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1 Introduction

About this Training Workbook

This workbook provides instructions for the Agilent 6530 LC/Q-TOF system
running MassHunter Acquisition 12.2 or higher.

For more 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 will have an introductory level of experience
in the use of an Agilent 6530 Q-TOF LC/MS system.

This introduction covers:

+ Reviewing hardware components and software procedures.
+ Performing a checktune.
+ Acquiring and analyzing a sample.

+ Performing routine maintenance.
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1 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.

Before you begin

This introduction workbook is recommended for all participating end users.

@Tgﬁ + Download the Agilent 6530 Q-TOF LC/MS System User Guide by scanning the
g‘g{g code or navigating to https:/aglt.co/LCMSUserDocs.

Agilent 6530 LC/Q-TOF Introduction Workbook
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1 Introduction

+ Use the Agilent 6530 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
%;;1@@1 scanning the code or navigating to https://aglt.co/LCMSUserDocs.
it

Agilent Q-TOF LC/MS Supplies

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

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 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 will identify basic hardware components and their locations for
the Agilent 6530 LC/Q-TOF system.

Fill in the Blank

Fill in the Blank: Work with your Agilent Service Engineer and/or use the Agilent

6530 LC/Q-TOF System User Guide to label the flagged components below for your
installed instrument(s).

Front view
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2 Hardware

Side view
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2 Hardware
Overview

Back view

Agilent 6530 LC/Q-TOF Introduction Workbook

12



2 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) source

+ Electrospray lonization (Dual ESI) source

- Atmospheric Pressure Chemical lonization (APCI) source

+ Multimode lonization source (MMI)

Agilent 6530 LC/Q-TOF Introduction Workbook
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2 Hardware

+ Agilent nanospray ESI source

Hardware Introduction

1. List the ionization source in use:

2. lItisreviewed 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:

Agilent 6530 LC/Q-TOF Introduction Workbook
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2 Hardware

Calibrant Delivery System

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.

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?

Agilent 6530 LC/Q-TOF Introduction Workbook 15



2 Hardware
Basic Components

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.

APCI & APPI
Nebulizer

View the Needle

Nebulizer adjustment kit
Use to check the condition
and concentricity of the
needle, and to adjust the
needle position

ESI, MM, & AJS
MNebulizer

+  Find your nebulizer type per the user guide or the document that comes with

the kit. List the part number below:

Agilent 6530 LC/Q-TOF Introduction Workbook
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2 Hardware
Basic Components

Rough Pump

MS40+

Locate the Oil Sight

Using the user guide, fill out the following information:

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

Agilent 6530 LC/Q-TOF Introduction Workbook
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2 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?

Agilent 6530 LC/Q-TOF Introduction Workbook 18
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3 Software Basics

The MassHunter Control Panel is the administrative and management center for

MassHunter Data Acquisition software. Control Panel provides:

+ Full instrument status information of your entire laboratory

- Central configuration and administration of users, instruments, and security
settings

+ Full system documentation and built-in reports
You will review:

- Starting the software

+ Navigation overview

+ Closing the connections

+ Creating projects

- Creating and configuring instruments
+ Launching instruments

+ Offline method editor

- Creating shortcuts

Software Start-Up

+  From the desktop, double-click the Control Panel icon.

The navigation pane opens by default and can be minimized or expanded
based on your preference.

Agilent 6530 LC/Q-TOF Introduction Workbook

20



3 Software Basics

User Interface and General Navigation

& LC/Q-TOF - Control Panel ? - O x
MANAGEMENT

Ear Delete  Reres Configure G Offine Worklist Method Comparison Ribbon
insirument  Instrument oras  Conned Eatorw Viewer e
Istrumeris o o Locations Actons LE/MS Acquisition Tools
Instruments « | LC/Q-TOF ide I
4 @ Instruments
o Le/a-Tor Project: | Learning Products L Launch & Launch Offiine 2
4 Status
Panes
Instruments 4 Details
Controls specific Description:
! Location: Instruments
struments Created by: SYSTEM
Projects Creation date: 20230526 14:01:15-07:00
Last configured by: SYSTEM

