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Quick Start Guide

Use this guide to get started with the Mass Hunter software.

What is Mass Hunter Software?

A feature is a discrete molecular
entity defined by the combination
of retention time and mass.

Mass Hunter is an integral part of Agilent TOF software (version
A.02.00). Mass Hunter operates on chromatographic and
electrophoretic mass spectral data to extract information to reduce
data complexity, eliminate potential interferences, and generate a
list of molecular features.

Working with the extracted information

You can use the feature information from Mass Hunter to perform
many different tasks. Here are a few examples:

e Compare the original (raw data) total ion chromatogram (TIC)
with the processed TIC

* Compare the original and processed mass spectra at a specific
retention time (RT), or averaged over an RT range, on the TIC

* Show extracted ion chromatograms based on a mass spectral
range.

* View the species clusters (isotopic, dimers, adducts) for each
feature

For a complete list of tasks, see the Mass Hunter online help.
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Getting started with the Mass Hunter software

Start the Mass Hunter software

This section tells you how to start the Mass Hunter software.
* Either do this:

a Double-click the Agilent TOF Software folder icon on the desktop, or

Select Start > Programs > Agilent > TOF Software from the desktop.

b In the Agilent TOF Software folder, double-click the Mass Hunter icon @l .
* Or do this:

Select Start > Programs > Agilent > TOF Software > Mass Hunter from
the desktop.

The system displays the Mass Hunter main window.

e
Fée Batch Setthps Process Help
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Mass Hunter

Learn how to access Mass Hunter functions

You can use the toolbar or the menus to perform many of the Mass Hunter tasks:

_i|f"|J|EEI|'i“'-:-LE|

A4
File / Batch + RE Settings Process Help
Open File Create Parameter table XXtraction Parameters
Save Feature info

Run | Contents
Show contour plot Display Filkers 4 Abaout Mass Hunker
Exit

Disable Coelution Grouping

To access other functions, double-click or Ctrl-click a plot or table row number. You may
use the middle mouse button click for Ctrl-click in the Mass Hunter software

Agilent Mass Hunter Software Quick Start Guide



Learn how to use Mass Hunter

Try these exercises to familiarize yourself with the Mass Hunter application. Try
the Steps on the left in the exercises on the next pages without the Detailed
Instructions. If you need more help, follow the detailed instructions.

If you want to do this:

Refer to this section or exercise:

Extract feature information

Extract feature information for a single file

Extract feature information for a batch

Reprocess a file with different parameters

Display specific feature information or export and
save information

Show species clusters, mass spectra and
extracted ion chromatograms (EIC) for
features

Show possible feature compositions

Export and save feature information

Work with chromatograms, mass spectra and
contour plots

Show mass spectra from chromatograms and
show and hide other plots

Show EICs from mass spectra

Learn to use contour plots

“Exercises: Extracting feature information” on
page 4

“Exercise 1—Extract feature information for a
single file” on page 4

“Exercise 2—Extract feature information for a
batch” on page 9

“Exercise 3—Reprocess files with different
parameters” on page 11

“Exercises: Reviewing and saving feature
information” on page 14

“Exercise 4—Show species clusters, EIC and
mass spectra for features” on page 14.

“Exercise 5—Show possible feature
compositions” on page 17

“Exercise 6—Export and save feature
information” on page 19

“Exercises: Working with plots” on page 22

“Exercise 7—Working with processed
chromatograms (TICs or EICs)” on page 22

“Exercise 8—Working with mass spectra” on
page 24

“Exercise 9—Working with contour plots” on
page 25
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Exercises: Extracting feature information

Exercise 1—Extract feature information for a single file

This exercise guides you through the process to extract feature information from a
TOF .wiff file.

To process Agilent TOF data files (.wiff files) with the Mass Hunter software, the .wiff
files must be local to the software. That is, the files must reside on the computer where
the Mass Hunter software is running. Also, the files must not be read-only. Use
Windows Explorer to check and change the file attributes.

Steps

Detailed Instructions

Comments

1 Open UrineNeg 1027_9_1A.wiff.

* Copy the example Mass Hunter
files that come with the TOF
software to a folder that only
you will use.

a Select File > Open File.

b Go to your folder that contains the
Mass Hunter example TOF data files.

