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Use this guide for your first steps with the Agilent 6400 Series Triple Quad
LC/MS, and as a road map for your user information.

What is the Agilent 6400 Series Triple Quad LC/MS system?

The Agilent Triple Quad LC/MS is a liquid chromatograph triple
quadrupole mass spectrometer that performs MS/MS using three
sets of parallel rods (in this case, quadrupole, hexapole,
quadrupole). The first quadrupole separates ions into precursor
ions that are fragmented in the hexapole into product ions, which
are separated by the second quadrupole. Often, two or more
precursor ions and their product ions are monitored in sequence in
MRM (multiple reaction monitoring) mode. You can monitor up to
4000 MRM transitions by using Dynamic MRM.

The Agilent 6490 Triple Quadrupole contains the iFunnel
Technology which provides more efficient sampling of ions into the
mass spectrometer. The iFunnel Technology includes the Agilent
Jet Stream Technology, shorter desolvation assembly with
Hexabore Capillary, and Dual Offset Ion Funnel.
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The Agilent 6490 and 6460 Triple Quad LC/MS are shipped by default with the
Agilent Jet Stream Technology that utilizes a super-heated sheath gas to collimate
the nebulizer spray which dramatically increases the number of ions that enter the
mass spectrometer.

You can set up an Agilent Triple Quad LC/MS with the Agilent 1100, 1200, 1260 or
1290 Infinity LC modules.

Also, the Agilent Triple Quad LC/MS comes with Agilent MassHunter Workstation
Software that includes three major programs:

e Data Acquisition — From one screen you can tune the mass spectrometer,
control and monitor instrument parameters, set up acquisition methods and
worklists containing multiple samples and monitor real-time run plots.

* Quantitative Analysis — From one screen you can set up a batch of data files and
quantify, evaluate and requantify the results. From this screen you have access
to the Method Editor for setting up and editing the quantitation methods.

¢ Qualitative Analysis — From one screen you can extract and integrate
chromatograms, subtract background, extract peak spectra, and compare data
from different types of data files.

What's New in Data Acquisition

The Data Acquisition program for the 6400 Series Triple Quadrupole has many
new features in this revision.

in B.04.01

* Supported models are 6410B, 6430A, 6460A, and 6490A.
¢ Windows 7 is supported.
e Excel 2010 is supported for Optimizer reports in Windows 7.

e Reports for the Acquisition Method, the Worklist and Tune are printed using a
different tool called RDL.

* Positive/Negative polarity switching is available for Dynamic MRM.

in B.04.00

* Supported models are 6410B, 6430A, 6460A, and 6490A.
¢ The iFunnel technology is supported on the Agilent 6490A Triple Quadrupole.
¢ Optimizer B.04.00 is included.

¢ Enhanced resolution of 0.4 m/z FWHM is supported on the Agilent 6490A Triple
Quadrupole.
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¢ “Fast scan” mode with scan speed of 10000 m/z per second is supported on the
Agilent 6490A Triple Quadrupole.

e Triggered MRM is supported on all supported Triple Quadrupoles.
* Generic ion source support is included.

* Collision cell accelerator voltage can be specified as a method parameter for
each transition to optimize the signal.

¢ Dynamic MRM methods can be automatically split into 2 or more methods.
e Dynamic MRM methods can be combined into one method.

¢ The Study Manager program can create Drug Discovery Screening studies and
Optimization Automation studies.

* The Bioanalysis Study, renamed from the PK LIMS Study, is supported.

* The Map File Generator program supports Worklists, Drug Discovery Screening
and Optimization Automation.

¢ The Method Comparator is now available.

¢ Method Audit Trail in Compliance mode and comparison of method versions is
available when compliance is enabled.

¢ The worklist contains the Sample Group and Sample Info. columns that are
displayed in Quant.

e Barcodes can be specified for plates in a worklist.
¢ Locked mode runs are supported in Study Manager.
¢ A standby script can be specified in Study Manager.

¢ Checksum for studies is supported.

in B.03.01 with Service Pack 2

¢ Needle Seat Back Flush using G4227A Flexible Cube is supported.
* The Carryover Reduction feature for the 1260 Chip Cube is supported.
¢ The Agilent 1260 Isocratic Pump (G1310B) is supported.

¢ The Agilent 1260 Quaternary Pump (G1311B) is supported.

e The Agilent 1260 Quaternary Pump VL (G1311C) is supported.

e The Agilent 1260 Capillary Pump (G1376A) is supported.

* The Agilent 1260 Nano Pump (G2226A) is supported.

e The Agilent 1260 Binary Pump (G1312B) is supported.