Create paths to
data Last configuration date/time: | 2023-11-29 08:08:13-08:00

’ Last modified by: SYSTEM
Administration Last modified date/time: | 2023-11-29 08:54:22-08:00
Application: MassHunter Workstation
Instrument controller: DESKTOP-655PFQM
Instrument type: Agllent LCTOF or G-TOF

d: 15

Owner contact information:

» Activity Log (last 7 days)

e Main
instruments .
Window

Current user: SYSTEM (SYSTEM)

Adjusting the Instruments pane:

+ To minimize the pane, click <<. When minimized, the tab currently selected is
displayed vertically.

+ To expand the pane, click >>.

* Items can be dragged and dropped 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.
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3 Software Basics

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.

g LC/Q-TOF - Control Panel ? - o x
MANAGEMENT
g X O A & ¥ | 4 | @ fifl m #
Edit Delete Refresh Lod Configure Create Acquisition Close Offline Worklist Method Comparison Study
Instrument  Instrument All Instrument  Instrumentw Desktop Shortcuts | Connection Editor v Viewer v Manager v
Instruments and Locations Actions Selected Row LC/MS Acquisition Tools
Instruments & LC/Q-TOF idte Il
4 @ Instruments
o Lc/a-Tor Project: | Learning Products Launch ¢ | | Launch Offline &
-
T 4 Status
! » Details

4 Activity Log (last 7 days)

Date/Time User Description

b 2023-112908:54220800  SYSTEM (SYSTEM) Instrument “Instruments\Revident LC/Q-TOF" was changed
b 2023-11-2908:09:38-08:00  SYSTEM (SYSTEM]  Acquisition Engine: Method 'C:\Projects\Learning Products\Method
b 2023-11-2908:09:1808:00  SYSTEM(SYSTEM) Acq Console: User 'SYSTEM has logged in
b 2023-11-2908:09:15-08:00  SYSTEM (SYSTEM)  Engine Launcher: System Engines started
b 2023-11-29 08:08:13-08:00 SYSTEM (SYSTEM) C of instrument | KTOP-655PFQM” was
b 2023-11-29 08:08:13-08:00 SYSTEM (SYSTEM) Instrument Configuration: User 'SYSTEM (SYSTEM)' has logged out
Instruments < b 2023-11-2908:08:13-08:00  SYSTEM (SYSTEM]  Instrument "Instruments\DESKTOP-6SSPFQM™ was configured
3 2023-11-29 08:07:48-08:00 SYSTEM (SYSTEM) Instrument Configuration: User ‘SYSTEM (SYSTEM)' has logged in.
»

2023-11-29 08:06:17-08:00 SYSTEM (SYSTEM) Instrument Configuration: User ‘SYSTEM (SYSTEM)' has logged out

Current user: SYSTEM (SYSTEM)

Agilent 6530 LC/Q-TOF Introduction Workbook 22



3 Software Basics

Creating and Configuring Projects

Creating and Configuring Projects

1. Click @ Projects gand select Projects.

2. Inthe Name text box, type Training Project.

3. Inthe Project folder path text box, leave the default folder path.
4

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.
4 Projects - Control Panel ? - 0O X
MANAGEMENT
| A Y [A] EZ3 7
te  Refresh Quantitative Report
v ] Analysis v Builder v
Projects and Groups Qualitative... ‘Quantitativ... Report Buil_.. LC/MS Acquisition Tools
Projects &« | Create Project
4 @ Projects

Properties MassHunter Workstation

[ Learning Products

Name: Training Project
Project folder path: | C:\Projects\Training Project Browse
Include project groups in project path

Description:
Training Project Description

Applications: MassHunter Workstation

Projects
o

Current user: SYSTEM (SYSTEM)

Agilent 6530 LC/Q-TOF Introduction Workbook 23



3 Software Basics

Instruments

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

Agilent 6530 LC/Q-TOF Introduction Workbook 24



3 Software Basics

Create an Instrument

9 1. Click Instruments and select any location.

