Release Notes

MarkerView

This document describes version 1.3 of the MarkerView™ software, a stand-alone application
for generating aligned peak lists from Analyst® software LC/MS data files, and other data, and
for performing subsequent data processing using PCA (principal components analysis), PCA-
DA (PCA using discriminant analysis), or t-tests. Typical applications include: metabolomics,
biomarker discovery, metabolite identification, and impurity profiling.

Version 1.3.0.1

Where to Get Help

Click Help in the main menu to open the User Guide or the Reference Guide.

The User Guide provides a tutorial introduction to all of the main features of the program. If
you have not previously used the MarkerView™ software, it is suggested that you start with
this document.

The Reference Guide document describes all of the features of the program in detail. Unlike
the User Guide, this document does not provide examples of work but does describe the
functionality of the various menu items and options.

SCIEX Support
e sciex.com/contact-us
e sciex.com/request-support

Requirements

¢ The program has been tested with both 32- and 64-bit versions of Microsoft
Windows 7 operating system. Newer versions of Microsoft Windows have not been
formally tested.

o Microsoft Office 2013 or later is required to view and print Microsoft Word reports
and Microsoft Excel data spreadsheets.

Install the Software

1. Log on to the computer as a user with Administrator privileges.

2. If a previous version of the MarkerView™ software is already installed on the computer,
then make sure that the software is closed.

Note: You can remove the previous version or leave it installed. To remove the previous
version, use the ‘Uninstall a program’ wizard in the Control Panel. Click on the old
version of the software in the list and then click Uninstall.

3. Download the required .zip file from the SCIEX Web site (www.sciex.com/software-
downloads-x2110 ).

Tip! To prevent potential installation issues, save the file to a location other than the
computer desktop.

4. After the download is complete, right-click the downloaded file and then click Extract All.
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5. Navigate to the extracted files or to the DVD and then double-click MarkerView 1.3
Software.exe.

6. The installation script launches and then the installer Welcome Screen opens.

7. Follow the instructions to install the software. It is usually not necessary to change the
default installation location.

8. After the program has been installed, open it either from the shortcut on the desktop or
from the Windows Start menu.

9. The first time the program is started, the following window opens.

MarkerView Activation

To activate the MarkerView, you must visitthe SCIEX website and obtain a license file.
If you have purchased the software, the license file activates the software. If you have a
demo version, the license file activates the software for a limited time.

To obtain and install a license file, do the following:
1. Obtain the license key from the license cerificate or packaging and enter here:

|aiD-123

2. Generate a unique computer 1D:

E==—1

This ID is unigue to this computer and cannot be used to obtain a license file for
another installation of the MarkerView

w

Record the following computer 1D:
|EUDBSSDZE484 6067 20E1F200 20689D655D9C

[

.

Click the following link and follow the instructions:
hitp:ilicensing.sciex.com/activation/MarkerView

[ After you submit the required information, a license file will be emailed to you

o

Save the license file from the email message to your deskiop

=]

Click the button below to install the license file.

== ]

For assistance, click FAGs

10. Type or paste the license key, exactly as shown, in the appropriate field. If a license key
is not available then contact the SCIEX sales or a support representative.

11. Click Generate Computer ID. This action creates a unique identifier for the computer.
12. Click Copy ID to Clipboard.

13. Click the SCIEX licensing link and then paste the copied ID in the Computer ID field.
14. Follow the instructions to obtain the license.

Note: Internet access is required to obtain the license. If the computer does not have
Internet access, then make a copy of the generated computer ID. On a computer
with Internet access, go to the licensing page of the SCIEX web site and then
follow the instructions to obtain a license.

15. After the required information is submitted, then a license file is sent to all e-mail
addresses provided.

16. When the e-mail containing the license file is received, copy the license file to the
computer desktop.
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17. Click Install License File in the software activation dialog.

18. A Browse dialog allowing you to select the license file opens. Browse to and then select
the license file and then click Open.

A message opens indicating that the license was successfully installed.
19. Click OK and then the MarkerView™ software will open.

The first time MarkerView™ software is opened after installation the following message
might open.

ﬂ Windows Security Alert | £ |

@ Windows Firewall has blocked some features of this program

Windows Firewall has blocked some features of MarkerView on all public, private and domain
networks.

E Mame: arkerView)
Publisher: AB SCIEX
Fath: C:\program files (x86)\sdex\ab-markerview 1.3'bin
‘markerview.exe

Allow MarkerView to communicate on these networks:
[¥] Demain netwarks, such as a warkplace network

[ Private networks, such as my home or work network

[7] Public networks, such as those in airports and coffee shops (not recommended
because these networks often have little or no security)

What are the risks of allowing a program through a firewall?

