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Preface

This guide contains a set of tutorials that show how to quantitatively process a set of raw data
files using the Thermo Xcalibur™ mass spectrometry data system.

Refer to the Xcalibur Data Acquisition and Processing User Guide for information about
modifying the data system configuration, setting up the instrument configuration from
within the Foundation platform, creating instrument methods and sequences for data
acquisition, and for more detailed information about creating processing methods and batch
reprocessing. Refer to the Xcalibur Quan Browser Guide for more information about reviewing
quantitation data.

Note You can modify the Xcalibur data system configuration by using the Thermo
Xcalibur Configuration dialog box. Configuration options include the location of the
default directories for your data files, methods, and report templates; the font size and
type and the unit labels displayed in the preview views; the default mass tolerance, mass
precision, and mass defect used to process the data files, and so on.

Use these tutorials to process a set of raw data files provided with the data system:
1. Tutorial 1: Creating a Processing Method
2. Tutorial 2: Batch Reprocessing Data Files
3. Tutorial 3: Working with Result Files in Quan Browser

4. Tutorial 4: Reviewing, Specifying, and Printing Reports

Contents

* Related Documentation
* Special Notices
* Contacting Us

To provide us with comments about this document, click the link below. Thank you in
advance for your help.

SURVEY
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Preface

Related Documentation

Thermo Fisher Scientific provides the following documentation for the Xcalibur data system:

Xcalibur Quantitative Analysis Getting Started Guide
Xcalibur Data Acquisition and Processing User Guide
Xealibur Quan Browser User Guide

Xealibur Qual Browser User Guide

Xcalibur Library Browser User Guide

XReport User Guide

Help from within the software

To access the manuals as PDF files from the data system computer

* From the Windows™ taskbar, choose Start > All Programs > Thermo Xcalibur >
Manuals > Xcalibur.

—Or—

* From the Roadmap view of the Xcalibur Home Page, choose Help > Manuals.

You can open the Help in these ways:

vi Xcalibur Getting Started Guide

To open the Help for the Xcalibur data system, choose Help > Xcalibur Help. The Help
opens to the Welcome page.

To open the Help for an Xcalibur window, choose Help > Window Help, where Window
is the current active window: Home Page, Instrument Setup, Processing Setup,
Qual Browser, Quan Browser, or Library Browser.

To open the Help for a specific page or dialog box of the Xcalibur user interface, click
Help, choose Help > Help on Current Item, or press the F1 key.

Thermo Scientific



Preface

Special Notices

Make sure you follow the precautionary statements presented in this guide. The special

notices appear in boxes.

Special notices include the following:

IMPORTANT Highlights information necessary to prevent damage to software, loss of
data, or invalid test results; or may contain information that is critical for optimal

performance of the system.

Note Highlights information of general interest.

Tip Highlights helpful information that can make a task easier.

Thermo Scientific Xcalibur Getting Started Guide
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Preface

Contacting Us

There are several ways to contact Thermo Fisher Scientific for the information you need.

For Thermo Scientific™ products Access by phone, fax, email, or website
Technical Support (U.S.) Phone: 1 (800) 532-4752 Fax: 1 (561) 688-8736

Email: us.techsupport.analyze@thermofisher.com

Web—for product support, technical documentation, and knowledge bases:
www.thermoscientific.com/support

Customer Service (U.S.) Phone: 1 (800) 532-4752 Fax: 1 (561) 688-8731

Sales and service . .
( ) Email: us.customer-support.analyze@thermofisher.com

Web—for product information:
www.thermoscientific.com/lc-ms

Web—for customizing your service request:
1. From any Products & Services web page, click Contact Us.

2. In the Contact Us box, complete the information requested, scroll to the
bottom, and click Send.

User Documentation Web—for downloading documents:
HlSSUpp()rt.thcrnl().(:()nl

1. On the Terms and Conditions web page, click I Agree.
2. In the left pane, click Customer Manuals.

3. To locate the document, click Search and enter your search criteria. For
Document Type, select Manual.

Email—to send feedback directly to Technical Publications:
techpubs-lems@thermofisher.com

Web—to complete a survey about this Thermo Scientific document:
www.surveymonkey.com/s/PQM6P62

viii Xcalibur Getting Started Guide Thermo Scientific
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Xcalibur Tutorials Overview

This book provides tutorials that show how to quantitatively process a set of raw data files. For
an overview of the Xcalibur data system and the data set used in the tutorials, review these
sections.

Contents

* Overview of the Xcalibur Data System

* Data Acquisition Flow Diagram

* Data Processing Flow Diagram

* Automated Data Acquisition and Processing Flow Diagram

* Xcalibur Example Files

Thermo Scientific Xcalibur Getting Started Guide 1



1 Xcalibur Tutorials Overview
Overview of the Xcalibur Data System

Overview of the Xcalibur Data System

Figure 1 shows the Roadmap and Info views that appear when you open the Xcalibur data
system.

Use these views as follows:

* Use the Roadmap view to navigate the windows of the Xcalibur data system: the
Instrument Setup, Processing Setup, Qual Browser, Quan Browser, and Library Browser
windows, and the Sequence Setup view of the Home Page window. Clicking the FreeStyle
icon opens the FreeStyle application.

* Use the Status page of the Info view to monitor the instrument devices to start, stop, and
pause the devices.

* Use the Acquisition Queue page of the Info view to monitor the status of acquisition
sequences.

Figure 1.  Xcalibur Roadmap and Info views
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1 Xcalibur Tutorials Overview
Overview of the Xcalibur Data System

The top portion of the Roadmap view shows the core of the Xcalibur data system. The arrows
from the Instrument Setup and Processing Setup windows to the Sequence Setup view
indicate that you use these windows to create the instrument methods and processing
methods that you then add to the sample injection and processing list (sequence). After you
add an instrument method to the sequence, you can use the sequence to acquire data;
however, before you can process the data, you must also add one or more processing methods
to the sequence.

Instrument Setup Use this window to create instrument methods with the
chromatographic settings for your chromatography system and the
data acquisition parameters for your mass spectrometer. You can
also access an additional command menu for each instrument
from this window.

Sequence Setup Use this view of the Home Page window to set up the injection
and processing sequence for your sample set. For data acquisition,
the sequence must contain one or more instrument methods, the
sample positions in the autosampler, and the injection volume for
each sample. For data processing, the sequence must contain one
or more processing methods.

Processing Setup Use this window to create processing methods for your data sets.
Processing methods contain the information required to extract
qualitative or quantitative results from the raw data. This
information includes the parameter settings for baseline
integration, peak identification, and analyte quantification.
Processing methods also specify the templates to be used to report
the results.

Use the browser windows to review unprocessed raw data files (RAW files) or result files (RST
files) created during batch processing.

For more information about using the Xcalibur data system to acquire and process data, open
the Help system that is provided with the data system or the following user guides that are
provided as PDF files.

Window or application Thermo Xcalibur document

Sequence Setup view of the Home Page Data Acquisition and Processing User Guide
window, Instrument Setup window, and
Processing Setup window

Quan Browser window Quan Browser User Guide
Qual Browser window Qual Browser User Guide
Library Browser window Library Browser User Guide
XReport application XReport User Guide

Thermo Scientific Xcalibur Getting Started Guide 3



1 Xcalibur Tutorials Overview
Overview of the Xcalibur Data System

4

< To access the Xcalibur manuals as PDF files from the data system computer

* From the Windows taskbar, choose Start > All Programs > Thermo Xcalibur >
Manuals > Xcalibur.

* From the Roadmap view of the Xcalibur Home Page, choose Help > Manuals from
the menu bar.

XReport is a reporting application for the Xcalibur data system.

< To open the XReport application

Choose Start > All Programs > Thermo Xcalibur > XReport from the computer
taskbar.

For information about setting up the instrument method for your LC/MS or GC/MS system,
refer to the Help provided in the Instrument Setup window for each configured device.

In addition to Help, Thermo Fisher Scientific provides hardware manuals and getting started
guides for your Thermo Scientific mass spectrometer, and user guides or getting started guides
for your Thermo Scientific LC system. For third-party LC systems that the Xcalibur data
system controls, Thermo Fisher Scientific provides getting connected guides.

Tip To access the instrument manuals, do the following:

* To access the manuals for your Thermo Scientific mass spectrometer, choose Start >
All Programs (or Programs) > Thermo Instruments > Mass Spectrometer >
Manuals > from the taskbar and then selecting one of the available PDF files.

* To access the manuals for your LC system, choose Start > All Programs (or
Programs) > Thermo Instruments > Manuals > LC Devices > Product name from
the taskbar and then selecting one of the available PDF files.

Xcalibur Getting Started Guide Thermo Scientific



Data Acquisition Flow Diagram

Thermo Scientific

Figure 2 provides a flow diagram for acquiring the sample set.

For information about creating an instrument method for your LC/MS system, refer to the
Help systems and the getting started guides for the liquid chromatography (LC) instruments

and the mass spectrometer (MS).

Figure 2.  Acquiring data files

Instrument Inlet Direct Control (MS Tune):

Optimize the data acquisition settings for your analytes.

'

Instrument Setup window:

Import the Tune file that you saved when you optimized the ion source

Enter the data acquisition parameters for the mass spectrometer and
the chromatographic parameters for the chromatography system and
save these settings as an instrument method.

and ion optics parameters for your analytes or use the stored tune file.

'

the vials or microwell plate into the autosampler.

To perform a quantitative analysis of the analytes in your samples,

the standards.

Prepare a set of sample vials or fill the wells of a microwell plate. Load

prepare standard solutions that contain known amounts of the analytes.
As you load the samples into the autosampler, bracket the samples with

v

Sequence Setup view of the Xcalibur Home Page:

volume for each sample.

Create a sequence that includes an instrument method, the positions of
the sample vials that you loaded into the autosampler, and the injection

'

Sequence Setup view of the Xcalibur Home Page:

Run the sequence and acquire a set of raw data files.

1 Xcalibur Tutorials Overview
Data Acquisition Flow Diagram

Xcalibur Getting Started Guide
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1 Xcalibur Tutorials Overview
Data Processing Flow Diagram

Data Processing Flow Diagram

Figure 3 provides a flow diagram for processing data once you have acquired it. For

information about acquiring the raw data, refer to the Xcalibur Data Acquisition and Processing

User Guide.

Figure 3.  Processing previously acquired quantitation data

Processing Setup window:

Using a representative raw data file, create a processing method.

¢

Sequence Setup view of the Xcalibur Home Page:

Add the processing method to your sequence.
Then batch reprocess the raw data files to produce result files.

Quan Browser window:

Open the processed sequence.
Review the integration of each chromatogram.
Review the calibration curve for each target compound.

v

Quan Browser window or Processing Setup window:

Adjust peak integration and calibration curve parameters as needed.