* The Agilent 1260 Binary Pump VL (G1312C) is supported.

e The Agilent 1290 Binary Pump VL (G4220B) is supported.

¢ The Agilent 1260 Standard Autosampler (G1329B) is supported.
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The Agilent 1260 High Performance Autosampler (G1367E) is supported.
The Agilent 1260 Micro High Performance Autosampler (G1377A) is supported.
The Agilent 1290 LC Injector HTC/HTS (G4277A) is supported.

The Agilent 1290 LC Injector HTC/HTS (G4278A) is supported.

The Agilent 1260 Variable Wavelength Detector VL (G1314B) is supported.
The Agilent 1260 Variable Wavelength Detector SL (G1314C) is supported.
The Agilent 1260 Variable Wavelength Detector (G1314F) is supported.
The Agilent 1290 Variable Wavelength Detector (G1314E) is supported.
The Agilent 1260 Diode Array Detector SL (G1315C) is supported.

The Agilent 1260 Diode Array Detector VL (G1315D) is supported.

The Agilent 1260 Diode Array Detector (G4212B) is supported.

The Agilent 1260 TCC (Thermostatted Column Compartment) (G1316A) is
supported.

in B.03.01

The Study Manager program is supported. You can create a study from a
worklist or from a PK LIMS input file.

Dynamic MRM now supports multiple time segments.

You can update a dynamic MRM method using a data file or a Quantitative
Analysis report results.

You can view a dynamic MRM method in the Dynamic MRM Viewer window.

The Map File Generator program is supported. This program allows you to
modify a map file which is used to map columns in an import file to the column
names in a worklist.

The Agilent 1290 Infinity high performance Auto Sampler (G4226A) is
supported.

The Agilent 1290 Infinity Binary Pump (G4220A) is supported.

The Agilent 1290 Infinity DAD (G4212A) is supported.

The Agilent 1290 Infinity TCC (G1316C) is supported.

Capillary voltage can be changed during a run for HPLC-Chip Cube systems.

in B.02.01 with Service Pack 1

The Agilent 1290 Infinity high performance Auto Sampler (G4226A) is
supported.

The Agilent 1290 Infinity Binary Pump (G4220A) is supported.
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e The Agilent 1290 Infinity DAD (G4212A) is supported.

e The Agilent 1290 Infinity TCC (G1316C) is supported.

* Peak width information is shown in Dynamic MRM user interface.
e The Dynamic MRM phase II database is supported.

in B.02.01

* The Agilent 6410A Triple Quadrupole LC/MS is supported.

¢ The Agilent 6410A 2K Triple Quadrupole LC/MS is supported.

e The Agilent 6410B Triple Quadrupole LC/MS is supported.

e The Agilent 6430A Triple Quadrupole LC/MS is supported.

e The Agilent 6460A Triple Quadrupole LC/MS is supported.

¢ The mass range is 5 to 2250 amu for the Agilent 6430 Triple Quadrupole LC/MS.
¢ The Agilent 6460A Triple Quadrupole LC/MS is still supported (see below).

¢ Dynamic MRM is supported. Dynamic MRM allows you to add up to 4000
transitions in a single time segment with up to 200 transitions overlapping at a
time.

e Version B.02.00 with Patch 3 of the Agilent MassHunter Workstation Software -
Qualitative Analysis program is supported.

e Version B.03.01 of the Agilent MassHunter Workstation Software - Quantitative
Analysis program is supported.

¢ Fast polarity switching with 30 ms polarity switching time is supported for the
6430A and 6460A.

* Fast polarity switching with 500 ms polarity switching time is supported for the
6410B.

¢ When acquiring data on the 6410B, 6430A, or 6460A, no correction to the
baseline for dark current or electronic noise is done. Thus, this noise is
included in the data file.

in B.02.00

¢ Only the 6460A Triple Quadrupole is supported on this revision.

e The Agilent Jet Stream Technology is supported on the Agilent 6460 Triple
Quadrupole LC/MS.

* The mass range is extended to 5 to 3000 amu for the Agilent 6460 Triple
Quadrupole LC/MS. No tune masses are above 2600 amu.

¢ The mass range is 5 to 1650 for the Agilent 6410A Triple Quadrupole. The
mass range is 5 to 2000 for the Agilent 6410B Triple Quadrupole.
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* You can acquire up to 500 MRMs per time segment.

* You can acquire more than 150 MRMs per second.

* Fast positive/negative polarity switching is supported (100 ms switching delay).
e Agilent VWD Models D and E are supported.

