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Softwar e Lizenzvertrag

der Stegmann Systemberatung
Auestralie 31
D — 63110 Rodgau

Alle Produkte der Stegmann Systemberatung oder mit ihr verbundener Unternehmen,
einschlielflich Demonstrations-Sets, Hardware, Medien und Handbiichern (nachfolgend
zusammen as "Produkt" bezeichnet) sowie alle zukiinftigen Bestellungen unterliegen den
unten angefihrten Bestimmungen. Falls Sie diese Bestimmungen nicht akzeptieren, senden
Sie bitte das Produkt mit Handbuch innerhalb von sieben (7) Tagen nach Erhalt an uns
zuriick. Sie erhalten dann von uns den von lhnen bezahlten Kaufpreis, abzlglich Transport-
kosten und Bearbeitungsgebiihr.

1. Lizenz

Die Stegmann Systemberatung ist Inhaberin aler Rechte am Produkt und Ubertrégt Ihnen
hiermit ein nicht Ubertragbares, nicht ausschliefdliches Nutzungsrecht, das Produkt entspre-
chend der nachfolgenden Bedingungen zu verwenden. Sie sind nicht berechtigt das Produkt
oder Teile davon Dritten zu Ubertragen oder in anderer Weise zugénglich zu machen, oder
die Software oder andere Telle des Produkts zu verandern, zu zerlegen, zu dekompilieren,
reverse engineering durchzufuihren, zu Uberarbeiten, zu verbessern oder, auf3er unter den
Voraussetzungen von 8§ 69e UrhG, den Quellcode der Software herauszufinden. Sie haben
das Recht die Software auf einem (1) Computersystem zu installieren und auf diesem
System zu nutzen. Wenn Sie das Produkt auf anderen Computern installieren oder nutzen
wollen, mussen Sie fur jeden Computer eine Lizenz erwerben und sie diesem Computer
zuordnen. Sie haben das Recht eine (1) Kopie der Software anzufertigen, um diese zu
archivieren.

2. Weitere Rechte und Bestimmungen

Falls das Produkt als Upgrade bezeichnet ist, mussen Sie Uiber eine gultige Lizenz Uber ein
Produkt verfiigen, das von der Stegmann Systemberatung als fiir das Upgrade berechtigend
bezeichnet wurde, um das Produkt nutzen zu dirfen. Ein Produkt, das als Upgrade bezeich-
net wird, ersetzt und/oder erganzt das Produkt, das die Basis fir die Upgrade-Berechtigung
bildet. Sie diirfen das resultierende, aktualisierte Produkt nur in Uberstimmung mit diesen
Lizenzbestimmungen verwenden. Falls das Produkt eine Aktualisierung einer Komponenten
eines Pakets von Softwareprogrammen ist, die Sie als ein einziges Produkt lizenziert haben,
durfen Sie das Produkt nur als Tell dieses Pakets von Softwareprogrammen nutzen oder
Ubertragen und es nicht separieren um es auf mehr als einem Computer zu nutzen.

Sie durfen das Produkt nicht mieten, leasen oder vermieten. Sie dirfen alle Ihre Rechte, die
sich aus diesen Lizenzbestimmungen ergeben, vollstdndig auf einen Dritten Ubertragen,
sofern Sie keine Kopien des Produkts aufbewahren, Sie das vollsténdige Produkt (inklusive
aller Komponenten, den Medien und Drucksachen, alen Upgrades und diesen Lizenzbe-
stimmungen) Ubertragen, und der Dritte diesen Lizenzbestimmungen zustimmt. Falls dieses
Produkt ein Upgrade ist, muss die Ubertragung alle vorherigen Versionen des Produkts
einschlief3en.

3. Garantie
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Die Stegmann Systemberatung garantiert lhnen fur zwdlf (12) Monate ab Auslieferungsda-
tum folgendes: (a) dass die Leistung der Software in alen wesentlichen Merkmalen der im
Handbuch gegeben Beschreibung entspricht, vorausgesetzt sie wird auf einer geeigneten
Hardware eingesetzt und (b) dass das Medium, auf der die Software gespeichert wird, im
wesentlichen frei von Material- und Herstellungsfehlern ist.

4.  Haftungseinschrénkungen

Im Falle der Verletzung dieser Garantie ist die Stegmann Systemberatung ausschlief3lich
verpflichtet, nach eigener Wahl das Produkt oder Teile davon kostenlos zu reparieren oder
zu ersetzen. Im Falle, dass die Stegmann Systemberatung nicht in der Lage sein sollte dieser
Verpflichtung nachzukommen, sind Sie berechtigt vom Kaufvertrag zurlickzutreten. Garan-
tieanspriiche mussen innerhalb der Garantiezeit und spétestens sieben (7) Tage nach Auftre-
ten des Defekts schriftlich an die Stegmann Systemberatung gemeldet und belegt werden.
Die defekten Produkte sollen an den Distributor zuriickgesandt werden, bei dem sie bezogen
wurden, falls sie nicht direkt bei der Stegmann Systemberatung erworben wurden. Die
Kosten fur Versand und Transportversicherung sind von Thnen zu Ubernehmen.

AUSSER DER OBEN ANGEFUHRTEN GARANTIE, WERDEN VON DER STEGMANN
SYSTEMBERATUNG, WEDER AUSDRUCKLICH NOCH STILLSCHWEIGEND,
KEINE WEITEREN ZUSICHERUNGEN GEGEBEN BEZUGLICH DES PRODUKTS,
INSBESONDERE NICHT BEZUGLICH DESSEN WIRTSCHAFTLICHEN
VERWERTBARKEIT UND VERWENDBARKEIT FUR BESTIMMTE ZWECKE.

5. Schadensersatz

Sollte die Stegmann Systemberatung gegeniiber Ihnen oder Dritten, aus welchen Griinden
auch immer, sai es aus Vertrag oder deliktischen Anspriichen, einschlieflich leichter Fahr-
|&ssigkeit, schadenersatzpflichtig sein, so wird die Hohe des zu leistenden Schadensersatzes
auf die Summe beschrénkt, die fur das Produkt, das den Schaden verursacht hat oder auf-
grund dessen die Schadenersatzpflicht der Stegmann Systemberatung entstanden ist, in
Rechnung gestellt wurde. Diese Beschrankung gilt jedoch nicht, falls die Stegmann Sys-
temberatung den Schaden wegen Vorsatz oder grober Fahrldssigkeit zu vertreten hat. Auf
keinen Fall haftet die Stegmann Systemberatung fur Schéden, die auf von lhnen zu vertre-
tenden Pflichtverstofen beruhen, fiir Folgeschaden, Vermdgensschaden, Schaden aufgrund
Datenverlusts, oder fur Anspriiche die von Dritten gegen Sie geltend gemacht werden.

6. Vertragende

Sollten Sie Bestimmungen dieses Vertrages nicht einhalten, fuhrt dies zur Beendigung Ihrer
Lizenz und dieses Vertrages. Die Bestimmungen in den Paragraphen 3., 4. und 5., bleiben
auch nach Beendigung des Vertrages wirksam.

Fassung vom 02.09.1999.
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Licensing Agreement

for Stegmann Systemberatung
Auestralie 31
D — 63110 Rodgau (Germany)

All products sold by Stegmann Systemberatung or companies associated therewith, includ-
ing demonstration sets, hardware, media and manuals (hereinafter referred to collectively as
"Product") as well as al future orders shall be subject to the following provisions. If you do
not accept these provisions, please return the product to us within seven (7) days of having
purchased or received the Product. We will refund the purchase price minus fees for ship-
ping and processing.

1. License

Stegmann Systemberatung holds all rights to the Product and herewith assigns to you a
nontransferable, nonexclusive right of use to exploit/utilize the Product according to the
following. You are not authorized to transfer the Product or parts thereof to third parties, or
to make them accessible in any way, or to modify, disassemble, decompile, reverse engi-
neer, process, or improve the software, or other parts of the Product, or to attempt to dis-
cover the source code of the software with the exception of the conditions as stated in
Section 69e of the German copyright law. Y ou have the right to install and use the Product
on one (1) computer. If you want to install and use the Product on other computers, you
must acquire and dedicate a license for each separate computer. Y ou have the right to make
one (1) copy of the softwarein order to archiveit.

2. Other Rightsand Limitations

If the Product is labeled as an upgrade, you must be properly licensed to use a product
identified by Stegmann Systemberatung as being eligible for the upgrade in order to use the
Product. A Product labeled as an upgrade replaces and/or supplements the product that
formed the basis for your eigibility for the upgrade. You may use the resulting upgraded
product only in accordance with the terms of this license agreement. If the Product is an
upgrade of a component of a package of software programs that you licensed as a single
product, the Product may be used and transferred only as part of that single product package
and may not be separated for use on more than one computer.

You may not rent, lease, or lend the Product. You may permanently transfer all of your
rights under this license agreement, provided you retain no copies, you transfer all of the
Product (including all component parts, the media and printed materials, any upgrades, and
this license agreement), and the recipient agrees to the terms of this license agreement. If the
Product is an upgrade, any transfer must include al prior versions of the Product.

3. Warranty

For a period of twelve (12) months after the delivery date, Stegmann Systemberatung shall
guarantee: (a) that the performance of the software corresponds in all essential characteris-
tics to the description in the manual, provided the software is used with the appropriate
hardware and (b) that the medium, on which the software is to be stored, is free of material
and manufacturing errors.
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4. Limitation of Liability

In the event of a breach of warranty, Stegmann Systemberatung shall be exclusively obli-
gated at its own discretion to repair or replace the Product or parts thereof. In the event that
Stegmann Systemberatung should not be in a position to fulfill this obligation, you are
entitled to rescind the purchase agreement. Warranty claims must be submitted to Stegmann
Systemberatung in writing within the warranty period and at the latest within seven (7) days
of the defect's appearance, and the defect must be documented. Defective Products should
be returned to the distributor from whom the Product was originally purchased, provided
that the Product was not purchased directly from Stegmann Systemberatung. Y ou shall bear
all costs for shipping and shipping insurance.

WITH THE EXCEPTION OF THE WARRANTY STATED ABOVE, STEGMANN SYS-
TEMBERATUNG GRANTS NO OTHER WARRANTIES NEITHER EXPLICIT NOR
IMPLIED WITH REGARD TO THE PRODUCT, AND EXPRESSLY EXCLUDES
WARRANTIES ON THE PRODUCT'S ECONOMIC EXPLOITABILITY AND USE FOR
SPECIFIC PURPOSES.

5. Compensation for Damage

Should Stegmann Systemberatung be liable for damages to you or a third party for any
reason, whether for claims arising from this agreement or tortious liability, including ordi-
nary negligence, the amount of the damages to be paid is limited to the sum invoiced for the
Product that caused the damage or for the Product on which a claim for compensation from
Stegmann Systemberatung is based. However, this limitation shall not apply if Stegmann
Systemberatung is responsible for the damage due to malice aforethought or gross negli-
gence. Stegmann Systemberatung shall in no way be liable for damages caused by violation
of duty on your part, consequential damages, economic losses, damages due to loss of data
or for claims from third parties put forth against you.

6. Termination of the Agreement

Should you fail to comply with the provisions of this agreement, your license and this
agreement shall be terminated. The provisionsin paragraphs 3., 4. and 5. shall remain in full
force and effect even after termination of this agreement.

Version dated 02.09.1999
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2 How to read this
manual?

For a general introduction to the program, read
e chapter 3—"“Introduction” and
e chapter 6 —“Terms and Concepts’.

If you also need some introduction to the practical work with PLA, refer
to

o chapter 7 —"“My first Paralel-Line Assay”.
If you want to install and configure PLA, read
e chapter 4 —“System Requirements and Installation” and
e chapter 5—“PLA Administration”.
If you areworking with PLA for thefirst time, read
e chapter 6 —“Terms and Concepts’ and
o chapter 7 —"“My first Paralel-Line Assay”.
For more in-depth information read
e chapter 8 — “Reference”.
If you want to work under GL P/GM P conditions, read
e chapter 9—"GMP/GLP Settingsin PLA".
If you areinterested in the mathematical background of PLA, read
e chapter 10 —“The Statistics Core of PLA”.
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3 Introduction
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Introduction

3.1 Parallel-Line Assays

Parallel-line assays are used in biological and pharmaceutical research. A
parallel-line assay determines the effectiveness of a prepared sample in
comparison to a standard. The standard sample has a defined effectiveness
of 1.0. The result of such an analysis is the so-called relative potency of
the prepared sample. The relative potency is a dimensionless factor, so it
can be given in percent. For example, a relative potency of 2.0 correlates
to an effectiveness that is twice as big as the standard.

The calculation of the relative potency is based on measurable properties
(observables) that correlate to the logarithm of the concentration. If the
observable depends linearly on this function, a relative concentration can
be calculated by a parallel-line assay.

An exampleis shown in Figure 3-1.

The relative potency can be calculated as the distance of the regression
lines at a fixed value of the observable. We can use the following two
equations for the calculation of the potency.

Both lines are supposed to be parallel; their ope mis equal. Thus, for
every point y on the regression line

y =M, +b, = mx+ly
(P: prepared sample, S: standard sample)
where x is the logarithm of the concentration.
The relative potency (RP) isthen given as
log,(RP) = AX= X, — X, :M

m

In our example the intersection with the y-axis b of the preparation is 5.5
and for the standard 6.0. The common slope is 2.0. By solving the above
equation, we obtain arelative potency of 0.84 for the preparation.

16 © 2000 Stegmann Systemberatung — www.rs-system.de



Introduction

In biological and pharmaceutical research and quality control the analysis
is often not as trivial as in the given example. Many possible sources of
error require an analysis of the measurements that is statisticaly valid.
Legislative bodies and regulatory authorities often require a proof of va
lidity. The most important questions arising from this requirement are

. proof for the linearity of the measurements,
. proof for the parallelity of the measurements and
. the confidence interval of the relative potency.

These questions must be answered by the analysis.

A Standard

Response

B Probe

15 1 1 1
0.0 0.5 1.0 1.5 2.0

Dose [ -log(x) ]
Figure 3-1 Schematic Analysis of a Parallel-Line Assay

The European Pharmacopoeia describes in its appendices the necessary
preconditions for a valid analysis of the relative potency using parallel-
line assays. These requirements cover the construction of the experimental
design as well as the mathematical analysis.
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Introduction

The implemented mathematical methods in PLA 1.2 perform an
analysis of parallel-line assays according to the European Phar maco-
poeia.

The program can work with either the measurements of dilution series or
with freely defined doses. It can be used for arbitrary measurement meth-
ods, e.g. ELISA measurements or flow cytometry.

Furthermore, PLA contains many additional functions for the efficient
administration of measurements and the development of statistically valid
parallel-line assays. Typically, measurements of biological systems show
saturation effects at very high and very low concentrations. These regions
cannot be analyzed with the parallel-line method. PLA offers methods for
the automatic detection of linear regions to make analysis of measurement
curves more efficient in product devel opment.

18 © 2000 Stegmann Systemberatung — www.rs-system.de



Introduction

3.2 PLA12

PLA isthe first commercially available program solution for the analysis
of parallel-line assays. The actua version is the third, significantly im-
proved release of the program.

Until the release of PLA biological assays had to be analyzed either with
the help of extensive statistical program packages or with software that
had been developed for the special system in question. The statistical
programs had the disadvantage that they were not optimized for the analy-
sis of biostatistical assays. They had to be adapted to the task with great
effort. Normally, the results were not flexible enough and too sow to be
used in day-to-day routine of development and quality assurance depart-
ments.

Furthermore, the need for modern program systems with user-friendly
interfaces arose from the laboratory staff. Another aspect that was not
taken care of by statistical programs was the electronic archiving of meas-
urements. Especially in research departments the access to older meas-
urements and analyses is essentia for the development of new ideas or
standard operating procedures. On the one hand, PLA is flexible enough
to allow the user to vary the analysis side conditions quickly for develop-
ment of new analysis procedures. On the other hand, PLA offers all possi-
bilities for the work under GLP/GMP conditions in quality assurance.
Older systems normally did not offer this flexibility.

The following list gives you an overview on the features of PLA:
B Statistical analysis according to the European Phar macopoeia.

B A user-friendly and modern graphical user interface. Anyone who has
ever worked with Windows applications will find his way around PLA
quickly.

B Database approach for al data. You can access your assay data fast
and efficiently.

B Efficient organization of data. You can structure your assays in pro-
jects and access them with the Navigator that allows you to find your
data easily.
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Introduction

Multi-document interface. You can work simultaneously on different
measurements.

Extended analysis functionality. The program finds linear and parallel
regions in assays automatically. You can fine-tune this feature with
many available program options.

Management of additional assay information. Y ou can manage all your
measurement information with PLA.

RTF reports are generated (including graphics). Y ou can print out your
reports on any printer that is supported by Microsoft Windows. You
can load the reports in any standard text processors that support the
RTF format (e. g. Microsoft Word). Report templates can be easily
adapted for special requirements.

Check function. Y ou can immediately see a graphical representation of
your data on screen with a preliminary analysis.

Speed: The statistics core of PLA is highly optimized. Depending on
the number of measurements, the analysis normally takes only a few
seconds to complete. For example, the analysis of the Linder standard
example (preparation and standard with three measurements each
taken three times, overall 18 measurement values) takes less than one
second on a standard PC (Pentium 133 MHz, 32 MB RAM, Windows
NT 4.0).

20
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Introduction

We do our best to improve our software. If you have any suggestions for
new features or improving existing features, please let us know. You can
reach us under the following address:

Stegmann Systember atung
Auestral3e 31
D-63110 Rodgau

Phone ++49 (0) 61 06 - 82 61 90
Fax ++49 (0) 61 06 - 82 61 92

WWW.rs-system.de
office@rs-system.de
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Introduction

3.3 What is new in this Version?

In comparison to previous versions PLA 1.2 offers a multitude of new
important and productivity-increasing features. The following list gives
you but a quick overview:

1.

The graphical user interface has been redesigned. A task bar has been
added to allow you even quicker access to the functions that are most
important.

2 0 & e =] X 0 € &

Mavigator Mew Definitions  Edit data Claze Save Delete Impart Expart Calculate Check I

The function for the automatic detection of linear regions has been
extended considerably. You can now limit the region in which the
program searches for linearity and parallelity and the number of
pointsin the linear region, Furthermore, you can enforce the inclusion
of the 50% response value in the linear range.

The calculation of the 50% response value as well as the calculation
of the 50% concentration of the standard (ECsp) are new features. In
addition the new outputs contain mean values, standard deviations
and coefficients of variation of the measured values.

In PLA 1.2 controls are now available as part of an assay. You can
enter positive and negative controls as well as blanks.

The input of individual dilution steps (direct dose input) has been
improved. You can now enter dilution steps already at project or as-
say level. These values will be passed to the samples.

Probably the most fundamental improvements are the import and
export feature. This new feature allows you to transfer your data
automatically into PLA.

The import interface is designed to easily migrate any data format.
Y ou can purchase individual import and export converters separately.
If you do not find your system in the list of available converters, we
can easily create a new import converter for any measurement instru-
ment. The only requirement for the development of a new converter is

22
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Introduction

that you can supply us with the data format. Do not hesitate to contact
the Stegmann Systemberatung.

7. GLP/GMP support. PLA now contains vastly improved functions for
the work according to GLP/GMP regulations. PLA users are assigned
access rights, as they are demanded by GLP/GMP.
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System Requirements and Installation

4.1 System Requirements

PLA needs some RAM for the database management as well as for the
generation of graphics and reports. Besides, the statistics core of PLA
needs a certain amount of core memory for the efficient evaluation of the
assays. This leads to the following minimum requirements for a PC run-
ning PLA:

Intel 486 processor with 66 MHz.

32 MB of RAM.

30 MB free hard disk space.

Screen resolution of 800 x 600 pixels.

Microsoft Windows 95™, Windows 98™, Windows NT
4.0™ (SP4) or higher.

The application performance and speed of analysis is greatly enhanced
with the following configuration:

Intel Pentium ® processor with 133 MHz.

64 MB RAM.

Ca. 30 MB of free hard disk space.

Microsoft Windows NT 4.0 Workstation ™ (SP4).

Technical Note:

Additionally, the program installs the following necessary components:

runtime module for Powersoft Powerbuilder 6.5 applications,
runtime module for Heiler Graphics Server 5.0 OCX control,
Sybase SQL Anywhere 5.5 desktop server.

The modules are protected products by their respective manufacturers,
Powersoft, Sybase, Heiler Software and Microsoft. These components are
only sold and may only be used in conjunction with PLA 1.2.
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System Reguirements and Installation

4.2 Installation

PLA comes on a CD-ROM or, upon request, on diskettes. The setup pro-
gram on the CD or the first diskette installs PLA on your system. If you do
not give any other drive letter PLA is installed on drive C: of your hard
disk.

Note:

Please note that PLA must be configured after it has been installed. Refer
to chapter 4.3 “ First Time Configuration of PLA” .

4.2.1 Preparing the Installation
Theinstallation consists of three steps:

1. Installation of the software validation module (SVM) if you have
received one with your software.

2. Installation of the software.
3. First time configuration of PLA.

Note:

If you are using Windows NT 4.0 or Windows 2000, the installation have
to be done by a system administrator.

A prereqguisite for the installation of PLA 1.2 under Windows 95 is the
system component DCOM 95. This component is already installed if you
are using the Microsoft Internet Explorer 4 or higher. Otherwise you
have to install this component, which is available on our CD-ROM in the
subdirectory DCOM95.

PLA is a so-called node-locked software. The program can only be in-
stalled on a single workstation. You can either get a SYM with the soft-
ware, which is connected to the parallel port of your computer, or receive
a license number, which is unique for the PC on which you have installed
the software. If you decided to install a SVM, the installation of the mod-
ule is described in chapter 4.2.2. Otherwise, continue with chapter 4.2.3.
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4.2.2 Step 1 - Installation of the SVM

The SVM is a small device that has to be attached to the parallel port of
your computer. If you did not receive a SVM with the software, smply
skip this chapter.

Please attach the SVM to the parallel port of your PC. If you use a printer
on your system, please remove the plug of the printer cable first and
mount the SVM on the printer port with the side that is marked with
PARALLEL. Attach the printer cable to the other side of the SVM that is
marked with SERIAL. The SYM will not interfere with the printer and
you can use the device normally.

Printer Cable | Printer
Computer

2
2
TVIES

PARALLEL
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4.2.3 Step 2 - Start the Installation Program

4.2.3.1 Installation from Diskette

On the first diskette you will find the program setup.exe. This pro-
gramwill install PLA on your PC.

Insert the diskette with the |abel
PLA 1.2-Disk 1
into drive a.

From the Windows Start menu choose the Run function.

Programme 3
Eavoriten 3
Daokumente 3
L IE} Einztellungen 3
=
(48]
a2 @ Suchen 3
@ Hilre

Ausfiibren. ..

"Stegmann'' abmelden...

Beenden...

In the appearing dialog, enter

Windows NT

A:SETUP

© 2000 Stegmann Systemberatung — www.rs-system.de 29



System Requirements and Installation

Ausfuhren EH |

leben Sie den Mamen des Programmsz, Ordners oder
Dokuments an, daz baw. der geaffnet werden zoll.

Offrer; Ia:setud j

¥ | Eetrenmten Speichertieneich

k. I Abbrechen Durchzuchen... |

4.2.3.2 Installation from CD-ROM

Insert the CD-ROM into your CD drive. The setup program should start
automatically. If the program does not start you can call the Run function
from the Windows Start menu and type

D:seTuP

where D: isthe drive letter of your CD drive.
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4.2.4 Step 3-Welcome to the Setup Program

After the setup program has been started, you should see the following
welcome screen:

i‘é’- PLA - Setup E

Welcome to the PLA Setup

The Setup program will install PLA& on wour computer, To
continug, click Mext,

= Barh Cancel |

—

You will aways find the following option to navigate through the setup
wizard on the following screens:

Next Next step
Cancel Abort the setup program
Back Go to the previous step

The welcome screen introduces you shortly to the setup program. Press
the Next button.
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4.25 Step 4 - License Agreement

Pleaseread the License Agreement car efully!