[ Allow access ][ Cancel ]

20. If the Windows Security Alert dialog opens then accept the default option of ‘Domain
networks, such as a workplace network’, and then click Allow access so that external
utilities included with the MarkerView™ software can properly communicate with it.

Remove the Software

To remove MarkerView™ software, use the ‘Uninstall a program’ wizard in the Control
Panel. Click on the MarkerView™ software in the list and then click Uninstall.

Known Issues and Limitations

¢ When processing a large number of LC/MS files (or a smaller number of very large files)
on a 32-bit computer then the program might run out of memory. It is recommended that
all peaks files for the samples are generated in smaller batches and then generate the
Peaks Table using these peaks files. This process is described in both the User Guide
and the Reference Guide.

o If the MarkerView™ software Activation window shown in step 4 of the installation was
cancelled, then the add-on utilities cannot connect to the MarkerView™ software. This
can be corrected using the Windows Firewall control panel. Contact support for more
information.

¢ MarkerView™ software cannot process LC/MS data from QTRAP® or other triple-
quadrupole instruments that was acquired in centroid mode. Profile mode data
acquisition must be used.
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Appendix: New Features

New Features in Version 1.3

A wizard has been added that combines many of the previously separate steps into a
single workflow.

Data created in the new .wiff2 format by the X500 System is fully supported.
Infused MS/MS of Everything data is now supported.
Box-and-whiskers plots are now available.

A new normalization technique known as most-likely-ratio (MLR) normalization has
been added.

When MS/MSA™ with SWATH® acquisition data are processed, it is now possible to
view MS/MS spectra for selected peaks (similar to what was previously possible for
IDA data).

An option has been added to the t-test to use the Welch variant.

The Samples Table and Scores Table now has the ability to add custom columns
which you can populate with arbitrary data.

A new add-in ‘Set Names' is available that allows names to be assigned to peak
rows for targeted workflows.

Previously assignment of PCVG groups was available using an add-in script. This
functionality is now integrated and the parameter setting has been automated.

When creating a t-test, a Profile Plot and a Box-and-Whiskers plot are automatically
generated.

A new option is added to limit the time range for XIC calculation to speed processing.

The peak-finding process has been made faster when multiple samples are being
processed on computers that contain more than one CPU or core.

A licensing approach is being used that does not require manual copying-and-
pasting and e-mailing of computer IDs.

New Features in Version 1.2.1

For MS and LC/MS data, charge state and isotope status are automatically assigned
for each peak. The default plotting symbols for peaks are based on the isotope
status. When opening data processed with version 1.0 or 1.1 of the program, users
can assign this information using the command.

The t-test Table has been considerably reworked to show additional metrics and
plots.

For LC/MS data, ‘Peak List Spectra’ are available. These are ‘virtual’ mass spectra
constructed using the list of detected peaks and a retention time window, as opposed
to the raw profile data.

A new Peak Info Table is available that contains general information for each peak.
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Mass spectra and XICs originating from the Analyst® software .wiff files can be sent
directly to the Analyst® software. This is useful so that the data can be explored
further using the various tools available.

It is now possible to define specific plotting symbols for variables as opposed to just
samples.

To potentially save having to define many custom plot symbols for different group
names, define plot symbols once for groups hamed ‘1’, ‘2", ‘3’, and so on to use
these symbols when plotting if a specific symbol is not otherwise defined.

The ‘Enhance’ LC/MS peak-finding algorithm has been modified to calculate centroid
masses in the same way as the Analyst® software spectral peak finding algorithm.
The net result is that spectra from wiff files will have more accurate mass-to-charge
values reported. In addition, the algorithm was modified to allow it to more reliably
find closely eluting isomers as separate peaks. Note that for these reasons the
results obtained with this version of the application will not exactly match those
obtained with previous versions.

If the MS data has been processed for a series of peptide IDA runs, a Mascot .mgf
file can be created containing a peak list for each of the available MS/MS spectra for
each peak added to the interest list.

A new normalization option, Normalize Using Total Area Sums, has been added.
Use the Shift and Ctrl keys to select multiple files or samples in the Select Samples
dialog.

For greater ease of use, the command to sort Profile Plots has moved from the
context menu to the toolbar and has some additional functionality and the command
to generate Profile Plots for selected peaks is now available on the toolbar as well as
the context menu.

The following functionality was added for the minor version 1.2 to 1.2.1 upgrade:

It is no longer necessary to install a version of the program that corresponds to a
specific version of the Analyst® software. The Analyst® software is not required to
process LC/MS data in .wiff files.