* Gradient Delay Reduction is supported on the HPLC-Chip.

* The Agilent 1367D high performance Autosampler SL Plus is supported.

* Any language can be used to create scripts.

¢ A worklist can be inserted into the current worklist.

¢ A custom icon is used to indicate a MassHunter data file. The “.d Icon Changer”
program is available to change the icon for data files that are already acquired.

¢ Logbook notifications can be displayed in the taskbar in the form of balloon
messages.

* The amount of free disk space is displayed in the status bar of the Data
Acquisition window.

¢ DA Reprocessing program is available to allow reprocessing of data files using
the Qualitative Analysis program.

For information on what is new in the Qualitative Analysis and Quantitative
Analysis programs, refer to the Familiarization Guide for each of these programs.
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Where to find information

Where to find information

Help
Press F1 To get more information about a pane, window or dialog box, place the
cursor on the part of the pane, window or dialog box of interest and press F1.
Help menu From the Help menu, access “How-to” help and reference help.
Documents

You can find these manuals delivered with the Triple Quad hardware or software.
You can also find a PDF version on the installation disk, in the Manuals folder.
Many of these manuals are also available on the www.chem.agilent.com web site.

Installation Guide This guide is used to install the hardware and software,
configure the instrument, and verify performance.

Upgrade Guide This guide is used to upgrade your MassHunter Workstation
software from a previous version.

Concepts Guide - The Big Picture Learn the background information to help you
understand operation of the hardware and software.

Maintenance Guide Use this guide to help maintain and troubleshoot your
Agilent Triple Quad LC/MS.

Data Acquisition for 6400 Series Triple Quad Familiarization Guide Do the
exercises to learn to use the Triple Quad LC/MS hardware and Data Acquisition
program for 6400 Series Triple Quad.

Study Manager Quick Start Guide Use this guide to learn to use the MassHunter
Study Manager software.

MassHunter Optimizer Software Quick Start Guide Use this guide to learn about
the MassHunter Optimizer program. The MassHunter Optimizer program provides
a way to automatically optimize the data acquisition parameters for MRM mode
(multiple-reaction monitoring) on a Triple Quad instrument for each individual
compound analyzed. (This guide is on the MassHunter Optimizer disk.)
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Where to find information

Training

MassHunter QQQ Compliance Quick Start Guide Use this guide to learn about the
MassHunter QQQ Compliance program.

MassHunter Quant Compliance Quick Start Guide Use this guide to learn about
the MassHunter Quant Compliance program. (This guide is on the Quantitative

Analysis disk.)

Qualitative Analysis Familiarization Guide Do the exercises to learn to use the
Qualitative Analysis program. (This guide is on the Qualitative Analysis disk.)

Quantitative Analysis Familiarization Guide Do the exercises to learn to use the
Quantitative Analysis program. (This guide is on the Quantitative Analysis disk.)

Familiarization Guide Use all three familiarization guides to get to know the
software.

Quick Start Guide Use the quick start guides for Study Manager, Optimizer and
Compliance to get to know these programs.

Report Training DVD  Use the videos and familiarization exercises to learn how to
print reports and customize reports using the Report Designer Add-in and Excel.

Training Courses Visit www.chem.agilent.com to view a listing of training courses
for the Agilent Triple Quad LC/MS.
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Getting Started

Getting Started

Install the Triple Quadrupole LC/MS hardware and software

Use the Installation Guide to install the hardware and software and verify
performance.

Set up, run and analyze samples

The roadmap below shows you the steps to set up and run a batch of samples from
start to finish. Follow the instructions on the next pages to get started and to learn
where to find the information to help you with each step in this roadmap.

— 1 Startthe 2 Preparethe
Start Rata' N LC/MS
| cquisition
Here! software ¢
3 Setupand
! run an
and ana ; acquisition
ample method

B Setupandrun |4 Review results
quantitation <€“— with

Qualitative

Analysis
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Getting Started

Step 1. Start the Data Acquisition software

Agilent
MassHu...

Qualitat...
Anabysis

=

m
=
QQQ

b s '

Quanti...

The instructions below include the following assumptions:
* The hardware and software are installed.
e The instrument is configured.

Use instructions in the Installation Guide to configure the instrument for the
first time and any time you change the LC configuration.

The LC modules and the Triple Quad MS are turned on, but the LC pump is not
running.

After installation, you see all of the Agilent MassHunter Workstation Software
icons on your Desktop.To start the Data Acquisition program, double-click the
Data Acquisition icon.

The Data Acquisition window appears.

