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Foreword
Welcome

Foreword

Welcome

Welcome to the Basic level of the Beckman Coulter training program for PPACE™ MDQ with

32 Karat"™ Software. During this training, our engineer will guide you through the basic
operation of the system, review safety and maintenance guidelines, and review optional
accessories that provide optimum performance for your system.

The purpose of basic training is to introduce you to the system and ensure that you are able to
perform basic functions. However, the training is not intended to include creating custom
applications. For advanced training options, please contact your sales office.

The following prerequisites have been defined to ensure a successful basic training:

1. The operator must be available without interruption for the entire training session.

2. No more than two operators will be trained as part of the installation.

The system operation requires a basic knowledge of Windows XP. The operator must be
familiar with the following terms and skills:

* Creating, opening, saving, editing, moving, and copying files

P/ACE MDQ Training Workbook .
PN A33116AB Vil



Foreword

Training Overview

Training Overview

The training is organized in thirteen sections. Your instructor will guide you through each
section. At the end of most sections, a skill check is provided to help you evaluate your

viii

progress.

System Overview
e  QOverview

* Hardware Terminology

* Software Terminology

Safety

* Safety Features

* Safety Notices

* Chemical and Biological Safety
* Electrical Safety

* Electrostatic Discharge

Software Setup and Initialization
* Accessing 32 Karat Software

* Configuring 32 Karat Software
* Starting the Instrument
e Skill Check

Reviewing Detectors
e UV Detectors

e PDA Detectors
e LIF Detectors

Using Direct Control
* Accessing Direct Control

* Using Direct Control Screens
e Skill Check

Working with Methods
* Using the Method Wizard

* Creating a Method

* Saving a Method

* Editing a Method

* Printing a Method

* Other Method Functions
e Skill Check

32 Karat 8.0
PN A33116AB



Foreword
Training Overview

Running a Sample
* Running a Single Sample
* Stopping or Aborting a Method
* Displaying Data
e Skill Check

Analyzing and Integrating Data
* Opening Data Files
* Optimizing Integration
* Defining and Naming Peaks
* Identifying Peaks Based on Migration Time
* Identifying Peaks Based on Mobility
e Skill Check

Using Sequence Tables
* Using the Sequence Wizard

* Viewing a Sequence
* Editing a Sequence
* Saving a Sequence

* Running a Sequence
e Skill Check

Creating Calibrations
* Editing the Peak ID table

* Creating a Calibration Sequence with the Sequence Wizard
* Running a Calibration Sequence

* Reviewing Calibration Curves
* Final Skill Check

Preparing Custom Reports
* Accessing and Editing a Custom Method Report

* Creating a Custom Method Report
e Skill Check

Summary
* Advancing your skill

* Record of Operator Training

P/ACE MDQ Training Workbook .
PN A33116AB IX
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System Overview
Overview

System Overview

Overview
This section describes the hardware components of P/ACE MDQ system. You will learn the

operation considerations for each module and terms commonly used for the software and

hardware.

| P/ACE MDQ
0 o

e —" =

| [BECKIMAN

COULTER. |
—a
— T
901004L.Al

Figure 1.1 P/ACE MDQ System

P/ACE MDQ Training Workbook
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System Overview
Overview

Hardware Terminology
System
L Power Switch
U Front Panel LEDs and Indicator lights
0  Communications cables
U Remote hook-ups

[ Other detectors

U Spare parts and consumables list

32 Karat 8.0
2 PN A33116AB



System Overview 1
Overview

Trays
* Tray Cover and Capillary Cartridge Cover
* Tray Racks
e Sample Tray and Sample Cooling
* Tray Name and Format
N | 00000000
QOO0 ¢
ShotosE
1 | A=<= c=o=¢ F ©
ssssesige i
COOO00)] | 88588350
00000000
00000000
” Y| TR
000000
900000
900000
TOOOO0| oo
2| O0000 | * I
TOOORO| (|56
JOO000| U
SOO000| oS
1. Buffer Tray 2. 48 Vial Sample Tray
3. 96 Position Sample Tray 4. Large Volume Buffer Reservoir

P/ACE MDQ Training Workbook
PN A33116AB 3



System Overview

Overview

Capillary Cartridge
1. Coolant tubing with capillary inside 2. Inlet Side
3. Capillary 4.  Qutlet Side
5. Detector Window and Aperture 6. Aperture for UV and PDA cartridge
7. Aperture and Stabilizer Plug for LIF
cartridge
32 Karat 8.0
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System Overview 1
Overview

Detectors (UV, PDA or LIF)

Lamp
U Hours

U Change procedure
U Diagnostics

Software Terminology

Window

E_» = Instrument 1 Method: (None] Data: [Mone] Project: Default
2—> File Edit Wiew Method Data Sequence Analysiz Contol Heports  Window Help

3— BISE|fuwv-zeee o] o EE BlE BElE| Sl ks 2w e B &2 =

1| e e e v e e e i e e e v e e e e v e | O

4 —  ForHelp, press F1 [ MM
I~ Title Bar
@

5®  Menu Bar

2®  Toolbar

5@  Status Line

P/ACE MDQ Training Workbook
PN A33116AB 5



System Overview

Overview
Main Menu
U New Instrument
U System Configuration
U Interface Configuration
U Online/Offline System Administration
Summary

This section introduced you to an overview of P/ACE MDQ system. Now you are ready to
learn the details required for successful operation. Refer to "Safety" on page 2-7 before
proceeding.

32 Karat 8.0
6 PN A33116AB



Safety 2

Overview

Safety

2.1 Overview
This section provides safety instructions for PPZACE MDQ hardware and accessories. You will
review:
* Safety Feature
* Safety Notices
* Chemical and biological safety
* Electrical safety
* Moving parts
* Instrument safety features

e Release Notes

2.2  Safety Information for P/ACE MDQ and 32 Karat Software

All safety instructions should be read and understood before installation, operation,
maintenance or repairs are attempted.

See the MDQ User’s Guide for Safety Information regarding this system.
Safety Features
Review the location and action of the following safety features:
O ON/OFF switch
O Fuse replacement and voltage selection
Safety Notices

Review meaning and placement:

U International safety symbols

O High voltage symbol

P/ACE MDQ Training Workbook
PN A33116AB 7



Safety
Safety Information for P/ACE MDQ and 32 Karat Software

Chemical and Biological Safety

Normal operation of the system involves the use of many solvents and reagents, which may
be toxic, flammable or biologically harmful.

O Observe all cautionary information printed on the original solution containers prior to
use.

O Operate the system in an appropriate enclosure and take all necessary precautions when
using pathologic, toxic, or radioactive materials to prevent the generation of aerosols.

U Observe the appropriate cautionary procedures as defined by your safety officer when
using flammable solvents in or near the powered-up instrument.

O Wear appropriate lab attire (safety glasses, gloves, lab coat, and breathing apparatus)
when working with hazardous materials.

U Remember that solvents may be flowing under high pressure.

Electrical Safety

O Always disconnect power to the system before performing maintenance operations.

QO Refer servicing that requires removal of covers to qualified personnel.

Electrostatic Discharge
U Ground yourself before working with system.

O Carpeting in a building can influence static charge. Use caution when working in this
environment.

* Contact Beckman Coulter Field Service if you have questions.

Release Notes

The Release Notes contain important information that became available after the 32 Karat
Software manuals were printed:

¢ Read and review the information contained in this file

* Print the file and place in binder, if necessary

Summary

This completes the safety portion of the basic training. For more detailed information
regarding safety, refer to the P/ACE MDQ Installation and Maintenance Guide.

WARNING Do not use the product in any manner other than specified. The safety and performance of the
equipment will be impaired.

32 Karat 8.0
8 PN A33116AB



Software Setup and Initialization 3
Overview

Software Setup and Initialization

3.1 Overview

This section considers the start-up process for the 32 Karat Software. We will discuss:

* Accessing 32 Karat Software

* The Enterprise Screen (Main Menu)
* Configuring 32 Karat Software

* Screen Layout

o Skill Check

3.2 Accessing 32 Karat Software

=] Accessories 4
=] Startup 4
ﬂ Cammand Prampt
@ windaws Explorer

Administrative Tools [Common] — #
Matiohal Instrurments M1-428.2 L4

A 32 Karat Software

Programs =) Startup 4 @ 32 Farat Software Releaze Mates
“ Installation Llualfication

Documents 4

Settings 4
Find 4
Help

Bun...

Shut Dowr,..

& T ® i LY

Figure 3.1 Accessing 32 Karat Software through Startup Menu

P/ACE MDQ Training Workbook
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Software Setup and Initialization
Accessing 32 Karat Software

BX Exploring - F-A32Karat

File Edit ‘iew Toolz Help

10

<

All Folders Contents of 'F:%32Karat’
255 Desktap | 1Data CrndE ase.di Hiw/Base.dl DEMinterface MD O
=2 My Computer 21 GoldCrwt CanfigRenT able.rith Implade. di DEMinterface 551
1 Irstrument. 10001 A C5Main.exe B Inst. e og70as.dl
2 Methods CSMain.ust B8 InstallationQualfication MDA [%] 0SCE0as.dI
|1 Projects ChiReg.exe InstCig.OLL OTEDas.dI
D Request CirlS ervice.dll Inztrument 10001 Statuz M| @ FacetDO.reg
1 Sequence D ataFileCrt.ald, Instrument10007.cfg ParamsIFace.dl
2 Sounds DataFileCyt 554eci Instrument] 0007 logids PDA.dI
2 Template DataFileCvt 551 Instrument] 0007 Jlogrec Pda_DUIBase.dI
9 ACHBase.dl [DrataHandler di Instrurnent 10007 st PeakGroupR epT able.rith
Q AogDUIB aze dil D ataSystem.cht ! Key.exe ProcessLog.ini
9 aia.dll datasystem.ent LibrarySearch.ocx Qadl
. 9 alg.dll @ datazystem. hip LibSrchProc. dll @ ReleazeMotes.doc
(=] Control Pamel Q algCaezar.dl D ataSystem. M @ LoadingR epart. avi E Fesetzad 2. ene
{8 Printers 9 AnalogDet.dll DCOMPermiszion:Helper. dl LogviewR epT able.rith Roboex32.dli
Metwork, Meighborhood Approved bmp DCOMServers IMI Q MDOQBage.dl 12232linklayer. dil
& Pecycls Bin ASDUIB aze.dil gﬁlDCDMServerSettings.eHe Q MDODCP.dl s etbelay.exe
{0 Biowarks BatchDac.di default met [%] MDADLUILdI Skazwdl
- My Brisfoase BatchRepT able.rth [%] DetDUIB se.di (%] MDGYSM.dI S pecthum.ocx
CalibRepT able.rth [%] drestart3zh sys MethadRepT able.th 554204l
Calibwizard.dl %] DUIBase.dl micdZ.di $54200U1.dI
CEBaze.dl 22 EnterpriseSetup.sxe “ Modulgtfalidation. exe 5842DSewel. =]
ECalc.dl [%] EventDUIdI (2] Madval I Ssidd.ocx
CEGraphics.dl %] FRCGraphics.dl (%] msveit.di ssibase.dl
hromatographwR eports. dil Q GCOUIBazedl 9 M svepB0.dil SzilContour.ocx
ChromD ataD oc. di %] GPIBLinkLayer.dl (%] maver.di ssidophase.di
hromObj.DLL %] GraphObi.di %] OCEDas.dl BA sidcpserver. sxe
ChromParams.dl [%] GraphOhbjectFace.di [ O CalibGraph.acx 551 Debug.di
ChromRepGraph.ocs @ Hwararmgr.dll Q OexResulSignoff. oo SSIEnterprize. dll

140 ohject(s)

|82.1MB [Dizk free space: 278ME]

Figure 3.2 Accessing 32 Karat Software through Windows
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3.3

i 32 Karat Software

File Edit

Wiew Tools

Help

Software Setup and Initialization
Instrument Configuration

(=] E3

e O =) R N R I D =

MNEEU e e

[
L

|

£

il

| Current location/group is 'The Enterprise’

Feady

Admin Uzer. 2

Figure 3.3 32 Karat Software Enterprise Screen (Main Menu)

Q

UODD0DDCDO

Creating an Instrument

Online Instruments (for control of system)

Offline Instruments (for multitasking)

