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General Information

General Information

Mass-Based Fraction Collection System Components

Mass-based fraction collection is designed for standard Prep LC systems that operates with an
iQ MSD, a Flow Modulator and an additional Make-up Pump.

Flow Modulator

Sampler/Collector

Make-up Pump

iQ MSD

Pro i@ Plus

Figure 1: Mass-Based Fraction Collection System Components
The iQ MSD is used to determine the mass of the purified compounds. The Flow Modulator

(FM) diverts a small part of sample to the destructive iQ MSD, and the Make-up Pump helps to
direct the diverted sample to the iQ MSD.
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Make-up

Detector

Fraction —
collector m

Figure 2: MBFC flow path

FM Flow Modulator
PRV Pressure Relieve Valve
BPR Back Pressure Regulator

A delay coil is required to delay sample to be observed in the Fraction Collector after it has been
observed by the iQ MSD. The order of the sample observation should be UV-Detector, iQ MSD,
Fraction Collector, with enough time separating the iQ MSD and the Fraction Collector.
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General Information

Use the following tables as a reference for all capillary connection kits and specific tubing kits
used in a MBFC system.

InfinityLab capillary 5067-7015 5067-7016 5067-7017 5067-7018
Kit,

for 1290 Infinity Il

Purification Systems

with UV detector

InfinityLab tubing kit, ~ G9321-60953 (G9321-60952 (G9321-60954 (G9321-60951
with RFID, for

1290 Infinity 11

Preparative Open-Bed

Fraction Collector

Tubing kit for G1364-68603 G1364-68604 G1364-68605
Preparative Fraction

Collector

Capillary kit for mass- 5067-7023

based fraction
collection systems

The following analytical Fraction Collector Tubing Kits can also be used in a MBFC system:

Tubing kits for Fraction G1364-68601 G1364-68602 G1364-68603
Collector Tubing Kit T mL/min, Tubing Kit 1-5mL/min, Tubing Kit 4 - 8 mL/min,
0.15mm ID 0.25mm ID 0.5mmID

In analytical mass-based fraction collection, there are limitations on the minimum flow rate
applied to the flow modulator.

Flow Path Detection Signals

Injection of calibration sample
(without column)

uv Make-up pump

MS

Splitter

FDS

" Time [min]

Figure 3: Signal detection in the MBFC flow path



Hardware Installation

Hardware Installation

The installation of the modules will be done by an Agilent service representative. In this chapter,
only installation of user-installable options and accessories are described.

Hardware Requirements

Supported MSD Sources

Product Name Description
G6160A: Electrospray ionization (ESI)
Agilent InfinityLab LC/MSD iQ m/z 2 - 1450
Polarity switch time < 25 ms
G61608B: Electrospray ionization (ESI),
Agilent InfinityLab LC/MSD iQ Pro Multimode ionization (MMI),
Atmospheric pressure chemical ionization (APCI)
m/z 2-1600
Polarity switch time < 15 ms
G6170A: Electrospray ionization (ESI),
Agilent InfinityLab LC/MSD iQ Pro Plus Multimode ionization (MMI),

Atmospheric pressure chemical ionization (APCI),
Agilent Jet Stream Source (AJS)

m/z 2 - 3000

Polarity switch time < 15 ms

Required Firmware

All Infinity 11/l LC modules require at least firmware version X.07.43
The MSD module requires at least SQ-MSD ESW firmware version 12.1

Compatible Firmware Versions

For further information about minimum firmware requirements, firmware compatibilities and
emulation for backward compatibility with specific software environments, please check the
latest Firmware Bulletin.

The firmware update tools, firmware and documentation are available from the Agilent web.
+  https://www.agilent.com/en-us/firmwareDownload?whid=69761
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Software Installation

Software Installation

Device Connection

All LC modules, including the MSD, are connected to each other via CAN cables.

The LC detector and the MSD each use a LAN cable to communicate with the software through
a hub.

Software Requirements

It is expected that the used PC complies with the minimum OpenLab requirements. For more
information, refer to the OpenlLab CDS Workstation Installation and Configuration
(CDS_v2.8_WorkstationGuide_en.pdf, D0028022).

