click on the "Defaults" button near the bottom. This will reset all
parameters to the choices shown in the screen shot above.
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Base Calling Preferences

In the base calling preferences, you can specify details needed for running the base calling program Phred (to
use base calling in Aligner, you need to have Phred installed on the system that you are running Aligner
on, of course):

806 Preferences

Alignment ~ Base calling

Assembly

Ease calling Full path to the base calling program (Phred):
Ease colors

tions /CodonCode Aligner/Phred-Phrap/workstation_phred [ -
Consensus method f gner/ p/ P ( Select... )

Double-clicking
End clipping
Features splications {CodonCode Aligner/Phred-Phrap/phredpar.dat {J Select... /
Highlighting DR
License Server options € Edit... )
Memory
Mutations Additional command line options:
Open & save
Phrap assembly
Preference options
Printing

Protein translation
Sample names
Startup

Vector trimming
Views

Warnings

Window placement

Full path to the Phred parameter file:

r Description

The base calling preferences let you specify the location of the base calling program Phred, the Phred parameter
file, and (for experts only) additional command line parameters for Phred.

[ Help ) { Cancel ) évwﬁi&w-fr)

You specify the location and name of the base calling program in the upper text field. Currently, Phred is the
only base calling program that is supported by Aligner.

In the second text field, you specify the location of the Phred parameter file, which is typically called
"phredpar.dat”. For more information about the Phred parameter file, please check the base calling help page.
It also gives you some more details about how to edit the Phred parameter file (which you can do by pressing
the "Edit..." button).

If you installed Phred with Aligner, the path to Phred and to the Phred parameter file should be correct, and

not need any changes. However, if you use your own installation of Phred, you may need to specify the
location of both files on your system. The default location and names are:
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* On OSX:
/Application/CodonCode Aligner/Phred-Phrap/workstation_phred
/Application/CodonCode Aligner/Phred-Phrap/phredpar.dat

® On Windows:
C:\Program Files\CodonCode Aligner\Phred-Phrap\workstation_phred.exe
C:\Program Files\CodonCode Aligner\Phred-Phrap\phredpar.dat

Note that since Aligner version 1.2.5 beta 5, Aligner will use the workstation versions of Phred (and Phrap) by
default. The workstation version of Phred can only be run from CodonCode Aligner, and requires either:

® a valid trial license, or

e a valid full (purchased) license that includes a license for the "Workstation Phred" module. Licenses
purchased by academic customers automatically include a license for the "Workstation Phred" module
free of charge; users at for-profit organizations need to pay a separate license fee for the workstation
version of Phred.

If you started using CodonCode Aligner with a version before 1.2.5 beta 5, and would like to use the
workstation version of Phred, please:

1. Check if your license includes a license for "Workstation Phred" (go to the "Help" menu, select
"License...", and check the module permissions in the license dialog).

2. Click on the upper "Select..." (or "Browse...") button in the base calling preferences, and navigate to
the workstation_phred executable.

3. Select "workstation_phred", and then click "OK" in the file dialog and in the preference dialog.

One note of caution: CodonCode Aligner uses the location and name of the Phred executable to determine
whether you are using the workstation version or the regular version (both versions perform identically, but
the workstation version can only be run from Aligner with a valid license). Aligner will assume that you are
using the workstation version if it finds "workstation_phred" anywhere in the name, which includes the
directories. Therefore, please do not change the name of the Phred executable installed by Aligner. If you
are using your own copy of Phred rather than the workstation version, please make sure to not call it
"workstation_phred", or put into a folder hierachy that contains "workstation_phred"!

In the bottom text field, you can specify additional command line options for Phred. In general, please leave
this line blank - only experts who really know what they are doing should specify command line options
here! Also, note that Aligner uses the -id and the -cd options to specify input- and output-directories for
Phred; for more details, please check the base calling help page.
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Base Color Preferences

CodonCode Aligner can use several different color schemes to display bases. You can control and fine-tune
these schemes in the Base Color Preference dialog:

8O 6 Preferences
Alignment ~ Base colors
Assembly ~Trace colors
Base calling
Base colors A's: | [0 green @3

Consensus method
Double-clicking
End clipping
Features
Highlighting
License Server options
Memory

Mutations

Open & save
Phrap assembly
Preference options
Printing

Frotein translation

T's: m
G's: | JPblack IQ
C's: m
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[ Show traces on black background

~Background colors
fo Quality-based: 3 colors
& Quality-based: continuous scale

) By nucleotide (ignore quality)

Sample names i i i
Select your main color scheme; specify details below:

Startup
Vector trimming rBackground color details - 3 colors
Views . ] ;
; reen
Warnings Low guality: from 0 to 19 g k4
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‘I medium green 4
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:|_white M

Medium quality: from 20 to 29

High quality: 30 and higher

Description

The base colors preferences control the colors used for drawing traces. If "By nucleotide” is selected, bases are
drawn the same color as their trace; colored bases use the same background color as traces.

( Cancel ) € 0K 3

At the top, you can set the colors used to draw the traces (and, if you are using the "By nucleotide" color
scheme, for the bases).

Usually, traces will be shown on a white background. If you prefer to see traces on a black background, make
sure the checkbox "Show traces on black background" is selected.

In the middle, the "Background color scheme" panel allows you to choose one of three basic color schemes:
1. three different background colors for low, medium, and high quality bases (similar to Sequencher)
2. continuous background colors that depend on the base quality, with darker backgrounds for low

qualities and lighter backgrounds for higher quality (similar to Consed)
3. colors that vary by base, and ignore base quality
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Switching color schemes

A quick way to switch between color schemes is to go to the"View" menu, and select "Switch Color
Schemes" . This will switch between the different color schemes in the following order:

1. Quality-based 3 color scheme

2. Quality-based continuous scheme
3. Base-specific background colors
4. Base-specific foreground colors

Then, the circle starts over again - after base-specific foreground colors comes the quality-base 3-color
scheme again.

Instead of using the menus, you can also use the corresponding toolbar button; if it is not showing, change the
toolbar settings in the_Toolbar Preferences.

The View menu and the corresponding toolbar icon provide a fast way to switch between the color schemes.
For full control, for example to change colors or threshold, use the Base Color preferences.

Quality-based 3 color scheme

The picture above shows the settings for the 3 color scheme. In this scheme, the background behind the bases
is shown in different colors for "low quality” bases, "medium quality" bases, and "High quality" bases. You
can set the ranges for low- and high-quality bases (with medium quality being the range in between) by
changing the numbers in the text boxes. The most commonly used numbers are 0 to 19 for low quality, and
20-29 for medium quality, and 30 and higher for high quality. You can also assign background colors for each
of these ranges. We suggest to use darker colors for lower qualities, and lighter colors for high quality bases.
These colors will be used to draw the bases in the base view , contig view, and the trace view windows. Here
is an example of the base view with this setting:
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Switching color schemes
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Notice that there is a short stretch of low-quality bases at the start of the sequence, and a longer stretch at the
end, which is a typical picture. There is also a short stretch of low quality bases near base 200; looking at the
trace view, you can see that this is due to multiple peaks at this location:

f ene Traces from Unassembled Samples

GCRAACCTAATGGAGATTTE@ITACCAGARGTGGTT TCAAGG A~
Qizd v 190 210 220

AN
JAf»
W Scrofl iogether  A326.x Base 201 of 612 Quality: 13,

(Note that Phred typically lowers the quality scores of three bases, not just one base, in problem areas, since
neighboring bases are also more likely to be wrong).

The 3-color scheme is often useful to get a general idea of the sequence quality. If you want more detailed
color schading, select the "Quality-based: continuous scale" color scheme.
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Continuous, quality-based background colors

In the continuous color scheme, you can select two settings: the background color for low-quality bases, and
the minimum quality for which to use a white background.

8O 6 Preferences
Alignment ~ Base colors
Assembly ~Trace colors
Base calling
Base colors A's: | [0 green @3

Consensus method
Double-clicking
End clipping
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Highlighting
License Server options
Memory

Mutations

Open & save
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Printing
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Window placement
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Select your main color scheme; specify details below:

~Background color details - continuous scale

Color used for low quality bases: .tﬁhe """"""" '@

Use white for quality 5p and higher

Description

The base colors preferences control the colors used for drawing traces. If "By nucleotide” is selected, bases are
drawn the same color as their trace; colored bases use the same background color as traces.

( Cancel ) W@

With the settings shown above, bases with a quality of O will be shown on blue background, and bases with
qualities of 60 and higher on white background. Bases in between will be shown on varying shades of blue,
with darker blues for lower qualities:

Continuous, quality-based background colors
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Note that both quality-based color schemes require samples that have Phred qualities (or Phred-like qualities).
Aligner will work best with sequences that have such qualities. If you do not have qualities, you can use the

base-specific color scheme.

Continuous, quality-based background colors
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Base-specific colors

The third color scheme ignores sequence qualities, and chooses the colors from the bases. You can either have
bases drawn on colored background, or colored bases on white background. Here's an example of a trace on a

colored background:

Traces from Unassembled Samples

baln
W Scrofi iogether  A326.1 Base 201 of 612 Quality: 13,
The same trace with colored bases:
O 6e Traces from Unassembled Samples
[ GATGCRLAACCTAATGGAGAT TTTWT TACCAGAAGTGGTT TCA Al

210 221

n32elr | 190

e <> X

YA e

Base 201 ot 612 Quality: 13 y

E Scrolf together  A326x

The base-specific color scheme makes most sense when samples do not have qualities, or sometimes when
looking for differences in aligned or assembles samples. You can assign the color for each base in top section

of the "Base colors" preference panel, as shown below:
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G's: pink

orange

C's: vellow

, black
N's gray 4 !
(] shd__Other... ¥ ‘hackground

~Background colors
% Quality-based: 3 colors

() Quality-based: continuous scale

() By nucleotide (ignore quality)

Select your main color scheme; specify details below:

~Background color details - 3 colors

AR
Low quality: from 0 to |19 \%green

'+

Medium gquality: from 20 o 29

i _ A
|_ medium green M

High quality: 30 and higher '|_ light green

4]

Description

The base colors preferences control the colors used for drawing traces. If "By nucleotide” is selected, bases are
drawn the same color as their trace; colored bases use the same background color as traces.

( Cancel )

To assign a color to a specific base, use the drop down box to the right of the base. As always, any changes
will only be saved when you click "OK". Note that the colors chosen will also be used to draw the sequence
traces, regardless of the background color scheme.

