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1 Introduction

Gubbs Mass Spec Utilities (GMSU/QC) is a suite of utilities that enhance the ability of scientists to
perform post-acquisition processing of data acquired in a high throughput (HT) environment.

GMSU/QC uses either Microsoft® (MS) Access or MS SQL Server as a datastore. MS Access may be
used to quickly setup a GMSU/QC instance for user testing or production use. MS SQL Server may be
used if a more secure and possibly more efficient environment is desired. The MS Access database can be
directly upgraded to SQL Server without loss of data. If users desire custom information reports, data
stored in the database is easily accessible.

To perform chromatographic functions, GMSU/QC uses the software development kit components
provided by Sciex and Thermo. Therefore, when users optimize chromatography, they can expect most of
the features available in the native chromatography data system (CDS) will be available in GMSU/QC. In
the same manner, it can be expected that the GMSU/QC chromatographic features will differ between
Sciex data and Thermo data, though every effort has been made to ensure the differences are minimal.

GMSU/QC may be used in a multi-user environment. There are several configuration possibilities for
multi-user environment which are described in more detail in the GMSU/QC Administration and
Installation Manual. Briefly, the GMSU/QC database and acquired mass spectrometer raw data files may
be stored in a common location accessible to others (either a shared file server directory or a shared local
directory). In both instances, it is most optimal to place the GMSU/QC Access database on a filer server
accessible to all GMSU/QC users.

For system requirements and installation procedures, please refer to the GMSU/QC Administration and
Installation Manual.

The most current version of this manual may be found by browsing to www.gubbsinc.com and navigating
to the GMSU/QC page.

2 Definitions

Term Definition
AUC Area Under the Curve (See Section 28)
CDS Chromatography Data System
Cmax Concentration Maximum (See Section 28)
GCV Generic Chromatographic Viewer (See Section 27)
GMSU/QC Gubbs Mass Spec Utilities
HPLC High Performance Liquid Chromatograph
HT High Throughput
LT Low Throughput
MS Microsoft®
QQ Thermo QuickQuan™
RT Retention Time
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3 High Throughput (HT) vs. Low Throughput (LT) Acquisition

One of the salient features of GMSU/QC is that it can process HT acquired data as well as LT acquired
data.

Typically, mass spectrometry data acquisition systems require that compound(s) of interest occur once in
a chromatographic analysis. Therefore, in order to analyze a 12-point assay, scientists had to acquire
twelve separate ‘samples’. This is referred to as LT acquisition in the GMSU/QC system.

In HT acquisition, users open the chromatography data system (CDS) data acquisition window for as long
as needed and inject and acquire all assay time points in a single chromatographic run. The benefits of HT
acquisition > * include:

e The ability to view all chromatographic peaks simultaneously to check for possible instrumental
or sample handling problems and/or trends

¢ When combined with multiple-column switching techniques, increases throughput by decreasing
the time between sample injections and minimizes communication problems that can occur
between instrument and data acquisition system.

NOTE: Currently HT acquisition data processing is supported on the Sciex platform in the Hepatic
Clearance and Permeability modules only.

It must be noted here that half of the benefit of HT acquisition is addressed by the ‘Display HT
Chromatography’ feature of GMSU/QC (see Section 9.9). If normal LT acquisition is performed, users
may click on the ‘Display HT Chromatography’ button to view all the injections (or samples) of an assay
in a single chromatogram. GMSU/QC retrieves the XY data of each chromatographic injection/sample
and concatenates the data end-to-end in a text file. Both ABI and Thermo chromatographic display
components used by GMSU/QC allow text data to be loaded and viewed as a chromatogram. See the
GMSU/QC Users Manual — Display HT Chromatography section for more information.

4 Data File Convention

Throughout this manual, the term “Data File” is used.
In the Sciex environment, the Data File is the .wiff file.

In the Thermo environment, the Data File is the .sld file. Even though the .sld file doesn’t actually contain
raw data (.raw files), the .sld contains the directory path reference to the .raw files. Since the .sld file
“manages” the location of the .raw files, the .sld will be referred to as the Data File.

5 Data Acquisition Method Assumptions
GMSU/QC makes the following assumption concerning the configuration of Analyte and Internal
Standard transition ions within the data acquisition method (applies to single-analyte assays):

The Analyte is listed first in the experiment transition ion section.
The Internal Standard is listed second in the experiment transition ion section.
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If the opposite is true or the Chromatography Data System (CDS) lists the transition ions in order of
compound molecular weight, then the user has the ability to assign the appropriate transition ions to
Analyte and Internal Standard using the Menu item ‘Assign Transition lons’ located in each module.

6 Multiple Analyte Experiments

The ‘Assign Transition Ions’ feature can also be used to prepare data in which data for multiple analytes
have been acquired (e.g. in cassette dosing experiments or looped experiments).

Please note that this process is automated in the Thermo environment in which a valid processing method
(.pmd) has been configured in the sequence file (.sld). The .pmd can be created manually using Thermo
Xcalibur™, automatically using Thermo QuickQuan™, or exported with the .sld from Thermo
LCQuan™, Please see the relevant help files inside any of these CDS’s for further information.

7 Data Acquisition Data File Content Rules

Data file content must conform to certain rules in order to be successfully processed by GMSU/QC. The
rules differ slightly depending on the data file.

7.1 Sciex

e Sciex data must be stored in a single .wiff file

e The .wiff file may contain data only from a single assay

e An ‘assay’ is defined as the injections/samples that make up the data set for that analysis (e.g.
Hepatic Clearance).

o If the HPLC sequence contains a second assay, that assay must be stored in a different .wiff
file

The following table is shown for a 5 injection/sample Hepatic Clearance sequence in which
samples 1-5 are for Rat and 6-10 are for a second Rat experiment.

Sample Name Data File
Sample001 Rat01
Sample002 Rat01
Sample003 Rat01
Sample004 Rat01
Sample005 Rat01
Sample006 Rat02
Sample007 Rat02
Sample008 Rat02
Sample009 Rat02
Sample010 Rat02

Notice that the data file names are different for the two assays.

Note that it is allowable to have several different analytes in each injection (e.g. cassette dosing,
looped experiments).
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7.2

Thermo

Similar to Sciex data, Thermo data (.raw files) must be grouped by assay. Thermo acquired data
cannot be stored in a single data file; therefore, from the perspective of GMSU/QC, the Thermo

sequence file (.sld) acts to group Thermo data by assay. The rules vary slightly depending on the
CDS used to acquire the data

Note that Thermo applications generate several date-time stamped .sld’s in the course of data
acquisition and data processing. GMSU/QC ignores the date-time stamped .sld’s.

e An ‘assay’ is defined as the injections/samples that make up the data set for that analysis (e.g.
Hepatic Clearance).

7.2.1  Xcalibur™ data

¢ An .sld may contain only from a single assay
o If the HPLC sequence contains a second assay, that assay must be configured in a
separate .sld and submitted to the sequence queue separately.

The following table is shown for a 5 injection/sample Hepatic Clearance sequence in
which samples 1-5 are for Rat. The second table is samples 1-5 are for a second Rat
experiment. The two .sld’s would need to be submitted to the acquisition queue
separately.

Sequence Name: Rat01

Sample Name Path

Sample001 C:\Xcalibur\Data\Rat01
Sample002 C:\Xcalibur\Data\Rat01
Sample003 C:\Xcalibur\Data\Rat01
Sample004 C:\Xcalibur\Data\Rat01
Sample005 C:\Xcalibur\Data\Rat01
Sequence Name: Rat02

Sample Name Path

Sample001 C:\Xcalibur\Data\Rat02
Sample002 C:\Xcalibur\Data\Rat02
Sample003 C:\Xcalibur\Data\Rat02
Sample004 C:\Xcalibur\Data\Rat02
Sample005 C:\Xcalibur\Data\Rat02

Please note the following:

e Even though it is permissible to save assay data to the same path, saving assay
data to different paths will reduce the possibility of GMSU/QC errors in locating
data.

e The two .sld’s must have different names.

o ltisallowable to have several different analytes in each injection (e.g. cassette
dosing, looped experiments).
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7.2.2  QuickQuan™ (QQ) data

QuickQuan is a highly specialized application allowing users to efficiently and quickly
setup the instrument for high throughput data acquisition. QQ has an added benefit in that
processing methods (.pmd’s) are generated automatically and will be processed
automatically by GMSU/QC. See Section 8 for a further discussion of processing
methods.

The only limitation with QQ data is that the QQ sequence must be configured such that
there is always a 1-to-1 relationship in generated .sld’s-to-.pmd’s (please see Section
7.2.4 — Rooney Method for an exception to this rule).

For example, the following QQ sequence will generate two data subdirectories, each
containing one .sld and a corresponding .pmd

Normal Sequence

Sample
New Sequence Drug Set Name

X QuickCalc Sample01
[] QuickCalc Sample0?2
[] QuickCalc Sample03
X Labetalol Sample01
[] Labetalol Sample02
[] Labetalol Sample03

The following example would not be allowed. The following QQ sequence will generate
a single data subdirectory with two .sld’s and two corresponding .pmd’s. Users must open
this data using the Rooney Method described in Section 7.2.4.

Rooney Method Sequence

Sample
New Sequence Drug Set Name

X QuickCalc Sample01
[] QuickCalc Sample02
[] QuickCalc Sample03
[] Labetalol Sample04
[] Labetalol Sample05
[] Labetalol Sample06

7.2.3 LCQuan™ data

GMSU/QC cannot process LCQuan data directly. Therefore, users must first export a
desired .sld from within LCQuan. GMSU/QC then may open the exported .sld.

Users must ensure that, within LCQuan, the .pmd is also exported with the .sld.
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7.2.4 Rooney Method data

Users may wish to generate large sequences containing several analytes, but to view the
entire sequence as a single batch. Users have two options. We again will use the
examples given in Section 7.2.2. In both options, the data should be opened using the
Data Access Configuration option of ‘Open entire QQ parent .sld as a single sequence’,
which will be referred to as Selection 2 in the following discussion.

(" Open QuickQuan parent .zld or an individual .zld

Chooze Data Access Configuration...
|7f3“ Open entire A0 parent .sld az a single sequence

The following QQ sequence will generate a single data subdirectory with two .sld’s and
two corresponding .pmd’s.

Rooney Method Sequence

Sample
New Sequence Drug Set Name

X QuickCalc Sample01
] QuickCalc Sample02
[] QuickCalc Sample03
[] Labetalol Sample04
[] Labetalol Sample05
[] Labetalol Sample06

If this data is opened using Selection 2, the entire sequence will be viewed as a single
data file.

In another example, the following QQ sequence will generate two data subdirectories,
each containing one .sld and a corresponding .pmd

Normal Sequence

Sample
New Sequence Drug Set Name

X QuickCalc Sample01
[] QuickCalc Sample02
[] QuickCalc Sample03
X Labetalol Sample01
L] Labetalol Sample02
[] Labetalol Sample03

If this data is opened using Selection 2, the entire sequence will be viewed as a single
data file, rather than being parsed into two data files.

A drawback to both of these options is that if the drug set listed in the processing method
(.pmd) has more than one target, only the first target of each .pmd will be shown.
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8 Thermo Processing Methods

There is an advantage to using Thermo data in that GMSU/QC can retrieve information from processing
methods (.pmd’s). GMSU/QC pulls as much information as it can from the files available to it from each
CDS environment. Table 1 shows a comparison between Thermo and Sciex listing the information that
GMSU/QC can retrieve automatically vs information that needs to be configured manually.

Table 1 Thermo/Sciex Automatic Information Retrieval Comparison
Information Thermo * Sciex
Component Automatic Manual Automatic Manual
Analyte Name X
Internal Standard Name
Analyte/IntStd Association
Compound association with transition
ion set
Calibration/QC Level
Calibration/QC Concentration
! With a correctly matching processing method

X | XXX

X
X
X
X
X

X

Though GMSU/QC contains the tools needed to configure manually all the Information Components
listed, that action can become quite tedious, especially when throughput is ramped to >50 different
analytes/species/assays per day.

If an incorrect (or no).pmd is configured in the Thermo .sld, then all the Information Components must be
configured manually.
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9 Conserved GMSU/QC Features

Each GMSU/QC module has several features that are identical (or nearly identical). These features are
discussed here. See Figure 1 for a module that has examples of these features.
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Figure 1 Permeability Calculator Example

9.1 Choose Data Access Configuration
These options govern how GMSU/QC will load data. The results of the options differ between
Sciex data and Thermo data.

The default setting for this frame is configured in the Hepatic Clearance Calculator Configuration
Settings in the Configuration Utility — Hepatic Clearance tab — Data File Access Mode item.
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9.1.1 Sciex data

e Users may choose to load a single data file or all data files within a directory.

e If ‘Open a single data file...” is chosen, then a single data (and any multiple analytes
configured with that single data file) will be listed in the ‘Choose a File’ grid at the
top of the window.

e If ‘Open all data files within a directory...’ is chosen, then all the data files in the
same directory as the selected data file (and any multiple analytes configured with
any of the data files) will be listed in the ‘Choose a File’ grid at the top of the
window.

9.1.2 Thermo data

9121

9.122

Open a data file or a QuickQuan parent .sld

A asingle data file (and any multiple analytes configured with that data file)
will be listed in the ‘Choose a File’ grid at the top of the window.

Open all data files within a directory

If the data file is generated from XCalibur or LCQuan, then all the data
files in the same directory as the selected data file (and any multiple
analytes configured with any of the data files) will be listed in the
‘Choose a File’ grid at the top of the window.

If the data file is generated from QQ, then a single data file will be listed
in the ‘Choose a File’ grid at the top of the window. Any data related to
multiple analytes configured with that data file will be shown in the
Sample List (or chromatography list in the Hepatic Clearance module).
This is advantageous in the Generic Chromatographic Viewer module
because an entire sequence of data may be reviewed simultaneously.
However, this is detrimental in any of the other modules since the data
would not be able to be processed correctly.
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9.2

Choose Data Acquisition Mode

HT Acquisition is supported with ABI data in both Hepatic Clearance and Permeability modules.
HT Acquisition is supported currently with Thermo data in the Generic Chromatographic Viewer
module only.

Users must select whether the data file being loaded is LT or HT. If the data file does not exist in
the database, users will be prompted to assign the data as LT or HT (see Figure 2).

LT or HT?

This raw data file:
ChAnalyst Data\Projects\DemoiHepCIHT\Data\01 {A45%5_06Ld_HTI_SDF)_pos wiff
has not been configured in the GMSU database.

Select LT if this raw data file is to be processed as a
Low Throughput acquisition file.

Select HT if this raw data file is to be processed as a
High Throughput acquisition file.

" Laow Throughput (LT) Acquisition

& High Throughput (HT) Acquisition

0K Cancel

Figure 2 HT or LT acquisition type assignment

The default setting for this frame is configured in Configuration Utility — [module] tab — LT or
HT Acquisition parameter. The installation default value is ‘LT’.

If desired, an administrator can make this option frame invisible. The visibility of this frame is
configured in Configuration Utility — [module] tab — Show Low Throughput/High Throughput
Window parameter. The installation default value is ‘No’ (option frame not visible).

If the frame is INVISIBLE, new data will be processed automatically according to the
Configuration Utility LT or HT setting and users will not be prompted to assign data.
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9.3 Browse...

The default path for the Browse button is configured in the Configuration Utility — [module] tab —
Default Data Directory field.

Select a file... 7 X

Look in: | (= 02202007_182233 - e @k

A [-5301_buspirone

\_{9 ()02 _reserpine
My Recent Citemp

e T 02702007 182233.5ld

.
My Network  File name: |02202007_182233 sid = [ oeen |
=l

Places
Files of type: |.sld Files {"sld) Cancel

Figure 3 Browse... Window

e Choose the Browse... button to browse to a raw data file or raw data file directory.

e The ‘Files of type’ dropdown box content will include .sld, .wiff, or both (if both CDS
environments are loaded on the workstation).

o If both CDS environments are loaded on the workstation, then the sequence order of the
‘Files of type’ dropdown box content is governed by Configuration Utility — [Module] —
Select Default CDS Environment entry. If ‘Thermo’ is chosen, then °.sld” appears first in the
‘Files of type’ dropdown box.

e Data will be loaded into the ‘Choose a File’ grid (see Section 9.4, Figure 5) and the first file
will be processed. The number of rows in the grid very depending on the selection of Choose
Data Access Configuration (see Section 9.1). The column contents of the grid are explained
in 9.4.
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Once data has been loaded, GMSU/QC makes initial database table records and records five user
identification records: Initial Date, Initial User ID, Initial User Name, Modification Date,
Modification UserID, and Modification User Name. In this scenario, the Initial and Modification
userid, username, and date information would be the same. The information may be viewed in the

Choose a File grid.

Initial D ate Initial UserlD |Initial User HName| Modification Date | Modification UserlD | Modification User Hamel

1|6/22/2007 1:48:06 Pk | Gubbs Lary Elvebak, B/22/2007 2:47:38 Ph| Gubbs Lary Elvebak

gl 6/22/2007 1:48:06 PM Gubbs Larry Elvebal. B422/2007 1:45:06 PM Gubbs Larry Elvebal

362242007 1:48:07 PM| Gubbsz Larry Elvebak. B/22/2007 1:48:07 PM| Gubbs Larry Elvebak.

41642272007 1:42:07 PM| Gubbs Lary Elvebal B/22/2007 1.48:07 PH| Gubbs Lary Elvebal:

B|6/22/2007 1:48:07 P | Gubbs Larmy Elvebak, B/22/2007 1:48:07 Ph| Gubbs Lary Elvebak
< >
Figure4  Choose a File Grid: User Identification
94 Choose a File Grid

Title/Samp
i} Mefazodone 05072007_183911.2ld Mayp 01, 2007 18 0 WWGUEBBS LAPOcalbursGuickDuanCal
2| Imipramine 05012007_133911 ¢ld| May 01, 2007 18:58:38 “MWEUEBBSLAPD Y calibur QuickDuanCa
3| Paroxitene 05012007_133917 ¢ld| May 01, 2007 18:58:38 “MWELUEBBSLAPDS < calibur\QuickQuanCa
4| Minosidil 0501 2007_183311 sld| May 01, 2007 183:55:33 WGELUEBSLAPOIN=calibur\Bluick JuanCa
A Alprazolam 05012007_133911 ¢ld| May 01, 2007 18:58:38 WMGEUEBRS LAPD I ealiburyQuickQuanCa
L *
Figure 5 Choose a File Grid

After the user loads data, the Choose a File grid is filled with data. This grid has several columns
that contain useful information. The following describes the columns:

Column Heading Description

Analyte Name.

When data is initially loaded, GMSU/QC assigns Analyte Name as
the data file name (minus the .wiff or .sld extension). If a .pmd file is
present (for Thermo data), Analyte Name is retrieved from the .pmd
file.

Once data has been loaded, users may modify the Analyte Name by
modifying the contents of the window Analyte text box (see

Section 9.12.1). When the Analyte text box is modified, the grid cell
Choose a File grid cell updates automatically.

A third way to modify the Analyte Name is through the Assign
Transition lons feature (see Section 9.16).

Sample Name or Sample Title. GMSU/QC assigns Sample Name/Title
depending on environment and acquisition type.

For Thermo data, the Sample Name/Title is the .sld file name.

For Sciex data, LT Acquisition, the Sample Name/Title is the .wiff
file name.

For Sciex data, HT Acquisition, the Sample Name/Title is the
Sample value retrieved from the .wiff file.

Analyte

Title/Sample
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9.5

Column Heading

Description

Acquisition Date

The acquisition date/time of the first sample in the data file

File Path The directory path of the data file.
Sample # For HT Acquisition. The sample number within the .wiff file.
HT/LT Denotes acquisition type, either HT or LT Acquisition
A PI Analyte parent ion
A DI Analyte daughter ion
IS_PI Internal Standard parent ion
IS_DI Internal Standard daughter ion
TotTrans# Total number of unique transitions listed in the data file
The transition ion item number (retrieved from the list of transition ions)
AnalTrans#
of the Analyte
The transition ion item number (retrieved from the list of transition ions)
ISTrans#

of the Internal Standard

Deactivated

Field not available at this time

TransSet# Transition ion set number of the selected Analyte file

Analyte Filter For Thermo data only. The filter string for Analyte

IS Filter For Thermo data only. The filter string for Internal Standard

ID The database record ID for the selected file

Initial Date The date/time that the selected file was initially loaded in GMSU/QC
Initial UserID The network User ID of the user who initially loaded the selected file

Initial User Name

The network User Name of the user who initially loaded the selected file

Modification Date

The date/time that the selected file was last modified in GMSU/QC

Modification UserID

The network User ID of the user who last modified the selected file

Modification User

Name

The network User Name of the user who last modified the selected file

Sample Change Warning boxes

‘Enable Sample Change Warning — Chromatogram’ and ‘Enable Sample Change Warning —
Results’ (for Hepatic Clearance module) warning boxes are checked by default. If the user
attempts to select a new file in the ‘Choose a File’ grid, but hasn’t saved the Chromatograms or
Results (for Hepatic Clearance module), one or two warnings are displayed.

Save Chromatography?

-
\14) Chromatography has not been saved. Do you wish to save the chromatography data?

X]

Mo | Cancel |

Figure 6

Example of a Sample Change Warning

o If'the user chooses ‘Yes’, the data is Saved and the next file is displayed.
o If'the user chooses ‘No’, the data is Not Saved and the next file is displayed.
e If'the user chooses ‘Cancel’, the action is canceled and the original data file remains

displayed.
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These warnings may become annoying if initial data review is all that is desired. By deselecting
one or both of these warnings, the warning messages will be disabled.

9.6 Save Data

The Hepatic Clearance Calculator module and Permeability Calculator module have two save
events: Save Chromatography and Save Results. All other modules have one save event: Save.

_seve |

Save

Data not saved/locked

v

Data Saved &

Locked

Data saved/locked

When data is in a NOT Saved/Locked state, the Save button is enabled and the Data
Saved&Locked checkbox is disabled. In this state, users are free to modify data.

When data is in a Saved/Locked state, the data is locked, cannot be modified, and can only be
viewed. If the user wishes to modify saved data, then the user must first de-select the Data
Saved&Locked checkbox.

When a save action occurs, the Modification user information for that data file

(see Section 9.3, Figure 4) is updated.
9.7 Cancel

If a module has a Cancel button and that button is clicked, the underlying data for that record will
be reset to its preceding Saved data.

9.8 Sample List

All modules except the Hepatic Clearance Calculator have a sample list. The sample list shows
columns of sample-related data. The column headings of the sample list may be modified quickly
and easily by clicking the Configuration Actions — Create/Edit Table Heading Set button. See
Section 10 for more information.

