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In this Guide...

The Familiarization Guide presents step-by-step exercises to
help you learn to use the Agilent Triple Quad LC/MS. You can
do these exercises with the demo data files, SulfaDrugs
(Exercise 1) and DrugsOfAbuse (Exercises 2 through 5), shipped
with the system (in the Data folder of your software CD), or with
data you acquire.

1 Develop an acquisition method for the Agilent Triple Quad LC/MS$S

In this exercise, you learn how to determine optimum Agilent
Triple Quad MS acquisition settings for analyzing your
compounds of interest, including the fragmentor voltage and
collision energy.

2  Set up and quantitate a batch of acquired datafiles

In this exercise, you set up a batch table, a quantitation method,
and target compounds, using acquired datafiles. Finally, you
analyze the batch and save the results.

3 BReview quantitation results

In this exercise, you inspect the sample and compound data in a
batch file, customize layouts and export your batch results to a
Microsoft Excel file.

4 Use three new tools to evaluate results

The new tools in this exercise make it easier for you to evaluate
and obtain more accurate quantitation results.

5  Work with quantitation reports

In this exercise, you generate reports using specified templates,
review reports in Microsoft Excel and customize the report
template.
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Before you start...

This guide assumes that the Agilent MassHunter Workstation
Acquisition and Quantitative Analysis applications have been
installed, and the LC modules and the 6410 Triple Quad LC/MS
have been configured. Also, the performance has been verified,
and the system has been turned on. If these actions have not yet

been done, see the Agilent 6410 Triple Quad LC/MS System
Installation Guide.

The exercises in this guide use this equipment and materials:

e Agilent 1100 LC modules: well-plate sampler, binary pump,
thermostatted column compartment, DAD

 Zorbax, SB-C18 2.1mm x 30mm, 3.5um, 1004,
p/n 873700-902.

e A 10-uL sulfa mix sample, prepared as directed in Exercise 1.
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Agilent 6410 Triple Quad LC/MS
Familiarization Guide

@ o ¢ - Exercise 1
Develop an acquisition method for the
° Agilent Triple Quad LC/MS

Before you begin... 9

Task 1. Enter acquisition parameters and acquire data 11

Task 2. Determine precursor ion masses 15

Task 3. Find optimum fragmentor voltage for maximum response 18
Task 4. Determine product ion masses 28

Task 5. Find optimum collision energy for MRM acquisition 35

With this exercise, you learn how to determine the best Agilent Triple Quad
LC/MS acquisition settings for analyzing your compounds of interest. These
instructions help you understand not only how to set up a worklist to optimize
instrument parameters for best sensitivity in acquisition, but also how to use
the Agilent MassHunter Qualitative Analysis program to identify parameter
values producing optimum signal response.

In this exercise, you create an acquisition method for a mixture of four sulfa
drugs, optimizing both the fragmentor and collision energy voltages to
maximize sensitivity. One of the ways to optimize parameters is to create a
worklist, or sequence, of data file acquisitions, each using a different method.
This exercise uses this protocol for method development.

Another way to develop a method is to use the manual tune capability to
optimize various parameters, including collision energy, to obtain the optimal
signal response for each multiple reaction monitoring (MRM) transition. A
third technique has you set up an acquisition method that directs the
instrument to make multiple injections of the sample from an autosampler vial
and acquire the data to a single data file. The method contains multiple time
segments, one for each injection, with an incremental change made to a
particular parameter (e.g., collision energy) in each segment.
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1 Develop an acquisition method for the Agilent Triple Quad LC/MS

This exercise uses the first protocol for method development.

See the Agilent Triple Quad LC/MS Concepts Guide to learn more about how the triple
quadrupole mass spectrometer works and why the fragmentor and collision energy
voltages are important. For background information, see Chapter 3, Agilent Triple Quad MS
and Sensitivity, in the Concepts Guide. See the Online Help for detailed information on how
the program works.

Each exercise is presented in a table with three columns:

¢ Steps — Use these general instructions to proceed on your own to explore
the program.

¢ Detailed Instructions — Use these if you need help or prefer to use a
step-by-step learning process.

¢ Comments — Read these to learn tips and additional information about each
step in the exercise.
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Develop an acquisition method for the Agilent Triple Quad LC/MS 1

Before you begin...

For this exercise you analyze a mixture of four sulfonamide compounds.

If you do not intend to perform data acquisition but want to learn how to use
the Qualitative Analysis software for method development, you can skip this
section, which gives instructions on how to prepare the demo sample. You
then perform only those instructions that show you how to use the Qualitative
Analysis software with the sulfa drug data files shipped with the system.

The Electrospray LC Demo Sample (P/N 59987-20033) contains five ampoules
with 100 ng/uL each of sulfamethizole (M+H)" = 271, sulfamethazine (M+H)" =
279, sulfachloropyridazine (M+H)" = 285, and sulfadimethoxine (M+H)" = 311.
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Sulfamethizole Sulfamethazine Sulfachloropyridazine  Sulfadimethoxine

Determining optimal parameter values for acquiring sample compound data requires that
the Agilent Triple Quad instrument already be tuned on the Tuning Mix calibrant ions.
Before proceeding with this exercise, make sure you have used Checktune or Autotune to
verify that calibrant ions each have the proper mass assignment, peak width, and signal
intensity.

See the Agilent Triple Quad LC/MS Quick Start Guide or Online Help for instructions on
tuning the instrument.
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1 Develop an acquisition method for the Agilent Triple Quad LC/MS

1 Prepare the LC solvent.

In 1-liter reservoirs of HPLC-grade water and acetonitrile (ACN), add 1 ml
of 5SM NH,HCOy (Ammonium Formate) each to make 5mM NH,4HCO, in H20
and ACN and use for the A and B channels, respectively.

2 Prepare the sample.

a Add 10 pL sulfa mix from one of the ampoules (500 uL) to 990 uL of
solvent A in an Eppendorf vial so that the final concentration is 1 ng/uL.

b Place a sample vial containing an injectable amount of the prepared
sample in the autosampler.

3 Set up the LC column.
Use this Agilent column or equivalent: Zorbax, SB-C18 2.1mm x 30mm,
3.5um, 100A, p/n 873700-902.

4 Set the column temperature.
Agilent suggests a column temperature of 40°C, but this exercise can run at
room temperature.

5 Copy the data files to a directory on your PC.
Copy the folder named SulfaDrugs in the Data folder on your software CD to

any location on your hard disk. This folder contains all the data files needed
for this exercise.

Do not re-use the sulfa drug data files already on your system unless you
know that you copied them from the originals on the CD and you are the
only one using them.

Do not use these sample data files to look at sample information or print a
report.
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Develop an acquisition method for the Agilent Triple Quad LC/MS 1

Task 1. Enter acquisition parameters and acquire data

In this exercise, you enter the conditions for the analysis of the sulfa drug mix.

Steps Detailed Instructions Comments
1 Enter LC parameters appropriate a Double-click the Agilent Data * The Agilent MassHunter
for sulfa drug mix. Acquisition icon. Workstation Data Acquisition
b Make sure that Acquisition appears as window appears. See Figure 1.
See Table 1. the selection in the Context text box.

If Tune is the selection, select
Acquisition from the Context
dropdown menu.

¢ Enter the LC parameters listed in the
Table 1.

Table1  LC parameters for sulfa drug mix

Parameter Value

PUMP

* Flowrate 800 pL/min

+ Solvent A 5 mM NH4HCO, in H,0
*+ Solvent B 5 mM NH4HCO, in ACN
+ Gradient (min - %B) 0 min - 13%

1.80 min - 60%
2.50 min - 60%

» Stop Time 2.50 min

* PostTime 2.50 min

INJECTOR

* Inj. Vol. 1L

* Injection Standard

* Draw Position 3.0 mm

UV DETECTOR

+ ChA 254 nm (4 nm BW on DAD)
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1 Develop an acquisition method for the Agilent Triple Quad LC/MS

Table1  LC parameters for sulfa drug mix

Parameter Value

- REF A (DAD only)
COL THERM

400 nm (80 nm BW)

» Temp 40°C

E2 apilent MassHunter Workatation Dala Acuiition
Blo G yew [os Woka 8 beb
Jcorsse [acanmen o T N

CEEE R8s R TS SR )
T B == |l B r—l—ii?—
oo Bl —w

gig T B —ecm0y —

ng | B —_——

m‘: A _'_”_.-v-“"" jl i

0000

= 15 A als o

Somple | Propestes | WPS | OnPurp | Cobmn | DAD | NS 000 |
lon stnats [ Acquintion | sixrce | cramtigan | wsert | sgreses |
[ =] [Est & H i P e "

= T o ConpandNars || ISTD? || Poacusin lon ¥| W51 Raa Prodkict lon V| M52 Rk || Dwall | Fisgraatis | Collsan kabigy |
. 1 r < i 5 I

Lo 11 TLIE 3L J I;"'m B " | ] | | 1 | | | | l |

: =

T segments ! [

e DAD: Signal &

s 1 " min,

| ELE | T

BRI I

o oden fios - meiowde

I Somple Nome  Sample Position Mathod Dato File  Somple Type | Inj Vol () | Commant | Lovel Nome 2
3 [vied 1 rotrhypacal m wsmigil] & Colibealion I
3 iel 1 enrtypical m cnmightl? d Celibention El
] [vied 1 [vertypicalm ovemighlnd.d Celibration 1]
5 Vind 1 oL pical m d Calibention 1 -
Workinl
Fit Helo, pross F1

Patty.m (7Mbb ot srvraraght vl | [ UM AL

Figure 1 Agilent MassHunter Workstation Data Acquisition window
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Develop an acquisition method for the Agilent Triple Quad LC/MS 1
Steps Detailed Instructions Comments
2 Enter MS parameters appropriate  a Click the MS QQQ tab.
for sulfa drug mix and save the b Click the Scan Type cell, and select
method as iiMIS2Scantest.m, MS2Scan from the list.
where jii are your initials. ¢ Enter the other MS parameters as
listed in Table 2. These parameters are
See Table 2. in either the Acquisition or the Source
tabs.
d Save the method as
iiiMS2Scantest.m, where iii are your
initials.
Table2  MS parameters for sulfa drug mix
Parameter Value
» Source ESI (+ polarity)
» Gas Temp 350°C
» Scan Type MS2Scan
* Nebulizer 50 psi
» Dry Gas 12 L/min
* Range 100 to 400
leeznmED Stop time Acquisition | source | Chromatogram | nstrument | Diagnostis | Apply
EE & Nalimitéhs Pum S
B o [ pmi" : Sagiem;\lama ‘ Start Mass ‘ End Mass ‘ Scan Time ‘ Fragmentor M
unele me fiteting ¥4 | Compound 1 100 400 500 140
[atunesmem J ﬂ Tp ::Iaak i.anh [oo7 min .
Time sagments
H | Time ScanType lon Polarity| DivValve Delta EMY| Stored
vl i ~ |Posiive  |ToMs | &
L. F——
:':j'u;‘si'n 'Sﬂsn Step size: 3] ~1 amu
Neutral Gain
Data storage: [Frofle |
[fm ook [gmme meoe
Figure 2 Select Scan Type of MS2 Scan in the Acquisition tab
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1 Develop an acquisition method for the Agilent Triple Quad LC/MS

Steps Detailed Instructions Comments

3 Acquire data (optional). a If necessary, click the Worklisticonto -« You have just acquired a full scan
Set up a one-line worklist with bring up the worklist. MS data file to see what ions are
the method you just created. b Select Worklist > Worklist Run being formed from the sample.
Name the data file Parameters. Verify that the + This step is optional because you
iiisulfamix01.d, where iii are parameters are set properly. Click OK. can perform the next step with an
your initials. ¢ Type iiiMS2Scantest.mand example data file that comes with
Designate a directory path to iiisulfamix01.d asthe method the software. If you prefer, you can
hold your data files and method. name and data file name, respectively. create your own data file as

d Click OK. described in this step.

e At the bottom left portion of the
Acquisition window, where you can
find the worklist, mark the check box
to the left of the sample as shown

below.
¥ Sample Nome Sample Position Method Diatn File Soample Type  Lewvel Hame
v [Eomplel Ivial 1 i m b)) d Snample

f Click the Run icon.
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Develop an acquisition method for the Agilent Triple Quad LC/MS 1

Task 2. Determine precursor ion masses

In this exercise, you determine the precursor ions for each of the sulfa drugs
in the acquired data file.

Steps Detailed Instructions Comments

1 Open the acquired data file.
In the Agilent MassHunter

a Double-click the Agilent MassHunter
Qualitative Analysis icon.

Qualitative Analysis program, The system displays the Op:en Data

open either the example file, File dialog box.

sulfamix01.d, or the data file you .

created in “Task 1. Enter

acquisition parameters and

acquire data” on page 11.

» When you open the sulfa drug
directory after installation, the Load
result data (lower left corner) check
box is grayed out.

If you see the check box marked,
this means that the data file(s)
already contains results. Clear this
check box before opening the file.

Open Data File E| le

Laak jr: | 2 Quallata j -
N (sl [C5) SulfamixMRM_35,d
) [)5ufa_sMend  [C)SufamixFI_15.d
MyRecent  |[3jsulfa_siMiond () SulfamixPI_30.d
Documents o= < ks siMi40.d
T 51 5ulFa_sIM150.d
51 5ulFa_sIMz20.d
Deskiop | sulfamnix01.d
|2 5ulf amix PI_45.d
.’./' |21 SulfamixMRM_10.d
- 1 |21 5ulfamixMRM_15.d
# LOBUMENS oy o) amiMRIM_20.d
— |2 SulfamixMRM_25.d
jj D SuFamiRM_30.4
My Computer
‘;_‘] Filenames : | j Open |
My Metwark Files of type : |Data Files [*.d) j Cancel
Flaces
Help
Options Sample Information
. Sample Mame :
™ Load results methad User Name :
(* Use current methad Sample Position :
Descripkion :
¥ Load result data
™ Run File Open’ actions From
selected method

Agilent 6410 Triple Quad LC/MS Familiarization Guide
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1

Develop an acquisition method for the Agilent Triple Quad LC/MS

Steps

Detailed Instructions

Comments

b Do one of the following:

Select the example data file
sulfamix01.d, and click Open.
Select the data file you created in
“Task 1. Enter acquisition
parameters and acquire data” on
page 11, and click Open.

By default, the system displays the

Total lon Chromatogram (TIC).

18 Agient MassHunter Cualitative Analysts - Default.m

» The figure below shows the default
layout. This is what you want to
see.

» The Qualitative Analysis program
displays a newly opened data file
with the same layout and display
settings used for the previous data
file. Therefore, you MUST make
sure to return to the default settings
for this exercise.

Before you begin, make sure that
all previous settings are returned to
their default values:
+ Restore default layouts
Click View, and select
Window Layouts.
Select Restore Default
Layout.
* Make sure the method is
default.m. (see title bar)
Select Method > Open.
Select default.m, and click
Open.
» Return display options to default
settings.
Select Tools > Plot Display
Options...
Click Default, and then OK.

i Ede GO View Campounds Chrematograms Specua | Methed | Adtions Tools Melp
E i3 (34 e () B s o (] (R [ | s B S

¢ 2 Dutn Nvigaior
Son by Data Fils
& sullemx01 d
A User Crwomatogranms

x

-

 /\ Chromatogmm Resuts x
Ty -':\[}J&n:@a .0 2 v&ﬁ,&giﬁ%’k:‘..muum =

%107 |+ TIC Seon sublomodit.d

=00 a4
o] 32
m]

3
28
285
24
- 22
o 5

- Chromatogram
Inbegeste ke
Intigrate and Extroct Posk Spectia 16

Extract Peak Spectium
Smoath

Exchude Mass{es) 12

Calculate Signahio-Nose [

[ Define Cheomatograns ]

Adjurst Dloy Time 08 J \

* 1
Spectrum 06 kot \ A
+ Compounds. il
04 \ \,/I A o
+ General e e e oL
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Develop an acquisition method for the Agilent Triple Quad LC/MS 1

Steps Detailed Instructions Comments

2 Determine precursor ion masses a Inthe Chromatogram Results window, < The system displays an averaged

for all four peaks. make sure that the Range Select icon spectrum across the peak in the
You have determined them in the toolbar [i##| is On. Spectrum Preview window.
correctly if you find the values b Click the left mouse button and drag + The precursor mass of the first
are similar to those shown in the cursor across the first peak to compound, sulfamethizole, is
this table: produce a shaded region, as in the determined to be m/z 270.9.
figure below. » To obtain a single scan, double-
¢ Right-click inside the shaded region, click the apex of the peak.
Compound | RT | miz 9 g p p
- and select Extract Spectrum from the
Sulfamethmolg . 047 | 2709 shortcut menu.
Sulfachloropyridazine | 0.88 | 284.9
Sulfamethazine 120 | 2790 1m
. . 15 Agilent MassHunter Cualitative Analysts - Default.m
Sulfadimethoxing 223 | 310 Foe i vew compounss Ovematograms specun bsthes. actons Toos i
() a7 9 o - ] [ (] doe By G B B
. - 2 Datn Navigatoe ||| £ Chromatogrmm Ressts ) =
Close the data. file after finding SontyOmarie liows QB CES 00 v LML FBAR
the precursor ion masses. “—E"ENE‘L il «107 |+ TICScon subomax0n 4 ;
= [ Lizer Spactm 3
E&;m + Seon (1) 410-0 519 min) 25 / H
2 il
\ | \
1 o \ Jo -
LES ___,/\__,_.:'j S _,/ ‘\__‘_ Aol _._——-"'/
010203040506070809 1 111213141516 171813 2 212223 24 2"
] Counts va. Acquesition Time {min)
i (% Mathod Explarer: Defoul.m . [[FALLMS Spectium Resuhs | ®
= — ez oBuvEa o -[mHs%E
2105 [+ Scon (0 470-0.579 mn. 14 scans) sufamed] d
::‘Zl’::vidfxl'u! Pusk Spectrs i
Extroct Peak Spectrum o
Smocth 3
Exchude Mass{es) 25
Caleuiate Signakio-Noss
et | -
Adfpest Dy Timir 15
. fosdrn 1 155 08515 PR
2LEompoungs 051 i77mm 274 03811 i i
el | L "
- workdist Aut it W0 120 M0 160 130 ?Dﬂw:‘i"nu !’\::“ kiff}‘m;ﬂ?m";!m A0 MO M) A0 400
d Repeat step a through step c for the + Some compounds form sodium (Na)
other compounds. and/or potassium (K) adducts as
The precursor ion masses should well, corresponding to M + 23 and
match those in the table in step 2. M + 39 masses respectively. Seeing
e Select File > Close Data File. these masses along with the M + H
f When asked if you want to save the can make for an easy confirmation
results, click No. of which ion is the

pseudo-molecular ion (M + H)+.
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Develop an acquisition method for the Agilent Triple Quad LC/MS

Task 3. Find optimum fragmentor voltage for maximum response

Task 3 shows you how to carry out the optimization for fragmentor voltage by
creating selected ion-monitoring experiments for each compound within a
method and setting up multiple methods with varying fragmentor voltages.

Steps Detailed Instructions Comments

1 Set up six methods for six different a In the Scan Type dropdown list, select
fragmentor voltages. MS2SIM.

Change to a SIM experiment.
Use 60, 80, 100 and 140, 180 and Sample I Properties I WPS I Bin Pump I Column I DAD I MS QRO I

220 volts as the fragmentor I— S i
voltages for the six methods. m1 | Jpana & Na limit/s Pump
Save the methods as o min

~ Tune file

1iMNIS2SIMxxx.m, where iii are Time fitering
[Btunes. TONE %ML = ( I Peokwidth [037 min

your initials and xxx is the

voltage. ~ Time segment
# | Time | Scan Type | lon Mode |lon Polarity| Div Yalve | Delta EMY | Stored
» |1 0| I jESI Positive  [To M5 of ¥
2 ESI+4PCI |Positive  |To M5 of ¥

Meutral Gain

318 cyclesss (3140 mzfoycle

18

Agilent 6410 Triple Quad LC/MS Familiarization Guide



Develop an acquisition method for the Agilent Triple Quad LC/MS 1
Steps Detailed Instructions Comments
b Inthe Acquisition tab, enter the + With the MS2SIM Scan Type set, a
Compound Name and Mass different set of columns appears in
(precursor ion mass) for the Acquisition window.
sulfadimethoxine. * The Instrument Control and Data
¢ Click the arrow to the left of the Acquisition program creates a SIM
compound name, and select Add Row. experiment for each compound
d Enter Compound Name and Mass for mass, starting with a default
sulfachloropyridazine. fragmentor voltage of 140. See the
e Repeat steps c and d for example below.
sulfamethazine and sulfamethizole.
f Save the method as /iiVIS2SIM140.m,
where iii are your initials.
g Change the fragmentor voltage to 60,
and save the method as
iiM1S2SIMO060, where iii are your
initials.
h Repeat step g for voltages 80, 100, 180
and 220, saving the methods as
iiMIS2S1M080, iiMMS2SIM100,
iiMS2S1M180 and jilMIS2S1M220,
where ijii are your initials.
Acquisition lSource l Chromatogram l Disgniostics l
Scan segments
Compound Mame ISTD? Mazz M52 Res Dl Fragmentaor
p | sulfadimethoxine r 7 (Uit 200 140
sulfachloropyridazine r 285 [Urit 200 140
sulfamethazine r 279 Urit 200 140
sulfamethizole r 2771 (Uit 200 140
Agilent 6410 Triple Quad LC/MS Familiarization Guide 19



1 Develop an acquisition method for the Agilent Triple Quad LC/MS

Steps Detailed Instructions Comments
2 Set up and run the worklist a Click the Worklist icon if necessaryto  + This step is optional because you
(optional). make sure the worklist is visible. can use data files shipped with the
Set up six samples with Sample b Enter the information for the 60 system to perform many of the
Name SulfaDrugMix to inject 1ul voltage run. tasks in this exercise.
from vials 1-6 or the ones you ¢ Right-click the upper left corner of the
choose. worklist, and select Add Multiple
Specify the data files as Samples.
iiiSulfaSIMxxx.d, where jiiare  d Add five more samples to the worklist
your initials and xxx is the for voltages 80-220, and click OK.
voltage. e To set up the run, right-click the upper
left corner, and select Worklist Run
Parameters.
f Enter the paths for the method and
data files.

g Click the tab to specify the sample vial
locations, specify the locations and
click OK.

h Mark the checkbox to the left of the
Sample Name for each of the six

samples.
v  Sample Name = Sample Position = Acq Method Data File Sample Type
1 ¥ | SulfaDrughix “Wial S25IMOE0.m | d:\Sulfa_SIMOE0.d Sample
2 | # |SulfaDrughdiz “Wial S25IM0B0.m | d:\Sulfa_SIMOS0.d Sample
3 | # |SulfaDrughdiz “Wial S25IM100.m | d:\Sulfa_SIM100.d Sample
4 | # |SulfaDrughdiz “Wial S25IM140.m | d:\Sulfa_S1k140.d Sample
5 | # |SulfaDrughdiz “Wial S25IM180.m | d:\Sulfa_SIM180.d Sample
B | # |SulfaDrughdiz “Wial S25IM220.m | d:ASulfa_SIMZ220.d Sample
i Select Run > Worklist. * Note that the program only runs

those samples that are enabled
with a checkmark.
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Develop an acquisition method for the Agilent Triple Quad LC/MS

1

Steps

Detailed Instructions Comments

3 Setupaqualitative method toview a Select File > Open Data File.

the EIC data automatically.
Open the data file
Sulfa_SIM60.d or your own
iiiSulfa_SIM60.d, where iii are
your initials.
In the Method Editor, add in the
EICs corresponding to the
precursor ion masses of 271,
279, 285, and 311.