2. Click Create > Create Instrument.

WAL T ENT

_|_

Creme

nstruments Ceee mes st i camt i

3. Enter the required data in the Create Instrument pane.
a. Name: 6530 LC/Q-TOF

b. Instrument Type: Agilent LC TOF or Q-TOF

Do not select a default project. You will be prompted to select a project when
you launch the instrument.

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

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

L4 Instruments - Control Panel ? -0 x

Instrui « Create Instrument

o et Name: LC/Q-TOF

Agilent LC TOF or Q-TOF

Always use Default project

Agilent 6530 LC/Q-TOF Introduction Workbook 25



3 Software Basics

Launch an Instrument

Once you have 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 Instruments window, click Launch.

4pb

Uuser

SYSTEM (SYSTEM)

& LC/Q-TOF - Control Panel
MANAGEMENT
S X o A & %
Edit Delete  Refresh Lock Configure ~ Create Acquisition ose
Instrument  Instrument All Instrument  Instrumentw Desktop Shortcuts  Connection
Instruments and Locations Actions
Instruments & | LC/Q-TOF
4 © Instruments
o« LC/Q-TOF Project:
ol Test
4 Status
» Details
4 Activity Log (last 7 days)
Date/Time
I’ 2023-11-2909:18:34-08:00
<
Instruments
Current user: SYSTEM (SYSTEM)

El

it

Offline Worklist Method Comparison
itor Viewer v

st
Manager v

LC/MS Acquisition Tools

Launch £

Description

Instrument “Instruments\Revident LC/Q-TOF

Not Connected

Launch Offline &

= was added

Agilent 6530 LC/Q-TOF Introduction Workbook
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3 Software Basics

Create an instrument shortcut

1. Inthe Control Panel, click Instruments and select an instrument from the left
panel. 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.

g LC/Q-TOF - Control Panel ? - O %
MANAGEMENT

e X ol A & % | O i

Edit Delete  Refresh Lock Configure  Create Acquisition Close Offline Worklist Method Comparison  Study
Instrument  Instrument  All Instrument  Instrument v  Desktop Shortcuts  Cannection Editor v Viewerv Manager v

Instruments and Locations. Actions.
Create esktop shortcuts for Agilent MassHunter applications with current instrument and project

Instruments « LC/Q-TOF Not Connected
4 @ Instruments
« Revident LC/Q-TOF Project: Launch £ | | Launch Offline &
o 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 09:18:34-08:00
Inetusrvents Application: MassHunter Workstation
Instrument controller: DESKTOP-655PFQM
Instrument tvoe: Agilent LC TOF or Q-TOF i

Current user: SYSTEM {SYSTEM)
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4 Tuning

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
- Maintain acceptable resolution

+ Ensure accurate mass assignment

What is tuning in LC/MS?

Tuning is the process of adjusting 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,
that is displayed in the Systems Settings panel. Run Mass calibration daily, at a
minimum weekly. During normal operation, it take approximately 15 minutes to
complete.

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 can be performed in either positive or
negative ionization mode, or both. During normal operation, it take approximately
25 minutes to complete.

Agilent 6530 LC/Q-TOF Introduction Workbook 29



4 Tuning

Perform an autotune monthly, after preventative maintenance, or if you find a
problem with checktune. Autotune can be performed in negative and/or positive
ionization.

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

Agilent 6530 LC/Q-TOF Introduction Workbook
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4 Tuning

Mass Calibration

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

1. In MassHunter Acquisition, click Method Editor.

I_A_I Project: Learning Products, Instrument:

Home

ﬂ:l ﬂ ﬁ B Save ~ [5

: : Lock Analytical ~Device
Method  Single Sample Status Worklist D Reset Layout s on Column Setup Config A

Layouts i Tool

For Help, Press F1

2. Click the MS Q-TOF tab.

Method Editor
ey el W v O

Properties DA MS Q-TOF

M

Click Tune > Mass Calibration in the left pane.
4. Click & Tune control.

5. Select Mass Calibration.

Mass Calibraktion Checktune

Click “/" Mass calibration/Checktune.
7. When the tune completes, review the report.