¢ Select UrineNeg 1027_9_1A.wiff.

d Click Open.
The data file appears in the Raw Data
Window. (See Figure 1.)

This example file contains a single
sample time segment and scan
data. When you open a data file
that contains multiple data sets,
the Select Data Set dialog box
(Figure 2) appears. You must then
select one combination of sample,
time segment and scan segment to
extract before the Raw Data
Window appears.
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Figure 1 Raw Data Window
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Steps

Detailed Instructions

Comments

ﬂgt:"-.,Mass Hunter_ProfilerExample_Data'RatUrineMFEL,

Select data set

sample |1 ﬁ time seq. |1 ﬁ $Can seg. |1 3: Apply |

Cancel |

I()I|0| J‘|lv| ﬁ|

Sample=1 Time Seg=1 ScanSeg=1 Pos

Irtensity [(10°6]
[
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i
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Figure 2 Select a data set dialog box
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Steps

Detailed Instructions

Comments

2 View the mass spectra and peak .
information of the raw data at

retention time of 8.9 min.

Double-click the TIC at 8.9 minutes.
Two mass spectra for that RT appear
below the TIC, and the peak
information for the mass spectrum
appears in the Raw Data Peak Viewer
on the left.
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e ikt Weri - Sektings Process ! Hel

Fia: Bol

One mass spectrum shows the
baseline, and the other shows the
threshold level, which can be
changed by the user (see “Exercise
3—Reprocess files with different
parameters” on page 11).
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Steps Detailed Instructions Comments
3 View the threshold level for the a Inthe lower spectra viewer, hold the
mass spectrum between 400 and mouse button down and draw a
600 m/z. rectangle at the baseline between 400
and 600 m/z.

b Release the mouse button.
¢ Repeat the zoom until you see the blue

line.
m/'z 400 450 500 450 G00
baseline remaved /thieshold level
80
Y
&0
= 50
fa
£ a0 T
i
10
o
m/z 400 450 500 550 500
4 Save the TIC image to a file. a Right-click the TIC.
b Select Image > Save to File > Bitmap.
¢ Go to the folder into which you want to
place the file, and enter the file name.
d Click Save.

TIC

0 ¢ J‘l‘l Bl

Intensity [10°6]

Metafile...
Bikrmap...
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Steps Detailed Instructions Comments

5 Process the file. + Select Process > Run, or click the » An Excel file is automatically
* An.mhd file is created upon Process button on the toolbar. created containing attributes for
processing. This file contains he The processed total ion chromatogram each feature. The Excel file takes
extraction result. Although you appears under the original TIC in the the name of the .wiff file processed.
can open this file directly, you Processed Data Window (Figure 3), In this case, the file is named
should open the original .wiff and the Feature Summary Table UrineNeg1027_9_1AxIs. (Figure 4).
file so that you access more appears in the Features Viewer.

information.
NO‘Ee: I:f yo U. attempt to prOCeSS the B]: ~ass Hunter Proliler’ Feamgie_Data' Ratiirine=IFE 4 Samples 50\ Urineseq]02T_9_1 il E MIE
* wiff file with the same set of L ";: Ll e