Save the method as JiiExercisel,

where “jii" are your initials.

+ The Qualitative Analysis program

The system displays the Open Data should be open. If not, see step 1 of

File dialog box Task 1 in this exercise.

b Select either Sulfa_SIM60.d or
iiiSulfa_SIM60.d, and click Open.

18 Agilent Masstiunter Qualitative Analysis - Default.m

{ Bl Bt Weew Compoungs Chiomatograms Specia Method Actions Tools Help
(EA NN N o a2 e P | I - TS NN

. f\

I

58 Dot Novigeter, 2 { A aromatoonm Bests
= . e BENCEa 00 = [FEL 5% % e
= [ Su¥s_SMED d 1 = m E
& [ User Creomatograms x10 & [= TIC SIM Sulfa_S1M50.d
BRI
o 12

=g /\\_ i d 11

Counls vs. Acous

itice Teme (i)

010203040506070809 1 111213 14151617 1815 2 27222324

| Method xplrer Dot Ns =
Integiate
Integrate and Extract Peak Specira @
Extract Peak Spectrum : Change |
Smooth ¥ | ba-lun |
Exclude Mass(es) T
{.'.n.l.u.l.ll.n.l.e SW IE Nm Chromaetoaram definition
| Dofine Chiometograms. Il| Tree. [erc Rl I jeormie e
Adust Deloy Time
MS Chiomatagram | Advanced | Excluded Masses
+ Spectrum
T e MS bt | Al ¥ | Scans Alscantypes »
ficees Polarty” | Bath ~ mjzof interest
= = miz valunis)
[ Do eyclo sum
¢ Select Method > View Method Editor.
The system displays the Method Editor
window. (See figure on next page.)
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1 Develop an acquisition method for the Agilent Triple Quad LC/MS

Steps Detailed Instructions Comments
d If necessary, select Define + The default Method Editor list
Chromatograms from the Method selection after installation is
Items pull-down menu. Integrate.

: = Method Editor: Define Chromatograms
P @ - 4 -] (b)) Method Items - | (2 3

Defined chromatograms

BPC (all) All (Cycle-summed Add

Change

Delete

Chromatogram definition

e Integrate when
ype: |BPC ] Dextrﬁcted

MS Chromatogram | Advanced | Excluded Masses
MS level:| All v | Scans]Allscan types v
Polarity: |Both v | mfz of interest:

m/fz value(s):

Do cycle sum

e Todelete the BPC chromatogram, click
Delete.

f Forthe Chromatogram Definition Type,
select EIC.

g Inthe MS Chromatogram tab, make

sure MS Level is set to All and Scans

is set to All Scan Types.

Clear the Do cycle sum check box.

Enter 271 as the m/z value.

Click Add.

Repeat steps i and j for the other

precursor ions, 279, 285 and 311.

Select Method > Save As.

The system opens the Save As dialog

box.

m Save the method as iiilExercise 1.m.

= =
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Steps Detailed Instructions Comments

4 Extract the chromatogram forthe ~ a To apply the method settings to the
data file and view the results. data file, click the Extract Defined
Make sure you can see all five Chromatogram icon on the toolbar.
chromatograms, the TIC and four

EICs. i [ Method Editor: Define Chromatograms

Pt 9 - o - [[@)L Method Ttems - | (= 3
Defined chrom Extract Defined Chromatogram |

b To see the TIC and four EICs, click the
down arrow to display a numerical list
as shown in the example below.

¢ Select b to view five chromatograms
simultaneously.

The system displays chromatogram
results as shown below.

/\ Chromatogram Results

(2o tla@EH gEA 0 c[F FIHE A K [ % %l Mines

3
X106 * TIC SIM Sulfs_SIM60.d =
e

4

x10 5 |+ EIC(271.00000) SIM Sulfa_SIME0.

6
7
T L gl
9
1

x10 € |+ EIC(279.00000) SIM Sulfa_SIMED.

=
< |

x10 5 |+ EIC(285.00000) SIM Sulfa_SIM60.d
24+

x10 € |+ EIC(311.00000) SIM Sulfa_SIME0.d
141

01 02 03 04 05 06 07 08 09 1 11 12 13 14 15 16 17 18 19 2 21 22 23 24

Counts vs. Acquisition Time (min)
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1 Develop an acquisition method for the Agilent Triple Quad LC/MS

Steps Detailed Instructions Comments

5 Extract the remaining ion a Select Assign File Open Actions from

+ The Qualitative Analysis Method
chromatograms automatically. the Method Editor dropdown menu. Editor lets you define actions to be
Extract Defined Chromatograms b Make sure that Actions to be run is set performed automatically upon
should be the default action for to Extract Defined Chromatograms. opening a data file(s).
Assign File Open Actions.
Open the remaining data files, i & Method Editor: Assign Actions on Opesiing a Data File
Sulfa_SIM80.d through AL~ o] (5 [ ethod Ttems = (P
Sulfa_SIM220.d. :
Close the Method Explorer. Available actions
~

Integrate And Extract Peak Spectra

Find Compounds by Auto MS/MS

Find Compounds by Targeted MS/MS

Find Compounds by Molecular Feature

Export mzData

Generate Compound Empirical Formula

Integrate Chromatograms

Extract Peak Spectra ~

Actions to be run

Extract Defined Chromatograms

¢ Select File > Open Data File.
The system displays the Open Data
File dialog box.
d Select all the data files to be opened.
e Mark the Run ‘File Open’ actions from

selected method checkbox. (lower left
corner)
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Develop an acquisition method for the Agilent Triple Quad LC/MS

1

Steps Detailed Instructions Comments
Open Data File @gj
Lookin Il'j SulfaDrugs ﬂ :
3 () suifa_simso.d
3 (£ 5uifa_S1ME0.d
My Recent (Cy5uifa_STM100.d
Documents (C)5uffa_SIM140.d
F () Suifa_sM180.d
E () suifa_simzz0.d
Desktop (ysulfamior.d
(2 Suifamix P1_45.d
() SuifamiMRM_10.d
() SulfamiMRM_15.d
My Documents () SulfamizMRM_20.d
() SulfamizRM_25.d
— () SuifamicMRM_30.d
5})—! |5y SulfamieMRM_35.d
- () SulfamiP1_t5.d
My Computer I
MY Eienames: " Sulfa_SIME0.d"" Sulfa_SIMB0.d" " Sulfa_SIM100.d ~ | Open
Files oftype IDala Files (*.d) _v_J Cancel
Help
Options Sample Information -
(5 Sample Name :
© User Name :
@ Use current method Sample Position :
Description :
[~ Load result data
¥ Run 'File Open’ actions from
selected method

f Click Open.

The Qualitative Analysis program
displays all the EICs for all the data
files selected.

g To close the Method Explorer and
Method Editor, click the X in the upper
right corner of each window.

Agilent 6410 Triple Quad LC/MS Familiarization G
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1 Develop an acquisition method for the Agilent Triple Quad LC/MS

Steps Detailed Instructions Comments

D ata Navigabor

Sort by Data File w
= [#] Sulfa_SIMED.d ~
(=) [+] User Chromatograms

[#f, + TIC 5IM
[, + EIC(271.0) S5IM
[#1f + EIC(279.0) SIM
[, + EIC(285.0) SIM
+EIC[311.0) SIM
|

|

O
(= [¥] Sulfa_SIME0.d
(=) [+] User Chromatograms
[#]f + EICI271.0) SIM
[“]fw + EICI279.0) SIM
[#]/, + EICI285.0) SIM
+EIC[311.01 51M

|
|

O
= [¥] Sulfa_SIM100.d
(=) [+] User Chromatograms

[]f + EICI271.0) SIM
+EIC[279.0) 5IM
+EIC[285.0) 5IM
[ + EICI31.0) SIM

|

|

O
(= [¥] Sulfa_SIM140.d
(=) [+] User Chromatograms
[#]f + EICI271.0) SIM
[“]fw + EICI279.0) SIM
[#]/, + EICI285.0) SIM
+EIC[311.01 51M

|
|

O
= [¥] Sulfa_SIM180.d
(=) [+] User Chromatograms

[]f + EICI271.0) SIM
+EIC[279.0) 5IM
+EIC[285.0) 5IM
[ + EICI31.0) SIM

|

|

O
(=[] Sulfa_SIM220.d
[=)- [+] User Chromatograms
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Develop an acquisition method for the Agilent Triple Quad LC/MS 1

Steps

Detailed Instructions

Comments

6 Select the fragmentor voltage that a
produces the maximum response
for each of the precursor ions. b
Close the data files after you
determine the optimum voltage.

 You press the Ctrl key to be able to
select multiple files from the list
You press the Shift key to be able to
select a group of files.
A fragmentor voltage of 100 should
be sufficient for each precursor ion.
* You can now determine the product
ions that are available for the
multiple-reaction monitoring
experiments to maximize sensitivity
for the analysis.

In the Data Navigator window,
highlight the EICs for 271.0 m/z.
Click the Show only the highlighted
items icon, [7]|.

Only the 271 m/z check boxes are now  *
marked.

@1 o €3 @i 65 a8 or €8 @1 1

Look at the relative intensities of each
peak to determine which fragmentor
voltage setting will be best to use for
the 271 precursor.

Or to overlay the peaks, you can click
Overlaid Mode.

Repeat steps a-c for the other three
base peaks or precursor ions.

Select File > Close Data File.

Click Close when the Close Data File
dialog box appears.

Agilent 6410 Triple Quad LC/MS Familiarization Guide
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1 Develop an acquisition method for the Agilent Triple Quad LC/MS

Task 4. Determine product ion masses

In this part of the method development, we will use three collision energies to
determine the best fragment ions to use for the eventual Multiple Reaction

Monitoring (MRMs).
Steps Detailed Instructions Comments
1 Set up three product ion a Click the MS QQQ tab.

acquisition methods and acquire b
data.
Use the MS parameters in the
example below, but change the ¢
Fragmentor voltage to the
optimum voltage you determined
in the previous task.
Save methods as iiiSulfamix
Pl_xx.m, where iii are your d
initials and xx is the collision
energy. e

Select Productlon in the Scan Type
field to scan each precursor ion for all
its product ions.

Enter all MS parameters as listed in
the example below, making sure the
Collision Energy is set to 15 and the
Fragmentor voltage is set to the
optimum voltage determined in Task 3.
Save the method as jiiSulfamix
PI_15.m.

Repeat step c and step d for collision
energies of 30 and 45.

(lh S Sl Acquisiliun} Source | Chromatogram | hstrument | Diagnostics
Esl -] [Eal  Nolmit/As Pump et
- (Gl Segment Name Precursor lon MS2 From M52 To Scan Time Fragmentar Collision Energy
Tune file Tirne Htering sulfadimethoxine a 50 20 250 140 15
shuneslunexid | S| [ % ek wicn 0@ mn sullachioropyridazing 265 50 T >0 120 15
sulfamethazing 279 50 320 250 140 15
Time segments L7 e 2N 50 320 250 140 15
# | Time| Scan Type |lon Polarity DivValve Delta EMY | Stored
1| 0fFoduetion |Posiive [ToMs | o 7|
Scan parameters
Step size, o | en
Data storage [Pafle =]
[ owolests [m3g ms/opce
2 Set up and run the worklist a Scroll down if necessary to make sure  « This step is optional because you
(optional). the worklist is visible. can determine the product ion
Specify the data files as b Add three samples to the worklist for masses from the data files shipped
iiiSulfamix Pl_xx.d, where iii collision energies 15, 30 and 45. with the system.
are your initials and xx is the ¢ Mark the checkbox to the left of the + Use the instructions in Step 2 of

collision energy.

Sample Name for each sample you are
adding.
Select Run > Worklist.

Task 3 to set up the worklist.

28
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Develop an acquisition method for the Agilent Triple Quad LC/MS 1
Steps Detailed Instructions Comments
3 Set up a qualitative method to a Click the Open Data File icon in the + The Qualitative Analysis program
integrate and extract product ion toolbar. should already be open and contain
spectra. b Select SulfamixPl_15.d. iiiexercise 1.m as the method.
Use the data files ¢ Make sure that the Run File Open
SulfamixPl_xx.d, where xx is Actions from Specified Method check
the collision energy, or your own box is clear, and click Open.
data files, iiiSulfamixPl_xx.d. d Make sure the Method Explorer and
Open Method Explorer and the Method Editor windows are
Method Editor. displayed; otherwise, click the Method
Use TICs set up for MS/MS, Explorer and then Method Editor
product ion and each of the icons. E &
precursor ions 271,279, 285,311. e Under Chromatograms in Method
Make sure the MS/MS Explorer, click Define Chromatograms.
integrator has been selected and f Delete any existing chromatograms in
the maximum number of peaks the Defined Chromatograms box.
has been limited to the largest g Select TIC from the Chromatogram
100 peaks. Definition list.
Add the ability to integrate and h For MS Level, select MS/MS.
extract peak spectra to the file i For Scans, select Product ion.
actions run upon data opening.  j For Precursorion m/z enter 271.
Save the changes to the current  k Click Add.
method. | Repeat steps j and k for each ion.
Method Editor: Define Chromatograms
i (34 | (») Define Chromatograms > [= 0
Defined Chromatogranms:
] e
=
.
Chromatogram Definition
Type: | TIC » F] Llltt?g;?;when
t3 Chromatogram | Advanced | Excluded Masses
M5 level: | MSAMS w | Scanst | Product ion v
Palarity Bath + | Precursor ion miz: 1.0 w
m/z valuels]
Do cycle sum
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1 Develop an acquisition method for the Agilent Triple Quad LC/MS

Steps

Detailed Instructions Comments

m From the Method Editor drop-down
list, select Integrate.

n Select the MS/MS Integrator, if
necessary.

i 4 | (B mtearate

tor || Peak Fillers

Integrator Selection

(@) MS/MS Integratar

Point zampling:

Filtering:

Baselin reset »

If either edge <

() General Integrator

Start threshold
Stop threshold.

Pesk location

o Click the Peak Filters tab. Make sure
that the Limit to the largest check box
is marked and set to the value 100
(peaks) as shown below.

Method E ditor: Integriate

L} (D Integrate

Integrator |;

Peak qualification
Fietain peaks for which

(®) Peak area »=

(O Peak height 3=

b awimurm number of peaks
Limit to the: largest

1.000 % of largest peak

1a0

p Click General in Method Explorer, and
then click Assign File Open Actions.

q Select Integrate and extract peak
spectra from the Available actions list
and click (- Jto add this to Actions

to be run.

30
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Steps Detailed Instructions Comments

Method Editor: Assign Actions on Opening a D ata Fle

ﬁ | @ Assign File Open Actions > (=19

Available actions

Extract Defined Chromal 5

Eutract Peak Spectra

Frint Qualitative nalysiz Report

Actions to be un

(-]

r To apply the changes to the current
method, jiiexercisel.m, click the Save
Method icon.

4 Run the qualitative method onthe  « In the Method Editor: Assign Actions » The Qual method first extracts the
current data file. on Opening a Data File window, click product ion chromatograms for
the Action button. 3] each precursor ion in the data file.
+ Next, it finds the largest peak in the
total ion chromatograms, and
integrates and extracts peak
spectra from under each integrated
peak.
+ See Figure 3 on page 32 on the next
page.
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Steps

Detailed Instructions

Comments

Figure 3

Agilent MassHunter Qualitative Analysis - exercise

File  Edit
B0 H3 -

Wiew  Chromatograms

Spectra Method  Actions

5 5 I[A] @[] 4 b &

Tooks Help

ata N avigator

Sar by Data File

UfarmisPl_15.d
User Chromatograms

+ TIC Product lon [
+TIC

A, = TIC

B

L |
Product lon (279.0 > ™)

| + TIC Product lon (285.0 > ™)
+TIC Praduct lon (311.0 >

+Product lon

1.154-1.217 min) (27
Ll +Product lon (22722288 .. rain) (2
+ Product lon (0.827-0.874 min) (28

Ll +Product lon [1.867. 1.898 ... min) [
+Product lon [2201-2.233 min) (31

hromatogram Results

«108

+TIC Praduat lan [* = *7) SultamisPI_15.d

+TIC Praduat lan 2710 = ™) SultamisPI_15.d

| A

2324

X108

15
1
ik

+TIC Produet lon [279.0 > *% SultamixPI_15.d
1

x10%

E
4
2

#10%

+TIC Produet lon [285.0 > *%) SultamixPI_15.d

1
A 2358

086 1
2209

+TIC Praduet lon (311.0 > SultamisPI_15.d

o d2 o3 o4 05 o o7 o8 03 1 11 12 13 15 15 17 18 19 2 21 22 23 24 2t
Abundance vs. Acquisition Time {min)
pectiumResuks x
i2etlo@sEaoEs =
x104 | + Froduct lon [0.4410.457 min, 2 scans] (271.0 = ™) SulfamixP|_15.d =
& 1532
4 916
1081
24 BB gy h 1778 an
ol { L A . )
%103 | + Product lon (2237, 2.284, 2.315-2.410 .. min, 10 scans) (271.0 =) SulfamixP|_15.d
1 659
084
06+ 07 BB g 1685 923
04 623 3 E 2081
oy 725 a0 108 “113 4 l 1784 263 2417 2545 Y8 ed M2 Ha0
o 2 I MIE i
W04+ Froduct lon (1.154-1217 min, 5 zcans) [279.0 = ) SullamiPI_15d
1.8
A 1237 +
2
2
"o, oMl EIE 104 n 1977 247 EC R |1 7187
o0- T - T T T T T T T T T T T T T T T T . T T T T 1 T T T T T T
50 80 70 80 S0 100 Ti0 120 130 140 150 60 170 180 190 200 20 220 230 24D 0 260 20 280 230 300 30 30
5 Abundance vs, Mass-to-Charge (m/z) v

Results for integration and extraction of peak spectra.
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Steps Detailed Instructions Comments

5 Run the qualitative method on the
remaining product ion data files.
Use either the example files,
Sulfamix PI_xx.d, or the data

a Select File > Open Data File.
The system displays the Open Data
File dialog box.

b Hold the Ctrl key and do one of these:

+ After the data files open, the Qual
method first extracts the product
ion chromatograms for each
precursor ion.

files you acquired in step 2.

Select the two data files Sulfamix
P1_30.d, and Sulfamix P1_45.d.
Select the data files you acquired in
step 2.

Next, it finds the largest peak in the
total ion chromatograms, and
integrates and extracts peak
spectra from under each integrated

¢ Mark the Run actions from method peak.
checkbox in the Open Data File dialog  * See the figure in step 6.
box, and click Open.
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1 Develop an acquisition method for the Agilent Triple Quad LC/MS
Task 4. Determine product ion masses

Steps

Detailed Instructions

Comments

6 Identify product ions.
+ View each set of TICs and
spectra individually (e.g., 271
m/z first).
+ Close the data files.

In the Data Navigator, select the TICs
and spectra for the 271 m/z precursor
ion.

Click the Show only the highlighted
items icon, [7]|.

Examine the spectra to see which
fragment ions are produced at which
collision energies.

Repeat steps a-c until all the product
ions are identified.

lent MassHunter Qualitative Analysis - exercisel.m

» The m/z 155.7 product ion is the

most abundant of any product ion
and the highest signal is recorded at
15 V. This means that a good choice
for the MRM for sulfamethizole
would be 271.0 > 155.7 when the
collision energy is around 15 V.

Bl Yew Cheomstograns fecrs Method gtors [ook el

b

L3 B e 1B ) [ % [ (] A ale R

Soft by Data Fis

7}

A SR=1s 1 B DG s =wiil A

+ Prochctlis (V270874 vl (28
« Product lon [1.067. 1,09 . min)|
= Frochact boms (23012 333 ] (31

(2] o TIC Produet lom 2790 5 ™)
¥ + TIC Product lon (205.0-+ ]
TIE Prochact bors E11.10 ]

B 7
[¥]ily + Product lon [0544-0.575 min] (20

K105 [ * TIC Pooduce ko BT 0 = ] SularrisM_30.d

T

+ TIE Pradhuse lom [F7810 2> ] SullamadP_30.4

# TIE Prachact kon (5.0 = ™) SullamiaM_30d

+ TIE Pradhuse lo (51110 2> ) SullamadP_30.4

+ TIE Prodhact kon 710 ] SullamiM_E5 4

1407

01 02 03 04 05 06 07 08 09 1 11

Abrlanos v, Acqution Tes (min)

15 16 L7 10 19 2

[alis » Frockect lors [0717.0 764 ] (28

w|alis + Product lon (2138-2 170 mn) (11

fe o s QBEaDe: =

[ TIC Product lon (311.0-+ ]
[ U Sk

(11 + Product lon (1504, 1.536 minj (29
[Fids » Proschet lors [2185:2 217 mnd [31

ja]

A0 [+ Pandurs lon 16700 457 man, 3 peane] {710 5 7] Solbama P45 4

» Paaatuce bom [1 37381 2600 man, 3 goane] (2710 3 ] Sollamat 15,4

L
4
2
o
]
3
H 1}
4+ 1
|
g' | (LE
b ma 1] 120 e s
_J_,._._._ L

103 [+ Poodut ke [1.800-1 818 min, 2 pebeur] @710 3 7] Sulfomas_45.9

L L T I R R TR IEE I E T E I R D
Bourdarce . Mass b Charge (me) %

Click the Close Data File icon, and
click Close when the dialog box
containing the list of data files pops
up.