Click =/a Release tune control in the toolbar to release control of the
instrument.
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4 Tuning

Calibrate the LC/Q-TOF (checktune)

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

1. In MassHunter Acquisition, click Method Editor.

B Project: Leamning Products, Instrument:

Home

[ save - [9] astrument Status, Chromatogram Plot Worklist
ﬂ] ﬁ @ 2

Lock
Method Single Sample Status Worklist D Reset Layout | 3 an Spectrum

Column Setup Config Al
Layouts Windows Tool

For Help, Press F1

2. Inthe Method Editor window, click the MS Q-TOF tab.

Method Editor
ey el W v O

Properties DA MS Q-TOF

M

3. Click Tune > Mass Calibration in the left pane.
4. Click & Tune Control.

Select Checktune.

Mass Calibration m

6. Click /" Mass calibration/Checktune.
7. When the tune completes, review the report.

8. Click </ Release tune control in the toolbar to release control of the LC/Q-
TOF instrument.
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4 Tuning

Review a Tune Report

Generate a detailed tune report after you have run autotune or checktune.

o b N~

6.

In the Method Editor window, select the MS Q-TOF tab.
Click the Tune > Autotune section in the left pane.

Click & Tune control.

Click ¥/ Tune Reports in the toolbar in the Autotune section.

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

Click = 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 can be accessed through
the Autotune or Checktune section. For all other instruments, save tune reports
manually before tuning in a single polarity.
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4 Tuning

Schedule 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.

3. 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 2 Schedule tune in the toolbar.

6. Select Mass calibration/Checktune in the left pane. The right pane shows the

information for scheduling a checktune.
7. 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 - (] X

Mass calibration/Checktune . Scheduling Monthly

Autotune i
Recur every 1 week(s) on

ODODODODODD

Start |1/3/2024 Time |1200AM ~

Cancel

10. Click OK.

Agilent 6530 LC/Q-TOF Introduction Workbook
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4 Tuning

Stop checktune

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

Click & Tune control in the toolbar.

Select Checktune.

Click /" Mass calibration/Checktune.

o~ 0N

Before the tune completes, click ‘= Stop Tune.

Agilent 6530 LC/Q-TOF Introduction Workbook
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5 Using Methods

MassHunter 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 > 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.

Agilent 6530 LC/Q-TOF Introduction Workbook
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5 Using Methods

Set the Active Instrument Mode

1. Click Tune > Autotune in the left pane.

2. Click ¢ Tune control.

3. From the Active Instrument Mode drop-down list, select 1700 Stable.

System Settings
Active Instrument Mode

1700 stable ®
2-TOF system | e
3200 fragile
1700 stable
700 fragile
750 stable
750 fragile
250 stable
250 fragile

High mass stable

4. Select Yes. Wait for the system to stabilize.

& Instrument mode
When changing between mass ranges (3200, 1700 and 10000

a wait period of 5 minutes is required

5. Click /a Release tune control in the toolbar to release control of the Q-TOF
instrument.
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5 Using Methods

Set Up and Run an Acquisition 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 Q-TOF tab.

2. Click Open Method to review the methods available.
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Using Methods

3.

Open Method

Select default.m and click Open.

Selected Path: | CA\Projects\TrainingProject\Methods
(1] Acquisition.m

(1] default.m

(1] defaultTestm

1] qualMethed.m

fT] quantMethod.m
[l quantReportingMethod.m

File name:

defaultm
Files of type:

Method Information

Method Description:

Pre-run Script:

Post-run Script:

4.

a.
b.
c.

5.

mC

"

Under Method, review all the default Method subsections.
Acquisition — Set Q-TOF acquisition parameters.