Excluded Fﬁlm mrmﬂﬁﬂﬁ'mmnrh.-mﬂdmm-m
' Samgle List | 0Cs )| Sharddards )| Flagged Sampies 1 Urknowrs
Sample Somple  |Nom Anolyte |Analyte IS | Aron oF -
Name File Name Type Conc. |Conc. | %Bias |RT Paak Area |15 RT |Peak Aren ' Std Exci? | Ratio Dose Form | Instance
1 |Blank QuickCalc 01 166 15857329 0 0O077143
2 |Blank QuickCale 02 | Stank 0207 191 70146 170 83395653 0.00084112
3 |Blank QuickCale 03 |Blank 0185 1.87, 64033 166 B2843803 0.00072294
4 |Blank QuickCake_04 | Blank 010y 1.95 A2806|  1.72|  79972538) 0.00063526
5 |2 SngmL OQucklalc 05 |StdUpoate | 25| 250 03] 192 620898 170] 74393388) 000782054
B |S.0ngyfml QuickCalic_06 | StdUpdate 5 5.9 17 1.93 1335400 172 80533121) 0.01658200
7 |10 Dng/ml QuickCaic 07 | StdUpdate 10 10.2 23 193 2443630 172 7817'?04“7 003113310
B |25 Cngiml QuickCaic 08 | StdUpdate 25 268 70 1.93 §326033 1.72 78917673 0.08015970
0 150 Dasbnl Mk Cele M0 Il et &n 592 F 102 1 9NQ%2GRN mm ."O.’\fﬂ’.‘&’lf NIEINMRAGR o
< >
Figure 7 Sample List

The sample list has several tabs that filter data to aid the user in viewing the data (see Figure 7).
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In addition, the sample list has several flags that are color coded and blink if configured to do so:
9.8.1 Excluded (Yellow)

If the sample list contains calibration standards, the sample row will be yellow if the
calibration standard has been excluded by the user (see Section 9.13.3).

9.8.2 AQL (Orange)

If the sample list contains calibration standards, the sample row will be orange if the
calculated concentration is above the highest accepted calibration standard concentration.

9.8.3 BQL (Blue)

If the sample list contains calibration standards, the sample row will be blue if the
calculated concentration is below the lowest accepted calibration standard concentration.

9.8.4 Miscellaneous Assay Flags (Red)

The Miscellaneous Flag displayed criteria settings are obtained from the Assay Flag
Criteria settings (see Section 9.14.3). Row colors for these flags are shown only if the
respective sample list Required Table Heading is shown:

Flag Required Additional
Table Heading Table Headings
Anal RT Flag Analyte RT Flag Analyte RT Ave | %Analyte RT Diff
IS RT Flag IS RT Flag IS RT Ave %IS RT Diff
IS Peak Int. Flag IS Int. Flag IS Area Ave %IS Area Diff
QC Peak Int. Flag QC Int. Flag QC Area Ave %QC Area Diff

9.8.4.1 Anal RT Flag (Analyte Retention Time Flag)

e The Analyte RT Ave column contains the average Analyte retention time
(RT) of all samples

e The %Analyte RT Diff column shows the % difference between the
actual RT and the average RT

o If the % difference value is outside the displayed Flag percentage then
the sample row will be pink.

9.8.4.2 IS RT Flag (Internal Standard Retention Time Flag)

e The IS RT Ave column contains the average IS retention time (RT) of all
samples

e The % IS RT Diff column shows the % difference between the actual RT
and the average RT

o If the % difference value is outside the displayed Flag percentage then
the sample row will be pink.
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9.8.4.3 IS Peak Int. Flag (Internal Standard Peak Integration Flag)

e The IS Area Ave column contains the average IS peak area of all
samples

e The % IS Area Diff column shows the % difference between the actual
peak area and the average peak area

o If the % difference value is outside the displayed Flag percentage then
the sample row will be pink.

9.8.44 QC Peak Int. Flag (Quality Control Sample Peak Integration Flag)

e The QC Area Ave column contains the average QC peak area of all
samples

e The % QC Area Diff column shows the % difference between the actual
peak area and the average peak area

o If the % difference value is outside the displayed Flag percentage then
the sample row will be pink.

9.9 Display HT Chromatography
(For LT acquisition data only)

Each GMSU/QC module contains a ‘Display HT Chromatography’ button. When the user clicks
this button, GMSU/QC will look for an existing text file containing pseudo HT data. If the text
file cannot be found, GMSU/QC will generate one (one each for Analyte and Internal Standard)
by concatenating the XY data retrieved from each data set sample. The generated text file is
displayed in the corresponding environment’s (either Sciex or Thermo) graphing tool. The result
is that the chromatographic peaks of the entire assay may be reviewed in a single chromatogram.
For example, Figure 8 shows a 16-injection assay acquired in the normal LT manner, but
displayed in a HT manner.

The advantage to this display is that users may review the entire assay at once. This type of view
makes it obvious if there is a problem with a sample (e.g. very low signal for an Int Std or
Analyte) or the assay (e.g. erratic signal for the Int Std), which may point to problems in sample
preparation or problems in the HPLC instrument.

These types of observations can be easily missed in the traditional chromatographic review
method in which individual chromatograms are reviewed (because each peak is typically
normalized in the CDS window, hiding the fact that the peak signal may be attenuated) or peak
area lists are reviewed (because it is tedious to generate the list and the review may miss small or
erratic peak areas).

There is an additional advantage of the HT Display if Thermo data is being viewed. Integration
parameters may be optimized at the HT level if Thermo data is viewed (see Figure 9). This is
advantageous over the traditional manner of optimizing integration parameters because the user
can see the effect of the optimization on all peaks immediately, rather than having to inspect each
peak after an optimization event.
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Figure8  Display HT Chromatograph — Sciex Data
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Figure 9 Display HT Chromatograph — Thermo Data

9.10 Chromatographic Display

All GMSU/QC modules display chromatography in essentially the same manner. One window
(either top or left) shows the Analyte while the other (either bottom or right) shows the Internal
Standard.

9.11  Chromatographic Processing Functions

To perform chromatographic functions, GMSU/QC uses the software development kit
components provided by Sciex and Thermo, respectively. Therefore, when users optimize
chromatography, they can expect the features available in the native chromatography data system
(CDS) will be behave similarly in GMSU/QC. In the same manner, it can be expected that the
GMSU/QC chromatographic features will differ between Sciex data and Thermo data, though
every effort has been made to ensure the differences are minimal.
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Figure 11  Example chromatogram window - Thermo
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Users may perform the following events in a chromatogram:

Event

Description

BF (Bunching Factor)

Sciex only. Bunches points by the number displayed.
Changes to BF are made to all samples.

BW (Baseline width)

Thermo only. Changes to BW are made to all samples.

Smooths Smooths data by the factor displayed.
Changes to Smooths are made to all samples.
NT/PNF Noise Threshhold/Peak Noise Factor (Sciex/Thermo)
Changes to NT or PNF are made to all samples.
AT/ANF Area Threshhold/Area Noise Factor (Sciex/Thermo)

Changes to AT or ANF are made to all samples.

Point-to-Point
Drop to Baseline

Sciex only. Will apply the setting to a manual integration event.

Y-Axis Type

Thermo only. Will set the Y-Axis to Absolute or Relative

Chromatogr. Review

Choose different review states.
The contents of this dropdown box are configured in Configuration
Utility — Flags.

Peaks Button

Thermo only. Will display all peaks found in the chromatogram.

Save Chrom Button
Chrom Saved Checkbox

Hepatic Clearance Calculator and Permeability Calculator modules
only. Saves the chromatographic portion of the data.
See Section 9.6.

Normalize Y Will normalize the Y-AxXis to the setting chosen.
Reset Button Will reset the chromatographic window to full scale.
Display HT Self explanatory. See Section 9.9.

Chromatography Button

Remove Manual
Integration Button

Will remove the manual integration settings of a peak (if manually
integrated).

9.11.1 Assign expected peak retention time (Analyte or Internal Standard)

@ GMSU 3.2.17 - Hepatic Clearance Calculator

Change Data File Path... itor

Copy Peak Integrations to Clipboard 1 Chan
Generate Reports... zld fe |
Peak Area Text File. .. i~}
Manually Enter Peak Retention Times. .. |

Print ) 2
Enter LT Retention Time - Int Std

Display Multiple Results. ..

Assign Transition Ions...

Set Retention Time Window Parameters. .. ar when
Help...

Choose Menu — Enter LT Retention Time — (Analyte/Int Std)
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The user will be prompted to enter the expected retention time. The entered time will be
applied to all samples.

The following features are slightly different between the Thermo and Sciex environments:

9.11.2 Sciex data

91121

9.11.2.2

9.11.2.3

9.11.2.4

Zoom X-AXxis

The x-axis may be zoomed by left-clicking and dragging in the X-AXIS
TITLE AREA of the chromatogram.

Zoom Y-AXis

The y-axis may be zoomed by left-clicking and dragging in the Y-AXIS
TITLE AREA of the chromatogram.

Manually integrate peak

0.55
0.28 L 0k 0
"H\_Jga'j' e
0.4 0.5 0.8 0.7
Time, min

The peak may be manually integrated by left-clicking and dragging from the
desired start time to the desired end time.

In the Hepatic Clearance module and Permeability module, the peak that has
been manually integrated is annotated with an “M” in the chromatography
data table to the left of the chromatogram.

In all other modules, a manually integrated peak is denoted in two ways:

e The Sample List columns ‘Analyte Man Int’ or ‘IS Man Int’, if
displayed, will contain an “M”

e The ‘Manually Integrated’ checkbox at the lower right of the
chromatogram will be checked.

Re-identify peak (LT acquisition only)

Right-mouse-click on the peak you wish to be identified as the peak
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9.11.3 Thermo data

9.11.31

9.11.3.2

9.11.33

Zoom X- and Y-AXxis

The x-axis and y-axis may be zoomed by left-clicking and dragging in the
PLOT AREA of the chromatogram.

Manually integrate peak

LI B S S By B B | T
1.95 2.00 205 2

Time {min)

The peak may be manually integrated by left-clicking and dragging either the
blue start-peak box or the blue end-peak box to the desired start/end times.

In the Hepatic Clearance module and Permeability module, the peak that has
been manually integrated is annotated with an “M” in the chromatography
data table to the left of the chromatogram.

In all other modules, a manually integrated peak is denoted in two ways:

e The Sample List columns ‘Analyte Man Int’ or ‘IS Man Int’, if
displayed, will contain an “M”

e The ‘Manually Integrated’ checkbox at the lower right of the
chromatogram will be checked.

Add a peak

Right click on the chromatogram plot area and the cursor converts to a
Thermo Add Peak cursor. Click and drag from left to right on the base line
where the desired peak is located.

This action results in a single manually-integrated peak for the
chromatogram.
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9.12  Miscellaneous Features

All modules except the Hepatic Clearance Calculator and the Permeability Calculator have an
area to the right of the Sample List that contains miscellaneous configuration features:

| Analyte:
Unknowne Mefazodone
PN
? | Analyte Filter Comments (<250 characters)
+ - ESlsid=10.00
+cES| sid=10.00
+|:ESISid=1EI.EIEI . Sig Figs 7 Dec
+ES|sid=10.00 Replacf_(ialll:ur Pt |l & e
+ - ESlsid=10.00 - = Decimals
+ cESI sid=10.00 Exc'udl_f__t“f"br il (3]
+cESlsid=10.00
+ - ESlsid=10.00
+ - F2lcid=1nnn ™
>
Figure 12 Miscellaneous Configuration Features

9.12.1 Analyte

Users may modify the Analyte Name in this text box. See Section 9.4 for additional
details.

9.12.2 Comments
Users may enter comments in the Comments text box.
9.12.3 Replace Calibr Pt Button

To Replace excluded calibration points, users select one or more excluded samples in the
sample list, then click the Replace Calibr. Pt. button.

9.12.4 Exclude Calibr Pt Button

To Exclude calibration points, users select one or more samples from the sample list to
exclude, then click on the Exclude Calibr. Pt. button.

9.12.5 Sig Figs/Dec

Users may choose to display values based on significant figures or decimal places. Users
enter the number of significant figures or decimal places in the text box. Data is updated
immediately upon any change in this setting.
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9.13  Calibration
All modules except the Hepatic Clearance Calculator and the Permeability Calculator have a
Calibration window. The calibration window contains items to configure calibration parameters,
such as regression type, regression weighting, Use IS, and concentration units. Note that, for
Thermo data that contains a valid .pmd, concentration units are entered automatically.
Chromatography | Calibration I Confguistion Actians
Regremson Chromatography Calibration Values
([ ;:. _:,-‘ X« 3 004185¢ ‘jn;ﬂ m”.n: are lnibax:x: A L:::u:‘v:r: 1 Apply 1o
[we-avu-; : olow poims ans Excluded Corcantations Chromatography
OB BT 12 3t st e R | YRR [ Conc_|*
T L e R O o R R AR 5 S L
No E 15 °- |STD 1 ]
F L R PR S L LR S L L A TN A e R Vel | ISTD 2
Cone Levts  ; : 1
v ] § : |sTo_3
X 0 1 200 .,l 400 600 fSTD_ 2
ia lsT0s| |,
Figure 13  Calibration Tab

9.13.1 Calibration Discussion

GMSU/QC will retrieve calibration level information from the underlying data files (.wiff
or .sld). The calibration level information is shown in Sample List Calibr Level table

heading.

If the retrieved Sample Type shown in the Sample List is incorrect, users may modify this
value in the Sample Type column. In addition, users may enter calibration (and QC)
concentrations in the Nom Conc. column (nominal concentration).

|Sthpdate

Sample Nom.
Type Conc.
Blank.

5

Sample Nom.
Type Conc. |I
Elank

25
=tdlpdate b

Alternatlvely, users ma'y-use the Chromatography Calibration Values feature to enter

calibration concentration values.

9.13.2

Chromatography Calibration Values

The Chromatography Calibration Values feature allows users to enter calibration values
for calibration levels and/or sample types and Apply to Chromatography. The manner in
which the concentration values are applied to the sample list depends on the presence of

calibration levels.

If GMSU/QC was able to retrieve calibration levels from the underlying data, then
STD_1, STD_2, etc. correspond to Level 1, Level 2, etc. For example, when the Apply to
Chromatography button is clicked, then STD_1 concentrations are entered in any row

with a Level 1 calibration level.
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9.13.3

If GMSU/QC was unable to retrieve calibration levels from the underlying data, then
STD_1, STD_2, etc. corresponds to the first Standard Sample Type, the second Standard
Sample Type, etc. For example, if nine standard concentrations are configured in the
Chromatography Calibration Values section, then these concentrations will be entered for
the first nine Standard Sample Types. If, for example, there are eighteen Standard Sample
Types, then the feature will start over: STD_1 = Standard Sample Type #10, STD_2 =
Standard Sample Type #11, etc.

An advantage of using Thermo data is GMSU/QC can access Thermo processing
methods (.pmd). If a correct .pmd is contained in the Thermo .sld, then GMSU/QC will
retrieve the calibration level and calibration concentration (as well as QC concentrations)
and enter the values automatically into the Sample List. This can be an enormous time
saver if more than, say, ten assays are performed at once. See Section 8 for more
discussion of Thermo .pmd’s.

Excluding/Including calibration standards
All GMSU/QC modules that have calibration features contain buttons that allow users
Exclude or Replace calibration points.

To Exclude calibration points, users select one or more samples in the sample list to
exclude, then click on the Exclude Calibr. Pt. button.

To Replace excluded calibration points, users select one or more excluded samples in the
sample list, then click the Replace Calibr. Pt. button.

In both actions, concentrations and parameters (e.g. clearance or AUC) are updated
immediately.

9.14  Configuration Actions
Chiomatography 1 Calieation Configuration Actions..,
Sampie Table Column Headings Optimize Sample Number:| 5
Apply 1o Data Sat J "‘:;;::;; L‘:"" i Refash

Heading Set

—_ | —
| 1 Flai

Heading Set Values

| Anahas T
SompleType I5 RT

v Conc '.1-': F::-_-V)Ai:r

i
20

1QC Pesk It

| |Anahvte RT -

Figure 14  Configuration Actions

All modules except the Hepatic Clearance Calculator and the Permeability Calculator have a

Configuration Actions window.

9.14.1 Sample Table Column Headings

91411

Apply to Data Set Button

Users may quickly change the Sample List table headings by either double-
clicking on a Heading Set entry or by choosing a Heading Set entry, then

clicking the Apply to Data Set button.
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9.14.1.2  Create/Edit Table Heading Set

Users may modify the Heading Set by clicking on the Create/Edit Table
Heading set Button. The Create/Edit Table Heading Window is displayed.
See Section 10 for further details.

9.14.2 Optimize Sample Number

When GMSU/QC initially processes loaded data, it must pick a sample in which to
determine the expected compound retention time. The Optimize Sample Number box
displays the sample number that gets chosen for processing.

Notes:

e The initial contents of this box is determined by the Configuration Utility — [Module]
— Sample Number to Evaluate Chromatography field.

e The user may reprocess data by modifying the value in this box and clicking the
Refresh button

e If the number in the box is greater than the number of samples in the data set, then
the last sample in the data set is used to determine expected compound retention time.

9.14.3 Assay Flag Criteria
Assay Flag Criteria (see Section 9.8.4) specific to the chosen data file may be entered

here. The default values for each flag for newly-loaded data are retrieved from the
respective Configuration Utility — [Module] — Flag Criteria entries for that module
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9.15  Generate Reports

There are two ways to generate reports in GMSU/QC. Figures of actual Generate Reports
windows can be found within the individual modules User Manual sections.

9.15.1 Console — Generate Reports

Each Console module sub-level contains a button to go directly to the Generate Reports
window for that module. For example, Figure 15 shows the Hepatic Clearance Calculator
Reports button.

72 GMSU Console

Gubbs® Mass Spec Utilities
Help...
- Home J Hepatic Clearance Calculator
- Hepatic Clearance J Hepatic Clearance Calculator Reporis
Calculator
J Go Back
Excluzsively Digtributed By Work station Prerequizites [nstaled: A product of Gubbz Inc
Thermo v Themo Scientific(R]=DE-0EM ‘_:,.__hll 7 ®
. L,.-.J
SCIENTIFIC v Serelil Anabs) “ﬁ VRR?

Figure 15 Example Console — Report Generation entry way

Version 14.0 (April 29, 2016)
G:\GubbsIncApps\GMSU\Administration\Manuals\Use\GMSU_UserManual_14.doc



AL

Gubbs Mass Spec Utilities User Manual Page 35 of 131

9.15.2 [Module] — Menu — Generate Reports...

Within each module, users may choose Menu — Generate Reports... to go to the Generate
Reports window.

FA GMSU 3.2.17 - Hepatic Clearance

Change Data File Path. .. \
Copy Peak Integrations to Clipboard

Peak Area Text File...

Manually Enter Peak Retention Times. ..
Print

Enter LT Retention Time - Analyte

Enter LT Retention Time - Int Std

Display Multiple Results. .,

Assign Transition Ions...

Set Retention Time Window Parameters...
Help. ..

Figure 16 Menu — Generate Reports
9.16 Menu Items

Each module has a Menu from which additional functions can be performed. Some of these items
are conserved in all modules and will be discussed here. Figure 17 shows the Generic
Chromatographic Viewer Menu as an example.

Change Data File Path. ..
Generate Reports...

Print Chromatograms. ..

Retention Time Utilities. .. »
Assign Transition lons...

View Compound Information...
Configuration Utility...

Deactivate Records...

UnSave Record...

Slide Show...

HT Acquisition Tools ¥
System Suitability Tools, ..

Fill Experiment ID...

Instrument Method Report. ..
Help. ..

'I':igure 17  Generic Chromatographic Viewer Module Menu Items

9.16.1 Change Data File Path...

Under construction
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9.16.2 Generate Reports...
Opens the Generate Reports window for the module
9.16.3 Print Chromatograms...

For Thermo only. Will generate a Word™ document containing figures of
chromatograms.

9.16.4 Retention Time Utilities

Change Data File Path... C ViEWEI' Choose a file:
Generate Reports... Chooze Diata Acguizition b ode;
Print Chromatograms. .. | zld (o | ow Throughput .ﬁ.cquisitinn—|
Retention Time Utilities. .. Set Retention Time Window Parameters...
Assign Transition Ions... Enter LT Retention Time - Analyte...

View Compound Information... Enter LT Retention Time - Int Std...

[ Rty - PUNNESI S, [ [ £ B F T o

9.16.4.1 Set Retention Time Window Parameters...

Retention Time Parameters...

Affects Thermo Data Only

Check or Uncheck desired compound
Enter Retention Time Window parameters

v Analyte

Retention Time Window Star (minutes): 0
Fetention Time Window End (minutes): 1000
[ Int Std

Fetention Time ‘“Window Start (minutes):

Fetention Tirme Window End (minutes):

Cancel
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For Thermo data only. When the intensity of Analyte and/or Internal
Standard peaks are low, then it is sometimes hard for GMSU/QC to
distinguish expected (e.g. highest intensity) peaks from contaminant peaks.
This function allows users to enter a retention time window to instruct
GMSU/QC to look only within the retention window range to look for the
most intense peak.

9.16.4.2  Enter LT Retention Time — Analyte...

Enter Analyte Retention Time

E nter the expected retention time for the analyte;

Cancel

For LT Acquisition only. This function is used to set the expected retention
time of the analyte for LT data.

9.16.4.3 Enter LT Retention Time — Int Std...

Enter Internal Standard Retention Time

E nter the expected retention time for the intermal
standard:

Cancel

For LT Acquisition only. This function is used to set the expected retention
time of the internal standard for HT data.

9.16.5 Assign Transition lons...
See Section 9.17 for details about assigning transition ions.
9.16.6 View Compound Information...

For Thermo only. Displays several tables of compound, sequence, and processing method
information useful for debugging. Used specificially by GMSU/QC developers.

9.16.7 Configuration Utility...
Will open the Configuration Utility window and select the appropriate module tab.
9.16.8 Deactivate Records...

Users may deactivate/activate records such that they do or do not appear in the Generate
Reports window print queue. See Section 10.2 for further discussion.
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9.16.9 UnSave Record...

This action will convert the Saved status of the record to False. The data is reprocessed as

if it was a newly opened data file.
9.16.10 Slide Show...

B2 Slide Show X

Enter slide rate in seconds: III

Faused at slide 1 of 46 slides.
<l 2
Go To Shide -->| 1

Flay | F'guse| Eestart| Gt |

Action will automatically scroll through the sample list chromatograms.

9.16.11 HT Acquisition Tools

For Thermo data only. Available only in the Generic Chromatographic Viewer. HT
Acquisition is discussed in Section 3. GMSU/QC provides tools for the efficient

processing of HT Acquisition data.

Change Data File Path...
Generate Reports...

Print Chromatograms. ..
Retention Time Utilities. .. r
Assign Transition Ions...

View Compound Information. ..
Configuration Utility. ..
Deactivate Records. ..

UnSave Record...

Slide Show...

System Suitability Tools. ..

Fill Experiment ID...