» The product ions appear to be:

Sulfamethizole-271.0 > 155.7
Sulfamethazine-279.0 > 185.8
Sulfachloropyridazine-285.0 > 155.7
Sultadimethozine-311 > 155.7
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Develop an acquisition method for the Agilent Triple Quad LC/MS 1
Task 5. Find optimum collision energy for MRM acquisition
In this task, you set up MRM acquisition methods for the sulfa drugs for
different collision energies. By examining the spectra and comparing peak
intensities, you determine the optimal collision energy settings for the
compounds.
Steps Detailed Instructions Comments
1 Set up three MRM acquisition a Click the MS QQQ tab. + Because the largest peaks were
methods. b Set Scan Type to MRM. produced with a collision energy of
Use all the MS parametersinthe ¢ Enter all MS parameters shown in the 15 in the previous exercise, you will
example below except for the example below except for the collision look at only those collision energies
collision energy value. energy value. to either side of 15.
Use collision energies of 10,15 d In the collision energy column, type
and 20. 10 for each compound.
Save methods as iiiSulfamix e Save the method as iiilSulfamix
MRBM_xx.m, where iii are your MRM_10.m.
initials and xx is the collision f Repeat step d and step e for collision
energy. energies of 15, 20, saving the methods
as iiiSulfamix MRM_xx.m, where iii
are your initials and xx is the collision
energy.
Sample | Propeties | WPS | BinPump | Column | DAD | MS QQQ |
[P — Acquisiion ISourcel Chromatogram | Disgnostics
|Esi | [esi (& Na lmit/s Pump SrEeEEEE
o[ min Compound Mame 15TD? | Precursorlon © M351Fes Productlon © | MS2FRes | Dwell | Fragmentor | Colision Energy
Ture file Time fikering b | sultamethorine - 311 |Unit 155.7 [Unit 50 100 35
ERES 73 5 J [V Peakwidth  [007  min sultachlorapyridazine| [~ 285 | Unit 155.7 | Uit 50 100 ES
I —— sulfamethazine - 279 | Unit 185.7 | Unit 50 100 35
# | Time | Scan Type | lon Polarty | Diverter Valve Delta EMv| Data Stored sulfamethizole = 271 |Urit 155.7|Unit 0 100 s
1 ‘ D‘MF\M |meva |TU M3 ‘ D| v \
,r cyclesds W msleycle
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Steps

Detailed Instructions

Comments

2 Set up and run the worklist
(optional).
Specify the data files as
iiiSulfamix MRM_xx.d, where
iii are your initials and xx is the
collision energy.

3 Compare the compound transition
intensities at different collision
energies.

Open all the MRM data files.
Set the MRM chromatogram
extraction parameters as shown
at right for all transitions.
Disable the TICs for clarity and
examine the peak intensities.
Compare the intensities of each
compound transition obtained at
one collision energy with the
same compound transition
obtained at another collision
energy. (Do this in Overlaid
Mode with all the MRM
chromatograms.)

Close the data files but don't
save results.

Refer to Table 3 on page 38 for
optimal method settings for each
compound.

b

Click the Worklist icon if necessary to
make sure the worklist is visible.

Add three samples to the worklist for
collision energies 10, 15, 20.

Mark the checkbox to the left of the
Sample Name for each of the three
samples.

Select Run > Worklist.

Open the Qualitative Analysis
software.

Clear the Run ‘File Open’ actions...
check box.

Open all the MRM data files in the
Qualitative Analysis program.
Right-click the Chromatogram Results
window, and select Extract
Chromatograms from the shortcut
menu.

To select all data files, click the last file
while holding down the Shift key.
Enter the parameters as listed in the
example below, and click OK.

This step is optional because you
can use the six example data files in
the next step.

Why a spectrum for MRM? It's a
feature of the program to show
spectra even for MRM experiments
and can be quite handy for
comparing relative intensities of
product ions generated from the
same precursor.

Clear the TIC check boxes to make the
MRM chromatograms easier to view.
|ﬂ1
List of opened data files
Type: | MAM ~ [] Integrate when
extracted

M3 Chromatogram | Advanced || Excluded Masses

MS level | M55 + | Scans: |Multipls reaction moritor %

Polarity: Positive 4| Transition: Al £

ax Cancel
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Steps Detailed Instructions

Comments

h Click the Overlaid Mode icon, s /.

i Compare peak intensities for each
compound transition in each data file
in the Chromatogram Results window.

» Compare the colors shown in
Chromatogram Results with the
color next to the MRM transition
name in Navigator.

: % DataNavigalor % ||} /4 Chiomatogram Results

Sort by Data File -
' [7] SufamixAM_10.d

(2ot QFE Cianalo s s FE A S [B]% % K

51 [ Lisor Chiommatograns 5105 [ +MRM 2710 = 155.8) SulfamintRM_20.d

1
1.05

O
O
0
B [7] SubanixMAM_15.d

- [#] User Chiomalograms
[, + TIC WA [

10.654

EEEREE
=

ooo

anisMAM_20.d
User Chiomatograms
[P + TIC WA [

[
o
Be

10,354

HREREE

ooo

10.054

01 Oz 03 04 05 06 O7 08 05 1

=T T T T T T T T T T T
11 12 13 14 15 16 17 18 19 2
Abundance vs. Acquistion Time {min)

T T
21 22 23 24 2t

Unless you decide to acquire MRMs at
lower collision energies, you should
find that the optimal method settings
are as shown in Table 3.

j Click the Close Data File icon, and
click Close when the Close Data File
dialog box appears.

* You now have all the information
you need to do an MRM acquisition
experiment of the sulfa drug
mixture. Consider doing at least one
more run with those settings.

Agilent 6410 Triple Quad LC/MS Familiarization Guide
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1 Develop an acquisition method for the Agilent Triple Quad LC/MS

Table 3

Compound Energy MRM Transition Fragmentor Collision
Sulfamethizole 271.0>155.8 100V 10
Sulfamethazine 279.0>185.7 100 15
Sulfachloropyradizine 285.0 > 155.7 100 10
Sulfadimethoxine 311.0>155.7 100 20
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Agilent 6410 Triple Quad LC/MS
Familiarization Guide

o0 @ @ o o - Exercise 2

Set up and quantitate a batch of
° acquired data files

Task 1. Set up a new batch 41

Task 2. Set up a new method for the batch 44
Task 3. Set up target compounds 47

Task 4. Set up quantitation 50

Task 5. Analyze and save the batch 56

In this exercise you set up a quantitation method for a batch of acquired data
files. You carry out the exercise with the DrugsOfAbuse data files on your
software CD and learn how to perform the following tasks:

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

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

Set up target compounds.

View the MRM transitions and chromatographic parameters for the
compounds in the data file.

Set up an internal standard for each of the compounds.
Set up quantitation for the method.

Enter the concentration of the highest concentration calibration
standard and the dilution pattern.

Set up qualifier ions and the calibration curve.

Automatically quantitate the batch and save the results.
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2

40

Set up and quantitate a batch of acquired data files

Each exercise is presented in a table with three columns:

¢ Steps — Use these general instructions to proceed on your own to explore
the program.

¢ Detailed Instructions — Use these if you need help or prefer to use a
step-by-step learning process.

¢ Comments — Read these to learn tips and additional information about each
step in the exercise.

Before you begin...

Make sure that you have copied the Drugs0fAbuse folder from the Data folder of
the software CD to a folder on your system.

Agilent 6410 Triple Quad LC/MS Familiarization Guide



Set up and quantitate a batch of acquired data files

Task 1. Set up a new batch

In this task you 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.

2

Steps

Detailed Instructions

Comments

1 Create a new batch to hold
samples.
Select all of the data files from
the DrugsOfAbuse folder.
Name the batch file, iii_test 01,
where “jii"” are your initials.

fiw Agilent MassHunter Quantitative Analysis
: Edit Wiew Analyze Method Update Report Tools Help

ER A=A AEEN

| @ i Layout: [

a To start the Quantitative Analysis
program, click the Quantitative
Analysis icon on your Desktop.
When you first use the program,’the
default layout appears, as shown in
Figure 4 below.

B [ [A] 7] Restore Default Layout

: Batch Table
& gl [

[=]

* You can also access the program by
selecting Programs > Agilent >
MassHunter Workstation >
Quantitative Analysis from the
Start menu.

x

(BRI

Sample

(@ | ¥ Mame Type Level Acq DateTime

Compound Information x Calibration Curve x
i o EEIAITE AL R 3 A : ] (o)
Chromatogram H o 1K~
10 =]
09 5
@ x10
08 2
g
07 @ 06
8
0.6 T 04
05 02
04 0
0.2
a3 0.4
02 08
01 08
0 -1
9 05 1 152 25 3 35 4 45 5 b5 6 65 7 76 8 85 9 95 1 -100 -80 -60 40 0 20 40 60 80 1
Concentration

Figure 4 Default layout
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2

Set up and quantitate a batch of acquired data files

Steps Detailed Instructions Comments
b Select File > New Batch. « If the default layout is not present,
The system opens the New Batch click Restore Default Layout on the
dialog box. toolbar before creating a new batch.
c

2 Add all the samples in the

DrugsOfAbuse folder to the batch.

Navigate to the folder \ Your Directory o i
\DrugsOfAbuse\. Restare Default Layout |

Enter the batch filename iii_Test 01
and click Open.

Select File > Add Samples: » Note that only three of the files are
The system displays the Add Sample unknown samples, one is a blank
dialog box. five are calibration files at different
Click Select All to select all samples, calibration levels and two are QC
and then click OK to add them to the samples.

batch.

The Batch Table is no longer empty. It
now contains the calibration, QC and
unknown samples. See Figure 5 on the
next page.

Add Samples

Batch Folder: C:\QuantData\DrugsOfAbusel

CMAMBIk_01.d
CMAMCal_L1.d
CMAMCal_L2.d

CMAMCal_L5.d

CMAMQC_L2.d
CMAMQC_L4.d
CMAMSam_01d
CMAMSam_02.d
CMAMSam_03.d

[ Browse to Copy Samples... ]

selectAl | [ ok || cencel |

42
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Set up and quantitate a batch of acquired data files 2
Steps Detailed Instructions Comments
fig Agilent MassHunts titative Analysis - DrugsOfAbuse - iii_Test_01
i File Edit View Analyze Method Update Report Tools Help
P A sl L= Analyze Batch | @ i Layout: fE BY B [ [Al Restore Default Layout
i Batch Table x
Sample: & f|| Sample Type: <All> +| Compound: [&] - [ ISTD: | Time Segment: <All> = TS SR B <lr e
Sample
@ % | Name Type Level Acq. Date-Time
» Blank | Blan 5/12/2006 1:48
Calib- | Cal |L1  |5/12/2006 1:51
Calib- [Cal |12 |5/12/2006 1:54
Calib- [Cal |13 |5/12/2006 1:57
Calib- [Cal |14 |5/12/20062:00
Calib- |Cal |15  |5/12/20062:03
QCL [QC |12 [5/12/20062:06
QCL [QC |14 [5/12/20062:09
Samp | Sam 5/12/2006 2:12
Samp | Sam 5/12/20062:15
Samp | Sam 5/12/20062:18
i Compound Information x ||} Calibration Curve x
i g e = (AT &) A2 ]e ¢ A ;[
Chromat_ogram 3 ot -
x101 L]
0.5 4
2x102
0.8 £ 084
2
0.74 E o8
- 0.4
it 0.2
od
0.4
-0.2-
0.34 o)
0.24 064
014 034
0 05 1 152 25 3 35 4 45 5 55 6 65 7 75 8 B5 9 95 1 -0 80 &0 40 20 0 M 40 6D 80
Concentration
[ | [Blank-1 | [11 Samples (11 total) | .
Figure b Batch table containing Drugs of Abuse samples before quantitation
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2 Set up and quantitate a batch of acquired data files

Task 2. 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.

Steps

Detailed Instructions Comments

1 Create a new method from
acquired MRM data.
Use the calibration data file with
the highest signal.

a Use the mouse cursor to highlight the  + Using a sample with strong signals

calibration standard that has the for the compounds, such as a high
highest concentration level, as shown concentration calibration sample,
in the figure below. lets the program create a method

with the appropriate retention times
and qualifier ratios.

fig Agilent MassHunter Quantitative Analysis - Drug

i File Edit View Analyze Method Update Rep
i = | 53| GE Analyze Batch | @ } Layout:
: Batch Table

Sample: & || Sample Type: <All= =l c

Sample

(T % Name Type Level Acg. Date-Time

Blank | Elan 5/12/2006 1:48
Calib- | Cal | L1 5/12/2006 1:51
Calib- | Cal |L2 5/12/2006 1:54
Calib- | Cal |L3 5/12/2006 1:57
Calib- | Cal | L4 5/12/2006 2:00

acL [ac 5}1?}2005 2:08

Samp | Sam 5/12/2006 2:12

Samp | Sam 5/12/2006 2:15

b Select Method > Edit to switch to * Note that Figure 6 shows the
method editing mode. default layout for method editing.
+ If the default layout is not present,

The Method Edit Tasks appear in the click Restore Default Layout on the
column to the left of the View, as toolbar before creating a new
shown in Figure 6. method in the next step.

Restore Default Layout

a4
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Set up and quantitate a batch of acquired data files

Steps Detailed Instructions Comments

nm Agilent MassHunter Quantitative Analysis - [New Method]

i File Edit View Analyze Method Update Report Tools Help

I = P NEE et | @ i Layout: B E EE ) [A] Restore Default Layout
| Method Tasks x ” Method Table
New / Open Method i Time Segment: @ <All> ~ = | Compound: [&= = || Reset Table View
Method Setup Tasks Sample
|J_{ MRM Compound Setup Name Type Level Acq. Date-Time Data File
& Retention Time Setup » | Calib-L5 | cal |5 |5/12/20062:03PM | CMAMCal_L5.d |

= ISTD Setup

2% Concentration Setup
FE Qualfier Setup

#7 Calibration Curve Setup

E Globals Setup

‘Sample Information

Save / Exit _@ﬂ 1 | % i signal <None> -
EZ Validate + TIC MRM (** -» **) CMAMCal_L5.d
2 4|1
gxm
3 5
SaveAs... 1
E3 Exit 3
2
Manual Setup Tasks 1
0 T T T u u u u u T T T T T T T T T T T T T T T T T u u
Outlier Setup Tasks 010203 040506070809 1 111213 141516171819 2 21222324 2526272
Acquisition T
Advanced Tasks =
: Ci Information

8 0= A g Li[E]e 3 A
Chromatogram

x10 1
0.8

I I I |0 Compounds (D total) 01

Figure 6 Method Edit mode

Agilent 6410 Triple Quad LC/MS Familiarization Guide

45



2 Set up and quantitate a batch of acquired data files

Steps

Detailed Instructions

Comments

¢ Under Method Tasks in the sidebar to
the left of the View, select New/Open
Method > New Method from
Acquired MRM Data.
The system displays a Please select a
sample folder... dialog box.

d Select CMAMCal_L5.d and click Open
to import acquisition method
information.

* You can also select Method > New
> New Method from Acquired
MRM Data.

* The figure below shows the default
layout for the level 5 calibration
standard.

Agilent MassHunter Quantitative Analysis - [New Method]

jle Edit Wiew Analyze Method Update Report Tools Help
b Ealil= | @ ¢ Layout: i B B [ [A] Restore Default Layout
ethod Tasks x || Method Table x
New / Open Method i Time Segment: = <All> v = | Compound: [&] + [%]| ResetTable View
—|
[E° New Methed from Acquired MRM Da.. Sample ~
New Method from Acquired Scan Dat. Name Type Level Acq. Date-Time
New Method using Manual Setup » | CMAMCal_L5 d | | cmam
(% Open Method from Existing File. Quantifier
Open Method from Existing Batch. Name T Transition Scan
Method Setup Tasks = |Amp | 101362914  |[MRM | Target
# MRM Compound Setup Qualifier
A Retention Time Setup Precursor lon Product lon Transition Rel. Resp. u
& 1STD Setup | 136.2| 119.4/136.2 > 119.4 26 5]
% Concentration Setup Quantifier
F Oualifier Setup Name T8 Transition Scan
#7 Calibration Curve Setup = [Amps \ 114112934 [MRM [1sTD
E7 Globals Setup Qualifier
Save [ Exit Precursor lon Product lon Transition Rel. Resp. u
B Validate | 141.1] 124.4] 141.1> 1244 264|
Quantifier
Save As... Name TS Transition Scan
Ed Exit = | Cocaine | 1[34.1>1820  |MRM | Target
Qualifier
Manual Setup Tasks
" Precursor lon Product lon Transition Rel. Resp. u
"ﬁ_ New Compound | 3041 82.0[304.1> 820 38|
= Quantifier
. Name TS Transition Scan
e = | Cocained3 1]3071>1850  |MRM |1sTD
Outlier Setup Tasks Qualifier
-
Advanced Tasks J < 3
]I ]I ]I |[4 Compounds (4 total) 4 ISTD (4 total) |
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Set up and quantitate a batch of acquired data files 2

Task 3. Set up target compounds

With this task you learn to inspect the MRM transitions and the RT data for
the new quantitation method, which you can change for individual target
compounds. You also learn to set up an ISTD compound for each target

compound.
Steps Detailed Instructions Comments
1 Check the new quantitation a Under Method Tasks in the sidebarto  + The compound names associated
method created from the imported the left of the View, click Method with MRM transitions are entered
acquisition method for MRM Setup Tasks > MRM Compound in the acquisition method. By
transitions. Setup. default, the largest signal is chosen

as the quantifier ion.

fia Agilent MassHunter Quantitative Analysis - [New Method]

Eile Edit View Analyze Method Update Report Tools Help
T o TETE | @ i Layout: B B3 B FE [A] Restore Default Layout
i Method Tasks x || Method Table x
New / Open Method i Time Segment: = <All> v = | Compound: [&] - [®]| ResetTable View
[E New Method from Acquired M. Sample
MNew Method from Acquired Sc Name Type Level Acq. Date-Time Data File
New Method using Manual Set.. » | CMAMCal_L5 d | | | CMAMCal_L5.d
(% Open Method from Existing Fil Quantifier
Open Method from Existing Ba.. Name TS Transition Scan Type Precursor lon Product lon
Method Setup Tasks Amp 11136.2->914 MRM Target 136.2 914
Amp-d5 1/141.1--934 MRM ISTD i1 934
[#C_MRM Compound Setup Cocaine 1]304.1->182.0 MRM Target 304.1 1820
AL Retention Time Setup Cocaine-d3 1/307.1--185.0 MRM ISTD 307.1 185.0
£ 1STD Setup MDMA 1]194.2->163.2 MRM Target 194.2 163.2
B MDMA-d5 1/199.2--164.3 MRM ISTD 198.2 164.3
# Concentration Setup Meth 1[150.1->119.3 | MRM Target 1601 1193
FE Qualifier Setup Meth-d5 1]155.1->92.3 MRM ISTD 185.1 923
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2

Set up and quantitate a batch of acquired data files

Steps

Detailed Instructions Comments

2 Setup ISTD compounds.

Assign the corresponding
deuterated compound as the
internal standard (ISTD) for each
target compound.

b To inspect the imported retention time
data, click Method Setup Tasks >
Retention Time Setup.

» You can modify data fields in blue
for individual compounds.

va Aflant MassHunter CQuantitative Analysis - [New Method]
| pe GOt View Analyze Method Update Report Tools Halp

Ll Ll LY w3 bayout; P [F4 B 0 [+ Restore Defavik Lavout
| Mothod Tasks i
New [ Open Method ¥ = | Compound: | 7 s Besel Table View

N Method from Accuired Siample

New Method Hom Accueed Name Type Lowed Acq Dote-Time | Datn Fila

New Methed using Manual v[chamca (5] 1 I | CHAAMCaL | E
5 Open Mathod from Existing Crannlifier

Open Methed from Exsting Neme 15 Scan Type AT | Lef AT Delta | Fight AT Delts | AT Defto Uret
Method Setup Tasks Amp 1 |mam Tamst 2101 () inutes
—_— Ampds RN 1570 2076 000 inutes
£ MRM Compound Setup Cocane 0 [mam Tamet L 000 inutees
JIL_Rstection Teme Setup Cocanod 50| Wan 150 [y 00 inutes
o ETD S MOMA 2| Wam Terget 2371 000 inutizs
i MDMA-d5 1192 163 | MAM 1870 2268 1.000 1.000 | Minules
# Concuntration Setup Heth 1[1501 > 1193 | MM Tamst 2237 1.000 1.000 | Minutes
£ Cualifer Setup Meth-d5 Y E [T 1570 2731 1000 1.000 | Minutes

a Select Method Setup Tasks > ISTD
Setup.

b For each target compound row, click
the down arrow in the ISTD Compound
Name cell.

» Do not attempt to enter the ISTD
name into the ISTD compound row.

