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1 Introduction

About this Training Workbook

This Training Workbook provides instructions on the Agilent 6545XT AdvanceBio
LC/Q-TOF systems running MassHunter Data Acquisition 12.1.

For additional information on the software and detailed instructions on the
workflow not covered in this workbook, see the Online Help.

This workbook is your introductory guide for the set-up and execution of basic
procedures with the LC/Q-TOF and method development workflow. This workbook
is divided into chapters, each building upon the last, so we recommend that each
chapter is completed in succession. During each chapter, lessons are guided by an
Agilent-certified service professional.

By completing this learning event, you'll have an introductory level of experience in
the use of an Agilent 6545XT AdvanceBio Q-TOF LC/MS System.

This introduction covers:
e Reviewing hardware components and software procedures
o Performing a checktune
e Acquiring and analyzing a sample
e Performing routine maintenance
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Introduction

How to use this Workbook

This learning experience introduces basic concepts in a learning-by-doing, guided
manner. Each chapter uses step-by-step instructions.

Exercises to be completed are marked like this:

Exercise Name

Exercise Instructions

Task steps look like this:
1 Tasks or items needed to complete tasks look like this.

If you are expected to enter any information or if something is important, it is set
in italicized type like this:

Type Blank One in the field.

If you are expected to press a key on the keyboard or button on the software
screen, the key is displayed in bold like this:

Press Enter.

Cross references appear in blue:

(For example, Link)
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Introduction

Before You Begin

This introduction workbook is recommended for all participating end users.

o Download the Agilent 6545XT AdvanceBio Q-TOF LC/MS System User
Guide by scanning the code or navigating to
https://aglt.co/LCMSUserDocs.

e Usethe Agilent 6545XT AdvanceBio Q-TOF LC/MS System Introduction
Workbook and Introduction Checklist with your Agilent-certified service
professional and keep for future reference.

Additional Resources

User Documentation

Data analysis and library management documentation can be found by scanning
the code or navigating to https://aglt.com/DALibMgmtDocs.

Instrument documentation, step-by-step videos, and more can be found by
scanning the code or navigating to https://aglt.co/LCMSUserDocs.

Agilent Q-TOF LC/MS Supplies

Use this quick reference list to keep your shelves stocked by navigating to
https://aglt.co/LCQTOFSupplies

Introduction Workbook
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Introduction

Where to find more information

Agilent Community

To get answers to your questions, join over 10,000 users in the Agilent Community.
Review curated support materials organized by platform technology. Ask questions
to industry colleagues and collaborators. Get notifications on the latest videos,
documents, tools, and webinars relevant to your work.

https://community.agilent.com/
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2 Hardware

Overview

In this section, you'll identify basic hardware components and their locations for
the Agilent 6545XT AdvanceBio LC/Q-TOF system.

Fill in the Blank:

Work with your Agilent Service Engineer and/or use the Agilent 6545XT
AdvanceBio Q-TOF LC/MS System User Guide to label the flagged
components for your installed instrument(s).
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Hardware

Front view
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Hardware

Side View
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Hardware

Back View
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Hardware

Basic Components

lonization Source

Agilent liquid chromatography/mass spectrometry (LC/MS) ion sources
enable analysis of a wide range of samples quickly and accurately. These
easily interchangeable ion sources for Agilent LC/MS systems include the:

~ —== « Agilent Jet Stream (Dual AJS)
( L source

o Electrospray lonization (Dual
ESI) source

‘ e Atmospheric Pressure
w Chemical lonization (APCI)
i N source

e Multimode source (MMI)

Introduction Workbook 16



Hardware

- e Agilent nanospray ESI source

Hardware Introduction

1 List the ionization source in use:

2 ltisreviewed on page of the user guide and includes the following
parts:

3 List the name and part number of the proper tune solution for this
system:

Introduction Workbook
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Hardware

Calibrant Delivery System (CDS)/Bottle

The calibrant delivery system (CDS) introduces calibration solution for automated
mass calibration of the mass spectrometer, to ensure that the mass accuracy of
the system is maintained throughout batch acquisition.

Introduction Workbook 18



Hardware

Hardware Introduction

1 Practice removing and attaching the calibrant bottle and the internal
reference mass bottle.

2 Are the calibrant bottle and the internal reference mass bottle
interchangeable? Why?

3 How often is the calibrant bottle checked and refilled?

Introduction Workbook
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Hardware

Nebulizer

A nebulizer is a device for producing a fine mist of charged droplets that converts
a liquid sample into an aerosol for introduction into the vacuum system.

Nebulizer adjustment kit
Use to check the condition
and concentricity of the
APCI & APPI needle, and to adjust the ESI, MM, & AJS
Nebulizer needle position Nebulizer

View The Needle

1 Find your nebulizer type per the user guide or the document that comes
with the kit. List the part number below:
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Hardware

Rough Pump

MS-40+

Locate The Oil Sight

Using the user guide, fill out the following information:

1 Theoil level should be the marks for Max and Min.
2 Check that the pump oil is and the color is than amber.
3 Ifthe pump oilis or full of replace it.
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Hardware

Waste Bottle from LC pump or Mass Spectrometer-

©
Waste Bottle
1 At what level should you empty the waste bottle?

2 Does the waste bottle have a waste line connected? Why is this
important to keep in place?

Introduction Workbook
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3 Software Basics

Overview

The MassHunter Control Panel is the administrative and management center for
MassHunter Data Acquisition software:

e Fullinstrument status information of your entire laboratory.

e Central configuration and administration of users, instruments, and
security settings.

e Full system documentation and built-in reports.

You will review:

e Starting the software

+ Navigation overview

o Closing the connections

¢ Creating projects

e Creating and configuring instruments
e launching instruments

o Offline method editor

o Creating shortcuts
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Software Basics

Software Start-Up

1 From the desktop, double-click the Control Panel icon
2 The navigation pane opens by default and can be minimized or expanded

based on your preference.

User Interface and General Navigation

4p

Create Acquisition _ Close

Selected Row

Instruments

SYSTEM

2023-05-26 14:01:15-07:00
SYSTEM

2023-11-29 08:08:13-08:00
SYSTEM

2023-11-29 08:54:22-08:00
MassHunter Workstation
DESKTOP-655PFQM
Agilent LC TOF or Q-TOF

15

=5 LC/Q-TOF - Control Panel
MANAGEMENT
QS X O A & ¥
Delete Refresh Lo: Configure
Instrument  Instrument Al Instrument  Instrument~ Desktop Shortcuts  Connection
Instruments and Locations. Actions.
Instruments « LC/Q-TOF
4 @ Instruments
o L/a-ToF Project: | Learning Products
4 Status
Panes 4 Details
Instruments — Description:
Controls specific G
. Created by:
instruments. "
Projects — Last configured by:
Create pathS to Last configuration date/time:
. Last modified by:
save prOJeCt Last modified date/time:
data. Application:
. . . Instrument controller:
AdmInIStratlon - Instrument type:
Add and remove "
Conﬁg uration Owner contact information:
» Activity Log (last 7 days)
Instruments.

Current user: SYSTEM (SYSTEM)

(O

Offiine Worklist - Method Comparison

Editor v

LC/MS Acquisition Taols

Launch £

control Panel

Manager

idle [l

Launch Offline &

Ribbon

Main Window

e To minimize the pane, click <<. When minimized, the tab currently selected

is displayed vertically.

e Toexpand the pane, click >>.
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Software Basics

o Drag and drop items in the Instruments and Projects pane. The existing
privileges of the instrument or project are not retained when moving. The
user must have the proper privileges to perform this function.

Close Connection

Use the Close Connection function to sever the connection between the
instrument and the configured Instrument Controller (AIC or Workstation).

1 Click Instruments.
2 Select the instrument to close.
3 Click Close Connection.

& LC/QLTOF - Control Panel

MANAGEMENT

g X O A & w
A S

Edit Delete Refresh Lock

Instrument  Instrument All

Configure  Create Acquisition

Instrument  Instrumentw Desktop Shortcuts | Connection

i

m B

Offline Workiist Method Comparison _ Study

Instruments and Locations Actions

Instruments & LC/Q-TOF
4 @ Instruments
o« LC/Q-TOF Project:  Learning Products
4 Status
» Details

4 Activity Log (last 7 days)
Date/Time

2023-11-29 08:54:22-08:00
2023-11-20 08:09:38-08:00
2023-11-29 08:09:18-08:00
2023-11-29 08:09:15-08.:00
2023-11-29 08:08:13-08:00

2023-11-29 08:08:13-08:00

Instruments «ff 2023-11-29 08:08:13-08:00
2023-11-29 08:07:48-08:00

2023-11-29 08:06:17-08:00

v ovlv v v v v v w

Current user: SYSTEM (SYSTEM)

Introduction Workbook

Selected Row

User

SYSTEM (SYSTEM)
SYSTEM (SYSTEM)
SYSTEM (SYSTEM)
SYSTEM {SYSTEM)
SYSTEM {SYSTEM)
SYSTEM (SYSTEM)
SYSTEM (SYSTEM)
SYSTEM (SYSTEM)
SYSTEM (SYSTEM)

Editor Viewer v Manager v
LC/MS Acquisition Tools |
idle [l
Launch £ Launch Offline &
Description ~

Instrument “Instruments\Revident LC/Q-TOF" was changed
Acquisition Engine: Method 'C:\Projects\Learning Products\Method
Acq Console: User ‘SYSTEM' has logged in.

Engine Launcher: System Engines started.

Configuration of instrument “Instruments\DESKTOP-655PFQM” was
Instrument Configuration: User 'SYSTEM (SYSTEM)' has logged out
Instrument “Instruments\DESKTOP-655PFQM" was configured
Instrument Configuration: User ‘SYSTEM (SYSTEM)' has logged in.

Instrument Configuration: User "SYSTEM (SYSTEM)' has logged out
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Software Basics

Creating and Configuring Projects

A WN =

Click Projects and select & Projects
In the Name text box, type TrainingProject.

In the Project folder path text box, leave the default folder path.
In the Description text box, type a description of the project, for this

example Training Project Description.

5 Click the MassHunter Workstation tab and review the available options. Do
not change the defaults.

6 Click OK.

<

Refresh
All

Projects - Control Panel

£ B | [

‘Quantitative Report
M Analysis v Builder v

Projects and Groups

Projects «
4 @ Projects
[ Learning Products

Name:

Project folder path:

Description:

Applications:

Projects

Current user: SYSTEM (SYSTEM)

Create Project

Qualitative... Quantitativ... Report Buil....

Properties = MassHunter Workstation

Training Project
C:\Projects\Training Project

Include project groups in project path
Training Project Description

MassHunter Workstation

LC/MS Acquisition Tools

Browse

Cancel
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Software Basics

Instruments

Use the Control Panel to connect and control the instruments you want to use with
the software.

Create an Instrument
@ 1 Click Instruments and select or any location.

2 Click Create > Create Instrument.

< | O

Refresh Edit
All Columns

Properties
Create Location

Instruments| Create new instrument in current location |

3 Enter the data required in the Create Instrument pane.
a Name: 6545XT AdvanceBio LC/Q-TOF

b Instrument Type: Agilent LC TOF or Q-TOF
Don't select a default project, you'll be prompted to select a project when
you launch the instrument.