¢

XReport report application:

Preview representative files with selected report templates.

'

Processing Setup window:

Add the appropriate XReport report templates to the processing method.

¢

Sequence Setup view of the Xcalibur Home Page:

Batch reprocess the sequence and print the appropriate reports.

6 Xcalibur Getting Started Guide
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1 Xcalibur Tutorials Overview
Automated Data Acquisition and Processing Flow Diagram

Automated Data Acquisition and Processing Flow Diagram

Figure 4 provides a flow diagram of how to do acquisition and processing automatically using

the Xcalibur data system and the instrument control software provided with your mass

spectrometer and chromatography system.

Figure 4.

Acquiring and processing quantitative data automatically

MS Tune program:

Optimize the data acquisition settings for your analytes.

Y

'

Sequence Setup: view

Run the sequence and acquire a set of data files. The
data system automatically processes the data according
to the processing method parameters.

Instrument Setup window:

Enter the data acquisition parameters for the mass
spectrometer and the chromatographic parameters for
the chromatography system and save these settings as
an instrument method. For some mass spectrometers,
you might need to import the Tune method into the

i

Quan Browser window:

Open the processed sequence. Review the integration
of each cbhromatogram. Review the calibration curve
for each analyte (target compound).

instrument method.

Prepare samples, standards, and so on. Load samples and
standards into the autosampler.

Quan Browser or Processing Setup window:

Adjust the peak integration and calibration curve

l

parameters as necessary.

Sequence Setup view:

Create a one-row sequence and acquire a raw file from
a representative standard.

¢

XReport application:

Preview representative files with report templates until
you find a template that suits your needs. Adjust the
template and save as needed.

Processing Setup window:

Using the acquired raw file, create a processing

i

method.

Processing Setup window:

Add the selected report template to the processing

Sequence Setup view:

Create a sequence that lists the data file names and
directory, instrument method, processing method, sample
positions, injection volume, and calibration levels for the
standards and QC samples.

method.

Perform subsequent quantitative analyses of the same
analytes by preparing the samples and creating a new
sequence using the existing instrument method and
processing method. The data system performs
acquisition, processing, and reporting automatically.

Thermo Scientific

Xcalibur Getting Started Guide
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1 Xcalibur Tutorials Overview

Xcalibur Example Files

Xcalibur Example Files

These tutorials analyze an example set of data files provided with the Xcalibur data system and
located in the C:\Xcalibur\examples\data directory. The target compound is a proprietary
pharmaceutical product. The Thermo Fisher Scientific applications laboratory in San Jose,
California acquired the data using an LC/MS system and MS/MS techniques in the
electrospray (ESI) mode.

The lab used the internal standard calibration technique to quantify the pharmaceutical
compound called drugx. The internal standard compound called D4 is a deuterated analogue
of drugx that has four deuterium atoms exchanged for hydrogen atoms in the compound.

The calibration standards were prepared by spiking human plasma with drugx to give nine
calibration levels with concentrations of 10, 25, 50, 100, 200, 400, 600, 800, and
1000 pg/mL. The lab ran triplicate samples at the high (1000 pg/mL) and low (10 pg/mL)

ends of the curve with single samples run in between.

The QC samples were prepared similarly by spiking human plasma with drugx to give three
QC levels with concentrations of 10, 400, and 1000 pg/mL. Six replicates per QC level were
run.

The calibration and QC standards were spiked with 100 pg/mL of the D4 internal standard.

Figure 5 displays the scan filter chromatograms and mass spectra for a drugx.raw data file.

8 Xcalibur Getting Started Guide Thermo Scientific
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1 Xcalibur Tutorials Overview
Xcalibur Example Files

Figure 5. Chromatograms and mass spectra for drugx and D4
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Tutorial 1: Creating a Processing Method

Use the following procedures to create a processing method for quantifying data using the raw
data files associated with the drugx sequence file, drugx.sld, in the following directory:

drive:\Xcalibur\examples\methods\

This tutorial does not discuss using system suitability parameters to verify the performance of
the chromatographic column or the validity of the chromatographic peaks. To add report
templates to the processing method, see Chapter 5, “Tutorial 4: Reviewing, Specifying, and
Printing Reports.”

Create a processing method that quantifies the target compound (analyte) in the drugx data
set by following these procedures in the order listed.

Contents

* Opening the Processing Setup Window

* Specifying the Quan View Options

* Opening a Raw Data File

* Specifying the Identification Settings for Analysis Components
* Entering Peak Integration and Detection Parameters

* Selecting the Calibration Settings

* Specifying Calibration Levels and QC Levels

* Saving the Processing Method

Thermo Scientific Xcalibur Getting Started Guide 11



2 Tutorial 1: Creating a Processing Method
Opening the Processing Setup Window

Opening the Processing Setup Window

Use the Processing Setup window to create a processing method. Use the Quan view of the
Processing Setup window to set up the calibration information for your the target
components (analytes) of a quantitative analysis.

< To open the Quan view of the Processing Setup window
1. Open the Xcalibur data system as follows:
* On the computer desktop, double-click the Xcalibur shortcut icon, %

* From the computer taskbar, choose Start > All Programs (or Programs) > Thermo

Xcalibur > Xcalibur.
The Xcalibur data system opens to the Home Page window.

2. Open the Processing Setup window as follows:

* On the Roadmap view, click the Processing Setup icon, (Figure 6).

* From the menu bar, choose GoTo > Processing Setup.

Figure 6. Roadmap view of the Xcalibur Home Page window
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2 Tutorial 1: Creating a Processing Method
Opening the Processing Setup Window

3. If the Quan view is not already displayed, open it as follows:

* On the menu bar, choose View > View Quan.
Tip The View bar is a vertical panel of icons on the left side of the window. If the

View bar is not displayed, choose View > View Bar to display it on the left side of
the Processing Setup window.

4. Click the Identification tab.

The Identification page opens (Figure 7).

Figure 7. Identification page for the Quan view of the Processing Setup window
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5. If the data system automatically loads a processing method, choose File > New to start a
new processing method.

Thermo Scientific Xcalibur Getting Started Guide 13



2 Tutorial 1: Creating a Processing Method
Specifying the Quan View Options

Specifying the Quan View Options

The chemists at Thermo Fisher Scientific acquired the data set used in this tutorial with an
LC/MS system, and they used the internal standard calibration technique to quantify the
drugx target compound.

< To specify chromatography by LC

1. In the Quan view of the Processing Setup window, choose Options > Chromatography
By.

The Chromatography Options dialog box opens (Figure 8).
Figure 8. Chromatography Options dialog box

Chromatography Options

Chromatography by

(0] | Cancel Save bz Default Help

2. To specify chromatography by LC, select the LC option.
3. Click OK to save the settings and close the dialog box.

< To specify the internal standard calibration technique

1. In the Quan view of the Processing Setup window, choose Options > Calibration
Options.

The Calibration Options dialog box opens (Figure 9).
Figure 9. Calibration Options dialog box

Calibration Options

Calibration by

(¥

i

" Esternal standard

ZRSD calculation method

f* ze calculated amounts

" Use response values

(0] | Cancel Save Az Default Help

2. To specify calibration by internal standard, select the Internal Standard option.

3. Click OK to close the dialog box.

14 Xcalibur Getting Started Guide Thermo Scientific



2 Tutorial 1: Creating a Processing Method
Opening a Raw Data File

Opening a Raw Data File

Thermo Scientific

Open a representative raw file from the data set to determine appropriate peak detection and
integration settings for the processing method. In this tutorial, use the drugx_03.raw file. In
general, select a raw file corresponding to a low-concentration calibration standard.

< To open a raw data file in the Quan view of the Processing Setup window
1. Do one of the following:
* In the toolbar, click the Open Raw icon, .
_or—
* From the menu bar, choose File > Open Raw File.

The Open Raw File dialog box opens (Figure 10).
Figure 10. Open Raw File dialog box
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2. Browse to the following location:

drive:\Xcalibur\examples\data
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2 Tutorial 1: Creating a Processing Method
Opening a Raw Data File

Figure 11. Identification page, showing the total ion current (TIC) chromatogram of drugx_03.raw

3. Select drugx_03.raw and click Open.

Processing Setup opens the drugx_03.raw file (Figure 11).
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Tip If you save a processing method when a raw file is open, the raw file name is saved
in the processing method. To have the Xcalibur data system automatically open the
associated raw file whenever you open the processing method, select the On option in

the Auto-Open Raw File area of the Settings dialog box.

To open this dialog box in the Processing Setup window, choose Options > Settings.
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Specifying the Identification Settings for Analysis Components

This section describes how to identify target compounds and internal standards and contains
the following topics:

* Specifying the Identification Settings for the Internal Standard
* Specifying the Identification Settings for the Target Compound

For the internal standard calibration technique, each calibration standard contains one or
more target compounds and one or more internal standards. The data set used in this tutorial
contains one target compound and one internal standard. The target compound is drugx. The
internal standard compound is D4.

Specifying the Identification Settings for the Internal Standard

Thermo Scientific

A processing method needs component identification information to associate each sample
component with a chromatographic peak. Use the Identification page for the Quan view in
the Processing Setup window to name the sample components and to specify the retention
time and peak identification criteria.

To identify the internal standard, follow these procedures:
* Specifying the Name of the Internal Standard
* Selecting the Detector Type
* Selecting the Peak Detection Algorithm
* Matching Scan Filters with Components
* Selecting the Trace Type

* Entering the Retention Time of the Component Automatically
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Specifying the Name of the Internal Standard

Use the Name list on the Identification page to name the components in the sample. The
parameter settings on the Identification page are specific to the component selected in the

Components list on the right side of the window.

< To enter the name of the internal standard in the Name list

1. In the Name list, select <New>, and then type D4, the name of the internal

standard (Figure 12).

Figure 12. Identification page without named components
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2. Click OK to save the new name.

The name appears in the Components list.

Note To delete a component, highlight the component name in the Components list
on the right side of the window. Then, choose Options > Delete component name.
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Selecting the Detector Type

Use the Detector Type list on the Identification page to specify the type of detector used to
acquire the raw file. The available selections are MS (mass spectrometer), Analog, A/D card,
PDA (photodiode array detector), and UV (UV-Vis detector).

< To specify the type of detector used to acquire the data

Select MS in the Detector Type list.

Selecting the Peak Detection Algorithm

Thermo Scientific

Use the Peak Detect list on the Identification page to specify the peak detection algorithm to
use (ICIS, Genesis, or Avalon) to analyze raw data.