Fid Agilent MassHunter Quantitative Analysis - [New Method]

i File Edit View Analyze Method Update Report Tools Help
R B e e | @ i Layout: FE FE B EH [A) Restore Default Layout
 Method Tasks x H Method Table
New / Open Method i Time Segment: & <All> + & | Compound: [&] Cocaine = [#]| ResetTable View
[E° New Method from Acquired Sample
New Method from Acquired Name Type Level Acq. Date-Time Data File
New Method using Manual. CMAMCal_L5 | | | | CMAMCal_L5 d |
(% Open Method from Existing Quantifier
Open Method from Existing.. Name s Transition Scan Type ISTD Compound Name
Method Setup Tasks Amp 1]1362->914 | MRM Target Amp-d5
Amp-d5 1]141.7>934  |MRM ISTD <None>
#{ MRM Compound Sstup » | Cocaine 1]304.1->182.0 | MRM Target Cocaine-d3 v
A Retention Time Setup Cocained 1/307.1->185.0 |MRM ISTD Amp-d5
MDMA 1]1942> 1632 |MAM Target o
1STD Setuj
Tsj B MDMA-d5 1]199.2-> 164.3 [MRM 1STD MDMA-d5
<% Concentration Setup Meth 1]150.1 > 1193 | MRM Target Meth-d5
F Qualifier Setup Meth-d5 1]155.1->823 [MRM ISTD =honcs
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Set up and quantitate a batch of acquired data files 2
Steps Detailed Instructions
¢ Select the ISTD name associated with
the target compound.
d Enter the ISTD Conc (Concentration)
for each ISTD compound.
| Method Table
Time Segment: & <all> + = | Compound: [&] Meth-ds * [ | Reset Table View
Sample
Name Type Level Acq. Date-Time Data File
| cmamcal L5d | | | cMAMCal_L5.d
Quantifier
MName 15 Transition ISTD Compound Name |~ ISTD Flag ISTD Conc. Time Re

Amp 1{136.2>914 MRBRM Target <None> ]

Amp-d5 1[1411->934 [MRM ISTD <Naone> = 50.0000

Cocaine 1/304.1-=182.0 | MEM Target <MNone= ]

Cocaine-d3 1[307.1>185.0 [MRM ISTD <None> = 50.0000

MDMA 1[1942> 1632 | MEM Target <None> ]

MDMA-d5 1]185.2> 1643 [ MRM ISTD <Naone> ] 50.0000

Meth 1/150.1->119.3 | MERM Target <MNone= L

» | Meth-d5 1]1551>923 [ MAM ISTD <None> & 500000
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2 Set up and quantitate a batch of acquired data files

Task 4. Set up quantitation

This task presents instructions for setting up the quantitation parameters for

the method.
e (Calibration levels
¢ Qualifier ions

e (Calibration curve fit

Steps Detailed Instructions

Comments

1 Create five calibration levels for
each compound.

Set the highest concentration for
amphetamine of 125.
Set a Dilution Pattern of b
1:5:2:2.5:2 for amphetamine.
Compare the concentrations for ¢
the five levels with the Dilution
Pattern.

amphetamine (Amp).

Pattern column for Amp.

toolbar.

fiz Agilent MassHunter Quantitative Analysis - [New Method]

a Select Method Setup Tasks >
Concentration Setup, and type 125 in
the Dil. High Conc. column for

Type 1:5:2:2.5: 2 intheDil.

Make sure Level Name Prefix is L and
# of Levels is b in the Serial Dilution

i Fle Edit Wiew Analyze Method Update Report Tools Help
EA W™ W NEEN A | @ i Layout: i 3 EH E (Al Restore Default Layout
i Method Tasks i Method Table x
New / Open Method i Time Segment: <= <All> > ® | Compound: [&| Amp - [=]| ResetTable View
Method Setup Tasks i Level Name Prefix: L # of Levels: 5 Create Levels
# MRM Compound Setup Sample
/¢ Retention Time Setup Name Type Level Acq. Date-Time Data File
& ISTD Setup | CMAMCal_L5.d | | | cmamcal_L
|'} Concentration Setup | Quantifier
E Qualifier Setup Name 5 Transition Scan Type Dil High Conc. Dil. Pattemn Units
# Calibration Curve Setup » | Amp 1(1362--914 |MRM Targel 125.0000| 1:6:2:2.6:2 ~ | ng/mi
& Giobals Setup Amp-d5 1]141.1-934 | MRM ISTD ngjml
Caocaine 1130411820 [MRM Target ng/m!
Save [ Exit Cocaine-d3 1]3071->185.0 |MRM ISTD ng/ml
= - MDMA 11942 > 1632 |MRM Target ng/mi
& Validate MDMA-d5 1[1992> 1643 |MRM ISTD na/ml
£ Meth 1{150.1->119.3 [MRM Target ng/m!
e Melh-d5 1[1551>923 |MRM ISTD g/l
Figure 7 Creating five calibration levels for first compound
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Set up and quantitate a batch of acquired data files 2
Task 4. Set up quantitation
Steps Detailed Instructions Comments
d Click Create Levels. + After you create the calibration
e Compare the newly created calibration table for amphetamine, you tell the
levels with Dilution High program to copy this table to the
Concentration and Dilution Pattern. other target compounds in step 2.
iz Agilent MassHunter Quantitative Analysis - [New Method]
i Eile Edit Wiew Analyze Method Update Report Tools Help
i 0 b | G2 | G Analyze Batch | @) i Layout: B B (PR ) Restore Default Layout
i Method Tasks x ||} Method Table
Mew / Open Method i Time Segment: @ <All> v = | Compound: (&) Amp v ||| ResetTable View
Method Setup Tasks i Level Name Prefix: L # of Levels: 5 Create Levels
L MRM Compound Setup flantieg
A Retention Time Setup Name TS Transition Scan Type Dil. High Conc. Dil. Pattern  ~ Units
22 ISTD Setup =5 b Amp 1 1362->914 MRM Target 125.0000 1:5:2:25:2 ng/ml
|f Concentration Setup | catibration
F Qualifier Setup Level —
+ Calibration Curve Setup L1 25000
" Globals Setup L2 5.0000
L3 12.500
Save /| Exit L4 25.000
2 Copy the calibration levels and a Select Method > Copy Calibration
concentrations to the other Levels To...
compounds. The system displays the Copy
+ Close the Compound Information Calibration Levels dialog box.
window. b Click Select All, and then click OK.
- Compare the calibration setup
for the four compounds.
or the four compou ds Calibration Levels To
Select Compounds:
Name = Transition ISTD Flag
Cocaine 304.1->182.0 |
MDMA 1942 -> 163.2 ||
Meth 150.1->119.3 |
Select All | ok ][ cancel
Agilent 6410 Triple Quad LC/MS Familiarization Guide 51



2 Set up and quantitate a batch of acquired data files

Steps Detailed Instructions Comments

¢ Close the Compound Information
window and the Sample Information
window in the lower half of the
Quantitative Data Analysis main view.

d Browse the Method Table to compare
the calibration concentration setup
among the four target compounds,
Amp, Cocaine, Meth and MDMA

Quantifier
Name TS Transition Scan Type Dil. High Conc Dil. Pattemn Units
1.1362->914 MRM 125.0000 1:5:2:2.5:2
Calibration
Level Conc.
E] 2.5000
L2 5.0000
L3 12,500
L4 25.000
L5 125.00
Quantifier
Name TS Transition Scan Type Dil. High Conc Dil. Pattem Units
Amp-d5 | 1]141.1>934  |MRM [iIsTD | ng/ml
= | Cocaine | 1[304.1>1820 [MRM | Target [ 125.0000] 1:5:2:25:2 [ ng/ml
Calibration
Level Conc.
L1 25000
L2 5.0000
13 12.500
L4 25.000
L5 125.00
Quantifier
Name TS Transition Scan Type Dil. High Cone. Dil. Pattem Units
Cocaine-d3 | 1|307.1->185.0 | MRM [1sTD | | | ng/ml
= [MDMA [ 1]194.2->163.2 | MRM [ Target [ 125.0000[ 1:5:2:25:2 [ ng/ml
Calibration
Level Conc.
151 2.5000
L2 5.0000
L3 12.500
L4 25.000
L5 12500
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Set up and quantitate a batch of acquired data files

2

Steps

Detailed Instructions

Comments

3 Set up qualifier ions and a
calibration curve.
Review the Qualifier setup
parameters.
Change the default curve origin
from Linear to Force.

a Select Method Tasks > Qualifier
Setup, and inspect the Qualifier setup
parameters.

» The system automatically populates
the qualifier setup parameters when
it imports MRM acquisition
information.

* During method creation, additional
MRM transitions besides the

n= Agilent MassHunter Quantitative Analysis - [New Method]

quantifier ion for a compound are
assigned as qualifier ions.

i Fle Edit View Analyze Method Update Report Tools Help
o Yl 52 | i@ i Layout: FF) E [ [A] Restore Default Layout
 Method Tasks x ” Method Table x
New / Open Method || Time Segment: <« <All> > = | Compound: [a] Meth v %] Reset Table View
Method Setup Tasks i Level Name Prefix: L # of Levels: 5 Create Levels
£ MRM Compound Setup Sample f
A Retention Time Setup Name Type Level Acq. Date-Time Data File
& ISTD Setup | cMAMCal L5d | v | | CMAMCal_L5 d
2 Concentration Setup Quantifier
‘E Qualifier Setup | Name S Transition Scan Type Precursorlon | Product lon Uncertainty
# Calibration Curve Setup = |Amp | 11362914 [MRM | Target | 136.2 91.4| Relative |
& Globals Setup Qualifier
Save [ Exit Precursor lon Product lon Transition Rel. Resp. Uncertainty Area Sum
& Validate 1362 119.4]1362> 1194 200 O
- Quantifier
Save As Name TS Transition Scan Type Precursorlon | Product lon Uncertainty
B ot = |Ampds 1]141.1->934 MRM ISTD 141.1] 93.4| Relative
Manual Setup Tasks S
Precursor lon Product lon Transition Rel. Resp. Uncertainty Area Sum
Outlier Setup Tasks \ 1411 12441411 > 1244 | 26.4| 200] 5 |
Advanced Tasks Quantifier
Name T8 Transition Scan Type Precursorlon | Product lon Uncertainty
= | Cocaine | 1[304.1->1820  |MRM | Target | 3041 182 0| Relative
Qualifier
Precursor lon Product lon Transition Rel. Resp. Uncertainty Area Sum
3041 82.0/3041->820 £ 200| F J
Quantifier
Name T8 Transition Type Precursorlon | Product lon Uncertainty
= | Cocained3 | 1/307.1>1850  |MRM |i1sTD | 307.1] 185.0| Relative |
Qualifier
Precursor lon Product lon Transition Rel. Resp. Uncertainty Area Sum
| 3071 85.0/307.1->850 | 37| 200| O J v
I I i |14 Compounds (4 total) 4 ISTD {4 total) | ;
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2 Set up and quantitate a batch of acquired data files

Steps Detailed Instructions Comments

b Select Method Tasks > Calibration
Curve Setup,

¢ For each target compound change the
CF Origin to Force.

lent MassHunter ntitative Analysis -

i Fle Edit View Analyze Method Update Report Tools Help
I = (Y | @ i Layout: F) F) B8 [ [A] [] Restore Default Layout
| Method Tasks x ” Method Table x
New / Open Method || Time Segment: ¢ <All> > = | Compound: [$] Meth = [=%]| Reset Table View
Method Setup Tasks i Level Name Prefix: L # of Levels: 5 Create Levels
£ MRM Compound Setup Sample
,f‘( Retention Time Setup Name Type Level Acq. Date-Time Data File
& ISTD Setup | cMAMCal L5d | | | | CMAMCal_L5 d |
22 Concentration Setup Quantifier
Z Qualfier Setup Name NE] Transition Scan Type CF CF Origin CF Weight
52 _Calibration Curve Setup | Amp 10136.2--91.4 MRM Target Linear Force None
& Globals Setup Amp-d5 1[141.1->934 | MRM ISTD
Cocaine 1]/304.1->182.0 | MEM Target Linear Force None
Save | Exit Cocaine-d3 1/307.1->1850 |MRM ISTD
- 5 MDMA 1/194.2->163.2 | MEM Target Linear Force None
@ Validate MDMAGE 1[1982> 1643 | MR ISTD
» | Meth 1]150.1-»119.3 | MEBM Target Linear Farce ~ 1 None
Meth-d5 1]155.1--923 MRM ISTD
Save As
Ed Exit
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Set up and quantitate a batch of acquired data files

2

Steps

Detailed Instructions

Comments

4 \Validate and save the method.

a Select Save/Exit > Validate to
validate the method setup.

i Method Tasks

x

Method Table

New [ Open Method

Time Segment: & <All>

* You can view any validation errors
that do occur at the bottom of the
screen.

> = | Compound: [&a] Meth-dS v || ResetT

U

‘Outlier Setup Tasks

Advanced Tasks

Method Setup Tasks i Level Name Prefix; L # of Levels: 5 Create Levels
#_ MRM Compound Setup Sample
AT Retention Time Setup Name Type Level Acq. Date-Time Data File
& ISTD Setup | CMAMCal L5d | CMAMCal_L5d |
2 Concentration Setup Quantifier
Z Qualifier Setup Name T8 Transition Scan Type
[37 Calibration Cuve Setup Amp 11362914 | MRV Target
& Globals Setup Amp-d5 11411>93.4 | MRM ISTD
Cocaine 1/304.1-=182.0 |MREM Target
Save [ Exit Cocaine-d3 1/307.1->1850 |MRM ISTD
N MDMA 1]1942--1632 | MEM Target
@& Validate MDMA-G5 11992 1643 |MRM ISTD
H Meth 1]/150.1-»118.3 | MEBM Target
b | Meth-d5 1/155.1->92.3 MRM ISTD
Save As..
Ed Exit HUCLEBLSIGIIRSS Agilent MassHunter Quantitative Analysis
Manual Setup Tasks Cateqory iy |[Mes=no

Method validated. No errors or warnings found.

b After the validation message appears,

click OK.

¢ Select Save/Exit > Exit, and click Yes
to the Would you like to apply this
method to the batch? prompt.

Agilent 6410 Triple Quad LC/MS Familiarization Guide
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2 Set up and quantitate a batch of acquired data files

Task 5. Analyze and save the batch

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

results.

Steps

Detailed Instructions

Comments

1 Analyze the batch, and inspectthe a Click the Analyze Batch icon
results for each compound. L= Analyze Batch

Examine the Quantitation

in the toolbar to start
batch analysis.

Message(s), which identify b Pass the mouse cursor over the

samples with n

0 quantitated

quantitation message for Sample 1.

+ Note that the program found no

Sample-1.

data for Amphetamine (Amp) in

» Note that two calibration standards

contain outlier data.

signals. ¢ Pass the mouse cursor over the flags
Examine the outlier flag for the first 2 calibration standards.
messages.
. fin Agilent MassHunter Quantitative Analysis - DrugsOfAbuse - fii_Test_01
0ut|lerF|ag i Fle Edit View Analyze Method Update Report Tools Help
Messages i) [l | 23| (= Analyze Batch | @ ¢ Layout: [ [ B8 [ [A] 7 Restore Default Layout
i Balch Table x
i sample: &| £| | Sample Type: <All> ~ || Compound: 4] 1: Amp > [#] 1STD: Amp-ds | Time Segment: <A ¥ ||[E]|[= | $¢ | # € @ s
Sample Amp Met.. Amp Results Qualifier (119...| Amp-d5 (.. Qualifier (124...
@ | ¥| Name Type |level  AcqDateTime | Exp. Conc. RT Resp.|S/N| Mi| Calc. Conc. | Final Conc. |Accuracy | Ratio| S/N|MI RT Resp. | Ratio| S/N M
1] Blank-1 | Blank 5/12/2006 1-48 PM O | O O
»L CalibL1_| Cal L1 [5/12/20061:51PM 25000 21| 658] 49| ] 33187 33187 243] 45|07 21| 1397 259 Infi| (]|
¥ [Calibl2 |Cal 12 [5/12/2006 1.54PM 5.0000] 21| 1058] 42 [0 57493 57493) 1150 infi| (1] 21] 1298] 259] 48[
CalibL3 | Cal 13 [5/12/2006 1:57FPM 125000 2.1 2673] 107[ 1 136808 13.6808 108.4] 26.7] 146{ (0] 21] 1377| 263 46.[[1
Calii4 | Cal L4 [5/12/2006 2:00PM 25.0000] 2.0] 4952] 20.[[7] 26.7561|  26.7561 107.0] 29.1] 49.|C7[1.9] 1304] 2838[ 21.[0J
Q titati Calib-L5_| Cal L6 [5/12/20062.03FPM 1250000 21| 1860| 47 [[1| 1244844] 1244844 98.6] 27.0| 39 |[1[20] 1053] 264] Infi|[]]
uantitation aclz  [ac L2 [5/12/2006 206 PM 5.0000] 2.1] 1008] 81.[071 5.2293 52293  104.6] 277 34.[(7] 21] 1356] 31.1] 42[J
Message acie  |ac 14 [5/12/20062.09FM 25.0000] 2.1 4716] 81 |[] 278039 278038 111.2] 256] 60| (1] 21] 1196 31.1] 91|
9 — | _LSample-t | Sample [ 212/20062:12 M L] [
» Sample2 5[12/2006 2:15 PM [] ]
| | |semple3 | Sample 5/12/2006 2:18 PM ]
Compound Information x Calibration Curve x
i1l e Hﬁ@‘@ﬁﬂlﬁ‘.& lz‘ﬁ A i |4 [=]| Type: Linear ~ Origin: Force > Weight: None » | ISTD
+ MRM (136.2-> 91.4) CMAMSam_02.d 2o K-
£x102 2143 E -
= 4 Amp -5 Levels. 5 Levels Used. 5 Points. 5 Paints Used. 2QCs
3 254 §x107]y=70835"x
R2 = 0.99942480
2254 5 s
24 &
g 14
1.754 e 12
2 .
112? = 1
| T g8
0.75 0.6
0.5 04
0.25 02
0 0
-0.254
12 13 14 15 16 1.7 1.8 1.9 2 21 22 23 24 25 26 27 28 29 | 02 0 02 04 06 08 1 12 14 16 1.8 2 22 24 2%

Acquisition Time (min}

Relative Concentration

|[X1.68 ¥ 128.17 |[Sample-2  |[Amp

|[11 Samples (11 total) | ;;

2 Save the batch.

a Select File > Save Batch.
b Select File > Close to close the batch.
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° Agilent 6410 Triple Quad LC/MS
® Familiarization Guide

ce0@® @ o Exercise3
Review quantitation results

Task 1. Navigate the Batch Table results 58
° Task 2. Change result window layouts 63
Task 3. Export and print results 70

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.

Each exercise is presented in a table with three columns:

¢ Steps — Use these general instructions to proceed on your own to explore
the program.

¢ Detailed Instructions — Use these if you need help or prefer to use a
step-by-step learning process.

¢ Comments — Read these to learn tips and additional information about each
step in the exercise.
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3 Review quantitation results

Task 1. Navigate the Batch Table results

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

Steps Detailed Instructions Comments

1 Open the batch file a To start the Quantitative Analysis + The main View that appears should
iii_Test_01.batch.xml., created in program, click the Quantitative look like the one below. This is the
Exercise 2. Analysis icon on your Desktop ¥ . default layout and contains the

b Click Open Batch (| on the toolbar to default column settings.
display the Open Batch dialog box.

¢ Navigate to \ Your Directory\
DrugsOfAbuse and select
iii_Test_01.batch.xml.

fig Agilent MassHunter, Quantitative Analysis - DrugsOfAbuse - iii_Test_01

: Fle Edt View Analyze Msthod Updats Report Tosls Hsip

P L | Za | LE analyeeBateh | @ Lavout: FE ER B EE [A Restore Default Layout

: BatchTable x
i sample: ¥ E| | Sample Type: <Al> > | compound: [#] 1: Amp » [=] 15TD: Amp-ds | Time Segment: <& | BB AR A <Xr Xy
Sample Amp Met.. fimp Results Qualfier 113.4)..  Amp-dS (5TD)..  Qualifier
@ | % Name Twpe  Level Acg DateTime | Exp Conc. | RT Fiesp. SN Ml Cale.Conc. | Findl Cone. | Accwracy| Ratio| /M M RT | Resp.  Ratio
r| O Blank1 | Blank N2/ | ] | | ]
¥ |Calbll | cdl L1 127 25000] 2141|  657.5473] 4301 33303‘ 3303 243 4533 2123] 13917143 ]
¥ |Calblz | cd L 127 5.0000] 2140 10516123 4204 5.7475 L7475 1149 Infinity 2.128] 12896345
Calbl3 | Cdl L 127 125000 4| 2673.4336] 107.59) 136808 136908  109.4] 26.7| 145.88 2.121] 1377.4550
Calibld | Cdl ¥ 127 25.0000 2| 4351.6051] 20. 267560|  26.79e0|  107.0] 29.0| 4324 .330] 1304.4632
Calibl5 | Cdl L 127 125.0000 | 18605.3106] 47. 1244842 1240842 96| 270| 3801 .076] 1053.4340] 26.4] |
oclz  |oc L 127 5.0000] 2142 10053952 &0 2% .2293]  1046| 27| 3434 131 | 1356.0175] 311
Ocld |oc ¥ 127 25.0000] 2135| 4715.2905] 91.09 278011|  2r80il|  111.2| 256 6063 121] 1195.6167] 311
] ample-1 | Sample N2/ | |
ample-2 | Sample 127 2143 10038034 804z 4,877 4.8977) 04| 7027 2130] 14446758 25.7
ample-3 | Sample 127 2105 25936606 74.87 142482 14.2482 253 6518 2.083] 12811231] 29.9] 1
IS >
i Compoundinformation X ||} Calibration Curve x
iTe] H'il’ﬁl\ﬁ_ﬂj_ﬁ\,!_i 2 et A (] [m] | Type: Linear > Origini Force > Weight; None v | ISTD
+ MR [136.2 = 91.4] CMAMEIk_01.d o ey -
g 11 ile]e t &
5 14 Amp -5 Levels, 5 Levels Used, 5 Points, 5 Points Used, 2 QCs
5
5 g4 & w101 ]y=7.0935"%
4 g £ A"2 = 099942319
g s
074 & 14
0E- $ 12
05 k] b
i &£
e 08
031 08
024 04
017 02 ‘./
. 0
a1 LR S S S S S B S R s S B p | T T T T T T T T T T T T T T
1213 14 15 16 17 18 18 2 21 22 23 24 25 26 27 28 28 3 o 0z 04 06 08 1 12 14 16 18 2 22 24 25
Acquisition Time [min] Relative Concentration
|[Blank-1 || mp |11 Samples (11 total) ||
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Review quantitation results

3

Steps

Detailed Instructions

Comments

2 (optional) If you see a different
layout than the one in the figure on
the previous page...

