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Data Analysis with RapidFire Integrator or MassHunter Quantitative Analysis

Data Analysis with RapidFire Integrator or MassHunter
Quantitative Analysis

RapidFire 365 data can be acquired from triple-quadrupole (QQQ) or
time-of-flight (TOF/QTOF) LC/MS instruments controlled by the Agilent
MassHunter Data Acquisition software or other software, such Analyst or
Xcalibur.

After data acquisition is completed (see G9530-90000 RapidFire 365 User
Guide), you can process the data using RapidFire Integrator as described in
this guide.

¢ The Agilent RapidFire Integrator data analysis software can be used to

integrate all of the data points collected in a single Agilent G9530A A
RapidFire 365 High-throughput Mass Spectrometry System run.

¢ Each sequence of a RapidFire-MS batch is processed individually. There is
no limit on the number of plates.

For data that was acquired with Agilent MassHunter Data Acquisition
software, RapidFire 365 data can also be processed using Agilent MassHunter
Workstation Software Quantitative Analysis. For more information, see:

e “Data analysis with MassHunter Quantitative Analysis” below, and

e (3335-90152 Agilent MassHunter Workstation Software Quantitative
Analysis Familiarization Guide.

Data analysis with MassHunter Quantitative Analysis

During the RapidFire-MassHunter data acquisition, data files (.D) are
generated for each sequence.

The total ion chromatogram (TIC) can be viewed in real time in MassHunter
Data Acquisition (MHAcq), and can be inspected further in MassHunter
Qualitative Analysis.

After a run has completed, the original data files (long sequenceX.D files that
are generated by MassHunter Data Acquisition and RFDataBase. XML files that
are generated by RapidFire) must be split into individual injection files for the
standard data analysis by MassHunter Quantitative Analysis software.
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Data Analysis with RapidFire Integrator or MassHunter Quantitative Analysis

To convert data for use with MassHunter Quantitative Analysis

1 In the RapidFire user interface, click File > Convert MS Data.

RapidFire

File | Batch Configuration Tools  System Tools  Help
Load RF Method
Load RF Batch

‘well Info

Total ‘Wells Sipped

Clear RF Batch | Run Templates

‘wellz: Sipped Since Reset [ Feset ]
Generate Map File i Current Well Address
Import Sample Data

Flate Infa

Clear Sample Data

Current Plate Name |

Save RF Method Plates Completed

Save RF Method As... riput Stacks
Convert M3 Data... | Output Stacks
| Exit :I Current Cartridge Position
e Plate Configuration | - |
Blank Injections Between ‘Wells D l:l

Flush Maow Wacuum Level [kPa] l:l

Mizcellaneous Settings

2 On the Convert MS Data dialog box:

a Select the whole-experiment data directory (Data Path) you want to
convert.

b Select where to save the resulting single-injection data files (Save To).
The data path of the latest run is displayed as a default selection.
¢ Click Convert.

2 Conwvert M5 Data

S Analsis Format

Data Path | L\MassHinter\Dats\R apadfre 201 Mgt 3102
SaveTo L '\MascHunter\Dota'\Ropuee\ 201 2\ Maph 312

Plate: Control_1312, Sequence: 2, Injection: 16
T TIITIIOOT
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Data Analysis with RapidFire Integrator or MassHunter Quantitative Analysis

3 View the list of converted files as shown in the following example.
The single-peak data files are automatically named InjXXXXX-barcode-well.d,
where:

"XXXXX" is the injection order in the RapidFire batch.
"barcode" is the plate name.

"well" is the plate position of the sample on the RapidFire platemap.

| o=
2 I8 LA W
@F‘C}ﬂ | « Soft.. » 1205.. »
File Edit View Tools Help
Organize» = Ff -+ [J] a

. 1nj00001-ControlPlate_1312-B1.d
|, Inf00002-CantrolPlate 1312-B2.d
| Inj00003-ControlPlate_1312-B3.d
|. Inj00004-ControlPlate 1312-B4.d
| Inj00005-ControlPlate_1312-B5.d
| Inj00006- ControlPlate 1312-B6.d
|, Inj0D007-ControlPlate_1312-B7.d
| Inj0000B-ControlPlate 1312-B5.d
|, Inj00009-ControlPlate 1312-89.d
|| | Inj00010-ControlPlate 1312-B10.d
W L Inj00011-ControlPlate_1312-E2.d
|, Inj00012-ControlPlate 1312-E3.d
i| | | Inj00013-ControlPlate 1312-E4.d

. sequencel.d
L. sequencel.d
| batch
| batch
__| RFDatabase

& RFFileSplitter

13 tems selected

4 Proceed with viewing and processing the single-injection data files, as
described in MassHunter Quantitative Analysis online Help and manual.
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Installation

Installation

To install Agilent RapidFire Integrator software

The RapidFire Integrator data analysis software can be installed on any
personal computer.