4  Click OK.
5 Click ... to select the TrainingProject project from the Select Project dialog
box.

6 Click OK. The instrument is displayed in the navigation pane.
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Software Basics

4 Instruments - Control Panel

MANAGEMENT

Refresh
All

Instruments and Locations

Instruments « | Create Instrument
4 @ Instruments
o Test Name: LC/Q-TOF

Description:

Application:

Instrument controller; |

Instrument type: Agilent LC TOF or Q-TOF
Confact: T

Default project:

Instruments

Current user: SYSTEM (SYSTEM)

Selected Row LC/MS Acquisition Tools

Always use Default project

o

Introduction Workbook
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Software Basics

Launching an Instrument

Once you've added an instrument, launch the instrument to begin acquisition from
the instrument table or the instrument details page or launch an instrument
directly from your desktop shortcut.

1 Click Instruments and select an instrument from the left panel.
2 Inthe instrument windows, click the Launch button.

L LC/Q-TOF - Control Panel ? - 0 X
MANAGEMENT
O X O A & K 4| [3 i 1l
Edit et Refresh Lock Configure  Create Acquisition se t Offline Worklist Method Comparison  Study
Instrument  Instrument Al Instrument  Instrument~ Desktop Shortcuts  Connection Editor v Viewer Manager~
Instruments and Locations Actions LC/MS Acquisition Tools
Instruments « LC/Q-TOF Not Connected
4 @ instruments
.{-] LC/Q-TOF Project: Launch £ Launch Offline &
o0 Test
4 Status
» Details
4 Activity Log (last 7 days)
Date/Time User Description
b 2023-11-29 09:18:34-08:00 SYSTEM (SYSTEM) Instrument “Instruments\Revident LC/Q-TOF" was added
< >
Instruments

Current user: SYSTEM (SYSTEM)

Introduction Workbook 29



Software Basics

Create an instrument shortcut:

1 Inthe Control Panel, click Instruments and select the 6545XT AdvanceBio
LC/Q-TOF or local instrument name. Verify that the correct Project is selected.

2 Click Create Acquisition Desktop Shortcuts in the Actions group on the ribbon.
Two icons are added to the desktop with the name of the instrument and
whether it is online or offline.

= LC/Q-TOF - Control Panel
MANAGEMENT

g X O

Edit Delete  Refresh Lock Configur
Instrument  Instrument  All Instrument  Instrumen{s Desktop Shortcuts  Cannection

M M B

Offiine Worklist Method Comparison  Study
Editor v Viewerw Manager

DT e | e Memiciion 2o
Create gesktop shortcuts for Agilent with current ir nent and project

Instruments and Locations.

Instruments & Lc/Q-ToF Not Connected
4 @ Instruments
ol Revident LC/Q-TOF Project: Launch & Launch Offline &
ol Test -
4 Status
4 Details
Description:
Location: Instruments
Created by: SYSTEM
Creation date: 2023-11-29 09:18:34-08:00

Last configured by:
Last configuration date/time:

Last modified by: SYSTEM
Last modified date/time: 2023-11-29 03:18:34-08:00
bt Application: MassHunter Workstation
Instrument controller: DESKTOP-655PFQM
Instrument tvoe: Agilent LC TOF or Q-TOF £

Current user: SYSTEM (SYSTEM)
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4 Tune MS

Overview

When the LC/MS Q-TOF is used as a detector for the LC, a mass spectrum is
associated with each data point in the LC chromatogram. To obtain high quality,
accurate mass spectra, the LC/MS Q-TOF must be optimized to:

¢ Maximize sensitivity.
e Maintain acceptable resolution.
e Ensure accurate mass assignment

What is tuning in LC/MS?

Tuning is the process of adjusting the LC/MS Q-TOF parameters to achieve the
optimized goals listed above.

Tuning acts as a diagnostic tool to indicate the service or cleaning requirements of
the spectrometer; it provides a chronicle of system performance, and the
matching of fragments from a known calibration compound to adjust the mass
axis so it agrees with the expected mass assignments.

What is the difference between Tunes?

Mass Calibration performs a TOF mass calibration on the Active Instrument Mode,
which is displayed in the Systems Settings panel. Run Mass calibration on a daily
basis, at a minimum weekly. During normal operation, it lasts approximately 15
minutes.

A checktune is run each day an analysis is performed. A checktune can be used to
determine if the tuning mix ion masses are properly assigned and if the response
or sensitivity of these ions is within expectations. In other words, A checktune
performs a single profile scan of the tune masses and compares the peak widths
and mass axes with target values to make sure they are correct before you start
your acquisition. Checktune is performed in either positive or negative ionization
mode, or both. During normal operation, it lasts approximately 25 minutes.
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Tune MS

Perform an autotune monthly, after preventative maintenance or if you find a
problem with checktune. Periodically run an autotune to ensure that the mass
spectrometer is working correctly. Autotune is performed in negative and/or
positive ionization.

Frequent tuning, automated or manual, is not required. Once tuned, the LC/MS Q-
TOF is stable. Tuning should be needed no more often than monthly, weekly at
most.

Wait ~12 hours after pumpdown before tuning or operating your LC/MS Q-TOF
system. The analyzer takes about 12 hours to reach thermal equilibrium. Tune files
that are created, or data that is acquired, before the LC/MS Q-TOF system is at
thermal equilibrium may have incorrect mass assignments and other
inaccuracies.

Mass Calibration

Mass calibration is run with the following ion sources: ESI, AJS ESI, and APCI.

3 In MassHunter Data Acquisition window, click Method Editor.
2

Project: Leamning Products. Instrument

Home

(m O it

) 5 ! Lock
Method  Single Sample Status Worklist D Reset Layout

Layouts i Tool

For Help. Press F1

4 Click the MS Q-TOF tab.

Method Editor
Cov (B 2SS v O

Properties DA MS Q-TOF

-

5 Click Tune > Mass Calibration in the left pane.

4 Tune
Autotune
Masg Calibration

Cania¥iira Tuna

6 Click CfTune control.
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Tune MS

7 Select Mass Calibration.

Mass Calibraktion Checktune

8 Click ” Mass calibration/Checktune.
9 When the tune completes, review the report.
10 Click @aTune control in the toolbar to release control of the instrument.

Checktune

A checktune is run with the following ion sources: ESI, AJS ESI, and APCI.

1 In MassHunter Data Acquisition window, click Method Editor.
2]

Project: Leamning Products. Instrument:

ﬁ B Save + [5

. Lock
Method  Single Sample Worklist D Reset Layout

Toolf

For Help, Press F1

2 Click the MS Q-TOF tab.
Method Editor
Cov (B 2SS v O

Properties DA MS Q-TOF

|

3 Click Tune > Mass Calibration in the left pane.

4 Click & Tune control.
5 Select Checktune.

Mass Calibration m

6 Click “”” Mass calibration/Checktune.
7 When the tune completes, review the report.
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Tune MS

8 Click @aTune control in the toolbar to release control of the LC/Q-TOF
instrument.

Introduction Workbook
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Tune MS

Review a Tune Report

Generate a detailed tune report

1
2
3
4

5

Click the MS Q-TOF tab.
Click the Tune > Autotune section in the left pane.

Click & Tune control.
Click Ll Tune Reports in the toolbar in the Autotune Section.

Select the tune report to view and click L1 View tune reports. If no reports are
available, then run either a mass calibration, checktune, or autotune first.

Click O(i: to release control of the instrument.

Only the polarities that were last calibrated or tuned appear in the tune
reports saved with the data files. Prior detailed tune reports are accessed
through the autotune section or mass calibration section.
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Tune MS

Example Report

Q-TOF system tune Mass Calibration Report

Q-TOF system tune Mass Calibration Report - Agilent
Instrument Information

M5 Model GEETEA Pun Date 202402 15T 0L 274 1 +08:00
Serid Number SG2341Z101 Check Date 2024-02-15T 05012340800
Instrument Mode Q-TOF syskem bune Firnmvare Rey 1.0.151

Mass Range Standard {3200 m/2) TCD ¥ersion 5.0.749

Source Type Dual 415 EST Slicer Mode High Resolution {Position 13
Pdl arity Both Overall Result Completed

Positive Polarity Results

Hme:1 1.1, Wdtn:0.43 Flamm: 152200, Wickn:0 35 Ml 3731.9, Whekn 111
fubund anc=: 636, 275 Abumdance: 679,753 Apundance £73 250
X199 X163 X103
5, : g
5 5 4 5 4
= = =
C C cC
3 g § 3
= = =
< 2 < 3 < 2 ‘
0 | 0 A 0 ! f\ o
118 120 1522 1524 2722 2724
Mass (m/z) Mass (m/z) Mass (my/z)
Mz 2121 9, ADundance:1, 180,448, Th ek 4
x10 € 2120 S
1521
1.00 921 1221
) 321 1821
£0.75
go " 118 622
El 223
0.25
el W9 57| 745 | 1085|1321 1621 1904 | | 2307 | 2534 | 2821
500 1000 1500 2000 2500 3000
Mass (m/z)
TOF Mae: Calibvation Data
Theoreti cal Actua Time Abundance Calibration Resolubion Primary Corrected
Abundance Residuals Residuals
118.086255 118086255 32,568.564844 584,809 614,730 35,344 -5.68 0.00
322048121 2048123 593,005.672266 7,30 749,437 50,227 -0.88 0.0t
622025960 62202894  73,200.215625 952,086 960,613 57,159 -0.068 -0.03
9220097958 22009832  88,859.862500 919,503 641,592 62,812 027 0.04
1,221,990636 1,221.990653 102,1158.236719 974,434 715,109 63,754 03 0.0t
1,521.971475 1,521.971379 113,826.551563 1,012 128 633,970 67,148 01s -0.06
1,621.952313 1,821.952300  124,427.430409 928,327 680,924 67,223 o 0.03
2,121.933152 Z,121.933192  134,155.9H636 1,150,448 830,611 66,513 -0.06 0.0z
2,421.913990 2,421.913952 143,275.806250 1,045,559 803,713 65676 -0.14 -0.02
2,721.594525 Z,721.894634 151618107513 1,179,732 87,146 63,957 -0.01 0.00
Page 1 of6
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Tune MS

Scheduling a Tune

Schedule a mass calibration, checktune, or autotune so that a tune is run
automatically at specified times.

1 Todisplay the Method Editor window, click Method Editor in the Windows
section on the Ribbon. Or, click the Method layout on the Ribbon.

2 Inthe Method Editor window, select the MS Q-TOF tab.
Select the Tune > Autotune section.

4 Click & Tune control. in the toolbar to lock control of the instrument. You
can't start a single sample run or a worklist when Tune has control of the
instrument.

5 Click Schedule tune in the toolbar.

6 Select Mass calibration/Checktune in the left pane. The right pane shows the
information for scheduling a checktune.

Click the Scheduling slider to switch on Scheduling.
8 Select Weekly for this exercise.

9 Select a day of the week and a Start date and time to indicate how often to
schedule the checktune.

= Schedule Tune - m} X

Mass calibration/Checktune . Scheduling Monthly

Autotune
Recur every 1 week(s) on

Start | 1/3/2024 fi5]| Time |1200aM ~

cancel

10 Click OK.
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Stop checktune

1 Click the Tune > Mass Calibration section in the left pane.

4 Tune
Autotune
Masg Calibration

Candatiira Tuna

2 Click & Tune control. in the toolbar.

Select Checktune.
Click ” Mass calibration/Checktune.

5 Before the tune completes, click \ Stop Tune.
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5 Using Methods

Overview

MassHunter Data acquisition methods include the parameters for each
component associated with your instrument.