- P ma ol e

HT General refers to in-house processes for HT Acquisition.
LDTD™ refers to Phytronix LDTD HT Acquisition apparatus
RapidFire™ refers to Biotrove RapidFire HT Acquisition apparatus

al .zld
==

|

c Viewer

Chooze
f« Low
" Higk

ata\05012007_183

I RT Flag = 10]

(min

HT General
LOTD™
Rapidfire™ »

Chromatographic methods are created (if needed) to apply to HT Acquisition data. See

Section 11 for discussion of the Chromatographic Method Designer.
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9.16.12 System Suitability Tools...

The System Suitability Tool allows user to set several settings to determine if samples
pass or fail criteria. This tool is useful for reviewing sequences containing a large number

of samples (e.g. 384).
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9.16.13 Fill Experiment ID...

Browse_ .. |Chooze a data file:

C:Wcalibur\QuickQuanCannedDemo\PE curve data05012007_183911
Y01_QuickCalc\QuickCale, sld

Fill Experiment ID

X
Enter an Experment 1D

Cancel

|01_QuickCalc

Often times users need to tag several data files as part of group. This feature will
automatically enter the user-entered Experiment ID into the Experiment ID field of every
data file contained in the Choose a File table.

The default value for the Experiment ID is the subdirectory that contains the data file.

9.16.14 Instrument Method Report

Thermo data only. This feature will retrieve instrumental method from a .raw file in the
sequence and display that information (along with some sequence information). The
information may be exported to clipboard or Word™ document.
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9.16.15 Help
Select a help file... ?)X)
Look in: | (= Manuals ~ ~®meE-

= % GMSU_AdminManual_0001.pdf
U.b . GMSU_AdminManual_0002.pdf
My Recent % GMSU_UserManual_08.pdf
Documents '/"_~_ GMSU_UserManual_09.pdf

?"‘,
£

Desktop

by

My Documents
48
My Computer
My‘Netgviodc File name: | ~| | Open |

=

Places
Files of type: |.pdf Files (*pdf) Cancel

"/

Figure 18 Help Window

By choosing Help, users will be prompted to open one of several Help files

Version 14.0 (April 29, 2016)
G:\GubbsIncApps\GMSU\Administration\Manuals\UseNGMSU_UserManual_14.doc



YGVRE7,

Gubbs Mass Spec Utilities User Manual

Page 42 of 131

9.17  Assign Transition lons

9.17.1 Sciex data

When data is initially loaded, GMSU/QC looks in the instrument mass spec experiment
and retrieves the first two transitions. GMSU/QC assigns the first transition as the
Analyte and the second as the Internal Standard. If the acquired data is the opposite, then
the user has the option to assign the appropriate transition to Analyte and Internal
Standard. In addition, the user may create new lon Sets if the data contain multiple
analytes.

Assign Transitions...

Available Transitions

PI DI

515.28

276.30

Cancel

E=

Create a new
lon Set
Create... | | | Assigned Transitions
Analyte Name Anal. PI Anal. DI IS PI IS DI T
01 (A455_06Ld_SDF) 272.25 128.15 515.28 276.3 1

Agzign Analyte
-

Azsign |nt Std
-

<

Analyte Name: |07 (4455_06Ld_SOF)

If there is no Internal Standard. then assign the Analyte Transition as both Analyte and Internal Standard. Then select the 'No'
option button in the 'Use IS" frame of the Calibration Tab on the main form.

Figure 19 Assign Transition lons Window — Sciex Data
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9.17.2 Thermo data

When data is initially loaded, GMSU/QC retrieves the first two transitions from the list of
filter strings associated with each sample in the .sld. GMSU/QC assigns the first
transition as the Analyte and the second as the Internal Standard. If the acquired data is
the opposite, then the user has the option to assign the appropriate transition to Analyte
and Internal Standard. In addition, the user may create new lon Sets if the data contain
multiple analytes.

Assign Transitions...

Create a new
lon Set
Available Transitions Create... | | | Assigned Transitions
Ion Filter Analyte Name Analvte Ion Filter 1S Ion Filter |
) [204.957-205.057, 280.921-281.021] _ Alprazolam ) [204.957-205.057, 280.921-281.021] 3, 293.995-294.095, 311.019-311.119] 1
1, 292.995.294.095, 311.019-311.119] oSl
—
Azszign |nt Std

-

£ >

Analyte Name: |Alprazolam

o |

Cancel If there is no Internal Standard. then assign the Analyte Transition as both Analyte and Internal Standard. Then select the 'No'
= option button in the 'Use |S® frame of the Calibration Tab on the main form.
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10 Conserved GMSU/QC Reports Features

Each GMSU/QC module Reports window has several features that are identical (or nearly identical).
These features are discussed here. The figure below shows the Generic Chromatographic Viewer module
Reports window that has examples of these features.

ﬂ Generic Chromatographic Viewer Reports

=1E

Sart Orders

Generic Chromatographic Viewer Reports

1: |Ana|yte ﬂ 2 |[N one] j 3 |[N one] j 4: |[N one] j Exit
Save Deactivate
= = Asc - Ac - Asc - Asc -
Existing Data... Settings data... | J | J | J | J
Date Acquired Date Last Processed Raw Data File
1142042008 6:101:01 Akd 11/21/20 44 A CAxealiburQuickQuaniCaco-2hcaco 11030841107200 B2741107200
2 11/11/2008 4:43:10 P 11A16/2008 7:06:18 A | C:\caliburdatat 00006 apidFire200511114081110_00&1_01.5LD
3|DESETHYL_aMODIAQUINE | 081110_0003 01 1142042008 3:45:16 AM 12/410/2008 2:05:55 PM| C:\ADDSNDMPEAProjekte\P450N\A SRFR awdatat112020085_092406411202008_09240
415 test 342472008 4:00:33 P 12/9/2008 9:47:19 AM | C:\¥caliburtdata\000590 atal Wl ntStd.sid
5| Nefazodone QuickCale.sld 5/1/2007 £:53.59 PM 12/18/2008 3:10:10 AM| C:A<caliburtDuickQuanCannedD emcPE. curve datab08012007_183911401_QuickCald
B| PKF117-073-Mx-1 08052008_220114.51d 8/6/2008 10:19.09 Ph4| 103042008 10:32:41 AM| CA¥ealibur\QuickQuantBT4349_3500Nequisition\BT Samplest08062008_2201144080
< >
Choose a Post-Report Macro: [[Mane] |

Add or Remove raw data file(s)... Chooze Repart Calumn Content Include in Repart: Sort Print Data
¢ Report Default Calumns " Report Selected Columns ¥ Feg Plot (+ by Analpte Re-Sort
o i " by Data File
[ + Feport Columns S aved with Record o [~ Row Colarz 1 B
. olumns... ™ By Sampl
Data to print... O [T
Raw D

iburQuickQuantCaco-2hcaco_1103084%1107:

10.1  Save Settings

The Save Settings feature allows the user to save the settings (e.g. Sort Orders, Choose a Post-
Report Macro, Include in Report, etc.) configured by the user. After executing Save Settings,
those settings will be applied the next time the Reports window for that module is opened.
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10.2  Deactivate Data

The Existing Data table is populated with data that has been Saved. Over time, this table can
become quite large and filled with data that already has been reported. The Deactivate Data
feature allows users to mark data as ‘deactivated and not be listed in the Existing Data table.

Click the Deactivate Data button to show the Deactivate Records window:

" Dasesvend dun o mavma o 2] =3 e
5 ——

T g s

. Select desired rows
Then dick Activate or Deactivate
'i :

Sxtrowe

007183911 103_QuhCaic Quoniac 90
VOB 006 2261 | £)16602000 ;.T_‘:I_l_lfjf_l

Prv. e :
e 7 0T DSIEI006 231114 23] 200

B S50
J
i
|

FOR R

Lol |

txe |

B 2tmm vy ® N Cetr

T e Oxmueg

To deactivate data:
= choose one or more rows
= click on the De-activate button.

To re-activate data
= choose the Deactivated data button in the Show option group

= choose one or more rows
= click on the Activate button

10.3  Sort Orders
Users may choose up to four sort orders to view data.
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10.4

Choose a Post-Report Macro

Users may choose an appropriate Excel file template (or [None]) to use as a Post-Report macro.

The dropdown box is populated with all Excel files that are contained in the Windows® directory

of the ‘Excel template file’ entry of the module chosen in the Configuration Utility (see
Section 14 for more information about the Configuration Utility).

2 contiguration Utitity

Gibal

Hepsio Claance

Hepate Dlem anxce Coratard
Nodiy Method

Y. Cabcubabon

Pormestdey

Vale
Default Basaline Window Value [Theemo Only) 100
Default Bunching Factor Value 1
Default Chromatagraphy Method {(HT Acqgl only)  |[None]

Dafault Column Heading Template

Praciz

Default Oats Directory

C:\Xeatibur\QuickQuanCanredDemo\ PR curve data)

Default Dats Fe Access Mode

1 - Dpen a singks datd file within 3 Srectory

Default Regression Linear
Defauit Regression Wesghting 1(ncna)
Default Rasuts Deomat Paces 3
Default Resuts Fiot Regrascion Sanificarat Figures 5

__| Defauit Rasults Signficant Figures 3
Default Resuts Use Sig Figs (Yes) or Decmals (Wo) Yes

Default Smocthing Factor

|__|Dofauit Units: Concentration

Exvef template file

Flag Creerss (%) - Anshte Retention Time

Flag Creers (%) - Int 5td Peak Area

Flag Criens (%) - Int Std Retention Tims

Flag Criena {%) - QC Peak Area
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11 Chromatographic Method Designer

Often times HT Acquisition data (see Section 3) may require a chromatographic method be developed in
order to specify accurate peak retention times or to apply sample specific information to existing HT
Acquisition data.

Depending on the acquisition source, there are two main deficiencies of HT Acquisition data:

A: Sample injection time and frequency information is may or may not be available
If sample injection time and frequency information is not known, then GMSU/QC cannot
determine when or how many peaks should be contained in the HT chromatogram. GMSU/QC
will simply report the number of peaks it can find using its normal integration algorithm — a
number which is often correct if there are 25 or fewer peaks, but is most often incorrect if there
are a large number (> 100) peaks.

B: Sample specific information may or may not be available

HT Acquisition data does not allow the data acquisition system to record sample specific
information (e.g. sample name, sample type, sample ID, nominal concentration, etc.)

Fortunately, GMSU/QC has features (Chromatographic Method Designer) that assist the user in defining
the number and expected times of peaks, as well as adding or importing sample specific information.

The following table contains comments about the deficiencies (A or B) in the HT Acquisition technigques

HT General LDTD RapidFire

A No means for obtaining No means for obtaining Generates a text file
injection times or number | injection times or number | containing injection times
of expected peaks of expected peaks and number of expected

peaks

B No means for obtaining No means for obtaining No means for obtaining
sample specific sample specific sample specific
information information information
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The Chromatographic Method Designer can be accessed either through the Menu — HT Acquisition Tools

—HT General (or LDTD) items.

e
Change Data File Path. ..
Generate Reports...
Print Chromatograms. ..
Retention Time Utilities. .. »
Assign Transition Ions...
View Compound Information...
Configuration Utility...
Deactivate Records...
UnSave Record...
Slide Show...
System Suitability Toals., ..
Fill Experiment ID...

aphic Vie

individual .zld
gle sequence

Flagz

HT General
LOTD™
Rapidfire™
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Or the Designer may be obtained by clicking the Create/Edit Method button of the Configuration Actions
tab (visible only if HT data is opened).

e,
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" Open setmm 00 parert st a1 0 svghe sequancy || = Hgh Thonggad bcquien | Soncel | Exit |
Fopadee
rimse | roume 3 dot S Y R 3o |

- T Cobluason ] Conligeration Acsans
Sample Table Column Headings Iomlu Chromatographic Methods
Boply 1o Data Sor | E440mtt Tl P Apply o Data Set I ot
o e Heading Set Vahses Curet Mathest: |
Fradil Ic"'iNa-u l : Flag Criteria & Methed [0 ] Peak Values ' Optionnl
o) 0g Critesin &“ ' :
Proc)2 Sarepia Nema | | 058328 52 B qﬂ ¥ 1
ShuGCY._Met Samplo Type 10 o
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Chromatographic Method Designer window
The Chromatographic Method Designer is shown below.

r: Chromatographic Method Designers
Activate/ Deactwvate Paste from Obtain Peak Information from:
Chrom Methods... Cligboard J Shaae Quta =
nter * Optionel e
: Inf £ = @0 aphe Method
Puak| Analpte | Int Std | Sample M llou th
L AT AT | Name Comments Create Method P tors:

Entes £xpocted Nuvber of Gt Creom Dats hom cav
oe2 Pasky o Evcel File
003]

004

005 Create Method For,.,

005 ™ Acste @ Anayts andind. Sid

007!

003 Select 5 Mathod to use

009 Method Name

e 19_HT

a'l 11Pasks 2

012 702 3

013 1/HT_ 01 ] 1168 316
914 200510085 1 S 33 I
015 20051006 18 Bf A7 47
G | {20061006 38 7 550 550

| 20051006 52 0 8l 628 628
017 38005 4 7o 7
018 | 1384 01 L EED 784
019 | {384 02 n BE  B&2
920 | 1384 03 12 3400 540
021 384 03 NotS 2 1018 1008

¥l 1384 0t oS W 0% 0%
_ L4 5201 %ﬁ N4 114
this dote 5202 16 1259 1252
Apply to Save s s 52 03 17 1330] 1330
Exit Sample List i ereripans 5401 6 1408 1409 ~
572000816 vis >
Figure 20 Chromatographic Method Designer Window

Users may choose to enter retention time for Analyte, Internal Standard, or both, and sample
specific information, in the left portion of the window. If desired, the user may save this retention
data as a new chromatographic method by clicking the ‘Save this data...’ button.
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If desired, the user may use retention data from an existing saved sample by selecting the
‘Existing Data’ option button located in the ‘Obtain Retention Data from:* option group. If the
user chooses this option, then clicks on a sample in the ‘Select a Sample to retrieve retention data’
list, retention data from that sample will be automatically entered into the appropriate boxes (see

Figure 21).
aphic Method Designer
Activate/ Deactivate Fasty from Obtain Peak Information from:
Chrom Methods... Ulighoard ] fhear Data I P D
nter Information: * Optionel o
£ = = o aphe Methoo
Pod And;u ot Std | Sample SM llon th
AT | Name * Comments *
o2 1.88 169 Blark Slank
003] 1688 168 Blank Slank
004 19, 171 Blank Blank
00S|  1.88] 166 SdUpdat|  25[STDN Create Method For..,
o06| 169|169 StdUpdat 5|STD? ™ Avskie @ Anayte and ind Sid
o7 1.89 169 Stdlpdate 10|STD3
008 19| 1N StdUpaat 251STD4 Select 5 Sample 1o 1eneve seterhon des
009 187 169 StdUpdate 50|STDS Analpte . Date _ L
010] 166|168 StdUpdat]  100|3T06 O a: n‘;%’s ﬂgg;f’;
on 187 169 StdlUpdat 250|STD? o — May 02, 2007 183622
nz 185 1868 StdlUpaaty S00[STD8 Alprenckal Fup 06, 2008 221309
013 189 189 Blank Blank Azthyomypon Now 08 2007 11:04:28
014 188 167 Biars Blank Casodax_REmn_13Junalif Jun 13 2006 1511:21
015]  187] 168 Blank Blank E‘:d'::"vm g:'g 2’:;; “5'03; 32:
016|166 167 Blank. Slank G AL s
rd S A Unknawn FO DESE THYL_AMODIAQUI Now 202006 054916
018 19 11 Unknown FO araen May (12 2007 132815
019 168 159 Unknown a2
00| 167 169 Unknown PO 5 e u‘z g’; ‘1‘"?9?) 30;
L o oy (12, 2
0N 187 189 Unknown PO < = ~ Mas 02 2007 192819
< > N e May 01_2007 185259
o PRF117-079 0% #ug 06, 2003 221803
Apply to 5"‘0 b 1esepne Jan 13,2007 155625
Exit Sample List g Aespre May 22 2007 14:27.28
T o Nov 032007 11:04:28 v
Figure 21 Use peaks from an existing sample
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Alternatively, the user may wish to apply retention data from an existing chromatographic
method by selecting the ‘Chromatographic Method’ option button located in the ‘Obtain
Retention Data from:” option group. If the user chooses this option, then clicks on a method in the
‘Select a Method to use’ list, retention data from that sample will be automatically entered into
the appropriate boxes (see Figure 22).

r: Chromatographic Method Designer
Frodict Activate/ Deactwvate  M— ¢ Data Obtain Peak Information from:
_V"_""&,J _ComMethods. | | J L._J  ExstngData
Enter Information: 0‘“""’:‘ P aphic Method
Peak Auu. It sw Sample | Somple | Nom | Sample
L Mome ° _.'E'j = ID° [Commen | crozte Method Parameters:
u = ]Erm £ypocted Nuvber of Bt Creom Dats hom cav
oc2]  1.88] 169 Etank. Blank Pesks 1 o Encel Fie
003 188 169 Efank Esank
004 19 1N Blank Blank
005| 186] 168 SxiUpdol|  25|STDH Create Method For..,
a06 1831 189 Stdlloclat 5|STD2 " Arabte & Anayte and Ind Sid
007] 189 169 Swilipdan 10[STD3
008 19 171 SadlUpcian 25|STD4 Select 5 Mathod to us
003  187] 169 Swlpday|  SO|STDS |_{_Method Name | & A | WS | -Samats- | Bl | Baw Somph
010] 186 168 SdUpdan]  100|ST06 ?3’3’-;9153 : AT 1 Conc |___1D
a1 187 169 Swdlpdsn| 2505107 11Pasks 2 150 15
012] 185 18] SwdUpdan!  500|STDS 1702 C T S
013] 189 169 Erank Erank 1HT_01 g anl_ an
014] 186 167] Blank Blank 2001005 1 S 386 183
015| _187] 168 Franr Fiank :‘Z,';}Z,‘ﬁ o %1 g ;’;’2
016] 185 167 Eiank Erank - T R
07 18] 1n Unknawn PO sample 30405 s 63971 637
018 19 1.7 Lnknown PO sample BET W0 Tl 74
E) 188 169 Lnknawn PO sample | 1384 02 n 8% 852
0] 187] 169 Unknawn PO sample s R
o 187] 169 Unknawn PO sample < —m; T T T
= > 520 5 el e
S AR
to 2 S 1
Exit | sﬂuﬂ ‘ o'm""‘ 37[“ 1 139 1395 ~
5]_;0:;9{«1& vi< >
Figure 22 Use peaks from an existing chromatographic method

11.2  Paste from Clipboard... button

Alternatively, the user may copy/paste from an Excel file (Paste form Clipboard... button) the
retention time and/or sample specific information. The Excel file must have 7 columns. In the
example below, the first row contains the names of the column information. In this example, the
user would copy rows 2 — 15, columns 1 — 7.
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TargetRT | IntStdRT | SampleName | SampleType | NomConc | SamplelD | Comments

0.12 0.12 | Sample001 Blank '0012
0.36 0.36 | Sample002 Blank '0013

0.6 0.6 | Sample003 Standard 10 | '0014
0.84 0.84 | Sample004 Standard 20 | '0015
1.09 1.09 | Sample005 Standard 30 | '0016
1.32 1.32 | Sample006 Unknown '0017
1.57 1.57 | Sample007 Unknown '0018
181 1.81 | Sample008 Unknown '0019
2.05 2.05 | Sample009 Unknown '0020
2.33 2.33 | Sample010 Unknown ‘0021
2.56 2.56 | Sample011 Unknown ‘0022

2.8 2.8 | Sample012 QC 20 | '0023
3.04 3.04 | Sample013 QC 20 | '0024
3.29 3.29 | Sample014 Blank '0025
3.52 3.52 | Sample015 Blank '0026

11.3  Create Method Parameters

11.3.1 Enter Expected Number of Peaks

When the user enters a number here, the number of rows in the Enter Information table
will be set to this number.

11.3.2 Get Chrom Data from .csv or Excel File... button

Users may import retention and/or sample specific data from an existing Excel or .csv
file. The format of the file should conform to that shown in the table in Section 11.2.

11.4  Final action

After retention and/or sample specific data has been entered, the user may save the information (if
desired) as a chromatographic method to be applied to future day.

Finally, the user may apply this information to the underlying Sample List:

= the user clicks on the ‘Apply to Chromatogram’ button

= the retention and/or sample specific data are entered into the appropriate chromatographic
data grids

= the GMSU/QC integration algorithm is called to calculate peak areas (if retention time
has been applied).
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11.5 Predict Peaks...

When the HT Acquisition file contains a large number of peaks and no injection time information

exists, the GMSU/QC peak identification algorithm becomes less reliable and may not predict the
correct number of peaks.

In the example shown, the data is from 384 injections. Since no injection time information exists,
GMSU/QC attempts to indentify the correct number of peaks. As is shown, the number of
predicted peaks (908) is incorrect.
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The Predict Peaks feature will predict the identity of peaks based on user-defined number of
peaks entry, then optimizing the PNF variable to retrieve one or more sample lists with the
number of peaks closest to the number expected. The choices of sample lists are listed in the List
of Number of Peaks Found table. Users may select the different choices to investigate.

HT Acquistion Data processing...

Below is the HT Acquisition 'Number of Expected Peaks' setting configured in Configuration Utility - Global

You may modify the 'Mumber of Expected Peaks' value to be applied to this dataset.
The closest number of peaks found are listed in the 'List of number of peaks found' list box.

Select one of the values and click OK to continue.
GMSU/QC will then process this dataset using the selected number of peaks.

Click Cancel to cancel this action.

Configuration Defaults Sample List # of Peaks: | 383 Fredicted Missing
Number of expected peaks: i RT Area Diff -~ Peaks (Red Font)
_ 1 n1a 707532 1] or Suspect Peaks
PEEIEES 7 O BRI et TS 2 0.46 751827 028 (Blue Font)
List of number of peaks found 3 0.72 709847 0.26 RT Diff
# Peaks | BW | Smooths | PNF [ ANF 4 0.33 £45320 g.z7 51.39
100 3 g 5 1.26 EE7352 027 51.BEB
383] 100 3| 1E0 5 B 1.53 B57343 .27 = 51.95 0.56
2ms| 100 ] =] [ 7 1.80 To0405 027
308] 100 3 10 5 g 207 F33893 027 o
9 234 EA0743 027
10 261 E9E303 0.27]
BW Smoaths PMNF ANF ﬁpplv gancel ; 027
] 3] Eeiven Predicted Pack Freq;
0.01-10450 NL: 5.14E5
RT: 20.18
: AA; T0B819 RT:3578 RT: 4575 RT: 55,72 RT: 7488
T‘I;AE'B? AA: 93621 AA 689713 AM: G925 AA 895812 RT:8480  RT:95.43
= T ApBzzESE  AABTOB14
F
Time {min}

The Predict Missing Peaks table will give suggestions of missing peaks (in red font) or incorrect
peaks (in blue font). In the example above, the closest integration variable choice contains 383
peaks. Predict Peaks suggests that peak RT 51.66 be added.
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If the user clicks on the cell 51.39 or 51.95, the chromatogram will be expanded in this area to
show indeed that a peak probably belongs at 51.66.