Before you begin

Contact your Agilent field support engineer to request a copy of the latest
RapidFire Integrator program, as well as the following prerequisite Windows
components:

Microsoft .NET 4.0 framework

Visual C++ runtime libraries

To install RapidFire Integrator

1 Copy the entire RapidFire Integrator folder and paste it into C:\ Agilent\.

2 Create a shortcut to the RapidFire Integrator.exe file and place it on the
computer desktop.

Agilent RapidFireData Analysis Guide 5



Location, Format, and Preparation of Data for RapidFire Integrator

Location, Format, and Preparation of Data for RapidFire
Integrator

The following reference material applies to RapidFire Integrator data analysis
software.

Location of data

RapidFire data is stored in the folder D:\ MassHunter\ Data\ RapidFire\ on the
MS computer.

* A new data folder is created each day with the date as the folder name.
¢ A new folder is created when a new experiment (in Plates mode) or a new
batch (in Sequences mode) is started in RapidFire acquisition software.

Example The first run performed on April 5, 2013 is saved in the following folder on the
MS computer:

D:\ MassHunter\ Data\ RapidFire \ 2013\ April\ b\ 1

The data file folders that are created by MS computer settings may be different than the
scheme described above. Refer to the BASE_DATA_DIR variable in RFMassHunterS.cfg
on your MS computer, which is located in C:\ Agilent\ RapidFire Communicator\ cfgs\.

If the RapidFire front end is connected to an AB Sciex MS, then the data are stored in
D:\ Analyst Data\ RapidFire\ and BASE_DATA_DIR = "D:\ Analyst Data\ RapidFire" in
RFAAOQS.cfg on your MS computer.
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Location, Format, and Preparation of Data for RapidFire Integrator

Data files

A data set for analysis with the RapidFire Integrator software includes the
following types of files. These files must be present in the same folder.

¢ batch.rftime

¢ sequenceX.d mass spectrometer (MS) data files in MassHunter, or
sequenceX-xic-YZ.rfxic in AB Sciex Analyst or Thermo Fisher Xcalibur

¢ A platemap.tofmap.txt tab-delimited text file, for RapidFire-TOF/QTOF
systems. The original platemap.tofmap.txt file is first empty. Modify it as
described on page 9.

The following example data folder of a RapidFire qTOF shows the three
required file types:

sequencel.d

sequenced.d

sequences.d

sequenced.d
\Z| batch

| platemap.tofmap

If the data is acquired within a single experiment in Plates mode, then
multiple 96-well or 384-well plates are analyzed within a single folder.
The following columns of data are saved in the batch.rftime text file:

Plate identity

Injection number

Sequence number

Row

Column

Sip Time, the time stamp for the actuation of valve 2 from inject to load
position, as well as the start of elution to MS.

Sip sensor value. The displayed value is 1 if the optical sip sensor
detected the presence of liquid, or 0 if it did not.
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Example

Location, Format, and Preparation of Data for RapidFire Integrator

A B C D E E G H
1 plate sip seq row col siptime sip sensor
2
3 DEMO PLATE 1 1 2001 2 3.304 0 WASH STATION
4 |DEMO PLATE 2 1 1 1 12.529 1
5 |DEMO PLATE 3 1 1 3 21.341 1
6 DEMO PLATE 4 1 1 5 30.238 1
7 DEMO PLATE 5 1 2001 2 38.486 1
8 DEMO PLATE 6 i 2 i 47.582 1 Bl
9 DEMO PLATE 7 il 2 3 56.322 1 B3
10 |DEMO PLATE 8 i 2 5 65.164 1 B5
11 |DEMO PLATE 9 1 2001 2 73.49 1
12 |DEMO PLATE 10 1 3 1 82.726 1
13 |DEMO PLATE 11 1 3 3 91.705 1
14 |DEMO PLATE 12 1 3 5 100.552 1
15 |DEMO PLATE 13 1 2001 2 108.996 1
16 |[DEMO PLATE 14 1 4 1 118.225 1
17 |DEMO PLATE 15 1 4 3 127.228 1
18 |DEMO PLATE 16 1 4 5 136.047 1

The aqueous and organic wash stations, WASH1 and WASH2, have (row, column) addresses of
(2001, 2) and (2001, 3), respectively.

The matrix vials MAT1, MAT2, MAT3, and MAT4 have (row, column) addresses of (1001, 2), (1001,
3), (1001, 4), and (1001, 5), respectively.

If data were acquired in Plates mode, make sure to name or rename the MS data files to
sequencel.d.