Source — Set source parameters for the Q-TOF .
Chromatograms — Specify plots to display in the Chromatogram Plot
window during the run.
Click Save As Method.
Meathad Ediar
! % L :_ dafukm
s D8 | Caw i Wathod
= Wt
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5 Using Methods

6. Enter a File name—for this example, Training Method—then click Save.

Fi Agevap Traerengihdetiiad]
Fies o ype

el
[¥

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

7. Click Apply.
Method Editor

Eﬂ" B B [% Acquisition.m i \ﬁ
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5 Using Methods

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 Ediloe

BprO=8

ar -~ [
Fraparie }
Cpn Lgthod
» Mainon

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 a

Selected Path: | D:\Projects\TrainingProject\Methods {) B &=

1] defaultm

(1] quant_IDL report.m

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

(T] Reserpine_massAcc_mp m

(1] Reserpine_massAcc_msms.m
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Using Methods

3. Click Save as Method, enter Scanmethod_Intro for the file name, and click
Save.

Save Method As

Selected Path: | DAProj heckout\Method: ;)‘ »

(1] 6495D_Neg_Checkout_MRM.m
(1] 6495D_Neg_Checkout_Scan.m

(T] 6495D_Pos_Checkout MRM.m

(1] 6495D_Pos_Checkout_Scan.m

(1] 6495D_Pos_IDL_Quant_Agile2_smooth.m
(T] 6495D_Pos_IDL_Quant_General_smooth.m

(1] 6495D_Pos_Standard_MRM.m

(1] defauitm

Filename: | Scahmethod_Intro

Files of type:

Create Folder Bve Cancel

Agilent 6530 LC/Q-TOF Introduction Workbook 43



5 Using Methods

4. Select Method > Acquisition, then under Acquisition Parameters, review the

acquisition settings, noting Start m/z and End m/z. Under TOF Acquisition

Parameters, set the Rate to 3.

Acquisition Parameters

4 MS Experiments
BE AEEHE om rom B

On Statmiz Endmiz Fragmentor (V) Collision energy (V) Skimmer (V)

4 100 1700 180 0 45

4 TOF Acquisition Parameters
MS-only Acquisition

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

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

MS Timetable

REEK

e blue
Add row at the end

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

Start time (min)  Type Value

0 LC Stream Vaive To Waste ~

TTHILC Sveam Vaive [ ToMs |

7. Click to enable Post-run diverter position.

”}Poﬂ-mn diverter position | To Waste v

Agilent 6530 LC/Q-TOF Introduction Workbook
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5 Using Methods

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

Propeties DA Binary Pump]  Column Comp.  MS Q-TOF
Flow D Advanced
0400 - | mUmin 4 Timetable (8/100 events)
Sohents 100.0 % Wi V.03 0.1%F Flow Max. Pressure
1 ater b " Ul
o ® : ©F41 Time [min) A%l B (mimin]  Limit (bor

2 O [100.0 % Water v.03 v 000 50.00 50.00 0.400 600.00
020 5000 50.00 0.400
085 1000 90.00 0.400

< 1 @ |100.0 % Acetonitrile V.03 v
50.00 © % 285 10.00 90.00 0.400
2 O [100.0 % Acetonitrile V.03 v 286 50.00 50.00 0.400
Pressure Limits
Min 0.00 | ber Max: | 600.00 : | ber
Stoptime Posttime
O As Injector/No Limit @ off
Add Remove Clear All Clear Empty
® 4.35 ;| min (0] > | min —
Cut Copy Paste Shift Times 000 7| .
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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Run Methods

Run a Scan Method

In this exercise, you will acquire data using MassHunter 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.

c. Data File Name: Introduction_Scan_001.d

(optional) Select Auto Increment to automatically increment the file
name if that file exists.
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5 Using Methods

d. Data File Path: Set to

D:\Projects\InstrumentCheckout\Data\Introduction. Create a folder if

necessary.

‘ = Select Path

4 TrainingProject
...

Methods

Report Templates
Studies

| Templates

i Worklist Import

Worklists

Folder: |Data

4. Click Start Sample Run.

Sample Run

(%]
Sample
Start Sample Run |
L0 — Y00 fo Postion |Vial

Injection Volume | As Method v ul

Comment

5. Click OK when the run completes.

@ Sample Run

Run completed.

[ ]

Agilent 6530 LC/Q-TOF Introduction Workbook
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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.