The following minimum software requirements are needed for MBFC to work properly with
OpenlLab CDS:

Openlab CDS 2.8 with Feature Pack 2

LC driver version 3.10

LCMS driver version 3.2

To operate properly in a network environment, the LAN interface must be configured with valid
TCP/IP network parameters. Agilent recommends the following IP details:

IP address MS 192.168.254.12
IP address LC 192.168.254.11
IP address PC 192.168.254.10
Subnet Mask: 255.255.255.0

For a networked installation, your Agilent service representative will be able to assist.

Software Configuration

Before you can start to configure the instruments, you need to prepare a corresponding
Openlab CDS project. Then you can add instruments that are assigned to the new project.

For detailed information on how to create a new project and add instruments, refer to Openlab
Help and Learning Online.

Configure an Instrument

After an instrument has been added to the Control Panel, it must be configured for its specific
hardware components. In order to configure an instrument, the instrument must be turned on
and connected to the same network as your Agilent Instrument Controller or Workstation.

The modules and instruments of the LC system are configured through Auto Configuration,
whereas, the iQ MSD must be manually added and then configured.

For detailed information on how to use Auto Configuration to configure your instrument, refer to
Openlab Help and Learning Online.
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Software Installation

Configure the MSD
1 In the Configurable Modules list, select the MSD to move it to the Selected Modules list.
14% Configure Instrument: S LCMS {#2) x|

Agilent LC/MS System

™ Use classic drivers

I Enable Inteligent Reparting
¥ LE/MSD Biodnalysis Toolks

Method load on startup: [Alsys ask user to choose an option |
Configurable Modules Selected Modules
= Losysten (Ga2938] | Agilent LC Modules and Systems
Auto
B o system ezeay Configuration E@ Qust. Pump [613114] (564401 332)
T e spsten sezean) @ Sampler [513134] (DES1608515)

E LC System [G4290C) » 2 qﬁ Colurn Cornp. [G1716A] [DE 14325206
T

<
1o sytom esany I Generic Modules v
——
[ L e ] 5o (61608 LEAMSD )

Generic Modules Corfiguie:
E Aglent LT-ELSD [G42184)

[ =] s‘ng‘g,uuawsal

S 36A00E

Addtional configuration ~

oK Cancel Help

2 Double-click the module.

F]L] 50 (661604 LC/MSD i)

3 Inthe dialog, enter the MSD IP address and select Fraction collection enabled.

Agilent Single Quadrupole LC/MS Configuration X

IP address 192.168.254.12

Instrument settings

Model
Serial number

Firmware revision

| Download MS instrument information

1 0K | cocel |  Hep |

4 Click Connect

v The instrument information (Model, Serial number, Firmware revision) is filled in
automatically.
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Software Installation

Confirm the MSD for the Fraction Collector as a Peak Detector

1 Inthe LC system configuration, double-click the Fraction Collector module, and verify that the
MSD has been added as a Peak Detector.

Agilent LC & LC/MS

Available modules: Configured modules:

% LC System [G4289C]
@ LC System [G42908]
% LC System [G4230C] 7 WD (G71144)

% LC System [G4291B] @Prep. Sampler (G71574) Ll
% LC System [G4292B] %le Pump (G71614) Ll
@ LC System [G42936] .'gfu Flow Modulator (G71708)

@ LC System [G4233C]
@ LC System [G4234B]

2| | Agilent Single Quadriupole LC/MS ’

e le

i) | SO (GE1604 LC/MSD i)

Auto Configuration | oK | Cancel

2 If the MSD is not shown in the Peak Detector list, add the MSD manually.

a Select Add... and enter the Module Type and Serial Number.
Peak Detectors

Module Type Serial Number

G6160A SG2506R001
GT7114A DEACXD1546
A
v
Add Remove

3 Make sure that a Linked Pump has been selected.

This is necessary for the system to apply the delay calibration values during fraction
collection.