If the RapidFire front end is connected to an AB Sciex QQQ, then the WIFF MS data files are
automatically processed by the RapidFire software and transformed into text files called
sequenceX-xic-Q1---Q3.rfxic.
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Location, Format, and Preparation of Data for RapidFire Integrator

Exact mass platemap

For data that were acquired via RapidFire-QTOF in MS/MS mode, you don’t
need to modify the platemap.tofmap.txt file.

For RapidFire-TOF/QTOF experiments in MS mode, modify platemap.tofmap.txt
to specify the exact masses of the compounds of interest for each well that was
injected. The RapidFire Integrator uses these values to extract the appropriate
ion chromatograms from the TOF data of each well. For data that are acquired
in MS mode, the columns of data in the platemap.tofmap.txt text file are:

Sequence number

Row

Column

Exact mass 1 (or chemical formula 1)

Exact mass 2 (or chemical formula 2), and so on

More columns can be appended as needed.

Example

A B C D E E
1 | Sequence  Row  Column EXACT MASS Internal standard
2
3 1 2001 2 507.2344911 493.14382  WASH STATION
4 1 1 1 507.2344911 493.14382
5 1 1 3 507.2344911 493.14382
6 1 1 5 507.2344911 493.14382
7 1 2001 2 327.1946771 493.14382
8 i 2 i 327.1946771 493.14382 Bl
9 i 2 3 327.1946771 493.14382 B3
10 i 2 5 327.1946771 493.14382 BS
11 1 2001 2 427.0921388 493.14382
12 I 3 1 427.0921388 493.14382
13 1 3 3 427.0921388 493.14382
14 1 3 5 427.0921388 493.14382
15 1 2001 2 318.1038131 493.14382
16 I 4 1 318.1038131 493.14382
1l 1 4 3 318.1038131 453.14382
18 1 4 5 318.1038131 493.14382
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Loading RapidFire-0QQ Data in RapidFire Integrator

Loading RapidFire-QQQ Data in RapidFire Integrator

10

A run in Plates mode is defined as the data that are collected without setting
up a batch. Unlike Sequences mode, data acquired in Plates mode are named
and saved in folders possibly with different names and locations on the
RapidFire and MS computers.

If the data are collected in Plates mode with MassHunter, Analyst, or Xcalibur,
then prepare the data as described in this section before you analyze it with
RapidFire Integrator.

If the data are collected in Sequences mode, then proceed with “To open
RapidFire-QQQ data” on page 16.

To prepare Agilent MassHunter data

Repeat this process for each RapidFire-MS run.

1 Rename the MS data files to sequencel.d.

2 Copy the following files to a unique folder, such as \data sequenceX\:
sequencel.d.

batch.rftime (from the RapidFire computer, see “Data files” on page 7.
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Loading RapidFire-0QQ Data in RapidFire Integrator
To prepare AB Sciex Analyst data

To prepare AB Sciex Analyst data

1 Open the Analyst program.
a Click Explore > Open Data File.

|| e £ Mow Took Exghre window ot bee

”"iﬂ FEHSR HE0BBR i “Explur\e Mode j } ”m E|minim Testyetoprofan tests ;l |
@ esrmpa b bR I wB s FTonprb i wEmERE RO EE R =2
!IH

& Corligae
A8 Secuiy Configuiation
(5 Hedweare Corfiguasiion
& Rapont Template Edin

o8 Ture [setect Samele
| v Resohdion Ophinization Plase seduot & dats fle and & cosesponding sample:
A, Duantlate Optivization Data Filas: Samples:
~i§ Manual Tuning Teat_O1.wif Eetoorofen Mindda - siraioht el dion
) g Tast_2 st
" Ao

%I Mt wizad 3 Test_ 04wt
- Buid couistion Method =] T Ll
[ Bt Acapdsiion Batch
7 Expomss View
A Eulote
& Dpen Data File
L E Dpen Corgound Dalabase
| Oisantlals
% Quantitationwizard
Fievviaws Rlezulls Table

b Select the appropriate WIFF file from the list.
¢ Click to select the sample of interest, then click OK.

The MS chromatogram traces for the selected sample appear in the main
window.