System Administration

System Administration Wizard

Users

Instrument Configuration

Q

a
a
a

P/ACE MDQ Training Workbook

PN A33116AB

Naming the Instrument
When and how to auto-configure
Selecting system options

SS420A/D Board or SS420x A/D Device

11
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Software Setup and Initialization
Module Configuration: Selecting Options

3.4 Module Configuration: Selecting Options
U Naming the Detectors

Beckman CE P/ACE MDO Configuration E2

Awailable modules: Configured modules:

»

LIF Detector Stand-alone —

[Mo Dretector)
P
External Event

Detector Configuration

Optionz | Auto Configuration | Ok, Cancel Help

Figure 3.4 P/ACE MDQ System Configuration dialog

P/ACE MDQ Instrument Configuration [ |

— GPIB Commmunication _m
Board: |GPIBO  Device [D: A SetBus Addressl
Cancel |

[ Iniet ray Ui CaEran e | | e

Buffer: I 36 wialz 4 I
= Bilten[(90amm - Bllaml——
Sample: Im
2 |2UU i i ISUU il
itiar: |ELAT Trays
Hme ostn T ) o E— e

— Olutlet tray: 4 |254— i = IF Him
Buffer: |3B wialz 'I & |28IJ— o
Sample: I 48 vialz - I

— Units

Haome position: IBD:M Traps | Pressure units: Ipsi j

—Sample Tray:
= Enable Trap Definition ———————————  — Temperature Contral
‘ HHeighit: |1 mn epths I'I T ’7 I.&vailable j

Figure 3.5 Instrument Configuration dialog

J  GPIB Communication
U Inlet/Outlet Trays

U Sample Trays

32 Karat 8.0
12 PN A33116AB



Software Setup and Initialization
Module Configuration: Selecting Options

LIF Calibration Wizard
Filters

Units

o O O O

Temperature Control

Configuration Options

General I Instrument Options |

15 yetem Suitability
(] Qualitative Analysis
[w|Caesar Integration

k. I Cancel Help

Figure 3.6 Configuration Options dialog
L PDA

U System Suitability
U Qualitative Analysis
a

Caesar Integration

P/ACE MDQ Training Workbook
PN A33116AB 13



Software Setup and Initialization
Starting the Newly Configured Instrument

3.5 Starting the Newly Configured Instrument

Instrument Wizard

Instrument Wizard - Instrument 1 [ x|

% Create or modify a method Help |

= |
EE'E:-—l Create a sequence
L

Fun a sequence of samples

» Run one zample

¥ Shaw at instrument startup

Figure 3.7 Instrument Wizard dialog

Instrument Window Screen Layout

= Instrument 1 Method: (Mone] Data: [None]  Project: Default M=
File Edit “iew dethod Data Sequence dnalpsis Control Beports  Window  Help

BIS|E| [ov-zianm 7] 2] =] | S e A sl = s e A A ) e S e

7 ] e e s o o o e o 7 ] ]

|| 00| =]

<2
For Help, press F1 MIN -2

Figure 3.8 Instrument Window

U Instrument Window

32 Karat 8.0
14 PN A33116AB



Software Setup and Initialization |
Skill Check

Title Bar
Menu Bar

Tool Bar

o O O O

Status Line

3.6  Skill Check

Upon completion of this section, you should be able to do the following:

Start the computer.

Log on to the Windows operating system.
Start 32 Karat Software.

Create an Instrument.

Auto Configure the instrument.

O

Open the Instrument Window.

3.7 Summary

This completes the software setup portion of the training. The software should now be started
and configured.

The next section covers the various types of detectors. You will review the information that
pertains to the configuration of your instrument. Only one detector type will be covered.

P/ACE MDQ Training Workbook
PN A33116AB 15



Software Setup and Initialization
Summary

32 Karat 8.0
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4.1

4.2

Reviewing Detectors
Overview

Reviewing Detectors

Overview

Depending on the configuration of your system, the function of the detector(s) varies. This
section focuses on the important setup and functions of each detector. Some of these relate to
report options you will learn in Section 12. In this section we will discuss:

* UV Initial Conditions Tab
e UV Data Display

* PDA Initial Conditions Tab
* The PDA Setup Window

* PDA Data Display

* LIF Initial Conditions Tab
* LIF Data Display

* LIF Calibration Wizard

UV Detector

UV Initial Conditions

= Instrument 1 Method: TestMixB_met Data: [None) Project: Default - [Instrument Setup]
=] File Edit Yiew Method Data Sequence Analysiz Control Beports  Wwindow  Help _IEILI

218 vz =1 0] BIE] Bl (0] el 2l (]| @ &2|| =

ﬁ“g Initial Conditions @@ UV Distector Initial Conditions | T F‘rograml
— Electropherogram channel — Filter
¥ &cquisition enabled " High sensitivity

‘wavelength: |214 vl nm ' Normal
" High resclution
[rata rate: |2 vl Hz g

Peak width [points]:

|1B-25 'l

—FRelay1 Relay 2—— ~Absobance signal
& Off & Off o« £
 0On  0On  Indirect

Apply |
7 e i e e e e e e e e e e e e e e | e

For Help, press F1 [ MM

Figure 4.1 UV Initial Conditions tab

P/ACE MDQ Training Workbook
PN A33116AB 17



Reviewing Detectors

UV Detector

18

Electropherogram Channel

U Wavelength

J  Data Rate

Filter Settings

U Peak width

Relays

U Ow/Off

Absorbance signal

U Direct

U Indirect

UV Data Display

= Instrument 1 Method: TestMixB.met Data: TestMixB.dat Project: Default - [UY - 214nm]
| File Edit Wiew Method Data Sequence Analysic Contol Bepots  Window Help - |El|i|

BE =% ke 2| @]t e] E & 2] =

(ol == | v A e = =
litude: O ]

hinutes

el s s A AL Ao AL A ] ] ] A ] o] |l

J\.l: o 5Hz|
A8 |z
For Help, press F1 [ W 4

Figure 4.2 Instrument Window with UV data displayed

32 Karat 8.0
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4.3 PDA Detector

PDA Initial Conditions

=g P/ACE MDA 1 Method: Quality met Data: Data Sample 3_dat Project: Default

File Edit “iew Method Data Sequence Analpziz Contral Beport:  ‘WwWindow  Help

Reviewing Detectors
PDA Detector

2|2 [1-roa - 218nm =] 2|52

B EE =8 == 8= me]»|5= e B & 2]

[ Instrument Setup Mi=] E3

é; Initial Conditions €= PO Detector Iritial Conditions | Time Programl

— Electropherogram zcan data

¥ Acquisition enabled

Data rate: |4 vl Hz
Scan range fmm|1SD to |3DD nm

— Filter

— Electropherogram channel data

Data R ate: |4 'I Hz

Acguighion Feference  “Wavelength  Bandwidth

enabled  channel [rn) [rn)
Charnel 1: W r IT |1U—
Charnel 22 W [ lr |1D—
Charnel 3 W I IT I'IU—
Peak detect: [~ [ W IT

= High sensitivity
& Mamnal

" High resolution
Peak width [points]:

I'IB-25 "I

—FRelay1—— ~Relap2—
& Off & Off
 On  On

— Feference channel

W avelength: |=1-EIEI [l
B andwidth: I'IU nm

—Abzortbance signal

@ Direct ¢ Indirect

Apphy |

2 [ P o s

R

| |=)|

For Help, press F1

[MIN"

Figure 4.3 PDA Initial Conditions tab

Electropherogram scan data
U  Datarate

U Scan range

Electropherogram channel data

U  Datarate

1  Channel Definition

U Peak detect

Filter Settings
[  Peak width

P/ACE MDQ Training Workbook
PN A33116AB
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Reviewing Detectors
PDA Setup

Fraction Collector /Relays
d  On

a  off

Reference Channel
U Wavelength

U Bandwidth

Absorbance signal
U Direct

U Indirect

4.4 PDA Setup

+4PDA Options

— Search parameters

Wi avelength step: I'I i
b aw hits: |3
Similarity threzhold: I

YW avelength range: I'I 90 - IEEIEI him

_|EI|5[
— Pre-filterz
Migration time range I— - I— Min
b obility ramgs: {0.000000 - |0.000000 1.0s-004
Larmbda max: I I I rirm

Compound name filter: I

Enabled Library
1 I
2 I

Apply |

Figure 4.4 PDA Options with Library tab selected

U Library Search Parameters

20
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Reviewing Detectors

PDA Setup
#PDA Dptions =10 %|
— Purity calculations — Per-peak spectrum calculation: —— =

“Wavelength range: I'IEIEI - IEEIEI him B Total puity
3 point purit
W avelength step: |1 i (13 point purity

Purity threzhald: IEI.EIEIEIEIEIEI
Abzorbance Ii s
threshold: 5.00 =

[~ Background compensation

Apply |

Figure 4.5 PDA Options with Purity tab selected

U Purity Calculations

_Ioix

— Spectral filtering

— Per-peak spectrum calculations —

Filtenng type: IN.:.ne j Sirnilarity

(w|LIp glope similarity
[w|D'own zlope similarity
[ Interpolate spectra [w|Lambda rnax

[ Background correction

— The peak spectum iz defined as

' The peak apex spectum
™ The avg. of the upslope, apex and downslope specira

" The avg. of every |2 spectra acrozss the peak

— Lambda max

Calculation range: I'I 90 - IEEIEI nrm

Apply |

Figure 4.6 PDA Options with Spectrum tab selected

U Spectral Filtering
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Reviewing Detectors
PDA Setup

PDA Options

Figure 4.7 PDA Options with Multi-Electropherogram tab selected
(J  Enabled

U Wavelength

U  Bandwidth

32 Karat 8.0
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Reviewing Detectors |
PDA Setup

PDA Options

Figure 4.8 PDA Options with Ratio tab selected
U Wavelength

U Bandwidth
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Reviewing Detectors
PDA Data Display

4.5 PDA Data Display

55 MDQpda Method: CE Quality.met  Data: CE PDA Data Sample.dat  Project: Default =) il
File Edit | wiew Method Data Sequence Analysis Control Reports Window Help

Display all Data

* Tile Data

Overlay Data

= [ = nlteen mo] bR DR EE S L AT e e[ &7

iew

Preferences. .. & -0.072 mAL

Spectral Library Search... - |
— Spectrum
# Electropherogram
Max Plat
Multi-Electropherogram
Ratin Plok

30
Contour
3D & Contour

A G A A A AN e v A LS W AN Y . ", GO NV O - W

[ MIN
Figure 4.9 Instrument Window with PDA data file open; View menu open and PDA View selected
U Photo Diode Array data features
[  PDA View
24 32 Karat 8.0

PN A33116AB



Reviewing Detectors
PDA Data Display

View Options

MDQpda Method: CE Quality.met  Data: CE PDA Data Sample.dat  Project: Default - 5‘5'
Eile Edit Wew Method Dats Sequence Analysis Control Reports Window Help

= BE & [1rroa-21anm | £ B R CH EE BT D e[ K7

Bviews ~ | B Synchionize B Arange & Actions ~

Time: 541841 Wnutes, Wiavelength: 200 nm izuelength: 150 nm - Amplitude: 48,028 mALl

603 —— 542 Min

3
hirutes

Time: 0 hfnutes - Amplitude: 0 mAL

—— P/ACE MOQ-200 nm

- A e A Y A PO Y O L S N o [ e

For Help, press F1 | MIN

Figure 4.10 Photo Diode Array data
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Reviewing Detectors

LIF Detector

4.6 LIF Detector

LIF Initial Conditions

= Instrument 3 LIF Method: LIFT estMix. met Data: [None] Project: Default - [Instrument Setup]

| File Edit Yiew Method Data Sequence Analysis Control Beports  Window Help

[_ O] x]
=@ x|

BE] B [1- 1F - channer 17] 2|2 EE = k| 22| == e £ﬂ|‘?||g||

i~ Electropherogram channel 1

¥ Acquisition enabled

Dwnamic range: 100 *| RFU
— Filter settings

" High sensitivity

& Normal

= High resalution

Peak width [pts): | 16-25 %

— Electropherogram channel 2

24 Initial Conditions # LIF Detector Iitial Conditions | () Time Program I

™ Acquisition enabled

Diypnamic range: | 100 | RFU
— Filter zettings

" High senszitivity

& Momal

" High resolution

Peak width [pts]: I 16-25 - l

Signal
’7(3' Direct " Indirect

Signal
’7(3' Diect ¢ Indirect

r~ Lazerfilker description - information only

E xitation wavelength: |433 i

— Lazerdfilker description - information only—

Encitation wavelenath: |535 rim

Enmission wavelength |52D hm Emission wavelength:  |675 i
—Data rak —Relay 1 Relay 2
& Off & Off
Bath channels: |4 Vl Hz
 On  On

|

Apply

e 2 a2 P 1 e e o o S

For Help, press F1 | N
Figure 4.11 LIF Initial Conditions tab
Electropherogram Channels
U Dynamic range
U Filter Settings
U Peak width
U Signal
Laser/Filter Descriptions
U Excitation wavelength
U Emission wavelength
32 Karat 8.0
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Reviewing Detectors
Data Rate