Offline Configuration
o These opticns are for information only or for configuring an offline system. Please
sae help for instructions an how o change the configuration.
Linked Pump: | GT161ADEAGMI0T16 -

4 Select OK to confirm your settings.

MBFC Concept Overview Technical Note 7



Software Installation

5 Run a Delay Calibration to finish the installation/configuration. For more information on the
Delay Calibration procedure, see Delay Calibration Procedure and Result Review on
page 15.
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Method Creation in OpenLab CDS 2.x

Method Creation in OpenLab CDS 2.x

In Openlab CDS Acquisition, you create methods for each of the LC system modules.

While the Flow Modulator requires input for the Main flow, Make-up flow and Mode settings, this
Technical Note only describes the method settings that are required for the iQ MSD and the
Fraction Collector.

For details on the method creation and acquisition parameters, see Openlab Help and Learning
Online.

MSD Method Setup

In the acquisition method for the MSD, you must set up the parameters for monitoring as for an
analyses.

ﬁ Prep 1260 MSD - Acquisition

Home Delay Calibration

A R;I;ase ﬂ]

E ~ copy Activity Log online signals  single sample Analysis

ﬁ v Delet Instrument Status ~ Spectrum sample Prep Method
Single
sample

Method Sequence ¥ ) Reset v Run Queue Status

Instrument Layouts Windows

Acquisition Method — 1-Prep Checkout.amx
DoE 5 O G

A4 General
Properti lonsource  ESI - Stoptime @ As pump/No limit
roperties 4 Advanced Acquire N o
@ Time filter window (min) | 0.02 O Limit (min)
4 Instrument Setup Acquisition
€1 Source
Fraction Collector Chromategrams  ACQuisition Parameters
Quat. Pump N
mee B EE LY
vwo Instrument mode
Time - Compound/Segment Massrange  Mass range Quad Scan/Dwell Detector Fragmentor Fragmentor
Prep. Sampler P 8 8 8 8 8 ?
P same 4 Tune (min) | Scamfvpe LR name start(mfz)  end(mfz ™7 res time (ms)  gain factor W) R || D |
Prep. Pump Autotune
Flow Modulator Checktune » o SIM ~ Positve ~ Compoundl 350.0  Unit ~ |62 1 135 ]
Configure Tune Scan v MNegative ¥ 200 650 435 1 Ramp > 0
Diagnostic Tune
@ Targeted points persecond (Hz) | 1.02 Datastorage  Centroid ~
Actual targeted points per second (Hz)  1.08 - SIM% 50
Estimated cycle time (ms/cycle)
Estimated max scan speed (Da/s)

For the MBFC it is additionally important to define parameters that will be used for triggering
Fraction Collection. In section Fraction collection trigger signals, you specify details of the
adducts that trigger the Fraction Collector to collect or explicitly not collect fractions.

Fraction collection trigger signals

= R 2 B+

Compound name Fraction target mass column | Fraction collector peak trigger  Compound formula  Monoisotopic mass
+ » Sudan Orange T1 * C hd 2142
[+ Sunset Yellow T2 * A - 4524
[ Patent Blue T3 * MNOT - 5442
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Method Creation in OpenLab CDS 2.x

Define Fraction Collection Trigger Signals

1 From the toolbar above the table, select + to create a new compound table, or select ¢ to
edit the displayed compounds.

Edit compound [ < |
Compounds Adducts 4
B E 1 2 3. Positive lons Negative lons @ Charge State
Compound name | Compound formula | Monoisotopic mass | Fraction collector peak trigger [ -electron [ +electron (W]
SudanOrange | C12H10N202 2141 c - O = 2
Sunset Vell C16H10N2Na20752 |452.0 O - g-a o
> unset Yellow a X A v 0 +k 0 +er
Patent Blue C27TH3IN2Na06S2 | 5662 NOT - O] +nH4 O +Hcoo
O -cee [ +cH3coo
O +cr3coo
Duell (ms)
(-Na)-
O (M-Na-H2-
® (M-2Na)2-
5 Compound name Compound formula Adduct species z Monoisotopic mass Fraction collector peak trigger m/z Polarity
. Sudan Orange C12H10N202 (M+H)+ 1 214 c 2151 Positive
Sudan Orange C12H10N202 (M-H)- 1 2141 c 2131 Negative
» | Sunset Yellow C16H10N2Na20752 (M-2Na)2- 2 4520 A 2030 Negative
Patent Blue C27H31N2Na0652 (M-(CBe))+ 15662 NOT 5452 Positive
Patent Blue C27H31N2Na06S2 (M-Na)- 15662 NOT 5432 Negative
Apply

2 In column Compound formula (1.), enter the formula of the compound. In column
Monoisotopic mass (2.), the corresponding mass is calculated automatically by the formula,
or can be entered manually instead of the monoisotopic mass.