The Method Editor Window

1 Launch the acquisition software: select OpenLab Control Panel > Instruments
(bottom-left corner) > your instrument > click Launch. Alternatively, if available
double-click the desktop shortcut.

2 Inthe Windows section, select Method Editor.
The Method Editor window opens in the Main Window.

Set the Active Instrument Mode
1 Click Tune > Autotune in the left pane.

Advanced
4 Tune

Mas$*Calibration

Click & Tune control.
Select Active Instrument Mode drop-down.

w N

System Settings
Active Instrument Mode

1700 stable |
Q-TOF system [ \oe
3200 fragile
1700 stable
1700 fragile
750 stable

750 tragile

4 Select 1700 Stable .
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5 Select Yes.

/B Instrument mode

When changing between mass ranges (3200, 17(
ue or No to Cance

Yes No

Wait for the system to stabilize.

6 Click Release tune control in the toolbar to release control of the Q-TOF
instrument.

e PP
L

Set Up and Run an Acquistion Method

Working with the Default Method

Once an analysis has been created or opened, the default. m method is
available to start from or apply a previously created method. The default
method represents a good starting point for method development.

Load the default method
1 Inthe Method Editor window, click the MS-QTOF tab.
2 Click Open Method to review the methods available.

Method Editor

EE\,V O &S
PIoBerie o em Method |
~ Memoa
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3 Select default.m and click Open.

Open Method

Selected Path: | DAProjects\TrainingProject\Methods

N
ol - |

(1] defauitm

M a

Post-run Script

oy
4 Under Method, review all default Method subsections listed below.

a Acquisition - Set Q-TOF acquisition parameters.

b Source - Set source parameters for the instrument.

¢ Chromatograms - Specify plots to display in the
Chromatogram Plot window during the run.

5 Click Save As Method.

Method Editor

Cav @ E% = defaultm
Properties DA Save As Methed
~ Methad

6 Enter a File name, for this example TrainingMethod, then click Save.

File name: | TrainingMethod|

Files of type: | Methods (".m)

oo Faer Conce

After modifying or viewing a method using the drop-down list, you must
apply the method to send the parameters to the instruments.
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7 Click Apply.

Method Editor
Cav @) [ & sman

‘Pmp.mn DA HIP Sampler HiP Sampler Pretreatment Binary Pump MS Q-TOF
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Set up a Scan Method

Load an existing method and Save As new method

In this exercise, you will use an existing method (the scan checkout
method used during installation) to see if there is a signal for Reserpine at
m/z 609 within the spectrum.

1 Click Open Method to review the methods available.

Method Editor
Y=

Propertie - 1
PEM Open Method

~ Memoa

2 Select the checkout method used in installation, for example
,Reserpine_massAcc_ms.m” and click Open. The method loads into the
Method Editor.

Open Method [ -]

Selected Path: | D:\Projects\TrainingProject\Methods | B

(1] defauitm

(1] quant_IDL report.m

(1] Reserpine-Sensitivity_msms.m
(1] Reserpine_IDL_ms.m

(1] Reserpine_massAcc mrm

(T] Reserpine_massAcc_msms.m
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3 Click Save as Method, enter Scanmethod_Intro for the file name. Click Save.

Save Method As B

Selected Path: | D:\Projects\instrumentCheckout\Methods 2)\ =)

(T] 64950_Neg_Checkout MRM.m
€] 6495D_Neg Checkout Scanm

(T] 64950_Pos_Checkout MRM.m

£T] 64950_Pos_Checkout Seanm

€] 64950_Pos IDL Quant Agie2. smooth.m
(T 64950_Pos_IOL_Quant_General_smooth.m
€T 64950_Pos _Standard_MRM.m

(D) defoutem

Flename  |Scahmethod_lntro

Files of type:

Crse Foldr e

4  Select Method > Acquisition, then under Acquisition Parameters, review the
acquisition settings, noting Start m/z and End m/z. UnderTOF Aquisition
Parameters, set the Rate to 3.

Acquisition Parameters

4 MS Experiments
B ASERE om 200 B
On Statmiz Endmiz Fragmentor (V) Collision energy (V) Skimmer (V)
1 v 100 1700 180 0 45
4 TOF Acquisition Parameters
MS-only Acquisition

Rate (spectra/s) i
Time (ms/spectrum) 666.67
Transients/spectrum 5692

5 Under MS Timetable, click Add a row at the end twice.

MS Timetable
REEE
=

= pive
Add row at the end |

6 Set the Start time (min) and Value as shown below.

Start time (min)  Type Value

1 0 LC Stream Vailve To Waste ~

AT i ovam Ve [foms ]
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7 Click to enable Post-run diverter position.

”}Poﬂ-mn diverter position | To Waste v

8 Click Pump/Sampler/Column Comp settings. to review the settings
programmed for the LC pump, noting the flow rate.

Properties DA Multisampler  Multisampler Pretrestment [Binary Pump] Column Comp.  MS Q-TOF

Flow D Advanced
0400 = | mUmin 4 Timetable (8/100 events)
Solvents 700.0 % Water V.03 01%F Flow Max. Pressure
1 % Water v % F.4 ul
M ® g Time [min] A% BI¥  [mUmin)  Limk [bar]
2 O [100.0 % Water v.03 - 000 5000 50.00 0.400 600.00
020 5000 5000 0.400
1 © [1000%Acetonitrie V.03 v Ll ELEEC
50.00 % 285 1000 9000 0.400
2 © [100.0 % Acetonitrile V.03~ 286 5000 5000 0.400
Pressure Limits
Min 000 :|ber  Mex | 600.00 : | ber
Stoptime Posttime
O As Injector/No Limit ® off
Add Remove Clear All Clear Empty
® 435 2 | min o - | min M
Cut Copy Peste Shift Times 000 3|1
D IsFT

9 To send the current parameters shown in the Method Editor window to the LC
and MS instruments, click Apply.
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Running Methods

Using a Method

In this exercise, you will acquire data using MassHunter Data Acquisition
software and then use MassHunter Qualitative Analysis software to
identify a precursor ion for Reserpine.

1 Place the Vial 4 100 pg / ul checkout sample; prepared during the system
checkout, into a vial location of the sampler and note the location.

2 Inthe main window, click the Sample Run tab to display the Sample Run
window.

3 Inthe Sample Run window, specify the following information:

a Sample Name: Sample 1
Sample Position: Vial 4 (or applicable position)

b Sample Injection Volume: Select As Method to use the
volume specified in the method applied in the last step.

¢ Data File Name: Introduction_Scan_001.d

(optional) Select Auto Increment to automatically increment the file name
if that file exists

d Data File Path: Set to D:\Projects\TrainingProjectData.
Create a folder if necessary.

‘ = Select Path X

4 TrainingProject
[ﬁ.

Methods

Report Templates
Studies

Ter ates

Worklist Import
\ Worklists

Folder: |Data

ok Ly

Introduction Workbook 46



Using Methods

4  Click Start Sample Run.

Sample Run
)
Sample
Name Sample 1 Position Vial 4

Injection Volume As Method uw

5 Click OK when the run completes.

@ Sample Run

Run completed.

[ox ]

Monitor the Status Windows
As data is being acquired, use the instrument status monitors and online
signal displays available in the Instrument Status and Real-time Plot Panes to

observe changes in modules.
1 View the Chromatogram Plot and note the retention time for Reserpine.

2 Observe the Spectrum window while the samples runs. Discuss with your
Agilent-certified service professional the changes observed over time.
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Review the data using Qualitative Analysis

1 From Control Panel, click the Qualitative Analysis icon I8 in the Ribbon
and select Start Qualitiative Analysis or double click the shortcut icon on the
desktop, if available.

Ch

2 From the Home tab, click the Open icon K&l In the Open Data File window,
browse to the data file directory used earlier (Data), select the data file to
review, and click Open.

Open Sample HI

Selected Path: [CaProjects\Training\Data | T E

‘ [5 introduction_001.d

File name: introduction_001.d

Files of type: | D

=
Load result data

Coee

3 Inthe Chromatogram Results window, right-click and select Extract
Chromatograms... from the menu.

Extract Peak Spectrum

Extract MS Peak Spectrum from UV Peaks —

=)

. Adl Extract Chromatograms

Extract Additional"®hromatograms

Use Highlighted Chromatograms 13

Introduction Workbook

48



Using Methods

4 In the Extract Chromatograms dialog box, click Type: and select EIC.
5 Enter the m/z value: 609.2833, then click OK.

Extract Chromategrams X

List of opened data files

introduction_001.d
Integrate when

Tipe EIC extracted

v | A

MS Chromatogram  Advanced Excluded Masses

MS level |AH v| Polarity: |Eoth v|

All scan types ~

m/z of interest: Any
5052833

[] Merge multiple masses into ane chromatagram

Scans

m/z value(s):

6 Review the results.

Chromatogram Results

irlell QB4 IR

v e A &M LE % Y% % | | E Minutes

*10%
1]

0.5

+ES| BPC Scan Frag=180.0V introduction_001.d

+ES| EIC(609.2833) Scan Frag=180.0V introduction_001.d

MS Spec

005 0.1 015 0.2 0.25 0.3 035 04 045 0.5 0.55 0.6 0.65 07 075 08 0.85 09 0.95

Counts vs. Acquisition Time (min)

trum Results

Lla@maALlvimtls

s el BB | % % % B s | @S

x10°%

2.5

0.54

Cpd 1: C33 H40 N2 09; 0.424: + FBF Spectrum (rt: 0.411-0.479 min) res_100pg_ms_accuracy_r01.d Subtract

609.2801
([C33HA0N20] +

6102636

|, 611.2861
([£33HA0N209)
6122896
([C33HAONZO9] +H) +

%10 %

2.5

Cpd 1: C33 H40 N2 09; 0.434: +ESI Scan (rt: 0.411,0.422, 0,434, 0.445 ... min, 7 scans) Frag=180.0V introduction_001.d Subtract

609.2801
(1C33HAON203]

—_—
610.2836

E([(HHAUN?U‘)] H)
611.2861
(IE33HAOM209] +H) +

([C33HA0NM209) +H) +

(IC3IHAON209] +H) +

612.2896
613.2017

6045 605 6055 606 6065 607 607.5 608 6085 609 609.5 610 6105 611 6115 612 6125 613

Counts vs, Mass-to-Charge (m/2)

6135 614 6145 615 6155 616 6165 617 6175

618
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Review the Results.

1 What is the retention time for Reserpine?

2 Whatis the m/z observed for Reserpine in the mass spectrum?
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6 Run a Worklist

Introduction

Create and edit a worklist
1 Click Worklist to show the Worklist window.

Instrument Status Chromatogram Plot Worklist

Method Editor Actuals

Sample Run Spectrum

Windows

|
2 Inthe worklist window, click Open Worklist

Worklist
FRPRBO® O
¥ v Status Sample
1 & W pending TrainingSample

3 Select the 6545XT AdvanceBio_Pos_Install_Checkout.w worklist and click
Open.

Open Worklist q

Selected Poth: | DA\Projects\TrainingProject\Worklists D@ |

Tl Revident_Pos_install_Checkoutw

Filename: | Revident_Pos_Install_ Checkoutw

Files of type: W
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Run a Worklist

4  Click Add Multiple Samples . The Add Multiple Samples dialog box opens.

& =+ [Ta )
RE[(AQE

hod  Add Multiple Samples

Samples are also be added one-by-one (user only needs to run a few
samples, or several replicates of the same sample).

Add Multiple Samples

1 Onthe Sample Position tab, specify the sample vial locations (make sure the
specific sample tray type has been configured by right clicking the
autosampler device image).