4.7 Data Rate

Relays
O  On/Off

LIF Data Display

= Instrument 3 LIF Method: LIFT estMix.met Data: LIFT estMix_dat Project: Default - [LIF - Channel 1]

=l File Edit Wiew Method Data Sequence Analisiz Control Beports  Window  Help _Iﬁllﬂ

BB [: 0F - channe 7] B2 B|E| EE] S8 E] B D »]5=e] = & 2

Time: RFL

okt 5

28 i T A e P w8 VN e R PV B S

A || =]

For Help, press F1 FAIM

Figure 4.12 Instrument Window with LIF data file open; right mouse click menu open
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Reviewing Detectors
Data Rate

LIF Calibration Wizard
U Accessing LIF Calibration Wizard

P/ACE MDQ Instrument Configuration
eoae [GPBT [

38 vials 7]
MNotay 7]

Bk~
X

ey I EfiTtan S

I Eratit: i (et

Figure 4.13 Instrument Configuration dialog

Calibration Wizard - Step 1

Figure 4.14 LIF Detector Calibration Wizard - Step 1

32 Karat 8.0
28 PN A33116AB



Calibration Wizard - Step 2

Pleaze enter the following calibration parameters
Detector channet ¥ 1 2

Target RFL walue: id] RFU

Capillary dimenzions

l—
Internal diameter: |?5 U
l—

Total length: 0 cm

Click Mest to continue

< Back I Mest > | Cancel Help

Figure 4.15 LIF Detector Calibration Wizard - Step 2

Calibration Wizard - Step 3

Pleaze install the appropriate vialz in the positions indicated and close all covers

QOO (OO

@@ OO0 | @OOOOO
(1) Butter .Waste

Click Nest to continue

< Back

Cancel Help

Figure 4.16 LIF Detector Calibration Wizard - Step 3

4.8 Summary

Reviewing Detectors |
Summary

This completes the detector portion of the 32 Karat Software Basic Instrument Training. You

are ready to use the Direct Control feature.

P/ACE MDQ Training Workbook
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Summary
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Using Direct Control
Overview

Using Direct Control

5.1  Overview
This section covers the start up process and parameter control for P/ACE MDQ system. You
will establish initial running conditions for each component.

We will discuss:

* Accessing Direct Control
* Direct Control screens

* Controlling module parameters
e Skill Check

Accessing Direct Control

= Instrument 1 Method: [Mone] Data: [Mone]  Project: Default M= E3
File Edit “iew Method Data Sequence Qnalysismﬂepolts ‘window Help

PBreview Run

BIE(E| [ ovziam ] 6] Single Run..  CubsShitsF3 BT Gl=|»|%|e| 0| &2] =

Sequence Run... Ctl+Shift+F8
Stop B

Fiun Qusue...

Ertend B,

t e [ rstmert |
Instrurment Status...
Diagnostics
Wigw...

Show Trays...

v Direct Control Toolbar lozi

Home
Stop
Inject...
Autozerno

Vil Selection...
Left Tray Up/Daown
Right Trap Up/Down

Detector Information. .

Sample Storage Temperature. ..
Capillary Temperature...
Lamp...

Waoltage...
Current...

Power...

7 ] g e e o e o | ]| pressae. BETLEE
=]

[ MIN 2

Figure 5.1 Instrument Window with Control | Direct Control selected
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Using Direct Control
Using Direct Control

5.2  Using Direct Control

= Ingtrument 1 Method: [None] Data: [Mone] Project: Default - [Direct Control]
| File Edit %iew Method Data Sequence Analysic Control Feports  Window Help _1=]x]

B8 e w1 | =[] ] B[] (o] @ &2] =

Inject...

Yolkage: ki Status: IIdIe Time Remaining: @ 0.00 min
Pawer: W A Sample Storage:
Preszune: psi T/ﬁ'n Mt &yvailable

o4 e i 2 o ) o e s e e
LECEIEEE

For Help, press F1 [ MIN 2

Figure 5.2 Direct Control Screen

Cartridge Coolant Temperature
O Set Temperature

Sample Storage Temperature
U Set Temperature

Capillary Information
Q Capillary Description

O Capillary Lot Number

32 Karat 8.0
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Rinse

— Preszure Type
% Pressure

€ Wacuum

Walues

Prezzure |2D.D pzi
Duration: |1 .0o mir

r— Tray Pozitions

Inlet: ~ [B:41 ' Forward
Diutlet: IBEI:M " Reverse
Inerenment:

[~ Inlet ™ Outlet

[T &t Time:
Increment Every I'I Cycles

Trays... | 0.00 min

r— Frezzure Direction -

Cancel |
Help |

Figure 5.3 Rinse dialog

Inject

) Beverse.  + =

— Prezzure Direction ——

& Fanward

" Reverse

Inerement:

M lIrlet [

Increment Every |1 Cycles
Trays... |

:

— Sequence T able
[T &llow Dveride

Xl
r— Injection Type —Yalues
€ Woltage Prezzure ID.E pai |LI
% Pressure Diuration; |5.U seC Cancel |
€ Wacuum — Tray Positions Help |
r— Palarity Inlet: IBI:M
= Wommal Outlet: [BO:A1

Figure 5.4 Inject dialog
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Using Direct Control
Using Direct Control

Separate

— Separation Type —Walues = Pressure [Mirection——;
* Yoltage Yoltage IT.U KM %) Fonward
(o |
 Cument Fressure: IU-'I pai ) Feverse Ll
" Pawer Diuration: |1.UU min " Buth &l
" Pressure Fiamp Time: IIJ.'I? rriin
 Macuum — [ &t Time:
r— Tray Pozitions ID o _
L it
Options: Inlet; IBI:M
I™ ‘with Pressure Dutlet; |Bu;m
. [ Extemnal &dapter
I wiith Yacuum _
Increment:
—Polarity———— [ Inlet T Outlet

& MNomal ﬁ Increment Everyl'l Cycles

" Reverse T Trays... |

Figure 5.5 Separate dialog

Detector Settings

Common Parameters
Data Filters

Peak Width

Relays

o O 0O O

Detection Signal
U Data Acquisition

UV Detector Parameters
U Wavelength selection

U  Data Rate
U  Filter Positions

PDA Detector Parameters
(J  Channel data

U Scan Data

32 Karat 8.0
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Using Direct Control
Using Direct Control

1 Reference Channel

U Shutter

LIF Detector Parameters
U Electropherogram Channels 1 and 2

U Dynamic Range
U Data Rate
U Laser/ Filter Description

Lamp Status
a  On/Off

Laser Status
O  On/Off

Tray Position
U Graphical display

Voltage Settings
U Voltage

Duration
Ramp Time

Voltage Max

Q

Q

Q

U Current Max
U Tray Positions

U External Adapter
U Polarity

U Pressure

Current Settings
[ Current

U Duration
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Using Direct Control
Using Direct Control

Power Settings

Pressure

Time Remaining

36

o 0 0O 0 O O

Q

Q

o 0O 0O 0 0O o0 o o

o O O O

Q

a

Ramp Time
Voltage Max
Current Max
Tray Positions
External Adapter
Polarity

Pressure

Power

Duration

Ramp Time
Voltage Max
Current Max
Tray Positions
External Adapter
Polarity

Pressure

Pressure / Vacuum

Duration
Tray Positions
Direction

Pressure Type

Graphical display
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Status

= Instrument 1 Method: TestMizB met Data: TestMixB_dat Project: Default
Eile Edit ‘iew Method Data Sequence Analysic MGLEN Feports ‘wWindow Help

Using Direct Control

Using Direct Control

PBreview Run

Sequence Run... Ctl+Shift+F8
Stop B

Fiun Qusue...

Ertend B,

t e [ rstmert |

Diirect Control
Show Trays...
v Direct Control Toolbar

J,-(/_.

e | | i P e ] P [

B2(E| [ov-z1eem 7] 52 o, Gl 2 B2|%| =0 @ £ 2] =

o el

||| =]

Open the Instrument Status window |

MN

Figure 5.6 Instrument Window with Control | Instrument Status | View selected
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Using Direct Control
Skill Check

== Instrument 1 Method: TestMixB_met Data: TestMixB.dat FProject: Default - [Ingtrument Status]
=] File Edt Yiew Method Data Sequence Analysiz Control Reports ‘Window Help ;lilil
SB[ e =] L] Bl =[5 | 8] ml( e B &2 =
Status ltem Current Status Action =
Status Idle B
Cartridge Temperature 250°C 3
Channel Data Rate 1Hz
Currert 0.0 pa =
Currert Limit 3000 pa =
Detector Moize Fiter Setting High Sensitivity = 16 =)
Detector Signal - Channel 1 0.000000 AL
Elapsed Time O =ec
Sample Storage Temperature 25.0°C =
Inlet Tray Ma Tray ! 96 Posttion =) 1
Inlet %ial Al =)
Inlet Sample Tray Type
Inlet Tray Position Capillary =
Instrument MName L
Lamp State on =
Cutlet Tray Mo Tray § 96 Poszition (=3
Cutlet Wial Al =)
Cutlet Sample Tray Type
Outlet Tray Position Capillary =) l
o A 2 e o 2 e e 2
EEEEEEE
For Help, press F1 [MIN 2

Figure 5.7 Status Window

U Status Item
U Current Status

d  Action

9.3  Skill Check

Upon completion of this section, you should be able to do the following:

* Access Direct Control.
* Program and run a rinse.
* Program and run an injection.

* Program and run a separation.

Summary

This completes the Direct Control portion of 32 Karat Software Basic Instrument Training.
When the system finishes equilibrating, you will prepare a method to run.

32 Karat 8.0
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Working with Methods |
Overview

Working with Methods

6.1 Overview

In this section we will explain procedures for building and editing a method. A method
automates all of the hardware functions as well as data collection.

Later we will talk about editing, analysis parameters, and report generation). In this section,
we will discuss:

*  Method Wizard

* Creating a Method

* Saving a Method

* Editing a Method

* Printing a Method

e Other Method Properties
e Skill Check

Using the Method Wizard

Method Wizard - Instrument 1

n Create a news method Help |

tadify the curent method

tMaodify a method on disk

Figure 6.1 Method Window dialog

O Creating a new method
O Modifying the current method
Q0 Modifying a method on disk
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Working with Methods
Overview

Creating a Method

= Instrument 1 Method: untitled. met Data: ([Mone] Project: Default
Method
Data
Sequence

Edit “iew Method Data Sequence Analpzic Control Beportz  Window Help
Method Wizard... =] e

- v v v L]

Open ...
Beport Template e
Save
Advanced Reportz =
Save Az
Select Eroject.. Save Az Default
Erirt
Frint Setup... .
ot Selup Impart Instrument Setup .

Print Instrurent Configuratian... Audit Trail...

Inztrument Activity Log 3

Fiecent Method Files
Fecent Data Files »
Fecent Sequence Files 3

Exit

J\.lE

A P P e o 1 e o P

=]
A=)

Create a new method | MIN 7

Figure 6.2 Instrument Window with File | Method | New selected

= Instrument 1 Method: untitled. met Data: [Hone) Project: Default
File Edit “iew WMl Data Sequence Analyzis Contol Beportz Window  Help

:i%li’hlnlm ... Clrl+Shift+F2 || ézll [)_;‘ll Bl@l |’|*|'ct|.| d&l?l E|

Integration Events... F3

Peaks / Groups...  Ciil+Shift+F 4
Review Calibration... Cirl+Shift+F6

Advanced...
Qualitative Analyzis...