You can pick one of the pre-defined colors, or click on "Other..." to choose a different color. This will bring
up the follow "color chooser" dialog:
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B 5 Choose Other Color
Hse | RGB |
Recent:
{ Cancel } C Reset ]
A

Select the new color, then press "OK" to use this color, or "Cancel".
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Consensus Preferences

The consensus preferences allow you to specify how the contig ("consensus") sequences are calculated:

e o6 Preferences

(Alignment | r Quality based consensus determination

éhssemt}l*.,f E Use guality-based consensus whenever possible
|Base calling

{Base colors Subtract quality scores of mismatches?

IConsensus method |
‘Double-clicking

fe) Ignore ) Subtract

{End clipping Default qualities for:

\Features ) ) —
|Highlighting Low-guality edits 10

iLicense Server . : ; f .

Memory High-quality edits 30 @
‘Mutations ' Align to reference sequence consensus determination
Open & save |

\Phrap assembly ™ Use the reference sequence as the consensus

\Preference options
{Printing

{Protein translation
'Sample names
|Startup

f‘-.n’ectur trimming
Views

\Warnings

‘Window placement

| rExternal Consensus
) Conserve external consensus

L 5 5
) Rebuild external consensus on import

Description
| The consensus determination preferences contral how the consensus sequence is formed.

€ Help 3

r Y P e 2
( Cancel ) GO 9)

In the check box at the top, you choose whether Aligner will use a quality-based consensus or a
majority-based consensus.

For most projects, we strongly suggest to use a quality-based consensus whenever possible. A
quality-based consensus mimics what a human "contig editor" would do to determine the correct consensus
sequence: Aligner looks for the highest quality sample at each position, taking into consideration confimation
by samples in reverse direction, as well as disagreements.

You can choose whether or not you want Aligner to subtract the quality scores of discrepant bases when
calculating the consensus quality score. In general, this is not necessary, since discrepancies are typically
errors that do not influence the correctness of the consensus base; however, you can tell Aligner that you think
differently, and subtract the quality scores of discrepant bases.
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You can also set the qualities values used for edited bases when calculating consensus quality. Internally,
Aligner uses qualities of 98 to "low quality" edits, and 99 to "high quality" edits. This follows conventions
used by the contig editing programs Gap4 and Consed, and it allows Aligner to take edited bases into account
when it matters, for example when counting Phred20 bases. When calculating the consensus quality, Aligner
will substitute the quality scores with the scores you specify here; the default values are 10 for low quality
edits, and 30 for high quality edits.

One exception where you may not want to use a quality-based consensus are re-sequencing projects, where
you align your sequences to a known reference sequence. In such projects, you may want to use the majority
consensus (uncheck the box at the top), so you can see most common base at each position in the consensus
sequence (for details about how Aligner builds the majority consensus, check the "Algorithms" section).

Instead of building a majority consensus, Aligner can also use the reference sequence as the consensus
sequence for contigs that were generated by alignment to a reference sequence. To do this, check the box
labeled "Use the reference sequence as the consensus". Whenever the reference sequence is used to build the
consensus, Aligner will also use tags for mutation finding that are added to the reference sequence, in
particular "codingSequence" and "dontGenotype" tags.

Tip: If you want to compare a lot of samples against a reference sequence in separate projects, it's a good idea
to first create a project with the reference sequence only, and to add the "codingSequence" and (if needed)
"codonStart" and "dontGenotype" tags to the reference sequence. Then save the project, and save a copy
under a different name. For more information, check the "Find mutations" section.

The bottom panel only concerns the consensus of imported assemblies. You can choose whether to keep the
consensus sequence when you import entire assemblies, of to re-calculate the consensus based on the current
settings. Even when you decide to keep the imported consensus sequence, however, Aligner will re-calculate
the consensus sequence when you later change a contig, for example by editing bases or removing samples.
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Double Clicking Preferences

The double-clicking preferences allow you to choose what happens if you double-click on one or more

samples in the project view windows:

B 66 Preferences

(Alignment ' 1 Double-clicking in Project View

|Assembl :

- Y ~ Views to open

|Base calling

\Base colors When double-clicking on samples in project view, open:
iConsensus method

Double-clicking ™ Trace view [ | Base view T Quality view
{End clipping

(Features - Samples in contigs

{Highlighting

License Server If a sample is in a contig, double-clicking on it will:
Memory f# also open the contig view

{Mutations Ty e oo

- only open the contig view

{Open & save Bl .

‘Phrap assembly
{Preference options
fF‘rirn:irtg

{Protein translation
Sample names
|Startup

Vector trimming
Views

‘Warnings

‘Window placement

) not open the contig view

Description

The double-clicking preferences let you control what happens when you double-click on samples or contigs in

the project view.

( Cancel )

You can choose which views (windows) Aligner should open in response to double-clicks in Project View. If
the samples you selected are in contigs, you can also choose if Aligner should also open the corresponding
contig view, or just open the corresponding contig view.
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End Clipping Preferences

The end clipping preferences allow you to specify how Aligner will remove low-quality sequence from the
ends of samples, and to set up minimum quality criteria after end clipping:

806 Preferences

\Alignment ' r End clipping

iAssembly : o ) .

‘Base calling | @ Maximize region with error rate below 0.1

\Base colors ' | (0 Use separate criteria for start and end:

iConsensus method - | rTrim from start until

|Double-clicking 5 v

i T e f " () 5 W Y
:|Enrd dlipping | ! Error rate is below 0.1 ina 25 base windo
|Features | | There are fewer than 3 bases with guality
;H|ghllght|ng below 20 ina 25 base window
iLicense Server

IMemory \ | rTrim from end until

EMUHHMS ¥ Error rate is below 0.1 ina 25 base window
!Open & save : —

\Phrap assembly | | There are fewer than 3 bases with quality
fPrEfEFE”CE options 5 below 20 ina 25 base window
{Printing |

\Protein translation ~After end clipping

i;:amrtils names ™ Move all sequences shorter than 25 bases to trash.
Vector trimming ™ Move all sequences with fewer than 50

Views Phred 20 @"- bases to trash.

‘Warnings

‘Window placement

Description

The end clipping preferences control how low quality bases are clipped from samples; end clipping works only
on samples with gualities.

On the top, you have the choice between two different end clipping methods:

1. a method that maximizes the region with an (estimated) error rate below the threshold you define, and
2. a method that uses different criteria at the beginning at at the end of the reads.

The first methods is similar to the way Phred trims sequences with the "-trim_alt" option. The second method
gives you more options, and is (hopefully) a bit easier to understand. With typical parameters, both methods
tend to give similar results, and remove the "junk" sequence at the end of chromatograms. The methods are

explained in more detail on the "End clipping algorithms" help page.

If you choose the first method, you only have to specify one parameter, which is the maximum error rate for
the clipped region. If you select the second trim method, you can define the end clipping stringency in more
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detail, as illustrated below:

CHSNG) Preferences

Alignment ~ End clipping

Assembly — L. . . o

Base calling ) Maximize region with error rate below 0.1

Base colors @ Use separate criteria for start and end:

Consensus method ~Trim from start until

Double-clicking . . .

End clipping E Error rate is below 0.1 ina 25 base window
Features [ There are fewer than 3 bases with guality
nghhghtmg below 20 ina 25 base window
License Server

Memory ~Trim from end until

Mutations E Error rate is below 0.1 ina 25 base window
Open & save =

Phrap assembly | There are fewer than 3 bases with guality

Preference options below 20 ina 25 base window
Printing

Protein translation rAfter end clipping

::amrtils names ™ Move all sequences shorter than 25 bases to trash.
Vector trimming E Move all sequences with fewer than 50

WEWS_ " Phred 20 !'B‘ bases to trash.

Warnings ’

Window placement

Description

The end clipping preferences control how low quality bases are clipped from samples; end clipping works only
on samples with gualities.

( Help ) ( Cancel ) € 0K 3

You can choose to trim from the start until the estimated error rate drops below the cutoff you choose, and
also specify the length of the "window" over which to calculate the expected error rate. Alternatively, you can
clip until there are only very few low-quality bases in a window, specifying the window length, the maximum
number of low quality bases, and what "low quality" means to you (typically, Phred scores lower than 20).
You can also combine these two measures, or choose neither one if you do not want to end clip at the start.

The same applies to clipping from the end; you can choose different numbers at the end of sequences. For

example, it often makes sense to use longer windows at the end than at the start, since the quality rapidly
improves at the start of sequences, but only slowly deteriorates at the end.

Automatically removing short and low-quality sequences
after end clipping

You have the option to automatically identify "bad" sequences after the end clipping, and move those to the
trash. Such bad sequences can be due to failed sequencing reactions, or any number or other problems. We
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suggest to move all sequences that are too short (for example, less than 25 or 100 bases) after clipping to the
trash. A second widely used method to identify low-quality sequences is to count the number of bases with
quality scores above 20 ("Phred 20 bases"). With the settings shown in the picture above, any samples that
have fewer than 350 Phred 20 bases after the end clipping would be called bad and moved to the trash.

We suggest that you experiment with the different parameters for end clipping, and find a setting that
works for your data. For example, if you sequence short PCR products, you should definitely reduce the
number of Phred 20 bases required for a sequence to be kept, or perhaps uncheck this option. The results of
end clipping are not saved until you save your project - you can use this to try out different parameters. Just
close the project without saving, open it again, and end clip with different settings, until you found settings
that feel "right" to you.
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Feature Preferences

Aligner allows you to define criteria for places that you want to examine more closely, called "Features".
Your definition of features can include low-quality consensus bases, low coverage regions, gaps, ambiguities,

and tags; you make your choices in the "Features" preferences:

..B 00 Preferences

‘Alignment |  Features

(Assembly ~Feature Criteria ("Regions of Interest")

iBase calling -
Base colors ™ Low guality consensus - guality lower than: 30 =
|Consensus method M High quality discrepancy - quality at least: 40 =

{Double-clicking
{End clipping

IFeatures

{Highlighting
iLicense Server
IMemory
fMutatiuns

‘Open & save
\Phrap assembly
\Preference options
fPrinting

{Protein translation
ESampIe narmes
|Startup

Vector trimming
Views

‘Warnings

'Window placement

Low coverage regions:

[ Total coverage less than: 3 %

[ Covered in just one direction

) All tags
[ Any ambiguity

() Ignore tags () Some tags
[ Gaps in sample

v Gaps in consensus [ Any discrepancy

[ Edited bases

~When navigating

rLock for features in:
9 Consensus and all samples
() Consensus only
) All samples only

C Current selection only

~At each consensus location:

() Find all features

@ Find just the first feature

Description

The features preferences let you define features ("Regions of Interest”) that are shown in the feature view
windows. Features are also used for guick navigation using "Next Feature™ and "Previous Feature® in the "Go”

menu.