Add Multiple Samples X

Sample Information  Sample Position
Sample

Name: Sample [4] Append Counter

Suffix Counter

Mnhod_

Name. °

Path D:'\Projectsiinstrument_Verification\Methods
Override DA Method

Name. <None>

Oath: D \Projectsiinstrument_Verification\Methods
Injection

Injection Volume: | As Method T

OK ] Cancel

2 Specify the locations and click OK.
3 To set up the worklist run, click Worklist Run Parameters .
4 Onthe Run Parameters tab, type the paths for the method.
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Run a Worklist

5 Onthe Data File Settings tab, enter or select the folders for the data files.
Select the File Naming options.

6 Forinformation on the iReflex tab, refer to the online Help.
7 To start the worklist, click Run Worklist.
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Set Up and Quantitate a Batch of Acquired Q-TOF Data Files

7 Set Up and Quantitate a Batch of Acquired
Q-TOF Data Files
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Set Up and Quantitate a Batch of Acquired Q-TOF Data Files

Overview

In this exercise, set up a quantitation method for a batch of acquired Q-TOF data
files. Conduct the exercise with the LC-QTOF Pesticide data files and learn how to
perform the following tasks:

e Set up a Batch Table containing sample and calibration data files for the
solvent.

e Set up a new quantitation method based on the calibration standard of the
highest concentration.
e Set up atarget compound.

o View the product ion and chromatographic parameters for the
solvent compound in the data file.

e Set up quantitation for the method.
o Create levels from calibration samples.
o Set up qualifier ions and the calibration curve.

Quantitate the batch and save the results.

Before You Begin These Exercises

e Make sure that you have copied the LC-QTOF Pesticide folder from the
Supplemental/Data/Quant Examples/Q-TOF folder of the installation media
to a folder on your system.

o If the default MassHunter Quantitative Analysis Software Supplemental
installation was completed, the data files needed for these exercises
should be present in MassHunter/Data/QuantExamples.

o |f the default MassHunter Quantitative Analysis Software Supplemental
installation was not completed, copy the data from the installation media
(Supplemental/MassHunter/Data/QuantExamples) to the Data folder
within the Training Project created in the prior exercise.
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Set up a New Batch

Set up a Batch Table containing data files for three unknown samples and several
calibration samples of drugs of abuse: amphetamine, cocaine, methamphetamine,
and MDMA.

Create a batch to hold samples

1 To start the Quantitative Analysis program, double-click the Quantitative
Analysis (TOF) icon on your desktop.

2 Select a Project and click OK.
3 Project X

Select project

TrainingProject v

I

Quantitative Analysis (for Q-TOF) opens.
3 Click New Batch. The system opens the New Batch dialog box.

New
Batch k

4 Navigate to the folder \Your Directory\LC-QTOF Pesticide.

5 Enter a batch file name, for this example iii_Test_01, where iii are your initials
and click Create Batch.

New Batch

= . |||_Test_01] Create Batch
51 ThisPC

Enable Audit Trail

Browse 1\ C:\Projects\TrainingProject\Data\LC-QTOF Pesticide
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Add all the samples in the Pesticides folder to the batch
1 All Samples are selected. Click OK to add them to the batch.

Ldd Sarmples 7 x

Batch Folder: C:\Projects’ Training Project \Diata'\LC-GTOF Pesticide’\

Translate MSWS Samgles...
Transiste Openlab Samples..,

Select Ml Cmael

2 The Batch Table is no longer empty. It now contains the samples.

Batch Table
Sampla: A | Salvent S ppb * wg  Sampla Type: <all» * | Compound:
Sample
@ (¢ Neme DstsFile | Type |Level| Acg DateTime
* Solvent_5 ppb Soivent_Cal_4.d Cal 1 414/2011 5:53PM
i Solvent_20ppb  Solvent_Cal 6d  Cal 2 4/14/2011 626 PM |
Solvent_SOppb  Solvent_Cal_7d  Cal 3 14201 643PM |
[ Solvent_100ppb  Solvent_Cal 3d  Cal 4 4/14/2011 659 FPM |
[ Pepper_100ppb  Pepper_Spike 5d  Sample 152011 645 PM |
M Lesk_100ppb  Leek_Spike 5d  Sample 416/2011228AM |
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Set Up a New Method for the Batch

This task shows you how to set up a new quantitation method based on the
calibration data file with the highest concentration of sample.

Create a method from acquired Q-TOF data.

1 Use the cursor to highlight the calibration standard that has the highest
concentration level.

Samphe
@ |v| Name | DassFile | Type |Level| Acg Dete-Time

Solvent_5 ppb Solvent_Cal_4.d Cal 1 4{14/2011 553 PM
i Solvent_20ppb  Solvent_Cal_6.d Cal 2 4142011 6:26 PM
Bil Solvent_S0ppb  Solvent_Cal_7.d Cal 3 41472011 642 PM
b Solvent_100 ppb  Socivent_Cal 8.d  Cal F] A714]2011 659 PM
) Pepper_100ppb  Pepper_Spke 5d  Sample 41572011 6:45 PM
= Lesk_100 ppb Leek_Spike S.d Sample 4716/2011 2-28 AM

2 Click the Method tab, then Edit to switch to method editing mode.

L)

dofal

New  Open
v v

File:
Edsit

L3

Method

Edit (F10)

| &dit Method of This Batch

The Method Tasks appear in the column to the left of the view.
3 Inthe Sample Information window, click the middle of the peak at

approximately 4.82 on the X-axis. Then right-click and click Extract Spectrum..

.

Extract Spectrum_ |

L
L,E Deconvolution
Clear Spectrum Panes

Page Setup... —
Print...

panes: 2 Print Preview...

Export Graphics...

=

"
viiaad \A Properties...
H 45 5 L3 i o3
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Set Up and Quantitate a Batch of Acquired Q-TOF Data Files

4  Click the largest ion, 396.0966. right-click that location and click New
Compound.

MNext Zoom

New Compound

MNew Cualifier

rar
T search Library

Clear Spectrum Panes

Page Setup...

| II| f‘ Print... h
L\,n”fll Jl'l || IlI | Print Preview,.. ¥l
L W -_'J

_4'—;5_ Export Graphics... I
Properties.., —
.
5 Type Tribenuron-methyl as the Name in the Method Table. Keep this
compound selected in the Method table while you add the qualifier in the next
step.

6 Toonce again display the spectrum for Tribenuron-methyl, click at the peak
apex to display a line running through the apex.
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7 Click 418.0775 to select that ion (blue filled triangle). Right-click that location
and click New Qualifier.

[ New Qualifier, |
L’
52 Search Library
Clear Spectrum Panes
Page Setup... Ot
ge >ETup. r—
45 Print... 7
Print Preview...
356
Export Graphics...
4184
Ve 1 Properties...
H ¥ " L
] 400 450 500 550 4
Method Table
i Time Segment: ¢ <All> v > Compound: ¢ |Tribenuro.. ¥ » ResetTable View
Sample
Name [ DataFile | Type [ Level [ Acq. MethodFile [ Acq. Date-Time
| Solvent_100ppb  Solvent_Cal 8d  Cal 4 TG_Pesticides_T.. 4/14/2011 6:59 P.
Quantifier |
Name TS Scan Type MZ I Uncertainty |
SR Tribenuron-meth 1| Scan Target 396.0961 Relative
Qualifier
MZ Al Rel. Resp. | Uncertainty | Area Sum |
418.0771 268 200 ]
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Set up Target Compounds

With this task, you learn to inspect the product ions and the RT data for the new
quantitation method, which you can change for individual target compounds.

Check the new quantitation method created from the Sample Information
window for the product ion.

1 To inspect the retention time set from the spectrum, click Method Setup Tasks
> Retention Time Setup.

4 Method Setup Tasks
Compound Setup

Retention Time Setup

ISTH Sotuin

2 Inthe Left RT Delta column, enter 0.2.
3 Inthe Right RT Delta column, enter 0.2.

" LeftRT Delta | RightRTDelta |
0.200 0.200 |

s
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Set up Quantitation

This task presents instructions for setting up the quantitation parameters for the
methods:

e Calibration levels.
e Qualifier ions.
e Calibration curve fit.

Create four calibration levels

1 From the main menu, select Calibration Curve > Create Levels from Calibration
Samples.

Method

Method Setup Tasks + Advanced Tasks v+ Duplicate Compounds | Swap

Manual Setup Tasks ¥ Update +

Outlier Setup Tasks + Calibration Curve ~

hod Table Average Calibration Replicates

egment: < <All> Create Levels from Calibration Samples

Import Calibration Levels from File

anle

The Calibration table opens under each Quantifier in the Method Table.

2 Forone of the Quantifiers, change the default concentrations to the actual
concentration for each level.

e « L1-2.5000
Mama . Data File | Type « L 2-20.0000
| Sohvent_100ppb  Solvent Cal 2.d Cal « L3-50.0000
{Cuantifier « L4-100.0000
Marme | TS | Transition
5|  Trnbeanumon-meth 1 306 5544 Sean
Calibration
Lewvel | Conc I Response
1 2 5000
N 2 20.0000
CE 50,0000
» [ T
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Validate the method
1 Under Save/Exit, click Validate to validate the method setup.

4 Save [ Exit

[ Validate h'

2 After the validation message appears, click OK.

3 Under Save/Exit, click Exit, then select None under Additional batch processing
after applying the method, and click Yes to the Would you like to apply this
method to the batch? prompt.

4 After the validation message appears, click OK.

Agilent MassHunter Quantitative Analysis >

o Method validated, Mo errors or warnings found.

5 Click Save/Exit > Exit.

4 Save [ Exit

i validate

Save As...

Ed Exit S
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6 Select None under Additional batch processing after applying the method and
click Yes to the Would you like to apply this method to the batch? prompt.

Apply Method X

? Would you like to apply this method to the batch?
[ ]

Ne Cancel

Additional batch processing after applying the method
() Analyze
() Quartitate
) Integrate

(® Mone
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Analyze and Save the Batch

In this exercise, you automatically quantitate the batch and then save the results

Analyze the batch and inspect the results for each compound.

1 Onthe Home tab, click Analyze Batch.

O Cuantitate + Clea

Calibration +

Analyze
Batchw Integrate v

+_) Analze Batch

Quantitate Batch

Integrate Batch
2 Onthe Home tab, click Save Batch.

[

Save

Batch h‘

3 Click File > Close Batch to close the batch.

"% Close Batch

4 Click Yes to the Would you like to save changes you made to batch? prompt.

Agilent MassHunter Quantitative Analysis X

| Would you like to save changes you made to batch?

m No Cancel

L - . S © G L o
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Review Quantitation Results

The tasks in this exercise show you how to inspect the sample and compound
data in a batch file, customize result layouts, export your data to Microsoft Excel,
and preview and print the data.

Use the DrugsOfAbuse batch in this exercise.

Navigate the Batch Table Results

This task shows you how to scroll through your samples and compounds, while
observing changes in the Batch Table and compound information data. It also
shows you how to display various sample types.

Open the batch file DrugsOfAbuseDemo.batch.bin.

1 Onthe Home tab, click Open Batch.
2 Navigate to \Your Directory\DrugsOfAbuse and click iii_Test_01.batch.bin
3 Onthe View tab, click Restore Default Layout.