These algorithms do the following:
* Apply smoothing
* Construct a chromatogram using the scan or mass filters
* Assign peak numbers
* Generate a peak list

* Determine the peak start and peak end points

All algorithms provide component peak detection and chromatographic peak detection. Select
the ICIS or Genesis algorithms for MS data. Select the Avalon algorithm for PDA, UV, and
analog data.

< To specify the peak detection algorithm

Select ICIS in the Peak Detect list.
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Matching Scan Filters with Components

The Xcalibur data system creates unique scan filters to acquire data according to the type of
experiment specified in the instrument method. When you load a raw file, the data system
lists the scan filters associated with the raw file in the Filter box. In this example, the
application acquired selected reaction monitoring (SRM) data on the following compounds,
using alternating product ion scans (drugx and D4, respectively):

* a proprietary drug of molecular weight 465 u (precursor ion m/z 465; product ion
m/lz 420)

* adeuterated internal standard of molecular weight 469 u (precursor ion m/z 469; product
ion m/z 424)

To quantify drugx, use the following filtered mass chromatograms for drugx and its internal

standard, D4.

drug x (analyte) TIC F: + ¢ SRM ms2 465.30@23.00{419.30-421.30]
D4 (internal standard) TIC F: + ¢ SRM ms2 469.40@23.00{423.30-425.30]

< To match the internal standard, D4, with its scan filter
1. From the Filter list for the drugx_03.raw file, select the following scan filter for D4:

+ ¢ SRM ms2 469.40@23.00[423.30—425.30]

Note The scan filter indicates a positive, centroid profile, selected reaction
monitoring experiment type (SRM), MS/MS scan, precursor ion scan of 7/z 469.40
at 23.0 units of CID energy with a product mass-to-charge range of 423.30-425.30.

2. Click OK to display the mass chromatogram for D4 (Figure 13).
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Figure 13. Scan filter mass chromatogram and mass spectrum for D4
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Selecting the Trace Type

Use the Trace list on the Identification page for Quan view to specify the type of
chromatogram to use for processing.

< To specify the type of chromatogram

In the Trace list, select TIC to specify total ion current.
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Entering the Retention Time of the Component Automatically

You can enter the expected retention time and retention time window for a component
manually by typing the values in their respective boxes or automatically by working with the
chromatogram and spectrum views.

< To automatically enter the retention time of a chromatographic peak

1. To make the spectrum view the active and pinned view, click the pin icon, Ea , in the
upper right corner of the cell (Figure 14).

The pin background turns green |E and appears to be pinned to the screen.

Figure 14. Inactive chromatogram view and pinned spectrum view

4.89 ML: 1.68E5 —a &

TIC F: + ¢ SREM
ms2

469 40@cid23.00
[423.30-425.30]

—
=
[=]
=
=
[==]

Relative Abundance
[ ]
=

Relative Abundance
[y ]
=

MS drugx_03
093 192 3.62 5.67
T r 11 &1 1t 711 U||||||||||
0 2 4 6 424 425
Time (min) miz
Inactive Pinned
chromatogram view spectrum view

2. In the chromatogram view, drag the cursor across the chromatogram peak as shown in
Figure 15.

The horizontal line across the center of the peak shows the time range selected by the
mouse movement.

Figure 15. Selecting the scan (time point) corresponding to the peak maximum
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3. Release the mouse button.
The data system automatically does the following:

* Selects the retention time of the peak apex and highlights the selected scan with a
vertical red marker in the chromatogram view (Figure 16).

Figure 16. Vertical red marker at the peak apex
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* Displays the retention time corresponding to the selected scan in the Expected box in
the Retention Time area (Figure 17).

* Displays the mass spectrum of the product ions in the spectrum view (Figure 17).

Figure 17. Identification page with a retention time marker (vertical line) and associated mass spectrum
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4. To use the actual retention time of D4 as the retention time reference for the other
component in the drugx chromatogram, select the Use as RT Reference check box.

Note To adjust the expected retention time of a component relative to the reference
component, select the Adjust Using check box. See step 8 of the next procedure,
“Specifying the Identification Settings for the Target Compound” on page 25.

Leave the Window box number at 30 seconds. This parameter controls the width of the
window that the algorithm searches to locate the component. In this case the algorithm
searches 15 seconds on either side of RT 4.89 minutes to find the D4 peak.

5. Type 2.00 in the View Width box.

View width controls how much of the chromatogram time range the application displays
when you view the components in the chromatogram view.

6. To save the component identification information for D4, click OK.

The chromatogram view displays the time portion of the chromatogram from 3.9 to
5.9 minutes based on a selection of 2.00 minutes as the view width for a peak with an
expected retention time of 4.9 min. Integrated peaks are shaded in gray with blue
integration markers at the starting and ending points of the peak. The baseline is
indicated by a blue line that connects the integration markers (Figure 18).

Figure 18. Area of peak integration (grayed) and the integration markers
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7. Inspect the integrated peak and verify the following:

* The retention time on the peak agrees with that in the Expected box in the Retention
Time area.

* The scan filter in the Filter box is matched to the correct component in the
Components list.
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If the peak has not been identified, repeat this procedure. Click the pin icon, ﬁ, in the
spectrum view (the pane to the right of the chromatogram plot view) before performing step 2

on page 22.

If the peak has been identified properly, you are ready to specify the peak identification
parameters for the target compound.

Tip When you are entering many components with similar peak integration parameters,
first enter all of the identification parameters for one of the components. Click Save As
Default. These parameters then become the default values for new components.

Specifying the Identification Settings for the Target Compound

Thermo Scientific

The procedure for identifying the target compound is the same as that for identifying the
internal standard. In the following procedure, you use the internal standard that you

identified in “Specifying the Identification Settings for the Internal Standard” on page 17 as

the retention time reference component.

R
0’0

1.

To specify the identification settings for the target compound
To specify a name for the target compound, do the following:

a. Select <New> in the Name list.

The Apply Changes dialog box opens if you have warnings enabled.
b. Click Yes to apply changes.
c. To specify the name of the target compound, type drugx.

d. Click OK to save the new name.

The target compound name appears in the Components list.
Select MS in the Detector Type list if it is not already selected.
Select ICIS in the Peak Detect list.

To match the target compound with its scan filter, do the following:

a. In the Filter list, select the following filter for drugx:

+ ¢ SRM ms2 465.30@23.00[419.30-421.30]

b. Click OK to apply the scan filter to the total ion current.

Processing Setup automatically displays the mass chromatogram corresponding to the
target compound.

Select TIC (total ion current) in the Trace list if it is not already selected.
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6.

26 Xcalibur Getting Started Guide

To display the mass spectrum of the currently active component and automatically enter
the retention time of the target compound peak, do the following:

a. To make the spectrum view the active and pinned view, click the pin icon, ., in the
upper right corner of the cell.

The pin background turns green |E and appears to be pinned to the screen.
b. Drag the cursor in the chromatogram view across the chromatographic peak.
c.  Release the mouse button.

The data system automatically does the following:

* Selects the retention time of the peak apex and highlights the selected scan with a
red marker in the chromatogram view.

* Enters the retention time corresponding to the selected scan in the Expected box
in the Retention Time area.

. Type 2.00 into the View Width box.

. To adjust the expected retention time of drugx by changes in the actual retention time of

D4, do the following:
a. Select the Adjust Using check box.

The Adjust Using list becomes available.
b. Select D4 in the Adjust Using list.

You selected D4, the internal standard, as the retention time reference component in
step 4 of the previous procedure, “Specifying the Identification Settings for the
Internal Standard.”

. Leave the value in the Window box at 30 seconds.

. To accept the peak identification settings for drugx, click OK.

The chromatogram view displays the time portion of the chromatogram from 3.9 to
5.9 minutes based on a selection of 2.00 minutes as the view width for a peak with an
expected retention time of 4.9 min. Integrated peaks are shaded in gray with blue
integration markers at the starting and ending points of the peak. The baseline is
indicated by a blue line that connects the integration markers (Figure 19).
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Figure 19. Peak identification settings for drugx, the target compound
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Entering Peak Integration and Detection Parameters

Use the Detection page for the Quan view in the Processing Setup window to enter peak
integration and detection parameters.

To enter peak integration and detection parameters, follow these procedures in order:
1. Entering the Peak Integration Parameters

2. Entering the Peak Detection Parameters
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Entering the Peak Integration Parameters

Enter peak integration parameters to specify how the data system determines the area of each
peak in the chromatogram. Processing Setup provides peak integration parameter options in
the Peak Integration area on the Detection page.

< To enter the ICIS peak integration settings for the internal standard and the target
compound

1. Click the Detection tab.

The Detection page for the Quan view opens (Figure 20).

Figure 20. Detection page for the Quan view of the Processing Setup window
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2. In the Components list, select D4.

3. To enter the peak integration settings for the selected component, do the following:

a.

Type 5 in the Smoothing Points box in the ICIS Peak Integration area.

Based on the peak view, type the number of points in the moving average that are
used to smooth data in the Smoothing Points box. The valid range is 1 (no
smoothing) to 15 (maximum smoothing).

To set the maximum number of scans that the application reviews for a local
minimum to 40, type 40 in the Baseline Window box.

The valid range is 1 through 500.

To specify an area noise factor of 5, type 5 in the Area Noise Factor box.

The area noise factor is a noise level multiplier used to determine the location of a

peak edge after the location of the possible peak. The valid range is 1 to 500.
Type 10 in the Peak Noise Factor box.

The peak noise factor is a noise level multiplier used to determine the potential peak
signal threshold. The valid range is 1 to 1000.

Clear the Constrain Peak Width check box.

Note This tutorial does not use the constrain peak width option.

Use the constrain peak width option to control how much of the peak is
integrated by specifying a peak height threshold and a tailing factor. Select the
Constrain Peak Width check box to make the Peak Height (%) and Tailing
Factor parameters available. The valid range for the peak height threshold is 0.0
to 100.0%. The valid range for the tailing factor is 0.5 to 9.0.

4. To save the peak integration parameters for D4, click OK.

5. To enter the peak integration settings for the target compound, do the following:

a.
b.

C.

Thermo Scientific

Select drugx in the Components list.
Repeat step 3 of this procedure.

To save the peak integration parameters for drugx, click OK.
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Entering the Peak Detection Parameters

Peak detection parameters specify how the Xcalibur data system selects a chromatographic
peak within the specified retention time window for a component.

R
0’0

30 Xcalibur Getting Started Guide

To enter the peak detection parameters for the internal standard and the target
compound

. In the Components list, select D4, the internal standard for the target component drugx.