. " . =Ll
extraction parameters (see “Exercise
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Figure 3 Processed Data Window
B Microsoft Excel - UrineNeg1027_9_1A.xls i =] x|
@ Eile Edit Wiew Insert Format  Tools Data  Window  Help Type a question for help ~ - B X
DS HR S S 6 & - SR E - M e [ -1 -|B I U BH s % |FE|E-S-A- F
& snaglt |21 | window - B
Al - &
A | B [ © [ o 7 E | F | G | H | 1 | J w7 L[ M M [ o ] =
| & |ID RT mass wol mz defect #on minZ maxZ #z wridth =
| B | 1 124.1 182.027 180.91 003 4 -1 a 1 9.05
[ 7 | 2 640.3 246.0202 123.09 0.0z 4 -1 a 1 5.89
8 3 9271 381.9845 12244 -0.02 3 -1 a 1 14.63
| 9 | 4 533.83 166.0629 7415 0.06 7 -1 a 1 31
| 10| ] 927.2  445.9809 B4.07 -0.02 = -1 [u] 1 13.43
[ 11| B 229.7  97.9673 B3.86 -0.03 2 -1 a 1 18.2
| 12| 7 71.9 97.977 B3.52 -0.02 3 -1 [u] 1 4.8
| 13| 8 44 125.0146 46.58 o.o1 2 -1 a 1 4.19
| 14 | a 930 £95.5718 39.52 -0.03 4 -1 a 1 13.06
| 15| 10 432.2 179.0579 388 0.06 5 -1 a 1 4.36
| 16 | M 124.2  406.0364 37.24 0.04 4 -1 a 1 B.07
| 17 | 12 474 158.0435 36.9 0.04 4 -1 [u] 1 4.22
| 18 | 13 B53.8 244.0045 3511 o 2 -1 a 1 6.97
| 19| 14 B79.5 213.0103 34.84 0.01 2 -1 [u] 1 8.52
| 20| 15 50 196.058 3212 0.06 1 -1 a 1 5.4
| 21| 16 123.8  112.016 30.61 0.0z 2 -1 a 1 8.6
| 22 | 17 B27.4  395.983 28.83 -0.02 3 -1 a 1 15.53
| 23 | 18 972.7 1034.935 26.55 o 2 -1 a 1 16.07
| 24 | 19 945.5 521.9175 26.07 -0.03 2 -1 [u] 1 15.65
| 25 | 20 95.3 168.0285 2578 003 4 -1 a 1 4.41
| 26 | 21 £22.3 189.9938 2004 -0.01 2 -1 0 1 5.04
| 27 | 22 B46.8  173.9932 19.25 o 3 -1 a 1 B.73
| 25 | 23 8953.2  231.994 16.4 -0.01 2 -1 a 1 16.06
Figure 4 Excel spreadsheet with feature information automatically saved after processing
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Exercise 2—Extract feature information for a batch

This exercise shows you how to automatically extract feature information for a
batch of TOF data files for downstream use or later review.

To process Agilent TOF data files (.wiff files) with the Mass Hunter software, the .wiff
files must be local to the software. That is, the files must reside on the computer where
the Mass Hunter software is running. Also, the files must not be read-only. Use
Windows Explorer to check and change the file attributes.

Steps

Detailed Instructions

Comments

1 Create a batch of files to extract.

Use the following files:

* All three sample 9 .wiff files:
UrineNeg1027_0_3A.wiff,
UrineNeg1027_9 2A.wiff, and
UrineNeg1027_9_1A.wiff.

* The first file in the sample 10
folder:
UrineNeg1027_10_2A.wiff

Select Batch > Create.

Or, click the Create Batch button in the
toolbar.

Hold the Shift key as you select all
three files in the sample 9 folder, and
click Open.

The Batch Process Window (Figure 5)
appears with the .wiff files from
sample 9 listed.

Click the Create Batch button in the
toolbar again.

Select the first file in the sample 10
folder.

Click Open.

The Batch Process Window now
contains all four files.

If any of the .wiff files contains
more than one data set, the Batch
Data Set Options dialog box
appears. You then select if you
want to use all the data sets in all
the files or one spectra set per file.
If you click One spectra set per file,
the Select Data Set dialog box
appears.

For more details about using these
dialog boxes, see the Mass Hunter
online help.

Files

| Sample | Time seq. | Scan ssg.l Status

Figure 5

40 \Mass Hunter_Profiler\Example_D atabFatUninetFE 445 amples S4lineNeq1 027_9_ 24 wiff ;1 1 1

Pending

Batch Process Window

&% C:\Mass Hunter_ProflertExample_DatabRatUrinetdFE4AS amples 9\WrineNeg1027_9_28 wif 1
& C:\Mass Hunter_Profler\Example_DatabRatUrinetdFE4VS amples 9WWrineMeg1027_9_ 14, wiff
&% C:AMass Hunter_Profiler\Example_D ata'F atUinebdFE 445 amples 104UrineMeg 027_10 24, wiff

1 Pending
1 1 Pending
1

1
1 1 Pending
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Steps Detailed Instructions Comments

2 Process the files. + Select Process > Execute Batch, or » Notice the Progress bar on the left.
click the Process button in the toolbar. When the runs are complete for all
data files, you see a message
saying that the batch runis
complete.