Method

Restore Defauy Layout
A_ K

Scroll from sample to sample until you reach the end of the Batch Table,
and then return to Cal-L5

1 Click the Next Sample arrow in the Batch Table Standard toolbar until the
system displays the desired sample. Inspect the changes in the Compound
Information window.

. Y[: Sample Type: | <All>

impl
Mext Sample (Ctrl+Down) -

Bl Go to the next sample

Cal (1 5/12/2006 151PM
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Return to Cal-L5, clicking the Previous Sample icon in the Batch Table
Standard toolbar if needed.
Batch Table

Sample: #  Calib-L5 v g

[

© [¥

o v Go to the previous sample

Previous Sample [Ctrl+Up)

=TT

el § A SRAARASSL 1A T

Select any cell in the row for sample Calib_L4 in the Batch Table window to
view the changes.

Scroll from compound to compound through all four compounds

1

Click the Next Compound or Previous Compound arrow in the toolbar until the
system displays the desired compound.

Compeound: & Meth >

th Met .
Previous Compound (Ctrl+Left) L

o. Conc.| R e
E Go to the previous compound

A e T ——— R

Inspect the changes in the Batch Table, Compound Information, and
Calibration Curve windows.

Click the down arrow next to the Compound list.

Click Cocaine.
Compeound: ( Cocaine -
icaine . | Cocaine F{esults{j_
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Examine results for multiple compounds

1 Onthe View tab, select Batch Table Layout > Multiple Compounds/Sample

View.

Batch Table Layout

Flat Table

Nested Table {(Horizontal)

Nested Table (Vertical)

Compound Table

Single Compound/Sample Yiew

MMultiple Compounds/Samples View
o

e falin |

| i o =

1 B

(o6,

n

€

C

2 Click the Cal-L4 cell and note the difference in RT in the Compound Information
window for each compound.

View selected sample types

Sample Amp Results Meth Results MDMA Results Cocaine Results |

@ [#] Neme DotaFile | Type |Level| Acq DateTime RT | Final Conc_ [ Accuracy| RT | Final Conc. [ Accuracy| RT [ Final Conc. [ Accuracy| RT [ Final Conc. | Accuracy |
@ ¥ Blank1 CMAMBK 01d  Blank 5/12/2006 1:48 PM 29 1929% 2433 118236

[ % Colibll CMAMCalL1d cCal 1 51212006 1:51PM 2141 33187 1327 2247 2593 1037 2276 22824 913 2453 23087 923

B Celibl2  CMAMCal_L2d  Cal L2 5/12/2006 1:54 PM 2140 57493 1150 2248 51011 1020 2277 46861 931 2454 42682 854

[ ¥ Coibl3 CMAMCalL3d Cal 13 5/12/2006 1:57 PM 2134 136808 1094 2247 151623 1213 2277 112728 902 2459 115607 925

@ Calibl4 _CMAWMCal [4d _ cal (4 5[12/2006 200 P 3002 267561 1070 2298 279574 1090 2264 248700 995 2449 252511 1010)

Celibl5  CMAMCal_L5d  Cal 5  5/12/20062:03 PM 2101 1244844 096 2237 1242764 994 2271 1251668  100.1 2448 1250763 1001

B QCcl2  CMAMQC_L2d  QC L2 5/12/20062.06 PM 2142 52293 1046 2248 52414 1048 2276 48567 971 2453 42831 857

B QCd4  CMAMQC_L4d  QC 14 5[12/20062.09PM 2135 278039 1112 2246 277713 1111 2276 230331 921 2485 45377 982

[ @ v Samplel CMAMSam 01d Sample 5/12/2006 2:12PM 2080 2286 32639 2315 56138 2.408

B Semple2 CMAMSam_02d  Sample 5/12/2006 215 PM 2143 48977 2250 58102 2280 51778 2460 43735
B Semple3  CMAMSam 03d  Sample 5/12/2006 2.18 PM 2105 142183 2235 141876 2267 107772 2446 109299

1 Onthe View tab, select Batch Table Layout > Single Compound/Sample View.
2 If necessary, click the down arrow next to the Compound list, and click

Cocaine.

3 Click the down arrow in the Sample Type drop-down list. The Sample Type

dialog box is displayed.
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4  Clear the <All> check box and mark the Cal check box.

Sample Type: | <All> -

Sample Type BG

/pe Lew| [ <Al ]

] Sample

L [ Blank

L2 | Mical

L3 C

L4 |LJcc

L5 [] DoubleBlank 1

[ MatrixSpike

[ MatrixSpikeDup
L4 ] MatrixBlank

Jle ] TuneCheck

e [] ResponseCheck

sle [ «Unassigred:

Cancel

5 Click OK. The Batch Table should contain only the Cal standards for cocaine.

6 Click the down arrow in the Sample Type drop-down list.

7 Click <All>, and then click OK. The system marks all the check boxes and
displays all sample types.
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Change Result Window Layouts

This task shows you how to customize your layout and how to recreate the default
layout.

Use layout icons on the toolbar
1 Use layout options on the View Tab to position the Batch Table, Compound
Information, and Calibration Curve windows.
a On the View tab, select Preset Layouts > Table Left.
b On the View tab, select Preset Layouts > Table Right.
¢ On the View tab, select Preset Layouts > Table Top.

Preset Layouts v h‘

% Table Top

B Table Left
FE Table Right

2 Use layout icons on the View Tab to maximize each individual window:
a Onthe View tab, select Maximize Pane > Maximize Table.

b On the View tab, select Maximize Pane > Maximize
Compound Information.

¢ Onthe View tab, select Maximize Pane > Maximize
Calibration.

Maximize Pane + Batch Table Layout +

E Maximize Table

Ir'_._ Maximize Compound Information
N Maximize Calibration

3 Onthe View tab, click Restore Default Layout.
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Change the panes in the Compound Information window for Cal-L4

1 Inthe Batch Table, select the Cal-L4 row.

2 Inthe Compound Information toolbar, click the Show/Hide Qualifiers icon.

Compound Information

et A Aav £ A ,& b & & 85 40 A &

+ MRM CIDE0.0 (204.1 - 182.0) CMAMCal_L4d

£ 104 2443 min. Qualifiers
2 15 . N
2 14 Show/Hide Qualifiers
13 s 14 i

3 Click the Show/Hide Spectrum icon.
g2 & (8804

g

< Spectrum

Show/Hide Spectrum
1 i
4  Click the Show/Hide ISTD icon.

undance %]

O i1

1ozl 1sTD

1
Show/Hide ISTD
0.8

ned [F]
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5 The layout and results look like those in the following figure.

|_Test_01batch.bin

Tools Help

Add/Remove Columns sort Lock Sample/Compound Columns | Auto Review Samy

2 e Default Layout Load/ Save Layout v/

Preset Layouts
s Compound Group  Extractor
Peaks Maximize Pane v

Toolbars v Restore Defautt Columns  Load Column Settings

Auo Review Compounds

Satch Table Layout ¥

Save Column Settings

Lavout Columns
Batch Table - ax
Sample; A | Calib-Ls v v sample Type: | <Al ~| compound: ¢ |cocaine | > 1s10: | cocine-as Bl FRERERERE
Sample CocaineMethod | Cocaine Reslts [ Qusifier @041 > . | Cocaine-d3 1STD) Results Qualfer (307.1 > 85.0) Results ]
@ [*] Name Data File Tye | Level| Acq DateTime Exp. Conc. | RT [ Resp. [MI] Calc. Conc. | Final Conc. | Accuracy | Ratio| ] [T ] Resp. | Ratio] M |
[ O v Blank1 CMAMBIO1d Blank 51272006 1-46 PM 249 @0 %52 36152 ] 2450 i3 ]
— Calibll  CMAMCal L1d  Cel L1 5/12/2006151PM 25000 2455 S22 [] 27545 27545 1102 37 u} 2450 20389 40 [u]
— Calibl2  CMAMCal L2d  Cal L2 12/2006 1:54PM 50000 2455 9794 [ 39 u} 2456 20606 40 o
Calib3  CMAMCal 3d  Cal L3 5/12/2006157PM 25368 [ 39 0 2456 1970744 o
O Calib L4 CMAMCal (4d__Cal T 5122006 200PM 00 544950910 ] i 3l 38 0 7450 7818947 [u]
— Calil5  CMAMCal L5d  Cel 15 512/2006203PM 1250000 2449 2008 (1 1249382 38 0 2450 14390 37 [u]
Qcl2  cmaMQcl2d Q¢ L2 5/12/2006206PM 50000 2455 9321 [] 47212 47212 944 35 [u} 2456 19581 44 [u]
— QCl4  CMAMQCl4d  QC L4 5/12/2006209PM 250000 2455 48360 (] 250020 250020 1000 40 0 2456 17873 39 o
[ © v Sampel CMAMSam 014 Sample 51220062 12PM 26%  »0 u} [u]
— Sample2 CMAMSam_02d  Sample 5/12/20062:15PM 2462 97850 479% 47936 36 [u} 2462 20151 36 o
Sample3 CMAMSam_03.d  Somple 5/12/20062.18 PM 2443 2504100 113601 11.3601 39 u} 2444 20608 36 o
Compound Information -+ x | Calibration Curve -ax
2ot AL AV CORAWR & IR A BnAhd A iE 2 e ¢ R D¢ > moelunear | ongn[igmore | weignt[None +| 1510 ac e
[-WRM CID@0.0 (304 1> 1820) CHANCA L& 30411820 . 30415820 -+ MRM (2374-2606 min. 38 sc0ns) (3041 CMANCAL. | | ocsic & Loveia § Lovels Used, § Pens, 5 Pt Used 2Cs
2 x10¢ 244gmin. x10 21 Ratio = 3.8 (100.8 % £ x103 1820 2 100 566188 *x - 0.049559
§ 12 g ! & 3 81, | R2-0emns
° L a £ oS00
G H 25 & 13 TypeLinear. Orginlonere, VeightNene.
o 5 o5 2 5 12
oe: T 04 15 H
04 g : u
02 5 o2 o o £
- 0180 . 0s.
e e e T T T A T T T ,
HEEEXE: 6 18 1 22 24 26 2 o Tao 2 08
Acassiion Time (rir) ‘cauisition T (rir) Masa-to-Charge (m2) o
71> 1850) 307151850 . 3071 > 850 + MR (23932607 min, 35 scans) (307.1-> =) CMAMCal e
2402 245min 2| Ratio =42(1139%) £ 02, "o 0s.
3 g o2
S ¢ Y 04
3 08 03
z 05 02
1 04 o1
; 02 w71 o
850
T T T T o T T 0k T T T e 01
To 1e 2 72 2¢ de 28 1 22 Vo 16 1 22 2e 26 28 1 22 R E VI T T S e B e
1 102 03 04 T 12 13 16 15 1 T 1 s 27
o i 2T ) 3 O ds i d EEEEEEERELEY ™ ¥ ¥
Processed  |CalbA4  |Cocaine | 11 Samples 11.t0tl) SYSTEM
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Save the default layout without the calibration curve

1 Close the Calibration Curve window.

2 Onthe View tab, select Load/Save Layout > Save Layout. The system displays
the Save Layout File dialog box.

Load / Save Layout + Add/Remove Colu

DT] Load Layout Restore Default Col

B Save Layout Auto Fit Columns

Save Layout

Save window layout

3 Name the layout file Batch Table plus Compound Information and click Save.

Load the newly created layout

1 On the View tab, click Restore Default Layout.

2 Onthe View tab, select Load/Save Layout > Load Layout. The system displays
the Load Layout dialog box.

3 Click Batch Table plus Compound Information and click Open.
4 Onthe View tab, click Restore Default Layout.

5 Right-click inside the title bar of the Calibration Curve window, and then mark
the Floating check box.

Calibration Curve

2 o t ;g . FIc:aT:ingL\\?Lin
Cocaine - 5 Levels, 5 Levels ¥ Dockable o,
x101 ‘ﬁ_\—

14 R

1.3+ Type:Linear, Orig Hide Mo

17

6 Right-click the title bar of the Compound Information window, and then mark
the Floating check box.

Auto Hide

: Responses
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7 Resize the windows to match the layout below.