HT Acquistion Data processing...

Below is the HT Acquisition 'Number of Expected Peaks' setting configured in Configuration Utility - Global
You may modify the 'Mumber of Expected Peaks' value to be applied to this dataset.
The closest number of peaks found are listed in the 'List of number of peaks found' list box.
Select one of the values and click OK to continue.
GMSU/QC will then process this dataset using the selected number of peaks.
Click Cancel to cancel this action.
Configuration Defaults Sample List # of Peaks: | 383 Predicted Missing
MNumber of expected peaks: t BT Area Diff Y Peaks (Red Font)
191 51.14 738357 0.26 or Suspect Peaks
: 15
Frecuency of expected peaks:15] 192 51,39 01 0.25 (Blue Font)
List of number of peaks found 133 51.35 732153 0.56 RT Diff
194 h2.22 507200 0.27 51.39
195 5243 E71360 0.27 51.66
196 5278 E17356 0.29 51.95 0.56
197 53.05 11187 0.27
138 53.31 E70541 0.26 -
139 5359 7E4187 0.28
200 53.86 700355 027 »
BW Smooths PMF ANF ﬁpply Qan[el
100 3 |~ Feset View Predicted Peak Freg: | Y-
= [ s | &
50.58 - 52.22 ML: 5.14E5
RT: 51.14 RT. 51.85
= e TEIRET RT. 51.38 AA: TB2153
b AA: T5E201
s
=
E
|||||||||||||||||||||||||||||||_.?|||||||||||||||||||||||||||||||||||
0.3 51.0 51.1 51.2 512 514 E1E E1.6 E1.7 518 513 E2.0 521 52.2
Time {min}
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The user may add the peak at 51.66 by selecting 51.66 from the list, then clicking the blue
lessthan arrow button. The user is given the choice to add the Predicted Peak to the sample list.
Alternatively, the user may enter a user-defined peak by selecting the Create New Peak option

and entering a new retention time.

Add Peak...

Peak Addition Chaoice

i+ Predicted Peak T able S elechoré

[ Create new peak:

oK Cancel

Users may also remove peaks from the Sample List by selecting an item from the Sample List

and clicking the red greaterthan arrow button.

Once satisfied, the user clicks the Apply button, which will bring the user back the

Chromatographic Method Designer window with the retention time information populated in the

Enter Information table.

ﬂ Chromatographic Method Designer

e Activate/ Deactivate ‘ PR Obtain Peak Information from:
Chrom Methods... .
- - Ontional ™ Ewisting Data
Enter Information: p 3 e Chromotographic Methad
Peak| Analyte | Int 5td | Sample | Sample HNom | Sample
Dltm RT RT Hame * Tiie * | Conc * ID * | Comments * Create Method Parameters:
Enter Expected Mumber of Get Chrom D ata from .csy
ooz 0.46 0.46 Peaks: l:l or Excel File...
003 0.72 0.7z
004 0.499 0.99
005 1.26 1.26 Create Method For...
008 153 153 " Analyte O Analyte and Int, Std,
no? 1.80 1.80
nog 207 207 Select a Method to use:
nna 2.34 2.34 Analyte | Int Std | Sample Sample Hom Samph ™
010 2 61 7 B RT RT Hame e Conc
011 2.8? 2.8? 10HT !
- - 11Peaks 2 1.60 1.60
e 314 314 17_02 3 238 238
013 3.42 342 17HT_M 4 316 316
014 3.68 3.68 20051005_1 5 319 3.94
015 305 305 20051005_18 5 472 472
20051005 18 01 7 5.50 5.50
ne 421 421 20051005_52_01 g £.28 .28
07| 448] 448 304)05 5| 708 706
s 4.74 474 354_01 10 784 7.84
019 5.00 5.00 384 02 11 862 B.62
nzn 27| B27 384_03 12 340 3.40
384 03 _MoalS 13| 1018 1018
0zl 5.52 552 A~ 384 04 _MolS 14| 1096 1096
< > 52_01 15[ 1174 1174
- 52 02 16| 1252|1282
. Apply to s 52_03 17| 1aa0| a0
Exit ‘ Sample List R 54_01 18 1408 1408 v
57_ 20060816 bl B >

Version 14.0 (April 29, 2016)

G:\GubbsIncApps\GMSU\Administration\Manuals\Use\GMSU_UserManual_14.doc



SGVRER7,

Gubbs Mass Spec Utilities User Manual Page 58 of 131

The user may then save the information as a chromatographic method, then apply the data to the
underlying sample list. As shown below, the sample list now contains 384 samples.

B2 Quichele - GMSU 5.0.3% - Grawric Chromwlographic Yiewer
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- Chotae Diata Access Dol Choae Do Maode — .
% Open DuachQuer sumnrd shd o arn rekonidd 1h) T Low Thesughen Adution F

" Open ertes 00 paert st a1 5 tnghe sequnce || = High Thougheut dcquten
— Apghy Ao
firowse | Crooe 3 dats S o] 15 1T

IC- (utalier ‘dlate YOO Duade 1YATONTIS e

| Sampie
File Nams  Namws

Wtios Unknomn
letios
{ashos
.las'f-l':l“_:.
Jesthian
JCE LA
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Uningwn
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AN BODA  AATTE —— AT Tioe . MAB70014 0 ond L
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Users may then save that data as a new chromatographic method and/or apply the information to
the underlying Sample List.
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11.6  RapidFire™ tools
Thermo data only.

Biotrove RapidFire generates a text file containing injection times. If the text file is located in the
same directory as the .raw file and has the same name as the .raw file, GMSU/QC will
automatically open it, generate a chromatographic method, and apply the method to the
underlying sample list.

If the text file is located elsewhere and/or does not have the same name as the .raw file, then the
user may browse to and open the text file by executing Menu — HT Acquisition Tools — Rapidfire
— Retrieve injection time data.

Change Data File Path... aphic vi awel Choose a sample B
Generate Reports. .. — Chooze Data Acquisition Mode: — :
Print Chromatograms. .. idividual . =ld " Low Throughput Acquizition
Retention Time Utilities. .. * hgle sequence f+ High Thoughput Acquisition B
Assign Transition lons... idFi
View Compound Information... Mlil I ﬁphﬁl]yﬂ':;fasgtljf"e
Configuration Utility... td.sld
Deactivate Records. .. !
UnSave Record... [Anal BT Flag = 10] [I5 BT Flag = 10] [IS Pe
Slide Show... Jﬁ OCs T

T Gereral |
System Suitability Tools... LOTD™ | |Eum' |n |f"f'yte |ﬂ

Fill Experiment ID... Rapidfire™ » Retrieve injection time data... ‘

Instrument Method Report... W Offset injection times. ..
) ([N TP PR

RapidFire™...

Browse to a RapidFire(TM) text file

Browse._. | Rapidrire(TH] tat file:

C:h=caliburdat 0005340 atal stesth 015 ket

Seconds Minutes
[ ipply offzet to injection me values: | | aR | |

NOTE: If the offset is to be negative. remember
to enter negative sign {e.q. -1.5)

(1] | Cancel |
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Note that sometimes the injection time information may be inaccurate by several seconds, which
can possibly result in inaccurate predicted peaks. The user is offered the option to enter an offset
(in seconds or minutes) to apply to the text file injection time information.

12 Design Sample Table Window

All modules except the Hepatic Clearance Calculator have a Design Sample Table window that may be
accessed through the Configuration Actions tab — Create/Edit Table Heading Set button (see Section

9.14.1.2).
Design Sample Table...
Edit | | | Exit |
Current Columns
Column Set Names Available Columns Default
Set Name |Active Column Name ~ Column Name
1 1
| Pracl True 2| Sample Mame 2| Sarmple Mame
Praci? True 3| SampleType 3| SampleType
4| Mam.Conc. 4| Mam.Canc.
Bl Conc. 4 5| Conc.
G| %Bias | 6| *Bias
7| Std Excl? 7| 5td Excl?
8| AnakteRT 8| AnalkteRT
3| AnakytePeak Area 9| AnalyteFeak Area
10(IS RT 10[ISRT
11|15Peak Area 11|I5Peak Area
12| AnalyteRT Ave
13|ID
14| %Anale BT Diff
16| AQL/BOL
16| AnahteRT Flag
17{ID_thlGenernicyiewer
18| AnalytePeak Ht 32
Example Table
. Sample Sample |Nom. or e o |Analyte |Analyte IS
Ale i Eme Name Type Conc. Core |SeEze | S Sl RT Feak Area = Peak Area

Figure 23  Design Sample Table

The window initially appears in a read-only mode. In order to perform an action (New, Deactivate,
Delete), the user must:

Select a Set Name in the Column Set Names table
Click on Edit

Perform Actions

Click Cancel if the user wishes to discard actions OR
Click Save if the user wishes to save actions
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The window contains the following sections:

Section Description

Column Set Names A list of all Column Set Names. GMSU/QC comes preconfigured with
Default

Available Columns A list of all available columns for the Sample List for the module that calls
the window

Current Columns Shows the currently configured columns for the Column Set Name selected
in the Column Set Names table

Example Table Shows the layout of the Sample List table for the Column Set Name selected
in the Column Set Names table

12.1  Procedure

12.1.1 Add New Column Set Name

e Click the Edit Button
Click the New Button

e When prompted, enter the name of the new Set Name

o The Current Columns table will be filled with Default values

e To add columns to the Current Columns table, select one or more rows in the
Available Columns table and click the Add Row (>) Button

e To remove columns to the Current Columns table, select one or more rows in the
Current Columns table and click the Remove Row (<) Button

e  Order the columns in the desired order by selecting items and click the Up (1) or
Down(]) Buttons

12.1.2 Edit a Column Set

e Choose a Set Name from the Column Set Name

e Click the Edit Button

¢ Maodify the contents of Current Columns table as needed according to the procedures
described in Section 12.1.1.

12.1.3 Delete a Column Set Name

e Choose a Set Name from the Column Set Name
e Click the Edit Button
e Click the Delete Button

The Column Set Name is now deleted. If any Saved data has been saved with this
Column Set Name, the Set Name in the data set will revert to the Column Set Name
‘Default’ when data is loaded in a module.

12.1.4 Deactivate a Column Set Name

e Choose a Set Name from the Column Set Name
e Click the Edit Button
e Click the Deactivate Button

Version 14.0 (April 29, 2016)
G:\GubbsIncApps\GMSU\Administration\Manuals\Use\GMSU_UserManual_14.doc



YGVERE7 .

Gubbs Mass Spec Utilities User Manual Page 62 of 131

The Column Set Name is now deactivated. The Set Name will not be listed in the
[Module] — Configuration Actions tab — Sample Table Column Headings section —
Heading Set table. However, if any Saved data has been saved with this Column Set
Name, the Set Name in the data set will remain unchanged when data is loaded in a
module.

13 Console

The GMSU/QC Console is the module from which users navigate to other modules. The Console contents
may differ slightly from what is shown.

72 GMSU Console

Gubbs® Mass Spec Utilities - distributed as Thermo® QuickCalc®

- Home J Sciex® HT Acquisition Tools
J Hepatic Clearance Calculator
J Permeability Calculator
J Generic Chromatographic Viewer
J PK Calculator
J Cyp/P450 Calculator
J Configuration Utility

Exclusively Distributed as QuickCalc® By: Wiark station Prereguisites Installed: A product of Gubbs Inc
Th W Themo Scientific® %0K, DEM _L,_;__‘.'?} ®
S C | EeNrng v Scies® fnalyst® L’:’Z vgg,
Figure 24 GMSU/QC Console

ot

Users click on the appropriate buttons either to open a utility or to navigate to an additional hierarchical
level. Please note that the Sciex HT Acquisition Tools apply are useable only by Millennium
Pharmaceuticals in Cambridge, MA.
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14 Configuration Utility
It is recommended that administrators and/or power users peruse all the options listed in the
Configuration Utility. The utility sections contain many parameters that are configurable by the user.

Administrators use the Configuration Utility to configure such things as global variables, contents of
module dropdown lists, and units (e.g. mg/mL) of different parameters. Please see the GMSU/QC
Administration and Installation Manual for further details.

15 Sciex HT Acquisition Tools

This is a set of tools that are helpful to Sciex Analyst users when performing pre-acquisition actions.
Please note that these tools support only the internal processes of Millennium Pharmaceuticals in
Cambridge, MA.

F3 GMSU Console M=
Gubbs® Mass Spec Utilities A
Help...
- Home J Acquisition Method Generator Utilities
- Sciex® HT J Batch Queue Submission Utility

Acquisition Tools
J Go Back

Exclusively Distributed By Work station Prerequisites Installed: A product of Gubbs Inc

W Themo 5 cientific|R] XDK-OEM :__‘f}’} ®
Thermo SCURRS

SCIENTIFIC v SciexR] &nalyst(R)

Figure 25 Sciex HT Acquisition Tools
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16 Acquisition Method Generator Utilities

Please note that this tool supports only the internal processes of Millennium Pharmaceuticals in
Cambridge, MA.

The Acquisition Method Generator Utilities are a suite of utilities that are focused on specific tasks
involved in acquisition method generation. The available Method Generator Utilities are described as
follows:

72 GMSU Console

Gubbs® Mass Spec Utilities : :
Help...
- Home J Modify Methods Utility
- Acquisition Method Automaton File Converter
Generator Utilities
J Go Back
Excluzsively Digtributed By Work station Prerequizites [nstaled: A product of Gubbz Inc
Th erm o W Themma ScientificiR] <DK-OEM -;_3'_” ®
. L,.-.J

SCIENTIFIC v ScieR] Analyst(R] “ﬁ VEK?

Figure 26  Acquisition Method Generator Utilities

17 Modify Methods Utility

Please note that this tool supports only the internal processes of Millennium Pharmaceuticals in
Cambridge, MA.

The Modify Methods Utility performs several functions:

e Allows users to modify common method variables of existing methods in batch mode based on a
user-specified text/Excel file or all methods within a directory.

o Allows users to add an Internal Standard (second transition in a period) to existing methods (form
MRM methods only)

The following describes the procedure for using the MRM Method Generator utility.
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#4 Modify Methods Utility
Modify Methods Utility

Populate i Azzay Request File
Choose SubProject Form e~ Al Methods of the
o DSl
Modify Expt Type
Choose Assay Request File View File Method ]
| ~ & MRAM
Clear Form

Enter New Default Parameters

Dwell Duration Collision  Source
Time (min) Energy Temp LC Sync I1s
[ na [ nwa JLnwa J[ma | Jna [ 12
Existing Par ter Val
Method File Contains | Dwell | Dur- | Coll. |Source
Sample ID (blank methods ignored) Polarity Is Time | ation |Energy| Temp LC Sync

Figure 27  Modify Methods Utility

= Choose a ‘Populate Form’ option; either ‘Assay Request File’ or ‘All Methods of the chosen Expt

2

Type’.
If “All Methods of the chosen Expt Type’ is chosen, then the ‘Choose Assay Request
File’ dropbox becomes disabled and is unneeded.
= Choose an Experiment Type option from the ‘Expt Type’ frame.

If Product Ion (PI) is chosen, then ‘IS’ checkbox is hidden and is not available.
= Choose subproject
= Choose Assay Request File from the dropbox
= Enter values for desired variables
= |f an Internal Standard is to be added, select the 1S checkbox.
Two dropdown boxes will appear for Internal Standard method file source configuration.

Both dropdowns must be completed (see Figure 28).
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#4 Modify Methods Utility
Modify Methods Utility popuiate | © AsaReaies Fe
Choose SubProject Form o~ All Methods of the
|c:\analyst data\Projects\AAVAA-AAA j ehasen Expt Type
Modify Expt Type
Choose Assay Request File View File | Method Pl
| compoundList_0059.xs - & MRM
Clear Form
Enter New Default Parameters
Dwell Duration Collision  Source v
Time (min}) Energy Temp LC Sync 1s Pos 15 | J
[ma [ mwa ][ ma ][ wa ] Jua S|~ Neg 15 | -~
Existing Par ter Val
Method File Contains | Dwell | Dur- | Coll. |Source
Sample ID (blank methods ignored) Polarity 1S Time | ation |Energy| Temp LC Sync
Figure 28 Choose Internal Standard Method File Source
17.1  Click on Populate Form to preview data

A populated window is displayed (see Figure 29).

If a method of the type chosen is not found, then the ‘Method File’ field for that analyte will be
blank and ignored when the ‘Modify Method’ button is clicked.

The existing parameters of the existing methods are shown in ‘Existing Parameter Values’

columns.

If the method already contains an internal standard, it will be replaced with the Internal Standard
information chosen when the ‘Modify Method’ button is clicked.

#4 Modify Methods Utility
Modify Methods Utili
fy ty Populate i+ Azzay Request File
Choose SubProject Form o~ Al Methods of the
| J choszen Expt Tupe
Modify Expt Type
Choose Assay Request File View File | Method Pl
| J * MAM
Clear Form
Enter New Default Parameters
Dwell Duration Collision  Source -
Time (min) Energy Temp LC Sync 1s Pos1s | J
[Cw JCwe 10w J[w ] [ S W e N
Existing Par I
Method File Contains | Dwell | Dur- | Coll. |Source
Sample ID (blank methods ignored) Polarity 1s Time | ation |Energy| Temp LC Sync
1] LpH_55 LpH_55_MRM.dam FPos True 70 16 47 400 |LC Sync
2 | LpH_65 LpH_65_MRM.dam FPos True 70 16 47 400 |LC Sync
3 LpH_74 pH_74_MRM.dam FPos True 70 16 47 400 |LC Sync
Figure 29 Populated Modify Methods Window
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17.2

Click the ‘Modify Method’ button

The method parameters are updated accordingly and are reflected in the table.

Methods that are identified as Pos have positive Internal Standard method transitions added:;
while methods that are identified as Neg have negative Internal Standard method transitions

added.

#4 Modify Methods Utility

Modify Methods Utility

Populate {* Azzay Request File
Choose SubProject Form Al Methods of the
| J chosen Expt Type
Modify Expt Type
Choose Assay Request File View File | Method Pl
| J &+ MRM
Clear Form
Enter New Default Parameters
Dwell Duration Collision  Source Pos IS |aaaPmc_FinaIMRM_P05.dam j
Time (min) Energy Temp LC Sync 1s -
| A | | 3 | | A | | A | |NA j v Neg IS |aaaPmc_F|nalMRM_Neg.dam j
Existing Par I
Method File Contains | Dwell | Dur- | Coll. |Source
Sample ID (blank methods ignored) Polarity 1s Time | ation |Energy| Temp LC Sync
1] _pH_55 _pH_55_MRM.dam FPos True 70 3 47 400 |LC Sync
2 | _pH_65 _pH_65_MRM.dam FPos True 70 3 47 400 |LC Sync
3 | _pH_74 _pH_74_MRM.dam Pos True 70 3 47 400 |LC Sync
Figure 30 Results of ‘Modify Method’ button click
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18 Automaton File Converter Utility
Please note that this tool supports only the internal processes of Millennium Pharmaceuticals in
Cambridge, MA.
Utility for Sciex equipment only.

The Sciex Automaton application allows users to generate autotuned acquisition method files in batch
mode based on a user inputted text file. Unfortunately, the Automaton utility generates files with
filenames that are a combination of previously-mentioned text filename and sample order. Therefore,
when a user is searching for method files to configure in an instrumental sequence, the user needs to
interpret with a cross-reference table the name of the file to determine which method file is associated
with a given analyte.

It would be beneficial if the method file names included the analyte name, thus eliminating any ambiguity
involved in determining the identity of the method file.

The Automaton File Converter renames Automaton-generated files to a filename that includes the analyte
name.

The following describes the procedure for using the Automaton File Converter Utility.
= Choose an Automaton Text File

= Choose a SubProject

= Click on ‘Populate Form’

The form is populated according to the following rules (see Figure 31).

If an Automaton-generated method file that corresponds with the chosen Automaton text file

EXISTS, then:
o the ‘Automaton.dam’ column row is populated with the Automaton-generated method
filename

e the ‘Automaton Exists’ column row is populated with ‘Yes’
e the ‘Proposed .dam’ column row is populated with the new proposed filename

If an Automaton-generated method file that corresponds with the chosen Automaton text file
DOES NOT EXIST, then

e the ‘Automaton.dam’ column row is left blank

e the ‘Automaton Exists’ column row is populated with ‘No’.

e the ‘Proposed .dam’ column row is populated with the new proposed filename, though
this will have no effect on the next actions.
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ﬁ Automaton File Converter, Utility EE|

Automaton File Converter Utility Eug:rlite | Erecute jo| Clear Form ‘
Choose Automaton Text File Choose SubProject

| -l =]

Automaton Name
Automaton .dam Exists Proposed .dam Changed

1 (6C25 plate)_MRM.darm Yes Analyte-001-001-A_MRM.darm

2 |2 (6C25 plate)_MRM.darm Yes Analyte-002-001-4_MRM.darm

3 |3 (6C25 plate)_MRM.darm Yes Analyte-003-489-4_MRM.dam

4[4 (6225 plate)_MRM.darm Yes Analyte-004-001-F_MRM.dam

5 |5 (6C25 plate)_MRM.darm Yes Analyte-005-001-0_MRM.darm

6 |6 {BC25 plate’_MRM.dam fes Analyte-006-001-C_MRM.dam

7 |7 {6C25 platel_MRM.dam fes Analyte-007-001-C_MRM.dam

8 |B {BC25 plate)_MRM.dam Yes Analyte-008-001-F_MRM.dam

9 |9 {BC2S plate)_MRM.dam Yes Analyte-009-001-C_MRM.dam

10|10 {BC2S plate)_MRM.darm Yes Analyte-010-001-G_MRM.dam

11|11 {BC2S plate)_MRM.dam fes Analyte-011-001-F_MRM.dam

12|12 {BC2S plate)_MRM.dam fes Analyte-012-001-D_MRM.dam

13|13 {BC2S plate)_MRM.dam fes Analyte-013-001-F_MRM.dam

14|14 {BC2S plate)_MRM.dam fes Analyte-014-003-C_MRM.dam

15|15 {BC25 plate)_MRM.dam fes Analyte-015-004-A_MRM.dam

16|16 (5225 plate)_MRM.dam fes Analyte-016-003-C_MRM.dam

17|17 {BC25 plate)_MRM.dam fes Analyte-017-001-4_MRM.dam

18|18 (525 plate)_MRM.dam fes Analyte-018-001-G_MRM.dam

19|19 {BC2S5 plate)_MRM.dam fes Analyte-019-046-4_MRM.dam

20(20 (6C2S plate)_MRM.dam s Analyte-020-003-E_MRM.dam

21|21 (6C2S plate)_MRM.dam Yes Analyte-021-001-F_MRM.dam

22|22 (6C2S plate)_MRM.dam Yes Analyte-022-001-0_MRM.dam

23[23 (6C2S plate)_MRM.dam Yes Analyte-023-003-E_MRM.dam

24|24 (6C2S plate)_MRM.dam Yes Analyte-024-035-4_MRM.dam

25[25 (6C2S plate)_MRM.dam Yes Analyte-025-003-C_MRM.dam

26[26 (6C2S plate)_MRM.dam Yes Analyte-026-003-F_MRM.dam

27|27 (BC25 plate’)_MRM.dam fes Analyte-027-001-D_MRM.dam

20190 SO e labny RADRA e b OO0 ™ BADEA e
Figure 31  Automaton File Converter Utility

= Click on ‘Execute Name Change’ button

When the ‘Execute Name Change’ button is clicked, only the rows that have an entry in the
‘Automaton .dam’ column are processed.