If fewer than three windows are
present in the main View, or they
are in a different arrangement,
restore the default layout.

If the column settings are
different than those you see in
the figure above, restore the
default column settings.

If panes other than the
Chromatogram pane are present
in the Compound Information
window, hide the other panes.

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

Use the Next Sample and
Previous Sample arrows on the

toolbar 4[] -

Note the changes in the Batch
Table and Compound Information
of amphetamine for each
sample.

Select sample Calib L4 in the
Batch Table to view the Batch
Table and Compound Information
changes.

+ To restore the default layout, click
Restore Default Layout on the toolbar

before scrolling from sample to sample.

Restore Default Layout

+ To restore the default column settings,
right-click anywhere in the Batch Table
window and select Restore Default
Columns.

» To hide extra panes, click the

highlighted icons other than the
Show/Hide Chromatogram icon @ in
the Compound Information toolbar.

a 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.

b To return to Cal-L5, click the Previous

Sample icon 1] in the Batch Table
Standard toolbar.

¢ Select any cell in the row for sample

Calib_L4 in the Batch Table window to
view the changes.

+ The default layout is set at the
factory and cannot be changed. If

you want to create your own layout,

see “Task 2. Change result window
layouts” on page 63.

+ Note the linkage between the

highlighted data file in the Batch
Table and the chromatogram in the
Compound Information window.

Agilent 6410 Triple Quad LC/MS Familiarization Guide
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3 Review quantitation results

Steps Detailed Instructions Comments
4 Scroll from compound to a Click the Next Compound or Previous
compound through all four compound arrow in the toolbar until
compounds. the system displays the desired
Use the Next Compound and compound.
Previous Compound arrows on b Inspect the changes in Batch Table,
the toolbar. Compound Information and Calibration
Compound: [¢a] 1: Meth ~[=  Curve windows.
Review the differences in the ¢ Click the down arrow next to the
Batch Table, Compound Compound list.
Information and Calibration d Select Cocaine.
Curve windows between the
compounds.

Select Cocaine from the list.
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Review quantitation results 3
Steps Detailed Instructions Comments
5 Examine results for multiple a Click the Multiple Compound A different set of columns is displayed
compounds. View icon in the toolbar to | =5 when you are in Multiple Compound
View the RT for each compound display the quantitation View mode versus Single Compound
for the Cal-L4 sample. results for all target View mode. If you add a column to the
After reviewing the results for all compounds. You can also the View > table when you are Multiple
the compounds, return to Batch Table Layout > Multiple Compound View mode, that change is
viewing the cocaine results. Compound View menu item. not automatically made in the Single
b Click the Cal-L4 cell, and note the Compound View mode.
difference in RT in the Compound
Information window for each
compound.
fiz Agilent MassHunter Quantitative Analysis - DrugsOfAbuse - fii_Test_01
i File Edit View Analyze Method Update Report Tools Help
i) A 43l GF Analyze Batch | @ i Layout: FF EH BB [E [ Restore Default Layout
i Batch Table x
i Sample: & £]| Sample Type: <All> + | Compound: [&] 1: Cocaine > [=| ISTD: Cocaine-d3 | Time Segment: <all ¥ | [H]|=)[; %4 ™ € @ E
Sample Amp Results Meth Results MDMA Results Cocaine Results
@ % Name Type  Level  Acqg Date-Time RT | FinalConc. |Accuracy  RT | FinalConc. | Accuracy = RT | Final Conc. Accuracy RT | Final Conc. | Accuracy
Q| ¥ | Blank-1 Blank 5/12/2006 1:48 PM 8.0617 Fﬂ 6.9724 2433 11.8235
¥ | CalibL1 [ Cal L1 5/12/2006 1:51PM | 2.141 3.3187 2247 2.5936 103.7) 2.276 22824 91.3| 2453 2.3087 923
¥ | Calibl2 |[Cal L2 5/12/2006 1:54 PM | 2.140 5.7493 115.0) 2.248 5.1011 102.0) 2.277 4.6561 93.1| 2454 42682 854
¥ | Calib-L3 |[Cal L3 5/12/2006 1:57 PM | 2.134 13.6808 109.4) 2.247 15.1623 hakey 2 277 11.2728 90.2| 2459 11.5607 925
Calib-14 5/12/2006 2:00 PM 267561 107.0 2228 27.2574 109.0 2264 24.8702 252511 i
Calib-L5 | Cal L5 5/12/2006 2:03PM | 2.101 1244344 99.6| 2.237 1242764 95.4| 2271 125.1668 100.1| 2.448 125.0768 1001
Qcl2 Qc L2 5/12/2006 2:06 PM | 2.142 5.2293 1046| 2248 52414 104.8| 2.276 4.8567 97.1| 2453 42831 85.7
Qcl4 Qc L4 5/12/2006 2:09PM | 2.135 27.8039 111.2) 2.246 217713 111.1] 2.276 23.0331 92.1| 2.455 245377 98.2
d | ¥ | Sample-1 | Sample 5/12/2006 2:12PM 44257 2315 56138
Sample-2 | Sample 5/12/2006 2:15PM | 2.143 4.8977 2.250 5.8102 2280 5.1778 2.460 4.3735
Sample-3 | Sample 5/12/20062:18PM | 2.105 14.2183 | 2235| 14.1876 2267 10.7772 2446 10.9299
¢ To return to the display of
detailed quantitation results
for the selected target
compound, click the Single
Compound Display icon in the toolbar.
d If necessary, click the down arrow next
to the Compound list, and select
Cocaine.
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3 Review quantitation results

Steps

Detailed Instructions

Comments

6 View selected Sample Types.
Display only the Calibration
standards.

Then display all Sample Types.

b

Click the down arrow in the Sample
Type dropdown list. The Sample Type
dialog box is displayed.

Clear the <All> check box and mark
the Cal check box.

Cc

i Eile Edit View Analyze Method Update Report Tools
P L A Hal (= Analyze Batch | @) @ Layout: i B3 B
i Batch Table
i sample: 4| £] | Sample Type: | Compound:
ample Type E
[ <Al
@ % Namg
> ¥ [CaipL{ O Samele
¥ [CaiibLd [ Blank
el cal
¥ | Calib-L. Oac
[] ConCal
CalibLd M DbIBIK
QG2 § [ Matrix
QCH44 | O MatDup
D | ¥ | samplef [] MatBlk
Sample} [ TunChk
Samplef [] RspChk
J < [ <Unassigned>
‘Compound Inform
S ARNCNEN R
+MRM (304.1-> 182
g0 34 [ ok J[ cencel |

Click OK.

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

Click the down arrow in the Sample
Type dropdown list.

Click <All>, then click OK.

The system marks all the check boxes
and displays all sample types.
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Task 2. Change result window layouts

Review quantitation results

3

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

Steps

Detailed Instructions

Comments

1 Use layout icons on the toolbar to
position the Batch Table,
Compound Information and
Calibration Curve windows.

The default layout is called Table
Top because the Batch table is
at the top of the main view.
Change the layout to Table Left,
then to Table Right.

Return to the Table Top layout.

2 Use layout icons on the toolbar to
maximize each individual window:
Table
Compound Information
Calibration Curve
Return to the default layout.

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

Show qualifiers.

Show spectra.

Show ISTD chromatogram,
qualifiers and spectra.

a Click the Layout — Table Left icon in

the toolbar .
Click the Layout — Table Right icon in
the toolbar .

Click the Layout — Table Top icon ﬁ

Click the Maximize Table icon in the

toolbar %
Click the Maximize Compound

Information icon in the toolbar .

Click the Maximize Calibration Curve

icon in the toolbar.
To return to the default layout, click

the Restore Default Layout icon on the

toolbar.

In the Batch Table, select the Cal-L4
row.

In the Compound Information toolbar,
click the Show/Hide Qualifiers icon
Click the Show/Hide Spectrum icon
Click the Show/Hide ISTD icon &= .

The layout and results look like those
in the figure on the next page.

» This step assumes that you started
this task with just the
Chromatogram pane in the
Compound Information window.

» Changing the layout changes only
the position and visibility of the six
panes. The panes in the Compound
Information window are not
affected by changing the layout.

Agilent 6410 Triple Quad LC/MS Familiarization Guide
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3 Review quantitation results

Steps

Detailed Instructions Comments

fig Agilent MassHunter ntitative Analysis - DrugsOfAbuse

iii_Test_01

Edit View Analyze Method Update Report Tools
) [ | 53| L= Analyze Batch | @ i Layout: B

B EE R Restore Default Layout

Help

atch Table

Sample: & f|| Sample Type: =All>

~ | Compound: [4a] 1: Cocaine

w [=| ISTD: Cocaine-d3

| Time Segment: =All> =

LR A A

Sample Cocaine.. Cocaine Results Qualifier (82.0) R..| Cocaine-d3.. | Qualifier (85.0) R..

@ S Name Type | Level Acq. Date-Time | Exp. Conc RT | Resp. S MI | Calc. Conc. | Final Conc. | Accuracy Ratio| S/l MI| RT | Resp. Ratio, S/N | MI
9 | ¥ | Blank-1 Blank 5/12/2006 1:48 PM 2433 20 125/ [] 11.8235 11.8235 (1] 2403 15 .
CalibL1 | Cal L1 5/12/2006 1:51 PM 2.5000| 2.453 5189| 7245|[1 2.3087 23087 92.3| 3.7| Infinity| [1] 2.452( 20245 4.0| 265.38|[]

Calibl2 |Cal L2 5/12/2006 1:54 PM 5.0000| 2.454 9716| 81.20| [ 4.2682 4.2682 85.4| 3.9] Infinity| [1]| 2453| 20506 4.0 48.26|[]

CalibL3 | Cal L3 5/12/2006 1:57 PM 12.5000| 2.459| 25187| 103.81|[] 11.5607 11.5607 925 3.9] 10451/ [1] 2459( 19625 44| 116.29|[]

2448 38 2448 37

125.0000

CalibLs | Cal L5  |5/12/20062:03 PM 448| 199967 9838[[ ]| 125.0768] 125.0768|  100.1 90.77|[] 14401 289.25[[]
Qcl2 |ac L2 |5/12/2006 206 PM 5.0000] 2.453] 9246] 8317|[] 4.2831 4.2831 857 35| 4217|[1] 2453 19446 44| 140.71| ]
Qcld |ac L4 |5/12/2006 209 PM 25.0000] 2455] 48582 93.16|[1| 245377 245377 98.2] 40| 110.76| [ 1] 2454] 17834| 39| 76.45|[]
9 Sample-1 | Sample 5/12/2006 2:12 PM L] L] L]
Sample-2 | Sample 5/12/2006 215 PM 2460 9735| 97.71|[1 43736 43736 3.6 20136( [ 1| 2.459] 20051] 3.6] 59.70([]
Sample-3 | Sample 5/12/2006 218 PM 2245 24841] 9330[[1 1095298 108299 3.5 167.50] [1] 2445] 20472] 36| 141.03[[]
: Compound Information x ||} Calibration Curve x
ERT TR R ESTN I N i T = (S lE‘H $ & i @] [=]| Type: Linear ~ Origin: Force + Weight: None + | ISTD
* MRM (304.1 > 182.0) CVA. [304.1->162.0 . 304.1> 820 |+ MAM (23422568 min. 37 5| i [a] &» ¢ i~
2x104] 2449 2t £x103 ; "
i 102 i 10 <] Ratio=3.9 i =10 1820 Cocaine -5 Levels. 5 Levels Used. 5 Points, 5 Points Used. 2 GQCs
3 14 Z sl S, Bx101]y=55508"x
bel B = R2'= 0 989285846
0 2 3 820 ¢ |l 12
T T T T T T oy T T T -
1 2 25 15 2 25 100 200 30 ||| 7
Acquisition Time (mi.. Acquisition Time (mi... Mass-to-Charge (m/z)|||£ 08
~ MRM (307.1 > 185.0) CMA_ | 307.1> 1850 .307.1 > 850 |+ MRM (24002557 min. 26s_|||Z g¢
£x103] 2448 | 2x10 2 Ratio=4.2 £x107 185.0 o
a 44 2 a
1 E 05q 5 4l 02
=
5 £ g |ss0 . 0
15 2 25 15 2z 25 100 200 300 02 6 02 04 06 08 1 12 14 16 18 2 22 24 26
Acquisition Time (mi Acquisition Time (mi._ Mass-to-Charge (m/z) Relative Concentration
[ Il |[Calib-L4  [Cocaine |11 Samples (11 total) |.::
4 Save the default layout withoutthe a Close the Calibration Curve window.
calibration curve. b Select View >Window Layout > Save
Save the new layout as Batch Layout.
Table plus Compound The system displays the Save Layout
Information in the File dialog box.
DrugsOfAbuse folder. ¢ Name the layout file Batch Table plus

Compound Information, and click
Save.
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Review quantitation results

Steps Detailed Instructions Comments
5 Load the newly created layout. a Click Restore Default Layout on the
Restore the default layout. toolbar.

Load the layout Batch Table plus b Select View > Window Layout > Load

Compound Information. Layout.

The system displays the Load Layout
dialog box.

Load Layout

A
My Recent
Documents
e
L
Desktop

My Documents

My Computer

Lookin: | £ DrugsOtabuse

g

(Cycmamek_oLd
(ycmamcal_Lid
Chcmamcal L2d
[C)cMaMCal_L3d
(CCMAMCal_Lad
ycMaMCal_Ls.d
(Eycmamac 2.4
(Ecmamac Lad
(EycmaMSam_o1.d
(CacMAMSam_02.d
[C)CcMAMSzm 03.d
[ cMAMSEm_sdded.d
() QuantReparts
() QuantResuits

Batch Table plus Compound Tnformation.quzntisyout.cm|

¢ Select Batch Table plus Compound
Information and click Open.
The results window should now look
like Figure 8 on the next page

Agilent 6410 Triple Quad LC/MS Familiarization Guide
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3

Review quantitation results

Steps

Detailed Instructions

Comments

nm Agilent MassHunter

tative Analysi:

DrugsOfAbuse - iii_Test_01

Edit View Analyze Method Update Report Tools Help
) [ | 23| G Analyze Batch | @ i Layout:

B3 EE B A Restore Default Layout

atch Table

Sample: &| I]| Sample Type: <All>

~ | Compound: [#] 1: Cocaine « [=| ISTD: Cocaine-d3

| Time Segment: <All>

R A4S

Sample Cocaine.. Cocaine Results Qualifier (82.0) R..| Cocaine-d3.. | Qualifier (85.0) R..
(GRS Name Type | Level Acq DateTime  Exp.Conc.. RT  Resp. S/N M| Cslc. Conc. | Final Conc. Accuracy Ratic S/N M| RT | Resp. Ratio, SN Ml
Q | ¥ | Blank-1 Blank 5/12/2006 1:48 PM 2433 20 1250 11.8235 11.8235 O] 2403 15 O
Calib-L1 | Cal L1 5/12/2006 1:51 PM 2.5000| 2453 5189| 7245/ 23087 23087 923| 37| Infinity| (]| 2452| 20245| 40| 25538/ ]
Calibl2 | Cal 12 5/12/2006 1:54 PM 5.0000| 2454 9716| 81.20| ] 42682 4.2682 854| 39| Infinity| (]| 2453| 20506| 40| 4826/
Calib-L3 | Cal L3 5/12/2006 1:57 PM 12.5000| 2.459| 25187| 103.81| ] 11.5607 11.5607 925/ 39| 10451/ ]| 2459| 19625| 44| 11629
5/12/2006 2:00 PM
Calib-L5 | Cal L5 5/12/2006 2:03 PM 125.0000] 2448| 199967| 98.38| [ 125.0768 125.0768 100.1 38| 9077|[1| 2448] 14401| 37| 289.25
Qcl2 ac L2 5/12/2006 2:06 PM 5.0000| 2453 9246| 8317/ 42831 42831 857] 35| 4217|[0] 2453| 19446| 44| 14071| 0
Qc14 ac L4 5/12/2006 2:09 PM 25.0000| 2455 48582| 93.16| [ 24.5377 245377 982| 40| 110761 | 2454[ 17834 39| 76.45|[0
] Sample-1 | Sample 5/12/2006 2:12 PM O O] O
Sample-2 | Sample 5/12/2006 2:15 PM 2.460 9735| 97.71| 0 4.3735 43735 36| 20136/ 1| 2459| 20051| 36| 59.70| 0
Sample-3 | Sample 5/12/2006 218 PM 2446 24841) 933001 109299 10.9299 39| 16750| 0] 2445] 20472 36| 141.03| 0
‘Compound Information X
i1 g = EAENE] & [e]e ¢ &
+MRM (304.1-> 182.0) CMAMCal_L4 d 304.1-> 1820 , 3041820 + MRM (2.342-2 568 min, 37 scans) (304.1 -> **) CMAMCal_L4.d
£x104 < x102 | Ratio=3.9 £x10 3
5 1 2449 e 1 2 i 1820
ST E 0.5 =
= 24 3041
0 == 0 1 82.0 +
16 18 2 22 24 28 28 3 16 18 2 22 24 26 28 50 75 100 125 150 175 200 225 250 275 300 335
Acquisition Time (min) Acquisition Time (min) Mass-to-Charge (m/fz)
+MRM (307.1-> 185.0) CMAMCal_L4.d 307.1-»185.0 . 307.1-»85.0 + MRM (2.400-2.557 min, 26 scans) (307.1 -» ) CMAMCal_L4.d
£x10 3] < x10 2| Ratio=4 2 £x10 ¥
i s s g ERrY 185.0
= % 05 =
2.5+ T 14 3071
" R L S S A
1.6 1.8 2 22 24 26 28 3 1.6 18 2 22 29 25 28 3 75 100 125 150 175 200 225 250 275 300 325
Acquisition Time (min) Acquisition Time (min) Mass-to-Charge (m/z)
[ |X252 ¥ 20340.25 |[CalibL4  [Cocaine  |[11Samples (11 total)
Figure 8 Results window
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Review quantitation results

Steps

Detailed Instructions

Comments

6 Create the layout as shown in
Figure 9 on page 67, with the
calibration curve and compound
information windows floating.
Hint: More than the Batch Table is
on the left.

i File Edit View Analyze

i) el | o3| GZ Analyze Batch | @ § Layout: FF [ B [ [A] [%] Restore Default Layout

a Restore the default layout (click
Restore Default Layout on the
toolbar).

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

Calibration Curve

Hide
i [ [® | Type: Linear a0 L
—

2] ¢ 5-

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

d Resize the windows to match the
layout in Figure 9.

| Calibration Curve
i [ (] Type: Linear

: Batch Table

i sample: ¥ £]| Sample Type: <A v | Compound: [@] 1: =[] ISTD:

¥ Origin: Force

~ | Weight: None = | Lsm'

" AEEES

EEF‘PQ’W 2x10 1] y=55508"x

R"2=0.99985846

Cocaine - 5 Levels, 5 Levels Used. 5 Points, 5 Points Used. 2 QCs

Sample Cocaine... Cocaine ;l 12
E
=
@ ¥ Neme Type | Level| Acq.DateTime | Exp.Conc.. RT | Resp. | SN | Mi| calfil< D;
:
@ | ¥ [Blank1 | Blank 5/12/2006 1:48 PM 2433 20| 1.25]00 8 46
Calib-11_| Cal 1 |5/12/2006 151 PM 25000] 2453 5189| 7245[[1 L
Calib L2 | Cal 2 |5/12/20061.54PM 5.0000] 2454] _9716] 81.20/ ]
Calib-3_| Cal 13 |5/12/2006157PM | 125000] 2458] 25187| 10381] [1 0.2
3 Calibl4  Ci 5/12/2006 2:00 PM 20 W
Calib-L5_| Cal (5 |5/12/20062-03PM | 1250000] 2 448] 199967| 9838 [ ———— e
aclz |ac 2 [5/12/20062:06PM 50000 2453 9246 83.17| ] 2 DA 06505 L e A ASUME 2 gl Bhan .
acia  |ac 4 [5/12/20062.09PM | 250000] 2455] 4ss82| 9316|[]
[ Semple1 | Sample 5/12/2006 212 PM 0
Semple-2 | Ssmple 5/12/20062-15PM 2480 9735] 9771 0J ic i
Sample-3 | Sample 5/12/2006 218 PM 2446] 24841 9330[0J S : .
o o /121 i i 1)l e = ATEE] L i[2]e 3 A
+ MRM (304 1-> 182.0) CMA_ | 304.1-» 182.0 . 304.1 > 820 |+ MRM (2342-2.568 min. 37 5
£x104 2449 « x10 2 Ratio=3.9 £x10 2 1820
8 H 8
i T 05 2
& < 820 %
15 2 25 15 2 25 100 200 300
Acquisition Time (mi_ Acquisttion Time (mi_ Mass-to-Charge (m/z)
+ MRM (307.1 > 185.0) CMA. [307.1 > 185.0 .307.1 »85.0 |+ MRM (24002557 min, 26 5..
%xwtﬁ 2448 ime Ratio=4.2 Lg"xm3 185.0
E s 3
o = Q
5 5 05 1
T : : - ; : 0B8] : *
IE | ) 15 2 25 15 2 25 o 100 200 300
I I |Calib-L4  |[Cocaine  ||11 Samples (11 total) |..: Acquisition Time (mi.. Acquisition Time (mi.. Mass-to-Charge (m/z)
Figure 9 Display with Calibration Curve and Compound Information windows floating
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3 Review quantitation results
Task 2. Change result window layouts

Steps Detailed Instructions Comments

e Right-click inside the title bar of the
Compound Information window, and
then clear the Floating check box.

f Resize the windows to match the
layout in Figure 10.