Agilent MassHunter Quantitative Analysis (for QQQ) - DA - ii_Test_01.batch.bin ? -8 x

il
E ] Restore Defaut Layout Losd /Save Layout | Add/Remove Cotumns  ResetSort Lock Sample/Compound Columns | Auto Review Samples
(]

Presetlayouts v Toolbars Restore Default Columns Load Column Settings. Auto Review Compounds
Panes  Compounds  Calloraton Curves Compound Group  Extracor
nce Peaks

v saGancev  atadh Maximize Pane v Batch Table ayout | Auto Fit Columns Save Column Sertings.

Layout Columns

Somple: A | Calo 4 < v ssmpleType: <Al +] compound: ¢ [cocaine Cowso fE_ A et A AvEORBRAWLE & Y

Sample Ce ‘ C @0.0 (3041 -> 1820) CMAMCal_L4d 304.1-> 1820 , 3041 > 820 + MRM (2374-2 606 min, 38 scans) (3041 -> =) CMAMCal.
244 min F X102 Raio =38 (1009 %) 2 402
@ [%] Name Dta Fil Type | Level | Acq.DeteTime Exp. Conc | RT [ Resp. [Mi] Calc. Conc. | Final 3, . 1820
[ © v Bakl CMAMBKO1d Blank 5/12/2006 146 PM 2485 @[] %6150 3 3 3
— Calill  CMAMCal L1d  Cal u 25000 2455 52420 27545 2 2 0e 25
— Calil2  CMAMCalL2d  Cal [P 50000 2455 97940 4718 4 T o 2
Calii3  CMAMCalL3d  Cal ) 125000 2462 2538 0 120042 12 3 o 1
Calibl4  CMAMCal L4d  Cal 4 250000 2449 50910 [] 255883 25 H = "o 05 g0 041
— Calil5 CMAMCal 15d  Cal L5 5/12/2006203PM 1250000 2449 2008 [ 1249382 124 T L T T e T B T e
[[ ootz owwclad oo 12 SE206206PM So0 24 SO emi2 4 ke i i e
L QL4 CMAMQCLéd - Qc L 006209PM 250000 2455 48360 1 250020 250 yRwCiD@00 (307 1> 1860 CHANCE 144 30711850 . 30715850 MR (23932607 min, 3 scans) (307.1 > ) CHANCal
[ O v Sampel CMAMSam 014 Semple 0062:12PM 26% 990 2 x10> 245 min 5 2102 Ratio-42(1139%) 2 4103,
= Sample2 CMAMSam_02d  Sample 006 2:15PM 2462 97550 47936 4. 5 T 14 Teso
Sample3  CMAMSam_03.d  Ssmple 006 2:18 PM 2443 250410 113601 11 4. £ 12
— H 1
: < s 0s.
2 Y o6
1 : 02 o 071
o 02 7
T T o5 T T T *
5 18 2 22 26 26 28 § 22 PR W o Ao B
> ‘Acauisiton Time (min) Acquisitn Time (rin) Messto-Cherge (miz)
Calibration Curve [~
2 e ¢ - ¢ > Typeluner v Orginlnore v Weight [None v 1STD QC CC
(Cocsine -5 Level, 5 Levels Used,  Ponts, 5 Poits Used. 2GCa
¥ +5566183° x 9 _—
B2 2
e
0
0s.
04
03
o1
o
O S R P AP A s e e st st S SR s s PR T
d1 § d1 02 03 04 05 05 07 08 Os 1 11 12 13 14 15 15 17 18 18 2 21 22 23 Je 25 26 27

T
s 2
Relative Concentrstion

X327.25 V135755 Processed | Gallols  Cocaine | 11 Semples 11 1otal) SYSTEM

H £ Type here to search ct TrainingPre gilent MassHunte.

8 Right-click inside the title bar of the Compound Information window, and then
clear the Floating check box.
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9 Resize the windows to match the layout in below.

B - Agilent MassHunter Quantitative Anslyis (for QQQ) - DoA - _Test_0Lbatch.bin -8 x
Fre
B
(]
Panes  Compounds  Cat
Batch Table. B
sample: A [l s “ v sampie T | <ai +| Compouns: € cocane o[> s i
Sample CocaineMethod | Cocaine Results

@ [o] Nome [ ownrie | Tye [iovel] Aoy oweTins Eup Conc.| A7 [ Reap [ W] G, Gonc. [Fei
[ O v Bkl CMAMBKO1d Blank 51212006 148 PM 245 60 %0 %
— Calbl]  CMAMCalL1d  Cal L1 512/2006151PM 25000 2455 54200 2745 2
- Calbl2 | CMAMCalL2d  Cal 2 51202006 154PM 50000 2455 97941 4748 4
— Calbl3  CMAMCalL3d __ Cal L3 51202006 157PM 125000 2462 2538 0 120082 124
o ol T4 CWANGal [0 Ca T 5B TP S5 000 2485 SO0 ] 2558754
— Calol5 | CMAMCalL5d  Cal (5 5/122006203PM 1250000 2449 2006 (] 1249382 1244
- ocl2  CMAMQC2d  GC 2 5/12/2006206PM 50000 2455 9210 47212 4
— QCLé  CMAMQCL4d  GC L4 5/12/2006209PM 250000 2455 48860 0 250020 254
| O v Samplel CMAMSsm 01d Semple 5/12/2006 2:12PM 265 90 |
— Somple2 CMAMSom_02d  Semple 5/12/2006.2:15PM 202 950 47936 41
— Sample  CMAMSam_03d  Semple 5/12/2006 218 PM 203 2000 1301 113
1< >

EIRIEIN Av<CORAWRE & N4
VRN CID@0.0 (3041 > 1820) CHANGSI L& @
2 445 mi

304151820 . 30415820 oM 2606 min. 38 scans) (304.1 -> ) CMAMCal.

rigi: lgnore | weignt:[None +/ 1570 @ €C

s s 3 22

H O Type here to search

07 ds ds 1 11 12 13 1¢ 15 1s 17 18 1

Processed | GalibA4 11 Samples (11 total) SYSTEM

O Mastiunter Help . SEEAESA DD

10 Right-click inside the title bar of the Calibration Curve window and clear the
Floating check box.

11 Move the Compound Information window so that the layout corresponds to
the one pictured at the start of the task.

Recreate (don’t restore) the default layout

1 Maximize the program main view.

» Anchor the Calibration Curve window first, and then the Compound
Information window, to recreate the default layout.

« If after anchoring the two windows, the calibration curve is on the left side,
right-click the title bar of the Calibration Curve window and drag it to the
right. A gray rectangle shows where this window will be placed within the
main view.

» Drag the calibration curve to the bottom-right corner of the main view.
2 Onthe View tab, click Restore Default Layout.
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Use Three Tools to Evaluate Results

In this exercise, you'll use three tools to help you evaluate and obtain more
accurate quantitation results:

« Curvefit Assistant, which calculates all combinations of curves and
presents results with an equation and confidence band.

» Parameterless integrator, so you do not have to figure out the parameters
to change to improve the integration.

» Outlier messages to help you easily detect result values that are out of the
specified range.

The DrugsOfAbuse batch is used in this exercise.

Adjust the Calibration Curve Fit
This task shows you how to find the accuracy outlier for a compound, adjust its
curve fit, and reanalyze the batch.

1 If necessary, open the batch file. iii_Test_01.batch.bin. On the Home tab, click
Open Batch.

2 Navigate to \Your Directory\ DrugsOfAbuse and click iii_Test_01.batch.bin.

3 Make sure the Batch Table is set to single compound display mode, and the
displayed target compound is Amp.

Compound: Amp - ) ISTD: | Amp-d5 B

4 Point to the cell in the Calib-L1 row and the Accuracy column to display the

Outlier message as shown below.
LJ LJ

87} Ji Accepted 243 [] 2129 1387 259 [
93 1% "Outlier(s)
08 1Amp: Accuracy value = 132.7 is outside the allowed range [80.0, 120.0]
2] ANT N A mmmededd 2001 1 1 GO 134 a0 1

5 Inthe Calibration Curve, set Origin to Ignore, and Weight to 1/y. The program
displays a new window curve fit formula and R2 value.

Origin: | lgnore | Weight: 1y -

]
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Analyze the batch and inspect the results in the Batch Table

1 Onthe Home tab, click Analyze Batch.
2 Inspect the results in the Batch Table after batch analysis.

Accuracy | |

96.6 .
97.1 .,
1025 .,
103.8 .
99.2 ,
86.7 .
108.0 .,

N

3 Click Next Compound in the Batch Table toolbar to view individual
compounds, such as Cocaine, MDMA, and Meth.

4 Examine the quantitation results, especially the values in the Accuracy
column.

Change the curve fit for methamphetamine and analyze the batch

1 Inthe Calibration Curve Fit window, set Origin to Ignore, and Weight to 1/y.

The Quantitative Analysis program displays a revised curve fit formula and R2
value.

2 Onthe Home tab, click Analyze Batch. The Batch Table displays the new
results after batch analysis.
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Integrate Without Parameter

This task shows you how to inspect data for proper integration. You learn how to
perform the following tasks:

Add integration columns to the Batch Table

View default integration values

Closely examine the chromatogram, looking for such details as:
Outlier messages

Baseline parameters

Peak labels

Add integration columns to the Batch Table

3

Introduction Workbook

Right-click anywhere in the Batch Table and click Add/Remove Columns.

—| Add/Remowve Columns... M |
Date- b

The system displays the Columns dialog box.
From the Select Columns From drop-down list, select Compound Method.

From the Available Columns list, select Int. (Integrator Type) and Int. Parms.
(Integrator Parameters) and click Add.

The Quantitative Analysis program moves the selected columns to the Show
these columns in the order list.

Columns 7 X
Select Columns From:
Compound Method ~

Available Columns: Show these columns in the order:

Custom Calc ~ Exp. Conc
Custom Calc. Limt High Int.
Custom Calc. Limit Low Int. Parms.
Dil. High Canc.
Dil. Pattem
Dynamic Target Compound ID Add Al >>
Dynamic Target Rank
Extract Left m/z << Remove All
Extract Right m/z

Formula

Fragmentor

Fragmentor Yoltage Delta
FWHM Limit High

FWHM Limit Low

FWHM Moise Range Muttiplier
High m/z

o]

I Prlarite
<

Reset Default Cancel
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7 From the Select Columns From drop-down list, select Compound Results.

8 From the Available Columns list, select Int. Metric (Integrator Metric) and click

Add.

9 The system moves the selected column to the Show these columns in the

order list.
10 Click OK.

Coelumns
Select Columns From

Compound Resulis ~

Available Columns:

Custom Cale. A
Custom Cale. 1
Custom Calc. 2
Custom Cale. 3

Height
Int. End <<- Remove Al
Int. Metric Flag

Int. Start

Integration End Time Original
Integration Start Time Criginal

lon Species

ISTD Conc. Ratio

ISTD Resp. % Dev.