» To see the features, groups and
mass spectra for each of the
processed .mhd files in the batch,
you must open each individually
and work with it in the Processed
Data Window.
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Exercise 3—Reprocess files with different parameters

You can reprocess original .wiff files or already processed .mhd files with new
extraction parameters.

Steps Detailed Instructions Comments
1 Open the file UrineNeg a Select File > Open File.
1027_9_1A.wiff. b Select UrineNeg 1027_9_1A.wiff, and
click Open.
2 Change the extraction parameters: a Select Settings > Extraction
* RT range of 6 to 12 minutes Parameters,
* m/zrange of 300 to 800 or click the Extraction Parameters
* 250 x 1000 mass spectral peaks button in the toolbar.
ﬂgEutractinn Parameters 5[
[ Data Ranges
™ Use all the availabls data
Min Max
RT  Jooo [20000.00 min
HZ o [1000000 Da

—Spectial Peak Detection

SN thieshold 5

[ Feature Detection

IMax spectial peaks to use 500 #1000

™ Peptidic isotope distribution

" Single charge only

[ Adducts
Positive ions Negative ions

™ Salt dominated

K
Delete Delete
ok | Carcel |

Agilent Mass Hunter Software Quick Start Guide



Steps

Detailed Instructions

Comments

3 Reprocess the file.

* Because the open .wiff file was
previously processed and
produced an .mhd file, the
system displays the
Reprocessing Options dialog
box.

* Make sure to reprocess the file
and not load the old results.

b

To set the RT range, enter 6 as the

Min RT and 12 as the Max RT.

To setthe m/zrange, enter 300 as
the Min M/Z and 800 as the Max
M/Z.

For the Max spectral peaks to use,
enter 250.

Click OK.

Select Process > Run, or click the
Process button in the toolbar.

Click Reprocess in the Reprocessing
Options dialog box.

ﬂgReprocessing Options

[rata has been processed uzsing different parameters

Make your choice

Load ald result I

Feprocess

Cancel

» This dialog box appears only when
you try to process a newly opened
*.wiff file which has been
processed previously. If you try to
reprocess a file whose feature
information is displayed now, the
software assumes that is your
intention and will not show the
dialog.

x|

12
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Steps Detailed Instructions Comments

4 Review the extraction parameters a Select View > Parameter Table. * You may want to occasionally
used for the current result. b Close the table after review. review the parameters used to
display the currently displayed
results.

8 parameter Table

Export | Parameters used for UrineNeg1027_9 1Awaiff

P [Value

Data Ranges

Min BT 6,00 min
Max RT 12.00 min
Min M/Z 300.00Da
Max M2 800.00Da

Spectral Peak Detection
S/M 50

11| Max spectral peaks used 250 x1000
12| Peptidic isotope distribution  no

19| Negative Adducts

Agilent Mass Hunter Software Quick Start Guide
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Exercises: Reviewing and saving feature information

Exercise 4—Show species clusters, EIC and mass spectra for features

The Feature Summary Table presents a list of features and their attributes.
When coelution grouping is enabled (default), the list presents group features
that coelute at almost equivalent retention times. This exercise shows you how
to bring up the Feature Details Table, which lists the features and their species
clusters for the coeluting group. When coelution grouping is disabled, the two
tables list only individual features.