Processing of MRM data (especially data acquired with the Scheduled MRM™
algorithm) has been enhanced. Also refer to working with group names, calculating
group area ratios, and selecting peaks matching a given pattern in the name.

A shortcut list of recently saved files is available.

The ‘Peak Name'’ field in the Peaks Table is now editable.

New Features in Version 1.1

The Use area integrated from raw data, not from original peak finding option of the
Alignment & Filtering dialog can lead to more accurate peak areas for low-level
components. This is true for quadrupole data as compared to time-of-flight data.

The Baseline Subtraction option is useful when importing linear-mode MALDI spectra
because this type of data often has a positive baseline offset.
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= The 4x00 LC-MALDI Peak Lists import command is used to create a Peaks Table
from a series of 4700 or 4800 LC-MALDI runs. This is done by importing peak lists
that were previously exported from the 4700 or 4800 system by using the Peaks
Explorer program.

= The MRM Chromatograms import command allows MRM data to be directly imported
into the program — a chromatographic peak finder is used to find peaks in each MRM
chromatogram.

= The Process peak lists option of the Process Spectra Options dialog is used to
import spectral peak lists (from text files) as opposed to profile spectra.

= Processed MS data for a series of IDA runs can be shown for product spectra corresponding
to specific MS peaks of interest. These spectra are automatically zoomed to exclude
‘empty’ regions at the start or end of the acquired mass range.

= The group name, shape, size, color, and so on that are set for the plot symbol
information can be exported and subsequently re-imported. This is useful if plot
symbols defined on one computer are to be used on a second computer.

= Custom colors can be used for plotting symbols.

= The PCA-DA option when performing PCA can be very useful for improving sample
separation when there are known groups or classes.

= The Normalize Using Median Peak Ratios command is useful for normalizing sample
response when internal standards are not available.

= The Normalize Using Manual Scale Factors command is used when you have
specific normalization factors, most likely obtained from an analysis that was not
based on using a mass spectrometer.

» The Ratio Responses to Selected Sample command allows you to directly examine
‘fold changes’ with respect to a reference sample.

= The status bar shows information for the active data set in the pane.

= The mass-to-charge and retention times for all peaks can be saved in the Interest
List and in a format suitable for directly importing as an Analyst® software IDA
exclusion list. The intention is to allow product spectra to be acquired for these peaks
during a second run.

= Peak labeling for Scores Plots can be disabled.

= Both the {x, y} data points and their corresponding peak lists can be exported to tab-
delimited text files for spectra and XICs. For the new IDA product spectral plots,
users can also export in Mascot .mgf format.
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Revision History

Revision

Description

Date

A

First release at software version 1.3

April 2016
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This document is provided to customers who have purchased SCIEX equipment to use
in the operation of such SCIEX equipment. This document is copyright protected and
any reproduction of this document or any part of this document is strictly prohibited,
except as SCIEX may authorize in writing.

Software that may be described in this document is furnished under a license
agreement. It is against the law to copy, modify, or distribute the software on any
medium, except as specifically allowed in the license agreement. Furthermore, the
license agreement may prohibit the software from being disassembled, reverse
engineered, or decompiled for any purpose. Warranties are as stated therein.

Portions of this document may make reference to other manufacturers and/or their
products, which may contain parts whose names are registered as trademarks and/or
function as trademarks of their respective owners. Any such use is intended only to
designate those manufacturers' products as supplied by SCIEX for incorporation into its
equipment and does not imply any right and/or license to use or permit others to use
such manufacturers' and/or their product names as trademarks.

SCIEX warranties are limited to those express warranties provided at the time of sale
or license of its products, and are SCIEX’s sole and exclusive representations,
warranties, and obligations. SCIEX makes no other warranty of any kind whatsoever,
expressed or implied, including without limitation, warranties of merchantability or
fithess for a particular purpose, whether arising from a statute or otherwise in law or
from a course of dealing or usage of trade, all of which are expressly disclaimed, and
assumes no responsibility or contingent liability, including indirect or consequential
damages, for any use by the purchaser, or for any adverse circumstances arising
therefrom.

AB Sciex is doing business as SCIEX.

The trademarks mentioned herein are the property of AB Sciex Pte. Ltd. or their
respective owners.

For research use only. Not for use in diagnostic procedures.
AB SCIEX™ is being used under license.
© 2016 AB Sciex

AB Sciex Pte. Ltd.

Blk 33, #04-06

Marsiling Ind Estate Road 3
Woodlands Central Indus. Estate
SINGAPORE 739256

SCIEX
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