3 In column Fraction collector peak trigger (3.), specify the corresponding signal A, B, C, D, or
NOT. This information is used as a trigger for the fraction collector and is applied to the
Fraction Collector method (see Figure 4 on page 13).

4 In section Adducts (4.), specify the adducts for the compound:

a Select the desired compound in the table.

b Choose the most abundant adducts from the list. Here, the most common ones are
already listed.

¢ To create and add new adducts, enter the name in the field below, and select +. From
the list Charge State, specify the charge-state to create particular adducts.

The table at the bottom area (5.) lists a summary of what you have created, including the
resulting adduct mass.

v Select Apply, to apply the MBFC parameters to the acquisition method.
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Method Creation in OpenLab CDS 2.x

Create Fraction Target Mass and Fraction Collector Threshold Parameters as
Method Override Columns

1 Inthe Sequence table, add the Fraction target mass columns and Fraction Collector
Threshold columns as Method Override Columns to the Sequence table.

Sequence — Checkout.sgx

Y A

hpel g -5 AoplyTemplae B @

4 General »m Action 5 vial 5 sampletpe & Acq method 5 Poc method - Volume B Injection sou_ 8 Frac startloc.__Fraction Coll 2 Fraction Coll._ Fraction Coll_ % Frac
e s [Blnee  mm @ smie |rersaonem seenas Jas hectocnen

Run Options

4 Injections
Table

EILS P2aL *m UseMethod Al Next Locstion

The columns are added to the sequence table.

Sequence — Checkout.sax

Coll._5 Fracton Coll. 5| Fracion Coll_ 5 Fracson Coll ] SQ:Ti Frac. | SQ:T2 Fracdio. = SQ-T3 Fracio. &

2 Enter a mass and threshold in the newly created columns.

3 Navigate to the Fraction collection trigger signals table. In the Fraction target mass column,
select the desired column (T1, T2, T3 ) and respective mass to be applied to the compound.

Fraction collection trigger signals

£ P Yo

Compound name Fraction target mass columnl Fraction collector peak trigger Compound formula | Monoisotopic mass
[ Sudan Orange Tl - C - 2142
£} Sunset Yellow T2 - A A 452.4
] Patent Blue T3 »§ NOT - 54432

v" The mass in the sequence table is applied to the defined adducts of the fraction collection
parameters. This enables you to run a method with particular adducts set up, but applied to
the new masses.

Define Chromatograms to be Displayed in the Online Plot

In the Chromatograms section, you define the Chromatograms that can be shown in the Online
Plot. As standard, you can specify the EICs for the compounds you have collected.

The Fraction collector peak triggers are automatically added to the Online Plot.

The following Chrom types are also available:

TIC The Total lon Chromatogram is the overlap of all of the scan segment TICs in one trace

Channel TIC A Channel TIC is a TIC per scan segment. TIC_1 is the TIC for scan segment 1, TIC_2 is the TIC
for scan segment 2...
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Method Creation in OpenLab CDS 2.x

EIC
BPC

4 Advanced Acquire
Acquisition
Source
Chromatograms
Timetable

Instrument mode
4 Tune

Autotune

Checktune

Configure Tune

Diagnostic Tune

An Extracted lon Chromatogram is a chromatogram for only the specified m/z or m/z range

A Base Peak Chromatogram. You can specify masses or mass ranges to exclude from this

chromatogram
lon source ESI v Stop time ® as pump/Na limit
. Time filter window (min) | 0.02 O Limit {min)
Chromatograms
=
= =
Chrom type Extracted mass (m/z) Excluded masses (m/z})
b EIC - 214.1
EIC * EIC 344.2
EIC * EIC 203
TIC > TIC
Channel TIC = ChannelTIC
BPC * BPC 10

For more information, refer to the Openlab Help and Learning Online.