Agilent 6530 LC/Q-TOF Introduction Workbook
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Review the Data using MassHunter
Qualitative Analysis

1. From the desktop, double-click the MassHunter Qualitative Analysis icon.

2. Inthe Open Data File window, browse to the data file directory created earlier
(Introduction), select the data file to review, and click Open.
HOpen Data File - X

Look in II | Data L] (€] ’ ek B

. IntroductionSample_002 d

Documents
Desktop
} [ 2 ]
This PC J
File name: | IntroductionSample_003d v| Open
‘,' Files of type: | Data Fles ('d) 0] IEeCa
Network
Help
Options
O Load worklist method Sample Information
Sample Name :  Sample 1
@® Use current method User Name SYSTEM (SYSTEM)

Sample Position : Vial 4

Description
[CJ Run method workflow
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5 Using Methods

3. Inthe main window, click Chromatograms > Extract Chromatograms.

Chromatograms |Method Actions Configu
Extract Peak Spectrum |
Extract Chromatograms...

EXtract Additional Chromatograms

4. Inthe Extract Chromatograms dialog box, click Type: and select EIC.

5. Enter the m/z value: 609.2807, then click OK.

Extract Chromatograms

List of opened data files
IntroductionS ample_003.d

Agilent 6530 LC/Q-TOF Introduction Workbook

Type: [BC *| Bomas
MS Chromatogram  Advanced Excluded Masses
MS level Al v Polarity.  Posttive v
Scans All scan types v
m'z of interest A
mz value(s) 609.2807

[[] Merge multiple masses into one chromatogram

OK‘m;l Cancel
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5 Using Methods

6. Review the results.

\ Cvomatogram Resuts zoomea) x
ot QAW Y EAOC3 - HMIAKLS B%BNRH & = Mo )

X107 +ESITIC Scan Frage120 0V IntroductionSample_003.d
12

11

1
03
02.
07-
08;
05.

X108 +ESI EIC(6092833) Scan Frag=180 0V InroductionSample_003.4

e
12 / A\

1 / \
08- / \
o8- \
04 /

02 y -

A d

. .
o% 05 06 OBz 05 0B 088 07 072 074 O/ 058 08 OB 03 0% 08 09 0% 05 0% 0% I/ 102 104 106 108 11 132 14
Counts vs. Acauisition Time (min)

R Spectrum Preview x
vet QEY XA -8B &3

108 +ES1 Scan (1 0718 min) Frag=180.0V IntroductionSamle_003.d

17

16 g
15 SR
= 8=
13
12
1
i
089
0s.
07
os:
05-
04
03
2] &  B.& g & g
u] % di T R %

b LT, =

|h|hﬂm¢ow‘hﬂsﬂos&mmiﬁﬁgﬁﬁ 1050 100 1150 120 1250 1350 1450 %0 1650 1700

75 Mass-to-Charg (m2)
[ y— i

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

Create and edit a worklist 53
Add Multiple Samples 54
Change Result Window Layouts 56
Use layout icons on the toolbar 56
Change the panes in the Compound Information window for Cal-L4 57
Save the default layout without the calibration curve 58
Load the newly created layout 59
Recreate (do not restore) the default layout 61
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6 Run a Worklist

Use the Worklist window to create a list of samples to run. A worklist can be
created using either the Study Manager Program or the Worklist window. Use this
procedure to inject multiple samples by creating a new worklist.

Create and edit a worklist

1. In MassHunter Acquisition, click Worklist to show the Worklist window.

Instrument Status Chromatogram Plot Worklist
Method Editor Actuals

Sample Run Spectrum

Windows

In the Worklist window, click Open Worklist.
Select the G6530_DAJS.w worklist and click Open.

4. Inthe Worklist window, click 2 Add Multiple Samples. The Add Multiple
Samples dialog opens.

Samples can also be added one-by-one (for example, if you only need to run a
few samples or several replicates of the same sample).
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6 Run a Worklist
Add Multiple Samples

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). Click OK.