F Agilent MassHunter Workstation f\@@
File Edit View Favorites Tools Help 73

Qo - @ - ¥ O sewen [y roers | [T

File and Folder Tasks ¥
= == -'::- b [T
| ==
Other Places ¥ '/! '/j ( k I
7 " 7 7
Details < fcg Tools Qual Tools AcqMethod & Worklst  Acg System Launcher  Acq System Logboak Data Acquisition
Editor
Eluwl] El
=% .
7 7 7 7 £l
Optimizer Optimizer for Peptides  Qualitative Analysis Study Manager WIFF Translator

When Data Acquisition opens, the software engines automatically
start. If for any reason, they are stopped and you need to restart
them, double-click the Acq System Launcher icon on your Desktop,
and click Start.

Unkno...
Analysis

Library
Editor

10

If you have recently changed LC modules, remember to configure the
instrument again. See the Installation Guide for instructions.

Agilent 6400 Series Triple Quad LC/MS Quick Start Guide



Four panes—where you do most of your work

Getting Started

When you first start the Data Acquisition program, the main window appears. You
do almost all of your work within the five panes of this main window. These panes
provide the tools to set up acquisition methods, run samples interactively or
automatically, monitor instrument status, monitor runs and tune the instrument.

Click a button to
see that pane

Instrument Status pane

Real-time Plot pane

Method Editor pane

Worklist pane

B nilent MassHun, - jon Diata Aruisition ~lalx
T El
bt Sy
= Valae
Elagrind Tieos o]
= Lo |
e Ak 1000 Spectrum |15 1 MFM (60530 ESI-Aglent Jot Sveam (+). 0.4
1w miz 195 == |
Fight. 1§
7% i
000 40
i 150
g
w0 .‘-_:/
n s
S
- | f @
- | -
w0 |
| n
an- |
B A e R I N P £ I 3] o
=R o 5 B | o T 10 s " £ £ | 2

Sorvgke | Properies | A5 | BrPuss | Cobem | VWD | NS Q00 |

Turs b T [~ Shop e
T A

T A Ll | o
fon sace | ~Tivo o
o = o || =

[T

g i

i

\

I»

| Sompla Mama  Snmpls Position Mathod Dinin Fila | Sample Type  Leval Noma  Commant
1 A Bank ied 1 04 E51 Fos MAM FRese DMessHunerdets\Checkoufiior Blank
z Blank. isd 2 4 ES1 Pos MAM Rese DiMeassHumerd: eckoutivor Blank.
k] Hlank Vind B4 ES1 e MAM Rese DisassHunandssChackautiaar Blank
41 Bllank, Vied 2 A ES1 Pos MAM Rose DiMessHunterdess\Checkoutidor Blank
5 DSIauk ied 2 |GB4504 ESI Pos MAM Fese DiMessHumerdens\Checkoutivor Blank.
E Hlank [vind B4 ES1 Pre MFM Rase D iMassHunandsmChackaufiaar Blank
7 Reserping Vil 3 GE4E0A ESI Pos MAM Rese DiMassHumerdas\Checkoutivor Semple. /
[} |Freserming iel 3 | GhAE0A ES Pos MAM Fese DiMassHumerdea\CheckoutiWark Sarmale
4> | v [Raserping [vind 3 |GBaBIA ES1 Fos Dipdngs = |
= v
Fon Hel, prss 1 JGEABTA EST Pos HHM Horopin Chechoalm [0 AT METH Flaseme |

Figure 1 Main window of the Data Acquisition software program
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Getting Started

Show/hide the panes You can show one pane at a time on the screen or up to
four panes. You can never hide all four panes. To show or hide a pane, you click the
icons in the main window toolbar or you use the commands in the View menu.

When you click on a pane, the active pane is outlined in blue. Press F1 to obtain
help on the active pane. You can also drag a pane border to resize the pane.

S

R

M

w

S—Instrument Status; R—Real-time Plot
M-Method Editor; W—Worklist; T-Tune

Instrument Status pane You may have several different LC modules in your LC
stack, for example, both a well-plate sampler and micro well-plate sampler. With
this pane you can make sure that the correct LC module is configured.

You also set non-method control and configuration parameters for the LC devices
and MS device and monitor the status of the device parameters during a run.

- Tt S
: = o
170 Ton
o || (it Tt Eovars w‘D‘(I_Ji Tor Elagrind T frin]
W ==t —— ol
T e il
2 Hhra T | (000 Shesh (3o Taes [400°C
q:@ = T G On G0 Sheath G Flw |12 0 Ui
» R || SN T —pi — = = S 1

Real-time Plot pane
plots in real time.