Fraction Collector Method Setup

The method for triggering the Fraction Collector with an iQ MSD is similar to that of a Detector.

Instead of wavelength signals, the monitored adducts by the MSD are used as signals.

Define the Peak Trigger for the Fraction Collector

1 Inthe MSD aquisition method, select a signal for the compound to be used as trigger for the

Fraction Collector:

Fraction collection trigger signals

=]
= e 79-:)
=
Compound name
3] Sudan Orange
] Patent Blue
@ Sunset Yellow

MBFC Concept Overview Technical Note

2+ &
Fraction target mass column
T3 -
T2 -
T1 -

Fraction collector peak trigger

A -
B -
C -

Compound formula
C12H10N202
C27TH31IN2Na 0652

C16H10N2Na207s2

Monoisotopic mass
214.1
566.2

452.0
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Method Creation in OpenLab CDS 2.x

In the Fraction Collector method, the defined signals for peak triggers are shown under

Used Signal.

4 Instrument Setup
sa

Fraction Collection

Fraction Collector ® Enabled O Disabled
Quat. Pump
s
vwo Peak Triggers MS
Prep. Sampler
MS 1 MS 2 MS 3 MS 4
Prep. Pump Use O
Flow Medulater Peak GB160A GB160A GB160A
SN snenAman mmEnamnn Sansnonnog none
Used
Signal A B c A
Detection Mode Threshold Threshald Threshold Threshold
Threshaold 236.275 counts 1366.225 counts 11965.736 counts 5.000
Up Slope 5.00 counts/s 5.00 counts/s 5.00 counts/s 5.00
Down Slope 5.00 counts/s 5.00 counts/s 5.00 counts/s 5.00
Upper Threshold 456.541 counts 3273.750 counts 297481.728 counts 2000.000
Limit Peak Duration (] ] O ]
Max. Peak Duration 30.000 s 30.000s 30000 s 30.000s
Figure 4: Peak Triggers MS parameters
4 Instrument Setup Fraction Collection
sa.
Fraction Collector ® Enabled O Disabled
Quat. Pump
vwe Peak Triggers UV
Prep. Sampler
1 2 3 4
Prep. Pump Use 0O o o
Flow Modulator Peak G7114A:
Nt mbnr NEACYN1EAR none none none
Used
Signal A A A A
Tean
Detection Mode Threshold Threshold Threshold Threshold
Threshold 5.000 mAU 5.000 5.000 5.000
Up Slope 5.00 mAU/s 5.00 5.00 5.00
Down Slope 5.00 mAU/s 5.00 5.00 5.00
Upper Threshald 2000.000 mAU 2000.000 2000.000 2000.000
Limit Peak Duration O O ] ]
Max. Peak Duration 30.000s 30.000s 30.000 s 30.000 s

Figure 5: Peak Triggers UV parameters

2 Inthetable, select the option Use for the signal you want to enable the fraction collection.

MBFC Concept Overview Technical Note



Method Creation in OpenLab CDS 2.x

Define the Delay Mode for the Fraction Collector

In the Fraction Collector method, you enable to override a delay time and delay volume.
1 Inthe MS/ UV Delay Settings, select the Delay Mode Use Time.

oM Advanced

Dalay Sattings

[ovwe

Paak
Detecion

MDCF: Usa Tima Usa Tima A - s calibrated (Tema)

ME1 M35 2 MS 3 M54
GEIB0ASG2506R0D1 GE1B0A SG2506R001 GE1B0ASG25MER001 NG

Time 1.0:00 = 1.000 = 1000 =
Volume

For the UV detector, this will override the Delay Volume or Time, and for the MSD, this will
only affect the delay Time despite the option for Volume being available for the MSD.
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Delay Calibration Procedure and Result Review

Delay Calibration Procedure and Result Review

Run a Delay Calibration

Parts required Qty. p/n Description
1 E 5190-8223 Delay Calibrant and Checkout Mix for LC
The checkout mix consists of three colored
components. For the delay calibration, only the second
eluting component (Patent blue; blue colored) is of
interest.