You have to agree to the licensing contract in order to install PLA. The
setup program shows you the license agreement on the screen. You can
use the scroll bar to move up and down the text. If you agree to the licens-
ing conditions, select the | accept the terms in the license agreement
button and go to the next screen. Otherwise, the setup program will termi-
nate.

iiél- PLA - Setup
License Agreenment

Please read the following license agreement carefully,

License Agreenent ﬂ

Al products sold by Stegmann Syskemberatung or companies associated therewith, including
dernaonstration sets, hardware, media and manuals (hereinafter referred to collectively as
"Product") as well as all future orders shall be subject to the Following provisions,  IF vou do
nok accept these provisions, please return the produck to us within seven (73 days of having
purchased or received the Produck, e will refund the purchase price minus fees For shipping
and processing.

1. License

Stegmann Systemberatung holds all rights to the Product and herewith assigns to wou a non-
transferable, nonexclusive right of use to exploitfutiize the Product according ko the Following, LI

" T accept the terms in the license agreement

¢ 1 do nat accept the terms in the license agreement:

Inystaf|sthield

< Back, I [dE b = I Cancel
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4.2.6 Step 5- Choosing the Setup Type

On the following screen, you will be asked for the type of installation. If
you choose the Complete option, all PLA program files are being in-
stalled in the default destination directory, whichis

C:\Program Files\PLA.\

Setup Type

Choose the setup type that best suits vour needs,

Please select a setup bype.

Al program Features will be installed. {Requires the most disk.
space, )

" Custom

Choose which program Features you want installed and where they
will be installed. Recommended for adwanced users,

Inystaf|=tireld

< Back, I Mext = I Cancel |

If you want to change the destination folder, choose the Custom option
and press the Next button. Y ou will see the following screen on which you
can change the destination folder
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Therefore you have to press the Change button and select a different
destination directory.

iz PLA - Setup
Custom Setup

Select the program Features you want installed.

Click on an icon in the list below to change how a feature is installed.

= Feature escriptiar
FLA Progran Files

This Feature requires 46ME on
vour hard drive. It has 2 of 2
subfeatures selected. The
subfeatures require 1152KE on
wour hard drive,

Install bo:

C\ProgrammetPLAY Change... |

Inistal|stield
Help | Space | < Back I Mext = I Cancel |

When you press the Next button, the setup wizard has the complete in-
formation for starting the setup process. Y ou will see the following screen:
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]ﬂ PLA - Setup

Ready to Install the Program

The wizard is ready to beqgin installation,

Click Install to begin the installation,

If wou want ko review or change any of your installation settings, click Back. Click Cancel ko
exit the wizard,

< Back, Cancel |

If you press the I nstall button the setup program will start to copy the files
to the destination folder. If you install the program from diskettes, you
will be asked to change the installation medium for several times. The
program will tell you when the installation is finished. You will see the
following screen:

il PLA - Setup

InstallShield Wizard Completed

The InstaliShield Wizard has successfully installed PLA. Click
Finish ko exit the wizard,

PLA is ready for use now. Read the following chapter to learn about the
necessary stepsto configure PLA.
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4.3 First Time Configuration of PLA

After the successful ingtallation of PLA, you have to configure the pro-
gram before you will to be able to work with it. These configuration steps
must be completed when you start PLA for the first time. You have to
perform the following steps for the successful configuration of PLA:

. Start PLA for thefirst time.

The next step is only necessary if you did not receive a SV module with
PLA.

. Node lock PLA with the PLA Registration wizard.
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4.3.1 Starting PLA for the first Time

You can now start PLA for the first time. Choose PLA from the
Start|Programs menu. The program might ask you for the conversion of
existing data at start-up. This conversion is not destructive and can be
readily done.

After the successful conversion, PLA will display a message for your
information concerning the improved user management of this version.
Only PLA administrators can now establish new user accounts.”

[10080] Account Management Information
& PLA haz an enforced user account management. User accounts can be created by d Frint |

members of the group 'Syztem Administrators’ only. Since there is no member of this group
i the database of this license, a default administrator called 'PLA Administrator’ will be
created now. v'ou are prompted to give this administrator & password.

WARMIMNG - WARNING - WaRNING

If pou farget this password, you are locked out of PLA and cannot modify wour user
accounts.

WARNING - WARNING - WARNING LI

At the time of the first start up a user account PLA Administrator is auto-
meatically created. Y ou will be asked to enter and confirm a new password
for this account. The password is case-sensitive.

! In previous versions any user was able to create new accounts.
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Enter password for default administrator:

—&ccount Passwond:

|F'L.t’-‘n. Adminiztrator

Current Password:

Mevs Pagzword [at least five characters longl:

Retype Mew Pagoword:

|
QK. I Cancel |

ATTENTION: Remember your password well! You will not be able to
create new accounts or to manage existing accounts without the PLA
Administrator password.

After you have created the account, you can log on to PLA.
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4.3.2 Administrator Login

You have to identify yourself to the program in order to gain access to
PLA. Choose one of the symbols on the left side - PLA Administrator for
the first login — and enter the password in the lower input field. Please
remember the password is case-senditive.

Press ENTER or the L ogon button to log in.

Please identify yourself __.

Select yourzelf:

ﬂ | Logon I

PL& Administrator

— Licenze Infarmation:
Unregistered Yergion

DOW'T USE
FOR PRODUCTION!

7042-9755-8320-0937-3853

Product Information |
Enter your passward:

| B |

If your password is correct, you will gain access to the program.
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4.3.3 The PLA Registration Wizard

If you have received a SV module with the software, you can skip this
section.

As an alternative to installing a SVM, PLA supports the usage of alicense
number logic. This licensing technique is performed by the PLA Registra-
tion Wizard.

After a successful login to PLA, the PLA Registration Wizard will start
up. You can choose either OK or Cancel to proceed. If you press the
Cancel button, the program it will terminate immediately. If you press the
OK button, you will get a 14-day trial access to the program. Within this
period you must register PLA.

PLA Registration Wizard
PLA Registration

wversion 1.2
©1999 Stegmann Systemberatung
\Welcome to a 14 day trial ;I

Press the Ok button to start reducing allocated usage. Press the Cancel
button to postpone starting until later [does not start reducing allocated
uzage)

ok Cancel
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If you decide to use PLA the program will display the following screen
until you register your program. Press the OK button.

PLA Registration Wizard

PLA Registration

wversion 1.2
1999 Stegmann Systemberatung

r'our tial has 14 days left, ﬂ

Flease contact us for instruction on how to acquire this product,
Thank you for trying out our product!

Pleaze press the 'Mest' button to view options.

=

< Bach

OF Cancel

The shown number (red backround) is your registration code (red code).
Please copy this number to the supplied registration form and send it to
the Stegmann Systemberatung. We will send you an unlock code, which
you enter in the registration wizard to lift the time limitation.

Note:

The registration code is unique for the computer. It will not work on any
other machine! Before you send us the red code, please be sure you have
installed PLA on the computer you want to use for production with PLA.

© 2000 Stegmann Systemberatung — www.rs-system.de 41




System Requirements and Installation

After you have received the unlock code (green code), press the Next
button in the registration wizard. Enter the unlock code in the field below
the registration code (green backround). If the code is accepted, the PLA
registration wizard will not show up again.

PLA Registration Wizard

PLA Registration

wversion 1.2
1999 Stegmann Systemberatung

Thank you for trying out our product! Please follow these instructions for ﬂ
extending this trial.

1] Communicate the value in the red box o us.
2) Enter our response in the green box,
3] Press the 'Ok’ button.

If you have any questions pleaze do not hesitate o contact us.

H
Registration Mumber:
Unlock Code:
OF Cancel

42 © 2000 Stegmann Systemberatung — www.rs-system.de



5 PLA Administration

This chapter describes the administrative functions of PLA. You will learn
how to use the account management and where the program preferences
are modified.
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5.1 Account Management

One of the most important functions in PLA 1.2 is the completely revised
account management. Y ou have to identify yourself to the program with a
user name and a password to access PLA 1.2 and the data stored in the
program. The user management serves two purposes:

o Different access privileges depending on the status of the user must
be assigned in order to establish GLP/GMP environments. The user
management is a prerequisite for the operation of the program under
GLP/GMP conditions.

e All changes of the data should be logged. PLA uses the account man-
agement to save the user name with the changes in the data. With this
security feature it not only possible to determine when the data had
been changed but also who has done the changes. However, the login
mechanism does not prevent the manipulation of data (intended or un-
intended) but you are able to recognize modifications more easily.

Note: The identification mechanism itself does not guarantee the security
of your data. You should use the security mechanisms of the operating
system (e. g. Windows NT) to protect the access to the workstation with
your data. If you fear that your data might be manipulated, you should end
PLA and lock the workstation every time you leave it unattended.

The following sections will show you the usage of the PLA account man-
agement. Only PLA administrators have access to the user management.
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5.1.1 Creating a New Account

The user management of PLA tries to depict the organization of an ana
Iytical laboratory. As you can see from Figure 5-1 PLA distinguishes
between four groups of users:

1. Standard users.

2. System administrators.
3. System inspectors.

4. Deactivated users.

The position of the PLA administrator is normally taken by the head of the
laboratory or department. The PLA administrator has the highest position
in the user hierarchy. Additionally to al the rights of a standard user an
administrator has the possibility to manage accounts. This does include
the creation of new account, changing passwords and deactivating users.
Furthermore, the PLA administrator can use al the functions for the
GLP/GMP management. With these functions he can define standard
operating procedures for the standard user. For a description of the
GMP/GLP settings refer to chapter 1.

The laboratory staff members that perform and analyze the biological tests
are the standard users of PLA. Standard users can use all the functions of
PLA except for the account management and the GMP/GLP settings.
Administrators can limit the access to some functions, however. In this
way, administrators can enforce standard operating procedures on the
standard users.

The PLA inspector is the lowest level of the PLA user hierarchy. Inspec-
tors can examine the settings and data within PLA but they are not al-
lowed to change them.
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To create new user accounts, choose Pr efer ences|Account M anagement
from the menu.

Account Management

Select a uzer to modify or delete or press the create-button to create a new onel
A A dministraton :

Create I I Eif I [VE[Ete

= SN HTT e (T AR | ]
Account M ame:

Account Password; I

Retype pazzword: I

Thiz account iz member aof the Fallowing group:
Dizabled Users
Standard Usgers
System Inspectars
Systenn Adrinistrators
Adminigtrator can create accountz and modify GLPASOP-Settings.

HEVE [Eatice]

Cloze |

Figure 5-1 User management of PLA

Existing users are displayed in the list in the upper part of the dialog. For
now, only the user Administrator exists. Press the Create button to create
anew user account. Thiswill activate the fields in the center of the dialog.

Enter the user name in the input field Account Name. The password for
the new account must be given in the input field Account Password. Re-
type the password in the appropriate entry field to ensure you did not
make any typing mistakes. The password must have at least five charac-
ters. Tell the new user the initial password for his account. After the first
time the new user has logged in he can, and ought to, change his pass-
word. Please refer to chapter 5.2 to learn how to change your password.
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Note: Please keep in mind that the password is case-sensitive. The pass-
word “Test” is different from “test”. Changing your keyboard settings will
change your keyboard layout. National characters might become unavail-
able and the keys for other characters might change (e. g. qwertz and

gwerty keyboard layout).

Account Management

Select a uzer to modify or delete or press the create-button to create a new onel

M Admiriztraton

[Ereate I I Eif [VE[Ete

— Pleaze enter the setting of the new account:
Enter account name:

Dr. Matthiaz Schmitt

Enter account pagawond: Ixxxx

Retype pazzword: Ixmm

Thiz account iz member of the following group:
Dizabled sers

Standard Users
System Inspectors
Systenn Adrinistrators
Adminigtrator can create accountz and modify GLPASOP-Settings.

Create Cahicel

ek |

Select the user group of the new account from the pick list in the lower
part of the dialog. Normally you will choose Standard User, System Ad-
ministrator or System Inspector. Press the Create button to generate the

new account. Press Cancel to abort the account generation.

The next time the login screen of PLA is displayed, the new user will be

available.
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5.1.2 Changing an Existing User Account

If you want to change an existing user account, you can do this with the
account management dialog. Pick the user name from the list in the upper
part of the dialog and press the M odify button.

Account Management

Select a user to modify or delete or press the create-button to create a new onel

B Administrator

@ Dr. Matthias Schmitt
# Dr. Ralf Stegmann
& Dr. Thomas W

IEStE I MEditn [ElEtE

— Settingz for account 'Or. Thomaz W agener'
Change account name:

Dr. Thaornas ' agener

Change account passward: I

Retype passward: I

Thiz account iz member of the following group:
Dizabled Uszers

Standard Uzers
Syztem Inspectors
Syztem Admimstrators
Administrator can create accounts and madify GLP/SOP-Settings.

Save Cancel

[Eloze |

You can now change the name, the password and the user group of this
account. Y ou will probably use this function most often because a user has
forgotten his password. Press the Save button to activate the changes. To
dismiss the changes press the Cancel button.
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5.1.3 Deleting an Account

To delete a user account from the account management you have to login
to PLA as an administrator. Perform the following three steps to del ete the
account:

1. Start the account management.
2. Select the user that you want to delete.
3. Pressthe Delete button.

[QD068] Delete Request E3
@ You have selected the account
Dr. Thomas W agener
ta be deleted!

Do 'v'ou want to delete thiz account?

Mein | Ahbrechen |

To delete the user account finally press Yes in the pop-up dialog other-
wise press No. In both cases, you will get back to the account manage-
ment dialog.
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5.2 Changing Your Password

PLA offers two options to change a password. The first option is available
to administrators only and can be used if a user has forgotten his password
(see5.1.2).

The second possibility is available for any user. Select Prefer-
ences|Change your Passwor d... from the start the following dialog:

Change your password:

—Account Pazsword:

|Dr. Matthias Schmitt

Current Pazzword:

Retype Mew Password:

Ixxxx>1

ak. I Cahicel |

Enter your old password in the field Current Password.

Enter the new password in the input field New Password and re-type your
new password in the field below.

Press OK to change your password or Cancel to dismiss the changes.
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5.3 Program Options Settings

The program options contain several settings that are important for the
correct output of the analysis reports. For this some application paths must
be set. You have to login as an administrator in order to be able to access
these functions.

5.3.1 Report Settings
Select PreferencesOptions from the menu. The following dialog will
appear:

= Options E3

Fieparting | Appiication Settings | GLP/SOP Setings |

— R TF Preview and Frinting

v 1ead RTF file type association fram registm. ILcrad e rEisti I

Prewview: _I
DDE

Frint: J
DDE

Mate: uze %1 az filename and {ApplicationT opick

— Default Reports [Select one or more reports!]

PLA Condenzed Report (including araphics) [PLAD. =tF]
FPLA Shart Feport (including values and regreszion graphics]  [PLAT. xtf]
PLA Shart Repaort [including values and normal graphics] [PLAZ mtf]
FPLA Shart Feport [including values) [PLAZ. &t
FPL& Complete Statishics Report [PLA&A =t
PLA W alidation Feport [PLAS. xtf]

[ prirt immediatly after calculation

Save I Cancel |

On the first tab of the options dialog, you have access to several options
that are important for viewing and printing reports.
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PLA creates reports as RTF files (rich text format) that can be viewed
with various text processor applications. You have to define with which
program you want to view and print your report files. The default setting
is to read RTF file association from registry. PLA will find the program
that is linked to RTF files. You do not need to change any of these set-
tings.

If you deactivate the check box, you can enter DDE commands' for the
preview and printing of RTF files. Only experienced users should manipu-
late these settings. If you press the Load from Registry button, the actual
values from the registry are loaded into the input fields.

If you want to use the program WordView for the preview of your reports
for example, you must give the exact path to the program. Alternatively
you can press the button right of the input field to open up a standard file
dialog. You must give the parameter “ %1” to hand over the name of the
RTF file to the program.

—RTF Preview and Printing

[ read RTF file twpe association from registy. Load fram regigtry |

Preview: D:%Program FileshwordWiew W ardvigw. exe "31" J
DDE

Fririt: _I
DDE

Mate; uze %1 a3 filename and fApplication/T opict

! The DDE commands must be given in the syntax { Applica-
tion/Topic}[Command 1][Command 2]..., e.g. { Win-
Word/System} [FileOpen "%1"]
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Y ou can change the following settings in the lower part of the dialog:

1. Default reports: You can select one or more reports from the list.
These reports will aready be activated when you start a calculation.
Together with the option Print immediately after calculation you
can minimize the effort for an analysis. To choose more than one re-
port keep the CTRL key pressed while selecting the report types from
the list. (Note: Thelist of available reports may differ between instal-
lations.)

2. Print immediately after Calculation: This will activate the setting
Print immediately in the calculation dialog as a defaullt.

Press the Save button to confirm the new settings. Press the Cancel button
otherwise.
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5.3.2 Setting the Application Paths

Y ou can change the PLA application paths on the next page of the options
dialog. If you press the ellipsis buttons right of the input fields, you can
open a standard file dialog to select the directories.

AL E2

Reporting  Application Settings | GLP/SOP Settingsl

— Application Path Settings:
Feport Output Path: IDZ'\F'L.@« 1.2%Report _I
Standard Impaort Path: ID;\pm 1.2\ mport _I
Standard Export Path: ID;\pm 1.2\E ot _I
FTD/IDS Fath: ID:'\F'L.& 1.25\Caonverter _I
Feport XTF-Fath: ID:'\F'L.& 1.24ReportT emplates _I

Save I LCancel |

Y ou can change the following paths:

1. Report Output Path: This is the default path to which your analysis
reports will be saved. The default setting is the Report subdirectory of
you PLA program directory.

2. Standard Import Path: The default path from which you want to
import data files. The default setting is the Import subdirectory of you
PLA installation.

3. Standard Export Path: The default path to which you want to write
your exported data files. The default setting is the Export subdirec-
tory of your PLA program directory.
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4. PTD/IDS Path: The path where your input converters and your im-
port definition schemes reside. The default setting is the Converter
path of you PLA installation. (See chapter 8.12.2 for further details.)

5. Report XTF Path: The path where the program looks for the report
template files. The default setting is the Report Templates subdirec-
tory of your PLA program directory.

Confirm the changes by pressing the Save button. Otherwise, press the
Cancel button.

The last page of the options dialog contains the GLP/IGMP settings of
PLA. These are not directly relevant for the instalation of PLA. The
whole chapter 9 is dedicated to the GLP/GMP settings. Please refer to this
chapter for further information.
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6 Terms and Con-
cepts

This chapter will introduce you to the terms and concepts of PLA. You
will learn about the structure and properties of the PLA objects. The goal
of this chapter is to make working with PLA easier more efficient for you.
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6.1 Objects

PLA knows five different kinds of objects. These objects carry out certain
functions within the program. The five objects are the project, the assay,
the standard, the preparation and the control.

Assay

Standard

Preparation

Control

Is equal to the term of an assay in biostatistical litera-
ture. The assay consists of the measurements of a stan-
dard and at least one preparation. The measurements of
the standard and the corresponding preparations and
controls are analyzed collectively. A parallel-line assay
calculates the relative potency of a preparation in com-
parison to a standard sample. Per definition, the relative
potency of a standard is always 1.0 (100%).

Refers to the measurements and properties of a stan-
dard graph of an assay. The standard consists of at least
two point of measurement collected at |east twice.

Is the term for the measurements and properties of the
preparations of an assay. The preparation consists of at
least two points of measurement from repeated read-
ings.

The task of the program is to determine the relative
potency of a preparation referring to the corresponding
standard of the assay.

Is the term for the measurements and properties of an
assay control. There are three different kinds of con-
trols: positive controls, negative controls and blanks. In
contrast to the preparation, the properties of all controls
are managed in one object.

Controls are optional for the calculation of relative
potencies. They serve as a check for the examined test
system. The concept of controls is fundamentally dif-
ferent from that of standards or preparations. (Controls

58
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are only measured as repetitions and not as dilution
series.)

Project The project is an object for the management of a group
of assays. The organization of assays in projects allows
you to keep track of a multitude of assays.

Examples:

Project ,storing experiments’ contains all assays that
were calculated during a storing experiment.

Project ,measurements April, 1% contains all assays
taken on April 1%,

PLA encourages you to manage all assays in projects.
This allows you to organize your work better if you
keep the hierarchy of the objects in mind. The object
hierarchy is described in the following paragraph.
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6.2 Object Hierarchy

Projects, assays and standards/preparations/controls are organized in a
hierarchical way. The topmost level isthe project level. You can see a part
of the PLA navigator in Figure 6-1. Y ou see severa entries.

E‘ Navigator
I [rata Objects

Nl
-0 Beispisl Nr. 2
&0 Biotest Pharma GmbH
-0 Factor Il

- Movartis Phama
-0 Spstemvalidiening
% Test

- Validierungsbeispiele

Figure 6-1: Navigator - Projects

Open the project ,Beispiel Nr. 2 by clicking on the , +-symbol left of the
project name. In this way you get access to assays, the second level ob-
jects. In Figure 6-2, you can see that project ,Beispiel Nr. 2° contains
three assays, which are called ‘Assay 1', ‘Assay 2', and ,Assay 3'.

BY Mavigator

o E-C] Assap

D E-C] Assay 2

-] Assay 3

-0 Biotest Phama GmbH
-0 Factor il

-0 Movartis Pharma
% Systemvalidierung

Figure 6-2: Navigator - Assays

Each of the assays contains another level of objects the standards, the
preparations and the controls. Those objects are on the third and lowest
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level of the object hierarchy. You can access the object from the assay
level in the same way as you can access the assays from the project level.
In Figure 6-3 you can see that the assay 2 contains one standard, one
preparation and one control.

BN Mavigator

I D ata Objects

B} cciopic -
=[P Beispiel Mr. 2
o BT Assap 1
=[] Assay 2
% Standard

E Biatest Pharma GmbH

Figure 6-3: Navigator - standards/preparations/controls

All kinds of objects have a different icon as a distinctive feature.

O Prioject PyStandard % Contral
Aszay & Preparation —j0bject opened

The standard is depicted by an orange test tube, the control by a blue-
green test tube and the preparation has a green reaction vessel icon. You
can choose the name of al five types of objects freely. In our example, the
objects are called preparation, standard and control only for reasons of
better understandability.

Why using the object hierarchy?
Just to point out only two aspects:

1. After some time, you will probably have done a multitude of analyses
with PLA. Of course can delete these measurements but especially in
development departments the access to old data is often essential.
With the help of the hierarchical organization in PLA you can struc-
ture your work. The project object should be regarded as afile for the
assays.
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2.

You can save al your data about your measurements and further
information already on the project level. If you create a new assay
within the project afterwards all data is automatically added to your
assay. You do not have to enter all common information on the pro-
ject again. Be careful: If you change your project data in a project
where you have already created assays the changes are not automati-
cally copied to the existing assays. The project data is only copied on
the creation of an assay.
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6.3 Inheritance

A central element in the usage of PLA is the concept of inheritance. To
illustrate this concept one might use the analogy to genetic inheritance:

»An ancestor passes its genetic information on to its descendants.”
Within PLA inheritance works in the following way:

The first generation (the topmost hierarchy level) is always a project. The
second generation (second level) is always an assay. The third level is a
standard, a preparation or a control. If you create an assay, it will ‘inherit’
the information of the project it belongs to. Analogously all the standards,
preparations and controls will inherit the information of the parent assay
on creation.

In this way you need to enter the common information for the assays or
the standard/preparations/controls only once on the next higher level of
the object hierarchy. If you later create a new object, all the information
from the next higher level, in this case the assay level, will be copied to
the new object automatically.

It is important to understand that the analogy to genetic inheritance is
valid only on the creation of new objects. If you modify a higher-level
object later, the changes will not occur in the existing descendants. Only
newly created objects inherit the modified data.

However, you can influence the inheritance of a new object by giving the
name of the object from which the new object will get its data explicitly.
You can also use the apply function to transfer data, e.g. changed analysis
settings, from a higher-level object to an existing object.
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6.4 Object Properties

All objectsin PLA (project, assay, standard and preparations) contain the
same possibilities for the definition of properties. The program dialog for
the input of the settings is the same for all object types. Controls are the
only exception because they are described by a reduced set of information.

On the following pages, we will introduce you to all the settings. They are
divided into seven categories that reflect the structure of the program.

Settings that are marked with a star (*) are optional. They are not neces-
sary for a successful calculation.

6.4.1 General Settings

Setting Description

Code Abbreviation of the object’s the full name. This
name is mainly used for the screen display, e. g.
in the navigator.

Title Full name of the object. This name is used for
the printout of the calculation results.

Measured Substance  Name of the examined substance.

Batch identification Batch identification number of the examined
of the Substance substance.

Status finished If this field is marked, the object will be con-
sidered closed. The object is no longer dis-
played in the navigator but will not be deleted
from the database.