2 Create extracted ion chromatograms (XIC) as follows:
a Click on the XIC button on the Analyst toolbar.

b Click to select the masses of interest, which are the individual MS
chromatograms for each of the MRM channels that were monitored
during the experiment.
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Loading RapidFire-0QQ Data in RapidFire Integrator
To prepare AB Sciex Analyst data

Eie Edt Mew Took Explors Window Zoipt Help
= = |3| & xR | Ea I ||!:-cp|or\e Mode 7| H[l':l £ | tinite Testikstoprofen tests j!
e esr B ERET LWBAFRLALLTERI R ELLDSE R TE

. WIC af 401 M (1 inn): 2472 amu fram Sampie | (Ketoprolen Miniie - back elution) of Testonsmm

EE Mm B oo siemt W0 (T ok 242 2 amu fiom Sample 1 (Helopieden Minike . h‘aok wlufion) of Tedt 05wl (Tuibe Spr
A8 Secuiy Cenlicuation
G Haidwere Corligastion Az e
% Report Templare Edio a5
e Ture
iR ' _ 108 I
e xd
A, Duantitalive Optivization —
- b Mamal Tunirg
=1 Aoopie ELTE
% It Method Wizand 2
T Buid Ascxpistion Methad = 557
2
Buitd Acquiztion Batch Z
8 e = z0oes
=7 Eupesss View
L& Explioie (1) 1 e
2 0 Dials File I_I e
A 1086 L | Heb I
5] Open Compourd Delabace 5 i
L Duantiale o ws2
b 1082
% Duanfialion Wizard M 1 . 308 I|| ﬁ
Rty Rty Table o - . + " v - v . . . 1
1 z ] & & a T E @ 0 11 :
Time, min

3 Save each XIC as a text file as follows:
a Right-click on the panel for the XIC of interest and select Save to Text
File.
b Select the folder where you want to save the file. Use the same directory
where the RapidFire batch.rftime data file is already saved.

¢ Name the MS data files sequencel-xic-XXX.txt, where XXX is any unique
string of alphanumerical characters, such as sequencel-xic-MSprod.txt.
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Loading RapidFire-0QQ Data in RapidFire Integrator

To prepare Thermo Fisher Xcalibur data

1 Open the Xcalibur program.
a Click File > Open.

BB 8| m(e|o| (| [R[¢[3|$]s B ||| D@6 &

|
e e .
50, = —I—I Open Raw File
& l]]nﬁz]ﬁlmus"] Look i | £ data =] - eF B~
: (C)sat2 (elBuspirone_0209231 10144 RAw (]
-3 TIC [ no fle-] (1] bus1 Raw (1] Buspirane_HSRM.RawW i
+1- 11 TIC [ewperiment] (1] bus1_0B0909145552 RAW [iE]BuspironeTestRapidFire-2,5.RAW [
TIC]
- ] ;IC [eEDenment] P [Ei]Buspirone RAW (1] BuspiraneTestRapidFire. R i
i % MaSSHange { na r!|e } (1] Buspirone_080923095753.RAW (L] Different_Resaltion1 RAW i
+ asg hange [- ho nile - ] f N -
L) = erirment Wy |
= ﬁ Mass Rrangs [ o file | Busplrone_080923102228 Ran periment. A [
+ ﬁ Mazz Range [- no file -] < | »
+ ﬁ Mazz Range [- no file -] - =

File name: |experiment.F|AW'
Files of type: |F|aw Files [ raw) j Cancel

Header Infarmation

- Feplace
Created: Friday, September 26, 2008 : e \wind
Modified: Friday, September 26, 2008 : (TR IEHE
Last saved by Adminiztrator o Cel
Mumber of saves:
~
Comment: ]
Add
* Windaow .
" Plat

Drefault Lapout - B

1T B

b Select the appropriate .RAW file from the list.
¢ Click Open.

The MS chromatogram traces for the selected sample appear in the main
window.

2 Create extracted ion chromatograms (XIC) as follows:

a Right-click right on the total ion chromatogram (TIC) and select
AutoFilter.

b Delete the TIC panel at the top of the window.
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Loading RapidFire-0QQ Data in RapidFire Integrator

Qual Browser, - [experiment. RAW]

File Edit WYiew Display @rid Actions Tools Window Help
= BB 8| B(elo| (| |R[t|8|s]E B &%k HEEE
mm o QR

1333

Cialihundatatexperiment
St ||In.¢v.z|ﬁﬁllusn|
RT: 0.00-0.03
ﬁ TIC [experiment] 100—
ﬁ Mazz Range [- no file -] 1
ﬁ Mazz Range [- no file -] 1
ﬁ Mazz Range [- no file -] 95+
ﬁ Mazz Range [- no file -] ]
| Mass Range [ no file -] g0 0.00 0.01
| Mass Range [ no file -] E . oo
ﬁ Maszs Range [- na file -] a5 -
a0 Wiew 3
] Plat 3
75 Peak Detection 4
] Peak Purity. ..
] Library 3
?D—: Export 3
65 |
E Ranges...
607 Display Options. ..
o ]
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Loading RapidFire-0QQ Data in RapidFire Integrator

3 Save each XIC as a text file as follows:

a Right-click on the panel for the XIC of interest and select Export to
Clipboard (Chromatograms).