ISTD Resp. Ratio

Library Match Score

Mass Abundance Score

Mass Accuracy hd

Show these columns in the order:

RT
Resp.
M

Cale. Conc

Custom Calc. 4 Final Conc.
FWHM Add Al >> Accuracy

Int. Metric:

Reset Default Cancel

View the default integration values for amphetamine

1 Click Previous Compound in the Batch Table toolbar to view amphetamine

(Amp).

2 Examine the default values in the Int. and Int. Parms columns in the Batch

Table.

Ere ]

I Int I Int. Parms I
MS-MS
MS-MS
MS-MS
MS-MS
MS-MS
MS-MS
MS-MS
MS-MS
MS-MS
MS-MS
MS-MS
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3 Examine the default values in the Int. Metric column in the Batch Table.

Amp Method Amp Results

Exp. Conc i Int |_Int Pams. | RT J Resp. ]?.'IIICch Conc ]FlnnlCrmc }."«:cum{:y]im Meinc
i MS-MS ; (] ; ; i
| 25000 MS-MS 2141 658 24161 24161 96.6 Accepted
| 5.0000 M3-MS 2140 1069 O 4.8556 4.8556 97.1 Accepted
| 12.5000 MS-MS 2134 2730 128162 12.8162 1025 Accepted
| 250000 MS-MS 2022 4952 O 25 9354 25.93%4 1038 Accepted
| 1250000 MS-MS 2101 18605 124.0262 1240262 992 Accepted
! 5.0000 MS-MS 2142 1006 43336 4 3336 86.7 Accepted
| 250000 MS-MS 2135 4716 O 26.991 26.9311 1020 Accepted
| M3S-M3 2.080 601 Rejected
i ME-MS 2.143 1004 O 4.0003 4.0008 Accepted
| ME-MS 2.105 290 O 13.3556 13.3556 Accepted

View integration problems for cocaine and MDMA

1 Close the Calibration Curve window.

2  Enlarge the chromatogram portion of the Compound Information toolbar so
that only the quantifier and qualifier chromatograms appear. Click the
Show/Hide Spectrum icon.

3 Also click the Show/Hide ISTD icon.

4 Click the Next Compound icon in the Batch Table toolbar until the system
displays the compound b.

5 Select the Blank-1 row, and mouse over the word Inspect in the Int. Metric
column for that row.

u:y‘ilnl Metric iFluno|MIl RT | Resp. Jﬁnllu|r.‘ll
Ingpect 0O 2403 15
9.0 Adet ¥ Outlier(s)
3.6 AccdCocame: |ntegrator found the fallowing problem(s) with the peak at RT = 2 433 Menge Problem
56 Accepted = 39 [] 2459 19625 44 [
The system displays any outlier message for that data, as well as the

integrated chromatogram for cocaine.

6 Click the Next Compound icon in the Batch Table Standard toolbar or the
Previous Compound icon in the Batch Table Standard toolbar until the system
displays the compound MDMA.
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7 Select the Blank-1 row and point to the Int. Metric column.
= T A A T T
Accepted 15 [J 2602 28 |

13 Acm{dk.‘lunnlhation Message(s)
31 Aced MOMA-dS: Qualifier M/Z = 135 4: Qualifier peak not found or does not match quantitation criteria

0.2 Accepted 100 [0 2276 11059 242

The system displays any outlier message for that data, as well as the
integrated chromatogram for MDMA.
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Change the noise algorithm

1 Right-click anywhere in the Batch Table and click Add/Remove Columns.
The system displays the Columns dialog box.
2 From the Select Columns From drop-down list, select Compound Method

3 From the Available Columns list, select Noise Alg. (Noise Algorithm Type) and
click Add.

The system moves the selected column to the Show these columns in the
order list.

4 Click OK.

5 Click the Previous Compound icon in the Batch Table toolbar until the system
displays the compound Amp.

6 Examine the values in the Noise Alg. and S/N (signal-to-noise ratio) columns.

Batch Table
Sample: A Blank-l = % Sampie Type: | <Al> * Compound: ¢ Amp - 570 Ampos BE D FEEERE

Sample [ Amp Method | Amp Results |Quaiifie_| Amp-d5 (ST_[Quaiiie_|
@ ]v [ Name l Data File J Type 1I.eve|[ Acq. Date-Time. ]Exp Conc‘i it |int Pams |Nmemg "RT [ Resp ]Ml!cm: Conc [qulcann [Aﬂumcy}llnl MelnciRanD.}M\ RT IRe_-.p ]Runo‘Mli
T L Skl M LT | e Al | . Tl .
Calib-L1 CMAMCal_L1d Cal

Yo v T MSMS RMS [m]
i 25000 MS-MS AMS 2141 e[ 24161 24161 966 Accepted 243 [J 27120 1397 259 O

Calibl2 CMAMCaL2d  Csl 50000 MSMS RMS 2140 1059 ] 48556 4855 971 Aceepted 35() 2126 1298 259
Colibl3 CMAMCalL3d  Cal 12,5000 MSMS RMS 2134 2673 [] 128162 128162 1025 Accepled 267 (J 2721 1377 263 0
Colitld  CMAMCalLdd  Cal 25,0000 MS-MS AMS 2022 4952 [0 258384 2593% 1038 Accepted 20100 1850 134 2830
i Calibl5 CMAMCslL5d  Cal 125.0000 MSMS RMS 2101 18605 [ 1240262 1240262 992 Accepted 270 () 207 1053 264 O
ociz  cMAMQC 24 oC | 50000 MSMS RMS 212 1006 [0 43336 43336 867 Accepted 2770 2731 135 3110
ocld  CMAMQC L4d  OC | 25.0000 MS-MS RMS 2135 4760 268911 269911 1080 Accepted 2560 2121 1% 3110
~ @ v Samplel CMAMSsm_01d Ssmple MSMS AMS 2080 60 Rejected (m] [m]
Seample2 CMAMSam_02d  Sample MSMS RMS 2143 10040 40008  4.0008 Accepted 309 (] 2730 145 2570
] Sample3 CMAMSam_03.d  Sample MS-MS RMS 2105 2500 [0 133886 133886 Accepted | 253 [J 2089 1284 2080

Practice changing the noise algorithm from RSM to ASTM for
amphetamine in the method
1 Onthe Method tab, click Edit.
2 Inthe Method Tasks column, click Advanced Tasks > Signal to Noise Setup.
4 Advanced Tasks
Integration Parameters Setup

signal to Moise Setup |
Crmnnthina Catun E

The system displays the integrator parameters in the Method Table.
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3 Inthe Method Table, click the drop-down arrow in the Noise Alg. column for
Amp.

ons | Nose Alg } iy

RAMS [:d}

Peak-lo-FPeak
Peak-to-Peak from Dnft
ASTH

RMS
Auto-RMS
RS i

A list of available noise algorithms appears.
4 Click ASTM.
5 Under Method Tasks/Save/Exit, click Exit.

6 At the Would you like to apply this method to the batch? prompt, click No. The
system displays Batch Analysis mode.

Turn off the baseline (highest concentration standard) and then back on
for amphetamine

1 Select sample Calib-L5 (if it is not already selected), and on the View tab, select
Maximize Pane > Maximize Compound Information.

Make sure that only the Compound Information pane is visible in the window.
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Right-click either of the chromatograms to open the shortcut menu.

Click Properties at the bottom of the shortcut menu to open the Properties
dialog box.
Properties X

Compound Information  Compound Information (2)

General: Retention time:

Background color: [JAutomatic ~|  Reference RT:
Foreground color. [EMOarkNay ] Recogniion window
Gridines color [ Nodispley | Peakpuity

Time segmentboundary: | Nodisply  ~| [ Showpeak purty

Chromatogram: Purity colors.
Baselines
[ Baseline calculation points
[J Normalize quantifier

[] Original baselines after manualintegration

Noise regions: [ Nodisplay v]

Peak fill [175% Transparent v

Fill colors...
Peak labels..

Titles...

Ocfat | [ ok ]| Conce

Clear the Baselines check box in the Properties dialog box.
Click the Apply button and observe the peak without the baseline.

Inspect the calculation points for the baseline for amphetamine

N oo o b W N =

Mark the Baselines check box in the Properties dialog box.
Click the Apply button and observe the peak with the baseline drawn.

Mark the Baseline Calculation Points check box in the Properties dialog box.

Click Apply and observe where the baseline starts and stops.

Clear the Baseline Calculation Points check box in the Properties dialog box.

Click Apply and observe the chromatograms.

Compare the chromatograms with and without the Baseline Calculation
Points.

Display the peak labels for amphetamine

1

From the Properties dialog box, click Peak Labels. The system displays the
Peak Label dialog box.
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2 Mark all the Peak Labels check boxes, and the Display Label Names check

box.
3 Click OK.
Peak Labels o
[ErT ~
[ Mame
[ Cale. Cone.
[ Final Cone.
(=] Heigtt
5] Aves
=] Deta BT
kA 5
|~ Cmpd. Group
[ G. Computed ¥
[] Display Label Names fex. RT=2.452)
[ Dxspiary Uieits far Cames, AT and Delta RT
[ Display Atemative Peak Labels
oK Cancel

4  Click the Apply button in the Properties dialog box. The peak labels should now
match those shown in the example below.

+MRM CID@0.0 (136.2 -> 91.4) CMAMCal_L5.d

2 108 R0t
2 ames=/ P
3 52 Calc. Conc{=124.0262
5 Final Conci=124 0262
475 Height=3507
45 Area=18605
425 Delta RY=-0.002
p SIN=100.08
175 Cmpd. Group:
/ Q. Computed=98 g
35
325
3
275
25
225
2
175
15
125
1
075
05
025
0
025
T T T T T T T T T T T T T T o T T T
12 13 14 15 16 17 18 19 2 21 22 23 24 25 26 27 28 29 3
Acquisition Time (min) |

5 Click Peak Labels in the Properties dialog box. The system displays the Peak
Labels dialog box.

6 Clear all the Peak Labels check boxes except RT (retention time). Clear the
Display Label Names check box and click OK.

7 Click Apply in the Properties dialog box and observe the change in Peak
Labels.
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Display the qualifier chromatogram on the right-side before and after
normalization

1 Click the Compound Information (2) tab. In the Qualifiers area, mark the
Normalize check box.

2 Click Apply and observe that the two peaks now converge and appear as one
peak.

1362->914 ,1362-> 1194 :
x102 | Ratio = 27.0 (355 %) H 2

i
P

Felive Abundance (%]

o o o o
oD O o ok W m
n P — L

| SR PR e s S S s — | S A S S S S S |
12 13 14 15 16 17 18 1% 2 21 22 23 24 25 28 27 2B 29 3

Acquisition Time (min)

3 Clear the Normalize Qualifiers check box of the Properties dialog box.
4  Click Apply to display the qualifier second quantifier peaks again.

1352->91.4 , 13622 1194
E %103 Ratio = 27.0(95.5 %)
2 34
324
34
284
264
244
224
24
124
164
1.44
1.24
14

oo oo
bi O R B @ Do
i -

T T T
7 28 29 3
Acgusition Time: (min)

12 13 14 15 16 17 18 19 2 21 22 23 24 25 26 2
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View the uncertainty band

1 Select the type of uncertainty band that you would like to display from the
drop-down menu in the Uncertainty Band field of the Properties dialog box.
Click Apply and the uncertainty band appears in the qualifier chromatogram.