Custom Report...

Properties. ..

7 e s s o s e e ]|
-8
Setup the method for this instrument. [ W v

Figure 6.3 Instrument Window with Method | Instrument Setup selected
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Overview

Instrument Setup

= Instrument 1 Method: untitled. met Data: (Mone) Project: Default - [Instrument Setup]

=
21658 v w1 2| 216) O3 i) 165 tele] @[] i lel ] ] 1]

gh_ﬁﬁﬁﬁﬁ?

Figure 6.4 Instrument Setup Window with Time Program tab
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42

= Instrument 1

Initial Conditions Tabs

Method: TestMizB.met

Data: ([Mone]

Project: Default - [Instrument Setup]

| File Edit %iew Method Data Sequence Analysic Contol Bepots  Window Help

=l

(ol == e A = =

G - o ™ 0 .
= Initial Conditions |e 1 Detector Initial Eondltlonsl Time F'rograml

—Awiliary data channels

™ ifgliags mae [30.0 kY
[ Current  ma: W sy
™ Power

™ Pressure

— Temperature

Cartndge: |25. 0 °C
Sample storage: |25.D T

Peak detect parameters —

Threzhald |2
Peak width: IS 'I

— Trigger zettingz
[~ wait for extemal trigger

— Mobility channels
[+ Makiliy
[~ Apparant Mobility
¥ | Flat trace aften veltage ramp

[~ wait until cartridge coolant temperature is reached

[~ “wait until sample storage temperature is reached

— Inlet traps

—&nalog output scaling

Factaor: I 1 i I

Buffer: |3E wials 'I
Sample: |4B wials VI

Outlet traps

Buffer: |3E vials 'l
Sample: |48 wials VI

AlE

e

£ o o P T R B

Apply |

|| 0% =]

For Help, press F1

MM 2

Figure 6.5 Initial Conditions tab

Q

o 0O 0O 0 O O

Auxiliary data channels

Mobility Channels

Temperature

Peak detect parameters

Trigger settings

Tray type selection

Analog output scaling
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Overview

Time Programming

= Instrument 1 Method: untitled. met Data: [Hone] Project: Default - [Instrument Setup]
=

8 o1 1] D) ] 1) el )] e o|o] B 4131 =

S

Time Programming tab

U Time

Event

Value

Duration

Inlet Vial/Outlet Vial

Summary

[ N N I H N

Comments
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Overview

= Instrument 1 M ethod: untitled_met Data: [Mone] Project: Default - [Instrument Setup]

| File Edit “iew Method Data Sequence Analysiz Control Beports wWindow  Help _|ﬁ'|z
22| E| [ uv - 2000m =] & B = =1 L= B = 5%z ®| = £ﬂ|‘?|| E”

.?_‘-5 Initial Eondltlonsl Q LI Detectar [nitial Conditions Time Pragram |

1[-;2?:] Ewent Walue Diuration Icilslt D\t’:g?t Surmary Comments
! I Separate: 'T'}\
Rinze...
Inject...
Relay on...
it
Meszage...
Capillary Temperature. ..
Sample Storage Temperature...
Fraction collection..
Wavelength...
Autozero...
Lamp...
Stop data...
End...
<] | i3
Apply |
i e e P e e e e e e e e B e e e e e | R T LA =
‘or Help, press F1 [ [MIN
Figure 6.6 Time Program tab with available Event list displayed
Events
U Rinse
U Inject
U Separate
UV Detector
U Associated Event dialog boxes
PDA Detector
U Associated Event dialog boxes
LIF Detector
U Associated Event dialog boxes
External Detector
U Selecting an External Detector Adapter
32 Karat 8.0
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Saving a Method

= Instrument 1 Method: untitled.met Data: [Mone] Project: Default - [Instrument Setup]

Working with Methods 6
Overview

M Edit “iew Method Data Seguence &nalysiz Control  Beport:  ‘wWindow  Help _|ﬁ'|5|
Method aad.. | t=(%| k| 0| =< o] [ (2] =
T ' | =[5 k| 2] w2t o] B &£]2] =
i Seguence 3 Eew raml
HRepart Template 3 g:j;"'
Advanced Reports [ Puration Icilaelt D\tii!tlet Sy
Select Braject. . Save Az Default & I min BlAZ BO:C1 fanward
Print & Frint I sec Shal BO:A2 Mo overide, fonward
nt Setup.. Import Instrument Setup . Fimin~ TBEAT T TBEAT T T Win ramp. mommal paisrin
Frint | ngtrument Configuration... Audit Trail...
Instrurment Activity Log 3
Recent Method Files
Recent Data Files 3
Recent Seguence Files 3
Exit
I [ i
Apply |
oA e e e e o ) e e e v [
RIS E
Save the cument method in a different file MIN 2

Figure 6.7 Instrument Window with File | Method | Save selected

[ Save Method As

(d  Save As Default

B|S|E [ v 2140 =] 5[ B 2w k| 2| @] = £i|“—@’|‘ E”

Saye [Data b, %

Save Sequence
Save Fepart lemplate ds...
Sayve sdvanced Hepart Template

Figure 6.8 Save icon with Method selected

U Naming and saving a new method

U Saving an existing method
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Editing a Method
[ Method Wizard

U Open method

Open Method File EE
Laak in: Ia Methods j gl l_
: Dpen

Cancel

Help

L

File narme: ITestM B met

Filez of lype: IMethod files [*.met) ﬂ

Find filez that match theze crteria:

Textin Desc: I vl Created: |an_l,l tirne j Find Mow |
Analyst: I Vl Modified: Ian_l,l tirme: J Mew Search |

|Search results

Figure 6.9 Open Method File dialog
U Make changes

[  Save Method or Save Method As
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Printing a Method

= Instrument 1 Method: TestMixB.met Data: [Hone] Project: Default - [Instrument S etup]

Working with Methods

Overview

T|NEEW Edit View Method Data Sequence Analysiz Control Beports  Window  Help = | = |1|
P 1 Method Wizard. .. o e [ =] BE e P & -
[E d W AEEEEEEE e
{ Sequence 3 %ew cam I
Beport Template 3 gpen
ave
| . Inlet Outlet
Advanced Reports Save As... uration ofl ol Summary
Select Brajest... Save As Default 1 min Bl:AZ BO:C1 fonward
Frint 5 'J IBC SlAl BO:A2 Mo overde, forward
Tint Setup... Irpart Instrument Setia .. I rin Bl:A1 BO:A1 0.17 Mt ramp, nornal polarity
Frint Instrument Configuration... Audit Trail...
Instrument Activity Log 3
Fecent Method Files
Recent Data Filez 3
Fecent Seguence Files 3
Exit
N [ i
Apply |
o e i o o e o
= R
Frint the curment method [ MIN 4

Figure 6.10 Instrument Window with File | Method | Print selected

Other Method Functions Properties

Method Properties
Dptions | Calbration | Audit Trai |
=
-
Ok I Cancel | Help |

Figure 6.11 Description tab

U Method Description
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Overview

Method Properties

Figure 6.12 Options tab

U Analysis

U Data Compression

Method Properties

Figure 6.13 Calibration tab

U Automatically Average Replicates
U Response Factor Definition

U Peak Identification Options

32 Karat 8.0
48 PN A33116AB



Working with Methods |
Overview

Method Properties

I Eratile auditbail

L]
L

Figure 6.14 Audit Trail tab

O Audit Trail
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Working with Methods

Skill Check

6.2  Skill Check

Upon completion of this section, you should be able to do the following:

1.
2.

Create a new method for a constant voltage separation in a 60 cm, 75 pum L.D. capillary.

Prepare the following 2 mL vials for inlet and outlet vial positions and for rinses:
Vial Contents Volume Position
Rinse Run Buffer A 2mL BI:B1
Injection Run Buffer A 1mL BO:B1
Separation Run Buffer A 2mL BI:A1
Separation Run Buffer A 2 mL BO:A1
Waste N/A 0 BO:A3

S = Sample; B = Buffer

I = Inlet; O = Outlet

Al through F6 indicate Vial Positions

3. For UV and PDA detectors, fill one 2 mL vial with Beckman Coulter Test Mix B and place
in the SI:A1 position. If you are using an LIF detector, fill the 2 mL vial with Beckman
Coulter LIF Detector Test Mix. (Prepare LIF Detector Test Mix according to the Test Mix
directions.)

Set the initial temperature to 23°C.

5. Program an un-timed pre-rinse (with a duration of at least two minutes at 20-30 psi) of
Run Buffer A (BI:B1) to the waste vial (BO:A3).

6. Program a 10 second forward pressure injection of Beckman Coulter Test Mix (SI:A1) at
0.5 psi to the injection buffer vial (BO:B1).

7. Program a 30.0 kV constant voltage separation using a 0.17 minute ramp time and a
duration of 6.0 minutes. Select the At Time check box and enter 0.00 minutes.

8. If you are using a UV detector, set the wavelength to 214 nm. If you are using a PDA, set
the wavelength to 214 nm with a 10 nm bandwidth. If you are using an LIF detector
make sure that the appropriate filters are in place.

9. Save the method you have created as TestMixB.met.

Summary

This completes the methods development portion of the 32 Karat Software Basic Instrument
Training. We are ready to run an actual separation.
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Running A Sample
Overview

Running A Sample

7.1  Overview

We will now use the method you prepared in the previous lesson to generate an
electropherogram of Beckman Coulter Test Mix. We will discuss:

* Running a Single Sample

* Stopping / Aborting Method
* Data Display

e Skill Check

7.2  Running a Single Sample

Single Run Acquisition |

— Rurn infarmation -
i tart |

Sample 10: ITESlM"“B Calibration [evel: I 1 2
™| Clear all calibration Cancel |

b ethad: ID:k32Karath'rniects'\Default\Methnds\TestMiHB
[™ | Clear calitration far level Help |
™| Frint calibration repart

Data path: ID:\32Karat\F'miects'\Default\D ata

I |, |wlx

Diata file: | TestMixE

[T Clear replicates
MHumber of reps: |1 ™ Frint method report

[ | Average replicates

—Amaount values

Sample amant:

—_
—

ultiplication factors:

—_
—

Intemal standard amount: I 1
Dilution factors: I

Begnmmn————————
1 ’]Immediately gl

— Sample inject [ovemride]

It wial: I Irilet Tray | Diuration [zec): I
Duthet vial: I Outlet Trayl
Degcription... |

Figure 7.1 Single Run Acquisition dialog
U Sample ID

U Method
U Data path
a

Data file
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Running A Sample
Stopping / Aborting Method

U Description

Sample Dezcription E3

k. I Cancel | Help |

Figure 7.2 Sample Description dialog

U Start

7.3  Stopping / Aborting Method
U Stop Run

U Abort Run

32 Karat 8.0
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7.4 Displaying Data

= Instrument 1 Method: TestMixB_met Data: TestMixB_dat Project: Default - [UY - 214nm]
=] File Edit Wiew Method Data Sequence Analysis Conbol Beports  Window  Help

Running A Sample
Displaying Data

@|@|E|
Tim

0.030

0.0zo

© o5

0010+

0.005

0000 ==

w2 PN P e P A N

~

S ] o] 7| [ s

SR

0.0%0

0.0F0

<L
0.015
0.0
0.005

0000

For Help, press F1 [

MIN 2

Figure 7.3 Instrument Window with TestMixB.dat open
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Running A Sample
Displaying Data

= Instrument 1 Method: TestMixB_met Data: TestMixB_dat Project: Default - [UY - 214nm]

= File Edit Wiew Method Data Sequence Analysiz Control Beports  Window  Help 18] =]

==

=% kleg| B w]|sp[*| 0] F &L

R| =

S| & [-ov-2140m  ~ |21

Tim

k Add Trace...
Add Multiple Traces..

Agis Setup..
Annotations. .
Appearance...