Prerequisites

A method is already created that identifies all LC modules to include in the calibrated
system. Also sample information (location, name, etc.), setup information and run for each
of the modules (Sampler, Pump, Detector, etc.) must be defined. For specific details on the
method for running a delay calibration, refer to the OpenlLab Help and Learning Online.

For details how to create a method for the MBFC, see Method Creation in OpenLab CDS 2.x on
page 9.

A Delay Calibration should always be carried out at the flow rate and Flow Modulator settings
that is also used for purifying the samples.

1 InOpenLab CDS Acquisition, navigate to the Ribbon tab Delay Calibration, and select the
option Start Delay Calibration.
NOTE: The option is only available if you have an LC Fraction Collector module configured.

+

£

Delay Calibration

Start Delay Calibration

Evaluate Delay Calib rati#n

Starts the delay calibration navigator to perform delay calibration runs.

Agilent Fraction Collection

A Delay Calibration navigator guides you through the calibration process in several steps.
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Delay Calibration Procedure and Result Review

2 In step Run Calibration, specify the method and sample location where the 5190-8223 (Delay
Calibrant and Checkout Mix for LC) is located.

Delay Calibration Run: Prep 1260 MSD

Run Calibration

Run Calibration G1364E:PPAGP00006

You can perform and evaluate one or more calibration run with varying sample parameters and methods here. Once you are done, please go 'Next' to start the clean-up procedure

Run Information

Sample name | peja ealibrationSample >

Aca.method | ¢4 cpsprojects\HPLC\Methods\1-Prep Delay Cal.amx

Result path C\CDSProjects\HPLC\Results

Result name

Autosampler

I
njection source [, -

Injection volume| i yicthod .

vial P2-AL

_) Waiting for the delay calibration run to complete...

4 b X tancel

3 Once all details are provided, start the calibration.

For more information about the method creation to run the Delay Calibration procedure and to
start the Delay Calibration run, refer to OpenlLab Help and Learning Online.

Evaluate Delay Calibration

After the delay calibration process is finished, you must review the Delay Calibration.
1 In OpenLab CDS Acquisition, navigate to the Ribbon tab Delay Calibration, and select the
option Evaluate Delay Calibration.
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Delay Calibration Procedure and Result Review

2 In step Signals and Peaks, you modify integration events of the delay calibrant. Here, you
assign the peaks in the UV, MSD and FC chromatograms.

Calibration peak selection

For each signal select the peak that represents the
delay calibrant. If the calibration peak does not
show a retention time label, modify the signal
specific integration events to get the peak
integrated.

The calculated delay time is the retention time:
difference in reference to the peak selected in the
delay sensor signal.In case reference is a mass
detector signal, a correction time is applied.

Note: For clustered fraction collectors select the

delay sensor signal of the module you intend to

calibrate. You can only calibrate one module ata
time. Repeat the whole evaluation procedure as

needed

3 In step Evaluation, review and

Evaluate and apply calibration

In order to convert the delaytime to a delay volume
for detector using delay volume and the delay
sensor correction volume to a delay sensor
correction time for MS detector, select or enter the
pump flow that was used for the calibration run.

If your instrument configuration hosts two of more
detectors, verify the correctness of the calibration
signal to detector serial number assignment. The
assignment can be changed, if needed

If needed, the delay volume and the effective delay
time can be slightly adjusted before loading the
value to the fraction collector device.

If your instrument configuration hosts two or more
fraction collectors, verify the correctness of the
fraction collector serial number before loading the
delays to the device. The module selection can be
changed, if nesded.

After verifying the correctness of all data, load the
data to the device.