The application changes the filename of the method file, then checks the directory to ensure that
the filename has been changed.

When the name change has been verified, ‘Yes’ will be entered in the appropriate row of the
‘Name Changed’ column and the ‘Automaton .dam’ column row value will be cleared (see Figure

32).
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ﬁ Automaton File Converter, Utility
Automaton File Converter Utility Populate Execute Clear Form ‘

Form Wame Change =

Choose Automaton Text File ew File ;| Choose SubProject

| | K

Automaton Name A
Automaton .dam Exists Proposed .dam Changed
Mo Analyte-001-001-A_MRM.darm fes
2 Mo Analyte-002-001-4_MRM.darm fes
2 Mo Analyte-003-489-4_MRM.dam fes
4 Mo Analyte-004-001-F_MRM.dam fes
5 Mo Analyte-005-001-0_MRM.darm fes
[&] Mo Analyte-006-001-C_MRM.dam Yes
7 Mo Analyte-007-001-C_MRM.dam Yes
=] Mo Analyte-008-001-F_MRM.dam Yes
=] Mo Analyte-009-001-C_MRM.dam Yes
10 Mo Analyte-010-001-G_MRM.dam Yes
11 Mo Analyte-011-001-F_MRM.dam fes
12 Mo Analyte-012-001-D_MRM.dam fes
13 Mo Analyte-013-001-F_MRM.dam fes
14 Mo Analyte-014-003-C_MRM.dam Yes
15 Mo Analyte-015-004-A_MRM.dam fes
16 Mo Analyte-016-003-C_MRM.dam fes
17 Mo Analyte-017-001-4_MRM.dam Ves
18 Mo Analyte-018-001-G_MRM.dam Ves
19 Mo Analyte-019-046-4_MRM.dam fes
20 Mo Analyte-020-003-E_MRM.dam fes
21 Mo Analyte-021-001-F_MRM.dam fes
22 Mo Analyte-022-001-0_MRM.dam fes
23 Mo Analyte-023-003-E_MRM.dam fes
24 Mo Analyte-024-035-4_MRM.dam fes
25 Mo Analyte-025-003-C_MRM.dam fes
26 Mo Analyte-026-003-F_MRM.dam fes
27 Mo Analyte-027-001-D_MRM.dam Yes
20 Ll Lot OS2 ™ BADEA A e b
Figure 32 Changed Automaton Filenames
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19 Batch Queue Submission Utility

Please note that this tool supports only the internal processes of Millennium Pharmaceuticals in
Cambridge, MA.

72 GMSU Console

Gubbs® Mass Spec Utilities
Help...
- Home J Acquisition Method Generator Utilities
- Sciex® HT J Batch Queue Submission Utility
Acquisition Tools
J Go Back
Excluzsively Digtributed By Work station Prerequizites [nstaled: A product of Gubbz Inc
Th erm o W Themma ScientificiR] <DK-OEM -;_3'_” ®
. L,.-.J

SCIENTIFIC v ScieR] Analyst(R] “ﬁ VEK?

Figure 33  Batch Queue Submission Utility

The Batch Queue Submission Utility allows users to automatically create a batch sequence that whose
samples contain existing unique data acquisition methods (.dam) and collect the data into a single raw
data file (.wiff). This is useful in a high throughput environment in which tens to hundreds of samples are
acquired in one analytical sequence. The Sciex alternative to this utility requires manually
entering/choosing the correct method file for each sample.

After preparing a batch and before submitting, the user may save the batch by clicking the ‘Save the
Batch’ button. As expected, the user may load this batch again at a later time.

The following describes the procedure for using the Batch Queue Submission Utility.

= Choose an Assay Request File
= Choose a SubProject

= Choose a Batch Type option from the Batch Type frame.
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= Enter Set Name, Identifier #, Batch Owner, and raw data filename (if Batch Type is Final Expt)

= Click on the ‘Populate Form’ button

The ‘Method File’ column will be filled with the appropriate existing method files based on the
contents of the Assay Request File. If the expected method file does not exist, the ‘Method File’
column row entry will be blank.

If the Batch Type was PI or MRM, then the ‘.wiff File Name’ column row entry will be created
corresponding to the sample name (see Figure 34). If the Batch Type was ‘Final Expt’, then the
. wiff File Name’ column will be named according to the user entry described in Section 0(J (see
Figure 35).

= Click on Submit Batch
When the user is ready to submit the batch to the queue, the ‘Submit Batch’ button is pushed.

Note: Rows that have blank entries in the ‘Method File’ column will be ignored and not

submitted.

Qﬂ Batch Queue Submission Utility

L EX

Batch Queue Submission Utility populate: | | subwit
Clear Form
i Load a Saved Batch... | Save the Batch... l ko Batch
Choose Assay Request File ¥iew File | Choose SubProject
_"I | ~Batch Type
@ Pl
Enter Default Parameters -
 MRM
.wiff File .
Set Name Identifier # Batch Owner " Final Expt.
set1  |[ oo |[ Ly |
Method File
XL | # Sample ID (blank methods ighored) .wiff File Name
i 1 |1 |l 136-001-A 136-001-A_PLdam 36-001-A_PI_001.wiff
2 12 |l 341-001-A 41-001-A_PLdam 41-001-A_PI_001.wiff
3 (3 [l 175-489-A 175-489-A_Pl.dam 75-489-A_PI_001.wiff
4 4 |l 128-001-F -28-001-F_PLdam 28-001-F_PI_001.wiff
5 IS |l 47-001-D 47-001-D_PL.dam 47-001-D_PI_001.wiff
6 |6 |l 163-001-C 63-001-C_PLdam 63-001-C_PI_001.wiff
7 |z | 13-001-C 13-001-C_PLdam 13-001-C_PI_00L.wiff
g8 [8 [l *14-001-F '14-001-F_PLdam 14-001-F_PI_001.wiff
9 (9 [ 123-001-C -23-001-C_PlL.dam 23-001-C_PI_001.wiff
10 |10 |l 368-001-G 63-001-G_PLdam 63-001-G_PI_001.wiff
11 |11 |I ¥62-001-F '62-001-F_PLdam 62-001-F_PI_001.wiff
12 |12 |l 208-001-D '08-001-D_PLdam 08-001-D_PI_001.wiff
13 |13 |[I 318-001-F 118-001-F_PLdam 18-001-F_PI_001.wiff
14 |14 |I 318-003-C 118-003-C_PLdam 18-003-C_PI_001.wiff
15 |15 |I 147-004-4A -47-004-A_PL.dam 47-004-4_PI_001.wiff
16 |16 |l *39-003-C '39-003-C_PL.dam 39-003-C_PI_001.wiff
17 |17 |l 311-001-A 111-001-A_PLdam 11-001-A_PI_001.wiff
18 |18 | 114-001-G 114-001-G_PLdam 14-001-G_PI_001.wiff
19 119 |I 174-046-4A i74-046-A_PL.dam 74-046-A_PI_001.wiff
20 {20 (I j22-003-E 122-003-E_PLdam 22-003-E_PI_001.wiff
21 |21 (I 343-001-F 43-001-F_PLdam 43-001-F_PI_001.wiff
22 |22 |l '52-001-D '52-001-D_PLdam 52-001-D_PI_001.wiff
23 |23 |l 331-003-E 131-003-E_PLdam 31-003-E_PI_001.wiff
Figure 34 Populate Form — PI/MRM Experiment
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ﬂ Batch Queue Submission Utility
Batch Queue Submission Utility

Submit
Batch

Populate

Clear Form
I Form

i Load a Saved Batch.. | Save the Batch...

Choose Assay Request File ¥iew File | Choose SubProject

B EE AT et _VJ | et A R A AR _"_l ~Batch Type

&
-Enter Default Parameters - i
 MRM
.wiff File .
Set Name Identifier # Batch Owner .wiff File Name @ Final Expt.
[ seti1 |[ oot |[ Lary ] [poosozi8
Method File %
XL | # Sample ID (blank methods ignored) .wiff File Name
i 1 (1 136-001-A 36-001-A_MRM.dam 20050318, wiff
2 |2 341-001-4 41-001-A_MRM.dam 20050318, wiff
3 |3 175-489-4 75-489-4_IMRM.dam 20050318, wiff
4 |4 128-001-F 28-001-F_MRM.dam 20050318, wiff
5 |S 47-001-D 47-001-D_MRM.dam 20050318 wiff
6 |6 163-001-C 63-001-C_MRM.dam 20050318 wiff
7 |7 .13-001-C 13-001-C_MRM.dam 20050318 wiff
8 |8 ‘14-001-F 14-001-F_MRM.dam 20050318, wiff
9 |9 123-001-C 23-001-C_MRM.dam 20050318, wiff
10 (10 368-001-G 68-001-G_MRM.dam 20050318, wiff
11 (11 262-001-F 62-001-F_MRM.dam 20050318, wiff
12 (12 208-001-D 08-001-D_MRM.dam 20050318, wiff
13 |13 318-001-F 18-001-F_MRM.dam 20050318, wiff
14 |14 318-003-C 18-003-C_MRM.dam 20050318, wiff
15 (15 147-004-4 47-004-4_MRM.dam 20050318, wiff
16 |16 '39-003-C 39-003-C_MRM.dam 20050318, wiff
17 (17 311-001-4A 11-001-4_MRM.dam 20050318, wiff
18 (18 114-001-G 14-001-G_MRM.dam 20050318, wiff
19 (19 174-046-4 74-046-4_IMRM.dam 20050318, wiff
20 |20 322-003-E 22-003-E_MRM.dam 20050318, wiff
21 |21 343-001-F 43-001-F_MRM.dam 20050318, wiff
22 |22 '52-001-D 52-001-D_MRM.dam 20050318 wiff
23 123 331-003-E 31-003-E_MRM.dam 20050318 wiff M

Figure 35 Populate Form — Final Expt Experiment

Version 14.0 (April 29, 2016)
G:\GubbsIncApps\GMSU\Administration\Manuals\UseNGMSU_UserManual_14.doc



é \'Y;-'_:)v

“VRRY ,

Gubbs Mass Spec Utilities User Manual

Page 74 of 131

20

Hepatic Clearance Calculator - Overview

The Hepatic Clearance Calculator consists of three panes (see Figure 36). Users use the top pane (Section
21) to choose data files, configure default settings, choose samples, and choose Warning settings. Users
use the bottom left pane to review and optimize chromatographic integration. Users use the bottom right
pane (Section 22) to process and optimize Hepatic Clearance results.

In addition, Hepatic Clearance Calculator contains a Menu item that allows users to perform such actions
as generate reports and copy peak integration data to the clipboard. See Section 23 for further discussion

of the Menu item.

20.1  Hepatic Clearance Calculations
The Hepatic Clearance Calculator uses the following the calculations to generate clearance
values.
20.1.1 Constants
In order to calculate clearance and associated values, species/experiment specific
constants must be chosen (See the Administration and Installation Manual, Sections 26.9,
26.10, and 26.11 for instructions on configuring species specific constants).
For the purposes of this discussion, the following constants and units will be used:
Species: Rat
Experiment: Microsomes
A: Liver wt/Body wt (g/KQ): 45
B: Protein wt/Incubation vol (mg/mL): 0.5
C: Protein wt/Liver wt (mg/g): 45
D: Hepatic Blood Flow (L/hr/Kg): 3.3
20.1.2 Clearance Values
For the purposes of this discussion, the value units shown in the table below will be used.
Please note that GMSU/QC will include unit conversion factors int IHC, PHC, and eH
formulae if the used constants have different units than expected in the value (an example
shown in the formula for IHC)/
Abbr. Value Formula
NA Half Life (sec): Half-life (t1/2) = Log10(2)/(-Slope)
IHC Intrinsic Hepatic Clearance (L/hr/Kg) IHC = (-2.303) * Slope * A* C /B * CF'
PHC Predicted Hepatic Clearance (L/hr/KQ) PHC = (IHC * D) / (IHC + D)
Eh Eh: Eh=PHC/D
LPR = (10~ (Ip * Slope + Yint) / (10 * Yint)) * 100
LPR Last Point Remaining % where Ip = last data point in assay

"CF=(60 min/1hr)* (1L /1000 mL)
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20.1.3 Experimental Slope

Clearance Values are based on the slope generated from a plot of experimental values
where the Y-axis = Log10(% Parent Remaining) and X-axis = time (minutes). The Y-axis
is displayed as such in order that all displayed data is normalized. Please note that the
slope generated from this plot is intrinsically equal to the slope generated if the Y-axis
were equal to instrumental signal (e.g. peak area ratio).

20.1.4 Example data
Section 24.2 contains example data used to generate clearance values

The following sections describe the procedures for using the Hepatic Clearance Calculator.
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21 Hepatic Clearance Calculator — Initial Settings

The initial state of the Hepatic Clearance Calculator is a screen lacking any data (Figure 36). Users first
must set default constants, then choose a data file for processing. The following describes the steps for
performing these actions:

B7 GMSU 3,7,16 - Hepatic Cheninnees Calenlnter

My

Hepatic Clearance Calculator Choose 3 File:
Choove D ks dcoss Configuasson Dnicne Doty Acopanton Node
% Opan s wrghs dots e of & UsckDumn paeent 3k Lost Thaougheut dcqiutnn
Dpas o data Ses st & dreciin I+ High Thoughnt Aocasin

Browie | Ohotoe o teta e

T fends

»

o Instle Savgie Chavge 'wamng
Crvorsaoganhy

o Erable Sarvple Changs Wierng -

Cancel

Expand |

Exhe I

Aralve

Chromatograms will appear when a file is chosen

Tirwe Ponnt Sets | e

smre

Creom. Mo | Pione]

Resalts Pune

Comments (<250 chorachers)

Constants

Ot

~

Figure 36  Hepatic Clearance Calculator — before opening data

21.1  Loading data and displaying and optimizing chromatography.

Please see Section 9 for a description of the procedures for loading data and displaying and

optimizing chromatography.
21.2  Time Point Set

The Time Point Set contains assay time points to be applied to the chosen data file.

Ensure an appropriate Time Point Set is displayed here. Time Point Sets are created and
configured in Configuration Utility — Hepatic Clearance Constants — Experiment Time Points tab.
When a data file is opened, the default Time Point Set is retrieved from the setting found in

Configuration Utility — Hepatic Clearance tab — Default Time Point Set item.
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21.3

21.4

215

Please note that when the Hepatic Clearance Module is shown initially, the value displayed in the
Time Point Set dropdown box is locked. In order to change it, the user must change the setting in
Configuration Utility. Once data has been loaded, then the Time Point Set selection may be
changed (if the data is not Locked and Saved).

Chrom. Method

Note: This field is shown only if the High Throughput Acquisition option is chosen in the Choose
Data Acquisition Mode frame box. This applies only to HT acquisition data.

The Chrom. Method (chromatography method) is a chromatographic method containing expected
chromatographic retention times to be applied to the chosen data file. This method may be
applied to the data file if the GMSU/QC automatic peak identification algorithm is not successful
(for, e.g., data files with low signal).

Ensure an appropriate Chrom. Method is displayed here ([None] if not used). The default Chrom.
Method is retrieved from the Hepatic Clearance Calculator Configuration Settings in the
Configuration Utility. Chrom. Methods are created and configured in the Hepatic Clearance
Module via the Menu — Manually Enter Peak Retention Times... feature (see Section ).

Please note that when the Hepatic Clearance Module is shown initially, the value displayed in the
Chrom. Method dropdown box is locked. In order to change it, the user must change the setting in
Configuration Utility. Once data has been loaded, then the Chrom. Method selection may be
changed (if the data is not Locked and Saved).

Constants - Species

Ensure the appropriate species-specific experiment constant set is displayed here. Constants Sets
are created and configured in Configuration Utility — Hepatic Clearance Constants — EXisting
Experiments tab. When a data file is opened, the default Constant Set is retrieved from the setting
found in Configuration Utility — Hepatic Clearance tab — Default Initial Species item.

Choose a Sample

Users may choose a sample in the ‘Choose a File grid either by selecting with the mouse or using
the arrow keys when the ‘Choose a File grid has focus.

If chromatograms and/or results have not been saved when the user scrolls through samples, the
user will be prompted with warning messages to choose to save chromatograms or results. These
warnings may be turned off be de-selecting the appropriate checkboxes located to the right of the
‘Choose a File’ grid (see Section 9.1).

If a sample is of incorrect format or if data file is of incorrect format, an error message will be
displayed.

See Figure 37 for an example of loaded HT acquisition data and Figure 38 for an example of
loaded LT acquisition data. Notice that, in HT data, the entire chromatogram is shown (if not,
click on the Reset button to reset the chromatogram to full scale).
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To inspect a single peak, the user may click on an entry in the chromatographic data table to the

right of the chromatogram. When clicked, the chromatogram zooms on the chosen peak and looks

much like Figure 38.
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Figure 37  Loaded raw data — HT acquisition data
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Figure 38 Loaded raw data — LT acquisition data

22 Hepatic Clearance Calculator — Results Pane

The Hepatic Clearance Calculator Results bottom right pane allows users to perform several functions:

o Automatically generates Hepatic Clearance Results based on selected species-specific

Experiment Constants.

o Allows the user to optimize Hepatic Clearance Results by selecting the choice of using or not

using internal standard peak area ratios.

Allows the user to optimize Hepatic Clearance Results by excluding data points.
o Allows the user to select Results Review assignments and comments.

The following describes the functionality of the Hepatic Clearance Calculator — Results section.

22.1  Overview

The right Results Pane contains functionality for users to optimize and process data to obtain

Hepatic Clearance Results.
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Y = (-0.018065)X + (2.0104)

Results Pane Constants
Comments (<250 characters) Spedies: | Rat Microsome j
Liver wt/Body wt (g/Ka): 45
Protein wifIncubation vol (mg/mL): 0.5
Protein wt/Liver wt {mg/g): 45
Hepatic Bload Flow {L/hrfKa): 3.3

Results Review Results

|H|:|t Reviewed ﬂ t1/2: 57
Save Intrin, Hep, Clearance (L/hrf¥ag): 10.1
Results Pred. Hep. Clearance (L/hrfKg): 2.49
|— Eh: 0.754
; Last Paint Remaining (%) 15.4

Chrom Data Used for Results
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Figure 39 Hepatic Clearance Results Pane Overview

‘Comments’ box allows users add
comments about sample. Comments
may be included in Reports.

‘Results Review’ box allows the user
to choose a Review Status.

‘Save Results’ button allows users to
save/lock the data such that it can’t
be changed unless manually
unlocked.

‘Results Saved and Locked’
checkbox allows users to unlock data
for further processing.

‘Species’ dropdown box allows users
to associate samples with a specific
species

The ‘Chrom. Data Used for Results’
shows the retention data, time point,
and peak area or ratio data for each
data point.

Y-Axis frame allows users to change
the Y-Axis of the display.

‘Use IS’ frame allows users to choose
to use Internal Standard peak area
ratios or not.

‘Plot’ frame allows users to display
average or individual replicates in the
regression plot.

‘Exclude’ and ‘Add’ buttons allow
users to exclude and restore data
points.

Please note that Constants labels and the units for all Constants and Results values are configurable in the
Configuration Utility — Hepatic Clearance Constants — Existing Experiments tab.
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The following describes the functions available in the Hepatic Clearance Results pane. Please note that the Reset
button shown in the following figures is no longer available.

22.2  Use IS Option Frame

Users may choose to use (Yes option) or not use (No option) internal standard area ratios by
selecting the appropriate option button. The y-axis label will update accordingly.

Use Internal Standard Don’t Use Internal Standard
Average FLRREg
Y = (-0.038603yX + (1.9779) Y = (-0.038529yX + (2.0126)
R2 = 097847 R2 = 098932
G}
P =
= 20 9@--gr - x N N
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g F Bl AR R R P A ST 7..‘."?..-'.;'.'-_ g 10 ‘-
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o Ave Exclude Reset |  Yes & Ave Exclude
== Cofe H =
" Reps @ o " Reps L
Figure 40 Use IS Frame Options
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22.3

Plot Option Frame

Users may choose to display average replicate points (Ave option) or individual replicates (Reps

option). The individual replicates view is useful to identify individual outliers.

Display Average Replicate Points Display Individual Replicate Points
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Figure 41 Plot Frame Options
22.4  Constants Dropdown Box

Hepatic Clearance value calculations contain constants that are specific to species and assay.
These constant values are configured by an administrator in Configuration Utility. The constants
set for each sample is chosen by the user. If a user changes the species constant set, the Hepatic
Clearance Values will update automatically.

Results with Rat Microsome Results with Mouse Microsome
-Constants -Constants
Species: | Rat Microsome LJ Species: -:I
g of Liver Weight/Kg Body Wt 45 q of Liver Weight/Kg Body Wt 87.5
mg Microsomal Protein/ml Incubation: 0.5 mq Microsomal Proteinfml Incubation: 0.5
mg Microsomal Proteinfg Liver Wt: 45 mg Microsomal Proteinfg Liver Wt: 45
Hepatic Blood Flow: 3.3 Hepatic Blood Flow: 5.4
~Results - ' ~Results - ‘
t1fz: 7.80 t1/2; 7.80
Intrinsic Hep. Clearance {L/hr/ka): 21.6 Intrinsic Hep. Clearance {L/hr/ka): 42.0
Predicted Hep. Clearance (L/hrka): 2.86 Predicted Hep. Clearance (L/hr/ka); 4,78
Eh: 0.867 Eh: 0.886
Last Point Remaining (%): 6.95 Last Point Remaining (%); 6.95

Figure 42 Species Constants Settings
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22.5 Exclude Data Points

Users may exclude data points if desired by selecting a data point to exclude, then clicking on the
‘Exclude’ button. Results will be updated automatically.

For example, if the red and blue 30 minute replicate in Figure 43 are to be excluded, the user
would select the two 30 minute time points in the ‘Chrom. Data Used for Results’ grid and click

the Exclude button.