74 Agilent MassHunter Quantitative Analysis - DrugsOfAbuse - iii_Test_01 \El

Ele Edit View Analyze Method Update Report Tools Help

0 [z (| 42| G analyze Batch | @ § Layout: FR [E [Al [ Restore Default Layout

| Batch Table

i Sample: @] £|| Sample Type: <A v | Compound: ] 1: v [ 15TD: |[E]E= E S A
Sample Cocaine... Cocaine,

@ ¥ MName  Type | Level AcqDateTime @ Exp Conc. RT | Resp. | S/N | Mi Cal

@ | ¥ |Blank-1 Blank 5/12/2006 1:48 PM 2433 20 125/
Colibl1 | Cal 1 [5/12/2006 151 PM 25000] 2453 5189] 7245|[]
Calib-L2 | Cal L2 5/12/[2006 1:54 PM 5.0000| 2.454 9716| 8120(J
Calib-13 | Cal 13 |5/12/2006 157 FM 12.5000] 2459] 25187] 10381 ——

3 Calibl4  Cal 14  512/2006200PM 250000 2449 50649 11829 W : ; A
Calibl5 | Cal (5 |5/13/3005203PM | 1250000] 2448] 195967| 9538|[1 Ul | ncar ~ Ongin: Force x Weight: Nare v | 157D [0€]
acl2 |ac 2 [5/12/2006206PM 50000] 2453 9246] £3.17|] - — -

Qcl4  |ac L4 |5/12/2006 209 PM 25.0000] 2455] 48582 9318|[J 2l -

9 Sample-1 | Sample 5/12[2006 2:12 PM ] Cocaine -5 Levels, 5 Levels Used, 5 Points, 5 Points Used, 2 QCs
Sample-2 | Sample 5/12/2006 215 PM 2460] 9735 97.71|0J 24101 |y=55508*x
Sample-3 | Sample 5/12/20062:18 PM 2446 24841] 93.30[00 g R'2=0.99985846

12

1

Relative Respon:

pae o]e t &
+ MRM (304.1 -> 182.0] 304.1->182.0 . 304.1>820 + MRM (2.342-2 568 min. 37 scan..
£x104 £ x10 21 Ratio=3.9 £x10 3
5
2 2 = 14 2 1
< 15 2448 g 0.75 e 44 1820
1 2 05 5
% 0.254 24 02 0 02 04 06 08 1 12 14 16 18 2 22 24 26
0s 2 1 Relative Concentration
0 L 0+ . 820 .
15 2 25 15 2 95 | 50 100 150 200 250 300
Acquisition Time (min) Acquisition Time (min) Mass-to-Charge (m/z)
+ MRM (3071 > 185.0) CMAMC._ || 307.1-> 1850 307 15850 + MRM (2.400-2 557 min, 26 scan_
£x103 £ x10 27 Ratio=42 £x10 H
g
z £ 1 3 25
c s L8 2 0759 I 185.0
<
4 T 05 154
2 5 025 015’
= 5
0 04 ol 85.0 .
15 2 25 3 15 2 25 K 100 150 200 250 300
Acquisition Time {min) Acquisition Time (min) Mass-to-Charge (m/z)
| 1L [CalibL4 | [Cocaine 11 Samples (11 total)

Figure 10  Resized window
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Review quantitation results 3

Steps Detailed Instructions Comments

g Right-click inside the title bar of the
Calibration Curve window, and clear
the Floating checkbox.

h Move the Compound Information
window so that the layout corresponds
to the one pictured at the start of the

task.
7 Recreate (do not restore) the a Maximize the program main View. * You must anchor the Calibration
default layout. Curve window first, and then the
In this step you learn to recreate Compound Information window, to
layouts without using the layout recreate the default layout.
icons or Restore Default Layout. * If after anchoring the two windows,

the Calibration Curve is on the left
side, you can right-click the title bar
of the Calibration Curve window and
drag it to the right. A gray rectangle
is drawn that shows where this
window will be placed within the
main view. Drag the Calibration
Curve to the bottom right corner of
the main view.

Agilent 6410 Triple Quad LC/MS Familiarization Guide 69



3 Review quantitation results

Task 3. Export and print results

This exercise shows you how to export your data to a Microsoft Excel file and
how to preview and print your Batch Table and Compound Information data.

Steps Detailed Instructions Comments

1 Export the batch file jii_Test_01. a To make the Batch Table window
Specify My Documents as the active, click the title bar of the Batch
destination directory. Table window.

Use iii_Test_01.xls as the export b Select File > Export > Export Table.
file name, where “iii"” are your ¢ Select My Documents as the
initials. destination directory.
d Enter iii_Test_01.xls as the export file
name.
e Click Save.

fig Agilent MassHunter Quantitative Analysis - DrugsOfAbuse - iii_Test_01

i|Eile | Edit View Analyze Method Update Report Tools Help
i 3| New Batch... Ctri+N Estore Default Layout
i ([ Open Batch ... Ctri+0 x
il save Batch Crl+S ~ [=| ISTD: Cocaine | Time Segment: <A = |
| S Batch As...
bt Cocaine Results Qualifier (82.0) R_| Coc|
Close Batch
add samples... RT Resp. S/N | MI | Calc. Conc. | Final Conc. | Accuracy | Ratio| S/N | Ml RT|
[ ot > T o 11.8235)  11.8235 O 240
S 2.3087 2.3087 923| 37| Infinity| [ ]| 2.45
U Page Setup... 42682]  4.2682 85.4] 39| Infinity| (] | 245
=4 Print... Ctrl+P 25187| 103.81| [] 11.5607 11.5607 925 39 [
] Print Preview... 2449 50649 11829 M 252511 262611 L2
12.448| 199967 [T 244
1: C:\QuantData\DrugsOfAbuse\iii_Test_01.batch.xml [4s3]  s246] 8317[0] 42831  42831] 857] 35| 4217[[] 245

Figure 11 Export results

2 View the batch results as they a Start Microsoft Excel.
appear in Excel; then exit Excel. b Open My Documents\iii_Test_01.xls.
Note what is exported and what ¢ Note what is exported and what is not.
is not. d Close Excel when you are finished.
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Review quantitation results

3

Steps

Detailed Instructions Comments

B3 Microsoft Excel - iii_Test_01.xIs

Figure 12  Batch table in Excel

3 Preview printouts for Batch Table
and Compound Information data.

Print the Batch Table and
Compound Information.
Save and exit the batch if you are

not going to perform Exercise 4

right away.

2 @_j File Edit View Insert Format Tools Data Window ReportDesign Help Adobe PDF

3 3% [ . E - -

DS HRGPR|T e w -|B ZU|S

: ME% bones Renort . el s A LB e &5 =

: %) Process Report [ cle ts | ¥ a e Add F ting 3 Adval

F16 - F
AlB] ¢ [ D [E] F G H] 1+ [ 3 K]
1 Sample Cooaine Method Cocaine Results Gualf
ame ™ cus q.Date-Time 1p. Canc. esp. slc. Cone, nal Cane cowsey | Ratio
[T T Leuel fieq Date-T Etp. C T oA s | m | caec Final C A R

R Blank 200652 THIFIA Z4335|  1972| 12¢80%|FALS|  Wezaooms|  1sz3voons
4 Tl =] [} OB TE P ZE| z4526e| SWBEITI|  TEAGTIFALS| | Z30GGSZSN| | 2a056Rzsll| 9Z3eNON3|  ATEI
5 a2 ] Tz Z00BE R TETFT B| 2454| S7EAEaZ| G120ZONFALS| 428823458 25323958|  85.36469163] 388733
6 a3 =] g 0EEZTET P TE| z459%| Z51960573| I03EUGHI|FALS| | NBeoecoa|  MBGORe0a+|  GzegnzeTs| 31
T ol L E] " 7006512 200F T = B0898.7022| TI828377|FALS) EE T2 T0L004+4¥] 385954
8 E =] 3 SR Z0TPM [ z4%Om| TORIGETIE| SOENE|FALS| | WGOTeE0R| 1250760033 TOOOEMATS| 20M3
9 aciz ES Tz 200652208 F T EI Z453%3| SZIETI%6| 83172303 |FALY FEEET 25300768 65 6621532 395981
10 GELE S LF 0652 Z09PM 75| Z45503| 405EIORTT| DIEAZSE|FALS|  ZABOTTIN|  Z4ETTIN3 ORIGMTIE| AOTET
11 [For Gt Sample 1 | Sample Z00EEREEF ALY
12 [ Gz [ssmee W RZEPM ZA5I0| STI0906| SRTUTETE|FALS|  4aTIM0RE|  AATHAS0693 355577
13 | [ e Z00BERETBFM Z49552| 249907796 93239855|FALS| | 1092336824 | T0SEIEAEN 3928
14

Click inside the title bar of the Batch You can also print the Batch Table
Table window, and select File > Print  from the Print Preview program by
Preview. selecting the File > Print menu item in
Inspect the display of the Batch Table  the Print Preview program.

in the Print Preview window to make

sure it looks the way you want it.

Close the Print Preview window.

When the Batch Table is satisfactory,

select File > Print.

Repeat steps a-d for the Compound

Information.

If you are not moving on to Exercise 4,

select File > Save Batch.

Select File > Exit.
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Review quantitation results
Task 3. Export and print results
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° Agilent 6410 Triple Quad LC/MS
® Familiarization Guide

ce0@® @ oo Exercised
Use three new tools to evaluate results

Task 1. Adjust the calibration curve fit 74
° Task 2. Integrate without parameters 77
Task 3. Detect outliers 89

In this exercise you use three new 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

¢ Parameter-less integrator so you don’t have to figure out the parameters to
change to improve the integration

¢ QOutlier messages to help you easily detect result values that are out of the
specified range

Each exercise is presented in a table with three columns:

¢ Steps — Use these general instructions to proceed on your own to explore
the program.

* Detailed Instructions — Use these if you need help or prefer to use a
step-by-step learning process.

¢ Comments — Read these to learn tips and additional information about each
step in the exercise.
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4 Use three new tools to evaluate results

Task 1. Adjust the calibration curve fit

This task shows you how to find the accuracy outlier for a compound, adjust
its curve fit and re-analyze the batch.

Steps Detailed Instructions Comments
1 If necessary, open the batch file a To start the Quantitative Analysis * You can also access the program by
iii_Test_01.batch.xml. program, click the Quantitative selecting Programs > Agilent >
Analysis icon on your Desktop. ﬁ MassHunter Workstation >
If the batch is already open, skipto b Click Open Batch || on the toolbar to Quantitative Analysis from the
step 2. display the Open Batch dialog box. Start menu.
¢ Navigate to \ Your Directory\ + If the default layout is not present,
DrugsOfAbuse and select click Restore Default Layout on the
iii_Test_01.batch.xml. toolbar before opening the batch.

Restore Default Layout

2 Find the accuracy outlier for a Make sure the Batch Table is set to
amphetamine, and change the single compound display mode, and
curve fit. the displayed target compound is Amp.
Set Origin to Ignore, and Weight See circled portions of the illustration
to 1/y. below.
Compound: |4 1: Amp -||—5] ISTD: Amp-dS | Time Segment: <All>
b Point to the cell in the Calib-L1 row * Cells containing outliers can be in
and the Accuracy column to display red (high) or blue (low).

the Outlier message as shown below.

itch Table
ample: & £|| Sample Type: <all> ~ | Compound: [4=] 1: Amp > [=] ISTD: Amp-d5 | Time Segment: <A ¥ llé
Sample Amp Met. Amp Results
b 3z Name Type Level Acq. Date-Time Exp. Conc RT | Resp. S/N | Ml | Calc. Conc. | Final Conc. | Accuracy
9 Blank-1 Elank 5/12/2006 1:48 PM ]
ality 3 006 P 000 4 65 49 1) 8
¥ Outlier(s) 2140] 1058| 4225|[] 5.7493 5.7493 116.0
Amp: Accuracy value = 132.7 is outside the allowed range [80.0, 120.0] IZ 134| 2673] 107.28| [ 13.6808 13.6808 109.4
[CalibTx T Cal [T [5/12/2006 2.00 PV [ 25.0000] 2.022] 4952 20.26|[] 26.7561 26.7561 107.0
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Use three new tools to evaluate results 4

Steps Detailed Instructions Comments

¢ Inthe Calibration Curve window, set Curve Fit Origin
Origin to Ignore, and Weight to 1/y. + Force — Forces the curve fit line to
The program displays a new curve fit go through the origin point (X=0,

formula and R2 value. Y=0).
* Ignore — Does not force the curve fit

: Calibration Curve line to use the origin point (X=0,
i [ [=]] Type: Linear ~ origing[1gnore  [+] |weight: 1/x = Y:U)

2] e 8 33 B | v Curve Fit Weight
Amp -5 Levels. 5 Levels Used. 5 Paints. 5 P Force s

[y = 70730 x + 01271 Blank offset * None — Gives equal weight to all
data points.
+ 1/Y — Applies the formula 1/Y to
/ the data points. This formula
reduces the influence of high Y

values while boosting the influence
of low Y values.

x
=]

[| R"2=0.99957539

Relative Responses

s >

3 Analyze the batch and inspectthe a Click the Analyze Batch icon in the
results in the Batch Table. toolbar |(Z anakzebstsh to analyze the
batch.
b Inspect the results in the Batch Table
after batch analysis.

Accuracy

972
973
1026
103.7
98.2
86.9
107.9

4 Find accuracy outliers, if any, for a Click Next Compound in the Batch * Note that the Accuracy value for the
other compounds. Table toolbar [sto view individual Calib-L3 standard for
compounds, such as Cocaine, MDMA, methamphetamine is out of the
and Met. specified range.
b Examine the quantitation results,
especially the values in the Accuracy
column.
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4 Use three new tools to evaluate results

Steps Detailed Instructions Comments
5 Change the curve fit for a In the Calibration Curve Fit window,
methamphetamine, and analyze set Origin to Ignore, and Weight to
the batch. 1/y.

MassHunter displays a revised curve
fit formula and R2 value.
b Click Analyze Batch in the toolbar
| .= andlyzeBatch  to analyze the batch.
The Batch Table displays the new
results after batch analysis
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Use three new tools to evaluate results 4

Task 2. Integrate without parameters

This section 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

Steps Detailed Instructions

Comments

1 Add integration columns to the
Batch Table.

a Right-click anywhere in the Batch
Table, and select Add/Remove

Add the Integrator Type and Columns.
Integrator Parameters columns The system displays the Columns
from the Compound Method list. dialog box.

Add the Integrator Metric b Select Compound Method from the
column to the Batch Table from Select Columns From dropdown list.
the Compound Results list. ¢ Select Int. (Integrator Type) and Int.

Parms. (Integrator Parameters) from
the Available Columns list, and click
Add.

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

+ This task assumes that the batch,
iii_Test_01, is already open. If it is
not, see step 1in Task 1.

Select Columns Erom:
| Compound Method b

Available Columns:
|Cmpd. Group A

| Collision

| Criteria

| Dil. High Conc

| Dil Pattern

| Exdract Leftmjz

| Extract Right m/z
| Fragmentor
|High mfz

|HitD

Add All ->>
| | ==- Remaove All

Show these columns in the order:

Exp. Conc
|Cmpd. ID Status | Int
Int Parms
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4

Use three new tools to evaluate results

Steps Detailed Instructions Comments
d Select Compound Results from the
Select Columns From dropdown list.
e Select Int. Metric (Integrator Metric)
from the Available Columns list, and
click Add.
The system moves the selected
column to the Show these columns in
the order list.
f Click OK.
Columns E]
Select Columns From:
}Compound Results b ;
Available Columns: Show these columns in the order:
Height Pl RT
Int. End | Resp.
Int. Metric Flag SN
Int. Start Mi
ISTD Conc. Ratio Calc. Conc.
ISTD Resp. Ratio Final Conc.
Matrix Spike % Dev. Accuracy
Matrix Spike % Recovery <<- Remave All Int Metric
}Q.gomputed
2 View the default integration values a Click Previous Compound in the Batch + Note that the default integrator

for amphetamine.
View the Int. type and Int. Parms.
columns
View the Int. Metric column.
Table.

Int. Int. Parms.

MS-MS

Table toolbar §a to view
amphetamine (Amp),

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

MS-MS

MS-MS

MS-MS

MS-MS

MS-MS

MS-MS

MS-MS

MS-MS

used is the MS-MS integrator,
which does not need you to enter
parameters. That is why the Int.
Parms column is blank.

78
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Use three new tools to evaluate results 4
Steps Detailed Instructions Comments
¢ Examine the default values inthe Int. ~ + These values reflect the default
Metric column in the Batch Table. integration quality metric used for
the target compound Amp .
1: Amp v [=] ISTD: Amp-ds | Time Segment: <all> = IE] HR 238
Amp Method Amp Results

|: Int. Int. Parms.. RT | Resp 8/N | Ml Calc. Conc. Final Conc. | Accuracy | Int. Metric

MS-MS 4]
2.5000| MS-MS 2141 653 4910(O 24296 2.4296 97.2| Accepted
5.0000 | MS-MS 2140 1059 4225| 4.8673 48673 97.3| Accepted
o 12.8217 12.8217 Accepted
25.0000 | MS-MS 2022| 4952 2026|000 25.9349 25.9349 103.7| Accepted
125.0000| MS-MS 2101] 18605 4790|000 123.9465 123.9465 99.2| Accepted
5.0000 | MS-MS 2142| 1006] 8100|000 4.3457 4.3457 86.9| Accepted
25.0000 | MS-MS 2135| 4716] 9148|000 26.9858 26.9858 107.9| Accepted

MS-MS 4]
MS-MS 2143| 1004 8065|000 4.0131 4.0131 Accepted
MS-MS 2105| 2590 7497|0 13.3607 13.3607 Accepted
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4 Use three new tools to evaluate results

Steps

Detailed Instructions Comments

3 View integration problems for
cocaine and MDMA.

Enlarge the chromatogram
portion of Compound
Information so that only the
quantifier and qualifier
chromatograms appear.
Look for outlier messages at the
intersection of the Int. Metric
column and the Blank-1 sample.

a Close the Calibration Curve window.

b To enlarge the chromatogram portion
on the Compound Information toolbar,
click the Show/Hide Spectrum icon.

Compound Information

¢ Also click the Show/Hide ISTD icon.

d Click the Next Compound icon in the
Batch Table tool bar [g] until the
system displays the compound
Cocaine.

e Select the Blank-1 row, and point to
the Int. Metric column for that row.
The system displays any outlier
message for that data, as well as the
integrated chromatogram for cocaine.

fig Agilent MassHunter Quantitative Analysis - DrugsOfAbuse - iii_Test 01

i Ele Edit VMiew Analyze Method Update Report Tools Help
i 0 ld | 23l (= Analyze Batch | @ @ Layout: FH EH B [ A Restore Default Layout

: Batch Table

i sample: 4| £|| sample Type: <All>

~ | Compound: a 1: Cocaine VE ISTD: Cocaine-d3

| Time segment: <A = [ & ® € & !

x

Counts

Py EE AT E L] 2 R

+ MRM (304.1-> 182.0) CMAMBIk_01.d

Sample Cocaine Method Cocaine Results
@ | ¢ Name Type  level  Acq DateTime | Exp. Conc Int. | IntPams.| RT  Resp. | S/N M Calc.Conc. | Final Conc. |Accuracy | Int. Metric
L3 " Blank-1 5/12/2006 1:43 PM 20 125 @ 11 8235 118235
CalibL1 | Cal L 5/12/2006 1.51 PM 2.5000 ¥ Outlier(s)
Calib-L2 | Cal L2 5/12/2006 1.54 PM 5.0000 Cocaine: Integrator found the following problem(s) with the peak at RT = 2.433: MergeProblem
CalibL3 | Cal L3 5/12/2006 1:57 PM 12.5000 | MS-MS ) ot TO3-eT L TT-500. T T 025 Accent
Calib-L14 | Cal L4 5/12{2006 2:00 PM 250000 | MS-MS 2449| 50649 118.29|[] 252511 252511 1010 Accepted
CalibL5 | Cal L5 5/12/2006 2:03 PM 125.0000| MS-MS 2.448| 199967| 98.38([ 125.0768| 125.0768 100.1| Accepted
QCL2 Qc L2 5/12/2006 2:06 PM 5 0000| MS-MS 2453 9246| 8317|[] 42831 42831 85 7| Accepted
QC-14 Qc L4 5/12/2006 2:03 PM 25.0000 | MS-MS 2455 48582| 93.16|[] 245377 24 5377 98.2| Accepted
0 Sample-1 | Sample 5/12/2006 2:12 PM MS-MS O
Sample-2 | Sample 5/12/2006 2:15 PM MS-MS 2.460 9735| 97.71|[] 43735 4.3735 Accepted
Sample-3 | Sample 5/12/2006 2.18 PM MS-MS 2.446) 24841 9330/ 10.9299 10.9299 Accepted
< | >
: Compound Infarmation

X

304.1->1820 ,3041->820
£%10 2 | Not Found
%

1

Relative Abundancs
o
o

%AHMM

15 16 1.7 18 1.9 2 21 22 23 24 25 26 27 28 29

Acquisition Time (min)

15 1.6 1.7 18 1.9 2 21 22 23 24 25 26 27 28 29 f

Acquisiticn Time (min)

|[Blank-1

|[Cocaine

|11 Samples (11 total) |
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Use three new tools to evaluate results 4

Steps Detailed Instructions Comments
f Click the Next Compound icon [g]in + The outlier messages reads
the Batch Table Standard tool bar or “MDMA: Integrator found the
the Previous Compound icon ¥ in following problems with the peak at
the Batch Table Standard toolbar until RT = 2.4664: Interference Problem”.
the system displays the compound * Note that these colors appear for
MDMA. the integration metric:
g Select the Blank-1 row, and point to Green - Accepted
the Int. Metric column. Blue - Inspect
The system displays any outlier Red - Rejected
message for that data, as well asthe ~ + These colors are also reflected in
integrated chromatogram for MDMA. the peak colors.
4 Change the noise algorithm. a Right-click anywhere in the Batch
Add the Noise Algorithm column Table, and select Add/Remove
from the Compound Method list. Columns.
View the values in the Noise Alg. The system displays the Columns
and S/N columns for dialog box.

amphetamine. b Select Compound Method from the

Select Columns From dropdown list.

¢ Select Noise Alg. (Noise Algorithm
Type) from the Available Columns list,
and click Add.

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

d Click OK.

e Click the Previous Compound icon in
the Batch Table tool bar || until the
system displays the compound Amp.