MBFC Concept Overview Technical Note

Delay Calibration Data Evaluation: Prep 1260 MSD

Signals and Peaks Evaluation

Data file: Prep 1260 MSD-2025-04-29 11-40-23+10-00.dx
Sample name: DelayCalibrationSample

Acq. method: 1-Prep Delay Cal.amx
Acq. date: 2025-04-29 11:41:55+10:00

Inj. volume: 100 ul

74, VWD1:  VWD1A Wavelength=600 nm

~ Calibration Peak: Peak 2 o

@

VWD1A,Wavelength=600 nm

x
=]

Response(mAU]

o

Delay Time: 0.212 min [RT: 2.452 min] ‘

Retention Time [Minutzs)

15 20 25 30 35 40 45 50 55 6.0 65

~ ExtractEIC...

®

Retention Time [Minuss]

E x10°

ﬁ * = Delay Time: 0.020 min [RT:Z.G}Tmm]‘

H

S & 8 g 28 g: 8¢ § 3

T LB 8 g &8 288 8%

£ 2 = - = e 00

g .

2

2 |

(4 0 | ] ! | 1| /- | | /| ] /- ] | | J
05 10 15 20 25 3.0 35 40 45 50 55 80 65

>

Delay Sensor Signak: ~ AFC1C,Delay Sensor ~ Calibration

Peak: Peak 17 B

AFC1C Delay Sensor

E x10°

3 4

=X

T

]

£ 2 s we moeze
g SR 82 5838
g HEF 8 - & 588
g CC88 8 6 v e de
x o vl Il il il

05 1 15 10

35
Retention Time [Minutes]

q Back Next D X cCancel
Delay Calibration Data Evaluation: Prep 1260 MSD O x
Signals and Peaks Evaluation I
Pump Flow
Please specify the flow which was used for the calibration run. It is required to calculate the delay volume.
@ From Data File: 25.000 mL/min
O Custom Flow: 0.000 mL/min
Detector Delay Volume(s)
Assignment of calibration signals to peak detectors and resuiting delays
Peak Detector Calibration Signal Calc Delay Time  Delay Volume
G7114A:DEACK01546 vwD1 ~ 0212min 5292 5 mL
MS Detector Delay Time
Assignment of calibration signal to peak detector and resulting delay
Peak Detector Calibration Signal Calc Delay Time  Delay Sensor Correction Time _ Effective Delay Time
GE160A:5G2506R001 Ms1 * 0027min -0.007 min 0020 o min
Apply to Fraction Collector
Fraction collector module to be updated:
{G1364E:PPAGPO00DS v
Load to Device
q Back b X cancel
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Delay Calibration Procedure and Result Review

a Select Load to Device... to upload the settings to the Fraction Collector.

) Apply to G1364E:PPAGP00006?

- G7114A:DEACX01546 $5.292 mL

The delay time of the following peak detector will be updated:
G6160A:5G2506R001 :0.020 min

Do you want to perform the update?

For more information about the evaluation, refer to OpenlLab Help and Learning Online.

MBFC Concept Overview Technical Note
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Running the Checkout with Different Method Settings

Running the Checkout with Different Method Settings

The 5190-8223 (Delay Calibrant and Checkout Mix for LC) is run over a gradient with known
conditions (column, mobile phases).

Sample 5190-8223 Delay Calibrant and Checkout Mix for LC

Solvent A 0.1 % Formic acid in Water

Solvent B 0.1 % Formic acid in Acetonitrile

Gradient 0.0 min, 90 % A 10%B
0.5min, 90 % A 10%B
4.0min, 5% A 95%B
6.0min, 5% A 95% B
6.7 min, 90 % A 10%B

Run time 7.0 min

Wavelength signal A: 310 nm +/- 4 nm, 5 Hz, no reference

Depending on the checkout column (which relates to the acquired tubing kit), different injection
volumes and flow rates are used:

Column Column ID Injection Flow Rate

[mm] Volume Range
[pL] [mL/min]

699975-302 (InfinityLab Poroshell 120 EC-C18, 3.0 x 50 mm, 3.0 0.5 0.4-06

2.7 um), or

693975-302 (InfinityLab Poroshell 120 EC-C18, 3.0 x 150 mm,

2.7 ym)

695975-902 (InfinityLab Poroshell 120 EC-C18, 4.6 x 100 mm, 4.6 1 1.0-1.5

2.7 um)