JualBrowser - [experiment. RAW]

] File Edit wiew Display Grid Actions Tools Window Help

e ] T W ] K 3 P e S ] ] & ol i R A
= o] WS
Caixcalibundatalexmeriment IZ6/2008 3:45:49 PM
? |y Agz| N
2[RI 2|
RT: 0.00 - 2.59 =
+- % TIC o fle ] 55 0.53 NL:
% 28] TIC [esperiment] 8.12E1
+ 1] TIC [experiment] TIGF: + pESI
- ] Mass Rangs [ no fle -] a9 SRM ms2
¥ %] Mass Range |- nofile | 386,200
+ %] Mass Range | no file | 80 [122.100] MS
+- %] Mass Range | nofile | experiment
% %] Mass Range |- nofile | 70
@
g 6 View »
g Flot »
;‘.E 50 Peak Detection L3
£
=T Library v
2
30 AutoFiler
Ranges...
a0 Display Optians.
002 015 p3z 051 (| 088073 B o
10
0
TE7 L
100, 1.03E2
0.6 TICF: + pESI
a0 SRM ms2
516,200
a0 [276.200-
276.210] M8
experiment
70
801
50
40
30
20
P L o3s 081 O8B0TY 0g7 097 100 135133143 166 178 181 198 212,218 23 234 255
T T T T T T T T T T T T T T T T T T T T T T T T T
00 02 04 06 08 1.8 2.0 23 2
Tirne {min)
Expart the chromatogram ta the YWindows ciphoard UM

b Paste the selection into Excel.

¢ Save it as a text file (TXT) in the same directory where the RapidFire
batch.rftime data file is already saved.

d Name the MS data files sequencel-xic-XXX.txt, where XXX is any unique
string of alphanumerical characters, such as sequencel-xic-MSprod.txt.
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Loading RapidFire-0QQ Data in RapidFire Integrator

To open RapidFire-QQQ data

1 To start the Agilent RapidFire Integrator software, double-click the desktop
shortcut

RapidFire
Integrator

2 Click File > Load RF300-QQQ Data.

17" RapidFire Integrator S
File | Window Help
Load RF200-QQQ Data

Load RF300-QQQ Data ]
Load RF360-TOF/QTOF Data

Open
Save

Save As...

Export Peak Data List
Export Peak Data Plate-wise
Export Peak Data TOF

Exit

3 When the Browse For Folder window appears:
a Select the folder that contains the .RFTIME and .RFXIC or .D files.
b Click OK.
4 Continue with “Analyzing Data in RapidFire Integrator” on page 20.
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Loading RapidFire-TOF/QTOF Data in RapidFire Integrator

Loading RapidFire-TOF/QTOF Data in RapidFire Integrator

To open RapidFire-TOF/QTOF data

1 To start the Agilent RapidFire Integrator software, double-click the desktop
shortcut.

RapidFire
Integrator

2 Click File > Load RF360-TOF/QTOF Data.

';'-,"(5 RapidFire Integrator
Window Help
Load RF200-QQQ Data
Load RF300-QQQ Data
Load RF360-TOF/QTOF Data -

Open
Save

Save As...

Export Peak Data List
Export Peak Data Plate-wise
Export Peak Data TOF

Exit

3 When the Browse For Folder window appears:

a Select the folder that contains the .D, .RFTIME and platemap.TOFMAP.TXT
files.

b Click OK.
4 Click Data > Extract TOF/QTOF XICs.
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Loading RapidFire-TOF/QTOF Data in RapidFire Integrator

b For data that were acquired with a TOF or with a QTOF in MS mode:
a Set the following parameters on the TOF Options Form dialog box:
Display Time Range (set to all by default)
Polarity
Error (ppm), which determines the accuracy

Whether or not to Use Internal Standard, and if marked, then enter the
mass of the internal standard. To extract multiple internal standards in
every well of the RapidFire-TOF run, enter their masses separated by
commas ().

# RapidFire Integrator o=/ TOFOptionsForm uw
File Window Help

Flease Set TOF Configuration Parameters

Dizplay Time Range
’7 oAl ' Truncated
Polarity
’7 ' Positive " Megative
Error [ppm]

10

Internal Standard [before polarity mod]

|493.1 433 ¥ Use Intemal Standard
ak. |

A

b Click OK to close the TOF Options Form dialog box.
6 For data that were acquired with a QTOF in MS/MS mode:
a Click Add on the QTOF Options dialog box.
b In the Add Product Ion dialog box:
Select Sequence and Precursor Ion from the drop-down fields.

Type in the mass or chemical formula of one Product Ion of interest and
the Error (ppm).

Click OK.