Add Multiple Samples *

Current Configuration

Select Wellplate or Vial Tray Plate/ Tray Type
Select Tray « | [ Vials Generic Plate s
4 wu::a; Tray = | Selection Origin Block Increment
i ©Toplet O Toprit @ Rowmair
Plate 3 © Column maer
Pt O Bottom left (O Bottom right () Sempentine
Plate 5
Plate § Number of samples Number of replicates
Plate 7 BINC
Plate 8
Well-plate/ Tray
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6 Run a Worklist

2. To set up the worklist run, click Worklist Run Parameters.

ngeyeyic]

@ Worklist Run Parameters -

4

L.d Sample

3. Onthe Run Parameters tab, type the paths for the method.

Method Paths

Method CA\Projects\TrainingProject\Methods
Override DA C:\Projects\TrainingProject\Methods
Scripts

4. Inthe Data File Settings section, expand all options and enter or select the
folders for the data files. Select the file naming options. Click OK.

Data File Settings
4 Root Folder

Root Data Folder C:\Projects\TrainingProject\Data

4 sub-Folders
sub-folder 1 Sub-folder 2 sub-folder 3

<Empty> - <Empty> - | <empty>

4 File Naming

Part1 Part2 Part3
User Text ~ | counterf0001] - <empty>
WorklistData

Use separator for file name parts

4 Tree View for File Path and Name
Ci\Projects\TrainingProject\Data
WorklistData-0001.d

For more information on the Intelligent Reflex tab, see the online Help.
5. Optional. On the Additional Parameters tab, enter a comment, and click OK.

6. To start the worklist, click Run Worklist.

%

5 Run Worklist !
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6 Run a Worklist

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. Onthe View tab, select Preset Layouts > Table Left.

b. Onthe View tab, select Preset Layouts > Table Right.

c. Onthe View tab, select Preset Layouts > Table Top.

Preset Layouts v k

B Table Top .

B0 tableLen

HE Tabie Right

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

b. Onthe View tab, select Maximize Pane > Maximize Compound
Information.

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

Maximize Pane Vk Batch Table Layout +

B Maximize Table

E Maximize Compound Information
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6 Run a Worklist

3. Onthe View tab, click Restore Default Layout.

Change the panes in the Compound Information window
for Cal-L4

1. Inthe Batch Table, select the Cal-L4 row.
2. Onthe Compound Information toolbar, click Show/Hide Qualifiers.

Compound Information

2o Ax iav ¢ KAWES S
+ MRM CID&0.0 (304.1 -> 182.0) CMAMCal_L4.d
2 %104 2 449 min. Qualifiers
15
14

13 s 1 i

Lounts

Show/Hide Qualifiers

w

Click Show/Hide Spectrum.

o @
"«-iji?A\_]

§ Spectrum

Show/Hide Spectrum

1 i

undance [ %]

>

Click Show/Hide ISTD.
% & i
=

g2 1STD

Show/Hide ISTD

1 I

=

1
k]
F

]
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6 Run a Worklist

5. The layout and results look like those in the following figure.

5 glent MassHunter Quantitative Anayss for G0Q) - DoA - _Test OLbatch.bin s

s o Bess FRERERE

[ [Queifer G041 > 8. Goceine-d3 (STD) Reauts [ Quaifier 307.1> 85.0) Resuts |
I oo buetne | T W R Resp [Fote W ]

§/12/2006 148 PM. a 2450 15 a

B L1 5122006151 PM m2 37 a 2450 20389 40 [u]

| 943 39 o 2456 20806 40 a

i %0 39 o 2486 1970744 a

[ T 07 T N Y ) TS 0

1000 38 a 2450 144¢ 37 a

=2 944 35 a 2456 19581 44 a

| ) 1000 40 =] 2486 17873 39 a

90 a a

E 2462 9755 O 3% 36 o 2462 20151 36 a

2 243 25010 M3 13600 39 o 2444 20608 36 a

Compound Information - ax “ax
2t A <o e+ e ene+| 10 06 0

Save the default layout without the calibration curve
1. Close the Calibration Curve window.
2. Onthe View tab, select Load/Save Layout > Save Layout.