Date of measurement The creation date of the object. Y ou cannot edit
thisfield.
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Setting

Switch Object Type

Description

This option is only active for standards and
preparations. A preparation object will be
switched to a standard and vice versa.

History

This field contains information about the crea-
tion, the last modification and the ancestors of
the abject.

6.4.2 Reagents Settings

The next index of the object definition gives you the opportunity to enter a
list of the reagents in the sample. Y ou can document the way the prepara-
tion was processed by filling out these fields. These settings are optional .
They are not necessary for the analysis.

Property Description
Reagents* Name of the reagent.
Batch* Batch id of the reagent.

Concentration*

You can only enter the concentration of the
reagent as a numerical value. Thus, you should
enter the dimension of the concentration in the
name field.

© 2000 Stegmann Systemberatung - www.rs-system.de 65



Terms and Concepts

6.4.3 Definition settings

Property

Concentration of the
undiluted standard*

| Description

The original concentration of the standard. (For
the analysis this value is taken from the object
definitions of the standard.)

in units*

Units (dimension) of the concentration.

Predilution factor of
the standard

(For the analysis this value is taken from the
object definitions of the standard.)

Predilution factor of
the Preparation

(For the analysis this value is taken from the
object definitions of the preparation.)

Number of dilution
stepsin a data series

Number of measurements in adilution series, e.
g. points on atitration curve.

Number of data series

Number of data sets taken, e. g. two titration
Ccurves.

Additional predilution
factor for thefirst step

Y ou can enter a predilution factor e. g. from the
introduction of a prediluted medium to the
object here. Values from 1:1 to 1:10 are possi-
ble.

Dilution scale It is possible to switch between 1:2-dilution
series and direct dose input here. The input of
the dose can already be given at project level.
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6.4.4 Analysis Settings

Property

Analysis according to
Europ. Pharmaco-
poeia 97

Description

All analysis settings will be set according to the
values given by the European Pharmacopoeia
1997.

Dixon test for data
outliers. (Upto 25
series.)

Activation of the Dixon test for statistical out-
liers. Thistest is limited to arange from 3 to 25
data sets.

Regression model

Switch between a double logarithmic and a
logarithmic analysis.

Reverse response-
effect relation

By the activation of this function, the correct
relative potency of a reverse response-effect
calculation will be calculated. This setting is
used for e.g. inhibition assays

Dixon-test o-value of the Dixon test. Refer to chapter
contamination 10.1.2 “Dixon Test” for further details.

(alnha)

ANl i)

Significance of the
slope (%)

Statistical confidence of the F-test of the sig-
nificance of the slope.

Significance of devia-
tionsfrom linearity
(%)

Statistical confidence of the F-test of the sig-
nificance of deviation of the measurement
points from linearity in the linear range.

Significance of devia-
tionsfrom parallelity
(%)

Statistical confidence of the limits for the F-test
of the deviation from paralelity in the linear
range of the standard and the preparation. This
value will always be taken from the object of
which the relative potency isto be calculated.
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Property

Fiducial limit of the
potency estimation
(%)

Description

Confidence interval for the relative potency of
the preparation. This value will always be taken
from the object of which the relative potency is
to be calculated.

Rejection criteria

By default, the preparation will be rejected
when the criteria for the dope, linearity or
paralelity are not satisfied. You can define
here which criteria are significant.

EC50 Calculation
Method

Select the method for the calculation of the

effective concentration of the 50% response.

There are three options available:

1. No calculation of the EC50.

2. Cdculation of the EC50 by linear regres-
sion of the standard.

3. Cdculation of the EC50 by linear regres-
sion of the assay.

Calculate EC50 by
using

Selection from which object(s) the EC50 will
be calculated. You can choose from: this ob-
ject, standard, control and all objects.

68

© 2000 Stegmann Systemberatung — www.rs-system.de



Terms and Concepts

6.4.5 Range Selection Settings

You can choose the method for the selection of the linear and paralel
range on this tab of the object definition dialog. The range can be allo-
cated either manually or automatically. Both methods are mutually exclu-
sive. By selecting one method, the input fields for the other method are

grayed out.

Property

Linear Range

Description

Selection of the linear range. There are four

methods available for the selection of the linear

and parallel range:

1. Fixed Range.

2. Automatic Detection (individual range).

3. Automatic Detection (common range for
standard/individual for preparations).

4. Automatic Detection (common range for
standard/identical for preparations).

Refer to chapter 10.2 “Automatic Detection”

for further details.

Fixed Range

Manual input of the linear and paralel range.
(Inactive if automatic detection is activated.)

Allocation strategy

Evaluation criterion for the automatic selection
of the linear and parallel range. The following
choices are available:

1. Best Range.

2. Maximum Range.

3. Exact Range.

(Inactive if manual detection is activated.)

Minimal # of steps -
Exact # of steps

Depending on the selected alocation strategy
either the minimum or the exact number of
pointsis given.

(Inactive if manual detection is activated.)
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Property

Allocation Region

Description

You can restrict the interval in which the auto-
matic detection tries to allocate the linear and
parallel range. You must select Maximum Allo-
cation Range in the Allocation Strategy field
for thisfeature.

(Inactive if manual detection is activated.)

Maximum Allocation
Range

If you activate this option, the whole concentra-
tion range will be used for the automatic detec-
tion.

(Inactive if manual detection is activated.)

Inclusion of 50%
response

With this feature you can select if the 50%
response of an object is to be taken into ac-
count for the determination of the linear and
parallel range. The following choices are possi-
ble:

1. Ignore
2. Inclusion if possible
3. Inclusion is mandatory

(Inactive if manual detection is activated.)

Calculate the 50%
response by using

Choose the object of which the 50% response
for the selection of the linear and parallel range
isused. You can choose from: this object, stan-
dard, control and all objects.

(Inactive if manual detection is activated.)

6.4.6 Annotations

Property

Annotations*

Description

Annotations and further information on the
object. (This information is not passed on by
inheritance.)
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6.4.7 GLP/GMP Settings

On this page of the object definitions you can select the settings for the
protection of the object. These settings are used for the work under
GLP/GMP conditions where well-defined operation procedures have to be

followed.

A more detailed description of the GLP/GMP functionsis given in chapter

9.
Property

Object usesthefol-
lowing scheme*

Description

Give the scheme for the object definitions here.

Enable GLP/SOP
Protection (Manda-

tory)

If you activate this button, you can lock the
selected protection levels for the user. Only
PLA administrators can activate or deactivate
this setting.

Enable GLP/SOP
Protection (User
Level)

This button activates the protection levels for
the user. In contrast to the above option, PLA
administrator as well as normal users can ma-
nipulate this function.

Substance informa-
tion protected

By activating this option, you can protect the
access to the substance information and prevent
changes by the user.

Reagent information
protected

Activate this option to protect the access to the
reagent information and prevent changes by the
user.

Object definitions
protected

By activating this option, you can protect the
access to the general object settings and prevent
changes by the user.
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Property | Description
Analysis settingspro-  Activation of this option protects the access to
tected the analysis settings and prevents changes by
the user.

Range selection set- By activating this option, you can protect the
tings protected access to the linear selection settings and pre-
vent changes by the user.

Direct dose values By activating this option you can protect the
protected access to the given dose values and prevent
changes by the user.

Data valuesnot edit- By activating this option, you can protect the
able access to the measurement points and prevent
changes by the user.

6.4.8 Dose and Measurement Input

For the input of the dose values and measurements, the same input mask is
used in PLA. While the dose values can be set on a higher object level the
input of the measurement valuesis only possible on the lowest level of the
object hierarchy (standards/preparations/controls). The following proper-
ties are available for each measurement:

Property | Description
Concentration Concentration of the respective dilution step. If

you have preselected 1:2 dilution series, the
value will be given automatically and cannot be

changed by the user.
SeriesNo Input of the measurement reading.
Status indicator Manual exclusion of a reading from the analy-

sis (technical outlier).
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Line Assay

This chapter will show you how to run a full parallel-line analysis of an
assay. You should be able to do all the steps by yourself with your PLA
installation. After reading this chapter, you should be able to run parallel-
line assays with PLA 1.2.

The chapter does not introduce you to all functions of PLA, however. It
just shows you the steps that are normally necessary to run the analysis.
For a description of all functions, please refer to chapter 8.
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7.1 Initial Situation

You have done a measurement with five preparations and one standard
sample. The measured concentration range extends from 1:1 to 1:64. All
dilution steps have been taken twice. The measurements arein Table 7-1.

1 11 704 719 701 704
2 1:2 641 645 637 632
3 14 575 578 566 565
4 18 512 514 502 505
5 116 450 450 439 438
6 1:32 304 384 383 380
7 1:64 338 339 334 333
1 11 652 674 675 677
2 12 562 565 603 602
3 14 512 514 530 529
4 18 447 454 470 474
5 116 304 396 412 412
6 1.32 336 333 350 354
7 1:64 294 294 307 310
1 11 710 707 768 771
2 1.2 668 659 732 739
3 14 649 645 693 696
4 18 503 587 628 647
5 116 522 521 569 572
6 1:32 463 459 502 517
7 1:64 417 416 456 466

Table 7-1: M easurements of the example
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Your task is to determine the relative potency of the preparation samples
in comparison to the standard. The preparations cannot be analyzed over
the full range of dilution steps because of saturation effects. You do not
know which interval can be analyzed.
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7.2 Creating a Project

First you should create a new project. Thisis not really necessary for only
one assay but it will help you if decide to measure further assay later.
These assays can then be added to the project.

Do you remember chapter 6.2 “Object Hierarchy” and 6.3 “Inheritance”?
There you will find all essential information about the creation of objects
and how they relate to each other.

Inheritance has the advantage that all settings of the higher order objects
are passed on to alower level object. You can immediately take advantage
of thisfeaturein our example.

Take amoment to think about which objects you will need!

First, all assays that you create will be regarded as part of a project.
Therefore, you will need a project. Second, all samples are part of the
same assay. You will need one assay for the preparations and the standard.

Additionally you have six series of readings. one series for the standard
and one for each of the five measurements. Y ou will need one object for
the standard sample and one for each preparation. The structure of the
project should now look likethis:

Project
Assay
Standard
Preparation 1
Preparation 2
Preparation 3
Preparation 4
Preparation 5

Do you still remember how inheritance works? When you enter all set-
tings that all subordinate objects have in common at the higher-level ob-
ject, al settings will be copied to any newly created lower level objects.
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After you have started PLA and logged on the navigator appears. Create a
new object by selecting New or Create Object. You should see the
following dialog on the screen now:

1. Select,New Project’ to create a new pro-
ject.

2. Enter the code (short title) here. Thetitle
will be set automatically.

Create object

Cancel

] Mew Aafzay as member of project ‘Beispiel Mr. 1°

— Input E‘Jde and Title:

2.1 °

— Select a creation scheme:

/
/
3 = I% [hone] /j

Hint: if there ig an active mandatory [global or parent) scheme,
thiz zelection will be ignored,

—

|3. Press the Cr eate button.

After you have performed al three actions, a new project will be created.
Y ou should see the following confirmation dialog on the screen.

[10031] Object created.

@ The object [Beizpiel Mr. 1] was created successfully.
The creation wasg not bazed on arything,
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Additionally you will get further information from which object the defini-
tions have been copied (parent object or scheme).

After you have pressed the OK button, the object dialog appears. You
should see the page with the general settings now. Most of the settingsin
this tab have no influence on the calculation. In the following steps we
will limit ourselves to the settings that are important for the analysis.
These are the definition of the dilution steps, the data series and the analy-
Sis settings.

Project: Beigpiel Ni. 1 [_ O] =]

| Heagentsl Defi iticml Analy3i3| Range Selectionl Annotatiunsl GLF'l

Code: IEeixpieI Mr. 1
Title:

Beizpiel M. 1

— Measured Substance:

I[nnne] Select substance... |

Charge identification of the substance:

 Status Date of Meassurement —— Switch DEject Type——

e, ;
I finishe 031296 200517 | || o HienerEton
£ Standeard

[ho dizplay in navigatpr

— Histary

Lazt modified by Dr. Mafthias Schmitt at 16.06.33 15:14:12
Created/measured by Stegmann Systemberatung at 03.12.96 20:05:17

FParent Object; -

L 1. Click onthe,Definitions tab to enter
the general definitions.

When you click on the index tab ‘ Definitions’, the appearance of the dia-
log changes. You can change the general settings of the project on the
page you can see on the screen.
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Keep in mind that the settings on the project level are not used immedi-
ately for the calculations. Instead, they serve as a template for the object
you create in the next steps.

1. Set the number of dilution

stepsto 7. —\

:l.l' Beispie O =

Generall Fieagents Dehnltlonl A?al}lsisl Rang Selectianl Annatatiansl GLF'l

— Concentrations and Predilutions

Concentration of the undiluted stamdand®: 1.0000

“ify unitz:

Predilution factar of the standard: 1: ‘,DDDD

Predilution factar of the preparation| 1: \,DUDD
— Dilution senies |

Humber of dilution steps in a data sgries;

|
Mumber of data zeries: ; E

Additional predilution factor for the figst step: 11 ﬂ
Dilution scale: 1 in 2" series j
7
2. Set the number of data 3. Go to the analysis settings by
seriesto 2. clicking on the , Analysis' tab.

All measurements in this example have the following settings in common:
the number of dilution steps, seven in our case, and all data series have
been taken twice. When you enter the dilution values the numbers will be
copied to the assays, standards and preparations. Furthermore, the predilu-
tion factors in the preparations and standards are the same. In this case,
the respective input fields can be left unchanged. (Note: If all the predilu-
tion factors of the standards and preparations are the same, the correct
predilution factor will have no influence on the result of the calculation.)
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Click on the ‘Analysis Settings' page now. Before you fill out this dialog,
consider which settings for the statistic parameters of the analysis you will

need.

For the evaluation of the tests for the dope, linearity and parallelity al-
ways choose to work with a confidence level of 98.0%. Set the confidence
interval for the relative potency to 95.0%. If one of the testsis not passed,
the relative potency should not be calculated and the assay should be
rejected. To achieve this your analysis settings should look like the fol-
lowing figure:

1. Inthefollowing 3 fields set the = 2. Setthefiducial
value to 98.0% and check there- limit to 95.0%.
jection criterion box. .|

:| Proje B eizpie o=

Generall F!eagentsl Definitions  Analysis |E}ange bele] tinnl .t'-‘mnntatinnsl GLF'l

— General
[ Analysis according to Europ. Pharmacdposia §7
[ Perform Dixon test for data outliers. [Upto 25 derids }
Regreszion Model:

IIin,-'Iu:ug VI ™ Beverse Response-§ ffegt Corelation,

— Probabilities:
Dison best - contamination [alphal: ID,Z‘. j
Significance of the zlope [%]; ISS,D "I W rejection criterion

Significance of deviationz fram linearity [%]; Iﬁ] ¥ iejection criterion
Significance of deviations from parallelity® [%]: WE I~ rejection criterion
Fiducial limit of patency estimation® [%Z): IWE

Walues marked * are used only by objects|whoze potency will be calculated.

— ECHO Calculation
 ethod: Calculate B0% Responze by

IDD hot calculate j IThi$ object, j

3. Click onthe,Range Selec-
tion* tab to go to the range _f
selection dialog.
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Leave al other settings on the default values. On the tab ‘Range Selec-
tion’ you can decide which method is used for the selection of the linear
and parallel interval. For our example choose the following settings:

The linear and parallel range of our preparations and standards are to be
determined automatically in away that

1. the linear range for each preparation can be found in different inter-
vals.

2. thelinear range for the standard must always be in the same interval.
(Each preparation is compared with the standard individualy. With
this restriction, you prevent that different linear regions are chosen for
the standard in each comparison.)

3. in each preparation there must be at least three dilution steps in the
linear range.

4. the range selected should be as large as possible, meaning as many
measurements as possible should be within the region.

To achieve this you have to change the settings in the range selection
dialog to the following:
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1. Select,Automatic Detection (common range
for standard; individual range for prepara-
tions)* from the drop-down box here. Thiswill
activate the automatic detection of the linear
range.

2. Choose,Maximum Range' from the drop-
down box to trigger an analysis that will try to
find the linear range that will contain the
maximum number of points.

Projec!: Beispiel MNr. 1
General Hegentsl Definitinnsl tmalysiz - Fange Selection |.-’-'mnotations| GLF'l

— Lineaf Range

IAL*oma ic Detection [common range for standard/individual for preparations] j

= F el e e atior W ptEe:
Fixed|Range: |-| vl-lz vl

—Automatic Selection Options [used by automatic detection methods)

Allogation Strategy: Allocation region;
b sirrimn Fange j I‘l j ) I? j
Minimal # of paints Iﬂ ¥ maximal allocation range.

Inchugion of B0% regponze;  Calpulate the BOX regponze by uzing the

ighare, j IthiS\nbiect. j

|

\|

\_ 3. Choosethevalue 3, tofind a
range with minimal 3 dilution

steps.

After you have entered the range selection settings, the definition of the
project is finished. Close the window and save the settings. The newly
created project is shown in the navigator. You can now continue with the
creation of the assays.

82 © 2000 Stegmann Systemberatung — www.rs-system.de



My first Parallel-Line Assay

7.3 Creating an Assay

Now you can create the second level of the object definition: the assay.
Assays structure your project. Later you will start calculations from this
level. The procedure to create an assay is easy. Select the project you have
just created and click New.

1. Select,New Assay as member of project'. The
code of the project is shown in quotes.

2. Enter acode (short title) for the assay.

Create object

— Select gbjegt type to create:

y as member of project Beizpiel Mr. 1°

— Input E_ﬁéde and Title:

2 . IMessuﬁg 1

Mezzung 1

— Select a creation scheme:

3 = I% [none)

Hint: if there iz an active mandatory [global or parent] scheme,
thiz zelection will be ighared.

|3. Press Create to create the new assay!

After you clicked Create, the object dialog for the assay appears on the
screen. In this example, no changes are necessary for this object. Look at
the properties of the assay. Y ou will see that the project settings have been

copied to the assay.
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7.4 Creating the Preparations and
the Standard

The next thing you will have to do is to create the preparations and the
standard. Start with the standard. If you have not closed the creation dia
log for the assay yet, please do so. In analogy to the creation of the assay
select the newly created assay in the object navigator window and click
New or Create Object from the menu.

Now you have the choice to create either a preparation or a standard.
Create the standard first. Do always check that you have selected the cor-
rect type of object. For each of the five preparations select ‘ New Prepara-
tion as member of assay...” If you want to create a standard, choose New
Standard as member of assay...!

After you have executed the Create command for the standard the object
dialog appears.

As you have seen in the previous chapter, al settings you have entered at
project level have copied to the assay object. These settings are now cop-
ied to the standard. Take alook around the settings!

To enter the data for the standard you have to start the data editor by
choosing Edit Data from the menu. The object dialog will now close and
you should see the following screen:
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[/ Stondard: Standad @@=

Concentration Series b1 | Series W2 |

1:1 ooooo T noooal™

1:2 oooool noooal™

1:4 oooool noooal™

1:8 oooool noooal™

1:16 oooool noooal™

1:32 oooool noooal™

1:64 oooool noooal™

| KN [
Toggle status indicator ||7 £-statuz indicator. Un-check the indicator at the right side of the value for excluzsion.

This is the edit mask for the measurement values. Now enter your read-
ings. The check box on the right side of the measured values is activated
automatically as soon as a value is entered into the edit field. The check
box is called the status indicator. It shows you if the respective value is
used for the analysis. For further information on the status indicator,
please refer to chapter 8. You can go to the next field by pressing the tab
key.

After you have entered the data for the standard, your screen should look
like this:
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[/ Stando: Standard e |
Concentration Series N*1 | Series N* 2 |
1:1 | 704 o000 719,00000/
1:2 41,00000 B45,00000 M
1:4 47500000 £78,00000
1:8 512 00000 51400000
1:16 45000000 450,00000
1:32 394 00000 384,00000 M
1:64 338,00000 M 338,00000 M
Il i
Togale status indicatar (W <-status indicator. Un-check the indicator at the right side of the value for exclusion.

Close the data editor and answer the question if the values should be
saved with Yes. Thiswill lead you back to the navigator.

Create the five preparation objects in the same manner. Keep in mind that
you have to select preparations in the create dialog of the object. Enter
the measurement values for al preparations. When you have finished the
creation of all preparation samples your navigator window should ook
like this:

BN Navigator

I [rata Objects

The identifiers you see in the navigator correspond to the names that you
gave to the objects. Since you have finished the data input successfully,
you can now analyze the assay.
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7.5 Analysis

In this chapter you will do your first PLA analysis. The analysis settings
areidentical in all objects that you have created. Y ou can start your analy-
sisimmediately.

Before you start the analysis, you should check if your datais correct.

Select the assay you have created in the navigator. To get a plot of your
data use the Info command from the menu. When you select this function,
you should see the measurement values of the preparation and the stan-
dard on a graph. For our example, you should see the following graph on
your screen:

Azsay Overview

i
| ‘-Lﬂh\ & Standard
L el e
. ‘“-, ﬁ\ m Frobe1
w G124 g
c ST U
o R .o w Probe 2
ey h W, e
g R N
- 4534+ \“::: 32:“ T T ¥ Probe 3
R RRE e
‘~:~\‘:§t + Probe 4
- w
294 : : | ¥ 2 Prohes
[IR1] 1.5 an 45 g.0
Dose [-logx) ]
Include the following objects:
v include all
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The purpose of this function is to give you a quick overview over the
quality of your data. For the moment the visual control is sufficient. Please
close the window.

Back in the navigator window, you select the function Calculate from the
menu to start the analysis. You should see the following dialog on the
screen Now:

#% Calculation Control E

— Select your reparts

TMFL s g Graphioa]
lon PL Shart Fepart (including values and regreszion graphics]
llan PL& Shart Repart (including values and nomal graphics)
llan PL& Shart Repart [including values)

llan PL& Complete Statistics Feport

llan PL ' alidation Fieport

— Progress
Mo calculation has been started yet_ .

r— Options
[ print immediatly when calculation finished.

Qalculite I SEvE. | Eirt Breyiet Close |

\
\_ |Pre& the Calculate button to start the analysis. |

The calculation might take a moment. PLA now performs the automatic
detection of the linear interval and analyses the assay afterwards. When
the calculation is finished the print, save and preview buttons will be acti-
vated. Select one or more reports from the upper box in the dialog and
press the preview button to view the report.
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#%| Calculation Control [ <]

H N e o 1CIU

[|11|1 PLA Short Report [including values and regression graphicsz)
llan PL& Shart Repart (including values and nomal graphics)
llan PL& Shart Repart [including values)

llan PL& Complete Statistics Feport

llan PL& ' alidation Flepart

—Progress
The calculation hasz been finished.
Tine needed: 23 secs.

— Options
™ print irmrnediaty when calculation finished.

[Ealzulate I Save ... | Erint | Preview | Cloze |

If you choose the ‘PLA Condensed Report’, you should see the following
results:
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Page 10of 1 09.09.99 09:30:50
Beispiel Nr. 1

Project: Beispiel Nr. 1

Current user: Dr. Matthias Schmitt e

Date/Signature

Test of Test of Test of Relative
Assay Standard Sample Linearity Slope Parallelity Potency
Messung 1

4 Standard
m Probe 1
Q
(2]
=y
3 @ Probe 2
0
©
[an
Vv Probe 3
< Probe 4
204 | | | M A Probe 5
0.0 1.5 3.0 45 6.0
Dose [ -log(x) ]
Standard PASSED PASSED
Probe 1 PASSED PASSED PASSED 0,892
Probe 2 PASSED PASSED PASSED 0,504
Probe 3 PASSED PASSED PASSED 0,633
Probe 4 PASSED PASSED PASSED 2,174
Probe 5 PASSED PASSED PASSED 3,664

Galculated by PLA Version 1.2.00 (PLA is & product of Stegmann Systemberatung, Germany) - wwi.rs—system.de
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PLA 1.2 has successfully analyzed the assay and has found linear and
parald intervals.

Note: PLA offers a plethora of functions and settings that modify the
analysis of paralé line assays. You can change these settings to a very
large extend. However, many of the settings address explicitly the use of
PLA in research and product development. In this field, many of the pa-
rameters must be variable to develop standard procedures for the analysis
of measurements using parallel line assays. Not every paralel line assay
that is accepted by PLA isautomatically valid. The changed settings have
to be evaluated and approved as a part of the development process. Only
those analyses that are performed in the framework of tested parameters
arevalid in astatistical sense.
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8.1 General Information

PLA 1.2 uses the common Windows user interface. If you have already
used common Windows applications, you will be able to find your way
around PLA quickly. All PLA functionalities can be accessed from the
menu. Alternatively you can use the task bar for the most common tasks.