Exclude Data Point

Results Updated

= (-0.018085)%K + (2.0104)

Chrom Data Used for Results

¥ = (0.018119)%K + (2.0101)

Chrom Data Used for Results
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s q 5| omseatarse | 24 G 5| 07046244246
s 5 0.8835600164 | * 5 0.8835600164
0 e Maianieas al 0| 0.8050143370 0 T il 0| 0.80890143370
0 5 10 15 20 25 30 35 40 45 0 5 10 15 20 35 30 35 40 45
Time Minutez) Time Minutes)
¥ -Axds Use 15 Plot—— R—E_p_'ice Y-Asis Use 15 Plot Ee_p_'ice
* Log {* Yes " Ave {* Log {* Yes " Ave
’1‘ Percentage ’7(“ Nn—Hrf? feps | Exdude ’1‘ Percentage ’7(“ Nn—Hrf? Reps Exclude
S 4 * &= < *
Figure 43 Excluding Points

Notice that the excluded time points on the graph convert from solid circles to hollow circles.

Note: Users may exclude as many data points as desired given that two points are remaining to

generate a regression.
22.6  Restore Data Points

Similar to the Exclude procedure, users may restore excluded data points by selecting the data
points to restore, then clicking on the ‘Add’ button. Results will be updated automatically.

22.7 Individual Time Point Comments

The user may record comments concerning individual time points by selecting one or more time
points in the ‘Chrom Data Used for Results’ table and right-clicking. The user will be prompted

for a dialog box to enter comments about the selected data points.
22.8 Comments

Users may enter comments about the data set.
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22.9

22.10

Review

After optimization of Results data, users may classify the results by choosing a value for ‘Results
Review’ dropdown box. The contents of the dropdown box include ‘Not Reviewed’,
‘Acceptable’, and ‘Unacceptable’.

Selecting the proper review value is important with respect to Reports. Users are allowed to filter
Reports based on the ‘Review’ field contents.

Save Results

When the user is satisfied that Results processing is complete, the user locks the Results by
clicking on ‘Save Results’. This disables all functions relating to chromatographic integration and
results processing and the ‘Results Saved’ checkbox becomes selected. In addition, Results data
are stored in the GMSU/QC data store.

If the user attempts to further process Saved Results, an error message will be displayed. In order
to further process Saved Results, the user must deselect the ‘Results Saved’ checkbox.

Hepatic Clearance Calculator — Additional Functions

Additional Hepatic Clearance Calculator functions are found under the menu Menu. The following
sections describe these functions. Functions that are conserved between modules and described in Section
9.16 will not be described here.

Change Data File Path. ..

Copy Peak Integrations to Clipboard
Generate Reports. ..

Peak Area TextFile...

Retention Time Utilities. .. »
Assign Transition lons...

View Compound Information. ..
Configuration Utility...

Deactivate Records...

IUnSave Records

Slide Show. ..

System Suitability Tools. ..

Help. ..

Figure 44 Hepatic Clearance Module Menu Items

23.1

23.2

Copy Peak Integrations to Clipboard
Copies the Analyte and Internal Standard peak areas to the clipboard.
Peak Area Text File

The ‘Peak Area Text File’ function will export Analyte and Internal Standard time point and peak
area data to a comma-delimited text file. The text file header includes ‘Date of Report’, ‘Raw
Data File Path’, ‘Analyte Name’, and ‘Acquisition Time’.
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23.3

Manually Enter Peak Retention Times

Change Data Filz Path...
Copy Peak Integrations to Clipboard
Generate Reports. ..
Peak Area Text File. ..
Retention Time Utilities. ..

Assign Transition Ions...
View Compound Information...
Configuration Utility...

Choose a File

Chooze Data Acquizition Mode: —
’V f* Low Throughput Acguizition

" High Thoughput Acguisition
Manually Enter Peak Retention Times. .,
Set Retention Time Window Parameters...
Enter LT Retention Time - Analyte. ..
Enter LT Retention Time - Int Std...

See Section Error! Reference source not found. for further discussion of this feature.

23.4  Enter LT Retention Time — Analyte

See Section 9.16.1

23.5 Enter LT Retention Time — Int Std

9.16.4.3
23.6  Display Multiple Results
Under development.
23.7  Assign Transition lons
See Section 9.16.5.

23.8  Set Retention Time Window Parameters

See Section 9.16.4.1
23.9 Help
See Section 9.16.12.
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Hepatic Clearance Calculator — Reports

Users may generate Microsoft® Word or Excel reports based on user-defined choices. Most features of
the Report window has been described in Section 10, while the other features are self-explanatory. The
reports module may be activated from the GMSU/QC Console — Hepatic Clearance Calculator Reports or
from the Hepatic Clearance Calculator Menu — Generate Reports (see Section 23.1). Figure 45 shows the
Hepatic Clearance Calculator Reports window.

& Hepatic Clearance Reports

Hepatic Clearance Calculator Reports [ 52t 0iders
g Save Deac:)ivate ' |Ant3|}'t8 j = |[N0ne] j & |[N0ne] ﬂ & |[N0ne] j Exit
Existing Data... Settings ~ data... |ASC ﬂ |Asc ﬂ |"5‘SC ﬂ |DESC ﬂ
Analyte Sample Species/Assay D ate Acquired Date Last P d
1| Alprazolarn TemplateSequence 0_Alprazalam 0_Review. sid Fat Micragome | 5/2/2007 B:34:23 PM 10/30/2008 217:53 PM | C\*ealibur\GuickQuanCannedD et etabalic: Stability D4
2| Dilkiazem Diltiazenn. sld Fiat ki 11/20/2007 8:58:48 A | 10/30/2008 224205 PM | C:\<caliburG vick Juan'D ataMicrosomal Metabolic Stabilit
| IR = | Loperamide. sld Fiat b ome 1142 AlAM 10 41:54 P alibur QD uick Quan'D ata'Microsomal ketabolic Stability
4| Minoxidil TemplateSequence 0 Minowidil 1_Review.sld Fiat Microsome | 5/2/2007 B:37:28 PM 10/30/2008 21759 PM | C\*ealiburQuickBuanCannedD ernottetabolic Stabiliy D
5| Mefazodone | TemplateSequence 1_Mefazodone O Review.sld |Fat Hepatocyte | 5/2/2007 6:53:33 PM 11/22/2008 8:07.30 &M | C:\¥calibur\Quick JuanCannedD emo' etabolic Stability D4
E| Propranalal Prapraolal.zid Fat Micragome | 11/20/2007 8:40:18 AM | 10/30/2008 224202 PM | C'ealiburyJuick QuaniD atatMicrozomal Metabalic Stabilibg

< ¥
Choose a Post-Report Macro: |[N0ne] j Enter a Print Job description (Optional):
Add or Remove raw data file(s)... Choose Additional R eport Content Filter/Choose Results Type
= - Incluxde in Repart W Half Life B Canmeite " Acceptable Sort Print Drata
Evcel only Chaose a Repart Farmat [ %LastPtRem W Sample " Unacceptable by Analyte Re-Sort
[v Detailed Section i+ Microzoft Excel i ) D . . " Mot Reviewed " by Data File —_—
Remove Summany  Microsoft Word |v Speciesdbzzay W Acquisition Time o Al by Sample Generate
Regression Plot [” Acceptance Status " by Species Report

Data to print...

mnal Metabolic 5
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<

Figure 45 Hepatic Clearance Calculator Reports Module
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Two styles of reports may be generated:

24.1  Normal Report
A Normal report contains a single page containing the default and chosen additional fields. The
default fields displayed in a Report include:

e Analyte e Predicted Hepatic Clearance
e Intrinsic Hepatic Clearance e Eh

Additional fields may be added by selecting them from the Choose Additional Report Contents
frame.

Microsoft Excel - Book1

@_1 File Edit Wew Insert Format Tools Data Window Help Type & question forhelp = _ @ X
NEHRSSRAIVAB SR S0 o0 s 2B -efl
e It s I e B N | o | (@ B [ | ¢ Reply with Changes... EndReview... !

; A -0 <|B Z U] Ha 3 5 WS % o @ == - |

G7 - 3
A B [ c [ o [ £ [ F ] G [ v T —
Aa| 1 |Hepatic Clearance Results

2
ijl 3 |AllResults
m

Intrinsic |Predicted

) Hepatic | Hepatic
= Clearanc | Clearanc Data
M~ 4 Item Analgte e e Eh Ezp. Species Data File Path File ID

5 1 |aa 104 249 0.754 | Rat Microsome | tgubbslap03tgubbelapld cus s rojectaDemotHep At (3 ] 204
= E 2 bb 354 171 0518 | Rat Microsome an7
. T

2 |

)

10| v
am * * H[\Report,(1/2/ Summary Plot / < >
iDan- g |Auoshapest N N OO A @l - Z-A-==5d J
Ready

Figure 46  Hepatice Clearance — Normal Report

Note: Samples that have a ‘Last Point Remaining %’ value of greater then the CutOff value will
display in the Report special text values specific to a species and experiment (all configured by an
administrator in the Configuration Utility). For example, if a sample is has a ‘Last Point
Remaining %’ of greater than 90% and the species experiment is Rat Microsome, the Intrinsic
Hepatic Clearance, Predicted Hepatic Clearance and Eh values would be reported as ‘<0.85’,
‘<0.68’, and ‘<0.21” (or some other configured text values).

The CutOff value is configured as ‘Last Point Remaining Value’ in the Hepatic Clearance
Calculator window of the Configuration Utility (see the Configuration Section of Installation and
Administration Manual).

24.2  Detailed Report

A Detailed Section Report (Excel only, see Figure 47) will contain the normal report page, plus
an extra worksheet for each item in the print queue. The detailed page contains all the information
used to generate the clearance values.
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Figure 47  Hepatic Clearance — Detailed Report

24.3  Summary Regression Plot

If Detailed Section is chosen, the user has the additional choice of generating a Summary
Regression Plot in which the regressions of all the items in the print queue are plotted on one plot.
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Figure 48  Hepatic Clearance — Summary Regression Plot
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25 Permeability Calculator

With the exception of a portion of the Configuration Actions tab, the Chromatography, Calibration, and
Configuration Actions tabs are exactly the same as the Generic Chromatographic Viewer (GVC). The
user is referred to the GVC section (Section 27) and the section on Conserved Features (Section 9) for a
description on the use of these tabs and features.

25.1  Configuration Actions — Peak Name Sets

Chromatography T Calibration T Configuration Actions T Permeahility
Sample Table Column Headings Optimize Sample Peak Name Sets
Abolv to Data Set | Create/Edit Table | |Number: Apply to | Create/Edit Peak
— Heading Set Data Set Name Set...
Heading Set Heading Set Values ﬁ:;;g”stei?ak [Thermo_46 |
m % “|| Assay Flag Criteria Peak Name Set 46 |Peak Names
Pracil Fla Criteria 27B_ECalibr A # |Peak Nami
Sarmple Mame Analyte BT 4848 _RCalibr 1| DA0
SampIeT pe ISRT 11 4848_Prac0l > DA
Assignment 15 Peak Int 10 e 3| DA4s
MNom. Canc. QC Peak Int 20 C4AE 1 Cg:b: 4| DA-45
SDE:D C4AE 2 B| A-5td 1
S“d'gg - E4AE_GCalior B| A-Std 2
to Excl? aaaaaan 7|A-std 3
Area Batio asaz g A-Std 4
Anahyte BT gaPracOne 9lA-Std b
Analyvte Peak Area Caco?_ &5 _Set_30_m 10| A-Std B
Analyvte Peak Ht Caco?_57_30_rin 11 a5t 7
Analyte Man. Int gzzgg_ﬂ_gg 12l Acd 8
5 AT Caco2 LT 56 13| RETS
|5 Peak Area = 14| RE-15
Test
:g theaKIHt Tastl 15[RE15
an. Int. e
E. b Thermao_15 v e >

A permeability assay requires that samples be assigned appropriate sample types. Users must
apply a Peak Name Set by selecting one and clicking the Apply To Data Set button.
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Alternatively, a default Peak Name Set may be configured in the Configuration Utility —

Permeability — Global — Default Peak Name Set entry. This Peak Name Set will be applied to new

or unsaved data when opened in the Permeability Calculator.

ﬁ Configuration Utility

Edit | | | Exit |

Choose a category:

Flags

Generic Yiewer Global T Peak Name Sets T Constants ]

Global

Hepatic Clearance

Hepatic Clearance Constan

Modify Method

P, Calculator

Permeability
Description Value
Default Baseline Window Value (Thermo Only) 100
Default Bunching Factor Value 1
Default Caco Constants Set Default
Default Chromatography Method (HT Acquisition only) [None]
Default Column Heading Template Default

Default Data Directory

C:\¥calibur\QuickQuanCannedDemo\PK curve data\,

| |Default Data File Access Mode 1 - Open a single data file within a directo
| Default Peak Mame Set Thermo_46

Default Regression Linear
Default Regression Weighting 1(nane)
Default Results Decimal Places 3
Default Results Plot Regression Significant Figures 5
Default Results Significant Figures 3
Default Results Use Sig Figs (Yes) or Decimals (Mo) Yes
Default Smoothing Factor 2
Default Units: Concentration mMal/L
Display assay-related warnings No

Excel template file

C:\GubbsInc\GMSU'\PostReportMacros\Genzyme\Perm\Perm_02.xls

Flag Criteria (%) - Analyte Retention Time

10

To create a new Peak Name set, click the Create/Edit Peak Name Set button (see section 25.1.1).
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25.1.1 Create/Edit a Peak Name Set

When the Click/Edit Peak Name Set button is clicked, the Configuration Utility —
Permeability — Peak Name Sets window is displayed.

ﬁ Configuration Utility

Edit | | | Exit |
Choose a category:
Flags
Generic Yiewer Glaobal T Peak Hame Sets T Canstants ]
Global
Hepat!c Clearance
uiﬂﬁﬂchdcelteﬁorgnce Constan) | view a Pe‘ﬂf mane Feak Name Set
P Caloulatar 52AB_5Calibr Activate/ Deactivate Blarik Practice = Copy to
Permeability 54AB_1Calibr Peak Name Sats... 2| Blark Practice Clipboard
54AB_2 3| A5t 1 Practice
54AB_5Calibr 4| A-51d 2 Practice
adaaaaad 5|45 3 Praclice
aaaz 6|45t 4 Praclice
7| Da-0 Practice
g|Da-0 Practice
9| Da-0 Practice
10| Dié-E0 Practice
11 DA-ED Practice
12| Dé-E0 Practice
13| Blank Practice
14| Blank Practice
15|B-5td 1 Practice
16| B-5td 2 Practice
17|B-5td 3 Practice
18|B-5td 4 Practice
19[Blank Practice
20| Blank Practice
21| Blank Practice w
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25111

ﬁ Configuration Utility

| §ave| gancel| |

Create a new Peak Name Set

Note: See Section 25.1.1.2 for instructions on how to create a new Peak
Name Set based information from an existing Peak Name Set.

To create a new Peak Name Set, perform the following actions:

= Click the Edit button to go into Edit mode
= Click the Create New Set button
= Complete the required entries:
o Enter a new Set name
Enter total number of autosampler injections
Enter number of calibration levels
Enter Analysis Time Points...
Enter a Comment (optional)

o O O O

Choose a category:

Global T Peak Name Sets T Constants ]

aaPracOne

View a Peak Name Set

Enter a new Set name:
Enter total number of autosampler injections:

Enter number of calibration levels:

Enter Analysis Time Points separated |0.20,40
by commas (e.g. 0,15,30,60):

Enter a Comment (Optional):

Execute...
Copy Data From...
-

Double-click to set Peak Mame
Peak Name Set Peak Names

Activate/ Deactivate Copy to
Peak Name Sets... Clipboard

Create New Set

L

|aaF'rac:1 2

2

iz
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= When complete, click the Execute button
o The Peak Name Set table will be populated with the number
of rows as defined in the ‘Enter total number of autosampler
injections’ field
o The Peak Names list will populate with sample identifiers
that follow required GMSU/QC syntax rules

& Configuration Utility

| §ave| Qancel| |

Choose a category:
Global T Peak Mame Sets T Constarts ]
Double-click to set Peak Mame
View a Peak Name Set Peak Name Set Peak Names
Activate/ Deactivate [BJ';”Dk *| copyto
Peak Name Sets... 2 DA:dﬂ Clipboard
3 DE-0
4 DEB-40
5 Ra-0
3 R&-20
aaPracOne Create New Set 7 Eg‘gu
el RE-20
Enter a new Set name: |aaF'lac:1 2 | 9 RBE-40
10 A:5td 1
Enter total number of autosampler injections: BT ASHd 2
A-5td 3
Enter number of calibration levels: 4 12 A50d 4
B-Std 1
Enter Analysis Time Points separated |0,20,40 B-S5id 2
by commas (e.g. 0,15,30,60): B-5td 3
B-5td 4
Enter a Comment (Optional): I:I Stack AR
Stock BA
Control &8
__Copy Data From.._| Contol B,
Prach - Double Blar
sartas-ne Double Blar
Solvent AB %

=  Enter the peak name assignments (2" column of the Peak Name Set
table) by:
o Select the Peak Name identifier in the Peak Names list
o Select the row to be modified in the Peak Name Set table
o Double-click the 2™ cell of the selected row — this action
will synchronize the identifier in the Peak Name Set
o Repeat until the entire table is filled.

= Save the Peak Name Set by clicking the Save button
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The different sample identifiers in a permeability assay include:

Sample
Type Description
Standard A calibration curve standard. For example, ‘A-Std 1’ would mean the first set, or A-side,
(A-Std 1) of a calibration standard set and the first calibration level (A-Std 1)

DA /DB | Donor side sample for a specific time point used in the calculation of Mass Balance and
Sink Condition. E.g, DA-0 would be the Donor A-side 0 minute time point sample, while
DB-60 would be the Donor B-side 60 minute time point sample.
RA/RB Receiver side sample for a specific time point. E.g. RA-15 would be the Receiver side 15
minute time point sample, while RB-60 would be the Receiver side 60 minute sample.
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25.1.1.2  Create a new Peak Name Set based on an existing Peak Name Set

To create a new Peak Name Set based on an existing Peak Name Set,
perform the following actions:

o Click the Edit button to go into Edit mode
o Click the Create New Set button
o Enter a New Set Name in the appropriate field
o Choose an existing Peak Name Set from the ‘Copy Data From’
dropdown box
o Click the Copy Data From button
= The fields and tables will be populated with the
information from the chosen Peak Name Set
= The user may now change parameters, such as
increase/decrease the number of autosampler injections
or change the Analysis Time Points
o Save the Peak Name Set by clicking the Save button
': Configuration Utility
J Save (:mrrl] l
Choose a category:
" Giobel ) Paak Name Sats 1 Certants |
| Douile-chox 1o set Peak Name
| View a Feak Name Set Pexk Name Set ‘g_n_iv MNames
’ 1Bl Facsee  [RNICTEINE
I e e s DAC e
3| A5 Fiaches g‘f;ﬁ" —
4| A-50d 2 Frachoe 0860
5| A-Sed 3 Frachice R4-15
BASda Piachos A0
Create New Set | 7[0a0 Frachoe S
[m,,“( 6] DA-0 Prachos 2815
Enter 4 new Set name: S|DA0 Prachos £8-30
m —10|DAED Prachce RB-45
Enter total number of autosampler mjections: l_ | 11(0A 60 Prachice hli'e:]l
. ks [ 12| DA60 Frachce e 2
oaeid hioraoane l— 13 ;m p,Zm :..2’»35
Enter Anslysis Time Pomls separated |1530.4560 14| Blank Prachce A5 4
by commas (e.g. 0,15,30,60): 152501 Frachce 8-51d1
M —— i —
17]8-50d3 Fraches CET]
e | === Pt iy
asiacd hd 20(Blark: Prachce Contal AB
21[Biard Pracice o Pl oal

25.1.1.3  Edit an existing Peak Name Set

Note: The number of injections (rows in the Peak Name Set table) is not an
editable field. In order to add injections to an existing Peak Name Set, the
user must create a new Peak Name Set.
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ﬂ Configuration Utility

To edit an existing Peak Name set, perform the following actions:

o

o Click on the Edit button to go into Edit mode

| §ave| Cancel

In the ‘View a Peak Name Set’ table, choose a Peak Name Set to edit

Choose a category:

Permeability

Global

View a Peak Name Set

aaPracOne

Enter number of calibratiol

Enter Analysis Time Points separated

by commas (e.g. 0,15,30,6

Enter a Comment (Optional):

Activate/ Deactivate
Peak Name Sets...