Load [ Save Layout +
[*!] Loadlayout | Restore Default Col

E] Save Lavuu; Auto Fit Columns

Save Layout

Save window layout

3. Inthe Save Layout File dialog, name the layout file Batch Table plus Compound
Information and click Save.
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6 Run a Worklist

Load the newly created layout

1. Onthe View tab, click Restore Default Layout.
2. Onthe View tab, select Load/Save Layout > Load Layout.

In the Load Layout dialog, select Batch Table plus Compound Information
and click Open.

4. On the View tab, click Restore Default Layout.

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

Calibration Curve

PR /C(- Floating . | |

I}Il_in

(]

o ke !
oCaIne - Dockable o
B x10

- S Auto Hide

= 14

= :

F:E_z 1 E |-||:E| NE|
Ll

P 137

6. Right-click the title bar of the Compound Information window, and select

Floating .
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6 Run a Worklist

7. Resize the windows to match the layout below.

et MassHunter Quantative Anlysis for GQQ) - Do _Test_O1batch.bin

[ < somie T <> <] campons: € Cocone T iR [fae A AVCORALE &
Samge | Coroa Rt V4 D00 1> 820 UG L4 oty ot T o
@ [] tome [ Owerie heqDueTie | Bpowe | AT % ’
O v BT B 01 e H
[ cal cuancsiis 5122008 1510 2500 2485
[ calz owawoezs 122008 15400 soo0 2455 H
Canty cuaNcaL2d osom 2462 i
Calibl4  CMAMCal L4d 250000 2449 -
[ cawis cuwmcsss 5 25000 2049
T oo omwcis an soo0 2485
= i cwnac es 5 moom 2455 mom
O v Sl CHAMSIm 01 S 5 2w
[ senoe2 Cuwsanzs 5 % L
[T somks Cumvsanm sampe sz 10eM 13801 :
Cotasoncane
2ot HTC > welier <o | weg e <] 006 6
iz vinoss o camisaane il oo s
[« [E— =T P ——— v ,

8. Right-click inside the title bar of the Compound Information window, and
uncheck the Floating check box.

9. Resize the windows to match the layout below.

nplent Massunter uantatve Analyss for GGQ) - 0o ,_Tes 0Lbstch.oin

o Tl
e & [ T e o ¢ o EEXCE
Sorpe [ osmeienos | Coeameres |
DuaFie | o [Low| Acobaiotio | ExpCore | AT [ Rosp [WI]Cole Gove. [ FiC
G013 B s T e 7@ w0 ®ED %]
Qe ca o samsisiew 20000 2488 00 2mis 2]
STV so0 ] o
cwwei 30 ca 18 250
T e T ey
T — 000 5]
awicer2s o L2 soo0 2485 521 0
oo its o L

2
250000 2455 dseE0 0] 250020
w0

242 s e
2403 20010 113601

Semple3 CMAMSam 034 Semgle

AV EORALE & 0

29 cucaiis T YW T YOG N
820 € > Twe e v orgn: lgore v Weign: None | a
Bs e
I EEEE & .
- -
2 o> —
" 0 ~
. v
e
o
= o R N TE O
] R o EE
e R, e )

i (11100 5T
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6 Run a Worklist

10. Right-click inside the title bar of the Calibration Curve window and uncheck
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 (do not 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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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/.

Agilent Technologies JRAVTIEHTEITTE AL

Electronic Software and License Delivery

Please login. Your Login ID is your Email address
Login ID

I =]
Password

I =]

() Remember my password until | logout

If 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 CLICK HERE 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
b. Email

c. Company

o

Department
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s @ =

J-

k.

First Name
Last Name
Phone
Address

City
State/Province

Country

4. Click Submit.
You'll receive an email to activate your account.

Perform Back Up and Platform Best

Practices
U] Safely store the software media provided for the system.
L] Set up data/computer image backups regularly.
- Microsoft Back up and Restore Options (https://t.ly/r2995)
[l Disable power management options and automatic utilities.
+ Set power options to Put the computer to sleep = Never.
- Set Windows Update to Check for updates but let me choose whether to
download and install them.
L] Turn on Windows Firewall.

- Select Notify me when Windows Firewall block a new program.
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7 Maintenance

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
carryover 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
carryover contamination from one sample or analysis to another.

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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