With this pane you monitor the chromatogram and spectral

e

" |
||l

|
= I

e

12

L B ER R SR PN R HE )

00 Specium (WS 1 MPM (60535 ESTAnlont Joi Sream (+]. 042
180 miz 1951 1961
Huight' 176
160
140
120
i
§|C0
z=
L
40
i
o
= s 150 185 120 135 0 205 20 s
i) el

Agilent 6400 Series Triple Quad LC/MS Quick Start Guide



Getting Started
Step 1. Start the Data Acquisition software

Method Editor pane  With this pane you enter instrument settings for acquisition
methods and sample information to run individual samples interactively.

Tocoeoo)

Worklist pane  With this pane you enter sample information for individual
samples and information for worklist samples. When you run the worklist, the
samples are automatically run in the order listed in the worklist.
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Getting Started

14

Step 2. Prepare the LC modules

Read and follow the instructions in the online Help for each of the tasks in the
checklist described on the following pages.

1 Switch LC stream to Waste.

While you condition or equilibrate the column, you can tune the Triple Quad MS.
During this time you do not want pump effluent streaming into the Triple Quad
MS, so you switch the direction of the LC stream away from the MS ion source and
to waste.

If you have the LC connected to a VWD or DAD, you can still monitor the
fluctuations of the VWD or DAD real-time chromatogram before a run.

a Right-click the MS QQQ device in the Instrument Status pane.

[EST+aglent Jet Steam
I
[ Caor
[ CCRasOn

B e

W on
Standby
Off

|
Calibrant On
v Collision Gas On

Wal
Wenk

Purnp Dawn

b Click LC > Waste.
2 Purge the LC pump.

Follow the directions for purging the pump in the User Guide for your
pump.
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Getting Started

3 Set up to condition or equilibrate the column.
a Type LC parameters, and click Apply to download them to the LC.

Sample | Propetiez | 1290 Sampler | 1290 BinPump| 1290 TCC | 1290040 | M5Q0Q |
Setup l Timetable ] Options ]
Flows Stop Time
Flow: 0.5 g /i £ Mo Limit
=
Salvent &
1. |Drganic j | Post Time
8000 % + 0ff
20 |Drganic j |
. 4;[ min
Salvent B
< i (o |Drganic j | Pressure Limits
v =%
0 |Drganic j | Min: |U j bar  Max |4UU j bar

b Right-click an LC module in the Instrument Status pane to change any
non-method control parameters, if necessary.

- Device:

I 0.3 ml/mir
T ii-_ N

l a1 oz
gl v mx—

a lm Configuration. .. .IW

Reset Injector
Maove Home

Meedle Up it
‘Walve Bypass —
Lock Door During Run
Injector Flush Pump. ..

¢ Monitor the baseline and adjust the plot to make sure the column is
equilibrated and the baseline stable. (See step 4 and step 5 on page 16.)
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Getting Started

4 Set up to view real-time parameter values (actuals).

As you prepare for a run and during a run, you want to see the actual values of
the instrument parameters. You can do this in the Instrument Status pane.

a Right-click the Actuals list to see the Setup command.

Actuals

Parameter VYalue
GQ00: Run Time | 0.00 min
G000: Run State | premun

Setup...
Reset Default Widths

b Click Setup to bring up the list of Actuals available for monitoring.

Actuals Setug

= 0 000 -
Y Fun Trse
Poun State. Add-»

Fieady State
2! Feady [ype
Mot Firaciy Test Loeg
Ko Firady Trst Shaut
Ennot S1ate up
. Rangh Ve
HighVae

i

Tutbe! Speed
' Fuang Cunerd
Tiaho? Spend
Purra2 Cutient N
g, ML Hastu 00; Shesih Gas Ten
HE? Heater 2 -l

Gat Tesp Boackgmund Cot st Coker
§ G Flow

Minbuiizes
Sheath Gt Tema
 Shealh s Flow
Caplay
Chamber Ciment
Caplary Cunent

Conorsa Vollags Label  [00F Shesth Gas Temp.
Vapaiizes ~
e e

¢ Add all the parameter values you intend to monitor, and click OK.

16 Agilent 6400 Series Triple Quad LC/MS Quick Start Guide



Getting Started

5 Set up real-time plot displays.

As you condition the column, you set up the displays to monitor the effluent.
Right-click the chromatogram plot, and click Change.

Freeze

Lo Sk
Adjust

Change...

In the Edit Signal Plot dialog box, you can select the type of display signal.