In this chapter, you will find a description of every element of PLA. The
only exception is the user management that has already been introduced in
chapter 4 “System Requirements and Installation”. Generally, you can
operate PLA either with the mouse or with the keyboard. Use the tab key
to move within the dialogs.

Nearly every window offers the following options:

| Parallel Line Assay

Minimize Window
M aximize window
Close window/program

If you have changed anything within the window, you will be asked if the
changes should be saved when you close the window.
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8.2 The Menu

You can access al functions of PLA from the menu bar. Many of these
functions can also be accessed by short cut key combinations or via the
task bar icons. Yet, some of the functions are only accessible from the
menu. All functions available from the menu are listed in the following
sections. A more detailed description is given in the following sections.

8.2.1

File Menu

Short Cut

Navigator
Create Object

Open Object
Definitions

Edit Object
Data

Open Sub-
stance Data-
base

Open Reagent
Database

Close Window

Save Object

Delete Object
Tree

F2

CTRL+N

CTRL+O

CTRL+D

CTRL+F4

CTRL+S

Open a navigator window.
Open acreate dialog.

Open the object definitions dialog of the
selected object.

Open the data editor.

Open the substance database.

Open the reagent database.

Close the active window.

Save the settings for the active object
without closing the dialog.

Delete the selected object including al
lower level objects.
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Short Cut

Apply... CTRL+A
Import
Export
L ogout
Exit ALT+F4

8.2.2 Action Menu

Open the apply function.
Start the import module.
Start the export module.
Log out from PLA.

Terminate the program.

Short Cut

Calculate &

Report CTRLAC
Check CTRL+K
Display

Graphical Info CTRUH

8.2.3 Preferences Menu

Open the calculate dialog.

Quick analysis.

Open agraphical representation of the
assay for visual control.

Short Cut

Customize Menu for the customization of PLA.
Toolbars...
Obtions Open adiaog for application paths and

P the GLP/GMP settings of PLA.
Account Man- Open the account management dial og.
agement
Change your Open adiaog for changing the password
Password '
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Short Cut

Check Dat_a Perform a check of the database consis-
base Consis-

tency.
tency

8.2.4 Help Menu

About Open the about dialog.
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8.3 The Navigator

The central element in PLA is the navigator. This window controls the
access to all objects. It includes a hierarchical list of the different object
types. To learn more about the hierarchical organization of PLA refer to
chapter 6.2.

BN Navigator M=l E3

IData Elbiects j

l = BE|sp|eINr 2 -
#- I Biotest Pharma GrbH Drop down list that

Factar Il changes between the data

+] [Py

7B Movartis Phama and the schemes' view
704 Repart Testing
+] [Py
+ [Py

System W alidation
W alidieggnazbeispiele

- £ - - -

Display of the object
hierarchy

Check this box to include
finished project in the
data display

Explanation of the object

include finished items. / symbols

B Project % Standard % Contral
assay & Preparation —0bject opened

The list displays al objects within the database. The first level contains
the project. Click on the + symbol on the left side of the project to access
the assay level below the projects. You can access the samples and con-
trols from the assay level in the same way.

With the help of the drop down box in the upper part of the navigator, you
can switch between the view of the data objects and a view of the defined
schemes. Schemes are templates for the generation of new data objects.
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Furthermore, they are important for working under GMP/GLP conditions.
Please refer to chapter 9.1 for a more detailed description of schemes.

8.3.1 Opening Objects

To open the object definition dialog select the object in the navigator by
either clicking on it or highlighting it with the cursor keys.

E‘ LEVTELLT =] B3
IData Objects j
=0 Beispiel Mr. 1 =

|_:_||:| Messung 1
%, Standard

3

- Probe2

M1 Messung 2
#-] Messung 3
F-] Messung 4
#-[] Messung 5
#-] Messung &
F-] Messung 7
#-] Messung 8
#-] Messung 9 =

#-E Beispiel Mr. 2

- Biotest Pharma GmbH

#-E® Factor il

- Movartis Pharma LI
[ include finished items.

& Project % Standard % Contral
[JAssay & Preparation «—j0bject opened

Y ou can open the object in four different ways:

1. Choose File|Open|Object Definitions from the menu.
2. Select Definitions from the task bar.

3. PressCTRL+O.

4. Double click on the object.
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8.3.2 Deleting Objects
Click once on the object you want to delete.

ATTENTION: All lower level objects will be deleted as well. The deletion
cannot be undone!

Once the object is selected, either press the DEL key or choose File|Delete
Object Treefrom the menu. Y ou will be asked to affirm the deletion.

[Q0038] Please confirm the deletion request:
@ “ou are about to DELETE the following project and all of itz dezcendants from the databaze:
Beispiel Mr. 1
You cannot undo this action!

Are you really sure’?

Hein | Abbrechen |

Press the Y es button to execute the deletion. A second dialog will appear
to ask you again. If you press the Yes button again, the object and all
subordinate objects will be deleted.

[@0040] 2nd Confirmation E
® If you select YES the project 'Beizpiel Mr. 1" will be deleted from the databazel

Are you really sure?

8.3.3 Showing Finished Items

If the checkbox include finished items is deactivated the navigator will
only show active objects.
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8.4 Creating Objects

To create a new object select the parent object from the navigator list first.
E. g. if you want to create another sample in the assay Messung 1 in the
project Beispiel 1, select the assay and choose New from the task bar.
Alternatively, you can select Create Object... from the menu or press
CTRL+N. The following dialog will appear on the screen.

Create object
Cancel dialog

Choose type of object

Create object

— Select object type to create: \

1 - B Mew Project A

fis] 1 v Preparation as member of
" Mew Control a5 member of azzay 'Messung 1

] Mew Aszay as member of project ‘Beispiel Mr. 1°

Cancel |

— Input Code and Title:

2.1 N

—Select a creatis\sché\n\e:

thiz zelection wilNoe ignsged,

3. I%[none] j
Hint: if there iz 3 actN\e mandatory [global or parent) scheme,

Object title

Code of object (short title)

Scheme for object creation
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Y ou can enter the essential properties of the new object in this dialog.

First, you can select the object type you want to create. Depending on the
parent of the object some options might not be available. If you have not
chosen any object from the navigator hierarchy, only projects can be gen-
erated. If you have chosen a project as parent, only assays can be created.
If the selected parent is an assay, hew preparations, standards and control
can be generated.

New Object M andatory Parent Selection

Project Any
Assay Project
Preparation/Standard/Control Assay

Second, you can enter a short title (code) for your new object. This name
will be copied to the full name (title) but you can change this name after-
wards. The input for the code and the title of the new object is mandatory.

Third, you can give the name of atemplate that is used for the creation of
the object (creation scheme). Defining a scheme is a comfortable and
efficient way to define default settings for the properties of you newly
generated object. If you do not select a scheme, the settings of the parent
will be copied to the new object. For the case that you have already cre-
ated schemes, you can pick one of them from the drop down box. Please
refer to chapter 9.1 if you want to know more about schemes.
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When you are finished with your input, press the Create button to gener-
ate the object. If the operation is successful, you will see the following

affirmative dialog.

[10033] Dbject created.

@ The abject [Probe B) was created successfully.
The inihial settings are based on object 'Messung 1°.

Press the OK button to open the object setting dialog.

If you press the Cancel button instead of the Create button the dialog will
be closed immediately without generating a new object.

103
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8.5 The Object Dialog

Every object in PLA except controls has a full set of properties. These
have already been introduced in chapter 6.4. You can edit the settings in
the object dialog. The dialog contains seven different tabs structuring the
information on the object.

If you change any of these settings, the program will ask you to save the
changes upon closing the dialog.

In the following sections, every object setting is described in detail. To
bring a particular dialog page to the front simply click on the respective
tab with the mouse.

8.5.1 General Settings

The first dialog page contains the general settings for the object. You can
change the object’s code (short title) and title here. Furthermore, objects
can be declared finished. Checking this box has the effect that the object
and all its descendants will not be displayed in the navigator. To display
finished objects in the navigator you have to check the box include fin-
ished items there.

The date of measurement will aways be set to the creation date of the
object in PLA but you can change the date on this dialog page. The format
of the time stamp input is

dd.mm.yy hh.mm.ss

with dd for day, mm for the month and yy for the year in the date input
and with hh for the hour, mm for the minute and ss for the second in the
time input. E. g.

—Date of Meazsurement —

03,1296 20:05:53

will set the time stamp to December 3, five minutes past 8 am..
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Preparations and standards (on the lowest object hierarchy) can be con-
verted into each other. By changing the setting in the switch object type
group box, you can change a standard into a preparation and vice versa. In
thisway, it is possible to compare different standards against each other.

Code of the object (short title)
Title (full name of the object)

M easured substance name
Select substance from data base

Batch number from which the sub-
stance was taken

Assa}l: Ewrop. Pharmacop. 1993

General |

egntsl Definitionsl Analysi&l Fange Seleu:tiu:unl Annotatip $| GLR

Code:  |my p\Pharmacop. 1993

Title:

Eur* harmacopeia 1933, ¥II. 13, Beispie |3.2_8.1/ /

— Measured Substance:

]

Batch identification of the substance:

|[nu:une]

/
/ Select sub¥ance. .. |

—Status Date of Meazsurement Srtehbeciinpe=—

Iy finished. ) Fie i
T [aratiary
deispla}l In navigatar] I 1 8'08'9;1 5:14:85 Standard
/ /

= Hi$tnry\

Object type (change to convert)

Time stamp of measurement

Declare object finished

tor/generator)

Object history (last modifica-
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8.5.1.1 The Substance Database

Substances often have long and complicated names. PLA offers a sub-
stance database to facilitate the substance input for you. In this database,
the program keeps a list of all substances that have been measured al-
ready. Y ou only need to enter a substance name only once. After that, you
can always pick the substance from database list.

Pressing the Select Substance button will open the substance dialog. Y ou
can now either pick a substance name from the list or add a new substance
to the database. Y ou cannot enter the substance name directly.

#%| Select a substance for meassurement: [ x|

F0ne

403

Code: A0 1 4 / / /

M ame: At D, 1glG 1

Caticel

Input the substance code (short name) J /

Input field for the substance title

Add a substance to the database

Edit a substance

Delete a substance from the database
Cancel the dialog

Apply changes and close dialog
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In analogy to preparations and standards, PLA uses a substance code and
a substance name. For the analysis you can use the code to corresponding
to the labels, e. g. identification numbers, you normally use in your labora-
tory while using the correct name for the printed output.

Choose a code from the list and press the Select button to pick a substance
fromthelist. You will also get back to the object settings.

Click on the New button to add a new substance to the database. Enter the
substance code and name in the appropriate input fields. Press the Save
button to apply the changes to the database. The substance is now dis-
played in the pick list.

If you do not supply a code and a name of the substance, a warning mes-
sage will appear.

[EO190] Mizzing Information

e Fleaze input the code and the name far the new entry.

Choose the code from the list and press the Edit button to change a sub-
stance name.
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#%| Select a substance for meassurement: E

ke i |2 |
a0 Edit |
a0 3
Elete |
Code; |}4?11
M ame: Echt Kaolnizch ‘Wasser
Cancel |

You can change the input fields code and name now. To apply the
changes to the database press the Save button.

To delete an entry from the list select the substance code with the mouse
and press the Delete button. If the substance is used in any object, you
will see the following error message and the procedure will terminate
without any changes to the database.

[ED192] Request Denied!

e Sormy the entry is in use. You cannot delete entries while they are in use by other objects.

Generally, you can only delete substances that are not in use by any ob-
ject. However, this only appliesto objects that have already been saved.
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8.5.2 Reagents

The second page of the object dialog serves only informative purposes.
Y ou can specify the reagents that you have used for the preparation of the
samples, standards and controls on this page. The information on the re-
agents you can specify is the name, the batch number and the concentra-
tion. Again, you can give a code and a name for the reagent. Y ou can add
as many reagents asyou like.

Aszay: Europ. Pharmacop. 1993 |_ O] x|

General Reagents |Definiti0ns| .i‘n.nalysisl Range Selectionl .-’-‘n.nnotatinnsl GLF'l

Fieagent | Batch I Caoncentration |

Double-Click or Enter o Edit

\
\ \_ Edit areagent entry
Delete a reagent

Add areagent

Y ou cannot edit the list directly. Instead, you have to use the three buttons
under the list field. Press the Add... button to add a reagent to the list.
Press the Edit button to edit an entry. Both functions will open the reagent
database. With the Delete button, you can delete entries from the list.
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Reagent selection and definition |

Select a reagent:
| <—— | Entry field for code |
Anbi-lgG 1
Ethanal - -
<4+— | Pick list for reagents |
Batch:
| <« | Batch number |
Concentration
E -« | Concentration |
Ok Canggl Dele Edit descrption
w] g |t o)

Edit reagent entry
Delete reagent
Cancel dialog
Apply changes and
close dialog

You can add, delete and edit reagents in this dialog,. In principle, the
name, batch number and concentration characterize every reagent. The
concentration input accepts only numerical values. The dimension of the
concentration should be given with the description of the reagent.
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Description for the selected reagent:

Flease enter a code:

IWasserstoffperoxid

Flease enter a description:
I[untitled]

Mate: the description is displayed in reports instead of the
short one shown in the uger interface of the program.

After you have supplied all the necessary information, the reagent defini-
tion is saved in the reagent database. The reagent will be available the
next time the database is opened.

If you want to edit an existing reagent, select the entry from the list and
press the Edit Description button. The reagent description dialog appears
and you can change the code as well as the name of the reagent.

To delete a reagent from the list select the reagent code and press the
Delete button. The following dialog appears and you will be asked to
confirm the deletion.

[Q0170] Please Confirm Deletion [ x]

Y'ou have selected to delete Reagent [Anti-lgG 1] from the database. [The deletion will be rejected if the reagent iz used
by any object]. Are you sure?

Mein | Abbrechen |

If no other object uses the reagent, it will be deleted from the list. Other-
wise, the deletion process will be terminated.
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8.5.3 Definition Settings

The third page of the object definitions contains the fundamental settings
for the data. The dilution steps and the number of readings must be given
here.

Concentration standard
Concentration units
Predilution standard
Predilution preparation
Number of measurements
Number of data series
Predilution factor

Dose input

Assa}l: Europ. Pharmacop. 1993

General | Fieagent

— Concentrations and Predilutions
LConcentration of the undiluted standard™ Nsﬂiﬁ

“in units:

Predilution factar of the standard:

Predilution factar of the preparation

— Dilution series

Humber of dilution steps in a data seres:

Mumber of data zeries:

Additional predilution factor far the first step: 11

KI/EN

Dilution scale: N i 2 series
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The first three input fields are related to the settings for the standard. The
input of the concentration of the undiluted standard is optional. The di-
mension of the standard concentration should be given in the units field.
The input of the predilution of the standard is mandatory. The predilution
isgivenasaratio 1:X. If your predilution is 1:100, enter 100 in this field.

The predilution of the preparation is given in the same way. The input for
thisfield is compulsory, too.

In the following input fields the number of dilution steps and the number
of data series must be given. E.g. if your measurement has four dilution
steps and has been repeated three times, enter 4 as the number of dilution
steps and 3 as the number of data series.

In addition to the given predilution, you can enter an additional predilu-
tion factor for the first step because many measurement procedures con-
tain an extra dilution step by bringing the preparation into a medium for
the measurement. Y ou can only enter integer ratios from 1:1 to 1:10 here.

The last entry concern with the input of the dose values. The default set-
tingis‘lin 2 series. If you want to enter other dose values, you have to
select direct dose input. With this setting you can enter the dose values
directly in the data editor.

ATTENTION: If you change the dilution scale from direct dose input to ‘1
in 2" seriesyou loose the aready entered dose values.
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8.5.4 Analysis properties

The settings on the fourth page of the object dialogs refer exclusively to
the analysis definitions. These settings are divided into three sections:

Dixon p-value
Slope hypothesis
Linearity hypothesis
Parallelity hypothesis
Confidenceinterval

EP 1997 accordance
Dixon test activation
Regression model

Inverse response-effect
relation

W&rﬂal}lm accpélmg ko Eurnpf‘hé(m\ee\ahc}@la 9%

|?/F'erh:|rm

on best for datg/outliers) [
Hegressm tdodel:
IIm.:"Iug Beverse Res

zemies.]

-k ffect Comelation.

— Probabilitie:s:

Digor test - contamination [alphal:

Significance of the slope [%):

Significanice of deviations fram linearity [%];
Significance of deviations from parallelity [%]: |y

Fiducial limit of patency estimation® [%]:

Walues marked * are uzed only by objects whoze paty

(=i ne) e i )
relection) Gritensn

rEfechiot Citenan

wwill be calculated.

—ECH0 Calculation

/[ ]

tethod:

ﬁ/ﬂ,[late A0% Responze by:

Do mot calculate

AN

JWL ¢ cbiocl, =

I/I

Slopeisrejection criterion

Linearity isrejection criterion

Paralldlity is rejection crite-
rion

Object for the ECsp
response

Method for the calcu-
lation of the ECsy
response

/ C

114

© 2000 Stegmann Systemberatung — www.rs-system.de




Reference

The general section allows you to set all the analysis properties according
to the European Pharmacopoeia 1997. If you check this option, the whole
dialog page will be will be deactivated. The option facilitates the control
of objects. The second option in the general analysis box is the activation
of the Dixon test, which performs a check for statistical outliers. Please
refer to chapter 10.1.2 for further information on the Dixon test.

PLA can do the analysis of parallel-line assays with two different regres-
sion models. Y ou can choose between a simple logarithmic (lin/log) and a
double logarithmic analysis (log/log). The simple logarithmic option, in
which only the dose inputs are treated logarithmically, is the default. In
the double logarithmic version the dose inputs as well as the responses are
transformed. The logarithm is always calculated to a base of 2. Note:
Never use different regression models within the same assay.

Another feature of the general analysis settings is the ability of PLA to
calculate reverse response-effect correlation. Check this feature if an
inverse dose-response relation exists in your assay. This option is neces-
sary for the measurement of e.g. inhibition assays where the increase of
the dose leads to a decrease of the reading. The relative potency of these
assays would be the inverse of the potency for ‘normal’ assays. PLA will
give theright value for thiskind of assaysif you check this option.

The second section of this dialog page relates to the statistical analysis of
the assays. You can set the necessary statistical parameters and the rejec-
tion criteriafor the assay here.

In the input field Dixon-test contamination (alpha) the confidence level of
the Dixon test can be given. You can enter values from 0.005 to 0.3 here.
The input has no effect, if you have deactivated the function Perform
Dixon test for data outliers.
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The following three fields, significance of the slope, significance of devia-
tions from linearity and significance of deviations from parallelity, refer
to give the probabilities for the F-value for achieving the respective hy-
pothesis for the slope, linearity and parallelity. Y ou can enter values from
90% to 99.99% here.

If you want to reject the calculation of assays that do not fulfill the hy-
pothesis, mark the rejection criterion check box. In the case the option is
activated, the calculation of the assay will immediately stop after failing
the test. If you checked the field Analysis according to Europ. Pharmaco-
poeia 1997, all three hypotheses would be rejection criteria.

The value for the Fiducial limit of potency estimation determines the
confidence interval for the calculation of the relative potency according to
Fieller's Theorem. Y ou choose from 90%, 95%, 99% and 99.9% here.

The last section on this page covers the calculation of the EC50. The
EC50 is the effective concentration of a test substance at 50% response.
The calculation of this value is done with the equation for a regression
line (y = mx + b). Two variables must be known for the calculation of the
EC50: the slope and the 50% response. Y ou can choose one of the follow-
ing options:

Do not calculate The ECs, will not be calculated.

Linear regression of the The ECs, is caculated from the linear re-
standard gression of the standard.

Common regression of  The ECs, value will be calculated from the

the assay linear regression of the whole assay. For the
calculation, the common dlope of the stan-
dard and the preparations will be used. This
slope is also used for the calculation of the
relative potency.
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In the input field calculate 50% response b, you can specify from which
object the 50% response will be calculated. Essentially, the 50% response
is the difference between the maximum and the minimum reading divided
by 2. The following objects can be chosen:

This object The 50% response will be calculated from
the respective object.

Standard Calculates the 50% response of the standard.

Control Calculates the 50% response from a positive
and negative control.

All objects Calculates the 50% response from al ob-
jects.

117
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8.5.5 Linear Selection

The fifth page of the object definition dialog contains the settings for the
selection of the linear and parallel range of the measurements.

End of linear range
Linear range start
Selection method

Assa}l: Europ. Pharmacop. 1993

Generall Heagent&l Definitionsl Analyzik

—Linear Range

|

\

IAutomatic Detection [individual range]‘

[

L

el =i S 2 = o

Fived Range:

=l

Allocation Strategy:

—Automatic Selection Options [uzed by automatic detection methods)

Allocation regiomn;

Best Rang

Minimal # of points

Incluzion of B0% redponze:

[
|3 vI
Calcifate the 5

I EVd

maximal ajfocation range.

i iesponze Py uzing the

Iignole. \

[

v/

\\\\ \\\\
N

Use maximum number of

First point of allocati
range

\Y)
7

Calculate 50% response
of the following object

Minimum number of

points for alocation range points
Last point of allocation Allocation strategy
range Include 50% response
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On the top of the page you can pick the selection method you would like
to use from the list. You can choose from four different methods: three
automatic approaches and one manual scheme. By selecting an automatic
mechanism, al input fields for the manua method will be grayed out and

vice versa

Fixed range

Automatic detection
(individual range)

Automatic detection
(common range for stan-
dard/ individual for
preparations)

Automatic detection
(common range for stan-
dard/ identical for
preparations)

Manual method.

You must give a linear interval from which
the relative potency will be calculated.

Automatic method.

The linear range of preparations and stan-
dards will be determined individually for
every combination.

Automatic method.

The linear range of the standard will be de-
termined once, while the linear interval of
the preparations will be calculated individu-
aly.

Automatic method.
The linear range of the standard will be de-

termined once. The same interval is used for
the preparations.

Please consult chapter 10.2 for further information on the selection meth-

ods.

If you choose the manual selection method, you gain access to the manual
selection options where you can set the linear range.
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If you choose the automatic method instead, you can modify the automatic
selection options. You can set severa criteria for finding a linear interval
here.

First, you should select an alocation strategy from one of the available
options.

Best Range Does a best fit of the linear and parallel
range where all hypotheses a fulfilled.

Maximum Range Looks for the largest number of points for
which the hypotheses are fulfilled.

Exact Range Finds the best linear interval with exactly the
number of points given.

By giving the minimum number of points, you can specify the minimum
interval of the linear range. Note: The bigger the given value the faster is
the automatic method. For normal analyses, you should leave the value on
the default of three. If you have selected the exact range allocation strat-
egy, thisinput defines the exact number of point for the linear range.

With the settings for the allocation region you can limit the search for a
linear range to a particular interval. Set the allocation region by deactivat-
ing the field maximum allocation region and giving the interval manually.

Another option for automatic methods is the possibility to include the
50% response in the linear region. You can again choose from three op-
tions.

ignore The 50% response is ignored for the selec-
tion of the linear range.
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includeif possible

inclusion is mandatory

The program tries to include the 50% re-
sponse if possible. However, if the range
containing the 50% response is not valid, the
50% isignored.

The 50% response must be included in the
linear range even if no valid linear range is
found and the assay is rejected.

The same four options as for the calculation of the EC50 are available for
the calculation of the 50% response, namely this object, standard, control

and all objects.

Thisobject

Standard

Control

All abjects

The 50% response will be calculated from
the respective object.

Calculate the 50% response of the standard.

Calculate the 50% response from a positive
and negative control.

Calculate the 50% response from all objects.
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8.5.6 Annotations

The sixth page of the object settings alows you to add text to the com-
ment or evaluate the object.

Azzay: Ewrop. Pharmacop. 1993 M=l E

Generall Heagentsl Definitionsl .-’-‘malysisl Range Selection  Annotations |GLF'|
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8.5.7 GLP/GMP Settings

The last page of the object settings allows you to define the protection
level of the respective object. Since the GLP/GMP settings are described
later, please refer to chapter 9.2 for further information.