Full Unzaam

Dperations 3
Utilities r B
Graphical Programming  #

Aszsign Peak [ -

Properties

0.000 =7 : == L0000

i 1 g v P A e A A A R R S
(2] | | =]

For Help, press F1 (11

| | 2

Figure 7.4 Instrument Window with data file open and right mouse click menu open

Add Trace

Mew Trace Properties
MNew Trace l Annaotation ] Appearance ]
Diata source: |[Eunent Data)
Trace: | Channel & ﬂ
Scale to: |Trace 1 ﬂ
' min: ’7
' max: ’7
Uitz AU
* offset: 0
A scale: ’17
' offset: 0
¥ soale: ’17
Ok | Cancel | Apply | Help

Figure 7.5 New Trace Properties dialog
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U  New Trace
U  Annotation

U Appearance

Add Multiple Traces

DOpen data file

Look in:

Ia Data

=l & =i

B

£ bat00d. dat
1% bat0os. dat
1% bat0os. dat
G5 TesthisB. dat
©% TMEB14. dat
5

Open

Cancel

Help

L

File name:  [TME1S.dat

Files of type: [l Files 7] =l

Find files that match these criteria:

Sample ID: I j LCreated Iany time: j Find Mow |

Analyst: I j Modified: Ian_l,l time j Mew Search |

Data Files Trace ii Add |
1 tmbd 4 .dat (L% - 214nm
2 tmia9.dlat [ - 214nm Dekte |
3
|Search results

Figure 7.6 Open Data File dialog
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Running A Sample
Displaying Data

Axis Setup

Axiz Properties

Axiz Setup |

Graph fitle: |

* Autoscale

Haliis |

= Lse this range:

in: ID

(LER ID Minutes

Get Current Axiz Limits |

— Marginz

Top: |1 0 b4

Bottom: |1 0 4

— General Options

Orientation

| v S |

¥ Show legend -

¥ Include sample 1D in legend

I Include data file name in lege... J
-

& Parait Landscape

o]

Cancel | Loply Help

Figure 7.7 Axis Properties Setup dialog
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Axis Setup
Graph Title
Autoscale
Range

Margins
General Options

Orientation
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Annotations

Trace Annotation Properties

Annatation |

Trace:

1: [Current Data)

Peaks |

Available Annotations:

Show the following annotations:

Pk #

Area

Area Percent

Height

Height Percent
ESTD concentration
ISTD concentration

Mame
Migration Time

MHORM concertration .

\ficlth LI Decimals: |2
— Other

¥ Baseline ™ MT window

[ USF width ¥ Show undetected peaks

Ok I Cancel | Sippli Apply To Al Help
Figure 7.8 Trace Annotation Properties dialog
L Traces
L Available Annotations list box
U Other options
Appearance
Appearance Properties
Appearance |
Scheme:
I j Save Az | ElEte |
Itern: Subitern:
IGraph ﬂ IBackground ﬂ
Litze Shyle: Size; LCalar:
| o =
Erif: Size;s [Calar Andle:
| 2| I [ 1 e

o]

Cancel Ll

Help

Figure 7.9 Appearance Properties dialog
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Running A Sample
Displaying Data

Scheme
Line Style

Item

o O O O

Font

Full Unzoom

Operations

i Instrument 1 Method: TestMixB_met Data: TestMixB_dat Project: Default - [UY - 214nm]

| File Edit ‘iew Method Data Sequence Analwsis Comtrol Beports  indow  Help _|ﬁ'|_i

S | [ zem =] B[R 2lE| =l wle| 2T @/=|»e] B £ 2] =

Time Amplitude

Add Trace...
Add Multiple Traces..

0020 Az Setup...

Apnotations...
Appearance...

Full Unzoom

IR o e
W tilities ¥ Stack Traces...

Graphical Programming  +

Lligr
Azzign Peak k| Sieteh
Hermnalize

0.015

Properties

0.0104 Smooth
1zt Denwvative

- 2nd Derivative
0.005 - £

Add
Sutitract
T el
[iwide

0000 ==
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FEEEEE

n Help, press F1 [ kIt

Figure 7.10 Operations Sub-menu
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Utilities

= Instrument 1 Method: TestMixB.met Data: TestMixB_dat

Project: Default - [UY - 214nm]
=] File Edt Yiew Method Data Sequence Analysiz Conbol Beports  window Help

NETEY
B|S[E| [ ov 2 =1 28] BIE| E(E| =[5 1w 2] st 8] F £]2] =
T n : 0

Add Trace...
_______ eeeee- IR NN Add Multiple Traces..

Az Setup...
0025 - I S [ I 1 . Anhatations. .

Appearance..

' Full Unzoom
DA ccccccccccboccoccccomoposcooocccoctosocmoocsoobosoncacocootos=coscoooaiHbesoo oo

0.020
Dperations

| EICEE -
R bbbl e bbbt bbb i i Graphical Programmiry Lopy to Clipboard

Save Trace...
Aszign Peak S e

Properties poossaassass 0.010

vinute:
w4 P P P v P A 8 P ) A AR S R S
(8] | =]

For Help, press F1

_,-f\_|_,-f\_| £|m|_z\.|£|m| 5Hz

MIN

Figure 7.11 Utilities Sub-menu

Properties

Data Graph Properties

Trace Setup l Az S etup ] Appearance ]

#t [Show| Lond]  DataSource | Trace [ ScaleTa [ Mir
1] & | ¥ ] ¥ [MNomnalizef > |
2
| >
Trace 1
Data source: |[Cunent Data) J
Trace: | J
Scale to: | MNormalized ﬂ
' mir: | ' mak: |
Units [s0
# offzet; |D # zoale: |‘I
' offzet; |D ¥ zoale: |‘I Annotations
Hide Details | Bezet Scaling |

QK. | Cancel | | Help |

Figure 7.12 Data Graph Properties dialog
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Running A Sample
Skill Check

7.5  Skill Check

Upon completion of this section, you should be able to do the following:

1. Run the method TestMixB.met.

2. Zoom the display scale.

3. Auto zero from the status window.

4. Change the selections in the status window.

5. Save the data as TestMixB.dat.
Summary

Congratulations! You have just generated your first electropherogram with your new P/ACE
MDQ system. Next we will learn how to analyze the data.
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Overview

Analyzing and Integrating Data

8.1 Overview

Now that we have collected some actual run data, we will use the integration features of 32

Karat Software to begin analysis of the sample.
We will discuss:

* Opening data files

* Graphical integration events programming
* Defining and Naming Peaks

* Identifying Peaks based on Migration Time
* Identifying Peaks based on Mobility

* Annotation of the on-screen Display

e Skill Check

8.2 Opening Data Files

= Instrument 1 Method: TestMixB_met Data: TestMixB.dat Project: Default - [UY - 214nm]
| File Edit “iew Method Data Sequence Control  Beportz Window  Help - |ﬁ||1|

_|_|_|"i% &I [ uv - 2140m ] —l—M’ i::::z;x’SingleLeveIEtE[I;I?bT::i)fo:? =1k |‘|E»|tf|.| X 2] El

0.028 -

0.020 4 0.020

© 00154

0.010+

0.0048 -

T T e N P F Ee P P E P e P P P P P P D P e DT el

8|
[ MIN

Figure 8.1 Instrument Window with data file open and Analysis menu selected
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Opening Data Files

Figure 8.2 Analyze icon

Graphical Programming

= Inztrument 1 Method: TestMixB_met Data: TestMixB.dat Project: Default - [UV - 214nm]

=] File Edit Wiew tdethod Data Sequence Analysiz Control Beports  ‘Window Help _|5’|_X

BlBE[ o ziem = =)o || 2| wl=(e]=|e| @ & 2] =

Integration Tools...

Width

Threshold

Shoulder Sensitivity
Integration CIff

‘Walley to Y alley

Horizortal Baseling
Backward Horizontal Baseline
Tangent Skim

Frant T angent 5 kim
Minimurn Area

Minirurn Cluster Distance
Disable Peak End Detection
Feassign Peak

Manual B aseline

Marual Peak

0.015] Split Peak

Force Peak Start

Force Peak Stop

Move Baseling Start

DD Add Trace...
Add Multiple Traces..

Move Bazeline Stop
- =~ Peicentile point
Az Setup... Left zlope sensitivity

0.005 4

e Annotations... Fiight slope senzitivity
Appearance... 04 peaks

- QA Lirnits A I -

0.000 Full Unzaom Define Singls Peak ro.ooo
0 Define Peaks
Lkt Define Groups
Gr: Suggest Sampling Frequency

e e 8 o e A N PN e R N e P e S L T

Properties

A |&T]

or Help, press F1 [ MIN

Figure 8.3 Graphical Programming Sub-menu

O Define Peaks
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Opening Data Files

Analyzed electropherogram

== Instrument 1 Method: TestMixB.met Data: TestMixB. dat Project: Default - [UY - 214nm]
| File Edit Wiew Method Data Sequence Analysiz Control Beports  Window Help _|ﬁ||1|

2= =1 2= e =8 vl B w0 E L2 =

0.020 0.020

* noisd

0.010 4

0.005 4

k78 N P A N s e e e
LEENEEEE

For Help, press F1 [ MM

Figure 8.4 Instrument Window with an analyzed data file open
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Optimizing Integration

8.3  Optimizing Integration

The Integration Tool bar is located at the bottom of the Instrument window or, from the right
mouse button-click menu and select Graphical Programming.

_ﬂ_l:

Ji)

T P SN P P R R R RS P |

A N N N P N P e P R A e

Figure 8.5 Integration Events Toolbar

= Instrument 1

Method: TestMizB

5 Data- T osthd
Integration Tools...

Project: Default - [U¥ - 214nm]

~| File Edit View Method Data Se Window  Help
B|Z (B [ov oiam =] M =[5 1 ]er| @ Gl |oh[me| @ | &2

DRl =k ccocccocfocozca=s

Add Trace...
Add Multiple Traces..

A 1

Graphical Programming

Shoulder 5 enzitivity
Integration Off

Walley to Valley

Heorizontal B aseline

B ackward Horizontal Baseline
T angent Skim

Front Tangent Skim
tinimum Area

Minirmurn Cluster Distance
Dizable Peak End Detection
Fieazzign Peak

Manual Baseline

tdanusl Peak

Split Peak

Force Peak Start

Force Peak Stop

Maove B aseling Start

Move B azeline Stop
Percentile point

Agis Setup.. Left slope sensitivity
Annotations. . Right slope sengitivity
Appearance... QA peaks

G, Limits
Eull Unizoom Define Singls Peak
Dperations b Define Peaks
Utilities ¥ Define Groups

Suggest Sampling Frequency

R P

| | 2

Azszign Peak 3

&

‘or Help, pres: Eroperties

HIM

Figure 8.6 Instrument Window with right mouse click menu open and Graphical Programming selected

O Set Width
L Set Threshold
d  Integration Off
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Analyzing and Integrating Data |
Optimizing Integration

Manual Integration Fixes vs. Integration Events Table
Valley to Valley

Horizontal Baseline
Backward Horizontal Baseline
Tangent Skim

Front Tangent Skim
Minimum Area

Negative Peak

Disable Peak End Detection
Reassign Peak

Manual Baseline

Manual Peak

Split Peak

Force Peak Start

Force Peak Stop

Move Baseline Start

Move Baseline Stop
Percentile Point

Left Slope Sensitivity

Right Slope Sensitivity
Define Single Peak

Define Peaks

o 0o O OO U o b 0D U DU D O O O O

Define Groups
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Defining and Naming Peaks

U Suggest Sampling Frequency

8.4 Defining and Naming Peaks

= Instrument 1 Method: TestMizB_met

D ata: TestMizB_dat

Project: Default - [U¥ - 214nm]

~| File Edit “iew Method Data S

Integration Tools...

z Window Help - Iﬁ' |_><

0.020 -

0.010 -

Aidd Trace...
0,005 | Add Multiple Traces..
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Threzhold

Shoulder 5 engitivity
Integration O
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Harizarntal B azeline
Backward Horizontal B aseline
Tangent Skim

Front Tangent Skim
Finimum Area

Mikirmurn Clugter Distance
Dizable Peak End Detection
Feazzign Peak

Manual Baseline

P arual Peak

Split Peak.