Edit Signal Plot

Avallable Signals Selacted Signals
51 Healer LE

M52 Heater

Capilary < Remove

Corona Voltage

>

[£3

Mebulizer

* Predictable Range " Floating Range
From [0 i g
Too  [io0 Hesi |

Window Properties

-avis range: [60 :| min

¥ Draw Grid

ak Cancel Apply
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Getting Started

Step 3. Prepare the Triple Quad instrument

Do a Checktune, Autotune or Manual Tune
1 From the Context list, click Tune.

File Edit View Tools wWaorklist Run
Context: |Acquisition |

@ Acguisition |

You can see the Instrument Status pane, the Real-time Plot pane and the Tune

pane when you switch to the Tune context. Click the Tune icon in the toolbar if
the Tune pane is not visible.

Autndune | s Tune |
Podaity Autotune Fatt Scan Auotune
 Pasiive
s I Shaut from incioep dfouks Touget Poak Widh ~ [17
€ Heguie Torget Prak Width
& Dot Erhanced | Ut | Wi [12 - Autohre | Fast Senn Autchre Only
Chockiuna (A vikses e in am)
Enhanced Unk Wide
Mats as toberance  [o01a 0,30 050
Taiget Tohesance Target  Tokrarce Target Tolerance Checknra
Prak width [nan [n1s [n70 [n14 120 (060
% Complein ] 100
|Checkn.|ne ohorned

2 Click Checktune to evaluate if the MS parameters are within the limits to

produce the specified mass accuracy and resolution. Checktune takes up to 15
minutes to run.

If the current tune file was last tuned with the Fast Scan Autotune, then the
Checktune algorithm only checks MS2. If the current tune file was last tuned
with Autotune, then the Checktune algorithm checks both MS1 and MS2.

If the current tune file was last tuned with the Fast Scan Autotune, then the
Fast Scan check box is marked on the Manual Tune tab.

Do a Checktune regularly.
If Checktune passes, then skip to step 4.

If Checktune fails, then you need to do an Autotune, which is described next.
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Getting Started

3 Click Autotune to tune the MS automatically (15 to 20 minutes for all models

except the 6490. The 6490 takes approximately 45 minutes per ionization
mode.). The system automatically changes different tune parameters to tune the
MS. You only do an Autotune when it is necessary.

You only mark the Start from Factory Defaults check box after an instrument
shutdown and restart. Then, if you click Autotune, the instrument is tuned
starting from the factory defaults (20 to 25 minutes for all models except the
6490. The 6490 takes approximately 45 minutes per ionization mode.).

A report is automatically generated after Autotune completes successfully. If
Autotune fails, no report is printed.

If Autotune fails or you assess that the Triple Quadrupole MS needs custom
values entered for its tune parameters, you can manually tune the instrument.

Agilent 6400 Series Triple Quad LC/MS Quick Start Guide

Autotune  Manual Tune
I~ Calibrant on & LCoMS " LCowWaste Funnel Uplics} st | cotision cel | ms2 | Detector | Fies | Acquisiion
lon Source Dptics parameters Apply
ESl+Agient Jet 5 Fragmentor 135 W Lens1 DC 37 W P
& Positive Scan Type Lens2AF On  Lens2 RF DFf 4
e o M52 Frofile - Lens0 DC 1% Lens2 DC W 15 Wi T
Parameters
fias Temn |EE0 2 © Octopale AF |00 W I W
GasFlow |19 100 I/min
Nebuizer |20 10 pd Octopole DC [6 W Lens2 AF Phase 2
Capillary  |3000 Vo3 4 |36 iy
Chanber
Current 1400 pa Ramp paramster
Mozzle
i, | Cell Aooal ¥ <] Fiom [0 o [8 b o2 et [z5 ms Ramp
Sheath
Bias Temp |250 5 T
5:3 l:mp |Parameter Values Sent |C:\MassHunter T unet G204 GE4308\ atunes tune. sl I~ FastScan
el
GaeFlow 111 3.0 IPmin

4 (optional) Click the Fast Scan Autotune Only button if you want to tune for

Fast Scan. You only do this step if the Autotune results are acceptable.

Fast Scan acquisition is only supported on the 6490 with two of the scan types:
MS2 Scan and Product Ion scan. Fast Scan autotune only tunes with the Wide
(1.2) resolution, Samples set to 1 (on the Manual Tune > Acquisition Tab), and
the step size must be 0.2. The scan time in the Acquisition tab is generated
automatically based on the step size and the mass range.

5 From the Context list, click Acquisition.
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Switch LC stream to MS

¢ After you condition the column and tune the Triple Quad MS, you switch the LC
stream from Waste to MS. See “Switch LC stream to Waste.” on page 14 for how
to do this.