. To associate the selected component with the highest peak in the filtered chromatogram,

select the Highest Peak option in the ICIS Peak Detection area (Figure 21).
Figure 21. Highest Peak option selected
ICIS Peak Detection
@ Highest peak
Mearest BT

kdirirnim peal:
hieight [SAM):

20

. To have the data system ignore all peaks that do not have a signal-to-noise ratio of 3 or

greater, type 3 in the Minimum Peak Height (S/N) box.
The valid range is 0.0 (all peaks) through 999.0.

Verify that the advanced peak detection parameters are set to their default values as
follows:

a. Click Advanced.
The ICIS Advanced Parameters dialog box opens (Figure 22).

Use the ICIS Advanced Parameters dialog box to specify advanced component
detection criteria if the standard detection criteria do not provide the desired results.
Refer to the Xcalibur Data Acquisition and Processing User Guide for information on
the parameters in the ICIS Advanced Parameters dialog box. The application applies
the settings in the ICIS Advanced Parameters dialog box on a per component basis.
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b. Inspect the settings in the ICIS Advanced Parameters dialog box. Make sure the
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settings are the same as those in Figure 22.

Figure 22. ICIS Advanced Parameters dialog box, showing the default settings
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c. Click OK to close the ICIS Advanced Parameters dialog box.

. To save the peak detection parameters, click OK.
. In the Components list, select drugx, the target compound (analyte) for this analysis.
. Repeat step 2 through step 5 of this procedure for drugx, the target compound.

. On the Detection page, verify the following settings for drugx and D4. Select one

component in the Components list and check the settings. Then, select the other

component in the Components list and check the settings.

Parameter Setting
ICIS Peak Integration

Smoothing Points 5
Baseline Window 40

Area Noise Factor 5

Peak Noise Factor 10
Constrain Peak Width Clear
ICIS Peak Detection

Highest Peak Selected
Minimum Peak Height (S/N) 3
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9. Verify that the scan filter chromatogram for drugx matches Figure 23.

Figure 23. Scan filter chromatogram for drugx
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10. Verify that the scan filter chromatogram for D4 matches Figure 24.
Figure 24. Scan filter chromatogram for D4
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Selecting the Calibration Settings

In the Processing Setup window, use the Calibration page of the Quan view to specify the
calibration curve type. When using the internal standard calibration technique, use this page
to associate the internal standard with a target compound and to specify the amount of
internal standard used to spike the calibration standards and unknowns.

< To select the calibration settings

1. Click the Calibration tab.
The Calibration page of the Quan view opens.

2. To enter the calibration settings for the internal standard, component D4, do the
following;:

a. In the Components list, click D4.

b. To select D4 as the internal standard, select the ISTD option in the Component
Type area.

c. To specify an internal standard amount of 100 pg/mL, type 100 in the Amount box
in the ISTD (Internal Standard) area.

d. To specify pg/mL as the units of concentration, type pg/mL in the Units box.
3. To save the settings for D4, click OK.

4. Verify that the calibration settings for component D4 match those in Figure 25.

Figure 25. Calibration page, showing the settings for the D4 internal standard
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Selecting the Calibration Settings

This procedure does not discuss setting parameters on the System Suitability or Peak Purity
pages. For information about setting these parameters, refer to the Xcalibur Data Acquisition

and Processing User Guide.

K2
0‘0

1.
2.

To enter the calibration settings for the drugx target compound
Select drugx in the Components list.

To specify drugx as a target compound, select the Target Compound option in the
Component Type area.

. To specify D4 as the internal standard for the target compound, select D4 in the ISTD

list in the Target Compounds area.

. To specify a quadratic fit calibration curve, select Quadratic in the Calibration Curve list.

. To specify the units of concentration, type pg/10 pL in the Units box.

To specify a weighting of 1/X2, select the 1/XA2 option in the Weighting area.

To exclude the origin as a data point when fitting the calibration curve, select the Ignore
option in the Origin area.

. To use the area of the peak to determine response, select the Area option in the Response

arca.

To save the settings, click OK.

. Verify that the calibration settings for the drugx (target component) are the same as those

in Figure 26.
Figure 26. Settings for the drugx target compound

¥ Thermo Xcalibur Processing Setup - Quan - Calibration - Untitled (Int Std) |; §|fg|
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2 Tutorial 1: Creating a Processing Method
Specifying Calibration Levels and QC Levels

Specifying Calibration Levels and QC Levels

In Processing Setup, use the Levels page of the Quan view to specify the amount of target
compound in each calibration level. The Xcalibur data system uses the calibration levels
information to construct the calibration curve as it processes a sequence. Also specify the
amount of target compound in the QC check standards. The application uses the QC
standards to check the stability of the LC/MS instrument during a sequence run.

To set up the calibration levels for the target compounds and the QC samples, follow these
procedures:

* Specifying the Calibration Levels of the Target Compound

* Specifying the QC Levels

Specifying the Calibration Levels of the Target Compound

% To specify the calibration levels of the target compound

1. In the Quan view of the Processing Setup window, select drugx in the Components list.
2. Select the Levels tab.

The Levels page for Quan view opens (Figure 27).

Note If you select D4 and then try to open the Levels page, a warning message
appears.
The Levels page is not available for ISTD components.

Figure 27. Levels page for Quan view

2% Thermo Xcalibur Processing Setup - Quan - Lewvels - Untitled (Int 5td) |Z||E|E|
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2 Tutorial 1: Creating a Processing Method
Specifying Calibration Levels and QC Levels

3. Enter the calibration level information for the target compound as follows:

a. To specify a name for the first calibration level, type cal 1 in the Cal Level column of
the first row. Then, press the TAB key to advance the cursor to the Amount column.

b. To specify an injection amount of 10 pg, type 10 in the Amount column.

c. To create a new row and to advance the cursor to the next Cal Level box, press the

TAB key twice.

d. Repeat this procedure for each of the nine calibration levels as shown in Table 1. The
table shows the number of picograms of drugx injected in 10 pL of the corresponding

calibration solution.

Table 1. Calibration level table

Cal Level Amount

1 call 10

2 cal2 25

3 «cal3 50

4 cald 100

5 «cal5s 200

6 cab6 400

7 cl7 600

8 cal8 800

9 «cal9 1000

Specifying the QC Levels

36

R
*»*

1.

Xcalibur Getting Started Guide

To specify the QC levels

To specify the name of the first QC level, type QC 1 in the QC Level column of the first
row. Then, press the TAB key to advance the cursor to the Amount column.

To specify an injection amount of 10 pg, type 10 in the Amount column. Then, press the
TAB key to advance the cursor to the %Test column.

To specify an acceptable difference of 20%, type 20 in the %Test column.

Note The %Test values for QCs in this example are shown in Table 2. The data
system uses the criteria in this example to determine whether QCs pass.

For your applications, type a value in the %Test column for the acceptable difference
(as a percent) between the specified amount and the calculated amount of each QC

level.

Thermo Scientific



2 Tutorial 1: Creating a Processing Method
Specifying Calibration Levels and QC Levels

4. To create a new row and advance the cursor to the QC Level column in the second row,
press the TAB key twice.

5. Repeat this procedure until you fill in the three QC levels as shown in Table 2.

Table 2. (QC sample specifications

QC Level Amount % Test
1 QCI1 10 20
2 QC2 400 15
3 QC3 1000 15

6. To save the calibration and QC level settings, click OK.

7. Verify that the entries in the calibration standard and quality control tables are the same as
those in Figure 28.

Figure 28. Levels page, showing the completed calibration and quality control tables

¥ Thermo Xcalibur Processing Setup - Quan, - Levels - drugx.pmd (Int 5td) Z E|E|
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2 Tutorial 1: Creating a Processing Method
Saving the Processing Method

Saving the Processing Method
Before you exit the Processing Setup window, save the processing method.
< To save the processing method
1. Choose File > Save As.
The File Summary Information dialog box opens.

2. Type Processing method for drugx example in the Comment box (Figure 29).

Figure 29. File Summary Information dialog box

File Surnmary Information @
Header:
Created: Friday, June 14, 2013 12:45:47 P
Last saved by liza. cook
Mumber of zaves [Mot changed)
LComment;
I
[ ak ] | Cancel | | Help
3. Click OK.

The Save As dialog box opens.

4. Browse to the C:\Xcalibur\examples\methods folder or the directory where you saved the
data system examples.

5. Type drugx_example.pmd in the File Name box.

6. To save the processing method and close the dialog box, click Save.

Now that you have created a processing method, you are ready to batch reprocess the drugx
data file set. Go to “Tutorial 2: Batch Reprocessing Data Files.”
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Tutorial 2: Batch Reprocessing Data Files

After creating a processing method, add it to the sequence used to acquire the drugx data set.
After the Xcalibur data system batch reprocesses the sequence with the processing method, the
data system creates a result file for each raw file.

Whether you are processing or reprocessing the data, the results are the same.

This tutorial describes how to add a processing method to a sequence and how to batch
reprocess the sequence that contains the drugx raw data files.

Contents

* Adding a Processing Method to a Sequence

* Batch Reprocessing the Sequence to Produce Result Files

Adding a Processing Method to a Sequence

An Xcalibur sequence is a list containing sample acquisition and processing information.
Sequence files in the Xcalibur data system have an (.sld) file extension.

Sequences use one or more instrument methods to acquire data and one or more processing
methods to process the data. Instrument methods (METH files) contain the chromatographic
and data acquisition parameters for an LC/MS or GC/MS instrument. The processing
methods (PMD files) contain the sample processing parameters for a qualitative analysis, a
quantitative analysis, or a combination of both analysis types. You must add an instrument
method to the sequence list to run the sequence. You can add a processing method to the
sequence before or after you run the sequence.

For both bracketed (open, non-overlapping, or overlapping) and unbracketed sequences, you
can select a different instrument method for each injection. When you are working with a
bracketed sequence, you can select only one processing method for the sequence.

The example sequence that you are working with in this tutorial is an open-bracketed
sequence. All sequences that you create manually by entering the sample information in the
sequence rows of the Sequence Setup view are open-bracketed sequences.
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3 Tutorial 2: Batch Reprocessing Data Files
Adding a Processing Method to a Sequence

For information about using the New Sequence Template dialog box to create unbracketed
sequences or sequences with non-overlapping or overlapping brackets, refer to the Xcalibur
Data Acquisition and Processing User Guide.

To quantify the drugx target component in the example data files, add the
drugx_example.pmd processing method to the existing drugx.sld sequence. You created this
processing method by following “Tutorial 1: Creating a Processing Method.”

% To add the processing method to the sequence

1. If you are working in the Processing Setup window, choose GoTo > Xcalibur Home
Page.
The Xcalibur Home Page window opens (Figure 30).

Figure 30. GoTo menu in Processing Setup

Processing Setup - Quan - |dentification - drugx_example. pmd (Int $td)

=N Help
Inskrurnent Setup
uan Browser

Qual Browser
Library Browser

*calibur Home Page

:

2. To open the Sequence Setup view, click the Sequence Setup icon, “*#® |, on the

Roadmap view.
3. Choose File > Open.