Steps Detailed Instructions Comments
1 Display the species clusters forthe a Double-click row 25 of the Feature » The Feature Details Table contains
features that coelute together in a Summary Table. the species clusters for the
group. Double-clicking the row header of any features in the group.
* Display group #2 in the .wiff file. feature of the group brings up the » The Plot Viewer displays the mass
Feature Details Table for the group. spectra for the group of features,
[ Guata s roms Davidwedl Pirersegative lonkcids | Urineneg 1027_3_1Awl N =0l
Fio Batch Vew Settrgs Procei Hel
=TT
Eoot | Toatures: 1208/ groups 501 e Halal Hbo
sl el Clee ol Jus - ﬁ
| LIl SN O S s 1 4 11 0o f”
R £t ul an 5298 am A 1 003 2
L e e m [ \ f r||
B g ) \ o ot | \ A e NERE =
e e e ] A AAL N e i
[ 1w 008 01050 1.8 01 oo "
|1 RESH 500606 010 55150 a6 A A 1 00 L T 1 i ] " 1
|1 L) J":(‘Jnﬁ Il:j: IJ:.:lllfJ: ;JI?I‘JI 2 ' -: : :::;Il - Procauged 1IC EIC Goonp 32 IRT -7 X001 - 10 Foghaer
5 1 som mom am mims an 3 4 4 ) o =
1 e sonz UAL M- TAE amw 1 A A1 oo i
1 BER  TRIEZ 2% MM 013 3 4 4 1 0k ze "
|1 1 s am 0158 1 o 01 oo =]
[ e 006 &1 0450 1601 bt | A |
BH | o cuml ow oo e 3 avue |5, I ) e f
1w 00 SRR 16 01 oo A At A T Wi bt | e
RES  THINE 0 TG an A <A 1 o L T . i ] " 1;
nam 0m w5157 1 o 0 1 oo
8500 Q10 £37 0063 1 [} 0 iy}
% i o0 sate Ve o om o elelHela
non wrmas A on "m;l:l o Digrg AT a7 160 7 200
fpet | Group 82 (RT=7.200)— 10 Features »
o [T ok o e [ 3 B,
i i waws v an o] i
lura 7 o 08 0t ty
MMz | TN S 010 no6
I CER R T -1, 7] 016 0054 e Ll L.L L Al L L |
[ ElMHae | 7v8e 300080 [T ah - -y ] ]
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Steps Detailed Instructions Comments

2 Show the feature mass spectra - Double-click the row number 1inthe ~ + The mass spectra and EICs appear

and EIC for the first feature in Feature Details Table. for that feature.
the group.
0o H¥ls]
Original TIC

& 2 2

Indersity (10°3)

5 wﬂﬂﬂj\whﬂvﬂx/\uw

Frocessed TIC /EIC Fealwe [mase=330 (988 AT=7.200)

e 4]

ag Oniginal AT = (7171, 7.229)

Irilenity 110°8)

o i o L | Pk LI_ ik el
miz 0 500 [ o

g Frocessed Festure (mazs-380 0536, AT-7.200)

Inkensity (10°2]
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Steps

Detailed Instructions

Comments

3 Show ion mass spectra and + Double-click the row #9 in the Feature + The Plot Viewer displays the mass
EICs for the M+H ion of the Details table. spectrum and EIC for the original
second feature in the group. data, and a mass spectrum and EIC

#le Hsl] . e
" el s s for the processed ion specified in
row 9.
|
. I
3 NI wirs _..'I'- [ e WAL e
: L Ll L L I

4 Show feature mass spectra for a a Select Settings > Disable Coelution » The mass spectra for the selected
feature when coelution grouping is Grouping. feature appear in the Plot Viewer,
disabled. b Click the Process icon to bring up the and the species clusters for that

Feature Summary Table with a listing feature only appear in the Feature
of features and no groups. Details Table.
¢ Double-click the row #2.
You now see the Feature Details Table
with species cluster information for
only that feature.
5 Re-enable Coelution Grouping. a Select Settings > Enable Coelution
Grouping.
b Click the Process icon.
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Exercise 5—Show possible feature compositions

The Mass Hunter software calculates the possible compositions for any feature
you select either from the Feature Summary Table or the Feature Details

Table. This exercise shows you how to display these compositions and set up
the “rules” for calculating the composition.

Steps

Detailed Instructions

Comments

1 Display the possible compositions
for feature at row 15.

a Inthe Feature Summary table,

right-click row #15 at the row header.

b Click Compeosition.