T FPeak Name Sets

[

Constants

Double-click to set Peak Mame

n levels:

0):

Peak Name Set Peak Names
1| Blank Practice [B)!;nﬂk
2| Blamk Practice 3
3[A-5td 1 Practice pa-0
- CE-0
414512 Practice DE-0
B|A-Std 3 Practice A-5td 1
B[asStd4 Practice AStd 2
Create New Set 7| D0 Practice ig :g i
g|Da-0 Practice BStd 1
9[Da-0 Practice B-Std 2
10| DA-E0 Fractice B-5td 3
11| DD Fractice B-5idd
T 2 Dae0 Prach Stock &B
Ela actice Stack BA
3 Practice Cantral AB
15,30.45 60 14| Blank Practice Contral BA
: 15[B-5td 1 Fractice Stock AB
17|B-5td 3 Practice
Execute... | 18[B-5td 4 Practice Salvent AB
19| Blank Fractice Solvent BA
20| Blank Practice
21| Blank Practice

Copy to
Clipboard

o

Modify the contents of the following fields:
=  Enter number of calibration levels
= Enter Analysis Time Points....
= Enter a comment (optional)

o Click the Execute button:
= This action will update the contents of the Peak
Names list
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o

ﬁ Configuration Utility

| §ave| gancel|

Modify the peak name assignments (2" column of the Peak Name
Set table) by:
= Select the Peak Name identifier in the Peak Names
list
= Select the row to be modified in the Peak Name Set
table
= Double-click the 2™ cell of the selected row — this
action will synchronize the identifier in the Peak
Name Set
Save the Peak Name Set by clicking the Save button

Choose a category:

Global

T Peak Name Sets T Constants ]

View a Peak Name Set

Peak Name Set Peak Names
! Activate/ Deactivate 1] Blank Practice | |Blank
Permeability " peak Nime Sats... 2| Blank Practice Big &Lm‘:d
3[ASHd T Practice DED
414512 Practice DE-0
5|A5Hd 3 Practice ASd 1
BlasStd4 Practice AStd2
aaPracOne Create New Set 7| D0 Practice ig :g i
g|Da-0 Practice B-Std 1
9| Da-0 Practice B-Std 2
10| DaA-60 Practice B-5td 3
11| DD Fractice B-5td 4
- 4 12| Dackn Fractice Stock AB
Enter number of calibration levels: L - - Stock Ba
3 Double Blank Ab Practice Contral 4B
Enter Analysis Time Points separated 14| Elank Fractice Control BA,
by commas (e.g. 0,15,30,60): 15/E5td 1 Fractice Stock 4B
- Practice i Stock BA
Enter a Comment (Optional): 16/8-5td 2 Practics Double Blank &
17|B-5td 3 Practice Double Elank B
Execute... | 18[B5td 4 Practice Solvent 4B
19| Blank Fractice Solvent BA
20| Blank Practice
21| Blank Practice w

Double-click to set Peak Mame
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25.2  Permeability Calculator Instructions

Instructions for the use of the Permeability Calculator are as follow:

540,39 - Prrmsabifity Caloulastor

lity Calculator Choase a fie o EndieSegy ]
Choate DdaAccess Configushen. ———— Dheume Dt Actpuhon Node "~ il . [17 - o T P RN ™ (hange \Wareg
7 OpenQucdDusnprert side mnedhodadd 20 | & Low Th A 10k Lok qu 1. 1% C Soae s\ Dk Quir C aono D en\ PY. o
[r O anivn 00 parnt 1 ac 4 gl sepamrcn | 1 High Theass _I Pswiee  IDmiCoc i [Nag Ul 207 1% 8 twwwﬂ_l
4| Mincod JEESey] Nag 0F_ 2007 15533 Cats Dk QeC o Ben BY, | [
| Ooose n s e Sliomcin  (Ouchlactd | Nag 012007 1058 8 C \Keablns Dk Qusar C arred) e P o
e Qs CarvedDen PX Curve dala PSOL007 180911 s DetaSavnd &
Qut.v QU od < » Ladied
Chromatogimghy I Cateation | Candguration Acbons 1 |Petmeabifery |
Seloct 2 Papp C Set: [ ety | Receiver Sida: DA > (B (Total pheakes)
2| | lemr _SEM_[Ext] Rep 1 [Ex2] Rop 2 (3] Rep 3 |

[Agical Doeng (L u.z] g" — - — —_—
| Basal Dosrg (mL) 14 2
| Concentration [uMole/L} Jo R
| Growth Ares (omr™2) ¢33}

ping Fom A (L) e12)
nvmmg Soen B () 0.12
(DG SORL00 Vokurmy [=d) 001y
;LI.tO‘ Velime (=) a2y
t 1

ny Chmnmnlity Recniver Sile: 00 - > RA (Total phiokes )
" Diiofl  DBolA & BohE kel l :z. [ ep 1 [Ex2] tep 2 12| Bep 3 |
. i
................ ——t 2y
oA o8 | [papp® !
Py - AGRPaTEaI I
Calowtatian Ty P = Agparent
Papp Sk | o onaskCones SEM = Standard Enoe of the Mean = ST "0 5)
e onis)  sem MB(%) (%) | Peakieas Sl boms
OAto- RS [ 1 Apical | | - Show 2t m
D8-to-RA l I L Yeu
Rastio * o
(DB/DA)
Figure 49 Permeability Calculator — Permeability Tab

25.2.1 Apply a Peak Name set

Users apply a Peak Name set by choosing a Peak Name Set from the Configuration
Actions tab Peak Name Set table (see Section 25.1 for further information).
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25.2.2 Select a P4y, Constant Set

Users must select a Constant Set whose values will be used by GMSU/QC to generate
Papp, Mass Balance, and Sink Condition.

Alternatively, a default Constant Set may be configured in the Configuration Utility —
Permeability — Global — Default Caco Constant Set entry. This Constant Set will be
applied to new or unsaved data when opened in the Permeability Calculator.

ﬁ Configuration Utility

o | oo |

| Exit |

Choose a category:
Flags

Generic Yiewer

Global

Hepatic Clearance

Hepatic Clearance Constan

Modify Method
P, Calculator

Permeability

Global 1

Peak Mame Sets

T Constants ]

Description

Value

Default Baseline Window Value (Thermo Only)

100

Default Bunching Factor Value

Default Chromatography Method (HT Acquisition only)

1

Il Default Caco Constants Set Default

[Mone]

Default Column Heading Template

Default

Default Data Directory

Cr\¥calibur\QuickQuanCannedDemo\PK curve data\,

Default Data File Access Mode

1 - Open a single data file within a directory

Default Peak Mame Set Thermo_46
Default Regression Linear
Default Regression Weighting 1{none)
Default Results Decimal Flaces 3

Default Results Plot Regression Significant Figures 5

Default Results Significant Figures 3

Default Results Use Sig Figs (Yes) or Decimals (Mo) Yes
Default Smoothing Factor 2

Default Units: Concentration mMaol/L
Display assay-related warnings No

Excel template file

C:\GubbsInc\GMSU'\PostRepartMacros\Genzyme\Perm\Perm_02.xls

10

Flag Criteria (%) - Analyte Retention Time

Version 14.0 (April 29, 2016)

G:\GubbsIncApps\GMSU\Administration\Manuals\Use\GMSU_UserManual_14.doc




%CVER7,

Gubbs Mass Spec Utilities User Manual Page 101 of 131

25.2.2.1 Create a new Constant Set

Please note that the values of existing Constant Sets cannot be modified.

Papp Constant Sets are created in the Configuration Utility — Permeability —
Constants tab.

¥4 Configuration Utility

Edit | | | Exit |
Choose a category:
Flags
Generic Wiewer Global T Peak Mame Setz T Constants ]
Gilobal View a Caco Constants Set

Hepatic Clearance

Hepatic Clearance Constanl | Apical Dosing [mL] 0.2

Modify Method Default Basal Diosing [mL) 2

P Calculatar Default SuM -

Permeability erault_ou Concentration [ubdolesL] 20
Larry01 Growth Area [cm™2) 0.33
Prac0l Sampling from 4 L] 01z
Prac2 S ampling from B (L) 01z
Prac03 hd Doging S olution Yolume [mL] 0.01

Activate/ Deactivate Dilution Yolume [ml] 012
Constants Sets...

Version 14.0 (April 29, 2016)
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To create a new Constant Set, perform the following actions:

= Click the Edit button

= Click the Create New Set button

= Enter a Constant Set name in the field

= Enter values for each field in the Constant values table to the right
= Click the Save button to save the new Constant Set

& Configuration Utility

| §ave| Qancel| |

Choose a category:

Global T Peak Mame Setz T Constants ]
View a Caco Constants Set
~ Apical Dosing [mL]
Baszal Dosing [ml]
Concentration [ubole/L]

Growth Area [cm™2)

Sampling From & [mL]
Sampling fram B [ml]

i Doging S olution Wolume [mL]

Activate/ Deactivate Dilution Yolume [ml]
Constants Sets...

Create New Set

Enter a new Set name:

]
Copy Data From...
——

Version 14.0 (April 29, 2016)
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25.2.3 Exclude Points

Users may exclude points by selecting one or more Rep X values and clicking the
Exclude Points button.

Users may include points by selecting one or more Rep X values and clicking the
Exclude Points button. The ExX column will be populated with an X and the cell
background will be changed to yellow.

If the selected Rep X value has been excluded, the button title changes to Include Points.

If the selected Rep X value has not been excluded, the button title changes to Exclude
Points.

F OuaiehCale

GAMSU 500,39 - Prrmsability Caloslstor

[Permeability Calculator
~Choate Daad, e "

o Open Oucd Duas pavert sl o an rdnidusl 84
™ Cpan actvn Q0 pasert 4 a2 4 5rghe jegerce

e e A
A\ [ Quin C oo en\ PY. o
abbe\ll ek Qv srrnd) sro' X

i Ducd Cale o4

Bwwen, . | Chooss & tws e

QuctCake dd
10w Lok ok

.
]

2007 1553 e S D Qe Cor o 0 e Y,
[Mag 012007 1048 C e\ D uch Qs C anem) ere\PY. o

rt') 1_QucCakcQuech ok ol

1 Pcaitnr \QuoiQumCareedDen P curve dataWSOL00T 18011 |

Chromstogrphy

I Cabontion CanSguration Acbons 1 |Permoahifey

Seloct 2 Papp Coostant Set: 1o

| Recwiver Sida: DA > &8 (Total

)

_SEM_[Ext] Rep 1 [Bx2

) | e

Rep 2 MR_QA{

1
"2 |

| Concentration [uMole/L)

L2 —

| Groweh Ares (o2}

Sarmping Fom A (mL)

| Samping Soen B (L)

1Doarg SoR20n Volurme [=d)

{Oton Veume [=4),

 DAdofl  Dolh @ Bothilthe)

ok

Ave. Cone. De 0

Receiver Sibe: 00 > RA (Total phiokes
| Owscy. | _SEM )] Wep 1

Ex2| Rep 2

Ave. Cone. D4

Cowe {uHolL)

|
Ave. wole -8

Ave. ol e 80

Summsary
Papp
v omis)  sem
OA-to RS [ ]
08-to-RA [ |

Ratro
(DB/DA)

Pagp = Aopaient Fonmeabity

SEM = Standerd Erce ol the Mean « ST/n"0 5)
106 cmys

= podatour

1
(umnm:- & Peak Cones
HO(%) (% Peak Areas
i | Show 2t
™ Yeu

LI 5
#

25.2.4 Calculation Types

Users may choose two types of calculation methods.

25.24.1  Peak Concs
Peak concentrations calculated from a calibration curve are used to generate
permeability values.

25.24.2  Peak Areas

Peak areas of samples are used to generate permeability values. A calibration
curve is not needed in this case.
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25.2.5 Show 2-pt
Function for Millennium Pharmaceuticals process.
25.3  Permeability Calculations

The Permeability Calculator uses the following the calculations to generate permeability values.
This discussion makes the following assumptions:

Sample time points are performed in triplicate

Donor Side time points are 0 and 60 minutes

Receiver Side time points are 15, 30, 45, and 60 minutes (0.25, 0.50, 0.75, and 1.0 hours)
Reported concentrations are nM (nMole/L)

In order to calculate permeability values, the following constants must be known:

Constants Value ! Comments
Drug Concentration
(uMole/L): 20.0000 | Used in calculation of P,
GrowthArea (cm?): 0.3300 | Used in calculation of Py,
DA ApicalDosing
(mL): 0.2000 | Used in calculation of 'Corrected Calc Amt' and TpMole

RB BasalDosing (mL): 0.1200 | Used in calculation of 'Corrected Calc Amt' and TpMole

Apical Sampling (mL): 0.1200 | Used in calculation of pMole and TpMole

Basal Sampling (mL): 0.1200 | Used in calculation of pMole and TpMole
DosingSolutionVolume
(mL): 0.0100 | Used in calculation of DonorConcFactor
DilutionVVolume (mL): 0.1200 | Used in calculation of DonorConcFactor
=>
(DilutionVolume+DosingSolutionVol)/DosingSolutionVol,
DonorConcFactor: 13.0000 | used in calculation of MB Calculation 'Corrected Amt'

! Values used for example purposes

Version 14.0 (April 29, 2016)
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25.3.1 Donor Side Calculations

Sink Condition and Mass Balance

This example is for Apical values (DA). The same calculations are used for Basal values
(DB).

Samples called DA are analyzed in replicate at time points 0 (DA-0) and 60 (DA-60)
minutes. The average of the replicate concentrations are used for Sink Condition
calculations, while the average amount (corrected for DonorConcFactor) is used for Mass
Balance calculations.

Apical Concentration (nMole/L)
0 min 60 min
DAl 1350.00 980.0000
DA2 1590.00 1150.0000
DA3 1500.00 1240.0000
For Sink Condition Calcs ConcOA Conc60A
Average Conc (nMole/L) 1480.0 1123.333
For MB Calculations AmtOA Amt60A
Corrected Amt (nMole) 3.8480 2.9207
CorrectedAmt — Conc0 nMole , DonorConcFactor , ApicalDosingmL L
1000 mL

253.1.1 Mass Balance

The formula for Mass Balance is:

Amt60 nMole N AveAmt pMole ,  nMole *
1000 pMole )) O0Amt nMole

where AveAmt is described in Section 25.3.2, linear regression slope
table

Using the Apical data above, the reported Mass Balance = 78.1%

25.3.1.2 Sink Condition
The formula for Sink Condition is:

Conc0 / Conc60

Using the Apical data above, the reported Sink Condition = 75.9%

Version 14.0 (April 29, 2016)
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25.3.2 Receiver Side Calculations

This example is for Donor Apical-to- Receiver Basal values (DA-to-RB). The same
calculations are used for Donor Basal-to-Receiver Apical values (DB-to-RA).

Samples called RB are analyzed in replicate at times points 15, 30, 45, and 60 minutes
(labeled as RB-15, RB-30, RB-45, and RB-60, respectively). The number of pMoles of
each sample are calculated, then corrected (TpMole = total pMoles) for loss of sample
occurring during experiment execution.

15 min (0.25 hr) 30 min (0.50 hr)
Conc Conc
Rep | (hMole/L) | pMole | TpMole | (hMole/L) | pMole | CTpMole
1 6.84 | 0.8208 | 0.8208 82.20 | 9.8640 | 10.6848
2 12.40 | 1.4880 | 1.4880 51.40 | 6.1680 7.6560
3 6.15 | 0.7380 | 0.7380 70.20 | 8.4240 9.1620
45 min (0.75 hr) 60 min (1.0 hr)
Conc Conc
Rep | (nMole/L) | pMole | CTpMole | (nMole/L) | pMole | CTpMole
1 276.00 | 33.1200 | 43.8048 391.00 | 46.9200 | 90.7248
2 210.00 | 25.2000 | 32.8560 382.00 | 45.8400 | 78.6960
3 203.00 | 24.3600 | 33.5220 395.00 | 47.4000 | 80.9220
Legend
pMole: Conc * SamplingA
TpMole (Total pMole): | pMole * BasalDosing / SamplingB
CTpMole: TpMoleg, + pMoleg.qy + ... + pMoley where n = Time Point

The linear regression slope of number of pMole (TpMole and CTpMole) vs time (hour) is
used to calculate permeability.

Replicate: 1 2 3 Average | SEM
time point (hr)
0.25| 0.8208 | 1.4880 | 0.7380 1.0156 0.24
0.50 | 10.6848 | 7.6560 | 9.1620 9.1676 0.87
0.75 | 43.8048 | 32.8560 | 33.5220 36.7276 3.54
1.00 | 90.7248 | 78.6960 | 80.9220 | '83.4476 3.69
Slope (pMole/hr) | 121.13 | 102.73 | 105.96 109.94 5.67
R-Squared 0.92951 | 0.89338 | 0.90175 0.90821
Papp (10'6 Cm/s) 5.10 4.32 4.46 4.63 0.24

! 60 min Average used in MB Calculation (AveAmtA)

Finally, the ratio of DB-to-RA and DA-to-RB permeability values (Ratio B/A) is
reported.

Version 14.0 (April 29, 2016)

G:\GubbsIncApps\GMSU\Administration\Manuals\Use\GMSU_UserManual_14.doc



<Y,
“GVERE; ,

Gubbs Mass Spec Utilities User Manual Page 107 of 131

26

Permeability Report

The functions in the Permeability Report window are straightforward and not all features will be
described. In addition, the user is referred to Section 10 for a discussion of features conserved between all
module Report windows. Figure 69 shows the Reports window. Figure 70 and Figure 71 show examples
of a PK Calculator Report.

Please note that the report content itself is highly configurable. PK Calculator Reports support post-report
macros in Excel. Users may create a blank Excel file that has embedded a macro named “DoGMSU”. If
this Excel file is configured in Configuration Utility — PK Calculator — Excel Template File, then PK
Calculator Report will use this file as to generate the report, then execute the macro upon completion. In
this manner, users can do such things as modify the format and/or content of the report, or send report
information to an internal LIMS system.

ﬁ Permeability Calculator Reports

Permeability Calculator Reports Sort Orders Exit
p— Deactivate 1: |Analyte J 2 |Sample J 3 |[N0ne] J 4_|[N0ne] J
Existing Data... Settings data... |Asc j |Asc j |Asc j |Asc j
Analyte Sample Date Acquired Date Last P d Raw Data File
1+176 1-0GH 0822038 BMS-707035_spl 9/1/2008 71350 PM|  10/6/2008 3:14:25 PM| C:\Analyst DatahProjects\00033420081 00240 ata\1-0GH 0828
2|01 (4455 06Ld SDF] pos 01 [4455 0BLd_SDF] pos E/8/2006 4:29:49 PM 5/2/2008 1:21:24 PM| C:\Analyst DatatProjects\Demo HepCILT\D atah01 [A455_06L:
3[02 [4455_06Ld SDF) pos 02 [4455 06Ld_SDF] pos B/8/2006 45220 PM|  3413/2008 1:18:20 PM| C:\dnalyst D atahProjectsiDemotHepCILT D atah02 (4455_06L:
4[TEC 7EC_1sp_MK1 8/6/2008 40303 PM|  8/11/2008 4:40:01 PM| C:\&nalyst Data'Projectsh00033\Datas_7-EC_1sp MK wiff
9[TEC 7EC_1sp_MKEZ2 8/6/200210:3%:04 PM|  8/11/2008 4:39:00 PM| C:\Analyst DatahProjectsh 0003300 atah_7-EC_Tsp_MKZ. wiff
B|7EC 7-EC_1zp R1 8/8/2008 4:04:05 PM 9/11/2008 4:39:04 PM| C:\Analyst D ata\Projects\00033%Dataly_7-EC_Tsp_R1.wiff
7| Azithramycin 11082007 _102818.51d 114842007 10:53:12 AM 3/4/2008 91558 AM | C:AealburtyGuickQuaniLDTD_08Movi11082007_10281881110
8| BMS-F07035+176 1-0GH 082808 BMS-707035 sp3 9/1/2008 7:13:50 P 10/7/2008 8:10:23 AM | C:\Analyst D atahProjectsh000334200871 00240 atav1-0GH 0828
9| Imipramine QuickCale.sld 51/20 b el B Ph alibursGuickQuanCannedDematPE curve datat0501 200
10] binsidil 05012007 _183911.s1d 5/1/2007 £:58:38 PM 441/2008 7:54:06 AM | C:\caliburtyGuickBuanCannedD emohPE curve datah0501 2005
11| MLOOG4 4089 050408 Caco? CCO0OS0 4/8/2006 5:28:34 PM|  11/11/2008 2:41:38 PM| C:\Analyzt Data\Projectz\DematPerml T4 atat 050408 _Caco2
12| Nefazodone 05012007 183911.5d BA1/2007 5338 PM| 2415/2008 3:37:25 PM| C'ealiburQuick QuanCantnedDematPE curve data\0500 2000
< >
Add or Remove raw data file(s)... Choose a Post-Report Macro: |[None] |
Add Chooze Report Content Chooze Report Column Content Include in Report: Sort Print D ata
= Iv Papp Summary Results " Report Default Columns £ Feport Selected Columns ¥ FearPlat & by Analyte Re-Sort
e v Receiver Side Summary T ables f* Repaort Columng Saved with B ecord [~ Pow Colors " by Data File

Data to print... o el Sty m " by Sample

| Analyte | Sample | Date Acquired
1| Azithromycin 11082007 _102818.51d

A Imipramine QuickCalc.sid

Raw Data File
aliburEuickGuantLDTD_08Movs11082007_1028184110321

aliburQuickBuanCannedDemobPE curve datah0501 2007 1)

| Date Last Proceszed |

< >

Figure 50 Permeability Report
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26.1  Summary page

B Microsoft Excel - Book?

H | =5 g3 (= - s

- . =t : J L€ =) "'“'i“r‘f-'- i”“ Ll
e 20 - A OB

=% Gubbs Inc Permeabiity Repot Summary Page

o e« » )\ Summary { Summan@aop f1/42/ |«

| Aytoshape

| 2 il 3 4[5 (g
1 |Gubbs inc Peimeabilty Report Summary Page
2 Date Repont Prepared By Lamy Ehebak on Decembar 20, 2008 11:35:40
ol 3
4 Analyte Sample Path Worksheet #| 1D
5 Azithromycin | 11082007 102818 sid |C WealiburQueckQuan\LDTD_08MNov\ 11082007 _102818\11082007 102818 sld 1 115
& Imipramine  [QuickCale sid C Xealibur\QuckCuanCannedDemo\PK cuve dataW5012007 183911401 _QuckCalc\QuckCalc sid 2 i
7|
1] ~

* |

Figure 51 Permeability Report — Summary Results page
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26.2  Summary Papp page

B3 Microsoft Excel - Book1

@_1 File Edit Wiew Insert Format Tools Data Window Help Typeaquestonforhelp = - & X
NS HROSRITERE S B9 E -4 R[50 -
R Wt B 7| | < | [ B @ | ¥4 Reply with Changes... End Review... !
: Arial -0 - A A B T UIEEEESF G F|S % » N ESE '&'&'liﬂ H
R1C1 hd &
1 2 3 4 5 6 T g 9 10 &=
w2 el | | | | | | | | v
B | 2 |Raw Data File C-\Xcalibur\QuickQuan\LDTD_08MNov\11082007_102816811082007_102818.sld
| e || 3 |Analyte: Azithromycin Sample: 11082007 _102818.sld Worksheet Name: 1
—3 | 4 [Comments:  MNo comments Directionality: Both (Efflux)
MY = 5 | 1-point 2-point
[abl m Papp Papp Sink
— | 6 | (x10+-6 cmisec) SEM (x10*-6 cmisec) MB Condition
i . 7 |DA-to-RB 14.719 11.9 0.000 Apical 5.5 0.0
@ | 8 |DB-to-RA 9.172 7.4 0.000 Basal 0.0 0.0
= 9 |Ratio(B/A) 0.6 0.0
e m
Jf 11
= e
=l £ ' 13 |Raw Data File C-\kcalibur\QuickQuanCannedDemo'\PK curve datal05012007_18391101_QuickCalc\QuickCalc_sld
3| 2 [ 14 |Analyte: Imipramine Sample: QuickCalc_sld Waorksheet Name: 2
A 2 | 15 |Comments: Mo comments Directionality: Both (Efflux)
= = J-point 2-point
@ £ Papp Papp Sink
ll = | 17 | (x10~-6 cmisec) SEM (x10~-6 cm/sec) B Condition
. -to- E X X ica - - X
-! 18 |DA-to-RB 2910000.000 | 2268816.0 5800674.000 Apical 38381 114.8
_____ 19 |DB-to-RA 754372100 3282607 2370736.000 Basal 126.3 431 0
| || 20 |Ratio(B/A) 0.3 0.4
o 2! -
M 4 » W]\ Summary Y SummaryPapp {142/ [ < | »
iDraw- lp |Autoshapes~ N\ w (IO A 5 8l @ | S F-A- === 0 Ij!
Ready
Figure 52 Permeability Report — Summary Papp page

Version 14.0 (April 29, 2016)
G:\GubbsIncApps\GMSU\Administration\Manuals\Use\GMSU_UserManual_14.doc



YGVERR7 .