Force Peak Start

Farce Peak Stop

Maowve B assling Start
Move B azeline Stop
Percentile paint

=05 12| B w2 7| @] E] K[ 2] =

iz Setup... Left slope sensitivity
Apnotations. .. Right slope sengitivity
Appearance... [OA peaks
04 Limits
EullUnzoom Define Single Peak
Operationz 3
- Ltilities »  Define Groups = T
| i Graphical Programming Suggest Sampling Frequency "r\'l"r\'l‘ﬂ'l'ﬂal"r\'lf\'lﬁ'l Elml‘%\'lﬂlml SHZ|
<IP|E Azzign Peak 3
‘or Help, pre: Eroperties MM
Figure 8.7 Instrument Window with Define Peaks selected
U Define Peaks
i%
Figure 8.8 Define Peaks icon
U Select Start of Named Peak Range
U Select End of Named Peak Range
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Define Peaks E

— Define peaks in range

Stark tirne: ID.848 Minutes
Stop time: |'| 1 Minutes Eancel

Help

ak

Pl

— Retertion time windaow
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" Ahsolute: £ ID.D2‘I finutes
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Uriks: |°
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1

& add all peaks o table

" Replace existing peaks in table

Figure 8.9 Define Peaks dialog
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Identifying Peaks based on Migration Time

Method Properties

Description | Options  Calibratian |.t’-‘«udit Trail |
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Analyzing and Integrating Data
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Figure 8.10 Method Properties dialog

U Defining Peaks

U Viewing Peak ID Table
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68

= Instrument 1 Method: TestMizB_met

Data: TextMizB_dat

S| E [i: vy 2rann ] &[]0 D)6 E(Em] =0 s

5]

Project: Default - [Peak / Group Tables -- UY - 214nm]

[ Flet D#[ 1STD.ID# [ Units [ Mobiity Marker[ N

V
290833 0145417 2 0] ugdml
3058 4 2 0] ugdml

s [ Wame ]
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Figure 8.11 Peak ID Table

U Enter peak names in Peak ID Table
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Analyzing and Integrating Data 8
Defining and Naming Peaks

= Instrument 1 Method: TestMixB_met Data: TestMixB_dat Project: Default - [UY - 214nm]

= Fle Edit View Method Data Sequence Analsis Control Beports  Window  Help =

Add Trace. .
Add Multiple Traces..

0.025 -

Az Setup...

Appearance...

Full Unzoom

0.015 - )
Dperations

Utilities

0.010 Graphical Pragramming

Azzign Peak

0,005 Properties 0.005
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e ECEEEE

Far Help, press F1 [ MIN

st ] ] ] | 2|

Figure 8.12 Instrument Window with the right mouse click menu and Annotations highlighted
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Trace Annotation Properties

Annotation I

Peaks |

Axailable Annotations: Show the following annotations:
Pk # Mame

Area j Migration Time
Area Percent a |

Height

Height Percent |
ESTD concentration ﬁ
ISTD concentration

MORM concentration o
wadiclth ;I Decimals: |2

— Other

v Baseline ™ MT Window
™ USP Wwidth ¥ Show undetected peaks

ok | cancel | coon | ApobTom Help

Figure 8.13 Trace Annotation Properties dialog

U Annotation of on-screen display

= Instrument 1 Method: TestMixB_met Data: TextMizB_dat Project: Default - [UY - 214nm]
& File Edit Yiew Method Data Sequence Analysiz Control Reports  Window Help -|5’|1|

BB o ziaem =] 0 [E2 [ sE| =[5 ww| 2| w|»|s | o] E & 2]
Tim {1y |
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EEEEEE

For Help, press F1 [ MM

Figure 8.14 Data Display with Annotations for Time-Based Peak Identification
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Analyzing and Integrating Data |
Defining and Naming Peaks

Identifying Peaks based on Mobility

Method Properties

Figure 8.15 Method Properties dialog
U Defining Peaks

= Instrument 1 Method: TestMixB_met Data: TextMizB.dat Project: Default - [Peak / Group Tables -- UY - 214nm]

= 1: UY - 214nm =21 | B 5 =
¥ OH Benzoate 290833 0145417 i | -002673530 0.03017200
¥ OH Phenylacetic Acid 3.05 4 i -0.03153470
=

Figure 8.16 Peak ID Table with Mobility Marker selected
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Trace Annotation Properties

Annatation I

Trace: |1: [Current Drata) - U - 214nm

=

Peaks I |

Axailable Annotations:

“Width at 10% height ;l
“Width at B0 height

Expected MT

L nitg
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n Time

»|
|
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Corected Area Percent L

Auislibn hd Decimals: I8
— Other

¥ Baseline [ MT Window

™ USP width ¥ Show undetected peaks

Cancel |

o |

Apply To Al Help

Figure 8.17 Trace Annotations Properties dialog

Data: TextMixB_dat

Project: Default - [UY - 214nm]

Method: TestMixB_met

== Inztrument 1
=l Fle Edit View Method Data Sequence Analysis Control Beports  Window  Help
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Figure 8.18 Data Display with Annotations for Mobility - Based Peak identification
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Skill Check

Skill Check

Upon completion of this section, you should be able to do the following:

1. Openthe Test Mix B.dat data file.

2. After data collection, add a Peak ID Table to identify the two peaks.

3. Analyze the data.

4. Set the peak width and threshold to obtain acceptable integration of both peaks.

5. Build a table to name the peaks. (The elution order is Benzoic acid and then Phenyl
acetic acid.)

6. Make sure Time based is selected in the Options tab of the Method Properties dialog.
Set the parameters in the Peak ID table to identify peaks based on migration time.
Analyze the data and apply annotations to show names, migration times and corrected
areas on the on-screen electropherogram display.

9. Change the selection in the Options tab to Mobility based.

10. Change the parameters in the Peak ID table to identify peaks based on mobility.

11. Reanalyze the data.

12. Apply the appropriate annotations to the data display.

Summary

This completes the Analysis and Integration portion of the Basic Instrument Training. Be sure
to come back and explore all the various integration and peak identification options to find
the ones that best suit your own work.

Next we will automate groups of consecutive runs using Sequence Tables.
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Overview

Using Sequence Tables

9.1 Overview

In this section we will further automate the system by defining a sequence of methods and
samples to run unattended. This is accomplished using a Sequence Table. We will discuss:

* Sequence Wizard
* Editing Sequence Tables
* Saving Sequence Tables

* Running Sequence Tables

9.2 Using the Sequence Wizard

strument 1 Method: TestMixB_met Data: TestMixB_dat Project: Default

Edit Wiew Method Data Sequence Analvsis Control Beport:  Window  Help

bethed 8 e 5 = ) e e el el = s e R 2 A A e Sl

Data 3
4 Seguence Wizard
EBeport Template 3
Advanced Reports »
Select Project...
. Save ba.
Frint Setup... -

Erint

Frint Instrument Configuration
Inatrument Activity Log 3

Recent kethod Files 3
Recent Data Files 3
Fiecent Seguence Files 3

E xit

e e 8 P A G 8 N AN 8 N ) S A e
Create a new sequence | W o
Figure 9.1 Instrument Window with File | Sequence | New selected
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Using the Sequence Wizard

Sequence Wizard - Method E

athProjects\D efaultMethods\ T esthixg. mey ’_

Figure 9.2 Sequence Wizard - Methods dialog

J  Method Information
U Data File Type

U Amount values

Sequence Wizard - Unknowns

¥
DA 32K aratProjectsh\Defaulth[ ata ’_
TestMisB Dt |

Figure 9.3 Sequence Wizard - Unknowns dialog

U Information about unknown and data file
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Sequence Wizard - Yials x|

— First unknavn vials of sequence :

Inlet ; W Trays | | &dvance
Dutlet : IW Trays ¥ | &idvance

— Firgt calibration vialz of sequence . ————————————
Inlet - IW Trays W &dvance
Outlet : IW Trays | | Advance

Injection duration: I ZEC

Advance diection: & Fow major O Calumn majon

Cancel Finish

Figure 9.4 Sequence Wizard - Vials dialog

U Information about vials

Sequence Wizard - Calibration

Calibration 1D : ITest iz B Calibration ﬂ
Calibration path : ID:\32Karat\F'r0iects\Default\Data .F"l
Calibration file : IEaI_TestM ixB.DAT ﬂ

Mumber of calibration levels : I'I
Fepetiions per level : I'I

¥ Clear all calibration at start of sequence

" Create a separate row in the sequence for each repetition

Multiple calibration stz
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N | ® | htersperss callbration vials with urkovr visls
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@l Cancel < Back I Mest » I Firizh

Figure 9.5 Sequence Wizard - Calibration dialog

U Calibration Information
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Sequence Wizard - Reports

Figure 9.6 Sequence Wizard - Reports dialog

U Reports Information
U Summary

U System Suitability
a

QC Check Standard
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Viewing a Sequence

9.3 Viewing a Sequence

£ Instrument 1 Method: TestMixB.met Data: TestMixB._dat Project: Default

Edit Wiew Method Data Sequence gnalpsis Control Beport:  Window  Help
Method 3

ce

Feport Template

Advanced Reports
Select Project... Save
Save Az..
Print Setup... L
. Print

PFrint Instrument Configuration

Instrument Activity Log 3
Recent Method Filez 3
Recent Data Files 3

Fecent Seguence Files

Exit

w2 PP PPN A e A A S Pt

Open an existing sequence [ MIN 2

Figure 9.7 Instrument Window with File | Sequence | Open selected

= Instrument 1 Method: TestMixE_met Data: TestMixB_dat Project: Default - [Sequence: TMbatch. zeq]
| File Edit Wiew Method Data Sequence Analysiz Control Beports Window Help - |ﬁ'|l|
B|EE [i-ov-21a0m  +] 3 [B[E) =] =[] wlew| 2= mlw]»]o] @ & 2] =
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E Surmary End e 1 Slad BO:A2|10
7
Ki| [+
e e e s e o o e e e e e e e e e | e ] | 0
For Help, press F1 [ MM 2

Figure 9.8 Sequence Table

O Status

U Run Type
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Clear All Calibration
Clear Calibration at Level
Print Calibration Report
Average Replicates
Clear Replicates

Begin Loop

End Loop

Shutdown

Print Additional Reports
Begin System Suitability
System Suitability Standard
End System Suitability

U Level

Concentration Override
Repetitions

Sample ID

Method

Filename

Sample Amount

ISTD Amount
Multiplier

Action

o U 0O 0 0 0 o0 0 o 0o

Description

Begin Summary
Summary Run
End Summary
Vial Summary
QC Check Standard
Unspiked

Spiked

Spike 1 of 2
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Duplicate
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End Calibration
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Editing a Sequence

9.4 Editing a Sequence

= Instrument 1 Method: T ixB. Data: TestMixB._dat Project: Default
File Edit “iew Method Data Analysiz= Control  Beport: WWindow  Help

2|8 i zra DT o) =[5 | BT m= (2] 0| B (2] =

LCustom Repart..

Froperties...

o = [ e [ s e o e e ey o ot e |
A8 ||
Digplay the sequence table so it can be edited [ W 7

Figure 9.9 Instrument Window with Sequence | Edit selected

HE B

Figure 9.10 Edit Sequence icon
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9.5 Saving a Sequence

Save sequence file as

Save jn: I a Sequences

#| Thbatch.seq
Q tutariall. zeq

File name: ||

Save az bupe: I Sequence files [*.zeq) ﬂ

— Deszcription
=l

Figure 9.11 Saving Sequence dialog

U Save Sequence

U Save Sequence As

32 Karat 8.0
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Running a Sequence

9.6 Running a Sequence

= Instrument 1 Method: TestMixE met Data: TestMixB_dat Project: Default - [Sequence: TMbatch_seq]

=] File Edit “iew Method Data Sequence  Analysis il Beport:  WWindow Help = |ﬁ'|i|
ER |D'>'| | I'—Ll || | Preview Run kA el | s
SIS |E [1- uv 214nm i L=l Single Run..  Ciil+Shift+F3 2| ||| o] A2 ﬂl
Fun # | Status Run Type Level | Conc Owerm o ble Inject | Sample Inject Other Inject Inlet Other Injer
1 Summary Begin 3 Oin/a [ Stop Run.. B0:AZ %] 10 »
2 Surnmary Fun O|n/a BO:A2110
3 Surnmary Run O|nfa Fun Queue... BO:a2(10
4 Surmmary Fun O|n/a c iR BO:A2110
5 Surnmary Fun O|nia Ediznd Fun.. BO:A210
5 Surnmary End Olnta Monitar Instiument 1 BO:A2(10
7 Instrurnent Status... [
Diagnostics »
Diirect Control 3
Show Trays...
' Direct Control Toolbar
KI ¥
8 2 P o o e i 2 P s e [ e
- =] | -] =
Perform a sequence un [ MIMN - 2