The Open dialog box opens.
4. Browse to the following folder:

drive:\Xcalibur\examples\methods
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5. Select drugx.sld and click Open.

3 Tutorial 2: Batch Reprocessing Data Files
Adding a Processing Method to a Sequence

The drugx.sld sequence opens in the Sequence Setup view (Figure 31).

Figure 31. Sequence Setup view, showing the sequence drugx.sld

‘2’ Thermo Xcalibur Sequence Setup - drugx.sld [Open] - Dataset: new EI@
File Edit Change Actions View GoTo Help
S e DedS DE E bEI 7V
Sample Type [File Name | Sample ID Path Inst Meth Proc Meth Position | Inj Vol | Level
1 drugx_D‘I o1 C:hcaliburerampleshdata | C:hcalibureramplesimethodshdrugs | C:\calibureramplesimethodzhdrugs | 102 B0.0/cald
2 |Sid Brackst drugs_02 0z C:hcaliburerampleshdata | C:\ecalibureramplesimethodshdrugs | C:\+ealibureramplesimethodzhdrugs | 103 B0.0/cald
3 |5td Brackst drugs_13 03 C:hcaliburerampleshdata | C:h«calibureramplesimethodzhdrugs | C:\calibureramplesimethodzhdrugs | 104 B0.0/cald
4 |5id Brackst drugs_04 04 C:hcaliburerampleshdata | C:hcaliburieramplesimethodshdrugs | C:\caliburseramplesimethodzhdrugs | 105 B0.0 cal 2
5  |Std Bracket drugs_05 05 C:hcaliburerampleshdata | C:hecalibureramplesimethodshdrugs | C:\caliburseramplesimethodzhdrugs | 108 B0.0 cal 3
6 |5td Brackst drugs_06 08 C:hcaliburerampleshdata | C:hcalibureramplesimethodzhdrugs | C:\caliburseramplesimethodzhdrugs | 103 B0.0 cal 4
T |5td Brackst drugs_07 o7 C:hcaliburerampleshdata | C:calibureramplesimethodshdrugs | C:\calibureramplesimethodzhdrugs | 110 B0.0 cal &
8 |5td Brackst drugs_08 na Chcaliburerampleshdata | Chcaliburexamplesimethodshdrugs | C:caliburexamplesimethodshdrugs | 111 B0.0 cal &
9 |5td Brackst drugs_03 03 C:hcaliburerampleshdata | C:\ecaliburieramplesimethodzhdrugs | C:\+calibureramplesimethodzhdrugs 112 B0.0 cal 7
10 |5td Bracket drugs_10 10 C:hcaliburerampleshdata | C:calibureramplesimethodshdrugs | C:\calibureramplesimethodzhdrugs | 113 B0.0 cal 8
11 |5td Bracket drugs_11 11 C:hcaliburerampleshdata | C:h+calibureramplesimethodshdrugs | C:\ealiburseramplesimethodzhdrugs | 114 B0.0 cal 9
12 |5td Bracket drugs_12 12 C:hcaliburerampleshdata | C:h\calibureramplesimethodshdrugs | C:\caliburseramplesimethodzhdrugs | 115 B0.0 cal 9
13 |5td Bracket drugs_13 13 C:hcaliburerampleshdata | C:\calibureramplesimethodzhdrugs | C:\calibureramplesimethodzhdrugs | 116 B0.0 cal 9
14 |oc drugs_14 14 Chcaliburexampleshdata | Chcaliburexamplesimethodshdrugs | C:caliburexamplesimethodshdrugs | 121 AO.0GCT
15 |oc drugs_15 158 C:hcaliburerampleshdata | C:hecaliburieramplesimethodshdrugs | C:\calibureramplesimethodshdrugs | 122 AO.0GCT
16 |oc drugs_16 16 C:hcaliburerampleshdata | C:hcalibureramplesimethodzhdrugs | C:\ealibureramplesimethodzhdrugs | 123 AO.0GCT
17 |oc drugs_17 17 C:hcaliburerampleshdata | C:hecalibureramplesimethodzhdrugs | C:\caliburieramplesimethodzhdrugs | 124 AO.0GCT
18 |oc drugs_18 1a C:hcaliburerampleshdata | C:calibureramplesimethodshdrugs | C:\caliburieramplesimethodzhdrugs | 125 AO.0GCT
19 |oc drugs_19 149 C:hcaliburerampleshdata | C:\«calibureramplesimethodshdrugs | C:\caliburieramplesimethodzhdrugs | 126 AO.0GCT
20 |ac drugs_20 20 C:hcaliburerampleshdata | C:hcalibureramplesimethodshdrugs | C:\calibureramplesimethodzhdrugs | 133 AO.OQC2
21 Gc drugs_21 21 C:hcaliburerampleshdata | C:h\caliburieramplesimethodshdrugs | C:\caliburseramplesimethodzhdrugs | 134 AO.OQC2
22 |ac drugs_22 22 C:hcaliburerampleshdata | C:\calibureramplesimethodshdrugs | C:\ealibureramplesimethodzhdrugs | 135 AO.OQC2
23 |ac drugs_23 23 C:hcaliburerampleshdata | C:h\calibureramplesimethodzhdrugs | C:\caliburieramplesimethodzhdrugs | 136 AO.OQC2
24 oc drugs_24 24 C:hcaliburerampleshdata | C:hcalibureramplesimethodshdrugs | C:\caliburseramplesimethodzhdrugs | 137 AO.OQC2
25 ocC drugs_25 28 C:hcaliburerampleshdata | C:h\calibureramplesimethodshdrugs | C:\calibureramplesimethodzhdrugs | 138 AO.OQC2
26 |Oc drugs_26 26 C:hcaliburerampleshdata | C:hcalibureramplesimethodzhdrugs | C:\ealiburieramplesimethodzhdrugs | 1339 AO.0GQC3
21 oc drugs_27 27 C:hcaliburerampleshdata | C:hecaliburieramplesimethodshdrugs | C:\+ealiburieramplesimethodzhdrugs | 140 AO.0GQC3
28 ocC drugs_28 28 Chcaliburexampleshdata | Chcaliburexamplesimethodshdrugs | C:caliburexamplesimethodshdrugs | 141 AO.0GQC3
29 |ac drugs_29 29 C:hcaliburerampleshdata | C:h\caliburieramplesimethodzhdrugs | C:\caliburseramplesimethodzhdrugs | 142 AO.0GQC3
30 |ac drugs_30 i} C:hcaliburerampleshdata | C:hcaliburieramplesimethodshdrugs | C:\caliburseramplesimethodzhdrugs | 143 AO.0GQC3
3 ac drugs_31 kil C:hcaliburerampleshdata | C:hcaliburieramplesimethodshdrugs | C:\calibureramplesimethodzhdrugs | 144 AO.0GQC3
* 0.1
For Help, press F1 MNUM 6/14/2013 1:15 PM

6. To replace the processing method with your new processing method, do the following:

Thermo Scientific

a.

Double-click any row in the Proc Meth column.

The Select Processing Method dialog box opens.

Browse to the folder where you stored your new processing method.

drive:\Xcalibur\examples\methods

Note If you have not already created a new processing method, create one by

following the procedures in “Tutorial 1: Creating a Processing Method.”

Select drugx_example.pmd and click Open to enter the new processing method in

all the rows of the sequence.
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3 Tutorial 2: Batch Reprocessing Data Files
Adding a Processing Method to a Sequence

42

7. Change some of the QC sample types to unknown sample types as follows:

Xcalibur Getting Started Guide

a. Inrow 14, click the Sample Type column and select the Unknown sample type from

the list.

b. Repeat this procedure to select the Unknown sample type for rows 15 to 18, 20 to
24, and 26 to 30.

Notice that the Level column lists the calibration level of each standard. When you add a

quantitative processing method to a sequence and select a standard sample type in the

Sample Type column (Std Bracket for an open-bracket sequence), the Level list appears in
the Level column (Figure 32). To finish setting up the calibration information, you must
select the appropriate calibration level for each standard sample.

Also notice that the Level column still lists the QC names for the QC samples you
changed to the Unknown sample type. The data system updates the information in the

Level column when you save the sequence file.

Figure 32. Level list for the drugx processing method

Sample Type
1 Std Bracket drug=_01
2 |Std Bracket druge_02
3 |Std Bracket drugs_03
4 |5td Bracket druge_04
5  |5tdBracket druge_05
6 |5Std Bracket druge_06
T |5Std Bracket druge_07
8 |Std Bracket druge_08
9 |Std Bracket drugs_08
10 |Unknown druge_10
11 | Unknown druge_11

File Name

Proc Meth
C:\Healiburhesampleshmethodsz drugs
C:'ezaliburexamplesmethodsdrug:
C:\Healiburhesampleshmethodsz drugs
C:'ezaliburexamplesmethodshdrug:
C:\Healiburhesampleshmethodsz drugs
C:'ezaliburexamplesmethodshdrug:
C:\Healiburhesampleshmethodsz drugs
C:'ezaliburexamplesmethodshdrug:
C:\Healiburhesampleshmethodsz drugs
C:'ezaliburexamplesmethodshdrug:
C:\Healiburhesampleshmethodsz drugs

. To save the sequence, choose File > Save As.

The File Summary Information dialog box appears.

Type sample Drugx_Example sequence in the Comment box (Figure 33).

Figure 33. File Summary Information dialog box

Header:

Created:
rodified:

Last saved by
Mumber of zaves:

LComment;

File Summary Information

Thursday, June 20, 1396 4:55:27 P
Tueszday, Januam 27, 1993 1004323 Ak

Hemeriwan

-

(]

zample Drugk_Ewample sequence

0Ok ] [ Cancel ] [ Help

call

Level

cal 1

cal 3
cal 4
cal b
cal b
cal 7
cal 8
cal 9
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10.

11.

12.

Click OK.

The Save As dialog box opens.

3 Tutorial 2: Batch Reprocessing Data Files
Adding a Processing Method to a Sequence

Type drugx_example in the File Name box and click Save.

The sequence is saved as drugx_example.sld in the following folder:

drive:\Xcalibur\examples\methods

Verify that the sequence now looks like the one shown in Figure 34.

* The ProcMeth column lists your new processing method, drugx_example.

* In the Sample Type column, rows 14-18, 20-24, and 26-30 list the Unknown

sample type.

¢ In the Level column, rows 14—18, 20-24, and 26-30 are blank.

The information in the Instrument Method, Position, and Inj Vol columns is required for

data acquisition, but this information is not used for data processing.