Gubbs Mass Spec Utilities User Manual

Page 110 of 131

26.3

Detailed Report section of the results page
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Figure 53

Permeability Report — Detailed Report section of Results page
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26.4  Receiver Side Tables section of the Results page

Rec Sde Summarn : “ 106 amis
Recalvar 3ida: DA -= REB “ pmole'Rour
Dascr Lva 3EM Ex1 Rap 1 Ex2 Rap2 Ex3 Fep 3
15 min 30TIZIIR 11 718433 25500000 531 00000 135000010
30 min SAT4EET 3 37EIE0 18.072000 T4 52000 4. E20000
45 min EREIE9EE  ITIOIEERZ LEEER000 1CRLS05400 SO0
Hops = E1EASTION  $EI 3E1453 0USE40010 112512500 17 41 24500
R2 034E3E0 OO0CET S 030453 0742583
Papp* 26047140 I3 BSR4 OOET4E 4743013 TaaTsass]
Rec Slde Summary: =106 omis
Recalvar 3ida: DB -= R4 = pmale/maur
Descr L 3EM Ex1 Fep 1 Ex2 Rep2 Ex3 Rep 3
15 min 15 428887 £ BE0I4E 33000000 S5 0000 300000
30 min 14778000 5 4TEIEI 22500000 2383000 4450000
45 min ITAEEEE 14 OFREED 55 220000 15.7 54000 10US50001C
Slops = 3509333 10 477547 44440000 121 B5000 13 000
R2 OEISEES oLz2sT ORI OEH0E
Papp* 0BES4E0 0_4405T4 1.ET0ET0 0512121 0 :-a-:-n-:-j
Papp Constants

Constant Valus
Papp Constant et Name: Znikd
Lplcal Dosing (mLj: 0z
Bacal Doelng (mL): 1
concentration juMolsiL): 20
Growth Area (em*2) 033
Zampling from A (mlLj: a1z
Zampling from B (mlL}: aiz
Dok Ing Solution Volums fmLk a0
Dlludlon Voluma {mL): 012
MEB{SInk ParamaErs

Paramatsr D DB
Cale. Conc. Du-0 [uM): 182 14.085
Cale. Conc. D=-45 (uMk 155 6425
Concentration (uM): 1538462 1538462
nhioks: Q307682 1538462
Cale.nMole Dx-0: Q04732 0183105
Calc. nMola Dx-45: 00403 0083525

Figure 54 Permeability Report — Receiver Side Tables section of Results page
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27 Generic Chromatographic Viewer (GCV)
The salient feature of GCV is that it can view in two ways Thermo QuickQuan (QQ) generated data:

e By selecting the Choose Data Access Configuration option ‘Open QuickQuan parent .sld or an
individual .sld’ to load data, GMSU/QC will parse and list separately the different analytes acquired
during the data acquisition event (see Figure 55)

e By selecting the Choose Data Access Configuration option ‘Open entire QQ parent .sld as a single
sequence’ to load data, GMSU/QC will not parse the different analytes acquired during the data
acquisition event and list them in the sample list as they were acquired (See Figure 56).
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 Open sebon 00 ek e a1 » e secuamcy | Hoh Thoupeud begpanten (| “HPasodere  [uhal da vy 00, 2007 185358 _Concel | Exi |
: Y Vircach QuedCok o | My 01, 2007 165358 T .rx-roxtuwfavtwm'ﬁ 7 I
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Figure 55 QuickQuan data — Open...a QuickQuan parent .sld
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Figure 56  QuickQuan data — Open all data files within a directory

GCV doesn’t calculate any pharmacokinetic parameters itself — it’s only purpose is to review data. All
GCV functionality is described in Sections 9 - 10.

Version 14.0 (April 29, 2016)
G:\GubbsIncApps\GMSU\Administration\Manuals\UseNGMSU_UserManual_14.doc



YGVERE7 .

Gubbs Mass Spec Utilities User Manual Page 114 of 131

27.1  Generic Chromatographic Viewer Reports

The functions in the GCV Report window are straightforward and not all features will be
described. Figure 57 shows the Reports window. Figure 58 shows an example of a GCV Report.

Please note that the report content itself is highly configurable. GCV Reports support post-report
macros in Excel. Users must create a blank Excel file that has embedded a macro named
“DoGMSU”. If this Excel file is configured in Configuration Utility — Generic Viewer — Excel
Template File, then GCV Report will use this file as to generate the report, then execute the
macro upon completion. In this manner, users can do such things as modify the format and/or
content of the report, or send report information to an internal LIMS system.

# Generic Chromatographic Viewer Reports EIE'E'
= A = Sort Orders )
Generic Chromatographic Viewer Reports 1: [Anobte <] 2 [None] <] 2 [MNonel <] a:[Nonel | Exit
Save Deactivate
Existing Data... Settings data... |ASC ﬂ |ASC j |ASC j |ASC j
Date Acquired D ate Last Pmcessed Raw Data File
B I E:01:01 AM i ibur BuickQuan'Ca -aco_11030841107: Y1107

2|Cmpd 1 081110 0051_01. SLD 1141142002 4:42:10 PM 1141642008 7:08: 18AM E ‘w{caliburtdata\0000E%R apidFireh200811114081110_00&1_01. SLD

3|DESETHYL AMODIAQUINE |081110 0003 01 1142042008 3:43:16 &M 12410/2008 2:05:55 PM| C:AADDSADMPEAProjekte\P4504MASRFR awdatat 11202008 _032406411202008_03240

4|15 best 3/24/2008 4:00:33 PM 12/9/2008 9:47:19 &M | C:\<caliburdatah 0005340 atal W ntSkd. sid

5[ N efazodone QuickCalc.sld 5/1/2007 B:53:59 P 12/18/2008 9:10:10 AM | C:\calibur\BuickBuanCannedD erma' P, curve data0501 2007 _183911401_QuickCalg

B PEFT17-079-44-1 053062008_220114.sld 8/6/2008 10:19:09 PM|  10/30/2008 10:32:41 AM| CAXcaliburQuickQuantB T4349_3804Acquisiion'BT 5 amples\08062008_2201144080
< ¥
Choose a Post-Report Macro: |[More] |
Add or Remove raw data file(s)... Choose Report Calumn Content Include in Report: Sort Print Data

" Report Selected Columng

" Report Default Columns ¥ Rear Plot + by Analyte Re-Sort

= i ¢ byData File
Remove Fieport Columng Saved with Record . [~ FRow Colors 1 Generate
= Edit Columns...
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Data to print... W 2 ample Report

Raw Data File

B:01:00 A 11214

< >

Figure 57  Generic Chromatographic Viewer Reports

27.1.1 Choose Report Column Content

27.1.1.1  Report Default Columns

This option will have the report sample list columns be those configured in
the Default Column Set Name (see Section 10).
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27.1.1.2

27.1.1.3

Report Columns Saved with Record

This option will have the report sample list columns be those configured in
the Column Set Name saved with the record.

Report Selected Columns

This option will allow the user to choose a different Column Set Name with
which to build the report. Users may also click on the Edit Columns button to
bring up the Design Sample Table window to edit Column Name Set column
content.

27.1.2 Include in Report
The following items may be selected to be included in the report

27.1.2.1

27.1.2.2

Regr Plot

If a regression plot is included in the data, then it will be included in the
report. Please note that, in order for the regression plot to be included, the
Column Set Name must include the following columns:

e Standard Nominal Concentration e Standard Excluded?
e Sample Concentration e Sample Type

In addition, the dataset must have a slope.

Row Colors

If there have been any Flags configured in the report, this selection will color
the flagged rows.
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Figure 58 A Generic Chromatographic Viewer Report
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28

PK Calculator

The Chromatography, Calibration, and Configuration Actions tabs are exactly the same as the Generic
Chromatographic Viewer (GVC). The user is referred to the GVC section (Section 27) and the section on
Conserved Features (Section 9) for a description on the use of these tabs and features.

The PK Calculator is used to generate the following PK parameters:

o Half life (t %) e Area Under the Curve (AUC)
e Concentration Maximum (Cmax) e Clearance
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Figure 59 PK Calculator — PK Calculator Window

The Chromatography, Calibration, and Configuration Actions tabs are identical to that of the Generic
Chromatographic Viewer. The functions of all but the PK Calculator tab are described in Sections 9 - 10.
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PK data are automatically generated when data is loaded if the assay is identical to the Assay Set Name
configured in Configuration Utility — PK Calculator — Default Assay Set Name. If the configured Assay
Set Name is blank or if the loaded dataset sample list doesn’t have the same number of samples as the
configured Assay Set Name, then the user must manually configure the PK window according to the
procedures following in this section.

28.1  Description of functions

28.1.1 Species dropdown box

Users may assign Species with this box. The content of the Species dropdown box is
configured in Configuration Utility — PK Calculator — Species.

28.1.2 Matrix

Users may wish to enter a matrix used in the experiment.
28.1.3 PK Actions

PE Actions:

[

|Assign P Data. .
Create Assay Set Mame..
1Apply Assay SetName...

Figure 60 PK Actions drop;down box
28.1.3.1  Assign PK Data

If the PK Calculator tab data are blank, users must execute ‘Assign PK Data.’
See Section 28.2 for further details.

28.1.3.2  Create Assay Set Name

If a user wishes to create a new Assay Name Set based on the current PK
data, then the user would execute ‘Create Assay Set Name.” See Section
28.3.3 for further discussion. Please note that this feature can also be
activated through the Assign PK Data window.

28.1.3.3  Apply Assay Set Name

If a user wishes to apply and existing Assay Set Name, then the user would
execute ‘Apply Assay Set Name’. See Section 28.3.3 for further details.
Please note that this feature can also be activated through the Assign PK Data
window.

28.1.4 Excluding/Including concentration data points
The Conc. Data table includes concentration values used in the generation of PK
parameters.

To exclude data points from the data set, choose one or more concentration values within
the ‘Conc. Data’ table and click on the Exclude (<) button. The font color of excluded
data points is changed to red.
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28.1.5

28.1.6

28.1.7

To include data points that have been excluded, choose one or more excluded data points
and click the Include (>) button. The font color of included data points is changed to
black.

Excluding/Including t %2 data points

The ‘t 2 Data’ table includes concentration values used in the generation of the slope
used to determine t %.

To exclude data points from the data set, choose one or more concentration values within
the ‘t %2 Data’ table and click on the Exclude (<) button. The font color of excluded data
points is changed to red.

To include data points that have been excluded, choose one or more excluded data points
and click the Include (>) button. The font color of included data points is changed to
black.

PK value units

Calculated PK values are dependent on the desired units of the underlying values. It is not
uncommon that the units of an underlying variable used in the equation may be different
than the units wished to be displayed for the value. For example, calibration curve units
(shown in the Calibration tab) may be displayed as nMol/L, while it may be desired to
display AUC as (mg*hr)/mL. GMSU/QC will automatically convert units of underlying
variables to the units selected in the respective Units dropdown box.

PK. ¥alues Units
172 [ 19606 | =l
AUC: [ 776347 [imghaml =)
Cmax: [ 206000 [mgiml v |
CL: | 0.0000E+00 [l Ak ghe) =
Dosze: |mgx‘Kg ﬂ
=MW [ gga0

* b = kol it - Optional
IF USED. EMSURE ACCURACY!

Figure 61 PK Value Units

Clearance

In order for Clearance to be calculate, Dose must be entered manually by the user. The
calculation used by GMUS for Clearance is:

CL = Dose/AUC
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28.2  Assign PK Data

The Assign PK Data window is used to assign PK information to sample list samples. Please see
Section 28.3 for a description of automated features designed to make more efficient this process.

Assign PK Data

for

F et w 0o el per A DOt Ihese mniune Yl IF s Broop it
Sample Time P Route Animal Dpsced
Noamé (hrs) | Route |nstance | Species | Number | Matrix Ssonuped Funosons | -]
121 FO 0.083wn . T
18| PO 0. 25 Foce Seecas Bl
15| FO 0 Smn o Rouss iratance |1 -
20{FO1 b s | “Anm i foom ;i
21PO2 P J
22{ PO 4 b

1

2 = — = e
2JFO6 MW Sampls llma P! Hamn Amnal
26} 1V 0.083 _Name | (m3) | Roste |Instance|Speces Number| Matnx

29[V 0 2%

Figure 62  Assign PK Data — Initial View
To assign PK information to samples, the user performs the following steps:

Click on the Edit button

o Select the appropriate Route item in the Route index list
Make all the desired selections in the dropdown boxes (Species, Route Instance, Animal #
Matrix (optional))

e Choose the samples in the ‘Samples available for assignment’ table that this information is to
be assigned (see Figure 63)

e Click the Apply (>) button (see Figure 64)

Enter by hand the time points for the samples in the right hand table. See Section 28.3 for

alternative methods for entering time points.

Repeat bullets 2 — 6 for additional samples

When complete, click the Done button

If the user wishes to discard all actions, click on the Cancel button

If the user wishes to save any of these settings as a Time Point Set or an Assay Set, see

Section 28.3.

o When completely finished, click on Exit and the PK information will be applied to the data
set in the PK Calculator window.
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Figure 63  Assign PK Data - Select Samples
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Figure 64  Assign PK Data - Apply Samples
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Figure 65 Assign PK Data - Enter time points
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28.3  Additional Features

The Assign PK Data window contains two features designed to automate the process of assigning

PK data

*|f there iz one animal per data point, then aszume Snimal #' az Group #.

* Optianal

Automnated Funchions: |

-}

“Amimal #: (0001

Retiewve Watzon Time Points
FIE'III'E'E"E HEiI_I MO P parameter:

ApplyfSave Assay Set

-

“Matix [ | APPly/Save Time Points

Figure 66 PK Calculator — PK tab — Additional Features

28.3.1 Automated Functions

The ‘Automated Functions’ feature contains functions that will retrieve PK information

from the Sample Name.

28.3.1.1 Retrieve Watson Time Points

If the Sample Name originates from ThermoO® Watson®, then the time
point may be pulled out automatically. Choosing this option will
automatically populate the Time Point column of the Samples Available for
Assignment table (see Figure 65).

28.3.1.2  Retrieve GMSU/QC PK parameters

If the Sample Name conforms to the GMSU/QC convention, PK information
will be retrieved from it and placed in the appropriate table column. The
GMSU/QC convention is as follows:

PK Information Convention
Species s_[species]_s
Animal # a_[animal #]_a
Route r_ [Route] r
Route Group G_[Group] ¢
Time Point h_[time point]_h
Matrix m_[matrix]_m
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For example, the following sample name:
s_Rat_sa 0001 ar PO _rg_1 gh 0.083_hm_Plasma_m

would result in the following PK information:

PK Information Results
Species Rat
Animal # 0001
Route PO
Route Group 1
Time Point * 0.083
Matrix Plasma
Notes:

e Route values are restricted to PO, IV, SC, and IP
e The order in which the parameters is listed in the sample name is not
important
e In order for GMSU/QC to automatically generate PK plots, the minimum
parameters contained in the Sample Name are:
o Animal#,
o Route,
o Route Group
o Time Point
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28.3.2 Apply/Save Time Points

It is understood that entering Time Point values for each Route set is repetitive. To
enhance the efficiency of the process, users may configure a new Time Point Set or apply
an existing Time Point Set by clicking the Apply/Save Time Points button.

A Apply/Save Time Point Sets

Time Point S5et
1“@‘

Pracl?2
Senven_01

r-J

LR ]

Create new Time Paint Set based on
existing datazet

Create Mew Time Paoint Set

Time Point Set | Time
Name Foint

1| Pracil 0.0a3
¢|FPracll 0.25
3| FPracl 0.k
4| Pracll 1
5| Fracll P
B|Pracll 4
7| Pracil b
8| Fracll a8

Azsign a selected Time Paoint Set

Apply a Time Point Set

Close

Figure 67  Apply/Save Time Points

Users may create a new time point set by clicking the ‘Create New Time Point Set’
button. Users will be prompted to enter a Time Point Set name. A new time point set will
be created based on the time points in the underlying data set.

Users may apply a time point set by choosing an existing time point set and clicking the

‘Apply a Time Point Set’ button.
28.3.3 Apply/Save Assay Set

Once a PK data set has been fully assigned, users may save this configuration by clicking
the ‘Apply/Save Assay Set’ button. Once saved, the assay set may be applied to future
data sets that have identical sequence structures.
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&4 Apply/Save Assay Sets

Time Route Animal

139 Assay Set Name Point Route Instance Species Number Matrix
2| DanJanll 17| Canned_153911 0.083|FO 1| Rat nao
3| PracOl 18| Canned_153911 0.25|FPO 1| Rat nao
4| Praci2 19| Canned_153911 05|FO 1| Rat nao
5| Praci3 20| Canned_183911 1|FO 1| Rat nao
21| Canned_153911 2P 1| Rat nao
22| Canned_183911 4|F0 1| Rat nao
23| Canned_1583911 G| PO 1| Rat nao
Create new Assay 28| Canned_183411 0.083) M 1| Rat nnoz
Sethased aon Assign aselected | 29| Canned_163811 0.25(1v 1|Rat non2
existing dataset Assay Set 30[Cannad_183911 E 1]Rat 000z
Create New Assay Set Apply an Assay Set | 31| Canned_183911 1| 1|Rat oonz
32| Canned_1583911 2| 1| Rat nao2
Close 33| Canned_183911 4|1 1|Rat oonz
G 1| Rat nao2

34| Canned_183911
Cancel

Figure 68  Apply/Save Assay Sets

Users may create a new assay set by clicking the ‘Create New Assay Set’ button. Users
will be prompted to enter an assay set name. A new assay set will be created based on the
PK information in the underlying data set.

Users may apply an assay set by choosing an existing assay set and clicking the ‘Apply
an Assay Set’ button.

29 PK Calculator Reports

The functions in the PK Calculator Report window are straightforward and not all features will be
described. In addition, the user is referred to Section 10 for a discussion of features conserved between all
module Report windows. Figure 69 shows the Reports window. Figure 70 and Figure 71 show examples
of a PK Calculator Report.

Please note that the report content itself is highly configurable. PK Calculator Reports support post-report
macros in Excel. Users may create a blank Excel file that has embedded a macro named “DoGMSU”. If
this Excel file is configured in Configuration Utility — PK Calculator — Excel Template File, then PK
Calculator Report will use this file as to generate the report, then execute the macro upon completion. In

Version 14.0 (April 29, 2016)
G:\GubbsIncApps\GMSU\Administration\Manuals\Use\GMSU_UserManual_14.doc



“CVEE7 ,

Gubbs Mass Spec Utilities User Manual

Page 126 of 131

this manner, users can do such things as modify the format and/or content of the report, or send report
information to an internal LIMS system.

ﬁ PK Calculator Reports

Sart Orders
PK Calculator ReDDrts iE |Analyte j 2 |[N0ne] j 3 |[N0ne] j 4 |[N0ne] j Exit
o L Asc j |Asc: j |Asc j |Asc j
Existing Data... Settings data... |
Analyte Sample Date Acquired Date Last P d Raw Data File
1| AP25400 AP25400.5d 5/27/2008 11:40:41 &M 5/29/2008 3:05:28 PM | CAD gD iscovery 20084220 ap08-MousePk.-4P 263554 05272008_111 653401 _APS
2|LE MAP-US-02273-LEBTF2-RUNI-2 9/7/2007 8:26:58 AM 9/20/2007 2:29:43 PM | C:\Analpst DatahProjects\00021\US-0227 D ata\MAP-US-0227 3 LEBT72-RUN3
3| Minaxidil TemplateSequence_1_Minoxidil 0_Review.sld 5/2/2007 3:25:57 AM 3/A10/2008 2:38:46 PM | C:\¥calibur\QuickQuanCannedDemotPE curve data\0501 2007_183320802_Seq
4| Minaxidil QuickCalc.zid 5/1/2007 6:58:38 P 10/6/2008 1:41:55 PM | C:\<calibur\BuickBuanCannedDeno\PE, curve datah0501 2007_183311%01_Gui
5| Wefazodone [P & 7 il 8 0:21 PM “\gubbslap liburtBuickBuanCannedD em: Jrve datah0s01 2007
E|Mefazodone | QuickCale.sld 5/2/2007 7.50:03 P E/1/2008 B:55:08 AM | C:\*caliburtQuickQuanCannedDemo'PE. curve dataV05022007_181412%01_Quid
7| Mefazodone | QuickCalc.sld 5/15/2007 5:26:08 PM 8/13/2008 3:39:45 PM | C:"\<caliburQuickQuanCannedDemo'PE-Multiple Patients%05152007 170708401
8| MNefazodone | QuickCale.=ld 5/1/2007 6:58:38 PM|  12/18/2008 9:27.08 AM | C:%<ealburhQuick QuanCannedDemo'PE. curve datah0501 2007_1583911%01_Quig
< >
Choose a Post-Report Macro: [[None] |

Add or Remove raw data file(s)... Chooze Repart Column Content  Fleport Selested Columns Include in Feport: Repart Type Sort Print Data Re-Sort
" Report Default Columnz v Rear Flaot {+ Excel i+ by Analyte B
* Report Columnz Saved with Recard [~ Bow Colars o whord " by Data File
TS Edit Columns... W Detailed Section || WodPDF || by Sample Generate
Data to print... Report

Il Mefazodone

wve data0501

R aw Data File

< >
Figure 69 PK Calculator Reports
29.1  Normal Report
A Normal report (see Figure 70) contains a single page containing the following fields (plus
Units):
e Route e Matrix e AUC e Dose
e Species o ¥ e Cmax o Clearance
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Figure 70  PK Calculator Report — Report Page

29.2  Detailed Report

A Detailed Section Report will contain the normal report page, plus two extra worksheets for

each Analyte set in the print queue.
The first detailed page contains the sample list as well as the calibration curve plot (see Figure

71).
The second detailed page contains all the information used to generate PK values (see Figure 72).

29.3  Additional Features
29.3.1 Choose Report Column Content

29.3.1.1  Report Default Columns

This option will have the report sample list columns be those configured in
the Default Column Set Name (see Section 10).

29.3.1.2  Report Columns Saved with Record

This option will have the report sample list columns be those configured in
the Column Set Name saved with the record.

29.3.1.3  Report Selected Columns

This option will allow the user to choose a different Column Set Name with
which to build the report. Users may also click on the Edit Columns button to
bring up the Design Sample Table window to edit Column Name Set column
content.

29.3.2 Include in Report
The following items may be selected to be included in the report
29.3.2.1  Regr Plot

If a regression plot is included in the data, then it will be included in the
report. Please note that, in order for the regression plot to be included, the
Column Set Name must include the following columns:

e Standard Nominal Concentration e Standard Excluded?
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e Sample Concentration e Sample Type

In addition, the dataset must have a slope.
29.3.2.2  Row Colors

If there have been any Flags configured in the report, this selection will color
the flagged rows.

29.3.2.3  Detailed Section
See Section 29.2.
29.3.3 Report Type
Reports may be generated as Excel workbook files, Word documents, or PDF
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Figure 71  PK Calculator Report — Detailed Section — Calibration Page
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Figure 72 PK Calculator Report — Detailed Section — PK Page
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