G [T [mess |M IM [ ot Iﬂmlr-zlmnﬂ'_l ﬂﬂ
— 1, ABST am 006 i 0 01

2 1 aesr ?:nml 2 1 A nmn
[ 3 1 aEr 015 3 A A 1 006
A 1 f-1:1 D.J.*.'I a4 & 1 1 1 0073
I - 01 3 4 a1 e
[ 1\ mESE 10 01 00
|7 1 L1 1 o 0 1 0050
8 1 Ama 2o 0T 3 4 4 1 0
I 1 0 01 osn
10] 1 a8 S0 1606 o0 s 016 2 1 11 00E
n| 1 E1 iy e i T & 1 1 1 005
I 1 BB BELITS 2 1 A1 1 0040
| B0 3 1 A 1 0067
SERe2 El 1 1 1 0042
m 3 4 4 1 064
1 0 01 o
[ 1 o o 1 o
Aranans aeE 4N IM 0s El 1 1 1 008
007 4TE0N3 10 01 o
an: 596095 1 0 0 1 0042
THRISE o TEIa 0% F5 1 1 1 00
00 BT 10 01 0ou
010 4370067 1 0 01 0
e esE0er 1 o o1 00E

anr wrinn i a2l

When you click Composition, the
Possible Compositions dialog box
appears with the possible
compositions listed.

If the MW is greater than 800 amu,

a warning message appears to let
you know that the calculation may
take awhile and to ask you if you
want to continue.

x|
| Chemisty | Compositions
chemical formula Da[ Eﬂ | BE scoe |
1| C18H2006 84
2| C1TH20MED4S D.EI]JS 1.4 5.0 62
3| C10H24N 2085 -0,0003 -2¢ 00 54
4|C19H16N402 0.0011 33 140 68
5| C12H16M105 0.0MmB8 54/ 100 | X}
6| C7H20MB09 0.0030 849/ 1.0 Fal
7| C15H24065 0.0031 94| 400 85
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Steps Detailed Instructions

Comments

2 Addisotope N15 to the list of
elements used in the calculation.

a In the Possible Compositions dialog
box, click Chemistry.

Ix

/¥ composition Info
Element Min  Max

B O

Height uncertainty |1 1] %
oK
S

b Inthe Composition Info dialog box,
click Add/Remove.

elect Elements

!! S5 =

o c-
f ' !!

« After you follow these instructions,
Mass Hunter adds the N15 isotope
to the element list. The isotope
appears at the bottom of the
Periodic Table with a marked
checkbox.

JS
1
B
FREEEE

=
A
A

I
o
z
=]

[al

RN

¢ Inthe Select Elements dialog box,

right-click N and select isotope 15N.

d Click OK.

3 Set up the calculation so that the a Enter the Min number of atoms for
software uses no fewer than zero N15 of 0 and Max number of 10.
and no more than 10 N15. b Click OK.

* When you click 0K, the software
automatically recalculates the
possible compositions.
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Exercise 6—Export and save feature information

You can export the information in each Mass Hunter table to an Excel file:

e Feature Summary Table

¢ Feature Details Table

¢ Possible Compositions Table

e Parameter View

You can also save molecular ion peak information for all the features.

Steps

Detailed Instructions

Comments

1 Export the Feature Composition
table to a Microsoft Excel file.

* Ifyou are already in the
Possible Compositions dialog
box after Exercise b, skip to
step b.

* View the Excel file.

2 Export the Feature Summary table
to a Microsoft Excel file.
* View the Excel file.

3 Export the Feature Details table.
* View the Excel file.

—-—0o a0 T

-~ O 20 &

_— -y

Right-click any feature in the Feature
Summary Table, and click
Composition.

Click Export.

Specify a destination folder.

Specify a file name.

Click OK.

Close the Possible Compositions
dialog box.

Go to the folder containing the Excel
file, and open the file.

At the top of the Feature Summary
Table, click Export.

Specify a destination folder.

Specify a file name.

Click OK.

Go to the folder containing the Excel
file, and open the file.

At the top of the Feature Details Table,

click Export.

Specify a destination folder.

Specify a file name.

Click OK.

Go to the folder containing the Excel
file, and open the file.

» Ifyou are in the Mass Hunter main
window, open the file
UrineNeg1027_9_1A_1_1_1.mhd.
Then follow the instructions in this
step.

+ See Figure 6, “Feature Summary
Table in Excel,” on page 20.

+ See Figure 7, “Feature Details Table
in Excel,” on page 21.

* If the Feature Details Table is not
present, double-click the row
number of the group or feature of
interest in the Feature Summary
Table.
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Steps

Detailed Instructions

Comments

4 Save and view the molecular ion
information.

a
b
c
d

Select File > Save Feature Info. + See Figure 8, “Feature Info Table in
Specify a destination folder. Excel,” on page 21.
Click OK.