1362 ->914 13621194
2 2103 Ratio = 27.0 (355 %)

Acquesibion Time (min

2 Select No display from the Uncertainty Band drop-down menu of the
Properties dialog box. Click Apply to remove the uncertainty band from the
qualifier chromatogram.

3 Click OK to close the Properties dialog box.
4 Compare the qualifier chromatogram with and without the Uncertainty band.

Remove the Int. and Int. Parms columns from the Batch Table

On the View tab, click Restore Default Layout.

2 Right-click the Compound Method section of the Batch Table and click
Add/Remove Columns.

3 From the right list, select Int. and Int. Parms. (Compound Methods.)
4 Click Remove, and then OK.
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Detect Outliers

This task shows you how to fine-tune the accuracy range for a compound and
hide and show results with outlier flags.

View outlier information for MDMA

1 Click Next Compound in the Batch Table toolbar until the system displays the
compound MDMA.

2 Select the Blank-1 row and point the cursor to the RT column.

RT | Resp |r.'.|: Calc. Conc !Fl.'mlCcﬁc |Accurncy| Int I‘.a'le1n|:|R,uI||::-I‘\-'IE| RT | Resp. | Ratio |MI

22 0 1.9296 1.92%6 Accepted 15_ [] 2602 28 |m|
2 1 Quantitation Message(s)

2 {MDMA-d5: Qualifier MjZ = 135.4: Qualifier peak not found or does not match quantitation criteria E
2277 w30 11.2728 11.2728 90.2 Accepted 100 [0 2276 11059 242

3 Examine the outlier information in the Qualifier ... Results > Ratio column for

Sample 1, as shown in the example below.

¥ asQd

w[ 7750

21 2% Outlier(s)

35 ZIMDMA-dS: Qualfier ratio = 27.5 is outside the allowed range [17.9. 26.9] for MZ = 1354

Change the accuracy range for amphetamine in the method, and
reanalyze the batch

1 Click the Previous Compound icon in the toolbar until the system displays the
compound Amp.

Select the Calib-L5 row in the table.

On the Method tab, click Edit.

In the Method Tasks column, click Outlier Setup Tasks > Accuracy.

Set the Accuracy Max % Dev value to 5% for Amp.

N g b WN

In the Method Tasks column, click Save/Exit > Exit, then select None under
Additional batch processing after applying the method, and click Yes to the
Would you like to apply this method to the batch? prompt.

7 Press F5to analyze the batch.
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8 Red (high) and blue (low) outlier values now appear in the Accuracy column

for Amp.
61 96.6 Ac
56 97.1 Ac
62 1025 Ac
%4 103.8 Ac
62 99.2 Ac
36 86.7 Ac
1 108.0 Ac
Re
08 Ac
56 Ac

Using the following set of outlier flag icons

1 Click the Display rows that have High outliers F icon on the toolbar to display
only samples with high outliers.

WL
2 Click the Turn off outlier filter l._ icon to display all samples.

=

3 Click the Display rows that have High/Low outliers ' icon on the toolbar to

display only samples with low outliers.
4 Click the Display rows that have High/Low outliers =
the samples.

icon again to display all

A5
5 Click the Select Qutliers l_icon to bring up the Outliers dialog box.
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6 Clear the Accuracy and Retention Time check boxes and click OK.

Outhiers ? =

X
7 Click the Select Outliers l_ icon to bring up the Outliers dialog box.

8 Mark the Accuracy and Retention Time check boxes, and click OK

Generate Quantitation Reports

This exercise helps you learn how to do these tasks:
* Generate report methods using one or more report templates
e (Generate a report

The DrugsOfAbuse batch is used in this exercise.

Quantitate the samples for this batch and save your results

1 Onthe Home tab, click Analyze Batch.
2 Click File > Save to save the batch.
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3 Onthe Home tab, click Generate Report. The system displays the Generate
Report dialog box.

Note the Report Folder directory, which is where the report is saved.
4 Under the Report Method field, click the New button to create a report method.

5 Click the Add Template button in the Report Method Edit dialog box to open
the browser.

Terplstes Resuks Graphics seftings

Introduction Workbook 91



Set Up and Quantitate a Batch of Acquired Q-TOF Data Files

6 Navigate to the MassHunter/Report Templates/Quant/PDF-Reporting
directory, select DrugAnalysis.report.xml, then click Open.

=
A C\Projeces\TrainingProject\Report Templates\Quant\PDF-Reporting
a C:\Projects | Name Date modified  ~
4 | | TrainingProject Codes 10/16/2023 1233
Data IngrumentCheckout 10/16/2023 135
Methads Unicnowns 10/16/2023 122
4 | | Report Templates AuditTrall reportom 9/7/2023 7:54:1
4 | Oymnt L BeforeAfierMireport... 9/7/2023 7541
POF-ReportBuilder Drughnalysic reportoml  9/7/2023 7:54:1
PO Spceting Drughnstysis_Dopings 872023 7541
Studi
o ] Env €t mvgreportamd  9/7/2023 7:54:1
T if
FlaFisy ) Env_eE_Avg_RTDiftre 9/7/2023 7541
Wiarklist [mport £ q R »
Winrlirrr o < >
File name:  DrugAnalysis.reportomi Temiplate files [* xit; " x¥te.” xtm;* rep.
Open E Cancel

The program adds the template to the Template field in the Report Method
Edit pane.

7 Repeat steps d and e to add DrugAnalysis_DopingScreening.report.xml.
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Edit the report method to create single sample and batch PDF reports

1 Inthe Report Method Edit dialog box, on the DrugAnalysis.report template line,
Report Mode field, select Single Sample from the drop-down menu.

2 On the DrugAnalysis _Doping Screening.report template line, select Batch from
the drop-down menu in the Report Mode field.

3 Select your language from the drop-down menu in the Language field.

4  Select a paper size from the drop-down menu in the Paper Size field.

5 Select the Results tab of the Report Method Edit window.

[ Report Method Edit (Quantitative Analysis) - o ®

File Edit Toolk Help
Dod saaloe|a

Tengittes Reaity Gaphics seings

Template

C:\Propects\Trarng _creenmgiepertanl |
b |C\Projects\Tian. \Dnughnalysisrepoand |

Add Template..

Remove Templste Edt Post Processes...
SevelBa | B |
6 Leave the default settings for the rest of the graphic setting fields.
7 Click the save icon in the Report Method Edit window.
8 Name the report method DOA.m.
9 Click Save & Exit to close the Report Method Edit dialog box to return to the

Generate Report window.

[ Rieport Meshod Edit (Quantitative Analysis) - 0 bs
File Edit Tools
3 Save Method As x
Dd s ad
A Cproj —
Templates Resits G4
Generat |4 C\Projects Name o
4 || TraimingProject | emaMBK 01d
Delete graphics ] 4 [ b | cMaMCal L1d
b Doa CMAMCal_L2d
Feeed 1ange graphacs: | ”
(G Methods | CMAMCaI L3 d
Sanple chiomslograms: e | CMaMCal LS a
T Graphicsd Tegae: | emamac 120
| i per CMAMGE_L44
e | emamsam_o1.a
| EMaMSam_02.d i
File name: DOAm Method files (*.m;".quantreportmeth.. +
L [ o ]
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Generate a report from the method

1 Verify that the method you just created is in the Report Method field.

Generate Report >

B stch fils:

Batch folder
Batch fie:
Fiepoet folder:

C-\Projects'\ Training Project \Data Do A

#_Test_02batch bin

[CProjects\ TrainingProject Data\ Do A\DusriRepos'a_Test (2 | | Browss._

Reepaoet medhod:
[CProscts\TramingPropct\Dea DoAVDOAR
Croose.. B

Samples/Compounds:
EA Al samples Choose samples...
B All compounds Choose compounds...
Generate:
(®) Generate reposts now

(] Gpen nepont folder sfter reports generated

[ oK

Cancel

2 Inthe Samples/Compounds field, uncheck All Samples, to open the batch

table.

3 Highlight one of the samples in the batch table window and click OK.

Choose Samples 4
Name Data Fie Trpe Level . W
* Bl CMAMBK 0.d 5 148
Cals-L1 CMAMCal_L1d Calbeation L1 51272006 1:51 .,
Calbd2 |cMaMC_L2d | Calbwation |2 | 511272006 1:54 .
Caib L2 [CMAMCS_L3d | Calibeation |2 | 51272006 157 .
Calb-L4 ICHF-MCd_L-hd ICalrw .L-t .5.'I2.-‘2m5 200 ..
Calib L5 |CMAMCa_LSd  |Calbeation |5 |sr12/2006 203 .
acL2 |cmamac_zd  |ac |z | 51272008 206 .
acLd |cmamoc_Led  |oc |La | 5122006 209 .
Sample-1 |cMAMSam D1d | Sampie [ |sn2z0ez12.. o
< >

Sedect al Select by Group.

o, | s
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4 Click All Compounds to show all the compounds in the sample you've
selected.

Choose Compounds x

| Seeaa || SeectbyGmp.. | @ | Cancel

5 Select Generate reports how and click OK to generate the report. Double-click
a file to open and display the report.

.

(®) Ganerate reports now
[ Open report foider after reports generated
Queue report lask

| Start Cussie Viewes

o o |

6 Double-click a file to open and display the report.
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Instrument Maintenance

Register on Agilent SubscribeNet (New Account Registration)

If you already have a SubscribeNet account set up for previously
purchased Agilent products, it is not necessary to set up additional
accounts.

1 Using a web browser, navigate to https://agilent.subscribenet.com/ The site
loads.

Agilent Technologies SVCIEEILEWITAES

Electronic Software and License Delivery

Please login. Your Login 1D is your Email address.
Login 1D

) Remember my password unti | logout

1 you have forgotten your login ID, password, or are not sure whether you have an account use our Password
Finder

SubscribeNet new account registration.
Customers who have an authorization code from their Agilent product purchase may CLICK HERE to register
and create a new SubscribeNet Account and Login ID.

Privacy Statement | Terms of Use | Agilent Home | © Agilent 2000-2023

2 Click the CLICK HERE link to register.

3 Enter the following required information to create the account, along with the
authorization code received from the product purchase.

a Authorization Code
Email
Company
Department

Last name
Phone
Address
i City State/Province

b
C
d
e First Name
f
g
h

j Country
4  Click Submit.
You'll receive an email to start your account.
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Perform Back Up and Platform Best Practices
O Safely store the software media provided for the system.
O Set up Data/Computer image backup regularly.
o Microsoft Back up and Restore Options (https://t.ly/r2995)
O Disable power management options and automatic utilities.
o Set power options to Put the computer to sleep = Never

o Set Windows Update to “Check for updates but let me choose
whether to download and install them.”

O Turnon Windows Firewall.

o Select the "Notify me when Windows Firewall block a new
program.” check box.

Locate the tune solution bottle and properly store tune solution

Locate the tune solution bottle and confirm that it is safely stored in the
appropriate temperature conditions.

Perform daily cleaning of lonization Source and Spray Chamber

Perform this maintenance daily or at the end of each shift or anytime you
suspect carry over contamination from one sample or analysis to another.

After determining the Source type, find the instructions for cleaning in the
user guide for the source in use.

Review routine procedures in the user guide

Perform maintenance daily or at the end of each shift or anytime you
suspect carry over contamination from one sample or analysis to another.
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Remove, clean, and replace the capillary

Review the steps in the user guide.

Add a new user defined EMF counter
Using the online help, set up a user defined EMF counter by entering a new

threshold value for a selected EMF item.
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