Figure 34. Drugx sequence, with drugx_example.pmd selected as the processing method

View GoTo Help

e W&

‘2’ Thermo Xcalibur Sequence Setup - drugx_example.sld [Open] - Dataset: new
Actions

T

BE »bEN 7V

=N NCR )

drugs_01
drugs_02
drugs_13
drugs_04
drugs_05
drugs_06
drugs_07
drugs_08
drugs_03
drugs_10
drugs_11
drugs_12
drugs_13
drugs_14
drugs_15
drugs_16
drugs_17
drugs_18
drugs_19
drugs_20
drugs_21
drugs_22
drugs_23
drugs_24
drugs_25
drugs_26
drugs_27
drugs_28
drugs_29
drugs_30
drugs_31

Sample Type [File Name | Sample ID

o1
02
03
04
05
0&
07
08
03
10
1
12
13
14
15
16
17
18
19
20
21
22
23
24
25
26
27
28
29
a0
il

Path
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata
C:hcaliburtexampleshdata

Inst Meth
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs
C:hecaliburtexamplesimethodshdrugs

Proc Meth
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example
C:hcaliburtexamplesimethodshdrugs_example

Position | Inj Vol | Level

102
103
104
105
103
103
110
m
12
13
114
115
116
121
122
123
124
125
126
133
134
135
136
137
138
133
140
141
142
143
144

50.0/ cal 1
50.0/ cal 1
50.0/ cal 1
50.0)cal 2
50.0/cal 3
50.0/cal 4
50.0)cal 5
50.0/cal B
50.0/cal 7
50.0/cal 8
50.0/cal 9
50.0/cal 9
50.0/cal 9
50.0
50.0
50.0
50.0
50.0
50.0/QC1
50.0
50.0
50.0
50.0
50.0
50.0QC2
50.0
50.0
50.0
50.0
50.0
500 0C3
01

File Edit Change
.(T\. T"CP' 4
1 |StdBracket
2 |Std Brackst
3 |Std Brackst
4 |Std Brackst
5  |StdBracket
6 |Std Brackst
T |Std Brackst
8 |Std Brackst
9 |Std Brackst
10 | Std Bracket
11 | Std Bracket
12 | 5Std Bracket
13 | 5td Bracket
14 |Urknown
15 |Unknown
16 | Unknown
17 | Unknown
18 | Unknown
19 |ac
20 | Urknowr
21 |Urknown
22 | Urknowr
23 | Urknowr
24 |Urknown
25 |ac
26 | Urknowr
2T |Urknown
28 |Urknown
29 | Urknown
30 | Urknowr
3N |ac
For Help, press F1

MNUM

6/14/2013 1:41 PM
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3 Tutorial 2: Batch Reprocessing Data Files
Batch Reprocessing the Sequence to Produce Result Files

Batch Reprocessing the Sequence to Produce Result Files

After adding a processing method to the sequence, batch process data files to produce result
files (RST) that you can view in the Quan Browser window.

% To batch reprocess the sequence and perform a quantitative analysis on the raw data
files

1. Do one of the following:

B>

* Click the Batch Reprocess icon, , in the toolbar.
* Choose Actions > Batch Reprocess.

The Batch Reprocess Setup dialog box opens (Figure 35).
Figure 35. Batch Reprocess Setup dialog box

Batch Reprocess Setup @

Frocessing Actions
¥ Quan Process Rows: |1-31

v Peak Detection & Integration

[ Beports
v
[

[ Programs

[ Create Quan Summary Spreadshest

Advanced Optionz

[ Replace Sample [nfo

2. To set up the batch process options as shown in Figure 35, select the Quan, Peak
Detection & Integration, and Quantitation check boxes.

3. Type 1-31 in the Process Rows box.
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4. To start batch reprocessing, click OK.

For each raw file, the data system creates a results file with the same name. The data
system exports the results files to the folder where the raw files are located.

In this example, the data files are in the following folder (Figure 36):

drive:\Xcalibur\examples\data\

Figure 36. Explore directory, showing the location of the raw data files (RAW) and the result
data files (RST)

: -IEI -FH
mv| . v Computer » OSDisk (C:) » Xcalibur » examples » data = | +y | | Search data D |
File Edit Yiew Tools Help
Organize * Open withQual Browser - E-rnail Burn MNew folder =+ [ @I
‘] & 0sDisk (C:) g Mame - Date Type i
I+ 1) SWINDOWS.~BT . .
|| data_dependent_01.raw 8/30/2012 7:31 PM Kealibur.QualBrowser RAW =
[ 1) SWINDOWS.~LS . )
b Dell || data_dependent_02.raw 8/30/2012 7:31 PM Xealibur.QualBrowser, RAW
. | drugx_ 01.raw 8/30/2012 7:30 PM Xcalibur.QualBrowser, RAW
= ) Drivers -
b @} Progam Files [ || drugx 01.RST 4/3/2013 1:56 PM RST File
b Qi Programbata | drugsx_02.raw 8/30/2012 7:30 PM Kealibur.QualBrowser, RAW
b [l Thermo || drugx 02.RST 4/3/2013 1:32 PM RST File
bl Users S | drugx_03.raw 8/30/2012 7:31 PM Xcalibur.QualBrowser RAW
b [} Windows || drugx_03.RST 4/3/20131:32 PM RST File
4 [} Xcalibur | drugsx_ 04 raw 8/30/2012 7:31 PM Kealibur.QualBrowser, RAW
b data T || drugx 04.RST 4/3/2013 1:32 PM RST File
. || drugx_05.raw 8/30/2012 7:31 PM KXealibur.QualBrowser. RAW
| examples
data || drugx_05.RST 4/3/20131:32 PM RST File
K
I methods | drugx_06.raw 8/30/2012 7:31 PM Xealibur.QualBrowser, RAW
L—;'JE DVD Rw Drive (D:] L dru gx_ﬂﬁ.RST 432013 1.32 I:'M RST FIIE
G || drugx 07 .raw 8/30/2012 7:31 PM KXcalibur.QualBrowser. RAW
M Metwork )
|| drugx_07.RST 4/3/20131:32 PM RST File
5 Control Panel ) )
|| drugx 08.raw 8/30/2012 7:31 PM Acalibur.QualBrowser, RAW i
- 4 m | F
drugx 01.RST Date modified: 4/3/2013 2:29 PM Date created: 4/3/2013 1:56 PM
R5T File Size: 191 KB
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Tutorial 3: Working with Result Files in Quan

Browser

After adding a processing method to the sequence and then batch reprocessing the sequence,
review the result files and the calibration curve for the drugx target component in the Quan
Browser window. If necessary, you can modify the identification, detection, integration, and
some of the calibration parameters contained in the processing method.

This tutorial describes how to review quantitation data and how to modify portions of the
processing method in the Quan Browser window.

Contents

* Reviewing a Sequence of Result Files in Quan Browser

* Modifying the Processing Method in Quan Browser

When the Xcalibur data system processes a bracketed sequence, it stores the calibration results
for the quantified components in the result files (RST), bracket by bracket. When you open a
processed sequence in the Quan Browser window, Quan Browser displays the list of associated
result files by bracket.

The example drugx sequence is an open-bracketed sequence. This means that the entire
sequence is treated as one bracket. When you open the processed sequence in the Quan
Browser window and select the All tab to display all of the sample types, the Bracket in Use list
displays Bracket 1. The Calibration File box lists the calibration in use as an Embedded
Calibration (that is, the calibration information in use is embedded in the result files).

Reviewing a Sequence of Result Files in Quan Browser

Thermo Scientific

In the Quan Browser window, review the quantitative analysis results of the processed drugx
sample set. For additional information about using Quan Browser, refer to the Xcalibur Quan
Browser User Guide.
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< To review the results after you batch reprocess a sequence

1. To open the processed sequence for the drugx sample set in the Quan Browser window,
do the following:

a. From the Xcalibur Home Page, choose GoTo > Quan Browser (Figure 37).

Figure 37. GoTo menu in Sequence Setup

& Thermo Xcalibur Sequence Setup - drugx example.sld [Open]

File Edit Change Actions ‘iew NeEIfEN Help
. Instrument Setup

S| B i
e fEUR D ( Frocessing Setup | o | | 3

Sample Type File Ni  cualBrowser Path

1 Std Bracket EEEl  Cuan Browser wampleshdata

2 Std Bracket drugs_0  Library Browser wampleshdata

3 Std Bracket drugs 037703 CHRcalbirexampleshdata

The Quan Browser window opens.
b. Choose File > Open.
The Open dialog box opens.
c. In the File of Types list, select Sequence List Files (SLD).

In the Quan Browser window, you can open a sequence list of result files (SLD), a
single result file (RST), or a Quan Browser file (XQN).

When the Xcalibur data system processes a sequence of raw files, it creates one result
file for each raw file, gives the result file the same file name as the raw file, and stores
the result files (RST) in the same directory as the raw files.

If you delete the result files or move them to a different directory than the directory
listed in the sequence file, Quan Browser will not be able to locate the files.

d. In the Look In list, browse to the appropriate folder.

drive:\Xcalibur\examples\methods

Note If you have not already created a sequence, create one by following the
instructions in “Tutorial 1: Creating a Processing Method” on page 11 and
“Tutorial 2: Batch Reprocessing Data Files” on page 39. Or, open the drugx.sld
sequence.

e. Select drugx_example.sld and click Open.
The View Sample Types dialog box opens (Figure 38).
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Figure 38. View Sample Types dialog box
View Sample Types |§|

—Wiewing Options -

f* Show Standard and OC zample tpes

7 Show All zample twpes

[ Don't azk again Help

(o |

Select the Show All Sample Type option and click OK.

The drugx_example.sld sequence opens in the Quan Browser window. The results
grid contains five tabbed pages: All, Standards, QCs, Blanks, and Unknowns. As
shown in Figure 39, the Standards page in displayed in the results grid. The internal
standard D4 is selected in the component list, and the calibration curve view is
displayed in the companion view.