Figure 9.12 Instrument Window with Control | Sequence Run selected

Y

Figure 9.13 Sequence Run icon
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Run Sequence

— Seguence information
Start I
Sequence name: Ioiecls\D efault\Sequences\T estMinBatch seq qu
LCancel |

—Run range
& Al —IHE'IJ

) Selection
" Range I
—Mode
T ower: A2 x

Processing mode: I Mormal A l
Bracketing: I Maone i l

T Review

£ Besults review [pavse after each i)

£ Calibration review [pavuse after each calbration set)

— Printing

™ Print method reports ™ PFiint sequence reparts

Figure 9.14 Run Sequence dialog

= Instrument 1 Method: TestMi: Data: TestMixBE_dat Project: Default - [Sequence: TMbatch. seq]

| File Edit ¥iew Method Data Analpsiz  Control  Beport: wWindow  Help ;Iilﬂ
B3| [ov 214 = LSl s = s i E3 R A = aﬁ"?”ﬂ
Bun i | Status Run Type Custam Report... | Sample Imject Inlet] Sample Iniect | Sample Inject Other Inject [nlet Other Irjes
1 Surnmany Begin [I—— 1 51 [ BO-a2[#] 10 »
2 Surnmary Fun Properties. . I Slad BO:A2|10
3 Surnrary Bun 0frna 1 SEal BO:A2|10
4 Summarny Run 0|nia 1 Slial BO:A210
5 Surnmary Fun O{nda 1 SEal BO:A2|10
E Summary End 0|nia 1 SliAd BO:A2(10
7
ol | >
o | o 1 o i o e [
A2 A»]]=]
Frocess a sequence [ W A

Figure 9.15 Instrument Window with Sequence | Process selected

U Process

32 Karat 8.0
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Process Sequence

— Seguence information

Sequence name: Iat\F‘roiects\Default\Sequences\T Mbatch zeq qu

—Run range

o )
£ Selection

" Range I

—Mode
Tawer MAL &

Processing mode: I Fieintegrate & l
Bracketing: I MHore 4 l

1 Review
£ FBesults review [pavse after eachnim]

£ aliration review [pause aiten each calbiatiorset]

— Printing
™ Frint method reports ™ Print sequence reports

Start I
LCancel |
Help |

Figure 9.16 Process Sequence dialog
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o O O O

Sequence Information
Run Range

Mode

Review

Printing
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Skill Check

9.7  Skill Check

Upon completion of this section, you should be able to do the following:

Run the same method (TestMixB.met) three times.

2. Specify sample vial SI:A1 as the sample for line 1, vial SI:F10 as the sample for line 2 and
vial SI:C8 as the sample for line 3.

3. Specify sequential file names for the data.

Do NOT run the sequence table at this time.

Summary

This completes the Sequence portion of the 32 Karat Software Basic Instrument Training. We
can now automate running and processing the data of multiple samples.

In the next section we will take a look at the steps necessary to automatically generate and
apply calibration data.

32 Karat 8.0
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Creating Calibrations

10.1 Overview

The Peak ID and Sequence Tables have entry columns that we have not yet discussed. These
parameters are used for generating and updating the calibration data for a given method. To
generate a calibration curve we will:

* Edit a Peak ID Table for calibration
* Create a Calibration Sequence Table
* Run a Single Level Calibration Sequence

e Review Calibration Curves
¢ Final Skill Check

10.2 Editing the Peak ID Table

= Instrument 1 Method: TestMixB.met Data: TestMixB.dat Project: Default
File Edit Yiew BIEGWEN Data Sequence Analysiz Control  Beports Window  Help

BlE{E| e o g | oY) ] 8l lelolkle| B At |

Advanced...
Lualitative Analpzis. ..
LCustom Report....

Froperties...

i 1 1 s e e

7 e e e e | s | e e e
Al 8| ||| =]
Edit the peak and aroup tables | W i

Figure 10.1 Instrument Window with Method | Peaks | Groups selected
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Editing the Peak ID Table

= Instrument 1 Method: TestMixB_met Data: TestMixB_dat Project: Default - [Peak / Group Tables -- U¥Y - 214nm]
Tl File Edt “iew Method Data Sequence Analysis Combrol Beports  Window  Help ==l
B[S|8| [ovzren =] 4 [F|®| @] @] =[] wE] 2= @[ e] Fm £2] =
Named Peaks | Groups |
# Mame [1n] Ref. ID # Scale ‘wheighting Method Lewvel 1 Level 2 Level 3 Lewvel 4 Level 5
1 |#|Peak 1 1 0| Mone MHone 1 2 3 4 5
g ¥ | Paak 2 2 0| Mone _ Mone _ 1 2 3 4 5
4 | v
A 1 2 e o i e | W ] 2 2
For Help, press F1 [ MIN.
Figure 10.2 Peak ID Table set for Calibration
U Properties - Select parameters
Parameter Options
Name Weighting Method
ID 10 Levels
Ref ID # STDID #
ISTD ID # STD Mult.
Units Low Gonc
Analysis Channel High Conc
Quantitate Check Std 1 Conc
Fit Type Check Std 1%RD
Zero Spike 1 Amount
Calib Flag Spike 2 Amount
Calib Weight Dup %RD Limit
% Calib Margin RF %RSD Limit
Scale
88 A



Creating Calibrations
Creating a Calibration Sequence with the Sequence Wizard

10.3 Creating a Calibration Sequence with the Sequence Wizard

£ Instrument 1 Method: TestMizB.met Data: TestMizB_dat Project: Default

-8 Edit “iew Method Data Sequence Analyziz Control Feport: Window Help

Method v 5| alE=

el e Y 2 2 R A e e

Data

Sequence

Beport Template

Advanced Reports
Open...

Select Project... Save
Save As
FErrint

Frint Setup...

Frint Inztrument Configuration
Instrument Activity Log 3

Recent Method Files 3
Recent Data Files 3
Fiecent Seguence Files 3

E xit

] P 5 NP S P Y W 2 A A e 8 i

Create a new sequence [

Figure 10.3 Instrument Window with File | Sequence | New selected

Sequence Wizard - Calibration

Calibration D : ITest tdix Calibration ﬂ
Calibration path : ID:\32Karat\F‘r0iects\Default\Data\CaIihrations -q'l
Calibration file : ITestM ixCalibration. dat ﬂ

Mumber of calibration levels : |5
Fepetiions per level : I'I

v iClear all calibration at start of sequence

[" Create a separate row in the sequence for each repetition

ultiple calibration zetz

Humben af urknewhiiins Betwess sets I'I

% [ntersperse calbration yisls with unknown vials

) Heuse callration wials fom firstealtration set

@l Cancel < Back I Mest > I Firizh

Figure 10.4 Sequence Wizard - Calibration dialog

U Calibration ID

U Calibration Path

P/ACE MDQ Training Workbook
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Creating a Calibration Sequence with the Sequence Wizard

90

L Calibration file

L Number of levels

U Number of Repetitions per level

o D d D D Y 0

1: UV - 214nm = | = ;=]

Cal CCaA 1 1| Test Mix Calibration TestMixB.met|  TestMixCalibration?. dat
Calibration 2 1| Test Mix Calibration TestMixB.met| TesthinCalibration2. dat
Calibration 3 1| Test Mix Calibration TestMixB.met| TestMixCalibration3.dat
Calibration 4 1| Test Mix Calibration TestMixB.met| TestMisCalibrationd. dat
Calibration & 1| Test Mix Calibration TestMixB.met| TestMisCalibration. dat

Figure 10.5 Completed Sequence

32 Karat 8.0
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Running a Calibration Sequence

10.4 Running a Calibration Sequence

= Instrument 1 Method: TestMixB_met Data: TestMixB_dat Project: Default - [Sequence: TestMixBatch_seq]
™| File Edit %iew Method Data Sequence Analysis m Beports  Window Help =&l x|
2 | ﬂl | | e | | F Preview Fun | e -
2| == Im L el Eingle Run... Crl+Shiftt+F3 Bl@l |’|E:>|tt| .l £K| ?l El ‘
Bun # Status Bun Type Level | Conc O Sequence Run... ChShitt+F3 (ple Inject Outlet | Sample Inject Duration Other Inject Inlet
1 CaL CCA 1 Stop Fur.. k BO:&1[1
2 Calibration 2 BO:A2(1
3 Calibration 3 Run Queue... BO:A301
4 End Calibration 0|nta Eutord Bun BO:AT[1
5 3 = 4 3
b mmitar [metrment |
Instrument Status. .. 3
Diagnostics 3
Direct Contral 3
Show Traps...
v Direct Control Toolbar
KN I
7l e e e e e e e e e e |
Perfarm a sequence un [ [MIN

Figure 10.6 Instrument Window with Control | Sequence Run selected

4

Figure 10.7 Run Sequence icon

Run Sequence

Start I

LCancel |
—Run range

& Help |

— Seguence information

Sequence name: Ioiects\D efaulthSequenceshTesthixB atch. zeq qu

£ Selection
" Range I
—Mode
T ower: A2 x

Processing mode: I Mormal A l
Bracketing: I Maone i l

T Review

£ Besults review [pavse after each i)

£ Calibration review [pavuse after each calbration set)

— Printing

™ Print method reports ™ PFiint sequence reparts

Figure 10.8 Run Sequence dialog
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10.5 Reviewing Calibration Curves

2 Instrument 1 Method: TestMixB.met Data: TestMixCalibration.dat

Project: Default
le Edt Yiew WEEGWN Data Sequence Analyziz Control Beports window  Help

Instrument Setup...

ﬁﬂ—l_lﬁ = m Inteqration Events... E“HShimz —I—l _I_IéE G _I_llf_’, al@l |*I*|tt|.| 'g{l?l El

Chrl+Shift+F4
on... Chil+Shift+FE

Advanced...
Qualitative Analyziz...
LCustom Repart...

Froperties...

e 24 i o

_,f(’_'

48| «|»|e=]

eview the calibration curve and tables [

MIN
Figure 10.9 Instrument Window with Method | Review Calibration selected
Figure 10.10 Review Peak Calibration icon
32 Karat 8.0
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[ Review Peak Calibration -- UY - 214nm

| mount | Aea |

E.73163e-005

E.93626e-005

7.13355e-005

711162008

Figure 10.11 Review Peak Calibration Window

P/ACE MDQ Training Workbook
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7.60607e-005

U Selecting a curve to review
U Deleting data points

U Equation and goodness of fit

E xternal Standard Curve

\&werage RF: 7127832005
FF StDev: 3.03444e-005
FF %RSD: 434135

Scaling Mone

LS50 Weighting: Maone
Faorce Thiough Zero: QFf
Fieplicate Mode: Replace

Linear Fit ax+b
a=7.63417e005
b =-0.189156

Goodness of fit (2] 0.995918

Creating Calibrations
Reviewing Calibration Curves
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10.6 Final Skill Check

Upon completion of this section, you should be able to do the following:

1.

Edit the peak ID table in your method to specify three calibration levels. (Five level
calibration is shown in this section.)

Modify the sequence table you created in the previous section to specify the run types as
calibration (enter the level number in the Level column to change run type from
Unknown to Calibration).

Dilute the test mix to create three levels of concentrations for calibration.
Specify sequential file names for the calibration standards.

Use Direct Control to bring the trays to the load position. Verify that the Test Mix vials are
in the appropriate positions.

Run the Sequence table.

When the run is complete, review your calibration data.

Summary

You now know the basics of generating, analyzing and reporting electrophoretic data. Next
we will set up customized reports and sequence reports.

94
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Preparing Custom Reports

11.1 Overview

This section considers the creation of custom reports. We will discuss:

* Accessing a Custom Report
* Editing a Custom Report

* Creating a Report

e Skill Check

11.2 Accessing and Editing a Custom Method Report

= Instrument 1 Method: TestMixB.met Data: TestMixB._dat Project: Default
File Edit “iew BEEGHGN Data Sequence Analyziz Control Reportz  window  Help

Sslalr e o bl mim) e ke ol Dllelwe] B A9

Fa

Peaks / Groupz...  Chl+Shift+F4
Feview Calibration... Chil+Shift+FE

Advanced...
Bualitative Analysiz...