Go to the folder containing the Excel
file, and open the file.
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Figure 6 Feature Summary Table in Excel
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Figure 8 Feature Info Table in Excel
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Exercises: Working with plots

Exercise 7—Working with processed chromatograms (TICs or EICs)

You can perform the chromatogram operations on total ion chromatograms (TICs)
and extracted ion chromatograms (EICs) and on the original and processed
chromatograms, either together or separately.

Steps

Detailed Instructions

Comments

1 Do the following:

* Zoom in on the chromatograms
between 8 to 10 minutes to
include the entire peak around 9
minutes.

* Zoom out the chromatogram.

2 View the mass spectra (original
and processed) at around RT 9
minutes.

3 View the average mass spectra
over the range of RT 8 to 10
minutes.

4 Hide the TIC.

5 Re-show the TIC.

b

Hold the mouse button down as you
draw a rectangle around the specified
time window.

Release the mouse button.

Click the Full Zoom Out button. HH |

Double-click the RT at around 9
minues in the chromatogram.

CTRL-click the left mouse button (or
click the middle mouse button) to
place a line on the plot to set the low
end of the range over which the
average is calculated.

CTRL-click the left mouse button again
to place a line on the plot to set the
high end of the range.

Right-click the image, and select Ave
MS — Range.

Right-click the image, and select Hide
EIC from the context menu (see
Figure 9).

Right-click the image, and select Show
EIC from the context menu.

When the zoom function is locked
(default), the zoom works on both
chromatograms simultaneously.

If you click the Lock button to
unlock the zoom function, you can
zoom in or out of each
chromatogram separately.

The system displays the mass
spectrum at RT 9 min. for both the
original and processed
chromatograms.

See Figure 9, “Chromatographic
range context menu,” on page 23.
The average mass spectra
calculated over the selected range
appears below the chromatogram
plots for the original chromatogram
and the processed chromatogram.

When an EIC is superimposed on a
TIC, you can hide the TIC.
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Figure 9 Chromatographic range context menu
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Exercise 8—Working with mass spectra

Steps

Detailed Instructions

Comments

1 Show an extracted ion
chromatogram at about 500 m/z
(highest peak)

2 Show an extracted ion
chromatogram for the m/z range of
500 to 550 m/z (approximate).

1 Double-click the highest peak in the
mass spectrum.

a CTRL-click the left mouse button (or
click the middle mouse button) to
place a line on the mass spectrum to
set the low end of the range over
which the chromatogram is extracted.

b CTRL-click the left mouse button again
to place a line on the mass spectrum
to set the high end of the range.

¢ Right-click the image, and select Show
EIC from the context menu.
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» The Plot Viewer displays the EIC for
this RT in both the original and
processed chromatogram windows.

» The EICs appear superimposed on
the TICs.
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Exercise 9—Working with contour plots

The contour plot is a two-dimensional representation of 3D data, with m/z as the
x-axis, RT as the y-axis and intensity as the z-axis (the darkness or lightness of the
image on the plot). Two plots are shown, one for the original data and the other,
for the processed data.

Steps

Detailed Instructions

Comments

1 Show the contour plots.

2 Zoom into and out of the contour
plot.

3 Find the position of m/z=500 and
RT=9.

4 Hide the contour plot.

Right-click any one of the
chromatograms, and select Show
Contour Plot.

Hold down the mouse button and draw

arectangle around the area of interest.

Release the mouse button.
To zoom out, click the Zoom Qut button
next to the coordinates text field.

CTRL-click the left mouse button (or
click the middle mouse button).

Two perpendicular blue lines
(cross-hair cursor) appear in the plot.
With the mouse button held down,
move the cross-hair cursor to the point
specified in step 3.

Double-click the plot to remove the
cross-hair cursor.

Right-click the plot, and select Hide
Counter Plot.

See Figure 9, “Chromatographic
range context menu,” on page 23.
The contour plots appear for the
original and processed
chromatograms.

You can see the coordinates of the
position in the box to the left and
below the left contour plot.
(Figure 10)
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Figure 10 Contour Plots with cross-hair cursor
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