Figure 39. Quan Browser window with the internal standard D4 selected in the component list

[ Thermo XcaliburQuan Browser, - drugx_example.sld (Bracket 1, View All)

o)X

File Wiew Zoom Options GoTo Help
=\ SEE] #][s|e]= ] o]ole] H]F 2
—
Bracket inuse |EEAN Calibratiaon File |Embedded Calibration drugs
File Hame Sample Type Sample Hame Integration Type
2 drugx_02 Standard Method Seftings
5 drugx_03 Standard Method Settings
4 drugx_04 Standard hethod Settings
5 drugx_ 05 Standard Method Settings
5] drugg_ 06 Standard hethod Settings
7 drugx_07 Standard Method Settings
g |drugx_0& Standard Method Settings -
|4 [» [§ Al Standards 4 0Cs 4 Blanks £ Unknowns | 4 »
drugz_01 [Mcthod [fcttings)
STD=10 pgiml.IS=101| pgiml 40000004
100 RT. 490 -
@ -
£ 2000000~ I
a0 < _
01283 455 572 .
o AR LA R LA 0 T T T 1T T T T 1]
4 s 0 100 200
Tirme {rmin) pafmi
JReady Bi1:|f2013 |3:53 PM

Standards page of the results grid

Thermo Scientific

Calibration curve view Components list

2. To display all of the data files, click the All tab at the bottom of the results grid.
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50

3. Scroll down the results grid and verify that the sample types and calibration levels are
labeled correctly.

Select the first data file in the results grid.

Check each component in the data file for peak detection and integration problems as

follows:

a.

b.

f.

g

Select D4 in the components list.
Inspect the component peak in the chromatogram view as follows:

i.  Verify that the data system found the peak.

The data system shades found peaks gray and marks the starting and ending
points with square integration markers.

ii. Make sure that the peak is integrated properly and that the shaded area accurately
represents the contribution of the component to the chromatogram.

If necessary, modify the peak detection or integration parameters for D4.
Select drugx in the components list.

Inspect the component peak in the chromatogram view and verify that the data
system found the peak and that the peak is integrated properly.

If necessary, modify the peak detection or integration parameters for drug x.

Click the next row in the results grid view to select the next data file.

6. Repeat step 5 for each data file.

7. Check the calibration curve for the target compound, drug x, as follows:

Xcalibur Getting Started Guide

a.

b.

In the Components list, select drugx to display the results for the target compound.
Inspect the calibration curve in the calibration curve view (Figure 40).

If necessary, modify the processing method’s calibration curve parameters.

For more information about modifying processing methods in the Quan Browser
window, see “Modifying the Processing Method in Quan Browser” on page 51.
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Figure 40. Quan Browser window, with the target compound drugx selected

% Thermo Xcalibur Quan Browser - drugx_example.sld {Bracket 1, View All)

File Wiew Zoom OQptions GoTo  Help

e SEE s|e[$]*elo[s] BF 2

04
Bracket in use IBracket 1 ;I Calibration File IEmbedded LCalibration _

File Hame Sample Type Sample Hame Integration Type =
2 drugx_ 02 Standard hethod Zettings
3 drugx_03 Standard Methiod Setting=
4 drugx_04 Standard hethod Settings
5 drugx_05 Standard hethod Zettings
5] drugx_06 Standard Method Settings
7 drugx_07 Standard hethod Zettings
g drugx_05 Standard fethod Settings hd
« [ T\ &Il b Standards £QCs £ Blanks £ Unknowns || 4 _PIJ
dragz_01 [Method Scttings)
ETD=10 pgl/mlIE=100 pgiml
: i
100 T 491 =
T 5
a0 O
440 471 547 =
T T | A R ]
4 5 0 500 1000
Time (min} pairl

[T T [Ef1d4pz013 [mE5PM 2
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Modifying the Processing Method in Quan Browser

52

You can modify some sections of the processing method in Quan Browser. The sections that
you can modify include the identification, detection, and integration parameters for the
chromatographic peaks in the components list and several of the calibration curve parameters.
You cannot modify the amounts for the calibration levels.

< To modify the processing method

1. If the sequence for the drugx sample set is not open in the Quan Browser application,
open this sequence as described in step 1 of “Reviewing a Sequence of Result Files in
Quan Browser” on page 47.

2. In the components list on the right side of the Quan Browser window, select drugx.

Note You can modify some of the settings for a processing method in the Quan
Browser window:

* Use the User Peak Detection Settings dialog box to modify the component
identification, detection, and integration settings.

* Use the Calibration Options dialog box to modify some of the calibration curve
parameters.

3. To modify an identification, a detection, or an integration parameter, such as Constrain
Peak Width, do the following:

a. Right-click the chromatogram plot view and choose User Peak Detection Settings
from the shortcut menu.

The User Identification Settings dialog box opens (Figure 41).
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Figure 41. User Identification Settings dialog box

User Identification Settings El

Identification] Detection  |C15 Integration IIEIS Advanced] Flags ]

Smoaothing Points:
B azeline Window:

Area Moize Factor:

714

Peak Moize Factor

W Constrain Peak ‘wWidth

Peak Ht (%] |1.0
Tailing Factor: 10.9
0k Cancel | ‘ Help

b. Click the ICIS Integration tab.
The ICIS Integration page opens.
c. Select the Constrain Peak Width check box.
d. Type 1 in the Peak Ht[%] box.
e. Type 0.9 in the Tailing Factor box.
. Click Apply To All to update the integration of the result files in the sequence.

The Processing dialog box opens and processes the result files in the open sequence.
View the result of this new setting in the Chromatogram Plot view.

Note This new integration setting is temporary unless you save it to the
processing method by exporting the method.

. To modify the calibration curve, do the following:

a. Right-click the calibration curve plot view and choose Calibration Settings from the
shortcut menu.

The Calibration Options dialog box opens.
b. Click the Curve tab.
The Curve page opens.
c. Select Linear from the Calibration Curve Type list.

d. To display the new curve fit in the calibration curve plot view, click Apply.
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e. Click OK to close the dialog box.

Note You cannot change the amount of the target component for each
calibration level. But you can exclude calibration points from the calibration
curve and save the new settings as an Xcalibur Quan file (XQN). The Xcalibur
Quan file lists the excluded calibration points.

5. To save the modifications as a new processing method, do the following:
a. Choose File > Export Method.
The Save As dialog box opens.
b. Type drugx_example_2 in the File Name box.
c. In the Directories box, browse to the following folder (Figure 42):
drive:\Xcalibur\examples\methods

Figure 42. Save As dialog box

Save Az @
File Harmne: Directonies; -
drugx_exampled prd o smethods
drugs. prnd s E" ot !
drug:-_:_e:-:ample.pmd (= KCALIBLR
gteroid. prnd
= [=r examples
= methods
<4 Mo header
Lizt Files of Tupe: Dirives:
Procesz Files [*.pmd] - = o 05D0izk - M etwark....

i

Created: Thurzday, June 20, 1996 4:53:51 P
By linda, Logon D linda

Times saved: 45

Lazt edited: Thursday, June 13, 2013 2:02:23 P
By liza.cook |, Logon 1D liza.cook

Surmmary info:

drugs processing method

d. Click OK to export the processing method to the selected folder and close the dialog

box.
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Tutorial 4: Reviewing, Specifying, and Printing
Reports

To print reports as you batch reprocess a sequence, specify one or more report templates in the
processing method.

This tutorial describes how to review, specify, and print reports.

Contents

* Previewing Reports in XReport
* Specifying Report Templates in the Processing Method

* Printing Reports During Batch Reprocessing
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Previewing Reports in XReport

Before adding a report template to the processing method or before using the processing
method to print reports, preview the results of the selected template with representative data
in XReport. Previewing reports helps you avoid printing reports with inadequate information

or inefficient formatting.

< To preview a representative peak integration report and a representative calibration

report

1. To start the XReport application, do one of the following:

* On the computer desktop, double-click the XReport icon,

—Or—

* From the taskbar, choose Start > All Programs > Thermo Xcalibur > XReport.

Figure 43. XReport window showing a new blank report template

XReport opens and creates a new template (Figure 43).

D|=(a] s|=|e

5’(‘] Thermo XReport - [Untitled - for Xcalibur]
File Edit View Layout Report Help

o= 4|3 9]
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EN

Quan Repeating
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=l Ef

Annotation Report Info
&) [
EITHMAPR
Bitmap Columns

Electronic Sample Header
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06/20/12 [18:20:50
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2. Choose File > Open.

The XReport Templates dialog box opens (Figure 44).

Figure 44. XReport Templates dialog box
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3. Select PeakIntegration.xrt and click Open.

The PeakIntegration.xrt report template opens in the XReport window (Figure 45).

Figure 45. PeakIntegration.xrt report template
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4. To select a representative data file to test the peak integration, choose Report > Data
Sources.

The Data Sources dialog box opens. To test a sample report, you must open a
representative processing method, raw data file, result data file, and sequence file.
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5. Select the appropriate files:

* Select the processing method as follows:

a. In the Processing Method File area, click .

The Select Processing File dialog box opens.
b. Browse to this folder: drive:\Xcalibur\examples\methods.
c.  Select drugx.pmd.
d. Click Open.

e Select the raw data file as follows:

a. In the Raw Data File area, click .
The Select Raw Data File dialog box opens.
b. Browse to this folder: drive:\Xcalibur\examples\data.

c. Select drugx_03.raw.
d. Click Open.

e Select the result file as follows:

a. In the Raw Data File area, click .

The Select Result File dialog box opens.
b. Browse to this folder: drive:\Xcalibur\examples\data.
c.  Select drugx_03.rst.
d. Click Open.

* Select the sequence file as follows:

a. In the Sequence List File area, click .

The Select Sequence dialog box opens.
b. Browse to this folder: drive:\Xcalibur\examples\methods.
c. Select drugx_x.sld.
d. Click Open.

6. Verify that the selections in the Data Sources dialog box are the same as those in
Figure 46.
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Figure 46. Data Sources dialog box

Data Sources

Calibration File

LCancel

Processing Method File Apply

|E: wcaliburseramplestmethodshdrugs. prd

Help

FEREE §

F aw Data File Default...

|E: wcalibureramplestdatabdiugs 03 ram

Fezult File
|I:: woaliburerampleshdatatdrugs_03.R5T

=
B
B
B

Sequence List File

|I:: Wcalibureramplestmethodshdrugs. zid

7. Click OK to accept the settings and close the dialog box.
8. Choose Report > Resolve Report from the XReport main window.

The peak integration report opens, displaying the data from the drugx.rst file. For this
data file, the report is two pages. Figure 47 shows the first page and Figure 48 shows the
second page.