( Cancel )

In the top panel, you define the criteria of features (interesting regions). Any place where one or more of the
selected criteria are met will become a feature. This definition of features will be used by the "Feature View"
window for contigs, and when navigating in a contig view using "Next Feature" and "Previous Feature" in
the "Go" menu.

In the lower panel, you can define where Aligner should look for features when navigating - in the consensus
sequence and all samples, or just a sub-set of the consensus or samples. This selection is used only for
navigating - the feature view windows will always show all features for the entire contig, both in the
consensus and in all samples.
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Specifying subsets of tags

A number of different programs add tags to regions of sequences. For example, the assembly program Phrap
adds tags for compressions and for regions that match regions in other contigs, and PolyPhred uses tags to
mark possible mutations it has identified. You may want to use Aligner's feature view or feature navigation to
look at only some of these tags - for example, only tags added by PolyPhred, but not tags added by Phrap. To
do this, click on the "Specify" button in the Feature preference dialog. This will bring up the following dialog:

‘8 Tag Selection

Select tag types to use:

!/W\! COTNHTES S T0n

BT ———" consedFixedGoldenPath

( Select None contigEndPair

—— contighame

(&-! dataMeeded

[ 1 All Phrap tags dontGenotype

™ Al Mutation tags ~ endClipped

[ 1 All processing tags HE ernyOOtens

= . heterozygoteAG

__ All unlisted tags heterozygoteAT
heterozygoteCG
heterozygoteCT
heterozygoteGT
heterozygoteindel
homozygoteAA
[ et fa b et (e

( Cancel ) i)

You can use the buttons and checkboxes on the left site to select or unselect groups of tags. You can fine-tune
your selection in the list of tags on the right. To make or change discontinuous selections, use Control-click
on Windows and Command-Click on OS X. Your selections will take effect when you click "OK" in the tag
selection dialog, and then in the Preference dialog.

The list of tags in the tag selection dialogs may not show all the tags that are used in your projects. To use any
tags that are not listed, make sure the "All unlisted tags" checkbox is selected.
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Highlighting Preferences

You can select how Aligner highlights discrepancies, ambiguities, edited bases, and tags in the highlighting

preferences:

:XaXs)

Preferences

(Alignment
Assembly

|Base calling

\Base colors
|Consensus method
{Double-clicking
{End clipping
{Features

. r Highlighting

[Highlighting

License Server
IMemory
Mutations

{Open & save
\Phrap assembly
|Preference options
{Printing

{Protein translation
:SEFI"ID|E narmes
|Startup

'Vector trimming
Views

Warnings

Window placement

'~ Dimming

Discrepancies:

Ambiguities:

Edited Bases:

Tags

Select which items you want to highlight how:

base color @"
base color @
underline @

box

\_f Dim unaligned ends

Description

The highlighting preferences contral the base highlighting.

By default, Aligner will highlight discrepancies and ambiguities by using a different background or

( Cancel ) éwvﬁl(ﬂw%

foreground color (depending on the color scheme and settings); edited bases by underlining the base call; and

tags by a colored box that covers the bottom of the base. An example is shown below:
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r . .l
866 Contigl

EEE : ] 1§ B SR _ S B e
va-1l.x TCACCCCTGTTCAGAARRRACAGCAATAGACTGGTTAGTGGCTAIL
va-16.% TCACCCCTGTTCAGAALAAGAGCAATAGACTGIGTTAGTGGCTAI
va-23.% TCACCCCTGT L ARACAGCAATAGACTGGTTAGTGGCTAS
va-13.: TCACCCCTGTT ARAAQAGCAATAGACTGGTTAGTGGCTAS

Contigl: TcAccc-:TGTTCAGAAAAA%caATAGACTGGTTAGTGGCTM
Pos: 250 Len: 4| © JALw

o~
Here, discrepant bases (the two T's near the middle) are shown in red. The lower-case "T" in sample va-16.x
was edited, as shown by the underline. The C's in the center have two different kinds of tags, as shown by the

pink and blue boxes.

You can change these settings for each of the four categories by choosing an option in the pulldown menu
next to it. Changes will take effect when you press "OK".
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License Server Preferences

The License Server preferences allow you set whether CodonCode Aligner should use Aligner License Server
, and the name or address of the License Server computer used. Most users will not need to use this preference
panel, since CodonCode Aligner can automatically find a local License Server to use when starting up.

e 66 Preferences

iAlignment . rLicense Server
‘Assembly
|Base calling @ Use License Server
\Base colors
|Consensus method ;
{Double-clicking 10.0.0.103
{End clipping

‘Features

iHighlighting |
|License Server |
IMemaory |
Mutations

Open & save

iPhrap assembly
\Preference options
\Printing

\Protein translation
?Sample names

|Startup

Vector trimming

Wiews

QWarnings

‘Window placement

Mame or IP address of License Server:

Changes to the License Server preferences will take effect the next time
you start Aligner.

Description
The License Server preferences allow specifying the License Server to use. Changes to the License Server
preferences will take effect the next time you start Aligner.

‘ [ Help ) ,'\ Cancel /;, ( GK}

However, you may need to specify the keyserver address here if Aligner cannot automatically find the correct
License Server . This can happen if:

¢ The License Server is on a different "subnet" (for example in a different department).

¢ A firewall between (or on) your computer and the License Server computer blocks the automatic
License Server detection.

¢ CodonCode Aligner finds a License Server different from the one you want to use (for example the
one from the neighboring lab).

® You are switching from a single-user license to using the License Server .

License Server Preferences 194



CodonCode Aligner User Manual

You can specify the License Server address either as computer name (for example
"mylicenseserver.myuniversity.edu") or as an IP address (for example "10.123.012.20"). If you do not know
the name or address to use, please contact your local system administrator.

Any changes made will take effect the next time you start Aligner after quitting your current Aligner session.
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Memory Preferences

The memory preferences allow you to see how much memory CodonCode Aligner is currently using. On Mac
OS X, it also allows you to set the memory available to Aligner:

‘®8 00 Preferences

|Alignment ' rMemaory

tAssembly B .

‘Base calling Memory options

;Base colors | Maximum available memory (MB): 256 %
|{Consensus method |

{Double-clicking | | rCurrent memory use

\End clipping || 16 MB used, 240 of 256 MB available

\Features ;

‘Highlighting | | r About these settings

License Sarver 5 Changes to these preferences will restart Aligner.
Memory !

‘Mutations |

{Open & save

{Phrap assembly
|Preference options
|Printing

iProtein translation
'Sample names
|Startup

iVector trimming
Views

Warnings

‘Window placement

Description

Controls the maximum memaory available to Aligner.
These preferences are disabled if your project has been edited.
Changes to these setftings will restart the application.

( Cancel )

The "Memory options" panel at the top shows you the maximum memory available to CodonCode Aligner.

The panel in the middle shows you how much memory CodonCode Aligner is currently using, and how much
memory is available. Adding more samples to your project and opening views will increase the amount of
memory used by Aligner.

Changing memory on OS X

If you are working with large projects on OS X, and Aligner runs out of memory, you can try to increase the
memory Aligner can use using this panel.
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Changing the memory requires that CodonCode Aligner restarts. Therefore, you can not change the memory if
a project has been edited; you need to save your changes first. If your project has unsaved changes, this
preference panel will be disabled.

The maximum amount of memory you can set here is determined by the amount of physical memory (RAM)
installed in your computer. On OS X, Aligner will determine this amount, and limit the memory you can set to
the installed memory.

Memory on Windows

On Windows, memory used by CodonCode Aligner has to be changed by editing the file "CodonCode
Aligner.ini" in the folder where CodonCode Aligner is installed.

1.

2.

Navigate to the folder where CodonCode Aligner is installed
(usually C:\Program Files\CodonCode Aligner\).
Locate the file "CodonCode Aligner.ini" (you may not see the extension, depending on your settings).

. Create a copy of the file.

If you are unable to create a copy of the file, you likely do not have sufficient permissions to edit this
file or folder. Please contact your system administrator for assistance.

Note to Vista users: Even if you are using an “Administrator’” account, you may not have permission
to edit these particular files/folders. You may still need to adjust permissions to allow these edits.

. Open the original "CodonCode Aligner.ini" in NotePad.

. Look for a line that looks similar to:

Virtual Machine Parameters=-Xms32M —-Xmx50:64:384P

. Edit the “-Xmx” entry to change the amount of memory. Using the example above, this section reads

“-Xmx50:64:384P”.

This entry sets the maximum memory for Aligner to 50% of the system memory, assigning at least
64M and no more than 384M.

To increase the memory available to Aligner to 70% of built-in RAM or 512 MB (whichever is
smaller), you would need to change this line to:

Virtual Machine Parameters=-Xms32M -Xmx70:64:512P

. Save the changed file. Quit Notepad.

. Try starting Aligner.

. If Aligner fails to start, then the amount of memory requested is too high. Edit the file again and

request less memory. If the problem persists, try quitting other applications and/or installing more
memory.
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Mutation Detection Preferences

To change the mutation preferences, select "Preferences"” from the "Edit" menu on Windows, or from the
"CodonCode Aligner" menu on OS X, and then click on "Mutations" on the left panel. The mutation
preferences dialog looks like this:

/|nn Preferences

‘Alignment | Mutation detection

{Assembly ~Point mutation detection sensitivity:

Base calling | . i i i

\Base colors | | | rAt sites where there is an intensity drop:

|{Consensus method | D Low @ Medium D High
{Double-clicking |

{End clipping | ~AL sites where there is NO intensity drop:

‘Features 5 - - Y Wi

; Low Medium High
Highlighting = © =
iLicense Server .

i ~Data guality:

iMemory | 9 ¥

Mutations | Minimum guality at ends: 30 @ W Use noise filter
iOpen & save f

{Phrap assembly | rMarking mutations:

iPreference options | -

fPrinting | g Remove unedited _@‘ existing mutation tags

|Protein translation

| E Add tags only to mutated bases
{Restriction maps

'Sample names i [ Use ambiguity codes for heterozygous point mutations
{Startup | | Change homozygous mutations to lower case
{Toolbars | :
IWector trimming | | rMutations to look for:
Views ! Look only for homozygous mutations
‘Warnings | .
iwindow placement ™ Look for heterozygous indels
Description

Allows you to determine the sensitivity of detecting heterozygous mutations. Low sensitivity settings reduce false
positives, high sensitivity reduces false negatives.