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

columns.

: Amp » [®] ISTD: Amp-d5 | Time Segment: <A = |I—§| R <R R <i” d
Amp Results Qualifier (119.4).  Amp
NoiseAlg.  RT  Resp. S/N | M| Calc. Conc. | Final Conc. | Accuracy | Int. Metric Ratio. S/N Ml RT

RMS [ | | [
RMS 2141 658| 49.10|[] 2.42%6 242396 97.2| Accepted | 24.3] 4547 [ 2.12¢
RMS 2.740] 1059] 42.25/[] 4.8673 4.8673 97.3| Accepted Infinity | (1] 2.12{
RMS 2.134| 2673| 107.28| [] 12.8217 12.8217 102.6| Accepted | 26.7| 146.48|[1] 2.12]
RMS 2022| 4952| 20.26|[] 259349 25.9349 103.7| Accepted | 29.1| 49.40([ 1 1.99(
RMS 2101 18605] 47.90| [] 123.9465 123.9465 99.2| Accepted | 27.0| 39.22| [ 2.0%
RMS 2.142| 1006] 81.00|[] 4.3457 4.3457 86.9| Accepted | 27.7| 34.47|[1] 2.13]
RMS 2135| 4716] 91.48|[] 26.9858 26.9858 107.9| Accepted | 25.6]| 60.79|[1] 2.12]

RMS L] L]
RMS 2.143| 1004] 80.65|[] 4.0131 4.0131 Accepted | 30.9| 7054/ [1] 2130
RMS 2105 2590) 74.97|[1 13.3607 13.3607 Accepted | 25.3| 65.40|[1] 2.08Y
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4 Use three new tools to evaluate results

Steps Detailed Instructions Comments
5 Practice changing the noise a Select Method > Edit to switch to
algorithm from RSM to ASTM for method editing mode.
amphetamine in the method. b Select Method Tasks > Advanced
Exit, but don’t save, the method. Tasks > Integrator Parameters Setup.

The system displays the integrator
parameters in the Method Table.

x

i Method Tasks

New / Open Method

Method Setup Tasks

# MRM Compound Setup
A Retention Time Setup
22 ISTD Setup

i# Concentration Setup
F& Qualifier Setup

+7 Calibration Curve Setup
" Globals Setup
Save [ Exit

& Validate

Save As

Ed Exit
Manual Setup Tasks

Outlier Setup Tasks

Advanced Tasks

Compound Setup
Compound 2D Setup

Integration Parameters Setup

Srnoothing Setup
Mass Extraction Setup
Isotopic Dilution Setup

B Browse Acquisition Method

¢ Click the Noise Alg. column for Amp in
the Method Table.
A list of available Noise Algorithms
appears.

d Select ASTM.
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Use three new tools to evaluate results 4

Steps Detailed Instructions Comments

Int. Moize Alg.
[M5M5 | ASTH v
Peak-to-Peak
Peal-to-Peak from Diift
RMS

e Select Method Tasks > Save/Exit >
Exit.

f Click No to the exit prompt Would you
like to apply this method to the
batch?

The system displays Batch Analysis
mode.

6 Turn the baseline (highest a Select sample Calib-L5 (if it is not * Notice that the baseline is drawn in
concentration standard) off and already selected), and click the for the quantifier chromatogram as
then back on for amphetamine. Maximize Compound Information the default setting.

Make sure that only the icon in the toolbar.
Compound Information pane is
VISIbIe n the wmdow. fim Agilent MassHunter Quantitative Analysis - DrugsOfAbuse - jii_Test_01
Compare the two i File Edit View Apalyze Method Update Report Tools Help
ChromatOQramS: one with the i [ el | 23 | GE Analyze Batch | @) i Layout: B EH BB E Restore Default Layout
baseline on and the other with it  |: gatch Table
off. i sample: ¥ £|| Sample Type: =all> ~ | Compound: (%] 1: Cocaine = [%]
Sample Cocaine Methe
[ Name Type Level Acq. Date-Time Exp. Conc. Int. Int. F
Q| ¥ |Blank-1_|Blank 5/12/2006 1:48 PM MS-MS
Calib-L1 | Cal L1 5/12/2006 1:51 PM 2.5000{MS-MS
Calib-L2 | Cal L2 5/12/2006 1:54 PM 5.0000 | MS-MS
Calibld | Cal (3 |5712/2006 157 PM 12 5000 | MS-MS
Calibld | Cal L4 |512/2006 2-00 PM 25,0000 | MS-MS
» alib a 006 2-03 P 0000
[ [OCcF  [aCc 7 [5MT22006 206 P i OO0 (WSS |
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4 Use three new tools to evaluate results

Steps Detailed Instructions Comments

b Right-click either of the * Notice that the baseline disappears
chromatograms to bring up the after deselecting it in the shortcut
shortcut menu. menu.

3 Copy Ctrl+C

Chromatogram
IE Qualifiers

Spectrum

ISTD

Auto Scale
Auto Scale

Bo tpE

X-
¥ - Auto Scale
Eit to Peak

Peak Labels...

Baselines

EE

Fill Peaks
Baseline Calculation Points
Qualifier Annotations

Normalize Qualifiers
Uncertainty Band

= Print... Ctrl+P

|& Print Preview...

¢ Clear the Baselines checkbox in the
shortcut menu.

d Right-click either of the two
chromatograms, and mark the
Baselines checkbox in the shortcut
menu.

e Compare the chromatograms with and

without a drawn baseline.

i Compound Information i Compound Information
L )= = AR & A i[2]e ¢ A P g e = AT &) A i 2]e $ A
*+ MRM (136.2 > 91.4) CMAMCal_L5.d +MRM (136.2-> 91.4) CMAMCal_L5.d
Lg“xw?* 101 £x103]
5
8 354 & 35 2101
34 a2
. With
251 No baseline 254 .
baseline
2 24
15 15
1 1]
05 05
0 0
12 14 16 18 2 22 24 26 28 ¢ 12 14 16 18 2 22 24 26 28
Acquisition Time (min) Acquisition Time (min}
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Use three new tools to evaluate results

Steps

Detailed Instructions

Comments

7 Inspect the calculation points for a
the baseline for amphetamine.

Compound Information

] o= AR &) 4 i[2]e ¢ A

Right-click either of the two
chromatograms, and mark the
Baseline Calculation Points checkbox
in the shortcut menu.

You can now see where the baseline
starts and stops.

Right-click either of the two
chromatograms, and clear the
Baseline Calculation Points checkbox
in the shortcut menu.

Compare the chromatograms with and
without Baseline Calculation Points.

Compound Information

i ol = [AFELW & 4L [2]e &

+ MRM (136.2 -> 91 4) CMAMCal_L5 d

+MRM (136.2-> 91.4) CMAMCal_L5.d

£x10 3] £x107]
5 354 210 5 35 210
With
34 3 i
baseline
259 25 _
calculation
2 24 .
points

22 24 26 28
Acquisition Time (min)

12 14 16 18 2

12 14 16 18 2

22 24 26 28
Acquisition Time (min}
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4 Use three new tools to evaluate results

Steps Detailed Instructions Comments
8 Display the peak labels for a Right-click either of the two
amphetamine. chromatograms, and select Peak
Display those found in the figure Labels from the shortcut menu.
on the next page. The system displays the Compound
Then display the original Information dialog box.
retention time peak label. b Mark all the Peak Labels check boxes,

and the Display Label Names check
box, and click OK.

Compound Information E|E\
Peak Labels |
v RT Move Up
& Nerme |
z‘ Heiaght
z‘ Area

isplay Label Names (ex RT=2.452)!

I OK 1 l Cancel ] l Apply

The peak labels should now match
those shown in the example below.

Compound Information x
ia g EEATELS L[Z]e $ A
+ MRM (136.2 -> 91 4) CMAMCal_L5 d
Zx103 RT=2.101
El 1 Name=Amp
5] Calc Conc =123 9465
49 Height=3507.3455
Area=18605 3105
354
1
25
2]
154
1
05
0
121314151617 1819 2 212223 242526272829 :
Acquisition Time (min)
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Use three new tools to evaluate results 4

Steps Detailed Instructions Comments

¢ Right-click either of the two
chromatograms, and select Peak
Labels from the shortcut menu.
The system displays the Compound
Information dialog box.

d Clear all the Peak Labels checkboxes
except RT (retention time). Clear the
Display Label Names checkbox, and

click OK.
9 Display the qualifier chromatogram a Right-click either of the two + Notice that the default setting
before and after normalization. chromatograms, and mark the displays the qualifier peak overlaid
Normalize Qualifiers checkbox in the on the quantifier peak before
shortcut menu. normalization.

The two peaks now converge and
appear as one peak.

b Right-click in the Compound
Information window, and clear the
Normalize Qualifiers checkbox in the
shortcut menu.

¢ Compare the qualifier chromatogram
with and without normalization.

136.2>914 .1362->119.4 1362->914 1362-> 1194
£x10 ? | Ratio=27.0 Fx10 2| Ratio-27.0
5
39 R
32 pgod
25 E 084
24 B 074
T 06
15 05
0.4+
1 03]
0.2+
0.54 o
0 0
01
T2 14 16 18 2 22 24 26 28 2 14 16 18 2 22 24 26 28
Acquisition Time (min) Acquisition Time (min)
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4 Use three new tools to evaluate results

Steps Detailed Instructions

Comments

a Right-click either of the two
chromatograms, and mark the
Uncertainty Band check box in the
shortcut menu.

The uncertainty band appears in the
qualifier chromatogram.

b Right-click either of the two
chromatograms, and clear the
Uncertainty Band checkbox in the
shortcut menu.

Compare the qualifier chromatogram
with and without Uncertainty Band.

10 View the uncertainty band.

1362»>914 1362-> 1194
£ x10 3 | Ratio=27.0
S 354
o
1
254
2]

1.5+

* uncertainty band - a dashed band
that shows the upper and lower
boundaries for the qualifier
abundance

13622914 . 1362-» 1194
£x10 3 | Ratio=27.0

o
3 359
(]
3
25
2]
1.5

" fnl

| |

=

0.5

0

22 24 26 238
Acquisition Time (min)

12 14 16 18 2

a Right-click the Batch Table, and select

Add/Remove Columns.

b Select Int. and Int. Parms. (Compound
Methods) from the right-hand list.

Click Remove, then OK.

11 Remove the Int. and Int. Parms.
columns.

[

22 24 26 28
Acquisition Time (min)

=]
@ o
—

12 14 1% 18 2
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Task 3. Detect outliers

Use three new tools to evaluate results

4

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

Steps Detailed Instructions

Comments

1 View outlier information for
MDMA.

a Click Next Compound in the Batch
Table toolbar [&until the system
displays the compound MDMA.

b Select the Blank-1 row, and point the
cursor to the RT column, as shown in
the example below.

i Batch Table

X
i Sample: i & Sample Type: <A = | Compound: @] 1: =[] ISTD: MDM | Time Segment <A = E w®W e
Sample MDMA Method MDM
@ X Name Type Level Acq. Date-Time Exp. Conc. | NoiseAlg. RT | Resp. S/N | MI| Calc. C
v 9 Blank-1__| Blank 512/2006 1.48PM __| [BMS | 2.466 26| _237/[1] 6
1| cal 1 |512/20061)] ¥ Outlier(s)
Calib-L2~].Cal L2 5/12/2006 1| IMDMA: Retention time = 2 466 is outside the allowed range [2.158, 2 385]
Calib-L3 \Cg\ L3 5/12/2006 1:57 PM TZ5000 [RVS 2277 170231 1182211 1
Calib14 | Cal L4 BHZ-‘ZDDSZ:W 25.0000 |RMS 2264| 33212| 93.82|[] 24
Calib5 | Cal N BHMDB PM 125.0000 | RMS 2.271] 110142| 126.31|[] 125
QcL2 Qc L2 5012/2006 2:06 PM 5.0000| RMS 2.276 7253| 88.86| L1 4
QCL4 Qc L4 5/12/2006 2:09 PM 25.0000 |RMS 2.276| 31464| 105.63 [ 23
D | ¥ | Sample-1 | Sample 512/2006 2:12 PM RMS 2315 476 11.26|[] 5
Sample-2 | Sample 5112/2006 2:15 PM RMS 2.280 7651| 126.67| [ 5
Sample-3 | Sample 512/2006 2:18 PM RMS 2.267| 16710] 116.02| [ 10
< >
Compound Information x
RN o N i = e P )

+MRM (194 2-> 163 2) CMAMBIk_01.d 1942->1632 . 1942->1353
@

‘2 4 2 48657 = 44 Ratio=30.2
E 3
QO 35 © 35
3 1.776 2284 86
a 1]
25 25/
24 5]
154 154
1 14
0.5 0.59 H /7
0 o

14 16 18 2

22 24 26 28 14 16 18 2
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4 Use three new tools to evaluate results

Steps Detailed Instructions Comments

¢ Examine the outlier information in the
Qualifier ... Results > Ratio column for
Sample 1, as shown in the example
below.

fin Agilent MassHunter Quantitative Analysis - DrugsOfAbuse - i

i File Edit View Analyze Method Update Report Tools Help
i )= e | 23| = Analyze Batch | i i Layout: B B B [ [A] Restore Default Layout

i Batch Table x
i sample: | ]| Sample Type: <all> = | Compound: [&] 1: MDMA ~ [=] ISTD: MDMA-dS | Time Segment: <A v [[E](=] § ¢ # € @ H
Sample MDMA Results Qualifier (135.3).. MDMA-d5 (I.. | ||
@ ¥  Name Type Level Acq. Date-Time RT = Resp. S/N | Ml Calc. Conc. Final Conc. | Accuracy | Int. Metric | Ratio, S/N |MI RT  Resp. H
O | ¥ |Blank-1 | Blank 5/12/2006 1:43 PM 2466 26| 2370 69724 6.9724 302 09401 28
Calib-L1 | Cal L1 |5/12/2006 1:51PM 2276| 3794| 975000 22824 22824 913| Accepted | 102| 4149[[0 ] 2275| 12175
Calib-l2 | Cal 12 |5/12/2006 1.54PM 2277|  7433] 944700 46561 46561 93 1| Accepted | 110| 5815[[J | 2.275] 11691
Calib-l3 | Cal 13 |5/12/2006 1.57PM 2277| 17023] 11822[ 0 112728] 112728 90 2| Accepted | 100] 8301|J [ 2276] 11059
Calib-l4 | Cal L4 |5/12/2006 2.00PM 2264 33212 9382[0J 248702| 248702 995| Accepted | 96| 10160[ ] | 2262] 9780
Calib-l5 | Cal L5 |5/12/2006 2.03PM 2271] 110142| 126310 1251668] 1251668] 100 1|Accepted | 96| 9577|[1] 2268 6444
aocl2  |ac 12 |5/12/2006 2.06 PM 2276| 7253| ess8s|] 48567 48567 97 1| Accepted | 96| 4825[[] | 2274] 10938
ocl4 |oC L4 |5/12/2006 2:09 PM 2276| 31464| 10563] 230331] 230331 92 1| Accepted | 91| 107.02| 1 | 2274 10004
» ple ple 006 476 6 6 b Accepted 6 9 620
-2 | Sample 5/12/20062.15PM __ [2280]  7651| 126.67| ] 51778 ¥ Outlier(s)
|1 [somple3 [5/12/2006 2 18 PM [2267] 16710] 11602[0 [  107772] 1| MDMA: Qualifier ratio = 12.6 is outside the allowed range [7.6. 11.5]

< s

‘Compound Information x

{ Calibration Curve x
e NIRRT &“JJL T E‘ﬂ E i [ea] [=]| Type: Linear > Origin: Force = Weight: None | ISTD
+MRM (194.2 -> 163.2) CMAMSam_01.d 1942-= 1632 2->1353 E]q.. 1 X -
ExIZ) 2315 210 7| Ratio-126 | MDMA -5 Levels. 5 Levels Used, 5 Pomis. 5 Points Used, 2 QCs
3 8 £x10 1y =68273"x
144 144 £ | R2-0.9994076
129 1.24 & 14
L 14 : 1y
0.8+ 0.8+ ﬁ Iy
0.6 064 0.84
0.6
04 0.4
0.4
021 0.2 0.2
07 0 0
2 Change the accuracy range for a Click the Previous Compound iconin  You can split the Method Table by
amphetamine in the method, and the toolbar [¢a]| until the system dragging the small rectangle to the left
re-analyze the batch. displays the compound Amp. of the scroll bar. In the example below,
Set the accuracy maximum b Select the Calib-L5 row in the table. the rectangle next to the bottom scroll
percent deviation (Accuracy ¢ Select Method > Edit to switch to bar was used to split the Method
Max % Dev): to 5%. method editing mode. Table. The information in the two
d Select Method Tasks > Qutlier Setup  sections is exactly the same. You can
Tasks > Accuracy. use these two panes to look at two
e Setthe Accuracy Max % Dev value to sections of the table at the same time.

5% for Amp.
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Use three new tools to evaluate results 4
Steps Detailed Instructions Comments
gilent MassHunter Quantitative Analysis - [New Method]
: Fle Edit View Analyze Method Update Report Tools Help
T G | R P | & ; Layout: FF} ) B (] [ 7] Restore Default Layout
| Method Tasks x ” Method Table x
o Setup Tasks ~||i Time Segment: & <All> > = | Compound: [$&a] Amp-d5 ~ ||| Reset Table View
Sample
£ MRM Compound Setup
€ Retention Time Setup Name Acq. Date-Time Data File
# 1STD Setup Calib-L5 |512/2006 203PM | CMAMCal_L5.d |
22 Concentration Setup Quantifier
F Qualifier Setup Name on Scan Type Accuracy Max. % Dev. LOQ Accuracy Multiplier
& Calibration Curve Setup Amp 4 MRM Target 10
» [ Amp-d5 4 MRM ISTD I 1.0
E7 Globals Setup Cocaine b0 |MRM Target 200 10
Save [ Exit Cocaine-d3 0 [mRW ISTD 200 10
MDMA 2 MRM Target 200 1.0
& Validate MDMA-d5 £3 MRM ISTD 200 1.0
Meth .3 MRM Target 200 1.0
o Meth-d5 3 MRM ISTD 200 1.0
Save As
.Ki Exit
Manual Setup Tasks
Outlier Setup Tasks Two different scroll bars are available to allow you to
e move the two sections separately.
F& Qualifier Ratio
1 Retention Time
Relative Retention Time “ < 2|s >
I i i T COmpOTS (O TS TO T o
f Select Method Tasks > Exit, and click  You can also split the Batch Table into
Yes in the confirmation prompt, to exit  two sections. By default, the Sample
the method and apply the method to columns are locked in position and
the batch. only the other columns are scrolled. If
g Press F5 to analyze the batch. you split the table into two sections,
Red (high) and blue (low) outlier you can determine which columns
values now appear in the Accuracy appear in each section. You need to
column for Amp. clear the Lock Sample Columns menu
item in the Batch Table shortcut menu
Sampl | Results if you split the Batch Table.
@ | ¥ | Name Type Final Conc. | Accuracy | Int. Metr
9 Blank-1 | Blank
Calib-L1 | Cal 6 24296 97 2| Accepte
¥ | Calibl2 | Cal 3 4.8673 97.3| Accepte
CalibL3 | Cal 7 12.8217 102.6 | Accepte
Calib-L4 [ Cal B 25.9349 103.7 | Accepte:
Calib-L5 | Cal 5 123 5465 95 2| Accepte
¥ |QcLi2 Qc 7 4.3457
¥ | QC-L4 QcC
» L Sample-1  Sample
| [Somple? [Sample 1] 4131]  [Accepte
[ [Semple3[Sampe [ 133607] [Accepte
= > | ¢
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4 Use three new tools to evaluate results

Steps

Detailed Instructions

Comments

3 Using the following set of outlier
flagicons %4/ ® € @\

Check for samples with high
outliers
Check for samples with both
high and low outliers
Display all samples again.
Hide the outlier flags for
Accuracy and RT for Amp.
Show these outlier flags again

Click the Display samples that have
High outliers ¢~ icon on the toolbar
to display only samples with high
outliers.

Click the Display samples that have
High/Low outliers | # icon on the
toolbar to display only samples with
low outliers.

Click the Display samples that have
High/Low outliers | # icon again to
display all the samples.

Click the Select Outliers %¢/ icon to
bring up the Outliers dialog box.
Clear the Accuracy and Retention
Time check boxes, and click OK.
Click the Select Outliers %¢/ icon to
bring up the Outliers dialog box.
Mark the Accuracy and Retention
Time check boxes, and click OK.

* Note that to restore the Batch Table
to view all data files, with and
without outliers, simply click again
on the icon you selected for filtering
outliers.

92
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° Agilent 6410 Triple Quad LC/MS
® Familiarization Guide

ce0@® @oe- Exerciseb
Work with quantitation reports

Task 1. Generate quantitation reports 94
° Task 2. Review the reports 99
Task 3. Customize a report template 101

This exercise helps you learn how to do these tasks:
¢ Generate reports using specified templates
¢ Review the reports, looking for outliers

¢ Customize reports by adding columns and changing the report header

Each exercise is presented in a table with three columns:

¢ Steps — Use these general instructions to proceed on your own to explore
the program.

¢ Detailed Instructions — Use these if you need help or prefer to use a
step-by-step learning process.

¢ Comments — Read these to learn tips and additional information about each

step in the exercise.

Agilent Technologies
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5 Work with quantitation reports

Task 1. Generate quantitation reports

In this task, you generate ISTD and Qualifier Ratio reports using the
corresponding templates.

Steps

Detailed Instructions

Comments

1 If necessary, open the batch file
iii_Test_01.batch.xml.

If the batch is already open, skip to
step 2.

2 \Verify the default destination
directory for reports.

The destination directory should
be \ Your Directory\
DrugsofAbuse\ QuantReports.
The default filename is
iii_Test_01, where “iii" are your
initials.

a To start the Quantitative Analysis

program, click the Quantitative
Analysis icon on your Desktop. Ak
Click Open Batch || on the toolbar to
display the Open Batch dialog box.
Navigate to \ Your Directory\
DrugsOfAbuse and select
iii_Test_01.batch.xml.

Select Report > Generate.