446905-802 (Agilent Prep 100A C18, 10 x 50 mm, 5 pm) 10 10 4-8

446905-702 (Agilent Prep 100A C18,21.2 x 50 mm, 5 pm) 20 50 15-40

446905-302 (Agilent Prep 100A C18, 30 x 50 mm, 5 pm) 30 100 40-80

446905-502 (Agilent Prep 100A C18, 50 x 50 mm, 5 pm) 50 300 80 - 200

For the MSD, these are most abundant ions:

Compound Color Mass Typical lon Species
Sunset Yellow orange 452.37 M-Na (double) (neg) 203
Patent Blue blue 566.66 M-Na (neg) 543
M-Na+H (pos) 545
Sudan Orange yellow 214.22 M+H (pos) 215
M-H (neg) 213

Due to the addition of formic acid, Sunset Yellow appears in orange and Sudan Orange appears
in yellow.

Ensure that three peaks are observed and three fractions are collected (with an orange, blue and
yellow appearance). This proves that the system is working as intended; the chromatography
was successful, peaks were collected and the delay time is set correctly.
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Running the Checkout with Different Method Settings

Important:

The combination of main and split flow in the calibration method needs to be exactly the
same as in the target application. When a Flow Modulator (or splitter in general) is used,
different flows produce different delay volumes/times, which cannot be re-calculated by the
software.

To avoid unnecessary solvent consumption, it is advised to add a Shutdown method to a
sequence to turn pumps off.

Calibration using the delay and checkout calibrant cannot be performed isocratically. Some
dyes in the mixture will not elute properly from the column when a high percentage of
organic solvent is used. This is a specific effect of sulfonated dyes being separated with high
surface area columns, which are typical for preparative chromatography.
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Reviewing Results

Reviewing Results

OpenLab CDS Data Analysis allows you to review the signals you are interested in. In the
Navigation pane of Data Processing, select the desired data file and the signal you wish to review
in the Chromatograms window.

L

HPLC - Data Analysis. a7 -8 x

O @ | &

Data Processing « | Sample Informati... x Chromatograms X Sample Container x

QLE BEEWE AR HE sowmebome- B B

>

by sequence
4 & Bl Prep 1260 MSD-2025-04-22 11-14-
o & checkoutl - 2025-04-221 / B

mst

ate (yyyy-MM-dd)

F & checkout2 -2025-04-221 /b
o T -2025-04-2211-33-40+41 /B

Crasted by
Modification date (yyyy-MM-dd)

Modiredby

4 Signale

1 wis: | +/-Ticsim 51 wass=214.1,Adduct &
91 wis: | -Tic s 1 2 Mass=452.0,Adducts=
1 w2 | /- Tic 1M st B Mass=S66.2.Adduct
[ vw | awavelength=310nm

b Instrument Traces Injection time (yyyy-MM-dd] .
4 Methods tor 1 1185 1930 2170 sased (VWD1)

& c.1c e percent_Dafautmethod T 1era 218 2197

2 1 2607 2600 (vwD1, Q1) Patent Blus

3 1ha 2865 a0 563 Peakbased (VWDL, 501) Sudan Orange
e yyy-Mv-de)

< e— > i b Fraction details

Current user: SYSTEM (SYSTEM) Connected

The peak selection is synchronized with the data selection in other windows. If you select a
specific peak in the Chromatograms window, the related fraction information is shown in the
Sample Information window, and the corresponding information is also highlighted in the
Fraction Results table as well as in the fraction location of the Sample Container window. Vice
versa, if you select a fraction in the Fraction Results table, the corresponding peak will be
selected in the Chromatograms window.

In the Chromatograms window, fractions are indicated by a colored box surrounding the
fractionated peak. The fraction vial in the Sample Container window is highlighted in the same
color. The color coding depends on the collected fraction type and is described in detail in the
menu of Sample Container window.

Collected fraction types

Time-based
Peak-based

0 Volume-based

0 Manually triggered

~) Mass-based
Overfill

@ Recovery

The Fraction Results table shows information about each collected fraction, such as the location
on the instrument, collection start and stop time, collected volume, reason for collection, etc.

For more information on the review of data in Data Analysis, refer to OpenLab Help and Learning
Online.
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