(G D

Detection sensitivity

At the top, you can set the sensitivity for detection of heterozygous point mutations. The first set of radio
buttons determines the sensitivity at places where a secondary peak is accompanied by a drop in intensity of
the primary peak, compared to other samples at this position. The second row of radio buttons applies to
places where there is no clear drop of intensities, for example because all samples at this position are
heterozygous.

There is a trade-off between sensitivity and accuracy. With detection sensitivity set to "low", most or all point
mutations identified by Aligner will be "real" - in other words, the false-positive rate will be low. However,
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Aligner may miss some heterozygous point mutations, for example if the secondary peak is weak. On the
other hand, a "high" sensitivity setting will miss few, if any, heterozygous point mutations, but may
incorrectly identify some secondary peaks as heterozygous point mutations when they are really caused by
"noise" in the sequence traces.

Your choices in the "Data quality" panel also affect the false-positive to false-negative balance. At the start
and end of sequence traces, secondary noise peaks are most common, which can lead to false positives.
Aligner tries to reduce this problem by examining sequence quality at the start and end of each trace, and
excluding low-quality regions. You can determine the stringency of this step by setting the "Minimum
quality at start and end". The value chosen there is the sequence quality ("Phred quality") required before
Aligner starts analysing; choosing higher values, e.g. 40, will give fewer errors near the end of sequences. You
can see which regions Aligner excluded from analysis by looking at the "dataNeeded" tags, which are shown

as yellow boxes (depending on your highlighting preferences).

In general, the "medium" sensitivity settings should work reasonably well; however, you should adapt the
settings to the particular needs of your project and the quality of your sequence data. If identifying every
single potential point mutation is important, select "high" in the sensitivity check boxes, and uncheck the "Use
noise filter" check box. We strongly suggest that you try the different settings with your own data to find out
which setting works best for you.

Note that most detection sensitivity settings only apply to samples that have chromatograms; for text samples,
the bases can be analyzed as they are. The only exception is the "Data quality” section - low-quality sequence
at the ends of text sequences will also be ignored if the text sequences have quality scores.

Marking mutations

The section labeled "Marking mutations" lets you fine-tune how CodonCode Aligner marks mutations it finds.
The main method Aligner uses if to add tags to mutated bases. To facilitate analysis with other programs,
however, Aligner can also convert heterozygous mutations to ambiguities (e.g. using "R" for heterozygous
A+G), and change the case of homozygous mutations to lower-case (e.g. changing "A" to "a").

Aligner will add mutation tags at bases where it finds a putative heterozygous or homozygous mutation -
except at bases where mutation tags have been edited or confirmed by the user, and kept between successive
rounds of mutation detection, as explained in the next paragraph.

If you perform mutation finding more than once, you should check the "Remove existing mutation tags"
checkbox. If this checkbox is checked, Aligner will remove existing mutation tags in the samples that you
have selected before finding mutations. You can either remove only unedited tags or all tags. If "unedited" is
selected, any tags edited or added by users (and not the program) will remain; this includes confirmed tags,
and tags where the tag type was changed, for example from homozygous to heterozygous. When removing
tags from previous mutation detection rounds, Aligner will also undo automatic edits (like changes to
ambiguities) done during previous "Find mutation" cycles.

If the "Add tags only to mutated bases" checkbox is checked, Aligner will add tags only to bases that differ
from the consensus sequence. This is useful if, for example, you are looking for rare mutations (SNPs). In
other cases, for example when genotyping, you may want to add a tag to all samples at each consensus
position where a mutation is found; to do so, make sure the "Add tags only to mutated bases" checkbox is
not checked. Then, Aligner will add tags that characterize the base at a given consensus position to all
samples, even if just one sample out of a hundred differs from the consensus base.
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The last two checkboxes in the "Marking mutations" section determine if Aligner will change base calls at
homo- or heterozygous mutations. The default behaviour is that Aligner will leave the bases unchanged, and
only add tags at mutated bases. If you want to export your data for subsequent analysis with other programs
(for example the population genetics program Arlequin), you may need to have ambiguity codes at
heterozygous bases. If you mark the checkbox "Use ambiguity codes for heterozygous point mutations",
Aligner will change the call for all heterozygous point mutations it identifies to [IUPAC ambiguity codes.

You may also need to be able to identify homozygous mutations in exported sequences. If you mark the
checkbox "Change homozygous mutations to lower case", Aligner will change the base calls of all
homozygous mutations it identifies to lower case (e.g. from "A" to "a").

Please note: the changed base calls and the tags are currently not linked - if you would want to manually
change a base that Aligner identified incorrectly as a heterozygote, you will need to change both the base and
the tag.

Finding only homozygous mutations

In some projects, you may know that you do now have any heterozygous mutations - for example when you
are sequencing clones rather than PCR products. When looking for mutations in such project, make sure that
the checkbox "look only for heterozygous mutations" is checked.

Of course,when looking for homozygous mutations, you could just look for any discrepancies rather than
using Aligner's mutation finding. However, there are several reasons to use Aligner's "Find Mutations":

e Aligner can automatically ignore the low-quality regions at the end (as defined in the "Data quality"
pulldown)

e Aligner adds mutation tags, which can be printed and exported for analysis in other programs like
Microsoft Excel

Finding indels

When looking for mutations, you have the option to also look for heterozygous insertions and deletions by
checking "Look for heterozygous indels". If you have already searched for heterozygous insertions and
deletions (for example before end clipping), you can uncheck this checkbox, and the mutation finding will be
a bit faster.

Keep in mind that it is generally recommended to search from heterozygous indels before end clipping,
since end clipping may clip the entire heterozygous part.
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Open & Save Preferences

In the "Open & save" preferences, you can set what Aligner does when opening and saving projects:

8606 Preferences

|Alignment . Open & save

Assembly ' i =
|Base calling Mumber of projects in "Open recent": 10 F
\Base colors | | Default folder for new projects:

iConsensus method ! —
'Double-clicking | | /Users/peter/Documents/Projects [ Select... |
{End clipping Default folder for importing files:

\Features | e o)
{Highlighting | | /Users/peter/Documents /Projects [ Select... )
iLicense Server

'Memory @ Always use the last used folder for importing

{Mutations - | [ Set the project path when creating a new project

|Open & save |

{Phrap assembly | rWhen importing samples without qualities

{Preference options | . =

Printing Set the quality score for each base to: 15 Cael

\Protein translation
iSampIe narmes
iStartup

IWector trimming
Views

\Warnings

Window placement

Description

| The open and save preferences allow you to select the default location for new projects and importing, and how

| many recent projects Aligner remembers.

€ Help 3

Specifically, you can:

¢ determine how many recent projects CodonCode Aligner remembers and displays in the "Open

recent” menu
e set default folders for saving your projects
¢ set default folders for importing

|f -\.
¢ Cancel 3

e tell Aligner to remember the last location from where you imported files, so that Aligner will return to
this folder the next time you choose an "Import" command ("Add Samples", "Add Folder", or "Add

Assembly")

e specify if you want to set the name and path of a project right away when creating new projects (if
not, the name and location will be set the first time you save a project)

¢ set the default quality that will be assigned to sequences without qualities when they are imported

Open & Save Preferences
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The default quality for sequences without qualities you set here will be applies to any sequences imported
later where Aligner determines that the sequence has no qualities, or has artificial qualities. This value is used
whenever:

¢ you import sequences from text files (for example FASTA files) that do not have qualities
¢ you import sequences from files like PHD or SCF files that have qualities, but Aligner determines that the
qualities are artificial because:

e all qualities are the O or -1 (for example, if an SCF file was created from an ABI file without qualities)

e all qualities have exactly the same value, and the sequence is at least 15 bases long (for example an
artificial SCF file created with tools like mktrace or fasta2Phd.perl)

® a sequence from a PDF file was previously identifies as having artificial sequences by Aligner, and
has a corresponding tag in the PHD file

Changing this value will not affect any sequences you previously imported. If you want to change the
assigned artificial quality values for a sequence in your project, you currently have to remove the sequence,
and than import it again.

What are artificial qualities good for?

Good question. They cannot be used for end clipping, since end clipping requires real quality scores assigned
by programs like Phred. However, the qualities are used to determine the consensus sequence during assembly
and alignment to a reference sequence. In general, you should use low artificial scores (like the default value
of 15). However, if you want to make sure that a sequence without real qualities is used as to contribute more
to the consensus, you can assign higher values, all the way up to 90.
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Phrap Assembly Preferences

In the Phrap assembly preferences, you can specify details needed for assembling samples with Phrap:

806 Preferences

Alignment - Phrap Assembly

Assembly

Base calling Full path to the assembly program (Phrap):
Ease colors

tions /CodonCode Aligner/Phred-Phrap/workstation_phrap Select...xx'l
Consensus method ik

Double-clicking
End clipping
Features
Highlighting
License Server
Memory

Mutations

Open & save
Phrap assembly
Preference options
Printing

Protein translation
Sample names
Startup

Vector trimming
Views

Warnings

Window placement

Additional command line options:

Description

The Phrap assembly preferences let you specify the location of the assembly program Phrap and (for experts
only} additional command line parameters for Phrap.

[ Help ) { Cancel ) é—*--ﬂlﬁ:““}

You specify the location and name of Phrap assembly program in the upper text field.

If you want to use the workstation version of Phrap that was installed with Aligner, the path to Phrap should
be correct, and not need any changes. However, if you use your own installation of Phrap, you may need to
specify the location of the file on your system.

Please note that using Phrap from Aligner requires that you have a trial license or a purchased license; Phrap
use is not enabled in demo mode. Academic users who purchased a license for CodonCode Aligner can use
the workstation version of Phrap free of charge for academic research; users at companies will have to
purchase a separate license to use Phrap.

In the bottom text field, you can specify additional command line options for Phrap. In general, please leave
this line blank - only experts who really know what they are doing should specify command line options
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here!

For more information about assembling with Phrap, please read the "Sequence Assembly With Phrap" section.