Monitor MS baseline and spectral displays

If you did not monitor the LC baseline with a VWD or DAD, make sure that the
Triple Quadrupole baseline is stable and no spectra of interfering intensity appear
in the display.

If you did monitor the LC baseline with a VWD or DAD, change back to the default
Triple Quad displays.

1 Right-click the chromatogram plot, and click Change.
2 Select the MS signal, and click OK.

View the system logbook for events and errors

As you prepare the instrument, you may run into an error that you want to
troubleshoot. You do this through the System Logbook Viewer.

* (Click Tools > System Logbook Viewer or click the button in the toolbar of
the Data Acquisition window, and view the logged events. You can also enle
automatic notification when an error or warning occurs. Right-click the [ilg
button in the Quick Start tray and click ‘“‘figure. If notification is not
enabled, you also need to right-click the [{l& button and click Enable
Notification.
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Step 4. Set up and run an acquisition method

Read and follow the instructions in the online Help for each of the tasks described
on the following pages.

Also, do Exercise 1 of the Data Acquisition Familiarization Guide to learn how to
set up and run an acquisition method.
1 Set up the method:
a Type the values and settings for each of the tabs below.
b (optional) If you want to download the settings to the instrument, click
Apply.
¢ To save the method, click File > Save As > Method.
d Name the method and click OK.
2 Enter values for all of the LC modules configured for the instrument.

Sample | Propetiez | 1290 Sampler | 1290 BinPump| 1290 TCC | 1290040 | M5Q0Q |
Setup l Timetable ] Options ]
Flows Stop Time
Flow: 0.5 g /i £ Mo Limit
=
Salvent &
1. |Drganic j | Post Time
8000 % + 0ff
20 |Drganic j |
. 4;[ min
Salvent B
e -
< L: |Drgan|c: j | Pressure Limits
v =%
0 |Drganic j | Min: |U j bar  Max |4UU j bar

Make sure when you type the MS parameters on the next page that the tune file is the one
that you want to use with the acquisition.

3 Enter the MS Triple Quad parameter values.
a Select the Scan Type from the list.

The parameters available on the right change depending on the Scan Type.

b Type in any Acquisition values you want to change. You can enter multiple
Scan segments.

You cannot set the fragmentor voltage in Acquisition if the instrument type is
an Agilent 6490. It always uses the value in the tune file.
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Semple | FPropetties | MS 00O |

Tune fil Stop tims Acquisition } Source } Chromatogram | Instrument | Diagnostics Apply
atunes tane sl & NomitAs Pump Scan segments —
el
- min Cel _Rem |
Bowse...| & Errpadibns | BT | PR o e | PR || e | Rt || B || iy
Jon [ Enegy Aot
Jon source Time fitsiing 5
Es| -] 7 W Peskwidh [007 min Sullachioropyradizine| [ 285|Unit 1557 |Unit 50 380 2 5 [Posiive
Sullamethazine n] 27| Ut 7857 |Unit 50 380 15 5 [Posiive
Time segments
o o Sullamethizoke r 27| unt 7558 |Unit 50 380 0 5 [Posiive
£ OFAL sonTpe | Divvee (De2 | D12 | sived
| o] B ~rems | g | # |
e omeEEn meloycle Lol | 2]

4 Set up to change Triple Quad MS parameters with segments and scans:

a To add a segment, right-click anywhere in the Scan segments section to
bring up the Scan Segments menu, and click Add Row.

b Type the parameters for each Scan segment.

[Acquisition | source | chromatogram | instrument | Diagnostics |
Scan seqments
Cel
CompoundMame | 15TD? | PSR4 o g Ree | POME o eoRee | Duell | Fragmenter | TS acoolerstor  Polaiy
on on gy HEEE
N - Uit 0
Sulachlaropyradizing| 285 Unit 1867 | | Add R 20 5| Posiive
Delete Row
Sulamethazine ] 278 | Uit UM ooy G 5 |Pastive
Sullamethizale ] 271Ut 155.8|Urit 10 5| Posiive
Import from optimizer...
Update MRM Method ...
Cut
Copy
Paste from Clipboard
Fil Down
[« Fil Column ]

b5 Set up signals for the real-time plot:
a Click the Chromatogram tab.
b Select the Chromatogram Type, and type other plot values.