Figure 47. Peak Integration Report, page 1
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Figure 48. Peak Integration Report, page 2

Peak Integration Report

druex D4
Expected nr,l:_:u_.sm w:‘:.:uu " Expected Hr.::f-”’ “:!.:Ex "
Fetention mresme  Fetention oy camm
Time l[_m.in]l: 49 o+ Toamamay  Tirae (roind: 49 b iy
Retention ] g Retention et
Titoe Windowr Tirae Windowr
(sec): 30.00000 1 (sec): 3000000 I
View Width L View Width ™
(Tem): 2.00000 e {Todn): 2.00000 4 an|
Betention . Fetention £
Titne L Tite ¢
Reference: Ho = Feference: Ves 7
CGenesis o Genesis 20+
Dulinirvaurm Peak d Iliniranrn Peak -
Height (S/): s ean Height (3/H):  Hik
Cenesis . I Cenesis "I Y
Smothj.ng rma|mn) Smutlﬁng rimm jmn)
Pomnts: Mt Points: ML
Detector Type: WIS Detector Type: M3
WValley Walley
Detection Detection
Enahled: Hr Frabled: Mg
Genesis (Fenesis
Constrain Pealk Constrain Peak
Width Width
Enabled: M Enahled: s
Cormponent Marme:  dimg: Ltual BT (rmin). 439917 Caleulated Awount: 209024
Fesponse: 19082616747 Biaze Line: BB Signal To Moise: 0459
SDiff -0.10 Area Ratio: 0,096 Arealcts-sec): 19082616747
Specified Armount:  10.00000

9. Close the report, but do not close the XReport application.
10. Choose File > Open.
The XReport Templates dialog box opens.
11. Select CompCalReport_ICIS.xrt and click Open.
XReport opens the CompCalReport_ICIS.xrt report template.

12. To select a representative sequence file to test the component calibration report, do the
following:

a. Choose Report > Data Sources.

The Data Sources dialog box opens (see Figure 46 on page 60). The dialog box is
populated with your previous selections.

b. Click OK to close the Data Sources dialog box.

13. Choose Report > Resolve Report.
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The application combines the data with the report template and opens the component
calibration report, displaying the data from the drugx.sld sequence file. The component
calibration report for the drugx.sld sequence file is six pages long. Page 5, containing the
calibration curve for drugx, is shown in Figure 49. Page 6, which shows the calculated
amounts for drugx, is shown in Figure 50 on page 63.

Figure 49. Component calibration report, showing the calibration curve for drugx, the target

compound
Component Caliteation Report
Calibration
Component Tepe: Taree t Compound
YBED Caloulation Method:  Tze calculsteds mounts
Internal Standard
IETD Amount N'A
I3TD Units: N'A
Target Com 5
I3TD: D4
Weishtine Onaler 3D
Oyrizin: Ienor=Oyrisin
Response: Ars
Calibetion Curve: Cruadgtic
Tere=tUnik: ol
Mumberof Tzl Levels: o
Number of OF Lenels: 3
Peak Purity ions
Sizn Theeshold nATT: N'A
Pezk Coverags (Vg H'A
Limit 5canf znes {nml: H'A
dug

Amea Ratio
s =3 @

(5]

L o e o LI B oo o o e e e e e e e L

4] 200 1000

pgmi

OC Lawel Amonat
QCl 10.000
0oC1 400000
oC3 1000 000

Cal Level Amondt
cll 10.000
=l 15.000
=3 50.000
=4 100000
2l 3 200000
(=1 400000
(=l GOLO0D
czl B BO0OOD
E=1Y 1000 000

@m Enosienaire dats toreport

Dagpid &
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Figure 50. Component calibration report, showing the calculated amounts for drugx, the

target compound

Component Calibration Report
Saraple [D Area  Area Ratio [STD Area  Specified Amount  Caloulated Smount % Doff e BSD
01 188710.251 0.091 2078851 260 10.00000pgfral 94718 pgiml -5.28 9940
02 211511 838 0.7 1982388 147 10.00000pg 11.23365pgfml 1234 9980
03 180306.351 0.091 1976747 831 10.00000pg 9. 5202 2ngiml -4.50 9980
04 451037.533 0222 2031139035 2500000/l 2400399 gl -3.98 0,000
05 B85012.506 0.434 2038543 072 50.00000pg 474901 3pgfml -5.02 0,000
06 1863855738 0oz 2021162 567 100.00000pged 101 58705 pgfral 1.58 0,000
or o 3971164797 1533 2163988 136 200.00000p/ed 202 97823 ngrd 1.42 0,000
02 2383333830 3687 2267325 391 400.00000ped 410 55490 naral 265 0,000
09 12075236424 5437 2200207 924 600.00000pg /] 611.04911 pired 124 0,000
1o 17476372702 .09 226T013.730 200.00000pged 861.41090ng 768 0,000
11 21056082.091 3.604 2447194 537 100000000 gzl P2 426 pgirad S35 1.570
12 21901731830 2608 2544250 852 100000000l P63.1 7444 naral -368 1.570
13 22071424038 BB 2598943 509 100000000 gl PEQ 2EEI S ngil -1.07 1.570
14 311190.520 0138 2259271 484 it 14669685 pgfal Mik Mis
15 225704.69% 0115 1962050435 it 1215660 gl Mik Mis
16 227047 300 0.109 2090424 203 it 11 44590pgfml Mik Mis
17 212317 0.1o7 2026948 538 it 11.27500pg al Mik Mis
12 213032790 0.0z 2080415 532 iy 10.7581 5pgfral Hik M
12 206536.121 0118 1749375 294 10.00000 gl 125107 Tpglal 2511 0,000
20 TeE1931.520 3821 2083738 522 ity 424 39301 pgirad Hik Mk
21 7930753484 3ETL 2045563176 it 430 02691 pafrad Mik Mis
22 ZER4A0T 016 5.007 222593049 it 444051 20l Mik Mis
23 2aTI0T2992 3641 2383086.126 it 404 2573 pgirad Mk His
24 TNaTER 166 3.553 2171640 815 it 294,491 45 pirad ik His
25 BEE1ZEE.456 3.640 2576058 562 400.00000pg/d 404 2112 Tpgirad 1.05 0,000
26 23IB53TRE93 9252 2516922 507 it 1036.11383pgiml Mik Mis
21 2LE5130639 2914 2497326 5320 it 998 02890 ngiral ik His
28 19445064013 2191 2374075 563 it 915 ET3 Mpgil Mik Mis
2 22034140919 8654 2B45831 276 it PEE 30051 pimd Mik Mis
30 20196941 490 8.034 2260567 185 it 1000.141 55pgil Mik Mis
31 22T135EM 9.103 2447197 470 100000000l 1019 272N pgfeal 193 0,000
[There is no signature data to report. |
CALCO Datarrwr 2741 75at 0504 dge 03 Page fiof &
WD1
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Specifying Report Templates in the Processing Method

The Xcalibur data system contains a set of report templates that provide basic formats for
reporting results. To change the layout of a report or to create a completely new template, use

the XReport application. For instructions on creating custom reports, refer to the XReport
User Guide.

After previewing the results of combining a sample data set with the report templates in the
XReport application, follow this procedure to add the report templates to the processing
method.

< To specify the report templates for a processing method

1. Open the Reports view of the Processing Setup window by doing one of the following:

* On the View bar, click the Reports icon,
—or—

* On the menu bar, choose View > Reports.
The Reports view opens (Figure 51).

Figure 51. Reports view of the Processing Setup window

fz’—”-'Thermu Acalibur Processing Setup - Reports - drugx. pmd {Int 5td) |;||E|E|
Eile Wiew Options GoTo Help

D|=|=

S| 2| ¥[$[2[er[o]d] ?

HE Sample reports:
‘ [Foomee e Sample bpe e |
Quan Enable Std Qc Unk | Other Save As Report Template Hame
117 = ez e Tes Mone
* ez ez ez ez Mone
Sumnmary reports:
Reports
Enabhle | Save As Report Template Hame
% * Haone |
Programs
0k Cancel Save Az Default Help

-
q | 5
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2. In the first row of the Sample Reports table, set up a sample report as follows:

a. Click the Enable column.

The data system selects the Enable check box. When you click anywhere else in the
view, the text “Yes” replaces the check box.

b. In the Save As column of the same row, select Doc to save the report as a DOC file.

The data system saves reports generated from the processing method in the same
directory as the source data files and names files in the format data file name_template
name.xxx, where data file name is the name of the data file, remplate name is the name
of the template used to generate the report, and (.xxx) is the suffix (for example, .doc
or .pdf) indicating the file type. If more than one report is generated from the same
data file and template, XReport adds a date stamp before the suffix.

c. Select a sample report template as follows:

i. Double-click the Report Template Name column.

The Browse for Sample Report Template dialog box opens to the following
folder:

drive:\Xcalibur\templates

ii. To choose the sample peak integration report template, select
PeakIntegration.xrt and click Open.

3. In the second row of the Sample Reports table, set up a sample report as follows:
a.  Double-click the Enable column.
The data system selects the Enable check box.
b. In the Save As column of the same row, select Doc to save the report as a DOC file.
c. Select a sample report template as follows:
i. Double-click the Report Template Name column.
The Browse for Sample Report Template dialog box opens.

ii. To choose the sample component calibration report template, select

CompCalReport_ICIS.xrt and click Open.
4. Click OK to save the settings.

5. Verify that the Report view matches Figure 52.
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Figure 52. Selecting peak integration report and component calibration report templates
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Printing Reports During Batch Reprocessing

The data system uses the report templates that you specify in the processing method to print
reports when you batch process (or reprocess) a sequence.

< To print reports while batch reprocessing a sequence

1. Return to the Xcalibur Home Page by choosing GoTo > Xcalibur Home Page from the
menu bar.

2. Open the Sequence Setup view by doing one of the following:
« On the Xcalibur Home Page toolbar, click the Sequence View icon, %5 .
—or—
* On the menu bar, choose View > Sequence Setup View.

3. If the drugx_example.sld sequence is not already open, open it as follows:

a. Do one of the following:
* On the Sequence Editor toolbar, click the Open icon, &
—or—
* From the menu bar, choose File > Open.

The Open dialog box opens.

b. Browse to the following folder:

drive:\Xcalibur\examples\methods

c. Select drugx_example.sld and click Open.
The drug_example.sld sequence opens.
4. Open the Batch Reprocess dialog box by doing one of the following;
+ On the Sequence Editor toolbar, click the Batch Reprocess icon, |12 .
o

* On the menu bar, choose Actions > Batch Reprocess.
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Figure 53 shows the Batch Reprocess Setup dialog box.

Figure 53. Batch Reprocess Setup dialog box showing selections for printing reports

Batch Reprocess Setup E]

Frocessing Actions
[ Quan Process Rows: [1-2

-

%

[ Print Sample B eports

[ Print Surnrnary Feparts
[ Programs

[ Create Quan Summary Spreadsheet

Advanced Optionz
~

5. Select the Reports check box, and then select the Print Sample Reports check box.
6. Type 1-2 in the Process Rows box.
7. Click OK to start batch processing and report generation.

The data system prints the reports for the first two data files in the sequence.

For more information about acquiring and processing data, refer to the Xcalibur Data
Acquisition and Processing User Guide.

For more information about reviewing quantification data, refer to the Xcalibur Quan Browser

User Guide.

For more information about the XReport reporting tool, refer to the XReport User Guide.
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