Phrap Assembly Preferences 204



Preference Options

CodonCode Aligner offers the option to save and load copies of Aligner's preferences in the "Preference

options" panel of the Preferences dialog:

8O 6e Preferences
Alignment ~Preference options
Assembl ) .
1!; ~Preference file location
Base calling
Base colors % Default location:

Consensus method
Double-clicking
End clipping
Features
Highlighting
License Server
Memory

Mutations

Open & save
Phrap assembly
Preference options
Printing

Frotein translation
Sample names
Startup

Vector trimming
Views

Warnings

Window placement

[Users/peter/Library/Preferences /CodonCode Aligner Preferences

Fan 5
) Custom location:

Loads the preferences from the specified file and saves any future
changes back to this file. To create a new preferences file, please use

the "Save copy” function.

If selected, any changes to the preferences since Aligner started will
not be saved.

[ Do not automatically save changes made to preferences

~Advanced functions:

Saves a copy of your current preferences that you can later reload.

Load a previously saved set of preferences. This option will NOT

change the file used for saving your preferences.

Description

The Preferences options allow you to use a custom preferences file. You may also save a copy of the current
preferences or load preferences from an existing file.

( Cancel ) 6——'&&“@

A typical use example is a group of several scientists who want to share a ''locked" set of preferences, so
that all analyses will be performed with the same settings. This can be done as follows:

1. Change all preferences to the desired settings.
2. Open the Preferences dialog, and select "Preference options" on the left.
3. Save a copy of the preferences by using the "Save copy..." button. The following dialog will appear:

Preference Options
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8n0n Allow Changes?

Should users be allowed to make changes to this saved settings file?
You may want to select "Mo" if this saved copy will be shared
by multiple users who should always use the same settings.

§ =l

I\ Allow Changes ;'I évEH:m”b Allow Changes )

If you want to protect the saved file against changes, press the "Don't Allow Changes" button. A
"Save As.." dialog will be shown next, where you can choose the name and location the preferences
are saved to. Choose a folder that all users can access, for example on a file server or shared disk.

. Each user that want to use the shared preferences now has to choose this file by starting CodonCode
Aligner, opening the Preference options dialog, and clicking the "Select..." button. After selection the
(locked) shared preferences file, they will see the following dialog:

8enn Preferences Not Changeable

The custom preferences file you selected is non-modifiable.
Changes you make to these preferences will NOT be saved.

After clicking "OK" in this dialog and then also in the Preferences dialog, the shared preferences will
be used. Note that each user can still change settings while Aligner is running; however, such changes
will not be saved when Aligner quits.

To change back to separate preferences, a user can select the "Default location" button.
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Printing Preferences

The Printing Preferences allows you to determine how different windows will be printed.

To see the printing preferences, select "Preferences” from the "Edit" menu on Windows, repectively the
"CodonCode Aligner" menu on OS X. On the left side of the preference dialog, click on "Printing"; your
dialog should now look like this:

8O 6e Preferences
|Alignment | Printing
{Assembly ' .
|Base calling - Trace view
{Rase colors f What to print: ' Entire traces F@%’i
iConsensus method | h
|Double-clicking f Vertical trace scaling: Scale each panel to highest peak 4
{End clipping |
{Features | Fit traces on one page
{Highlighting
Gl . .
ILicense Server | || Print trimmed ends
{Memory | ™ Show trace view options before printing
{Mutations !
(Open & save |  Contig view
\Phrap assembly | —
‘Preference options . | | Page layout: ) Normal ' Poster
IPrinting |
{Protein translation | | | Font size: 10 _@" point
'Sample names L — o
'Startup ! __! Include colors and highlighting
-::;Er trimming " | | ™ Print bases in groups of: :@ bases
IWarnings | ™ Print unaligned ends

‘Window placement

Description
The printing preferences control how Aligner prints.

( Cancel )

Currently, you can only set options for trace view printing and contig view printing. If you would like more
options for printing other views, please let us know!

Trace View Printing

What to print when printing traces is determined in the first pull-down menu. Your options are:

¢ Entire traces - this will print the entire sequence trace for each sample currently in the trace view.
Each sample will be printed using several panels on one or more pages before the next sample is
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printed.

¢ Only visible regions - this will print just the part of the traces that is currently showing on the screen.
If your trace view window contains multiple traces, one panel for each trace will be printed, similar to
the way the sequences are shown on the screen.

The vertical trace scaling lets you select how the traces are scaled when printed:

¢ "Use Trace view scaling" will print traces using a constant scale factor for all panels in a sample; the
scale factor used will be the one currently used for this sample in the trace view.

¢ "Scale each panel to highest peak" will calculate a separate scale factor for each panel in each
sequence, based on the highest peak in this section of the sequence. This will give you a nicer looking
printout (more even peak intensities) when printing entire sequences.

¢ "Equalize traces for each panel" is useful if the intensities for the four bases are very different in
your samples. This will calculate separate scaling factors for each of the four traces in each panel,
based on the highest peak in this section of the trace.

If you select "Fit traces on one page", Aligner will try to fit everything onto one page, scaling traces as
needed. If you chose to print "Entire traces", each sample will be printed onto a separate page.

If the "Fit traces on one page" checkbox is not checked, the height of each panel will be determined by the
height of the trace view windows defined in your View Preferences when printing entire traces, or by the
height of the panels on the screen when printing only visible regions.

Usually, only the trace between the first called base and the last called base is printed. If you want to also print
the trace before the first base and after the last base, make sure "Include trimmed ends when printing" is
checked.

Contig View Printing

The “Page Layout” used when printing is determined by the first set of radio buttons (note that this is not the
same thing as selecting the page orientation (i.e. “Portrait” or “Landscape”) in the “Page Setup” dialog!).
The page layout options for contig printing are:

¢ Normal — Prints the sample and contig names with as much of the sequences as will fit across the
page. If space permits, additional rows with sample and contig names followed by the sequences will
be included on the page.

® Poster - Prints the sample and contig names with as much of the consensus sequence as will fit across
the page. Continues printing the sequences across additional pages, without including the sample or
contig names on those pages.

The “Font size” pull-down menu selects the size of the font used for printing the contig.

If the “Include colors and highlighting” checkbox is checked, the contig will be printed as it appears in the
contig view, including colored bases, colored backgrounds, and other highlights. If this box is unchecked, then
the bases will be printed as a black letters on a white background, ignoring all highlights other than

underlining.

To print sequences grouped every 3, 5, or 10 bases, with spaces in between, check the box labeled “Print
bases in groups of # bases”. If this box is not checked, bases will be printed continuously across the page.
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Usually, unaligned ends of samples are printed with the contig. If do not want to print the unaligned ends,
uncheck the “Print unaligned ends” checkbox.
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Protein Translation Preferences

The organism for which the sequence translation is being performed can be selected from the Organism list.
In the "Display" section, you can choose if you want to see the translation of one frame, three frames, or all

six frames.

:XaXs)

Preferences

(Alignment
Assembly

|Base calling

\Base colors
|Consensus method
{Double-clicking
{End clipping
{Features
{Highlighting
iLicense Server
iMemory
{Mutations

'Open & save
QF‘hrap assembly
iPreference options
fF‘rintirtg

| r Protein translation

|Protein translation

'Ssample names
|Startup

Vector trimming
Views

fWarnings

‘Window placement

I ——
Organism: | ypjversal

~ Display
% No Translation

() single (1 Translation)  fraqme 1 -

() One Strand (3 Translations)
() Both Strands (6 Translations)

() Annotated Coding Region

~ Presentation

(0 single Letter
Justification: Left =

% Abbreviation (3-letter)

~ Codon Color

Start: ( [ green _@1
Stop: I red Q‘

Description

The protein translation preferences control the display of protein translations in the Contig view.

( Cancel ) W

Amino acid names are commonly represented by a single letter (A = Alanine) or an abbreviation (Gly =
Glycine). The Single Letter and Abbreviation choices let you set your preference.

The color of start and stop codons can be changed to make them easier to see. Use the Start and Stop color
lists to select the colors you want.
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Restriction Map Preferences

In the restriction map preferences, you specify which enzymes to use for generating restriction maps, and how
to display the results.

To change the restriction map preferences select "Preferences” from the "Edit" menu on Windows, or from
the "CodonCode Aligner" menu on OS X, and then click on "Restriction maps" on the left panel. You can
also access the restriction map preferences from the restriction map view by clicking on the restriction map
icons in the toolbar.

The restriction map preferences are displayed in two different tabs. One tab allows to change the restriction

map options, the other tab allows to select enzymes for the digest. The tabs are shown at the top of the
restriction map preferences and you can switch from one to the other by clicking on the tab.

Selecting Enzymes

The "Restriction Enzymes" tab in the restriction map preferences allows you to select enzymes for the digest:
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8 nn Preferences

Alignment -Restriction maps

Assembly .

Base calling E«Res‘bnctmnvﬁnzvmesi Restriction Map Options

Base colors P L . .

Consensus method { Select All ) ( Select None | (_ Show All %) Show Subset
Double~clicking E,qpm R cuheats

End clipping

Features ™ BamHI By Manufacturer:

Highlighting E Eglll " Invitrogen Corporation k&%
License server ™ cha By Size Of Recognition Site:
Memory E Dral =

Mutations E g | | 4-base cutters

Open & save [] 5-base cutters

Phrap assembly
Preference options
Printing

™ Ecorv
™ Hindl
E Hpal

E b6-base cutters

| large base cutters (>6)

Protein translation ™ Kpni By Cut Result:
Sample names W Miul ) all cutters
Restriction maps @ —

Mscl 5' overhan
Startup :‘i .
Vector trimming Enzyme Mame: . 3" overhang
Views EcaRl T blunt cutters

Warnings

Recognition Sequence:
Window placement

! Include degenerate sites
C'AATT_C

Description

The resfriction map preferences control which enzymes to use for creating the restriction map, and how to display
the results.

€ Help )

| Sl I': Cancel ;'I (—ﬁl{-—%}

The left side of these preferences contains a list of enzymes. This list reflects a set of enzymes that can be
chosen on the right side of this view. The two radio buttons on the top right side allow you to show either all
enzmes or to show only a subset of enzymes in the list on the left side. If the "Show Subset" radio button is
selected, you can choose your subset using the preferences in the "Subsets" section:

® You can select a subset by manufacturer. In the example above only enzymes from Invitrogen
Corporation are shown in the list on the left side.

® You have the option to choose a subset of enzymes by the size of their recognition site. Above, only
6-base cutters are included in this subset.