Acquistion | Source l:hmmalugram] Instrument | Diagnostics. |

Chromatograms

Chiomatogiam Type Label Precursar lon | Product lon | Offset Y-Range
TiC TIC | | | o] |
» |EER [ MAM 380 200 [ o] rooof
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6 Setup MS Actuals in the Instrument tab. In the Qualitative Analysis program,
you can display values in the MS Actuals window for the selected spectrum.
With the Triple Quadrupole, the values in the MS Actuals window are the values
that you save in the Instrument tab.

a Click the Instrument tab.

b Select the Stored instrument curves. These values will be shown in the MS
Actuals window in the Qualitative Analysis program for each spectrum.

Acquisition ] saurce} Chromatogram lnslmmenl‘ Diagnostics ]

Avvailable instrument curves Stored instrument curves
Capilary Gas Flow
Capilary Curent Sheath Bias Flow

Charber Currert
Gas Temp
HighVae

W51 Heater

M52 Heater
Mebulizer

Pumpl Current
Pump2 Current
FLOUANYAC st
Sheath Gas Temp
Tubot Speed
Tubo? Spesd

<

S A2y K

7 Set up and run interactive samples:
a Type the sample Name, data file Name and pathway, and method name.

Sample] Properties ] ALS ] Bin Pump ] Column ] DAD ] M5 QoG l

— Sample  Run
. Run Tppe: -
Mame:  [BinPumpB28_ExCantTest | Pogiton:  [vial1 un 1pe Standard Starl |
Part of method ta nn: Acquisition Only -
Custor]: I Custam2 I DOperator Mame:

e “ait Time for Fleady: 10 [rmirt]
v Auto-increment Injection Yolumne: Kl ]
Hame: |BinPumpB28,ExtCuaneslUDU4 d

LComment
Bath |D:\MassHunter\data | m ’VISamp\e iz DI/R I Water

b To start the run, click the single sample button, _Dl

You can run the single sample in either locked or unlocked mode. When the

mode is locked, no one can change the method or sample parameters during the
run.
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8 Set up and run worklists

a Right-click the upper left corner of the worklist.

Add Multiple Samples. ..
Add Sample
Add Seript...

Copy Row(s)

Delete Row(s)

Add Column(s)...

Show/HideOrder Columns...

Text Size
Add Worklist...

Worklist Run Parameters, ..
Worldist Report...
Import Worklist...
Wrap
v Track Worklist Run

»

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

Enter all the information on the Sample Information tab.

d Click the Sample Position tab to specify the sample vial locations (make
sure the specific sample tray type has been configured by right-clicking the
autosampler device image).
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Add Multiple Samples
Sample Infonmation  Sample Postion |
Select Wellglate o Vial Tray Flate/Tray type
Select Tray [ 3Ewell plate |
= Welbplate Tray
Plate 1 Selection Origin Block Increment
Plate 2
o @ Tepllt  C Topright  Fow major
10 2l vials Gl i
W Vil Trap 4 ALS  Botlomleft " Botlomight || serentine
Mone
Nuriber of replicates: [T
Trapufeliplate
A T 3 T A O E P i 2
oee®
o600
e
D
E
F
g
H

ok Cancel

e Specify the locations, and click OK.

f To set up the worklist run, right-click the upper left corner, and click
Worklist Run Parameters.

g Click the Page 1 tab.

h Type the paths for the method and data files.

i Click the Page 2 tab.

j Review the information and click OK. )

k To start the run, click the Run Worklist button, % ﬁl

You can run the worklist in either locked or unlocked mode. When the mode is
locked, no one can change the method or the worklist while the worklist is
running.
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Step 5. Review results with the Qualitative Analysis program

Use the Qualitative Analysis program to do these tasks and more:
Review results for acquisition method development
Select the most appropriate precursor and product ions for MRM analyses
Find compounds
Identify compounds
Do molecular feature extraction

Do the exercises in the Qualitative Analysis Familiarization Guide to help you
learn how to use the Qualitative Analysis program.

Do Exercise 1 of the Data Acquisition for Triple Quad Familiarization Guide to
help you learn how to use the Qualitative Analysis program to develop acquisition
methods.

Also, refer to online Help to learn how to do more operations to analyze your data.

Step 6. Set up and run quantitation

The primary tool for analyzing and reporting Triple Quad LC/MS results is the
Quantitative Analysis program.

¢ Do the exercises in the Quantitative Analysis Familiarization Guide to learn
how to do these operations to quantitate the acquired data files:

Set up a batch and a method to automatically quantitate a set of samples

Review results by learning how to view and use the Batch-at-a-Glance results
screen

Identify and use outliers to change the method and requantitate the data
using a better calibration curve fit or other more appropriate settings

Also, refer to online Help to learn how to do more operations to analyze your data.
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Step 6. Set up and run quantitation
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