¢ Repeat for all Precursor Ions and all Product Ions of interest.

Agilent RapidFireData Analysis Guide



Loading RapidFire-TOF/QTOF Data in RapidFire Integrator
To open RapidFire-TOF/QTOF data

# File Window Data Help [-=]%]

tion Parameters
T e S I 4 . A — stow [T Grote

QTOF Options [ = ]
Sequence |Al -
Targeted MS/MS List o

{ ndd Product lon ‘
Sequence | Precursorlon fm/z) | Product lon (m/z) | Emor (ppm)

Precursor lon (miz)

276.3509 -

Product lon (miz)  [205.0000 (enter mass or formulz)
Error (pem)  [10

Ok Cancel

d When you are finished, click OK to close the QTOF Options dialog box.
71 Select Minutes for the MS data files time units.

Mass Spec Data Time Specification |

Flease indicate the units in which time is
measured inthe mass spec data files.

& Minutes " Seconds

B
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Analyzing Data in RapidFire Integrator
To open RapidFire-TOF/QTOF data

Analyzing Data in RapidFire Integrator

1 Click to select the sequence of interest in the left pane, as shown for
Sequence 1 in the following example.

# File Window Help

m
i

[ Integration P;

Sequanceh_ Sample |1 at [2001.2] = Z T1 IU T2 a ﬂ Show |2 3: Graphs

—
[ Sequence 1

[ 2601572

- 1350324
[ 268 1564
~Oereo
~O423103
O 4280521
- O 4941438
4941438
O 497 2452
- [ 508.2345

20

2 Review the data using the following features:

* To display the list of m/z, click the + sign next to the sequence.

* To display the following menu options, right-click in the left pane:

Check all

Uncheck al
Expand All
Collapse Al

* Click to select the number of graphs to display in the upper right area of
the window.

* To select an area of the graph to expand, drag the mouse. Repeat to
expand the area further.

* To zoom out each successive level, right-click in the graph and select
Un-zoom.
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Analyzing Data in RapidFire Integrator

3 Integrate peaks as follows:
a Zoom in on a known landmark peak within the sequence.
Any peak within the experiment can be selected as a landmark.
Data analyses can be based on any mass.
The title of the plot identifies monitored analytes by their m/z.

To navigate from one m/z to another, use the scroll bar on the right side
of the window.

b Select the identity of the peak from the Sample list.

¥ Fle Window Help NEE]
Integration Parameters o =
’755\1\45!4:5 1 Sampled|1 at (2001, 2) vN Z T, [ T 0 ﬂ Show [2 = Graphs
Tat 20012 A
2at[1.1] ) |

Sa0.3) E:
=[] Sequence 1 4 at(1.5)
= [ plate12 L
e\ [Fa{Ed
O319.1038 at[2.5
O3401383 il

[ 365.0324
[ 368.1564
O37az10z
O4231413
O 4280921
[O494.1438
[O494.1438
[J497.2452
5082345

5082345 [ Sequence 1)

ntanalty (1043 )
B HHEHEEEHE

] |
] m ] (]

¢ Define the peak to integrate for area-under-the-curve (AUC) calculations
in either of the following ways:

Drag the mouse in a thin slab rectangle from the front edge of the peak to
its tail end.

Use the keyboard to type in the Ty and Ty times.

The defined time range is displayed in the Ty and Ty boxes above the
graph. The peak area is also emphasized by teal coloring as shown in the
following example.
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Analyzing Data in RapidFire Integrator

4 File window Help £

o
x

Integration Parameters
IVSauuence i Sample [ at (2.1) = ZF T 53,51 T 55@‘ Show |2 == Graphs

= [ Sequence 1

= Clplatel2
2501572
[ EUEALE)
3401383
[ 365.0524
[ 3661564
Oa7e.2103
4231413
4280021
4941438
4941438
[ 497.2452
[F508.2345 7

608 2346 (Seqperce 1)
I

nanuty(10-3)
= EHEBBEBEHE

a [ ) @ m
ma )
4] I

@] ] &l

d To process the data for the current sequence, click the summation
button.

3

All masses within the same sequence are processed together.
AUCs of injections turn blue, but background signals remain red.

e Repeat Steps 3a. through 3d. for each sequence of the run.
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4 File Window Hslp

Fntegratmn Parameters

Sequence [1 Sample [1 at (2001.2) > Z T, 525 T, =5 ﬂ Show [B = Graphs

= [ Sequerce 1

= plate12
[ 2601572
O 3191038
[ 3401383
[ 365.0324
[ 36315854
O 3ma2103
421413 4
4280921
[ 4941438 =
[ 4941438
[ 497 2452
5082345

0 e )

=y

=8 g g EHE

EET—

< [
o] ] B

4 To save partial progress in data analysis before all of the sequences of the
run are analyzed, click File > Save As.

The results are saved in the specified .RFD file.