¢ The cut result can also be used to specifiy a specific subset. For example you can include only
enzymes that generate a 5' overhang in your subset.

¢ The "Include degenerate sites" checkbox allows you to in- or exclude enzymes that have one or
more ambiguities in their recognition site.

The list of enzymes on the left side updates according to the selection for the subsets. You can select or

unselect enzymes in the list through the checkboxes in front of the enzymes, and by using the "Select All" and
"Select None" buttons above the list.
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The enzyme name and recognition sequence for the enzyme currently selected are shown below the list.
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Restriction Map Options

The "Restriction Map Options" tab in the restriction map preferences allows you to change how the map is
displayed, and which DNA type to use:

8 nn Preferences

Alignment ~Restriction maps

Assembly

Base calling r Restriction Enzymes =--Re3trictionsMapertions"-!7
Base colors

Consensus method
Double-clicking
End clipping
Features
Highlighting
License Server
Memory

Mutations

Open & save
Phrap assembly
Preference options
Printing

Frotein translation
Sample names
Restriction maps
Startup

Vector trimming
Views

Warnings

Window placement

™ Display Mon-Cutters
2l Display Cutters

Elx sz

~Show only enzymes that cut

EB:{

E 4x & More

All

~Map style
@ Single Line

() Multiple Lines

) Text

~Show results as

9 Cut Positions

() Fragment Sizes

@ List cutters at bottom of map

DMA type
’78 Linear DMNA

O Circular DMNA

Description

The resfriction map preferences control which enzymes to use for creating the restriction map, and how to display

the results.

(Cancel :'J

In the first section, you can select if cutting and/or non-cutting enzymes should be displayed. If you choose

to display cutters, you can set how to show them and the cut results in the restriction map:

® You have the option to show only those enzymes that cut a specific amount of times. For example,

the restriction map will show only unique cutters if you have only the "1x" checkbox selected.

® You can set the map style:
¢ A "Single Line" map displays a graphical map where all enzymes that cut are shown together

(on a single line).

¢ The "Multiple Lines" map shows a separate graph for each enzyme that cuts.

¢ The "Text" map lists the cut results in text format.

Restriction Map Options
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® The results can either be displayed as "Cut Positions" or as "Fragment Sizes" in the map. The cut
positions and fragment sizes are shown in base pairs.

® You also have the option to list the cutters in a summary at the bottom of the map. The summary
shows the cutters sorted by the number of cuts. A summary of non-cutters is always listed if the
"Display Non-Cutters" checkbox is selected.

In the second section you set the DNA type used for the digest to be either linear or circular DNA. This can
affect your results for fragment sizes and cut positions shown in the map.
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Sample Name Preferences

Defining sample names

CodonCode Aligner can interpret ("parse") sample names to automatically group samples, and assemble
samples in groups. You can define how sample names should be parsed in the Sample name preferences:

CHSNG) Preferences
(Alignment i rDefine sample name parts

fASSEmt}"r" Meaning Delimiter
|Base calling |

- lc (toeri P
{Base colors ; one B (period) Ml Delete |

iConsensus method | || Direction fwd T
EDuubIe—cIicking lzj N —— M .
{End clipping
{Features
iHighlighting
iLicense Server
iMemory
{Mutations

'Open & save
QF‘hra;} assembly
iPreference options
EPHnnng

{Protein translation
ISample names
IStartup

Vector trimming
Views

§Warnings

‘Window placement

Ii + Add name part ;'I ( Define delimiters... :.

-

./ - %
¢ Preview... |

r Description

The sample names preferences allow you to define how Aligner interprets sample names. You can define
different meanings for parts of sample names, and then use these name parts to assemble samples in groups,
based on their names.

.". -\. ./ -\.
{Help ) { Cancel )

In the screen shot above, Aligner would interpret samples as follows:

¢ Everything from the beginning of a sample name to the first period ('.") would be interpreted as the
clone name.

¢ The part after the first period up to the next underscore would be interpreted as the direction
(typically, 'F' would indicate forward reads and 'R’ reverse reads).

¢ Anything that follows afte the underscore will simply be ignored.

You change the meaning of a name part, and the delimiter that indicates the end of a name part, using the
respective combo boxes. You can add more name parts using the "+ Add name part" button, and delete name
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parts using the "Delete" button next to the part you want to delete.

You can view how sample names will be interpreted by clicking on the "Preview..." button. This will bring up
a preview dialog:

ann MName parts preview
w“NamE .......“.m...wmww“m.MEﬁl.;ﬁn“gM.wwwm.......“““wwmai.r.gzamwwwm.....é
EGFR_exonl9-]JM.F EGFR_exonl9-]IM F |
{EGFR_exonl19-]JM.R EGFR_exonl9-]JM R
EGFR_exon19-MNWS.F EGFR_exonl9-NW5 F
(EGFR_exonl9-NW5.R EGFR_exonl9-NW5 R i
{EGFR_exonl9-XH5.F EGFR_exonl9-XH5 F i
(EGFR_exonl9-XH5.R EGFR_exonl9-XH5 R
{EGFR_exonZ 0-JJM.F EGFR_exond 0-]JM F ==
|EGFR_exonZ 0-]JM.R EGFR_exon2 0-]JM R
'EGFR_exon 0-NWS.F EGFR_exon 0-NW5 F
[EGFR_exon2 0-NWS.R EGFR_exonZ O-NW5 R
\EGFR_exonZ 0-XHS.F EGFR_exon2 0-XH5 F
\EGFR_exon2D-XH5.R EGFR_exon2 0-XH5 R

]

The default name scheme is clearly not a good one for these clones. It seems that the name starts with the
name of the gene (EGFR), followed by the name of the exon and a sample or patient identifier. If we change
the name parts definition to look like this:
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8ann Preferences
Alignment rDefine sample name parts
Assembly Meaning Delimiter
Base calling

Base colors Gene = - lunderscore) {7
Consensus method Exon @ :_ (dash) M

Double-clicking

End clipping Patient B ' {period) P%"ﬂ
Features . - — -
Highlighting Direction @ _* (plus) M

Memory

Mutations

Open & save
Phrap assembly
Preference options
Printing

Frotein translation
Sample names
Startup

Vector trimming
Views

Warnings

Window placement

( + Add name part) ( Define delimiters... :J

( Preview... }

Description

The sample names preferences allow you to define how Aligner interprets sample names. You can define
different meanings for parts of sample names, and then use these name parts to assemble samples in groups,
based on their names.

(Cancel ) E0KT)

and then press "Preview..." again, we get:

Defining sample names
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ann Mame parts preview
e
[EGFR_exonl9-]IM.F EGFR exonls m F
EGFR_exonl9-]JM.R EGFR exonls M R
EGFR_exonl9-NWS5.F EGFR exonls MNW5 F
EGFR_exonl9-NW5.R EGFR exonls MW5 R
EGFR_exonl9-XHS5.F EGFR exonls HKH5 F
EGFR_exonl9-XH5.R EGFR exonls HKH5 R
[EGFR_exonZ 0-]JM.F EGFR exond0 M F
EGFR_exon2 0-]JM.R EGFR exond0 M R
EGFR_exond 0-NWS5.F EGFR exond0 MW5 F
EGFR_exond 0-NW5.R EGFR exond0 MW5 R
EGFR_exon2 0-XHS5.F EGFR exond0 HKH5 F
[EGFR_exonZ 0-XH5.R EGFR exond0 HKH5 R

Currently, the only time where CodonCode Aligner uses the name part definition is when assembling by
group (available through "Assemble with Options..." in the "Contig" menu). When assembling by groups,
Aligner can use any of the name parts you define to groups sample together for forming contigs - Aligner will
try to assemble only samples that belong to the same group. For additional information, please read the

assemble in groups help.

Defining delimiters

CodonCode Aligner offers two different ways to parse sample names:

¢ Using delimiters to separate name parts (as shown in the example above)
¢ Using a fixed number of characters for a name part

Aligner has several pre-defined delimiter characters; if you want to use a different character as a delimiter, or
if you want to use a fixed number of characters, click on the "Define delimiters..." button in the sample name
preferences (or the "Sample Name Options" dialog from "Assemble With Options"). This will show the
following dialog:

Defining delimiters 218



CodonCode Aligner User Manual

‘800 Define Delimiters
~Currently defined delimiters

" (period)
i~ (dash)

i+ (plus)

i* (star)

'S (dollar)

| (space)

~Add new delimiters
For name parts separated by characters: o
Define new character to separate name parts : — Add

For name parts separated by characters:
Name part is exactly 4 @1 characters long Add

( Cancel ) ér*ﬂl@-"w)

To add a new character delimiter, type the character in the text field after "Define new character to separate
name parts”, and then press the "Add" button next to it.

To use fixed length name parts, select the length of your name part in the pulldown meny near the botton, and
then click the "Add" button to the right of it. Repeat this for different lengths, as needed. The screen shot
below shows an example of several custom defined delimiters:

i:Yals Define Delimiters
~Currently defined delimiters
§ (dollar) -~ Delete
(space) C )

= (the character '=")

| (the character '[')

Use exactly 2 characters

Use exactly 3 characters

Use exactly 4 characters "
Use exactly 5 characters *

~Add new delimiters

For name parts separated by characters: o
Define new character to separate name parts : « Add

For fixed length name parts:
Name part is exactly g L% characters long ", 107

( Cancel ) éﬂ*ﬁlﬁvw}

After clicking "OK", you will be able to use the newly defined delimiters in the sample name preferences.
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Startup Preferences

The "Startup Preferences" allow you to control what happens when you start CodonCode Aligner. Aligner can
automatically open the last project you worked on, or present dialogs to open existing projects or create a new
project, or show the "Startup Wizard" dialog. The following picture shows the startup preference dialog:

8606 Preferences
‘Alignment ~ Startup preferences
éhssemt}l*.,f At startup:

|Base calling —_

'Base colors | ) Open the last project
|Consensus method | Open an existing project
|Double-clicking | ") Create a new project
{End clipping | tond proj
{Features {®) Show the startup dialog
?Highlighting | O Do nothing

iLicense Server

iMemory

{Mutations

{Open & save

QF‘hra;} assembly
iPreference options
EPHnnng

IProtein translation
\Sample names
Startup |
IVector trimming i
Views

{Warnings

Window placement

r Description 1
The startup preferences contral how Aligner starts.