K] Azzap: Messung 1 =] E3
Generall Heagent$| Definitinnsl .-’-'malysisl Fange Selectinnl Annotations  GLP |

Object uzes the following scheme (it will be used on creation of child objects):

I[nune] j

—GLP/SOP Protection Level Settings

7| Enable GLP/S0P protection: [Mandaton)
[~ Enable GLP/SOP protection. [User Level)

— Protection Level: [Pleaze choose the protected elements]

[ substance information protected.
[™ reagent information protected.

[ object definitions protected.

[ analysis settings protected.

™ range selection settings protected.
[™ direct dose values protected,

[ data values not editable.
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8.6 The Data Editor

The PLA data editor is used for the data input. You can enter measure-
ments as well as dose values here if you have selected direct dose input.
While the input of the measurementsis only possible at the lowest level of
the abject hierarchy, you can enter dose values on all hierarchy levels. If
you have selected a 1:2 dilution series (1 in 2 series) as the dilution scale
the dose values will aready be filled in when you open the data editor.

Dose

# of series
Datainput field

/ /_ Status of the measurement

/* Preparaticn: Probe 2 O} I
Caoncentration Series M° 1 | Series W2 |
1:1 567 ,DDng 672,00000 W
1:2 623,00000 W 617,00000 W
1:4 57200000 W 562,00000 W
1:8 513,00000 ¥ 506,00000 M
1:16 45400000 ¥ 447 N0000 M
1:32 390,00000 ¥ 383,00000 ¥
1:64 339,00000 ¥ 34500000 ¥
el | »)
Toggle status indiﬁior ||7Qatus indicator. Un-check the indicator at the right side af the value for exclusion.

Graphical explanation

Change the status of the
focussed measurement
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You can open the data input window by pressing CTRL+D, by selection
Edit Data from the PLA task bar or by choosing File|Open|Edit Object
Data from the menu. The dimension of the input for the number of dilu-
tion steps and the number of data seriesis given in the object dialog.

The data is entered in the input field of the respective dilution step. When
you leave the input field, the check box for the measurement status will be
activated. By checking or unchecking this option you control if the step is
used for the analysis. E. g. if you discovered a technical outlier in your
measurement data you can exclude this value from the analysis by un-
checking the box right of the input field. You can change the status of the
box by pressing the Toggle statusindicator button.

Hint: You can use the TAB and RETURN key to move between the input
fields.

Close the input dialog or return to the object dialog to save your data.
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8.7 The Check Function

Y ou can start the check function from the PLA task bar or from the menu.
It can only be applied to standards and preparations. The purpose of the
function is to give you a quick overview on a single object. The check
function performs atest of the respective object against itself.

#=| Preliminary check of Probe 2 vs. Standard [ x|
719.0
4 Standard
o 57734
=
(m]
o
o
a1}
O 43571
= n m Frobe 2
2840 } } } . ]
0o 1.4 3.0 4.5 6.0
Dose [-logix) ]
— Hypothesiz Testing: Patency Estimation:
Preparation Standard
Test of Linearity PasSSED PaSSED Estim. Potency: 0.504
Test of Slope PASSED PASSED Fiducial Limnits: 0478 - | 0532
Test of Paralleity | PASSED Hint: These rezultz are preliminan.
|Jze 'Calculate’ for final resultz [and printing].

When you call the check function the calculation starts immediately. After
it isfinished, you should see the above overview screen of the results. The
results shown are always with regard to the chosen confidence interval for
the relative potency, the dope, linearity and parallelity hypothesis. The
graph of the mean valuesis shown as a solid line.

Press the Close button to return to the main window.

Note: If you have selected an automatic method for the detection of the
linear range the results can be different from those of the calculate func-
tion! The check function always tests one preparation against one standard
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while the calculate function might test several preparations against a stan-
dard. For the latter situation, you might obtain a different linear range that
is optimized with regard to al preparations. You should only use the
check function to test if you input data is reasonable. Y ou should aways
use the calculate function for the complete analysis.
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8.8 The Calculate Function

The calculate dialog's purpose is the control of the analysis. Select an
assay from the navigator window and choose Calculate from the task bar.
The following dialog will appear on the screen.

Selection of output reports

Print resultsimmediately after
calculation

Status of the calculation

#%| Calculation Control

— Select your feports

llan PL& W alidation F eporl

—Progress
Mo ca%tmyés been started pet...

— Optighs
I ‘ print irmediathy when calculation finished.

Lalculate KI ﬁavk.. | ﬁlint | S Erese | )C_Iose |
AN \

|CI ose the dialog ){Sﬂ ew oftthe reports
int reports

Save reports

Start calculation

If you have selected an automatic method for the detection of linear
ranges, it is significant from which object you start the calculation. In the
case you have chosen the setting Automatic detection. Common range for
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the standard and you start the calculation from a preparation object in an
assay that contains several preparations, the linear range might differ from
the one that the program would have found, if you had started the calcula-
tion from the assay level. Nevertheless, the results are nevertheless correct
and valid. They may not be the best possible, however. In the above case,
PLA will show the following warning.

00071 Informational Warning

& The results of the calculation may be different from the 'true’ results if you start the calculation
on the preparation-level and have choogzen ‘automatic detection [common range]' for the
standard! To obtain the true' results start the calculation on the assap-level.

The following table correlates the type of calculation performed to the
object from which the calculation is started.

Start calculation from Calculation of

Project all assaysin the project

Assay the whole assay

Standard the whole assay

Preparation the selected preparation in comparison to
the standard

Calculate is a two-step function. First the calculation is performed. The
time that is required depends on the selected method, the performance of
your computer and the complexity of your assay. Before the calculation
has finished the Save, Print and Preview buttons are deactivated. When
the calculation is finished, these functions will become available while the
Calculate button will be grayed out.
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If you have activated the print immediately when calculation finished
function, your report will be printed automatically after the completion of
the analysis. Otherwise, you can check the report on-screen by pressing
the Preview button and send the output to your standard printer with the
Print button afterwards.

Furthermore, you can archive your reports on hard disk by pressing the
Save... button and use the typical file dialog shown to save your results to
arichtext format (RTF) file.

Speichern in:l 3 Report j gl

B gl ot T alidate RTF
] $4plaz it

] $3plad nf

@ $3plab. tf

@ Complete alidation Report RTF

] Plal.itt

D ateiname; || Speichern I
[ ateityp: IHich Text Format [*RTF] j Abbrechen |
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8.9 The Info Function

This dialog shows you a graphical representation of your assay. You can
use the info function to gain an overview on the measurements and control
them visually.

Aszszay Dverview

EER
| "—hl\ & Standard
L Tl O
E ‘“n i ® Probe 1
o B2 . R
= LR . A,
o Sl T W T » Frohe 2
e .- LR
g B RS
o 4531 \I:: i 4. TR ¥ Probe 3
h:IQ:tx .
H:qfi:he + Probe 4
N
294 | | : ¥ & Probes
0.0 1.8 3.0 4.4 6.0
Doke [-logd) ]
Include the following objects:

Graphical representation
Selection of displayed objects
Show all objects

Close dialog

From the pick list Include the following objects, you can select one or
more objects to be displayed. If you want to select more than one object,
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keep the CTRL-key pressed during the selection. If you would like to see
all objectsthat are displayed, activate theinclude all field.

Hint for the graphical representation: Linear regions of the mean value's
graph are displayed as solid lines. Non-linear regions are shown as dashed
lines.
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8.10 The Apply Function

Eventually, you will be in a situation where you want to copy information
from higher level to lower level objects. For this purpose, PLA offers you
the apply function. You can call this function from the menu by choosing
File]Apply... or by pressing CTRL+A.

You should be very careful with the apply function because the settings
will be copied without any check of the information’s validity. E. g. if you
copied the assay definitions, the apply function would copy, among other
things, the number of dilution steps and the number of data series. A very
common way of using this function is the actualization of changed analy-
sisand linear selection method settings.

The apply function needs two inputs:
1. Which information isto be copied?
2. Where should the information be copied?

Enter the selection of the information, which isto be copied in the input
field Apply what? Y ou can select six different groups of information that
can be copied:

. Substance information
(refer to chapter 8.5.1.1 “ The Substance Database” )

. Reagent information
(refer to chapter 8.5.2 “ Reagents’ )

° Definitions information
(refer to chapter 8.5.3 “ Definition Settings’ ).
Please be very careful with this option!

. Anaysisinformation
(refer to chapter 8.5.4 “ Analysis properties’)

° Linear selection information
(refer to chapter 8.5.5 “ Linear Selection”).
Most common application of this function.

. GMP/GLP definitions
(refer to chapter 1 “
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. GMP/GLP Settingsin PLA”)

Copy the substance information
Copy the reagent information

Copy the assay definitions

Copy the analysis definitions

Copy the linear selection definitions
Copy the GLP/GMP definitions

% Apply Settings of Projact 'Beizpiel Nr. 1° to its childs

lwfedgent information.
lwAzzay definitions [(Mumber of series, steps, concentration, doses etc.],
pgly analyziz definitions [Statistical parameters, regression model ete.],

pply linear gelection definitions [Detection bype, strategy, linear ranges etc.)

apply GLP/SOP zettings.

Select Destination Objects: —

Agzay
Standard,
Freparationz.
ApD_ | Closg_ Controls.
/[//
Copy to assays Close didog
Copy to standards -
- Apply settings

Copy to preparations
Copy to controls

After you have chosen what information is to be copied, you have to de-
fine the destination of the copy command. Enter your destination in the
input field Select Destination Objects. In principle, the Apply function
does only copy the information to lower level objects.
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If you called the apply function from the project level the default setting is
to copy the information only to assay level and not beyond. Since PLA
uses only information from the lowest object level, this option prevents
the assay from being damaged. If you want to pass down the information
through the hierarchy tree, activate the Standard, Preparation or Controls
check box.

For the case you invoked the function on the assay level, you can steer the
copying process by selecting the target objects in the box Select Destina-
tion Objects.

= Apply Settings of Assay 'Messung 1' to itz childs

You are about to apply the selected settingz of the current ohiject to its dezcendents.

WARMING! YYou are able to destroy zome definitions and set the child
objects to an unuszable statel

— Apply what?
™ apply subject information anly.

[ apply reagent informatian,

I apply azzay definitions [Number of series, steps, concentration, doses ete. ).
™ apply analysiz definitions [Statistical parameters, regression madel et ).

W apply linear selection definitions (D etection type, strategy, linear ranges ste.]

[ apply GLPASOP settings.

Select Destination Objects: —
I= | Szzay
v Standard.
W Preparations.
Applhy! Close W Contrals.

As a default, all three object types are selected. To start the copying proc-
ess presses the Apply button. To cancel the process presses the Close
button.
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8.11 Data Export

In this version, PLA offers you two new, very helpful functions: the im-
port and export of data. With these functions you can easily exchange data
between PLA and other applications. The export function is useful for
backup purposes because it allows you to export the complete PLA data-
base as well as single objects. Select Export from the task bar to activate
the export wizard.

PLA Export Wizzard

PLA Export Wizzard — Chooze the type of operation:
Choosze type of operation
Select output filename &+ Export the selected object (including defiritions & values)
Specify detailed settings Mote: GLP Informations will be lost by exporting the object.
Check your selections ¢ Complete Database Backup

Export in progress

Pleaze select wether to export a single
object tree or the complete database

< Preyiios | Hest > |

The PLA export wizard will guide you through the data export step-by-
step. The blue square on the left always shows you the actual step of the
process.

The first thing that you have to decide is if you want to export the whole
database (Complete Database Backup) or a single object from the data-
base (Export the Selected Object). To export a single object you have to
select that object in the navigator before you call the export function.
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After you have decided which type of export you want to do, press the
Next button to get to the next page of the wizard. In the second step, you
select the output format, the file name and the directory to which the data
will be saved.

PLA Export Wizzard

PLA Export Wizzard Select vour output format:

Choose type of operation
Select output filename
S pecify detailed settings
Check your selections

Export in progress

— Select output file/directorny
Diractary: I Select |
Filename: I
Please input or select the output file
narme and format.
Cancel | < Previuoz |

Select the output format from the list. Normally, the only option available
isthe PNF format. Press Select to choose file name and directory.

Select output file: |

Speicherm in:l {23 Export j gl

] 043010, prf Sichemung 14.7. PHF Testsatz 15.PMF
(%] Beispiel Mr. 1.PNF Sicherung 21.5. PHF Testsatz 17.FMF
[%] ec99061.PHF Sicherung 30.9. PHF Testsatz 18.PMF
[%] ef PNF System Validation PNF Testsatz 38.PNF
[] ef390.PMF Systemvalidierung PMF Testsatz 39.PMF
(] Factar VIILPMF Testsatz 14.PMF Testsatz 40.PMF
4| | i
D ateiname: ITest Speichern I
[ ateityp: IF'LA M ative Format [*.PMF] j Abbrechen |

In the file dialog, switch to the directory in which you want to save the
data. Enter afile name in the input field and press the Save button to take
over the changes to the export wizard. Back in the export wizard, pressthe
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Next button to get to step three of the export process (Specify detailed
Settings).

PLA Export Wizzard

PLA Export Wizzard — Object(s] to export
Choose type of operation IBEiSpiE| Nr.1 j
Select output flename W include child objects
Specify detailed settings W inchude finished objects

Check your zelections

— Output option:

Export in progress
¥ include data values

W inchude azzay definition data
W inchude subject infarmation

¥ include reagent information

W include annotations

Please chooze the elements that will be ™ inchude admiristrative infarmation
exported.

Cancel | < Previuos |

In the upper part of the dialog, you can again choose the object that is to
be exported. On this page, you have two choices. Either you keep the
object that you have marked in the navigator or you can choose all ob-
jects, which essentially does the same as a complete database backup but
does not export any user information. In the check boxes below the drop-
down field you can choose if you want to export the lower hierarchy levels
aswell and if you want to include finished objects.

On the lower part of the page, you can define which data of the object
shall be exported. The meaning of the check boxes is the same as with
those of the apply function. E. g. if you only want to export the measure-
ments of the object, uncheck all other fields.

Again, press the Next button to get to the next page of the export wizard.
There you will see a summary of all the settings you have selected so you
can check them before you export your data.
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PLA Export Wizzard

PLA Export Wizzard

Choose type of operation
Select output filename

Specify detailed settings

Summary of operation:

E=port Type: Standard Export

Focus: Beispiel Mr. 1
[incl. child & finizhed objectz)

-]

Check your selections Options:

- Definitions

- Data Values

- Subject Infarmation
- Reagent Information
- &ynnotations

Export in progress

E=port format: PLA Mative Format [* PMF]

Filenarme: Test PMF
. Directary: D:APLA 1.25E=port!
Pleaze check your zettings to ensure J
the carect process definitian.
Cancel | < Previuos |

If all the settings are correct, start the data export by pressing the Finish
button.

PLA Export Wizzard

PLA Export Wizzard

Export in progress - please stay patient
Choose type of operation

Select output filename il
Specify detailed settings

Exporting the selected objects ...

Check your selections Exporting ohject 15 of 783 (Frobe 1]

Export in progress

Please wait ...

I | |

The blue progress bar shows you how far the export process has suc-
ceeded. After the export has been successfully finished, press the Close
button to leave the export wizard.
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8.12 Data Import

The import interface is a new function in PLA 1.2 with which you can
migrate external data from various sources into the program.

On the one hand, PLA can import PNF files that have been exported from
PLA. Users can exchange data from different PLA installations in this
way.

On the other hand, PLA can read virtually data from any measurement
system that is able to write files. You will need import modules, which
you can purchase from the Stegmann Systemberatung, for the import of
third-party data formats. The standard installation contains an import
module for 96 well platesin CSV (comma separated values) format.

Depending on the type of the object, import as PNF file or by an external
import module, that is imported into PLA the steps in the PLA Import
Wizard are different. We will introduce you to the procedures in the next
chapters.
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8.12.1 Importing PNF Files
In this section the import of an existing PNF file is described. First select
PLA Native Format in the upper part of the first page of the dialog.

PLA Import Wizzard
PLA Import Wizzard

i Select Input File

1. What type of file do you want to import?

96-w/ell Plate [CS - 96)

PLA Mative Format [=.PNF) [ PNF]
Softmax Pro 2.4.1 [*tat]

ictar2 [* tut]

2. Select the import file:

Select File | |

—Analysation results:

=
Flease select the file you want to import.
Press 'Select File' to choose the impart file
I
< Breviaus | IERES |

Second, choose the directory and the name of the file you want to import
into PLA. By pressing the Select File button a standard file dialog is
opened where you can choose the file to import.
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Soloctinpt Pl [PLA Nativo Fomat C.PNF) ——— WAEA)
Suchen in: Ialmpurt j gl

%] EcH30R1 . prf
[%] ec99065.PHF
[%] Ec39071. prf

Offren I
[ ateityp: IF'LA Mative Format [ PMF] j Abbrechen |

Select the input file that contains the data you would like to import into
PLA and press the Open button to get back to the PLA Import wizard.
The program will check the file structure and data in the file. A summary
of the analysis results will be displayed in the import wizard.

PLA Import Wizzard [D:A\PLA 1.2\ mport\Ec99061 _pnf]

PLA Import Wizzard

Dateiname:

1. What type of file do you want to import?
el Plat )|
; e .
s D Softmas Pro 2.4.1 [* 4]

Select Input File

Contral and 5 ummary Wictor2 [ tat)

Import in Progress ...
2. Select the import file:

3 [D:SPLA 1. 2\ mporthE 239061 . pnf

— Analysation results:

Selected File: [:WPLA 1. 24 mporthE 99061 .prf ;I
Selected Format:  PLA Mative Format [*.PNF]

s st O s o e O e, Analyzing the input file .. [Pleaze wait)... complete.

Press 'Select File' to choose the impart file e e Gt 5 el alests

Cancel | < Breviaus | Mest >

Press the Next button to change to the next dialog page of the import
wizard. Choose the location to which the object is imported on this page.
Of course the location is dependent on the type of aobject you want to
import.
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If you are trying to import a project, the program checks if a project of the
same name aready exists in the PLA navigator. If this is the case, al
subordinate objects (assays, preparations, standards and controls) are
inspected in turn. If all subordinate objects are identical, PLA terminates
the import process with an error message. Otherwise, you will get to the
next page of the import wizard.

PLA Import Wizzard [D:\PLA 1. 2\Export\Beispiel Nr. 1.PMF]

(<L (et e The import tree contains:

Select Input File m?ﬁlm1 -
Choose Destination e ELEung
O % Standard

Contral and 5ummary

O & Probe

Import in Progress ...

[ & Probe 4
[ & Probes
=0 [ Messung 2
) Jod|

e

. Modify obiect i ions:
Create the object with thiz code: [Objects with zame code will be ovensritten. ]

Please choose or create the destination I
where the imported data will be saved. Rename |

... o gelect a target, where the childs will be appended. [Mote: the target will remain
unchanged)

| =

[+ impart this object. [Please note: the import will not ovenwrite existing objects. |

|Numher of objects: 40 Mumber of objects ta import: 40 |

< Previous | Mest » |

In the upper part of the window, you will see the structure of the import
object displayed. Y ou should be familiar with this representation from the
navigator window. Besides, the usua icons for the object types (assays,
standards, preparations and controls) several other symbols might be
shown. These symbols have the following meaning:

Cross The object already exists in the database.

You will have to rename the object if you
want to continue the import process.

Bend arrow The object already exists but you can import
the lower level objects. This symbol is used
for assays and projects only.
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Rectangle The object does not exist in the database. It
can be imported without limitations.

If all objects are marked with a rectangle, you can continue the import
process without limitations. Y ou can change the name of the project if you
want to. Select the project you want to rename and enter a new name in
the field Create the object with this code. If you confirm the change by
pressing the Rename button, the name of the project will be changed in
the object tree.

Furthermore, you can exclude objects from the import by selecting the
object and unchecking the box Import this object. If you exclude an assay
or project from the import all the lower level objects will also be ex-
cluded.
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If your object, is an assay you will first see the following dialog.

PLA Import Wizzard [D:\PLA 1.2\ Import\Ec99061 _pnf]

(P (et e The import tree contains:

Select Input File

Choose Destination ) x % Standard 200 ngfml

X & 50% potency 100 ngdml
¥ & 150% patency 300 ng/ml
L9 %y Contral D

Contral and 5ummary

Import in Progress ...

. Modify obiect i ions:
Create the object with thiz code: [Objects with zame code will be ovensritten. ]

Please choose or create the destination I
where the imported data will be saved. Renarne |
... o gelect a target, where the childs will be appended. [Mote: the target will remain
unchanged)
[

[+ impart this object. [Please note: the import will not ovenwrite existing objects. |

| Mumber of objects: B Mumber of objects to import: 0 |

< Previous | = |

The object is displayed in the object tree but it is marked with ared cross.
Before you can import the assay, you must select the project to which the
assay will belong. You have two options to continue the import process:
either you create a new object or you append the assay to an existing pro-
ject.

Select a project from the drop-down list Select a target where the childs
will be appended to join the assay to an existing project. All projects in
the database are displayed in this list. The program will check if the same
assay already exists in the project. If thisis not the case, you can continue
with the import process.

When you have finished the entries on this page, press the Next button to
see a summary of the settings you have chosen. If you want to change
settings, use the Previous button to get back to the import wizard.
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PLA Import Wizzard [D:\PLA 1.2\ Import\Ec99061_pnf]

PLA Import Wizzard

— Summary of operation [Pleaze check Fullpl):
Select Input File Impart file: D:APLA 1. 25 mporthE 299061 .prf ;I
Choose Destination Creation scheme:

Curisival) el Setareasy The following objects will be imparted:

Import in Progress ... [1] Project: Movartiz Pharma

[0] Assay ECH930&1

[o] Standard:  Standard 200 ngd/ml

[0]  Preparation: 50% potency 100 ngdml
[o] Preparation: 150% potency 300 ng/ml
[0]  Contral Control O

Pleaze check the seftings pou made on
the previous pages. Y'ou can start the
impart by selecting 'Finishl'

Cancel | < Previous |

If al the settings are correct, press the Finish button to finally impot the
datainto the PLA database.
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8.12.2 Importing External Data

The import module of PLA enables you to migrate your measurements
with other systemsto the PLA database. Because the data format is differ-
ent for every system, you must install an import module for your format.
In the standard installation, PLA comes with an import module for meas-
urements of 96-well plates in CSV (comma separated values) format. The
following example shows you a file with the correct data format.

B 043011.96 - Editor =] E3

Datei Bearbeiten Suchen 7

A26;0.672;0.7087;0.750;0.672;0.733;0.715;0.704;0.740;0.762;0.744;0.695 ‘:J
152 00.889;0.771;0.796;0.749 ;0. 854;0.708;0.784;0.730;0.846;0.759;0.672
-133:;0.653;0.648;0.617;0.569;0.594;0.653;0.659;0.615;0.595;0.703;0.654
153:0.494;0.396;0.363;0.456;0.378;0.342;0.387;0.387;0.386;0.394;0.572
A48 0. 414;0.338;0.301;0.296;0.3087;0.288;0.308;0.275;0.204;0.241;0.654
AN 025202310177 ;0.187;0.288;0.221;0.219;0.182;0.187;0.231;0.6608
A72:0.128;0.121;0.892;0.113;0.092;0.882;0.095;0.097;0.061;0.069;0.514
-163;0.0836;0.011;0.851;0.008;0.033;0.610;0.013;0.007;0.028;0.048;0.596

¥

] ol

The measurements are arranged in a 8x12 matrix. The values are sepa-
rated by semicolons. The example shows the measurements of a micro
titer plate. The samples are arranged according to the following scheme:

NC

NC

NC

NC

NC

NC

NC

B|Q|8(4|L|8|8|2
8|8|8|8|8|8(3|8

Pl
P2
P3
P4
P5
P6
pP7
P8

B|2(8|R|L BB

PL
P2
P3
P4
P5
P6
P7
)

B|2(8|R|L BB

P1 P1
P2 P2
P3 P3
P4 P4
P5 P5
P6 P6
P7 P7
P8 P8

B|2(8|R|L BB

PL
P2
P3
P4
P5
P6
P7
P8

B|2|8|R|L BB

NC

Where

NC negative control

PC positive control

S1-S8  standard dilution step 1 —dilution step 8
P1-P8 preparation dilution step 1 —dilution step 8
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A preparation and a standard with eight dilution steps were taken five
times. Additionally, a negative and a positive control were taken with each
dilution step. With the shown example, we will now demonstrate how the
import wizard works with an external import module.

The import wizard starts with the same dialog as for the import of a PNF
file. You first have to select which data format you want to import.