Properties. .

o = [ e [ s e o e e ey o ot e |
R R
Create or modify the method's custom report template. | W A

Figure 11.1 Instrument Window with Method | Custom Report selected
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PN A33116AB 95



Preparing Custom Reports
Accessing and Editing a Custom Method Report
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i P/ACE MDQ 3 Method: Multicalibration. met Data: Multical 001 Project: Default - [View Method Custom Report]  [[=] ES

; Edit “iew Method Data Sequence Analyzi: Control Beports  Window  Help o =
E o [ e BlE] Bl =% L] 2] s |»[%]e] @ &2

Sequence

Spectral Library
Advanced Reports

»
»
»
3
»

Select Project...

Frint Setup. ..

Frint Instrument Configuration

Inztrurnent Activity Log 3

Recent Method Files 3

Recent Data Files 3

Fiecent Sequence Files 3

Exit

-

KT Bl

oA A e e o e o e o s i ol Pl |

QOpen a report template from a file. | MM

Figure 11.2 Instrument Window with File | Report Template selected

Open HE
Lack jr: I 29 Templates j gl IE_.
Area %.Sp Internal Standard. Srp [CChecks
Calibration. brp Internal Standard-horiz.rep Spikel brp
Duplicate. brp Irternal Standard-Wertical.rep Spike.brp
Euxternal Standard.Sip Library Search Results.Sip Surnrnary. £
Euternal Standard-hariz.rep Maormalization.Srp SyzSuit.brp
Esternal Standard-vertical rep FD& Library Feport.zip TestMixPe
1] | |

Files af bype: |F|e|:n3rtTemplateFiles[*.rep;".srp;".brp] j Cancel |

Figure 11.3 Report Template Open dialog
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Accessing and Editing a Custom Method Report

= Instrument 1 Method: TestMixB.met Data: TestMixCalibration._dat Project: Default - [Method Custom __. [H[=]

| File Edit “iew tethod Data Sequence Analvsis Cortrol Beports  Window  Help ;Iilil
BB oz =1 (8] BIE] m(m| =% eS| 2= m]e(e(c[e] @ K2 =]
[Times New Fioman == (e 2u=| 2 slr| === =3 B o =

] -

| T T T I | P T
’ is il 1 il 1 is il 1 il 1 is il ‘. il 1 is I
Area % Report
DataFile: C:\32K arat\D ataidy; [nsert Field Y ldat
Ilethod: C:32Karat\Projec  Insert Graph P TesthlixB met
Acquired: 6/26/00 2:42:53F  Inzen Repott
Printed: 62700 1:38:08 F  Insert Object...
Update Fields
Edit »
Dirawing 3
Fetention Time ! Zaom b
3.739 b argin Setup...
Print Preview...
Print...
: Header/Foater
........................... Totals | oo v Toolbar
v Fluler
<| | »
[r— 5 ey [y r— W
7 o e e e e e e e e e o e || 0
For Help, press F1 [ MIN

Figure 11.4 Method Report Template with right-click menu displayed
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11.3 Creating a Custom Method Report

98

= Instrument 1 Method: TestMixB_met Data: TestMixB_dat Project: Default - [Method Custom Heport]

| Ele Edt %iew Method Data Sequence Analpsis Control Beports  Window Help ;Iilil
B|S|E [rov-21a0m =] 05| B e = v 2 @t e E Sﬁl?”
| o = m|z|ul=| 8 @] === =@ O] o =

k. T - T T T T e
} i 1 i i 1 i 1 i 1 i 1 ‘. i J.|

-

% Izt Field 3
Ingert Graph 3
Insert Repart #
Ingert Object...

Update Fields

Edit »
Drawing 3
Zoom 3

Margin Setup. ..
Frint Preview...
Frint. ..

Header/Footer
v Toolbar
v Ruler

o1 o

7o e | ] S s i e ] 7 2
EECEEEEE

Far Help, press F1 [ PN

5Hz|

Figure 11.5 Instrument Window - Custom Report, right-click menu displayed
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Creating a Custom Method Report

gl PAACE MDG 3 Method: Multicalibration. met  Data: Multical 001 Project: Default - [Method Custom Report] - [O]x]
™| File Edt “iew Method Data Sequence Analpsiz Control Beports Window Help - |E||l|

A\\

EECFE s e - E E S R I E R =
|CourierNew |1EI J Mﬂ&l@l @l&l Ql I‘IDD“/O 'I

"...l...l...|...|......|3...|...|4...|...|5...|...|5...|......|.|j
b 1 1

1 1 1 1 1 1 1 1 1 1 4

Sample 1D
Inzert Graph ¥ UserMame
Inzert Repott  »  Run Time

Inzert Object. .. Analysiz Time
S . MethodM

Update Fields ieihac Hame

. Filename

Edit 3 o

Drai 5 Frirt Timne

= T 5 [ ata Description

oem Sample Amount
IMaragit Setup... ISTD Amount
Print Preview... Total Factar

Print Mult. Factor 1
—  — Mulk Factor 2
Mult. Factar 3
Dilution Factor 1
Dilution Factar 2
Dilution Factor 3

Header/Foaoter
v Toolbar
» Ruler

Sequence Mame

Instrurment MName

Product Mame

Software Build

Software Yersion

OEM ID

Method Creation Time

Method Last Modified Time

Results Source

Calibration Lewvel

Run Type

Pretreat Mame

Pretreat Creation Time
LI_I Pretreat Last Madified Time »

b1 | 7 e e e

| [MIN

Alﬁllﬁl-ﬂ-lmlﬂflﬂlﬁli . Pag!e Nulmber

Instrument Window - Custom Report, right-click menu, Insert Field selected

U Inserting a Field
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= Instrument 1 Method: TestMixB_met Data: TestMixB.dat Project: Default - [Method Custom Report]

| File Edit Wiew Method Data Sequence Analpsis Control Beports  Window  Help _|ﬁ||5|

@|ﬁ|ﬂ||1:uv-214nm | e = = = RS A = = |#|E€>|33|.| £ﬂ|?|‘

| A =] Blr|uj= 8 (& =@ o) Jooe =]

| T T T - .......IB.......I?.....IiI

’ 1 1 1 1 1 1 1 1 1 1 ‘. 1 J.|
Test Mix Performance

Instrument 1

CA3ZE arat\Projects'Defauliildletho ds\Te sthimB met
CAZ2E arat\ Projects\Defaulth S equence st Tivbatch seq

Inzert Field 3 |

Inzert Graph Calibration Curve
Insert Repart

Inzert Object. ..

Update Fields

Edit 3

Dirawing »

Zoom >

Margin Setup...

Frint Preview..

4 | | Frirt... . b|

-'"\—|E Header/Footer :&lJﬁl.ﬂlf\nl‘v'lmlﬂlﬁ1|A|m|A|A|ﬂ|AIKI-f\_I_.-r\_l ﬁlmlﬁlﬁjml 5Hz|

v Toolbar
<| lr v Ruler %ﬂ
Inzert a Data Graph object [ MIN 2

Figure 11.6 Instrument Window - Custom Report; right-click menu, Insert Graph selected

U Inserting a Graph
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= Instrument 1 Method: TestMizB_met Data: TestMixB_dat

Preparing Custom Reports
Creating a Custom Method Report

Project: Default - [Method Custom Report]
= File Edit Wiew Method Data Sequence Analysiz Control Beports  Window Help

= |
B[ E [rov-zramm =] 0] [B] R EEEEE R RO =]
| A o alsfuls] g sl £(ml ol [w o
P.......I1.......|2...|...|3.......|4.......IS...u...IB...u...I?...u...ﬂﬂ
' 1 1 i 1 iy 1 1 i 1 iy 1 1 ‘. 1 iy *
Test Mix Performance
Instrument 1
CAZZE arat\Preojects'\Defaultbletho da\Te sthilizB met
CA3ZE arat\Projects\Default' Data\ Te sthimB . dat
002 g
. 0023 . Inzert Field »
- E * Inzert Graph 3
001 ] Calibration Info
Calibration T able
E Update Fields [rata Audit Tla.l|.
000 Edit 5 Instriument Activity Log
DI . 5 Instrument Configuration Report
0 T ] 2 4 5 Z'aw'”g ,  Method Audi Trai
ik oam Method Repart
Fargin S etup... Fretreatment Audit Trail
Frint Presies...
Frint... -
L S »
_I_I : Header/Footer
o e e i e e e e e e e i i
5 v Fuler
A2 | ==

Ingert Fiun Repart table [

MIN 2

Figure 11.7 Instrument Window - Custom Report; right-click menu, Insert Report Selected

Q

Inserting a report

Q

Format columns

P/ACE MDQ Training Workbook
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Creating a Custom Method Report

Run Report

- Data zource

™ Curent data

Trace:

IC:\32Karat\F'roiects\D efaulthD atah T esthdixB_ dat = |

— Repart

W Mamed peaks
Lo
" Detected anly
I Unnamed peaks
I Groups
¥ Totals

Axailable parameters:

Beport the following parameters:

Pk #

Area Pencent

Height Percent
ESTD concentration
I5TD concentration
MORM concentration
Width

Start Time

Stop Time

Chanrel

Integration Codes
Current RF

Average RAF

Relative MT
Thearetical plates (USP)

- M amne
Migration Time
brea

il Height
-

Decimals:

Lolurmn Header:

o]

Height

Cancel | Help

Run Report dialog

= Instrument 1

Method: TestMizB.met

Data: TestMixB.dat
= Ele Edit Yiew Method Data Sequence Analsis Control Reports

Project: Default - [Method Custom Report]
Window Help

@ﬁﬂlm ] 22| =) | i=
| Lotk pane | Prevace | GwePane || Zoomin || Zoomout || Giess

| = e e e e e e P | e | |

v 5| @[] L= ]| @] ] 7]

Test Mix Perbrmance

Dats File:
Bl thod:
Acquired:
Printsd.

32 EaraProje s DefankData \TeMix B dat

32 Earat Projects\Default e thods\Test Wi Emet.
0602/2000 4:57:20 P21

06/19/2000 3:00:52 P2

Page 1af 1

—— Ciamnel AU
Wigratin The

Chamnel A - UV Resubis

Name

Hydroxy Benzoic
Phenyl Acetic

Tonk

Figure 11.8 Formatted Custom Report
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11.4 Skill Check

Upon completion of this section, you should be able to do the following:

Start and configure 32 Karat Software.

2. Establish initial conditions to run the method used to generate your first
electropherogram.

3. Run a sample of test mix.
Analyze the data and generate a custom report that includes:
* A header and footer
* Information fields
* An electropherogram with identified peaks (data graph)
* A runreport

5. Save the report as a template and print the final report.

Summary

Congratulations! You have successfully completed 32 Karat Software Basic Instrument
Training. We suggest that you repeat these exercises on your own before beginning work with
your own methods and samples.
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Summary
Advancing Your Skill

Summary

12.1 Advancing Your Skill

We sincerely hope that you are pleased with your new P/ACE MDQ system.

32 Karat Software has many additional features and functions that are beyond the scope of
this introduction. These include:

* System Administration
* System Suitability
* Data Export

* User-defined data manipulation

To help you benefit from these advanced features, we have provided you with Online Help.
This Help is also available as an on-line manual which can be found on the 32 Karat Software
Manual CD-Rom.

Please take some time to familiarize yourself with these references. If you would like to enroll
in one of our advanced seminars or purchase additional in-lab training, please contact your
local service representative.
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12.2 Record of Operator Training

Training Summary

The following pages list the contents of 32 Karat Software Basic Training Workbook. Items
initialed by the instructor are relevant to the system trained and were covered. Items marked

W,

with an “x” are not relevant to the system trained and were not covered.

Instructor Name

Operator Name

Operator Name

32 Karat 8.0
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Checklist:
U System Overview
U Hardware Terminology
U Safety Features
O Safety Notices
O Chemical/Biological Safety
U Electrical Safety
U Electrostatic Discharge
U Windows Explorer
O Accessing 32 Karat Software
O Configuring 32 Karat Software
O Starting Newly Configured
Instrument
O Accessing Direct Control
O Using Direct Control
O Using the Method Wizard
O Creating a Method
O Saving a Method
O Editing a Method
O Printing a Method
O Other Method Functions
L Running a Single Sample
O Stopping / Aborting Methods
U Displaying Data
O Opening Data Files

P/ACE MDQ Training Workbook
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Optimizing Integration
Defining and Naming Peaks
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