( Help 3 {Cancel :. é*-*}’ﬂlﬁ-'-“‘a

If you select "Do nothing", Aligner will start, but not open any project or show any dialogs. On Windows, you
will see an empty Aligner window. On Mac OS X, the only thing you see will be a change in the menu bar;
Aligner will not open any windows. You will need to select "Open Project...", "New Project...", or "Open
Recent..." before you can do anything else (other than looking at the online help).

The Startup Dialog

If you choose "Show the startup dialog", the following window will be shown when Aligner starts:
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&) CodonCode Aligner Startup

Aligner
* Open a recent project:
" Open an existing project...

St
F M
[ Create a new project...

Mo longer show this dialog

fUsers/peter/Documents /Projects /nogqul
fUsers/peter/Documents /Projects /testl

JUsers/peter/Documents Projects/poly2
fUsers/peter/Documents /Projects /std 2 3

F . = e
Cancel W

This allows you to quickly open one of the projects you worked on recently, or to open another project, or to

create a new project.

Note: The first time you start CodonCode Aligner, the list of recent projects will be empty. The list will also
be empty when you clear the recent project list by choosing "Clear Menu" in the "Open Recent” submenu in

the "File" menu. The currently open project and any projects that are currently unavailable will be

unavailable ("grayed out") in the "Open Recent" menu.

The Startup Dialog
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Toolbar Preferences

The toolbar preferences allow you to customize toolbars for the different views in CodonCode Aligner:

ann Preferences

Alignment | Toolbar preferences

;::::r:;':ng . | Show toolbars? ~Buttons to show

{Base colors | %) Show toolbars * Project view bﬁ
{Consensus method | —_

\Double-clicking ./ Hide toolbars W save Project

\End clipping | | -Button style @ Save Project As
:Features | ™ Print

;Highlighting () Show buttons as icons @ Add Samples
iLicense Server .

Memory . . Show text buttons @ Add Folder
Mutations 5 %) Show icons and text  Add Assembly
{Open & save : 2 Export Samples
{Phrap assembly .| rRestore defaults ] Export Consensus
|Preference options | —

fPrinting P 5 I'; Defaults (icons only) j} - Export Assembly

i ) . ! | Export Features
{Protein translation i - ~ -

'Restriction maps ; { Defaults {icons & text) ) || New Folder
{Sample names | ] Undo

|Startup ~
Toolbars | { Select All ) ( Select None )
Wector trimming 3

Views

Warnings

|Window placement

Description

The toolbar preferences contral which toolbar buttons are shown in the different views. If no buttons are selected for
a view, the toolbar will not be shown.

¢ ——— i B £
( Help ) ( Cancel ) E 0K

On the left side, you can choose whether or not to show toolbars for all windows, and if toolbars should be
shown as buttons, text, or buttons and text. You can also restore the default settings by clicking on one of the
"Defaults" buttons. The "Defaults (icons only)" button will restore the initial buttons settings on Windows,
where buttons are shown as icons only. The "Defaults (icons & text)" button will restore the initial buttons
settings on Mac OS X, where toolbar buttons are by convention shown as icons and text, and therefore need
more space. However, you can use either button one both operating systems.

On the right side, you can select which buttons will be shown for the different views. Select the view to
customize at the top, then check or uncheck the items you want to see or not see in the toolbar.

If you want to see toolbars in some views, but not in other views, you can simply use the "Select None" button
to de-select all buttons for the views where you do not want to see the toolbars.
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Vector Trimming Preferences

In the vector trimming preferences, you specify which vector sequences Aligner screens against, and what the
minimum criteria for a vector match are:

B 66 Preferences

Alignment ~ Vector trimming

Assembly ~ Vector Library

Base calling —

Base colors L UniVec

Cunstﬁnsuls Lnethud ) UniVec Core

Double-clicking . -

End clipping % From File: ligner Data/Vector/CustomVectors.txt

F"ja::l"_rei_ Select vector sequences to screen against:

:::ini ggg.rer 'BlueScribe cloning vector [SYNBLUEV] :
|BlueScribe M13 Plus cloning vector [SYNELM13P\S

ms:;::;xs ‘BlueScribe M13 Minus cloning vector [SYNBLM13 4 |
{BlueScribe KS Minus cloning vector [SYNBLKSMV] v |

Open & save e — . 3 S

Phrap assembly e s . .

Preference options - Search Criteria

Printing o . .

Protein translation Minimum % identity: 80

Sample names Min. overlap length: 20 Minimum score: 10

Startup Max. distance from start: 40 Max. distance to end: 100

Vector trimming

Views ~ After Vector Trimming

Warnings —

Window placement ™ Move sequences shorter than 50 bases to the trash

Description

The vector trimming preferences control which vectors are used to screen against, what the minimum match
criteria are, and how far vector matches can be from the ends of sequences.

( Cancel )

To setup or change your vector screening parameters, follow these steps:

1. Choose the "vector library" by pressing one of the radio buttons on the top (the vector library is a
collection of vector sequences in FASTA format). It's a good idea to select your own vector
sequence file by pressing the "Browse..." button. Vector sequence files must be in FASTA format,
and can contain one or many sequences.

2. Choose the vector sequences to screen against in the scroll pane below. You can select multiple vector
sequences by pressing the shift-key while clicking on a vector name, or the command- or control-key
for discontinuous selections. In general, you should select only one or a few vector sequences to
screen against.

3. Set the search criteria for the stringency and sensitivity you desire. The settings shown in the image
above will work fine for most projects.
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4. If you want Aligner to automatically move sequences to the trash if they are too short after vector
screening, check the check box at the bottom, and enter a minimum sequence length (for example
100).

When Aligner finds a match between a sample sequence and a vector sequence, it first looks at the minimum
match criteria you defined. If the match is not good enough (for example because it is too short), then it will
be ignored.

Two parameters that need explanation are the "Max. distance from start" and "Max. distance from end"
numbers. To understand the meaning of these numbers, keep in mind that matches between sample sequences
and vector sequences are "local" matches - that is, the matches do not necessarily extend to the beginning or
the end of the sample. If there is low-quality sequence at the beginning or end of your samples, errors in these
parts will often lead to alignments that start a few bases into the sequence, and/or do not extend all the way to
the end. Aligner uses the "Max. distance" parameters to determine how far from the start or end of a sample a
match can be. For example, if a match starts 35 bases from the start of the sample, and the maximum distance
from the start is set to 50, then Aligner will trim the first unaligned 35 bases, plus the bases that actually
match. But if the maximum distance from the start was set to less than 35, Aligner would ignore this match,
and not trim.

If you use end clipping before vector trimming, you can use low numbers for the "max. distance" parameters,
for example 20 and 50. With samples that are not end clipped first, higher numbers (like 50 for the start and
150 - 250 for the end) may make more sense.

The alignment score is calculated based on the number of matches, discrepancies, and insertions/ deletions in
a match. Each matching bases gives a score of +1, while mismatches and insertions/deletions reduce the score.
Therefore, your minimum score should be lower than the minimum overlap length.

Keep in mind that there is always a trade-off between sensitivity and specificity. If you use very stringent

match criteria, you are likely to miss some vector matches; if you use very loose criteria, you may end up
trimming sequences from random hits.
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View Preferences

The view preferences allow you to set options for the different views:

‘806 Preferences
Alignment - View preferences
Assembl'!.r - Contig view
Base calling
Base colors Sort samples by: @ Contig position

Consensus method

Ty " = " i m
Double-clicking ) Direction and contig position

End clipping () sample name

Features —

Highlighting || Mask bases that match the consensus sequence
License Server ~ Contig view - Trace view interaction

Memory

Mutations (] Automatically pick | 3 @ traces to show
Open & save

Phrap assembly - Trace view

Preference options

Printing Height for trace view windows: 5Small .@'

Protein translation

Sample names — Feature view
Startu . .
P () show separate feature views for each contig
Vector trimming
Views ) Allow feature views to show features from multiple contigs
Warnings
Window placement - Font Size
Project view: 13 @ Feature views: 11 I'E‘ Other views: 13 @
Description

The views preferences allow you to set options for the various view windows.
Mote that the changing the font size for the project view also will change the font size in dialogs.

( Cancel )

In the "Contig view" panel at the top, you choose how samples should be sorted in contig views. For most
projects, the default of sorting samples by position in contig makes the most sense. Samples will be sorted in
ascending order, based on their first aligned base in a contig.

Sometimes, sorting the samples by name is more desirable. One example is a mutation detection project
where you forward- and reverse reads have similar names (like "Sample123.f" for forward and "Sample123.r"
for reverse), and where you would like to have the forward- and reverse-reads right underneath each other.

If you select "By direction and contig position", all reads in forward direction will first be sorted by position,
and then, all reads in reverse direction will be sorted.

Changing these preferences here will not affect any open contig view windows; it will also not affect contigs
where you previously sorted samples manually by dragging read names up or down. To change the sorting in
open contig view windows (or to quickly try out the different sort options), open a contig view, and right-click
(command-click on OS X) in the "aligned bases" panel to display the contig view popup menu, then choose
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"Sort samples by..."

In the "Contig view-Trace View interaction" panel, you can choose what happens when you have the contig
view and the trace view for a contig open. If the check box before "Automatically pick 3 traces to show" is
checked, Aligner will try to pick 3 traces to show everytime you move around in a contig. Note that Aligner
will not automatically open the trace view for you, however. You can choose how many traces Aligner should
pick - we suggest to use smaller numbers for faster performance.

In the "Trace view" panel, you can set the default height of traces in trace view windows - try it out!

In the "Feature view" panel, you can determine how feature views will behave. Since Aligner version 1.1.2,
feature views can show the features for more than one contig. For example, you may be interested in viewing
all PolyPhred tags in all of your contigs in a single table. You can do this by selecting all contigs, and then
selecting "Feature View" in the "View" menu. If you have "Allow feature views to show features from
multiple contigs" checked, you will get just one window. But if you have "Show separate feature views for
each contig" checked, you will get an individual window for each contig (you guessed that much, didn't you

=)

There's just one thing to notice when you allow feature views to show features for multiple contigs: any
feature will be shown in only one window. This means that Aligner may sometimes close older feature views.
If, for example, you have a feature view for "Contigl" and "Contig2" open, and then open a feature view for
"Contig2" and "Contig3", Aligner will first close the older feature view, and the show you the new feature
view for "Contig2" and "Contig3".