PLA Import Wizzard [D:\PLA 1.2\Import\043011.96]

PLA Import Wizzard
1. What type of file do you want to import?

Plat ]
PL& Native Format [*.PNF) [~ PNF]
Softrnax Pra 2.4.1 [*tat]
Select Destination/Scheme Wichor2 [ txt)

Select Input File

Import Definition 5cheme

Define Objects ) .
Sort and Assign Imparted Data & Sl (i Mol [

Choose Destination Select File | ID YPLA 1.24mpart043011.35

Save Import Definition Scheme

Analyzation results:

Selected File; D:APLA 1. 2% mports 04301196 -
Import in Progress ... Selected Format:  96-well Plate [C5Y)

Contral and 5 ummary

e ezt e il e et b st Analyzing the input flle ... [Please wait)... complete.

Fress 'Select File' to choose the import file gt il it ) ] st

There iz raw data present. _I
-

< Riesitus | Mest » ‘

Select the data type 96-Well Plate and choose the file and the directory by
pressing the Select File button. Please note that the files must have the
extension .96 for PLA to recognize the data format.

In the field Analysis Results a summary of the selected object is shown.
Most important, the program will report if the data format was recognized
successfully. Click the Next button to proceed to the following dialog

page.
Here you can choose a so-called import definition scheme. This schemeis

atemplate in which al the information on the arrangement of the data can
be saved. If you import afile for the first time this field will be empty.
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Import definition schemes will be generated at the end of the import pro-
cedure after all other settings of the import have been selected.

PLA Import Wizzard [D:\PLA 1.2\ Import\043011.96]

PLA Import Wizzard

Select Input File

Import Definition Scheme
Select DestinationScheme
Define Objects

Sort and Assign Imparted Data
Choose Destination

Save Import Definition Scheme
Contral and S ummary

Import in Progress ...

“'ou may select an Impart Diefinition
Scheme [ID5). if you saved one in a
previously run of thiz wizzard.

— Import Definition Sch [ID5)

The zettings you will have to make on the following pages are somewhat complex
at all. When you finished ta make these settings pou are asked ta save them in a
special format, which is called ‘Import Definition Scheme' or in short 105,

“f'ou may now select a previously saved impart definition scheme IDS):

[none]

Cancel | < Previous |

Because no import definition schemes exist you can directly go on to the
next dialog page. Here, you can give the information into which PLA
object the data is imported. The object will be imported to a new project
by default. Y ou can change this setting by giving an existing project in the
input field Destination Project.

The second input field allows you to attach object definitions to the im-
ported data from an object definition scheme. This feature is important if
you want to add GLP/GMP information to the project. (For further infor-
mation on the GLP/GMP settings refer to chapter 9)
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PLA Import Wizzard [D:\PLA 1.2\Import\043011.96]

(P [ e Select the Destination Project:

Destination Project:

Select Input File

Impart Definition Scheme
Select Destination/5cheme

Define Objects Default Scheme for Creation of Objects:

‘% [none] j

Sort and Assign Imparted Data
Choose Destination

Save Import Definition Scheme
Cantral and 5 ummary

Import in Progress ...

Objects in PLA can be created by uzing
schemes. 'Y'ou use these schemes in every
creation process. Please select the ane
you want to use here. Please also select
the destination praject of your imparted
data.

Cancel | < Previous | Mest »
Switch to the next dialog page on which you have to supply general in-
formation on the number and type of the objects that you want to import.

PLA Import Wizzard [D:\PLA 1.2\ mport'043011_96]

PLA Import Wizzard

HRaw data objects - general settings

Select Input File Mumber of objects: [0 EIIZI [ number of steps identical for all objects
Import Definition Scheme [~ rumber of series identical for all objscts
Select Destination/S cheme Apply general setfings

Define Objects List of raw data objects:

Sort and Assign Imported Data

1D |Code |3¢ steps | # series

Choose Destination
Save Impart Definition Scheme
Control and Summary

Import in Progress ...

Flease define the tppe, count, and general =
settings [number of steps and series) of the Selected object:
objects you want ta create |

Tupe of obiect: # steps: # series:

T

Hint: You have ta create the abjects that will contain the ravw datal

i LCancel I < Previaus |

Let us discuss this dialog page with the data from our example. In the first
section of the page you have to give the number of object that are con-
tained in the import data. In our example we have three objects: a prepara-
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tion, a standard and a control. Because all controls (positive and negative
controls) are treated by PLA as one object each assay can only have one
control. Enter 3 in the input field Number of Objects. With the check
boxes left of the spin control you can define that the number of dilution
steps and the number of repetitions are the same for all objects. This true
for the preparation and the standard but not for the controls' in our exam-
ple. Nevertheless, let us check the two boxes. Two activate the settings
press the button Apply General Settings.

PLA Import Wizzard [D:\PLA 1.2\ mport043011_96]

PLA Import Wizzard

— HRaw data obj - g | settings
Select Input File Mumber of objects: |3 - V¥ number of steps identical for all ohjects
Import Definition 5cheme ¥ number of series identical for all objects
Select DestinationS cheme
Define Objects — List of raw data obj
Sort and Assign Imported Data .
D |Code |# steps |n 3Efigs |
Choose Destination & Standad & > 1
Save Import Definition Scheme B F’reparation B 2 1
Control and 5ummary L Preparation © e 1
Import in Progress ...
Flease define the tppe, count, and general =
settings [number of steps and series) of the — Selected object:
objects you want to create I
Type of object: # steps: # series
% Standard 'I I E ID E
Appl

Cancel | < Previous | Mest > |

As you can see, al three objects are created automatically (standard A,
preparation B and C). The number of steps and series is identical for all
objects. Since the numbers are not correct, you have to edit the entries.
You can edit the settings of the related object in the lower fields of the
dialog page. Change name as you like, e. g. Standard, and change the
number of steps and the number of series according to our example (eight
steps, five series).

! Controls are special compared to preparations and standards because
three objects (positive, negative control and blank) are combined within
one object. The number of repetitions is thus given as the number of se-
ries. The number of steps is aways three. The first step is always a posi-
tive control, the second a negative control and the last step is ablank.
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Selected object:

IStandard

Type of object: # steps: # series:

I% Standard v” EIEI E
Apply |

Press the Apply button to confirm your changes. The changed settings
will be transferred to the upper list. When you edit the preparation B the
number of steps and the number of series are already set to the correct
values.

Finally, edit the settings for the last object, preparation C. The last object
is not a sample like the standard and the preparation but a control. Change
the object type accordingly in the Type of Object input field.

Selected object:

ICDntrDI

Type of object: # steps: H series:

|§ Control VI I E I8 E
Apply |

When you choose a control object the field for the number of steps will be
grayed out. You can only give the number of series, which is the number
of repetitions for controls. Enter eight into the input field.* Before you
confirm the changes you must uncheck the two boxes in the first section
of the dialog page because otherwise the number of series will be set to
eight for all objects. Press the Apply button to confirm the changes. You
should see the following list of objects now:

ID__|Code I# steps Iﬂ sefies

5
5

A Standard g
B Frobe g

You can proceed to the next dialog page of the import wizard now. On
this page, the data values of the import file, which correspond to the pods
on the micro titer plate, are assigned to the data objects. The upper part of
the dialog page is arranged like a 96-well plate to give you a better over-

11 the number of repetitions is not the same for al types of controls you
must give the maximum number of repetitions.
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view on the data. With the help of the matrix you can assign every pod of
the plate to the corresponding dilution step. Y ou can work with the matrix,
as you would use a Microsoft Excel data sheet. To select a complete row
or column, click on the corresponding number.

PLA Import Wizzard [D:\PLA 1.2\ Importhchi2603c_txt]

PLA Import Wizzard

— Agsign mode: Please the data paints to the objects:

Select Input File N I I I R T R R

Import Definition 5cheme

Select DestinationScheme

Define Objects

Sort and Assign Imported Data

Choose Destination

Save Import Definition Scheme
Contral and S ummary

Import in Progress ...

@ |~ | e [ e foa | ra | =
-

Please azzign the displaped data to the
objects. You may use the keyboard to
azzigh selected data points to an abject
[select the abbiiviation characters

‘s 'bete. and numbers to assign the step.] [ Selected datapoint ————~ Gid display options:—————————
| = | [eisplay byrow =] > Bt G|
Dilution step  Paintit D ata value F display point # 1 of columns:
display data
ID E 1 E 0,091 I 12 E
¥ color the grid

Cancel I < Previous | = |

If you click on an arbitrary field on the matrix, you will see its properties
displayed in the lower sections of the dialog page. The left dialog field is
actualy relevant for the designation of the data objects. Additionally, you
can see the information on the measurement of the corresponding pod.

Selected datapoint;

IC ;. Control j

Dilution step  Pointd Data walue

|n E |1 E ID,IZIEH

Mark column 1 and select Control in the input field Selected Datapoint
to assign the measurements. Alternatively, you can press the key C be-
cause this letter was given to the control object in the previous dialog.
You can assign the columns 2, 4, 6, 8 and 10 to the standard (key A) and
the columns 3, 5, 7, 9 and 11 to the preparation (key B) in the same man-
ner. The columns will be displayed in different colors according to their
assigned object.
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After these steps your matrix should now look like this;

PLA Import Wizzard

Select Input File

Import Definition 5cheme

Select Destination/Scheme

Define Objects

Sort and Assign Imported Data
Choose Destination

Save Import Definition Scheme
Cantral and 5 ummary

Import in Progress ...

Please aszzign the displaped data to the
objects. You may use the keyboard to
azzign selected data points to an abject
[select the abbiiviation characters

‘3" 'b'ete. and numbers to assign the step.]

— Agzign mode: Please the data points to the objects:

234656 f7]8]
B B

=

o
Tl

A least one point waz assigned to a step or object only (and not to both)

 Selected datapoint ————————— Gid display options:
|c: Control = | [display byrow 7| o EdiGE |
Dilution step  Paintit D ata value F display point # 1# of columns:
display data
0 E 1 E 0,091 I 12 E
¥ color the gid

Cancel I < Previous | = ‘

The data input is not finished yet as you can see from the red error mes-
sage that is displayed and the grey Next button. Since the measurements
are defined by their object type and the dilution step you have to assign a
dilution step to each data point in the second step of the input. Mark al
the fields that belong to the same dilution step, e. g. the first row in our
example. Either press the key 1 or enter 1 in the Dilution Step input field
to assign the dilution step with the highest concentration to the data points.
Assign the dilution steps 2 to 8 in the same way.
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Y our data matrix should look like this afterwards:

— Azzign mode; Pleaze the data pointz to the objects;

m
o
.

m
o

m
-

.\E

m

[i=}

M M O M oo m o
(= I I ) LT I O
M m mmmmm
—_
=
M M O M mmom o
00 = T = O P

M m m o oo

00 = T = O P
00 = T = O P
(== = p ) I R LR SN

M M O M oo m o

At least one paoint was aszigned to a step or abject only [and not ta bath)

As alast step, you have to assign the controls in the first and last column.
The logic of control objects is somewhat different from standards and
preparations.

Column 1 contains a negative control, column 12 a positive control. Ac-
cording to the PLA logic, positive controls are assigned to dilution step
one, negative controls are dilution step 2. Blanks would have been as-
signed to dilution step 3 if they had been taken in the assay. In our exam-
ple, you have mark column 1 and assign the value 2 for the dilution step.
Process column 12 in the same way but assign the column to dilution step
1. The data assignment is now finished and you can go to the next page.
(The Next button will be available now)
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PLA Import Wizzard [D:\PLA 1.2\Import\043011.96]

PLA | t Wizzard . . .
(IR — Agzign mode: Please the data points to the objects:

Select Input File 23]+ s5[e]7]s]afio]n]z
1

Impart Definition Scheme

Select Destination/Scheme

Define Objects

Sort and Assign Imported Data
Choose Destination

Save Import Definition Scheme
Cantral and 5 ummary

Import in Progress ...

Pleaze azzign the displaped data to the
objects. You may use the keyboard to
azzign selected data points to an abject
[select the abbiiviation characters

‘s Hetc. and rumbers to astign the step] [ Selected datapoint ——————————————~ Girid dizplay optioriz:
[C: Control C = | [eisplay byrow =] > Bt G
Dilution step  Pointit Data value I™ display point # 4 of columns:

FECE R e [ F

< Previous | Mest » ‘

The dialog box Grid Display Option has been explained yet. Let us leave
the example for a moment to discuss the available options. With the op-
tions in this dialog field, you change the display of the data matrix in the
upper part of the dialog page. The best way to learn the effect of these
settings is to play with them and observe the changesin the data display.

Grid dizplay options:

Idisplay b roey "I =3 it Gridl

II: display paint # # of columns:
dizplay data I_E

¥ calor the grid 12
The following table gives you a short description of the available options

display by ... Select one of the three possible data display
arrangements.

display point # Show the counter of every datafield.

display data Show the measurement of every datafield.
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color thegrid The coloring of the table can be switched on
or off with this option.

#of columns Limit the number of columns that are dis-
played to the given value.

Probably, you will rarely use these functions. Y ou will possibly recognize
the next dialog page form the previous chapter. Y ou have to give the des-
tination and the name of the object that will be imported.

PLA Import Wizzard [D:\PLA 1.2\ mport043011_96]

(FL23 (gt Tl The impoit ree contains:

¥ O Hew Assap

>4 % Standard &
Select DestinationS cheme ¥ 3 Preparation B
Define Objects L9 % Control C

Sort and Assign Imported Data

Select Input File

Import Definition Scheme

Choosge Destination
Save Impart Definition Scheme

Control and 5ummary

— Modify obiect i ions:
Impart in Progress ... Create the object with this code: [Objects with same code will be ovensritten, ]
Pleaze choose or create the destination I
where the imported data will be saved. Rename |
... or select a target, where the childs will be appended. (Mote: the target will remain
unchanged)
| u
™ import this object. [Please note: the impart will not ovensite existing obigcts.)

|Number of objects: 5 Mumber of objects to impaort: 0 |

Cancel il < Previous | flExts |

Because we have selected New Project in step 3 of the import process, the
first thing we must do is to create a new project or to assign an existing
project to the assay. (See section 8.12.1 for details)
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For the automated import of assays, macros are available. Instead of a
fixed name, you can give a macro value as assay hame. The following
macros are available.

Return Value

@U
@D
@T
@F

Will give the user name.
Will give the actual date.
Will give the actual time.

Will give the name and directory of the im-
ported file.

You can combine macros. In this manner, you easily generate unique
assay names. E. g. if you enter an assay name “ @F from @D”, the full file
name with a date extension will be the assigned name of the assay.

PLA Import Wizzard [D:\PLA 1.2\ mport'043011_96]

PLA Import Wizzard

Select Input File

Import Definition Scheme
Select DestinationS cheme
Define Objects

Sort and Assign Imported Data
Choose Destination

Save Impart Definition Scheme
Control and Summary

Import in Progress ...

Pleaze choose or create the destination
where the imported data will be saved.

The import tree contains:

500 @Fvon@d
0 % Standard &

~ Modify obiect i ions:
Create the object with this code: [Objects with same code will be ovenwritten.]

... or select a target, where the childs wil be appended. (Mote: the target will remain
unchanged)

|Beicpiel Nr. 2 =l
™ append to the given target.

|Number of objects: 5 Murnber of objects to import: 5 |

Cancel < Previous Mest > ‘
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Macros only make sense if you want to use import definition schemes.
These templates are used for the automated import of externa data.
Change to the next page where you can save your settings in an import
definition scheme.

PLA Import Wizzard [D:\PLA 1.2\ Importhchi2603c_txt]

PLA Import Wizzard

—Save Import Definition Sch: [IDS)

Select Input File Do you want to zave the import settings for further uge?
Import Definition 5cheme © pes
& ng
Input the name of the scheme. If you select an existing one, thiz one wil be
averwiitten:
Sort and Assign Imparted Data ﬂ

Select DestinationScheme

Define Objects

Choose Destination

Save Import Definition Scheme

Contral and S ummary

Import in Progress ...

If pou need ta uge the settings you have
made in a later run of this wizzard, you can
zave the settings in an import definition
scheme [IDS).

Cancel | < Previous |

The purpose of import definition schemes is to faciliate the import proc-
ess. The settings you have to manipulate during the import process are
quite complex. In most laboratories the assays are measured in a standard
arrangement, e. g. of the 96-well plates. However, the import settings are
normally the same for all assays. With the import definition schemes you
can save all your import settings so you can use them for the import. In
this way, import definition schemes will save you a lot of time because
you load all your settings from a file. Furthermore, this also will avoid
errors because you only have to check you import settings once.

Choose Yes on the dialog page and enter a name for you scheme in the
input field below. The next time you call the import function the scheme
will be available.

On the next diadlog page, you will see a summary of your input data.
Check if your settings are correct. If you find an error on this page, you
can always go back using the Previous button and do changes on the
according dialog page.
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PLA Import Wizzard [D:\PLA 1.2\ Importhchi2603c_txt]

(P [ e Summary of operation [Please check carefullpl):

Select Input File Impart file: D:APLA 1. 25 mporthchiZB03c bt J

Import Definition 5cheme The import file contains raw data.
Select Destination/Scheme . .
Creation scheme:  [nang]
Define Objects

Siaf v st it Bt The following objects \v\flll be imparted:

1] Project: Beispiel Nr. 2
Choose Destination 0] Asszay D:APLA 1. 25 mporthchi2B03c b+t wom 07 10.99
_ 0] Standard:  Standard
Save Import Definition Scheme 0]  Preparation: Preparation
Control and Summary 0] Cantral: Control

Import in Progress ...

Pleaze check the seftings pou made on
the previous pages. Y'ou can start the
impart by selecting 'Finishl'

Cancel | < Previous | Finigh!

If you are content with your settings start the import procedure by pressing
the Finish button. When the import process has finished successfully
press the Close button to leave the import wizard.

PLA Import Wizzard [D:A\PLA 1.2\ mportichi2603c _txt]

PLA Import Wizzard

Import process finished.

Select Irnput File ANEEERENNEEEEEENENNENEEERENEEEEEI
Import Definition 5cheme Finished.
Select DestinationS cheme Erors: 0

Define Objects

Sort and Assign Imported Data
Choose Destination

Save Impart Definition Scheme
Control and Summary

Import finished

The impoit process has been finished. You
may now close this windaw.

| Cloze
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8.13 About

PLA - Parallel-Line Assay

Wersion 1.2.00
(2 Copyright 1996-1999 by Stegmann Systemberstung

This product is licensed to:

Stegmann Systemberatung

Dr. Matthizs Schmitt

Auestrasse 31

D-62110 Rodogau

101

License Code: 101-3041-3595-0230-T415-6637

current user: Dr. Matthias Schmitt

Stegmann Systemberatung

Auestrasse 3
D-63110 Rodgau ¥ Germany

Phone  ++49 61 0682 61 90
Fax ++49 61 OB 82 61 92
E-Mail officei@rs-zystem.de
Irternet  wewewy re-system.de
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9 GMP/GLP Settings
in PLA

During the development of this version of PLA, special emphasis was laid
on the implementation of GMP/GLP compliant standards, as regulatory
authorities demand them. For this reason, an account management has
been closely revised. All PLA users now belong to a user group (c f. chap-
ter 5.1 “Account Management”). In the following chapter we will intro-
duce you to additional functionalities of PLA that will allow you to work
under GLP/GMP conditions.
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9.1 Schemes

Another tool for the implementation of GMP/GLP requirements is the
usage of schemes. Originally, schemes in PLA were developed to facili-
tate working procedures that are repeated regularly. A new aspect within
the GMP/GLP framework is their suitability for the definition of standard
operating procedures.

Schemes are used as templates for the creation of new objects (projects,
assays, standards, preparations and controls). In comparison to data ob-
jects, templates are defined by a set of object settings but they do not
contain any measurement data. When you start the ‘create object’ dialog,
you have the opportunity to select an object definition scheme (see topic 3
in Figure 9-1). By the use of a scheme you bypass the normal way of
inheritance. The created object is not based on the definitions of the
parent object. It is based on the settings of the selected scheme.

Create object
— Select object type to create:
1 - ™= Mew Project
Y a3 member of project 'Test! C |
ance |

— Input Code and Title:

2.

— Selzct a creation scheme:

Hint: if there iz an active mandatory (global or parent] scheme,
this selection will be ignored.

Figure 9-1 The create object dialog
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For the usage of PLA, you should always define a scheme for every assay.
In this scheme all information on the number of dilution steps, the number
of data series, the statistical parameters as well as the analysis method is
saved.

Create a new scheme by clicking on the drop down box in the upper part
of the navigator. Select the schemes' view from the list (see Figure 9-2).

BY Navigator H=] E3
ISchemes j

ERr=}r
=T User Defined Schemes

- [By clicking on this drop down
box you can go to the schemes’
view

™ include finished iterms.

[ Project B Standard  TyContral
Cléssay & Preparation —)0bject opened

Figure 9-2 Schemes view in PLA

On this page, you see two objects:

1. Protected schemes can only be created and modified by administra-
tors. The schemes are used to enforce GMP/GLP requirements.

2. User defined schemes can be created and modified by every user.
These schemes can be used as templates for the creation of new data
objects.

© 2000 Stegmann Systemberatung — www.rs-system.de 165



GMP/GLP Settingsin PLA

Administrators can create protected as well as user-defined schemes while
users can only create the latter.

Creating a scheme works exactly like generating a data object via the
create object dialog. Enter all the settings as you would do for a data ob-
ject.

Compared to former versions of PLA an important novelty is that the
object hierarchy has been transferred to the usage of schemes. You can
now define schemes for standards, preparations and controls that belong
to an assay scheme. This new feature seemed to be reasonable because the
settings for standard, preparation and control within an assay do not nec-
essarily have to beidentical.

When you create a new data object based on an assay scheme, PLA
checks if the scheme contains subordinate schemes. In this case the defini-
tions of lower level objects will be taken into account. Otherwise, al defi-
nitions will be taken from the assay scheme.
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9.1.1 An Example on Using Schemes

Let us elucidate the usage of schemes with the example given in chapter
8.12.2. The data is from a standard 96 well plate containing a standard, a
preparation and a control (with a positive and negative control). The
preparation and standard are identical regarding their object definition.
Both consist of eight dilution steps taken five times. The control differsin
this regard because positive and negative controls were taken eight times.

Because the number of repetitions of the standard/preparation and the
control are different is reasonable to define two schemes. For this proceed
in the following manner:

1. Create a scheme that contains the definitions for the standard and the
preparation.

2. Assign a specific control scheme as a sub-object to the created
scheme that accounts for the special settings of the controls (different
number of data series).

To create the higher level object select Create Object.
— Select object type to create:
1 B (] = Protected Scheme
Cancel |

Input Code and Title:

2.1

— Select a creation scheme:

3 - I% [none] j

Hint: if there iz an active mandatory [global or parent] scheme,
thiz zelection will be ighared.

From topic 1 of the dialog, you see that we will create a protected scheme.
You must be logged in as an administrator user to be able to perform this
task. If you belong to the standard user group, you can only create user-
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defined schemes. However, user defined schemes are not compliant with
GLP/GMP regulations.

Under topic 2, you can enter a name for the scheme that you want to cre-
ate. Press the Create button to open the object dialog where you can enter
the desired definitions. Change to the definitions tab. Enter the number of
data series (5) and dilution steps (8). These are all the settings we will
need for our example.

Create the scheme for the controls now. Select the scheme you have just
created in the navigator and choose New from the task bar.

1

3

— Select object type to create:

El New Protected Scheme
%, Special Standard Scheme as Part of Protected Scheme C |
& Special Preparation Scheme as Part of Protected Scheme LI

% Special Control Scheme as Part of Protected Scheme

— Input Code and Title:

- | [Kontralle

Kontralle

 Select a creation scheme:

I% [hone)

thiz zelection will be ignored.

Hint: if there is an active mandatory (global or parent) scheme,

[

Select , Special Control Scheme as Part of Protected Scheme" under topic
1 because we want to create a scheme especially for controls. After you
have entered a name, press the Cr eate button to open the object dialog.
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Scheme [Control): Kontrolle _ O]

Generall Feagents Definition & Analpsis |.t'-‘mn0tati0ns| GLF'I

— Mumber of control values

M aximurn number of contral repititions IE‘ E

r— Dixon test for data outliers
™ perform Dizon test for data outliers

Dizon test - contamination [alphal: 01 -

On the tab Definition & Analysis enter the number of repetition in the
appropriate input field. Thisis all you need for the control scheme. You
should see the following hierarchy in the navigator window:

5.‘ M avigator M=l E3

ISchemE$ j
- B[] Beispiel Schema
i Kontrolle
LB User Defined Schemes

If you create a new object using your scheme, the default settings will be
taken from your scheme settings. However, if you create a new control
object the settings will be taken from the subordinate control scheme. In
this way, you do not have to create a scheme for every object type but
only for those that differ from the default settings.
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9.2 GLP/GMP Settings of the Ob-
ject Definition

The access protection is attached directly to the objects. Change to the last
tab of the object definitions (see Figure 9-3). It does not matter if you
define a data object or a scheme because both input masks are the same.