Click File > Open to reopen experiment files that have been partially
processed.
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To open RapidFire-TOF/QTOF data

5 To export data that were acquired with a QQQ:
* Click File > Export Peak Data List.
A .RFPKS text file is created, which contains a list of injections.

You can analyze this file with a spreadsheet program. The following is an
example file opened in Microsoft Excel.

|4 [ O - D___| E | F |
Bl sequencer
2 |PlateName Row Column xic-342---203.1 xic-345---206.1 Injection Time (sec)
3 | Platel 1 a1 18800 3346420 8.42
4 Platel 1 2 67830 6215320 18.42
3| Platel 1 3 352140 6442985 28.23
6 Platel 1 4 17072685 5712430 37.58
7| Platel 1 5 4602310 6090260 47.2
kN Platel 1 6 5283070 7169040 56.89
9| Platel 1 T 4763010 6029000 66.08
10 Platel 1 8 5072060 6568350 75.56
11 | Platel 1 9 4681235 6430260 84.95
1z Platel 1 10 4934730 6827290 94.59
13 Platel 1 11 23465 49370 103.96
14 Platel 1 12 10939460 14423820 113.34
jE&] Sequence 2
16 |PlateName Row Column xic-342---203.1 xic-345---206.1 Injection Time (sec)
A7) Platel 2 a1 18230 3743510 7.72
18 Platel 3 2 81380 6190690 17.83
19| Platel 2 3 410120 7120610 27.55
20 Platel 3 4 2152220 7106175 3747
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6 To export data that were acquired with a TOF or QTOF in MS mode:
Click File >Export Peak Data TOF.

A .RFPKS text file is created, which contains a list of injections.

Only the masses of interest are reported for each well.

You can further analyze the results with a spreadsheet program. The
following is an example file opened in Microsoft Excel.

A ]
1

2| 1 1
2l 20
a| 32 1
50| a4
6| 5 1
7| 6
8| 7
9| =i
0] 9 1
1| 10 1
2] 1 1
3 12] 1
1| 13 1
15| 14 1
16 15 1
17| 16|

Sip  Sequence PlateName

DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
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Row

Column

F

Injection

time (sec) Mass1

5.23
18.46
27.27
36.17
44.41
53.51
62.25
71.09
79.42
83.65
97.63

106.48
114.92
124.15
133.16
141.98

507.2345
507.2345
507.2345
507.2345
327.1947
327.1947
327.1947
327.1547
427.0921
427.0921
427.0921
427.0921
318.1038
318.1038
318.1038
318.1038

Abundance 1 Mass 2

10648
2992271
3061670
2900104

1]
1319135
1888354
1403209

41
1135663
195475
2929388
311

31407

29637

34226

493.1438
493.1438
493.1438
493.1438
493.1438
4593.1438
493.1438
493.1438
493.1438
493.1438
493.1438
453.1438
493.1438
453.1438
493.1438
453.1438

Abundance 2
2747
297438
490474
475369.5
4295
574327
552930
517027
4003.5
527903
503450
492337.5
2913
545323
505078.5
430114

25
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Analyzing Data in RapidFire Integrator

To export data that were acquired with a QTOF in MS/MS mode:
Click File > Export Peak Data List.

A .RFPKS text file is created, which contains a list of injections.

Only the precursor ion : product ion pairs of interest are reported for each

sequence.

You can further analyze the results with a spreadsheet program. The

following is an example file opened in Microsoft Excel.

PlateName Row Column |208.2379 : 160.0000 211.2564 :163.0000 276.3509 : 205.0000

27 7326

0 18471
395 16137
145 13475
0 19239
254 14069
1019 20907
1263 17357
a7 30059
85 34318

0 33395
120 37298

0
202]
768|
406
530
1586
3064
5734

106

[=]

PlateName Row Column |208.2379 : 160.0000 211.2564 :163.0000 276.3509 : 205.0000

A B C D
Std Curve il 3
Std Curve 2 3
Std Curve 3 3
Std Curve 4 3
Std Curve 5 3
Std Curve 6 3
Std Curve 74 3
Std Curve 8 3
Std Curve il 4
Std Curve 2 4
Std Curve 3 4
Std Curve 4 4
Std Curve il 3
Std Curve 2 3
Std Curve 3 3
Std Curve 4 3

68 8270
134 19320
7 15757
221 17702

Agilent RapidFireData Analysis Guide

0
257
196
632]

Injection Time (sec)

10.47
27.1
43.8
60.38
76.86
93.48
109.94
126.44
142.87
159.34
176.12
192.44

Injection Time (sec)
11.24
27.8
44.26
60.83
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8 To export RapidFire-QQQ data by plates:
Click File > Export Peak Data Plate-wise.
Keep in mind the following caveats:
Data for MAT# and WASH# injections are not displayed.