In the "Font size" panel, you can set the font size used in the different views. The project view settings affect

only the project view; the "feature views" settings affect feature views and mutation report windows; and the
"other views" setting affects the trace views, base views, contig views, and other views.
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Warning Preferences

You can control how many warnings CodonCode Aligner shows in the Warning Preference dialog:

ene Preferences

\Alignment ' Warnings

Assembl |

- Y ~ General Warnings

{Base calling |

{Base colors || | Which warning dialogs should the program show?
{Consensus method @ All warning dialogs

{Double-clicking | ) Onl . d

'End clipping | ) Only severe warnings and errors

{Features | ") No warning dialogs (only severe errors)

iHighlighting | imost warnings will still be shown in the status box)
iLicense Server 5

iMemory ||  When Opening Windows

IMutations 5 ) = .

EDF}EH & save | g Warn before opening more than 5 e Windows.
fF‘hra:} assembl.v 5 ™ Warn before opening more than 20 F2] trace view panels.
\Preference options |

\Printing

IProtein translation
{5ample names
IStartup

'Vector trimming
Views

Warnings

Window placement

Description
| The warnings preferences let you control which warning messages you will see.

I
i Help ) { Cancel ) @wﬂl@w&

The upper section affects most warnings that Aligner can show. For new users, we suggest that you display all
warning dialogs, as shown above. Once you are familiar with Aligner, you can choose to see only the more
severe error messages and warning dialogs by selecting the checkbox in the second row. If you really know
what you are doing and do not want to see any warning dialogs, select the checkbox in the third row.

In the lower section, you can choose if Aligner should warn you before opening many windows (for example
because you accidentally double-clicked on the "Unassembled Reads" folder, which contains many samples).
You can also set the treshold for how many windows can be opened before Aligner shows a warning. Please
note that the warning dialog will not be shown if you turned off all warnings in the "Warnings" preferences.

Some warning dialogs also allow you to turn off the optional warnings, which has the same effect as selecting

"Only severe warnings and errors". Some dialogs can be turned off individually, while others affect all
optional warnings.
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Window Placement Preferences

You can control how windows are arranged in CodonCode Aligner in the window placement preferences:

8O 6 Preferences

‘Alignment ~Window placement

éhssemhl?r ~Contig view

|Base calling |

(Base colors ; g Place new Contig view windows at the  top left l”@‘!
iConsensus method |

'Double-clicking corner of the screen

\End clipping ~Trace view

{Features i ,

iHighlighting ' | | M Place new Trace view windows _below ke
iLicense Server | L .

! the Contig view window

IMemaory

{Mutations | rFeature view

{Open & save 5 p —
\Phrap assembly | E Place new Feature view windows | to the right of M
iPreference options ' f - - =

|Printing the | Project view 3] window

|Protein translation
{5ample names

IStartup

Vector trimming

Views

‘Warnings |
Window placement |

Description

These preferences allow for placement of new windows relative to other windows or the screen. If no placement
aption is selected for a view, new windows will be added cascaded.

( Cancel ) 0K

Using the check boxes and drop-down menus, you can select where Aligner places contig views, trace views,
and feature views when opening new windows.

For contig views, you can select any of the four corners of the screen (or the "root" window on Windows).

For trace views, you can select where to place trace views relative to the contig view; common choices are to
put trace views below or to the right of the corresponding contig view.

For feature views, you can select where to put newly opened feature view windows relative to the project
view or relative to the corresponding contig view.

If the check boxes are unchecked, or if a window used for relative placements are not shown, Aligner will add
windows cascaded, so that each new window will be a bit lower and to the left of the window that was opened
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last.
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CodonCode Aligner Help by Menu

File - Edit - Go - Sample - Contig - View - Window - Help

Aligner Menu (on Mac OS X only)

About Aligner..
Preferences...

Quit
File Menu

New Project..
Open.. (a sample)
Open... (a project...
Open Recent
Close Project
Save Project
Save Project As...
Import
Add Samples
Add Folder

Add Assembly

Export
Export Project Summary...
Export Samples...
Export Consensus Sequences...
Export Assembly...

Export Features...
New Folder...

Delete Folder...

Duplicate Samples
Exit (on Windows)

Edit Menu

Copy (selected sequence)

Paste

Select from Start to Here
Select from Here to End
Select All

Change Bases

Reverse complement

Move to Unassembled Samples
Move to Trash

Preferences (Windows only)
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Go Menu

Define Features...
Next Feature
Next

High Quality Mismatch
Low Quality Consensus
Ambiguity

Mismatch

Edited Base

Previous Feature
Previous

High Quality Mismatch
Low Quality Consensus
Ambiguity

Mismatch

Edited Base

Base Number...

First Aligned Base
Last Aligned Base
Search Sequence...

Search Again
BLAST Search

MegaBLAST

Nucleotide (blastn)
Translated (blastx)
Translated (tblastx)

Sample Menu

Call Bases

Find heterozygous indels
Split heterozygous indels
Clip Ends...

Trim Vector...

Insert gap

Shift Bases I eft
Shift Bases Right

Delete

Selection - Fill from I eft

CodonCode Aligner User Manual

Selection - Fill from Right

From Sample Start
To Sample End

Move

Gap Left

Gap Right
Sequence Left
Sequence Right

Mark

Go Menu

Start Alignment Location

232



CodonCode Aligner User Manual

End Alignment Location
Tag

Show Local Tags...

Show All Tags...

Add Tags...

Mark ... as False Positive
Make Reference Sequence
Sample Information...

Contig Menu

Assemble

Assemble with Options...
Align to Reference Sequence
Align with Options...

Unassemble

Find Mutations

Process heterozygous indels
Delete

From Contig Start
To Contig End
Split Contig
Contig Information...

View Menu

Contig
Traces

Bases

Qualities

Features

Restriction Map

Select Enzymes...
Restriction Map Options...

Mask Bases Matching Consensus
Switch Color Scheme

Auto Select Traces
Protein Translation
None

Frame Forward 3 Frames
All 6 Frames
Preferences...

Toolbars
Show Toolbars
Hide Toolbars
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Window Menu

Close

Help Menu

Aligner Help...
Quick Tour

License...

Aligner Web Site
Check for updates...
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Memory Requirements

CodonCode Aligner is currently intended for projects with up to several hundred reads. On computers with
sufficient RAM (512 MB or more), CodonCode Aligner can handle projects with up to several thousand reads
(each about 500-1000 bases long).

The size of projects that CodonCode Aligner can handle is determined by the amount of memory available to
Aligner. Details depend on the operation system used:

® On Windows, CodonCode Aligner will try to use up to 50% of the build-in memory (RAM), or 384
MB, whichever is smaller).

® On Mac OS X, CodonCode Aligner the maximum memory available to CodonCode Aligner is
limited to a default of 256 MB. This is sufficient for projects with several hundred reads. You can
increase the memory available to Aligner using the memory preferences, and may need to do so if
working with large projects.

Please note that the memory available to Aligner should not exceed the amount of installed memory
(RAM) on your computer; if you try to assign more memory, CodonCode Aligner may not start, or
behave erratically. In addition, the memory assigned to Aligner should not exceed about 1200 - 1400
MB, even on computers with several GB of RAM.

If you are working on a computer with a limited amount of RAM (for example 256 MB), you may get better
performance if you by quitting other open applications, and by reducing the amount of memory available to
CodonCode Aligner.

You can always check how much memory CodonCode Aligner is currently using in the memory preferences.

How Aligner memory on Windows is set

On Windows, the maximum memory is set in the file "CodonCode Aligner.ini" in the CodonCode Aligner
folder. If you look at the file in a text editor like NotePad, you can find a line that looks like this:

Virtual Machine Parameters=-Xms32M -Xmx50:64:384P

The numbers after -Xmx sets the maximum memory available to Aligner. The first number (50) limits the
memory to 50% of the built-in physical memory (RAM). The next two numbers set further limits: memory
available to Aligner can never be less than 64 MB, and never more than 384 MB, regardless of the amount of
built-in RAM.

You can change these numbers with a text editor like NotePad. For example, to increase the maximum
memory to 75% of the built-in RAM, or 512 MB (whichever is smaller), change the line to read:

Virtual Machine Parameters=-Xms32M -Xmx75:64:512P

Please note that CodonCode Aligner will not start if you increase these numbers too
much.Unfortunately, what is too much depends not only on the built-in RAM, but also on other factors that
influence the amount of available virtual memory (for example, which other programs are running, your
virtual memory settings, and sometimes even how much space is available on your hard drive). However, the
likelihood of startup problems increases if you increase the first (percentage) number to more than 75, and the
last (max MB) number to more than 1000 (increasing it to more than 1400 will cause Aligner startup
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problems on most computers).

If you experience problems where CodonCode Aligner does not start, you should change the line to read:

Virtual Machine Parameters=-Xms32M -Xmx50:64:256P

After saving the file, try starting CodonCode Aligner again.

How Aligner memory on Mac OS X is set

On OS X, the maximum memory is set in the file "Info.plist", which is inside the CodonCode Aligner
package. When you change the memory settings for CodonCode Aligner in the memory preferences, Aligner
will edit this file, and then restart itself so that the new memory settings take effect.

Please always use the memory preferences to change the memory available to Aligner on OS X. Please

do not change the memory available to Aligner by editing the "Info.plist" file directly - if you make any
mistakes, Aligner may not be able to start, or may behave erratically.
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CodonCode Aligner Release Notes

The release notes for the current version of CodonCode Aligner can be found in a separate file, called
"ReleaseNotes.txt", in the Aligner directory.
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Checking for Aligner Updates

You can check if your version of CodonCode Aligner is current by selection "Check for Updates" in the
"Help" menu. Aligner will then check CodonCode's web site to see if your versionis current; therefore, this
requires that you have an active internet connection. If you are not currently connected to the internet, you
will see an error message "Unable to verify the current Aligner version". The same message can also result
from other problems, for example if CodonCode's web site is down (which hopefully will be rare :-). If
everything goes

When you start Aligner, Aligner also automatically tries to check for updates. Aligner will let you know if a
newer version is available, or if there are any problems during the update check. If your version is current
(which should be the case most of the time you start Aligner), you will not be notified.

Updates may be free or charge, or they may require the payment of additional license fees, depending on
when you purchased your Aligner license, and the terms of your license.

Visiting the Aligner Web Site

You can visit the Aligner web site by selecting "Aligner Web Site" from the "Help" menu. This will open a
browser window and point it to the CodonCode Aligner web site - the starting point for downloading updates,
requesting trial licenses, and the latest Aligner news. The address of the Aligner web site is

http://www.codoncode.com/aligner/.
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