The system displays the Report dialog
box.

Specify the default destination
directory for saving Excel reports in the
Report Folder text box; for example,

\ Your Directory\DrugsOfAbuse\
QuantReports\jii_Test_01.

* You can also access the program by
selecting Programs > Agilent >
MassHunter Workstation >
Quantitative Analysis from the
Start menu.

+ If the default layout is not present,
click Restore Default Layout on the
toolbar before opening the batch.

Restore Default Layout

You can also specify the Instrument
Type determining numeric formats in
graphics files. This value is used to
determine how many decimal places
to show in the graphics.

9
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Work with quantitation reports b
Steps Detailed Instructions Comments
Report E]@
i |
[ |
Graphics Settings:
["] Load Graphics Settings File | |
Instrument Type determining numeric formats in graphics files: | QQQ v ‘
Report Folder
IC\OuamData\DrugsOfAbu5e\OuamRepons\m_Test_D‘l-DZ ‘ E
Reports:
Template Report File Name Printer
New. .. I [ Delete Localize: |<Naone= Vi
ok |[ cancel
3 Add an ISTD template. a Click New in the Report dialog box. » Note that the B_01_03 designation
Add the template, The system displays the Open dialog corresponds to the Quantitative
Quantreport_ISTD_B_01_03.xlt. box. Analysis software release, which
Make sure the report name is b Select will change over time. Therefore,
TemplateName xls, where Quantreport_ISTD_B_01_03.xIt and the default report file name may
TemplateName is the exact click Open. change correspondingly.
name of the template. The program adds the template to the
Template field in the Reports pane.
¢ Inthe Report File Name field in the
Reports pane, verify that the report file
name is
QuantReport_ISTD B_01_03.xIs.
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5 Work with quantitation reports

Steps Detailed Instructions Comments

Report @@

Graphics Settings:
I:‘ Load Graphics Settings File ‘ ‘

Instrument Type determining numeric formats in graphics files: | QQQ > |

Report Folder

!C\OuamData\DrugsOfAbuse\OuamRepuns\\iLTesLm'D2 | E]
Reports:
Template Report File Name Printer
C:\MassHu..\QuantReport_ISTD_B_01_03.XLT QuantReport_ISTD_B 01_03.xls None>
[ mew. ][ Deee | Localize |<None> |
The Report File Name is filled in automaticallay. | o« ][ cencel
4 Add a Qualifier Ratio template. a Click New in the Report dialog box.

Add the template, The system displays the Open dialog

Quantreport_Qutlier_Qualifier box.

ratio_B_01_03.xt. b Switch to the Outliers directory.

Make sure the report name is ¢ Select Quantreport_Outlier_Qualifier

TemplateName.xls, where ratio_B_01_03.xIt and click Open.

TemplateName is the exact d Inthe Report File Name field in the

name of the template. Reports pane, verify that the report file
name is

Quantreport_Outlier_Qualifier
Ratio_B_01_03.xIs.
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5

Steps Detailed Instructions Comments
Report @@
\ |
1 |
Graphics Settings:
["] Load Graphics Settings File ‘
Instrument Type determining numeric formats in graphics files: | QQQ b |
Report Folder
|C\OuamData\DrugsOfAbuse\OuamReports\m_Test_DT-02 | B
Reports:
Template Report File Name Printer
C:\MassHu.\QuantReport ISTD B 01 03.XLT QuantReport ISTD B 01 _03.xs <None>
I C:\MassHunter'\Report ..fierRatio_B 01 _03.XLT QuantReport_Outlier_QualifierRatio B .. <None> I
[ New... I [ Delete Localize: |<None> vi
ok ][ cancel
5 Generate the reports. a Click OK in the Report dialog box to

View the status of the report generate the report.

generation in the Task Queue b Select Report > Queue Viewer to

Viewer. monitor the report generation process.
The system displays the Task Queue
Viewer dialog box.

¢ Watch the progress of the report in the
Status column.
97
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5 Work with quantitation reports
Steps Detailed Instructions Comments
-& Agilent MassHunter Quantitative Analysis - Task Queue Viewer
File Service Tasks Help
HON WIEIlp .
Name _ Creation Time Status Completion e |
) DrugsOfbuse i Test 0120070702095 7/2/2007 95745 AM __ Done 7/2/2007 10:00:22 AM
¥ DrugsOfabuse_iii_Test 01.20070706.104...  7/6/2007 10:42:01 AM Frocessﬂg |7
v
Connected
-& Agilent MassHunter Quantitative Analysis - Task Queue Viewer
File Service Tasks Help
HON WIEIlp .
Name Creation Time Status Completion Lo
+)DrugsOfbuse _iii_Test 01.20070706.104._ 7/6/2007 10:42:01 AM__ Done A\ 4 7/6/2007 10:45:10 AM
) DrugsOfAbuse_il_Test_01.20070702.095... 7/2/20079:5745AM __ Done 7/2/2007 10:00:22 AM |=
2
Connected
When the Status column says Done,
the report is finished.
d Close the Task Queue Viewer.
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Task 2. Review the reports

In this task, you review the reports from the last task in Microsoft Excel and

look for outliers.

5

Steps Detailed Instructions Comments

1 Review the ISTD report generated a Go to the directory C:\ Your Directory\

in the previous task to familiarize DrugsOfAbuse\ QuantReports\
yourself with its organization. Test_01.
View the organization of each b Right-click
worksheet. Quantreport_ISTD_B_01_03.xls, and
click Open.

¢ Inspect the contents of each
worksheet in the Excel file.

B3 Microsoft Excel - QuantReport_ISTD_B_01_03.xls

idl] File Edit Wiew Insert Format Tools Data Window ReportDesign Help Adobe PDF Type a question for help = - & X
NEHEHR SIS E_;rahnma €2 i o
b T |] Clear Results ‘*: Add Data '- Add Graphic Vi esign ?
Al - # Batch Info
AlBlc|plE[FlG[HI[J[K[L[m][N]o[P[Q[R][S[T]ulVv[w][x]Y]z][AA[ABJAC[AD]AE|AF[AG[Z

8 |Sequence Table T
S
W Data File Sample Name Position Volume Level Sample Type Acq Method File
TCMAME\kﬁDl.d Blank-1 P1-C1 5.0000 Blank APClautotune.m
FCMAMCaLLl.d Calib-L1 P1-C6 5.0000 L1 Calibration APClautotune.m
WCMAMCELLZ.d Calib-12 P1-C10 5.0000 L2 Calibration APClautotune.m
WCMAMCELLE.d Calib-L3 P1-C11 5.0000 L3 Calibration APClautotune.m
?CMAMCELH.d Calib-14 P1-C14 5.0000 L4 Calibration APClautotune.m
FCMAMCELLS.d Calib-L5 P1-C17 5.0000 LS Calibration APClautotune.m
17 |cmamQe_L2.d QC-L2 P1-C9 5.0000 L2 QC APClautotune.m -
WCMAMQC7L4.d QC-L4 P1-C15 5.0000 L4 Qc APClautotune.m
WCMAMSEmeLd Sample-1 P1-C22 5.0000 Sample APClautotune.m
ECMAMSEmeZ.d Sample-2 P1-C8 5.0000 Sample APClautotune.m
FCMAMSEmeZ.d Sample-3 P1-C12 5.0000 Sample APClautotune.m
| 22 |

23 |Quantitation Results
=

25 | Target Compound Cocane
o
? Data File Compound 1STD Exp Conc Response  ISTD Resp  Resp Ratio Final Conc Accui
ECMAME\kﬁDl.d Cocaine Cocaine-d3 20 15 1.3 11.8235
ECMAMCaLLl.d Cocaine Cocaine-d3 2.5000 5189 20245 0.3 2.3087
TCMAMCELLZ.d Cocaine Cocaine-d3 5.0000 9716 20506 0.5 4.2682
?CMAMCELLZ.(‘J Cocaine Cocaine-d3 12.5000 25187 19625 1.3 11.5607
¥CMAMCELL4.E| Cocaine Cocaine-d3 25.0000 50649 18068 2.8 25.2511 x
E CMAMCal_LS.d Cocaine Cocaine-d3 125.0000 199967 14401 13.9 125.0768 18
M 4 » M|\Summary/ Calbraton / CMAMBk 01 d ( CMAMCallid / CMif< | >
Ready NUM SCRL
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5 Work with quantitation reports

Steps Detailed Instructions Comments

2 Review the qualifier ratios in the a Go to C:\Quantdata\DrugsOfAbuse\ Only Qualifier Ratios that are either

Qualifier Ratio report, QuantReports\Test_01. High or Low are included in the report.
Quantreport_Qutlier_Qualifier b Right-click
ratio_B_01_03.xIs. Quantreport_Outlier_Qualifier

Ratio_B 01 _03.xls, and select Open.
¢ Examine the qualifier ratio outliers
reported in the Excel file.

B3 Microsoft Excel - QuantReport_Outlier_QualifierRatio_B_01_03.xls

idl] File Edit Wiew Insert Format Tools Data Window ReportDesign Help Adobe PDF
NS HEBR G R T fi -uw -|B 7 U|[E]
L = 1 K its | = Add Dt %y A ng 3 Ad
Al - =
AlBlc|plE[F[G[H]I[J[K]L[m][N]o[P]Q[R]S]T]u[Vv[w]x]Y]z][AA[ABJAC[AD]AE|AF[AG[Z
9 |Qualifier Ratio Outlier Summary Table [i
11 |pata File Sample Type Compound Transition Unc Rel/ Abs Min Max  Qual Ratio Outlier
12 |CMAMCal_L2.d Calibration Amp 136.2 -> 91.4 20.0 Relative 21.2 31.8
13 |CMAMSam_01.d Sample MDMA 194.2 -> 163.2 20.0 Relative 7.6 11.5
14 |CMAMSam_01.d Sample MDMA-d5 199.2 -> 164.3 20.0 Relative 18.0 26.9
15 |CMAMSam_01.d Sample Meth 150.1 -> 119.3 20.0 Relative 76.7 1151
i
17 |Qualifier Ratio Outlier Chromatograms
o]
19 |pata File Sample Type Compound Transition Unc Rel/ Abs Min Max  Qual Ratio Outlier
20 |cmamcal_L2.d Calibration Amp 136.2-> 1194 200 Relative 21.2 318 33.5
+MRM (136.2 -> 91.4) CMAMCal_L2.d +MRM (136.2 -> 119.4) CMAMCal_L2.d 136.2->914 1362 -> 1194
8 21 ) 2 @0 2
£X10< | RT=2140 £ 10 RT=2.145 =0
S Name=Amp = 1.4 Name= S
41 Calc. Conc.=4.8673 12 Cale. Conc.= 2.5
3.5 Height=294.0000 - Height=96.0000
3 Area=1059.1245 1 Area=354.5500 24
251 0.8 154
21 064 A
1.5
0.4
1 05
05 0.2
0 0 i
12141618 2 22242628 | 12141618 2 22242628 | 12141618 2 22242628 {
22 Acquisition Time (min) Acquisition Time (min) Acquisition Time (min)
23
24 |Data File Sample Type Compound Transition Unc Rel/ Abs Min Max  Qual Ratio Outlier
25 |cMAMSam_01.d Sample MDMA. 194.2-»>135.3  20.0 Relative 7.6 115 12.6 [NA
[+ MRM (1942 > 163.2) CMAMSam_01d | [+ MRM (1942-> 135.3) CMAMSam_01.d | [1942 > 1632 , 1942 > 1353 | v
W 4 » ]\ Outlier_QualifierRatio,/ | | 5|
Ready NUM SCRL
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Task 3. Customize a report template

This task shows you how to:

Work with quantitation reports 5

¢ add a logo to a report header of the ISTD template

* add a column and change the font color

¢ generate and review the new report based on the customized template

Steps

Detailed Instructions

Comments

1 Modify the ISTD report template
header.
Open
Quantreport_ISTD_B_01_03.xlt.
Add the ASMS2006logo.bmp file
to the header.
Look at a preview of the report.

a Go to the folder \Report Templates\
Quant.

b Right-click
Quantreport_ISTD_B_01_03.xlIt, and
select Open from the shortcut menu.

¢ Select View >Header and Footer in
the Excel window.

The system displays the Page Setup
dialog box.

d Click the Header/Footer tab.

Page Setup

Page Margins | HEader{anterE; Sheet

* You must open the Excel file in this
way (right-click the file name, and
select Open) to access an editable
file.

e

Quant Summary Report (ISTD)

Print...

Header:
&[Picture], Quant Summary Report (ISTD)

Print Preview
|

Custom Header... I [ Custom Footer...

]

Footer:

| QuantReport_ISTD_B_01_03.XLT, &[Picture]JPage 1 of ?, Printed at: » |

QuantReport_ISTO_B_01_03 5LT

Page o |

Printed at: 10:59 AM on: 7E£2007|

Cancel

o ||

e Click Custom Header.
The system opens the Header dialog
box.
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Work with quantitation reports

Steps Detailed Instructions Comments

f Move mouse cursor to the Right » The image Agilent_Logo.tif is in the
section, and click the Insert Picture directory Report Templates\ Quant\
icon. Logo+Header+Footer.

g Ifyou are asked, click Replace onthe  * You can use this image to learn how
message asking whether or not to to include additional graphics in the
replace the existing picture. header.

Header I"E
To format text: select the text, then choose the font button. oK
To insert a page number, date, time, file path, filename, or tab name: position the _
insertion point in the edit box, then choose the appropriate button. Cancel
To insert picture: press the Insert Picture button. To format your picture, place the
cursor in the edit box and press the Format Picture button.
L“aft section: : Center section: Right saction:
Quant Summary
Report (ISTD)
h In the Insert Picture dialog box, select
Agilent_Logo.tif and click Insert. You
may also need to format the picture by
clicking the Format Picture icon. In the
Agilent templates, the Height is scaled
to 80%.

Header DZ‘

To format text: select the text, then choose the font button. ok

To insert a page number, date, time, file path, filename, or tab name: position the -
insertion point in the edit box, then choose the appropriate button. _Cancel

To insert picture: press the Insert Picture button. To format your picture, place the -

cursor in the edit box and press the Format Picture button.

Left section: Center section: Pidhtiessu

&[Picture] | Quant Summary &[Picture]

Report (ISTD)
e A
i Click OK in the Header dialog box.
j Click OK in the Page Setup dialog box.
102
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Task 3. Customize a report template

Steps Detailed Instructions Comments

k Click the Print Preview icon to view * When adding your own company
the position of the logo on the page. logo, make sure that it is an
appropriate size to fit in the header.

gins | | Page Break Preview Help

Quant Summary Report (ISTD) 4 pilest Techoalogien

Batch Info
Batch Data Path

Analysis Time Analyst lame

Report Time Reporter Name

Last Calib Update Batch State

Sequence Table

SampleD Data File Sample Hame Position Volume Level  Sample Type Acq Method File

Quantitation Results

CMD:Repeat CompoundID
SampleID CompoundID 15TDCompoundI O Formula Name
157D Compound
SampleID CompoundID 1STDCompoundI D PrimaryHit PeakID PeskID Data File ‘Compound 1S Exp Conc
OMD:EndRepeat CompoundD

| Verify the display of the modified
header, and click Close.

m If more than one design tab is part of
the report, you need to make the
change on each tab. For this report,
you need to change the header on the
Design-Summary tab, the
Design-Calibration tab and the
Design-Sample tab.
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Work with quantitation reports

Steps

Detailed Instructions

Comments

2 Add a Dilution column.
Use QuantitationDataSet_

Map1to find the Dilution column.

Change the font color of this
column name to Automatic.

a Select Data > XML > XML Source.
The system displays the XML Source
window on the right side of the Excel
window.

Click on two different columns in the
table that you are adding to.

Drag the element Dilution from the
XML Source window, and drop it in th
Sequence Table as shown in the
example below.

b

s Data

8 Arial
7

Window Report Design Help Adobe PDF

x0 [Blz o=

e

See the Online Help for definitions
of each of the Quantitation
DataSet_Map1 columns that you
can add to the report.

You can use any of the XML maps
that start
QuantitationDataSet_Map.

If the cell you dragged the element
to displays in red, it is because it is
because it is not from the same
section of the XML Source map as
the table's element.

) §

| Data *Ei Add Graphics -'rg Add Formatting i Advanced Properties | Validate Design

on

6 [ w [

First, click on two different fields
in the table.

XML maps in this workbook:
‘QuantltatmnDataSetﬁMapl

I nsi:AcqMethodfileName

sample Type [L]Auq Method | + [Dilutien -

(] nsi:AcqMethodPathName
(] nsi:BalanceOverride

(] nsi:Barcode

] nsi:Comment

(] nsi:Completed

] ns1:DADateTime

= ns1:DAMethodFileName

£ ns1:DAMethodPathiName
] ns1:DataFileName

(] nsi:DataPathName

~ompound “ISTD ~ Exp Conc

Second, drag an item from that
same section in the XML Source
map to the Excel table.

f/ Design-C | <

3|

v

=

(] nsi:EquilibrationTime

(] nsi:GraphicSampleChromatogram

(] nsi:InjectionsPerPosition

] ns1:InjectorVolume

£ nsi:InstrumentMame

(] nsi:InstrumentType

£ ns1:ISTDDilution

< b

To map repeating elements, drag the elements from the tree
onto the worksheet where you want the data headings to
appear.

To import data, use the Import XML Data button on the List
toolbar.

XML Maps...

Verify Map for Export...

&) Tips for mapping XML

NUM
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Steps

Detailed Instructions

Comments

3 Save the new template.
Use the filename

Quantreport_ISTD_custom_01.

xit.
Hint: The filename must be
double-quoted.

d

Click the new column heading,
Dilution.

Click the Font Color button on the
toolbar.

Select Automatic from the Color
dropdown menu.

Select File > Save As.

The system displays Save As dialog
box.

Type the file name
Quantreport_ISTD_custom_01.xlt in
the File name text box.

Make sure the filename is double
quoted in the dialog box.

Click Save to close the Save As dialog
box and save the modified template.

Save As EHE

Save in: | 2 Letter ¥ @ @|Q X i3 - Tods~

| outiers

i@ GuantReport_Blank_E_01_03.XLT

&] quantrepont_caibration__o1_03.0T
] quantreport ESTD B 01 03307

|Bl] Quantreport_ISTD_B_01_03:XLT

B8] QuantReport_Samples 8 01.0330T

|El] QuantReport_Summary_B_01_03.XLT

=z
Z
e
B En
@

=

o
7
2
=
7

=

L

=
=
(=]

ocuments

@

3
2
0
g
3
3
4
g

My Netwo...

File name: i"QuantRepnrthSTD,Custu}‘n,Dl.XLT” » ‘ [ Save ]

Saveastype: | Template (*.xt) | cancel
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5 Work with quantitation reports

Steps

Detailed Instructions

Comments

4 Generate a new ISTD report in the
folder, Test_01-1.

a To exit Excel, select File > Exit. « This step assumes that the program
b Select Report > Generate. is still running. If not, see Task 1,
The system opens the Report dialog step 1.
box.
¢ Change the Report Folder from \
Test_01 to Test_01-1.
d Click New.
e Select
Quantreport_ISTD_Custom_01.xIt,
and click Open.
Report @lg]
|
1 |
Graphics Settings:
["] Load Graphics Settings File |
Instrument Type determining numeric formats in graphics files: | QQQ b |
Report Folder
|C\OuamData\DrugsOfAbuse\OuamRepons\m_Test_DT-2 | B
Reports:
Template Report File Name Printer
C:Mass_\QuantReport_ISTD_Custom_01.XLT [QuantReport_ISTD_Custom_01.xls <None>
New. I [ Delete Localize: |<None> "i
ok ][ cancel
f Click OK in the Report dialog box to

begin generating the report.

g Select Report > Queue Viewer to

monitor the progress of report
generation.

The system displays the Task Queue
Viewer dialog box.
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Steps Detailed Instructions Comments

5 Make sure that the Dilution column a Go to the directory\Quantdata\
appears in the new ISTD report. DrugsOfAbuse\ QuantReports\
Test_01-1.
b Double-click
Quantreport_ISTD_custom_01.xIs.

B3 Microsoft Excel - QuantReport_ISTD_Custom_01.xls.

Ej File Edit View Insert Format Tools Data Window ReportDesign Help Adobe PDF
QEHRSSRVE B  frm -1 -[B]z U |E= s %
: 98 Process Report [ Clear Results | 5 Add Data % Add Graphics #45 Add Formatting. ¥ Advanced Properties il Validate Design € E
A8 - # Sequence Table
A\B\chlElF\G\H\ ] J|K|L|M\N\0\P\Q\RlslT|U\v\w\x\vlz|AA|AB\AC\AD\AE\AF|AG|AH|Al\AJ\AK\AL\AMlAr*

8 |Sequence Table
Wl)ata File Sample Name Position Volume Level Sample Type Acq Method File Dilution
TCMAME\k_Ul.d Blank-1 P1-C1 5.0000 Blank APClautotune.m 1
TCMAMCaLLl.d Calib-L1 F1-C6 5.0000 L Calibration APClautotune.m 1
?CMAMCaI_LZ.d Calib-L2 P1-C10 5.0000 L2 Calibration APClautotune.m 1
WCMAMCELLE.d Calib-L3 P1-C11 5.0000 L3 Calibration APClautotune.m 1
?CMAMCELL‘Ld Calib-L4 P1-C14 5.0000 L4 Calibration APClautotune.m 1
FCMAMCEI_LS.d Calib-L5 P1-C17 5.0000 LS Calibration APClautotune.m 1
|17 |cmamQc_La.d QC-L2 F1-CO 50000 L2 QC APCIautotune.m 1
| 18 |cMAMQC_L4.d QC-L4 P1-C15 50000 L4 QC APClautotune.m 1
TCMAMSamJl.d Sample-1 P1-C22 5.0000 Sample APClautotune.m 1
ﬁCMAMSam_UZ.d Sample-2 P1-C8 5.0000 Sample APClautotune.m 1
FCMAMSBmJE.d Sample-3 P1-C12 5.0000 Sample APClautotune.m 1 -
22

¢ Verify that the new column you added,
Dilution, appears in the Excel
spreadsheet.

d Select File > Exit.
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