This option is only offered if each sample well within a plate is visited
only once.

You can analyze this file with a spreadsheet program, as shown in the
following example in Microsoft Excel.

B c D E F G H I J K L M

2 | 1 2 3 4 5 6 7 8 9 10 11 12
3 A 17060 69240 351195 1675510 4485350 5145550 4675030 5006445 4630220 4912200 5900 10379525
48 22620 101930 409910 2519030 5382330 6074400 5543170 6310075 5374720 5839960 5441500 9831590
5 |c 15530 82915 487280 2191820 5966590 5331980 6205310 5569820 6738300 5162370 6531670 7544630
6 D 35660 116230 635105 2999890 7014370 6974340 7239930 7294740 6773310 6273410 6765560 12194250
7E 28270 123070 619530 3241380 7240720 7195915 7231920 6897140 6673390 6537440 6863870 14057730
8 |F 16730 113440 648320 3263800 3135335 7091210 6938345 5974780 6590740 6263830 6233490 13339040
9 .G 9220 138810 613570 3266685 7338100 6034660 7144950 6912480 5846570 5996250 6499790 7195930
10 |H 5000 126830 702220 3093510 7312870 7475130 5911630 5634800 6832050 6414380 6990580 9278240
11|

12 ) |

13 1 2 3 4 5 6 7 8 9 10 1 12
14 A 3225680 6069120 6334215 5616810 5918680 6971700 5893470 6458745 6351660 6765690 13070 13552035
15 |B 3762920 7471300 7134560 8075850 7261610 7952300 7361700 8446565 7231980 8255770 7480010 12304715
16 |C 4614840 6195005 7330980 7109350 7752745 7066970 8158290 7669750 9088970 7261570 8688110 10037330
17|D 5137720 8598350 9067560 9328840 9354920 9053750 9416945 9146200 9264970 8556380 9120250 15759350
18 |E 5040400 8489620 8636100 9187530 9358630 9060130 9115330 9003460 9253780 9332330 9280810 18307170
19|F 4970310 8287770 9052850 8977820 4413770 8956190 8779035 8012300 8917535 8807140 8532365 16720920
206 5260530 8750170 8687950 9301155 9386290 7878040 9091835 8854535 8031880 8598980 8799570 9218770
21|H 5259840 8857620 9088550 8940810 9437290 9630240 7971770 7499840 9280300 9121100 9257000 11785570
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9 To export RapidFire TOF or QTOF data acquired with MS mode:
Click File > Export Peak Data TOF.

A .RFPKS text file is created, which contains a list of injections.

Only the masses of interest are reported for each well.

You can further analyze the results with a spreadsheet program. The
following is an example file opened in Microsoft Excel.

28

A
Sequence 1

PlateName

DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE
DEMO PLATE

Row

Column

260.1572 319.1038
4277 0

1 0 139
3 0 265
5] 0 775
0 54

i 0 479
3 0 1079
5 0 708
0 638

1 0 960
3 0 487
5 0 429
0 311

1 0 31407
3 0 29637
5 0 34226

328.1947 340.1383 365.0324 368.1564 378.2103 423.1413

6

oo oo

1819135
1888354
1403209
1295.5
2248

oo oo oo

323
126

oo o0ooooo

747
880.5

oo o

681
8994
24523
13564
293
16647
1880
2532
109.5
10454
991
632.5
28
838
300.5
554

1738
23
73.5
100

0
32469
59220
58457
0

52
8.5
167

oo aw

9332 750
30920 675
28583  1319.5

0 836.5

0 233
629 698
228 851
21 486
0 470
277 412
0 350

0 309

0 339
430

4.5 212.5
206

4280021
1085
224

819

327

0

424

482

224

a1
1135663
195475
292988
0

14744
743

315
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M
INTERNAL
STANDARD

494.1438
2747
297438
430474
475363.5
4295
574327
552930
517027
4003.5
527903
503430
492337.5
2913
545323
505078.5
490114

497.2452 508.2345

12245
4205
8052
6326
2197
8337
8459
9908
2713.5
8916
7489.5
7719
2301
39815
340302

40181

10643
2992271
3061670
2900104

4893
82630
23723

9391

3307
25129
11622

7239.5

2620
14282

6610

4813

p
Injection
time (sec)

9.23
18.46
27.27
36.17
44.41
53.51
62.25
7109
79.42
88.65
97.63

106.48
114.92
124.15
133.16
141.98
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To open RapidFire-TOF/QTOF data
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