Assay: Messung 1 M=]

Generall Heagentsl Definitinnsl .fi‘-.nalysisl Range Selectinnl Annotations GLF'

Object uzes the following scheme (it will be used on creation of child objects);

I[none] j

— GLP/SOP Protection Lewel Settings

7| Bnable GILEZSOP protection. [Mandatony)
[~ Enable GLP/S0P protection. [User Level]

— Protection Level; [Fleaze choose the pratected elements]

[ substance information protected.
[ reagent information protected.

[™ ohject definitions protected.

[ analysis settings protected.

™ range selection settings protected.
[ direct doge values protected.

[ data values not editable.

Figure 9-3 GLP settings within the object definitions
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The protection of an object is a two-step process.

1. First, you have to select the protection level you want to apply to the
project. For example, if you would like to prevent access to the analy-
sis settings you should chose the respective field. If you want to pro-
tect the access to the measurements, you should check the ‘data val-
ues not editable’ field. Note that the protection of the object has
not been activated yet.

Assa_l,l: Messung 1 |_ (O] x|
Generall Heagentsl Definitionsl Analysisl Range Selectionl Annotations  GLP |

Object ugzes the following scheme (it will be used on creation of child objects]:

I[nnne] j

— GLP/SOF Protection Level Settings

7| Enable GLP/S0F protection. [Mandatory)
[~ iEnable GLP/SO0F protection. [User Level];

 Protection Level: [Please choose the protected elements)

™ substance information protected.
™ reagent information protected.

[™ ohject definitions protected.

V¥ analyzis settings protected,

[™ range selection settings protected.
I~ direct dose values protected.

¥ data values nat editable.
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2. To activate the protection level you have to press the ‘enable
GLP/SOP protection’ button first. If you select one of the protected
pages you will see that you cannot change the settings on that page.

Aszzay: Messung 1 H=E3

General | Reagents | Drefinitiar,

ange Selection | Annotations | GLP |

= Eeneral
I | Erialysiz accarding be Eurap: Ehamacaposia Sy

[W | Eerfarm inar best far data outliers (U5 e 25 series)|
Reagrezsion Madel:

IIin.-’Ing 'I I™ | Eeverse Fespanse-Bifect Gomrelation

i Eratabiities:
Dizon test - contamination [alphal: IEI,2 "I
Significance of the slope [%]: IEIE,D . I J¥ | rejection crterian
Significance of deviations from linearity [%]: ISS,D i I I¥ | reiection criterar
Significance of deviations fram parallefig® [%): I 8.0 - I ¥ | rejection criterian

Fiducial lirit of potency estimation® (%] |95,D "l

Walues marked * are uzed only by objects whose patency will be calculated.
— EC50 Calculation
M ethod: Calculate B0% Rezponze by:
IDD not calculate j IThis object. j

The kind of GMP/GLP protection you can activate is dependent on
whether you are logged on as user or administrator. As a standard user
you can only activate the object access protection on a user level. Any
other user can lift this protection.

If you activate the access protection on the administrator level (man-
datory) standard users will not be able to change any of the GLP set-
tings. Thus, for the realization of GLP/GMP requirements especialy the
administrator protection isimportant.
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9.3 Global GLP/GMP-Options

In the previous sections you have learned how to protect objects or how to
create new objects with the help of schemes. But how can you lead your
coworkers to work with PLA according to standard operation procedures
(SOP)?

In this regard, PLA offers several possibilities that you can achieve with
the help of the GMP/GLP settings. Select Prefer ences|Options from the
menu. From the dialog, choose the ‘ GLP/SOP settings' tab.

#= Options E

Fleportingl Application Settings

— GLP/SOP Settings [may be changed by administrator only)
[T GLP/SOP-Master protection active [all objects are protected)
The GLP/S0OP master protection protects all the objects in the databaze

regardless of the zettings in the object definition.

™ Projects may be created by administators only

Default scheme for the creation of projects:

I [mone] j

Save I LCancel |

Figure 9-4 GMP settings in the options dialog. These options are only
accessible for PLA administrators.
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The

global GMP/GLP settings are shown in Figure 9-4. Access to these

options is limited to users with administrator privileges. You can set the
following options:

1.

GLP/SOP-Master protection active. By activating this function the
field ‘Enable GLP/SOP protection (mandatory)’ on the GLP tab will
be activated in al PLA objects within the PLA database. All fields
checked under the protection level topic will be locked. If there are
no fields marked the protection will have no further effect. The stan-
dard users cannot unlock these settings.

Projects may be created by administrators only. This option forbids
the standard users to create new projects. The administrator has the
opportunity to enforce GMP/GLP settingsin every project that cannot
be changed by the user. Every assay in the project will automatically
inherit the protected information.

Default scheme for the creation of projects. With the help of this
option you can choose the basis on which scheme the user can create
new projects and assays. With the GLP settings of the selected
scheme, the protected object properties are already defined. Note:
The protection of the object created with this scheme is not activated
automatically. Either you will have to initiate the protection manually
or you must set the option ‘GLP/SOP master protection active’ to
automatically activate the protection.

As you can see, administrators have several options at hand to selectively
limit the access privileges of the standard users.

With the flexible interpretation of the GMP/GLP restrictions PLA is suit-
able for the use in product development on the one hand as well as for the
GMP/GLP conform use in quality assurance on the other.

174

© 2000 Stegmann Systemberatung — www.rs-system.de



10 The Statistics Core
of PLA

The topic of this chapter is the statistical methods for the calculations of
PLA are. In the first part, we will give you an overview on the execution
of the calculations. The operating procedures are oriented towards those

Automatic Detection
(see chapter 10.2)

Automatic Detectio
Method Selected?

Statistical Evaluation
(see chapter 10.1)

Abb. 10-1 Flow diagram

y
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proposed by the European Pharmacopoeia 1997.

Please note that some of the requirements of the European Pharmacopoeia
refer to the design of the experiment. If you are in doubt of the correctness
of your experimental setup, please check those issues separately. If you
meet the requirements, e. g. the normal distribution of the measurements,
you will get a correct and valid analysis of your assay provided that you
validation parameters are correct.

Section 10.1 describes the analysis of a parallél-line assay according to
the European Pharmacopoeia with fixed values for the linear and parallel
regions of your measured values. If you have chosen an automatic detec-
tion method the program will first do a selection of the measured values as
described in section 10.2. As a result, al preparations and standards will
be assigned a linear and parallel region, which will be analyzed statisti-
caly according to the following section. The methods for the automatic
detection partialy utilize the functionality depicted in section 10.1 but the
technical implementation is completely separated from the statistical cal-
culation. Therefore, the analysis is independent from detection method
and in full accordance with the European Pharmacopoeia.
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10.1 Statistical Calculations

In figures Figure 10-1 and Figure 10-2 the flow chart of a statistical analy-
sisin PLA is shown. To some extend the analysis settings have effect on
the course of the calculation. The analysis corresponds to the EP proce-
dure although the sequence of steps is dlightly altered for technical rea

@

A: Statistical Evaluation of
the Single Objects

With All
Objects Do

A,

Dixon-Test
activated?

Yes®» Execute Dixon-Test

No

v

Linear Regression |4

Slope is a

S
Slope significant? ejection criterion?

Yes

v No

Linear Regression 4—‘

Non-Lineratiy isa
ejection criterion

Significant
Non-Linearity?

No No Yes
Further | | |
Objects?
Object
No .
. rejected

Figure 10-1 Statistical Analysis (Part A)

Yes
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sons. First, PLA inspects all objects that are necessary for the calculation.
For every object a Dixon test is performed, if this option has been acti-
vated. Subsequently all measurement values within the linear region are
tested for significant ope and non-significant deviation from linearity. If
one criterion is not fulfilled, the object and the assay as a whole is re-
jected.

Depending on the analysis settings, PLA may nevertheless proceed with
the calculation (see rejection criterion in the analysis settings). However,
the assay is not valid in a dtatistical sense because one of the starting
hypotheses is not fulfilled.
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With Every
< » Combination
Do:

B: Common Calculation of
all Preparation/Standard-
Kombinations

tandard ol
Preparation
rejected?

No

v

Common Linear
Regression

ignificani
Deviation from
Parallelity?

Assay
ves < rejected!

No Yes

v

Estimation of the
Relative Potency

Further
combinations |
?
No
Stop

Figure 10-2 Statistical Analysis (Part B)

10.1.1 Transformation of the Measurement Values

PLA supports two different kinds of regression schemes for the analysis of
parallel-line assays. The default method is based on a simple logarithmic
transformation of the values. The logarithm of the dose values is calcu-
lated while the response values are not transformed. As an alternative
scheme, PLA can use a double logarithmic method by cal culation the dose
as well as the response on a logarithmic scale. PLA works corresponding
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to the EP and common biostatistical literature with the logarithm to the
base 2.

10.1.2 Dixon Test

With samples that have been measured more than twice, a so-called Dixon
test' can be performed to rule out statistical errors. The test is applied to
every value. In PLA the two-sided version of the test isimplemented. PLA
supports contamination levels (o) of 0.3, 0.2, 0.1, 0.05, 0.02, 0.01 and
0.005. These levels can be set for each object separately in the analysis
definitions. The smaller you choose the estimated contamination level, the
stricter every value is examined. PLA can test up to 25 repetitions of
measurement with the Dixon test.

To perform the Dixon test the readings are sorted by value. In a second
step the value with the largest deviation from the average is determined
(either the largest or the smallest value). Referring to this extreme value
the r-quotient is calculated and then compared to a critical r-value from
the literature. If the r-quotient is greater than the critical r-value, the
measurement value will be marked as a statistical outlier. These values
will not be considered in further calculations. This procedure is repeated
until there are only two values | eft or the extreme value is accepted.

Depending on whether the largest or the smallest value is chosen the r-
guotient is calculated as follows:

1 W.J. Dixon, Processing Data For Outliers, Biometrics, 1953, 9, 74-89
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Number of Extremeisthe lar gest Extremeisthe smallest
measur ements value

8-10 r= Xn ~ X1 r= X, =X
Xy =% Xy =%

113 P v T X2 - ks
XN — %X, XN — %

14-25 r= Xn — Xn-2 r= X3 — %
Xy — X5 XN — X

{x} are the measurements sorted by value. Thus, xy isthe largest and x; is
the smallest value.

10.1.3 Linear Regression

In order to be able to perform a valid calculation of the relative potency
severa criteria have to be fulfilled. These criteria are determined by a
variance analysis with each object (standards and preparations) and by a
variance analysis with each preparation and the standard together.

The three criteriathat must be fulfilled are
e Theregression line of each object must have a significant slope.
e Thedeviation from linearity must not be significant in any object.

e The deviation from parallelity of a preparation in comparison to the
standard must not be significant.

The checks for the above criteria are done with the help of several F-tests.
PLA supports statistical reliabilities (1-o) of 90%, 95%, 98%, 99%,
99.5%, 99.8%, 99.9%, 99.95%, 99.98% and 99.99% in every F-test.
These values correspond to a significance level of 0.1, 0.05, 0.02, 0.01,
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0.005, 0.002, 0.001, 0.0005, 0.0002 and 0.0001. The critical F-values
(quantiles) are calculated within PLA.

10.1.3.1 Significance of the Slope

PLA does a variance analysis (ANOVA) to prove the significance of the
slope. The parameters of alinear regression over

y=a+bx

are determined. y is the (transformed) measured value, x the logarithmic
concentration, a the intersection with the abscissa and b the slope of the
regression line. PLA always uses the logarithm to the base 2 in logarith-
mic calculations.

A F-test is performed in which the F-value of the model (Y = a+ bx)
must be greater than the critical F-value. If the F-value is greater, the

linear regression has a significant slope and the validation criterion is
fulfilled.

10.1.3.2 Significant Deviation from Linearity

PLA performs a variance analysis (ANOVA) for each object that contains
more than two dilution steps to determine if the measurement val ues devi-
ate significantly from linearity. The model for the analysisis

y =a+bx+cx®

y corresponds to the (transformed) values, X is the logarithmic concentra-
tion, a, b and ¢ are the regression coefficients. The deviation from linear-
ity is checked by comparing the F-value of the quadratic regression coef-
ficient to the critica F-value. If the calculated F-value is less than the
critical F-value, one can assume that the measurements do have a signifi-
cant deviation from linearity and that the validation criterion is fulfilled.

10.1.3.3 Significant Deviation from Parallelity

The proof for the parall€lity is based on two variance analyses over the
measurement of all objects. The first analysis uses the model

y=a, +bx,
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(n = 1 for the standard, n = 2 for the preparation). With this model, the
slope of both regression lines is calculated.

The second analysis is done with the model
y=a, +b,X,

With this variance analysis, both regression lines are estimated together.
The deviation from parall€elity is determined by the F-value of the differ-
ence between the square sums of both models. If the F-value is less than
the critical F-value, both regions are assumed to be parallel.

10.1.4 Calculation of the Relative Potency according to Fiel-
ler

The calculation of the relative potency and of the confidence intervalsis
done according to Fieller's theorem. The theorem exceeds the quality that
is demanded by the European Pharmacopoeia. The calculation can be
performed with a level of significance of 90.0%, 95.0%, 99.0% and
99.9%.

The logarithm of the relative potency M is given by the following equa
tion:

Y, —Ys
b

Where Yp and Y g are the intersections with the y-axis and b is the com-
mon slope of both samples. According to Fieller,* one obtains the follow-
ing confidence interval with a defined error probability:

v %, -z, + (- p)s\/(l_ ot by <M—2xss+xp)2

M =

1-9

! according to D. J. Finney, Statistical Method in Biological Assay, Lon-
don, 1978
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Where:

Xs averaged log, dose of the standard

Xp averaged log, dose of the preparation
& mean square of errors (MSE)

S« sum of square of errors

t(f,p) value of the student t-distribution for f degrees of freedom and a
confidence interval of p

Ng number of measurements of the standard

No number of measurements of the preparation

The value of the student t-distribution is calculated within PLA.
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10.2 Automatic Detection

The crucial novelty in PLA is the possibility to automatically detect the
linear and parallel regions of assays. This function enables you to find the
valid intervals for the parallel-line analysis quickly and efficiently. Assays
of biological systems often show saturation effects in the region of high
and low concentration. These regions are unsuitable for a parallel-line
assay. The automatic detection method has been developed to facilitate
the analysis of such measurements. The purpose of this chapter is to help
you to utilize this method efficiently.

Overal, there are four methods for the determinations of the linear and
parallel region: one manua (fixed range and graphical selection) and
three automatic approaches. These methods can be combined arbitrarily.
You can for example detect the linear region of the standard with a man-
ual method and the linear region of the preparations with an automatic
detection scheme to optimize with respect to the manually selected range.

There are two groups of automatic methods for each the standard and the
preparations. Take into account that the analysis with PLA always takes
place at the assay level. The program always focuses on the standard and
all preparations at the same time. This leads to the problem that the auto-
matic optimization of the linear range of the standard can be done either
with respect to al preparations or for each probe individually.

It possible to select if the linear range of the standard should be optimized
for all preparations together (Automatic detection. Common range for
standards) or for each preparation individually (Automatic detection.
Individual range).

For the preparations, you can choose likewise, if the linear range should
be optimized freely or if the same dilution steps as for the linear range of
the standard should be used. The following matrix will give you an over-
view on the results of combination of the different choices.
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Standard Standard Standard
fixed common individual

dard.

5 No optimization. Thesameregion  Thelinear region
= of thestandardis  of the standard is
8 used for all prepa-  optimized for each
g rations. preparation sepa-
o rately.
Thelinear region  Thelinear region  For each stan-
of the preparation  of the standard is  dard/preparation
s _ will besettothe  optimized with combination the
= g same interval as respect to al best common
& *g the standard. preparatlons The range s deter-
85 region of the mined.
o preparations is set
to the same inter-
val.
c The preparationis The preparations  Preparations and
2T optimized indi- are optimized with  standards are op-
=] vidually withinthe respect to the timized freely
% = linear range of the  common linear without any re-
g < standard. range of thestan-  strictions.

Overal, you have nine possibilities to optimize the linear range(s) with
side conditions of varying strength.

Once you know the valid region of the standard, you should define the
fixed range in the definitions of the standard. Depending on whether you
want to allow a free choice of the linear region for the preparations you
should set the dlocation strategy to ,Automatic detection. Individual
range’ or to ,Automatic detection. Identical range’ if you want to keep
the linear range of the preparation within the bounds of the standard.

Besides, you have the possihility to influence the results of the analysis by
changing the evaluation criteria. The alocation strategy alows you to
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The Statistics Core of PLA

choose between the linear range with the best agreement (Best Range), the
range with the maximum number of points (Maximum Range) and a range
with a given number of points. Additionally you can enter a lower limit
for the number of pointsin the linear region (Minimum # of paints). You
can narrow the interval in which PLA tries to detect the linear region by
giving an alocation region. Furthermore, you can include the 50% re-
sponse within the linear region. Y ou can either force the program to do so
(inclusion is mandatory) or propose the program to include the value
(include if possible). With the latter option, the program will include the
50% response only if the assay is still valid.
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Appendices

11.1 Check A - Linder

The textbook on statistical methods in science by A. Linder' contains a
complete analysis of a parallel-line assay. The test data set has been recal-
culated with PLA to check the program results.

In Table 11-1 the results of Linder and PLA are both shown. The values
of PLA have been rounded for this comparison.

You see that for preparation 2 the F-value of the slope and the upper limit
of the confidence interval of the relative potency differ dightly. Both
differences are due to rounding errors in the Linder calculation. While
Linder rounds all the sums of sguares and the mean sums of squares to
integer numbers PLA uses double precision numbers (8 byte double preci-
sion number format compliant to IEEE). Linder himself mentions the
possibility of deviations from computer results because of rounding errors.

The table shows that PLA reproduces the literature values.

Annotations on the table:

Linder's sample 2 is used as the standard in PLA; Linder's sample 1 is
used as the preparation. SOS is the sum of squares, MS is the mean
sguare. For each sample the SOS and MS for the applied model are
shown. SOS error and MS error are the respective residual errors. SOS
guadratic and M S quadratic are the quadratic regression coefficients. SOS
model and MS model are the square sums of the regression. SOS differ-
ence and M S difference are the square sum of the model differencesin the
parallelity analysis.

Table 11-1 Comparison between the Linder and PLA results

L A. Linder, Statistische Methoden, Basel und Stuttgart, 1964, 4. Auflage,
S. 162-169
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_Range | vaue | _Linder ] __PLA___|

Standard (Sample 2)

Linearity SOS quadratic 35.363 35.363
MS quadratic 35.363 35.363
SOS error 113.848 113.848
MS error 9.487 9.487
F-value 3,73 3,73

Slope SOS model 475.240 475.240
MS model 475.240 475.240
SOS error 149.211 149.211
MS error 11.478 11.478
F-value 41,40 41,41

Preparation (Sample 1)

Linearity SOS quadratic 832 832
MS quadratic 832 832
SOS error 116.620 116.620
MS error 9.718 9.718
F-value 0,09 0,09

Slope SOS model 670.810 670.810
MS model 670.810 670.810
SOS error 117.453 117.453
MS error 9.035 9.035
F-value 74,25 74,25
Parallelity of Sample 1 and Sample 2
SOS difference 8.405 8.405
MS difference 8.405 8.405
SOS error 266.664 266.664
MS error 10.256 10.256
F-value 0,82 0,82

Relative Potency of Sample 1 in Comparison to Sample 2

RP 2,04 2,04
RP upper limit 1,63 1,63
RP lower limit 2,56 2,57
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11.1.1 PLA Output (PLA Short Report)

The following output is generated as a so called PLA Short Report. It
contains the shown values.
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Page 1 of 4
Project: Validierungsbeispiele

08.10.99 10:06:47
Assay: Linder

Results of Assay: Linder

Project: Validierungsbeispiele

Current user: Dr. Matthias Schmitt e
Date/Signature

1 Data Input: (Data index: x = technical outlier, o = outlier found by Dixon test)

11 Standard: Standard

Step X loga(X] Series 1 Series 2 Series 3 Series 5]
1 1,0000 0.0000 487 525 585 715

2 0,5000 -1,0000 150 350 275 410

3 0,2500 -2,0000 164 255 64 154
Step X loga(X) Mean S.D. [ AR

1 1,0000 0.0000 582,400 87,028 14.9

2 0,5000 -1,0000 261,400 124,458 476

3 0,2500 -2,0000 146,400 73,473 50.2

50% Response: 364,400

1.2 Sample: Probe 1

Step X loga(X) Series 1 Series 2 Series 3 Series 5|
1 0,5000 -1,0000 710 518 620 650
2 0,2500 -2,0000 560 268 372 185
3 0,1250 -3,0000 83 84 20 75
Step X loga(X) Mean S.D. [ ARV
1 0,5000 -1,0000 601,200 86,817 14.4
2 0,2500 -2,0000 326,400 146,933 45,0
3 0,1250 -3,0000 83,200 5,357 6.4
50% Response: 342,200
Calculated by PLA Version 12,00 (PLAs a product of Gemany) - de

© 2000 Stegmann Systemberatung - www.rs-system.de
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Page 2 of 4
Project: Validierungsbeispiele

08.10.99 10:06:47
Assay: Linder

2 Definitions:

Perform Dixon Test

Regression Model

Reverse Response Eftect Correl
Selected Method

Allocation Strategy

Minimal No. of Points

Maximal Allocation Range
Allocation region

Inclushion of 50% response
50% Response of

Standard Probe 1
YES YES
linlog lin/log
NO NO
Fixed range Fixed range
Step 110 Step 3 Step 1 to Step 3

3 Results:

Standard Probe

‘

Selected linear Range

Test of Linearity
Fauadratic

Faitca

P

P

Test of Slope
Fnodel
Feritcal

P

Test of Parallelism
Fat ot models
Feritcal

@

Step 1to Step 3 Step 1 to Step 3
PASSED PASSED
3,7274 0,0856
4,7472 4,7472
95.0 % 95,0 %
0,8177 0,8521
PASSED PASSED
41,4053 74,2470
4,6672 4,6672
95,0 % 95,0 %
0,7611 0,8510
PASSED
0,819
4,225
95,00 %

0,8439

Probe 1 vs. Standard

Relative Potency
95 % Fiducial Limits
Relative fiducial limits

2,040
1,635 — 2,567
80,1 % — 125,8 % (45,6 %)

4 Calculation of EC50:

Method of EC50 calculation
50% Response of
EC50 concentration

n/c n/c

Galculated by PLA Version 1.2.00 (PLA IS & product of Stegmann Systemberatung, Germany) - www.rs—systen.de

194

© 2000 Stegmann Systemberatung — www.rs-system.de



Appendices

Page 3 of 4
Project: Validierungsbeispiele

08.10.99 10:06:47
Assay: Linder

5 Figure:
71
498
Q
2
o
Q
7]
Q
o
281
64 | } } T
0.0 0.8 1.5 23 3.0
Dose [ -log(x) ]
6 Annotations:

A Standard

B Probe 1

Galoulated by PLA Version 1.2.00 (PLAIS a produet of

Germany) +

© 2000 Stegmann Systemberatung — www.rs-system.de
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Page 4 of 4 08.10.99 10:06:47
Project: Validierungsbeispiele Assay: Linder

Additional Annotations:

Galoulated by PLA Version 1.2.00 (PLAIS a produet of Germany) + .de
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11.1.2 PLA Output (PLA Complete Statistics Report)

The PLA Complete Statistics Report of PLA contains all the variance
analyses data. It is used for the comparison with the Linder results.
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Page 10of 7 08.10.99 10:07:28
Project: Validierungsbeispiele Assay: Linder

Results of Assay: Linder
Project: Validierungsbeispiele

Current user: Dr. Matthias Schmitt

Date/Signature

1 Complete List of the Object Definitions:

—— | sampe |
|

General settings:

Code: Standard Probe 1
Title: Standard Probe 1
Measured substance:

Batch identification:

Object status declared closed: NO NO

Object was created by:
Creation timestamp:
Last modification by:
Modification timestamp:

Dr. Matthias Schmitt
16.06.99 15:14:50

06.10.99 12:53:13

Dr. Matthias Schmitt
16.06.99 15:14:52

06.10.99 12:53:13

Definition settings:

Concentration of undiluted standard:

Concentration units:

Predilution of standard/sample: 11 11
Number of dilution steps: 3 3
Number of data series: 5 5
Additional predilution factor: 11 1:2
Dilution scale 12 1:2
Analysis settings:

Analysis according to EP: NO NO
Dixon test enabled: YES YES
Regression model: linflog lin/log
Reverse response effect correlation NO NO
Dixon contamination: o1 0.1
F-Test of the slope: 95 95
F-Test of linearity: 95 95
F-Test of parallelity: 95 95
Fiducial limit percents: 95 95
Slope as rejection criterion: NO NO
Linearity as rejection criterion: NO NO
Parallelity as rejection criterion: NO NO
ECS0 calculation: NO NO

by using:

Range Selection Settings
Linear detection type:
Allocation Strategy:
Minimal/Exact # of Points:
Maximal Allocation Range
Allocation Range

Inclusion of 50% Response!
50% Response of:

Fixed range (1)
Step 1 to Step 3

Fixed range (1)
Step 110 Step 3

Galculated by PLA Version 1.2.00 (PLA IS & product of Stegmann Systemberatung, Germany) - www.rs—systen.de
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Page 2 of 7 08.10.99 10:07:28
Project: Validierungsbeispiele Assay: Linder
2 Data Input: (Data index: x = technical outlier, o = outlier found by Dixon test)

21 Standard: Standard

Step X logz(X) Serie: Series 2 Series 3 Series 4

1 1,0000 0,0000 487 525 585 600 715
2 0,5000 -1,0000 150 350 275 122 410
3 0,2500 -2,0000 164 255 64 95 154
Step X loga(X) Mean S.D. C.V. [%

1 1,0000 0,0000 582,400 87,028 149

2 0,5000 -1,0000 261,400 124,458 47,6

3 0,2500 -2,0000 146,400 73,473 50,2

50% Response: 364,400

2.2 Sample: Probe 1

Step X loga(X) Series 1 Series 2 Series 3 Series 4 Series 5|

1 0,5000 -1,0000 710 518 620 510 650
2 0,2500 -2,0000 560 268 372 247 185
3 0,1250 -3.0000 83 84 20 84 75
Step X loga(X) Mean S.D. C.V.[%]
1 0,5000 -1,0000 601,200 86,817 14.4
2 0,2500 -2,0000 326,400 146,933 450
3 0,1250 -3.0000 83,200 5,357 64
50% Response: 342,200
Calculated by PLA Version 12,00 (PLAs a product of Gemany) - de
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Page 3 of 7 08.10.99 10:07:28
Project: Validierungsbeispiele Assay: Linder

3 Range Selection
I S RS

Linear detection type: Fixed range (1) Fixed range (1)

Selected Linear Range: Step 1 to Step 3 Step 110 Step 3

4 Test of Linearity

Regression equation: y=a+b*lg(x) + c"lg(x)2

41 Standard: Standard

Total number of observations: 15
Source d. Sum of Squares Mean Square al
Model 2 510.603,3333 255.301,6667 26,9098
Error 12 113.847,6000 9.487,3000
Total 14 624.450,9333
Linearity 1 475.240,0000 475.240,0000 50,0922
Quadratic 1 35.363,3333 35.363,3333 3.7274
a stimates Error Quality of regre:
Intercept a 582,4000 43,5598 ? 0,817684
Slope b 4240000 111,0562 Pas 0,787298
Quadratic ¢ 103,0000 53,3497 Root MSE 97,4028
Test passed if Fouadatic < Feit (P=95%) = 4,7472 Test PASSED!
4.2 Sample: Probe 1
Total number of observations: 15
Source d.f. Sum of Squares Mean Square F-Value
Model 2 671.642,1333 335.821,0667 34,5552
Error 12 116.620,8000 9.718,4000
Total 14 788.262,9333
Linearity 1 670.810,0000 670.810,0000 69,0247
Quadratic 1 832,1333 832,1333 0.0856
Param. Estimates | Error Quality of regression
Intercept a 907,6000 192,1716 s 0,852053
Slope b 3222000 218,2204 P 0,827396
Quadratic ¢ 15,8000 53,9956 Root MSE 98,5819
Tost passed if Fouadatic < Feit (P=95%) = 4,7472 Test PASSED!

Galculated by PLA Version 1.2.00 (PLA is & product of Stegmann Systemberatung, Germany) - www.rs—systern. de
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Page 4 of 7 08.10.99 10:07:28
Project: Validierungsbeispiele Assay: Linder

5 Test of Slope

Regression equation: y =a + b*lg(x)

5.1 Standard: Standard

Total number of observations: 15
Source d.f. | Sum of Squares Mean Square | F-Value
Model 1 475.240,0000 475.240,0000 41,4053
Error 13 149.210,9333 11.477, 7641
Total 14 624 .450,9333
Param. Estimates | Error | Quality of regression

Intercept a 548,0667 43,7374 v 0,761053
Slope b 218,0000 33,8788 Pes 0,742672
Test passed if Frnogel > Ferit (P=95%) = 4,6672 Test PASSED!
5.2 Sample: Probe 1

Total number of observations: 15

Source d.f. Sum of Squares Mean Square F-Value

Model 1 670.810,0000 670.810,0000 74.2470

Error 13 117.452,9333 9.034,8410

Total 14 788.262,9333

Intercept a 8549333 64,9327 s 0,850998
Slope b 259,0000 30,0580 Pad 0,839536
Test PASSED!

Test passed if Frodel > Forit (P=95%) = 4,6672

Gelculated by PLA Version 1.2.00 (PLA is & product of Stegmann Systemberatung, Germany) - www.rs—systern.de
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Page 5 of 7
Project: Validierungsbeispiele

08.10.99 10:07:28
Assay: Linder

6 Test of Parallelity

6.1 Estimation of Common Slope

Total number of observations:

30

Source d.f. Sum of Squares Mean Square F-Value

Model 3 4.474.666,1333 1.491.555,3778
Error 27 275.068,8667 10.187,7358
Total 30 4.749.735,0000

Param. Estimates Error Quality of regression
Intercept al 813,9333 52,1223 s 0,942088
Intercept a2 568,5667 34,4756 Root MSE 100,9343
Slope b 2385000 22,5696
6.2 Estimation of error due to non-parallelity
Total number of observations: 30

Source d.f. | Sum of Squares Mean Square | F-Value

Model 3 4.474.666,1333 1.491.555,3778
Difference of Models 1 8.405,0000 8.405,0000 0,8195
Model (Total) 4 4.483.071,1333 1.120.767,7833
Error 26 266.663,8667 10.256,3026
Total 30 4.749.735,0000

stimates Error
Intercept al 854,9333 69,1829 F 0,943857
Intercept a2 548,0667 41,3447 Root MSE 101,2734
Slope b1 259,0000 32,0255 g 0,0079
Slope b2 218,0000 32,0255

Test PASSED!

Test passed if Fir of models < Feit (P=95%) = 4,2252

Galculated by PLA Version 1.2.00 (PLA is & product of Stegmann Systemberatung, Germany) - www.rs—systern. de
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Page 6 of 7 08.10.99 10:07:28
Project: Validierungsbeispiele Assay: Linder
7 Estimation of the Relative Potency

Relative potency of sample Probe 1 in comparison to standard Standard

Probe 1 vs. Standard

Estimated relative potency: ‘ 2,04
95% Fiducial Limits: | 1,64 -2,57

Relative fiducial limits: 80,1 % - 125,8 % (45,6%)

8 Calculation of EC50:

Standard Probe 1

Method of EC50 calculation n/c n/c
50% Response of
EC50 concentration ‘ - -

9 Annotations:

Galculated by PLA Version 1.2.00 (PLA IS & product of Stegmann Systemberatung, Germany) - www.rs—systen.de
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Page 7 of 7 08.10.99 10:07:28
Project: Validierungsbeispiele Assay: Linder

Additional Annotations:

Galoulated by PLA Version 1.2.00 (PLAIS a produet of Germany) + .de
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11.2 Check B - European Phar-
macopoeia

For the second check of the PLA results the examples of the European
Pharmacopoeia 1997 section 5.3 ,Statistical Analysis’, example 3.2.8.1
are recalculated with PLA. Because the EP does not include dilution se-
ries but only measurements 1:1 (1.0 unit per 100g of body mass) and 1:4
(0.25 units per 100g of body mass) atest for the standard S and the prepa-
ration U will be defined with three dilution steps. All values for the dilu-
tion step 2, the missing 1:2 step, will be excluded from the analysis, how-
ever. A test for linearity is not possible in this case because the test does
only contain two concentration values.

In the EP the slope and parallelity are calculated with a slightly different
scheme of the variance analysis. For that reason a direct comparison of the
numbersis not possible for all values.

Annotations on the table:

SOS is the sum of squares; MS is the mean sum of squares. The SOS and
MS for the respective models are shown. SOS error and MS error are the
residual errors. SOS difference and M S difference are the sums of squares
of the differences between the models in the parallelity analysis.

__Range | value | EP1097

Parallelity of Preparation U and Standard S

SOS difference 34,2 34,2
MS difference 34,2 34,2
SOS error 26587,3 26587,3
MS error 7385 738,5
F-value 0,05 0,05
Relative Potency of Preparation U in Comparison Standard S
RP 111 111
RP upper limit 0,82 0,83
RP lower limit 1,51 1,50
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11.2.1 PLA Output (PLA Short Report)

The following output is generated as a so called PLA Short Report. It
contains the shown values.
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Page 1 of 7 08.10.99 10:07:56
Project: Validierungsbeispiele Assay: Europ. Pharmacop. 1993

Results of Assay: Europ. Pharmacop. 1993

Project: Validierungsbeispiele

Current user: Dr. Matthias Schmitt - R
Date/Signature

1 Data Input: (Data index: x = technical outlier, o = outlier found by Dixon test)

11 Standard: Standard S

Step X loga(X] Series 1 Series 2 Series 3 Series 4 Series 5]

1 1,0000 0.0000 289 221 267 236 250
2 0,2500 -2,0000 300 310 330 280 364
Step X loga(X Series 6 Series 7 Series 8 Series 9 Series 10
1 1,0000 0.0000 231 229 269 233 259
2 0,2500 -2,0000 328 390 360 342 306
Step X loga(X) Mean S.D. [AA A
1 1,0000 0.0000 248,400 21,996 8.9
2 0,2500 -2,0000 332,000 32,042 9.7
50% Response: 290,200
1.2 Sample: Preparation U
Step X loga(X) Series 1 Series 2 Series 3 Series 4 Series 5|
1 1,0000 0.0000 230 210 280 261 241
2 0,2500 -2,0000 310 290 360 341 321
[Step X loga(X Series 6 Series 7 Series 8 Series 9 Series 10
1 1,0000 0.0000 290 223 254 216 235
2 0,2500 -2,0000 370 303 334 2g5 315
Step X loga(X) Mean S.D. C.V. [%)
1 1,0000 0.0000 244,000 26,808 1.0
2 0,2500 -2,0000 323,900 26,926 83
50% Response: 283,950

Geloulated by PLA Version 1.2.00 (FLATs a product of Gemany) - de
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Page 2 of 7
Project: Validierungsbeispiele

08.10.99 10:07:56
Assay: Europ. Pharmacop. 1993

2 Definitions:

Perform Dixon Test

Regression Model

Reverse Response Eftect Correl
Selected Method

Allocation Strategy

Minimal No. of Points

Maximal Allocation Range
Allocation region

Inclushion of 50% response
50% Response of

Standard S Preparation U
YES YES
linlog lin/log

NO NO

Fixed range Fixed range

Step 1to Step 2 Step 1 to Step 2

3 Results:

Standard S Preparation U

Selected linear Range

Test of Linearity
Fauadratic

Faitca

P

P

Test of Slope
Fnodel
Feritcal

P

Test of Parallelism
Fat ot models
Feritcal

@

Step 1to Step 2 Step 1 to Step 2

Linearity is not calculated!

Linearity is not calculated!

PASSED PASSED
46,2695 44,2211
6,5146 6,5146
98,0 % 98,0 %
0,7199 0,7107
PASSED
0,046
5,927
98,00 %
0,8922

Preparation U vs. Standard S

Relative Potency
95 % Fiducial Limits
Relative fiducial limits

1,112
0,830 - 1,497
74,6 % — 134,7 % (60,0 %)

4 Calculation of EC50:

Method of EC50 calculation
50% Response of
EC50 concentration

n/c n/c

Galculated by PLA Version 1.2.00 (PLA IS & product of Stegmann Systemberatung, Germany) - www.rs—systen.de
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Page 3 of 7 08.10.99 10:07:56
Project: Validierungsbeispiele Assay: Europ. Pharmacop. 1993
5 Figure:
390 A
]
8
A Standard S
330+
[
0
c
)
a
0
@
o
2707
B Preparation
U
210 } f f |
0.0 05 1.0 15 20
Dose [ -log(x) |
6 Annotations:
Calculated by PLA Version 12,00 (PLAs a product of Gemany) - de
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Page 4 of 7 08.10.99 10:07:56
Project: Validierungsbeispiele Assay: Europ. Pharmacop. 1993

Results of Assay: Europ. Pharmacop. 1993

Project: Validierungsbeispiele

Current user: Dr. Matthias Schmitt
Date/Signature

1 Data Input: (Data index: x = technical outlier, o = outlier found by Dixon test)

11 Standard: Standard S

Step X loga(X] Series 1 Series 2 Series 3 Series 4 Series 5]

1 1,0000 0.0000 289 221 267 236 250

2 0,2500 -2,0000 300 310 330 290 364
Step X loga(X Series 6 Series 7 Series 8 Series 9 Series 10
1 1,0000 0.0000 231 229 269 233 259

2 0,2500 -2,0000 328 390 360 342 306
Step loga(X) Mean S.D. C. %]

1 1,0000 0.0000 248,400 21,996 8.9

2 0,2500 -2,0000 332,000 32,042 9.7

50% Response: 290,200

1.2 Sample: Preparation Z

Step X loga(X) Series 1 Series 2 Series 3 Series 4 Series 5|
1 1,0000 0,0000 236 213 283 269 251
2 0,2500 -2,0000 250 268 273 240 307
[Step X loga(X Series 6 Series 7 Series 8 Series 9 Series 10
1 1,0000 0,0000 294 223 250 216 265
2 0,2500 -2,0000 270 317 312 320 265
Step X loga(X) Mean S.D. C.V. [%)
1 1,0000 0,0000 250,000 28,012 1.2
2 0,2500 -2,0000 282,200 29,234 104
50% Response: 266,100

Galoulated by PLA Version 1.2.00 (FLATs  product of Germany) - de
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Page 5 of 7
Project: Validierungsbeispiele

08.10.99 10:07:56

Assay: Europ. Pharmacop. 1993

2 Definitions:

Standard S
Perform Dixon Test YES
Regression Model linlog
Reverse Response Eftect Correl NO
Selected Method Fixed range

Allocation Strategy -
Minimal No. of Points -
Maximal Allocation Range -
Allocation region Step 1to Step 2
Inclushion of 50% response -
50% Response of -

Preparation Z

YES
lin/log
NO

Fixed range

Step 1 to Step 2

Assay Rejected!!

Preparation Z

Step 1 to Step 2

FAILED
6,3249
6,5146
98,0 %
0,2600

Preparation Z vs. Standard S

Linearity is not calculated!

3 Results:
Standard S
Selected linear Range Step 1to Step 2
Test of Linearity Linearity is not calculated!
Fauadratic -
Faitca -
P R
2 .
Test of Slope PASSED
Frmogel 46.2695
Feritcal 6,5146
P 98,0 %
7 0,7199
Test of Parallelism Parallelity is not calculated!
Fat ot models -
Feritcal -
2 .
Relative Potency
95 % Fiducial Limits Relative Potency is not calculated
Relative fiducial limits

4 Calculation of EC50:

Method of EC50 calculation
50% Response of
EC50 concentration

Galculated by PLA Version 1.2.00 (PLA IS & product of Stegmann Systemberatung, Germany) - www.rs—systen.de
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Page 6 of 7
Project: Validierungsbeispiele

08.10.99 10:07:56

Assay: Europ. Pharmacop. 1993

5 Figure:

A Standard S

Response

B Preparation Z

213 } T T 1
0.0 05 1.0 15 2.0

Dose [ -log(x) ]

6 Annotations:

Galoulated by PLA Version 1.2.00 (PLAIS a produet of

Germany) + .de
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Page 7 of 7 08.10.99 10:07:56
Project: Validierungsbeispiele Assay: Europ. Pharmacop. 1993

Additional Annotations:

Galoulated by PLA Version 1.2.00 (PLAIS a produet of Germany) + .de
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11.2.2 PLA Output (PLA Complete Statistics Report)

The PLA Complete Statistics Report of PLA contains all the variance
analyses data. It is used for the comparison with the EP results.
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Page 1 of 13 08.10.99 10:08:09
Project: Validierungsbeispiele Assay: Europ. Pharmacop. 1993

Results of Assay: Europ. Pharmacop. 1993

Project: Validierungsbeispiele

Current user: Dr. Matthias Schmitt e e
Date/Signature

1 Complete List of the Object Definitions:

] —— | sampe |
|

General settings:

Code: Standard S Preparation U
Title: Standard S Preparation U
Measured substance:

Batch identification:

Object status declared closed: NO NO

Object was created by:
Creation timestamp:
Last modification by:
Modification timestamp:

Dr. Matthias Schmitt
16.06.99 15:14:55

06.10.99 12:53:12

Dr. Matthias Schmitt
16.06.99 15:14:57

06.10.99 12:53:12

Defi

on settings:

Concentration of undiluted standard:

Concentration units:

Predilution of standard/sample: 11 11
Number of dilution steps: 2 2
Number of data series: 10 10
Additional predilution factor: 11 11
Dilution scale direct input direct input
Analysis settings:

Analysis according to EP: YES YES
Dixon test enabled: YES YES
Regression model: linflog lin/log
Reverse response effect correlation NO NO
Dixon contamination: 0,02 0,02
F-Test of the slope: 98 98
F-Test of linearity: 98 98
F-Test of parallelity: 98 98
Fiducial limit percents: 95 95
Slope as rejection criterion: YES YES
Linearity as rejection criterion: YES YES
Parallelity as rejection criterion: YES YES
ECS0 calculation: NO NO

by using:

Range Selection Settings
Linear detection type:
Allocation Strategy:
Minimal/Exact # of Points:
Maximal Allocation Range
Allocation Range:
Inclusion of 50% Response
50% Response of:

Fixed range (1)
Step 1 to Step 2

Fixed range (1)
Step 1 1o Step 2
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Project: Validierungsbeispiele Assay: Europ. Pharmacop. 1993
2 Data Input: (Data index: x = technical outlier, o = outlier found by Dixon test)

21 Standard: Standard S

Step X logz(X) Series 1 Series 2 Series 3 Series 4 Series 5|
1 1,0000 0,0000 289 221 267 236 250

2 0,2500 -2,0000 300 310 330 290 364
Step X logz(X) Series 6 Series 7 Series 8 Series 9 Series 10
1 1,0000 0,0000 231 229 269 233 259

2 0,2500 -2,0000 328 390 360 342 306
Step X loga(X Mean S.D. C.V. [%]

1 1,0000 0,0000 248,400 21,996 89

2 0,2500 -2,0000 332,000 32,042 97

50% Response: 290,200

2.2 Sample: Preparation U

Step X loga(X) Series 1 Series 2 Series 3 Series 4 Series 5|
1 1,0000 0.0000 230 210 280 261 241
2 0,2500 -2,0000 310 290 360 341 321
Step X loga(X) Series 6 Series 7 Series 8 Series 9 Series 10
1 1,0000 0.0000 290 223 254 216 235
2 0,2500 -2,0000 370 303 334 295 315
Step X loga(X Mean S.D. C.V. [%]
1 1,0000 0.0000 244,000 26,808 1.0
2 0,2500 -2,0000 323,900 26,926 83
50% Response: 283,950
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Project: Validierungsbeispiele Assay: Europ. Pharmacop. 1993

3 Range Selection
I S R S

Linear detection type: Fixed range (1) Fixed range (1)

Selected Linear Range: Step 1 to Step 2 Step 1to Step 2

4 Test of Linearity

Regression equation: y=a+b*lg(x) + c"lg(x)2
441 Standard: Standard S

LINEARITY IS NOT CALCULATED!!

4.2 Sample: Preparation U

LINEARITY IS NOT CALCULATED!!
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Page 4 of 13
Assay: Europ. Pharmacop. 1993

Project: Validierungsbeispiele

5 Test of Slope

Regression equation: y =a + b*lg(x)

5.1 Standard: Standard S

Total number of observations: 20
Source d.f. | Sum of Squares Mean Square | F-Value
Model 1 34.944,8000 34.944,8000 46,2695
Error 18 13.594,4000 755,2444
Total 19 48.539,2000
Param. Estimates Error Quality of regression
Intercept a 248,4000 8,6905 r 0,719929
Slope b -41.8000 6,1451 Pus 0,704370
Test passed if Frnogel > Ferit (P=98%) = 6,5146 Test PASSED!
5.2 Sample: Preparation U
Total number of observations: 20
Source d.f. Sum of Squares Mean Square F-Value
Model 1 31.920,0500 31.920,0500 44,2211
Error 18 12.992,9000 721,8278
Total 19 44.912,9500

Intercept a 2440000 8,4860 s 0,710709
Slope b -39,9500 6,0076 o 0,694638

Test passed if Frnodel > Forit (P=98%) = 6,5146 Test PASSED!
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Project: Validierungsbeispiele

08.10.99 10:08:09
Assay: Europ. Pharmacop. 1993

6 Test of Parallelity

6.1 Estimation of Common Slope
Total number of observations: 40

Source d.f. Sum of Squares Mean Square F-Value
Model 3 3.363.703,4750 1.121.234,4917
Error 37 26.621,5250 719,5007
Total 40 3.390.825,0000

Param. Estimates Error | Quality of regression

Intercept al 243,0750 7,3459 F 0,992148
Intercept a2 249,3250 7,3459 Root MSE 26,8235
Slope b -40,8750 42412
6.2 Estimation of error due to non-parallelity
Total number of observations: 40

Source df. | Sum of Squares Mean Square | F-Value

Model

Difference of Models
Model (Total)

Error

Total

3
1
4
36
40

3.363.703,4750 1.121.234,4917

34,2250 34,2250 0,0463
3.363.737,7000 840.934,4250
26.587,3000 738,5361

3.390.325,0000

Param. Estimates Error of regression
Intercept al 244,0000 8,5938 F 0,992158
Intercept a2 248,4000 8,5938 Root MSE 27,1760
Slope b1 -39,9500 6,0767 g 0,0221
Slope b2 -41,8000 6,0767
Test passed if Fair of models < Ferit (P=98%) = 5,9268 Test PASSED!
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Page 6 of 13
Assay: Europ. Pharmacop. 1993

Project: Validierungsbeispiele

7 Estimation of the Relative Potency

Relative potency of sample Preparation U in comparison to standard Standard S

Preparation U vs. Standard S

Estimated relative potency: ‘ 1,1
95% Fiducial Limits: |
Relative fiducial limits: ‘

0,83-1,50
74,6 % - 134,7 % (60,0%)

8 Calculation of EC50:

Standard S
Method of EC50 calculation ‘ n/c n/c

50% Response of -
EC50 concentration

9 Annotations:
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Project: Validierungsbeispiele Assay: Europ. Pharmacop. 1993

Results of Assay: Europ. Pharmacop. 1993

Project: Validierungsbeispiele

Current user: Dr. Matthias Schmitt e e
Date/Signature

1 Complete List of the Object Definitions:

] —— | sampe |
|

General settings:

Code: Standard S Preparation Z
Title: Standard S Preparation Z
Measured substance:

Batch identification:

Object status declared closed: NO NO

Object was created by:
Creation timestamp:
Last modification by:
Modification timestamp:

Dr. Matthias Schmitt
16.06.99 15:14:55

06.10.99 12:53:12

Dr. Matthias Schmitt
16.06.99 15:14:58

06.10.99 12:53:12

Defi

on settings:

Concentration of undiluted standard:

Concentration units:

Predilution of standard/sample: 11 11
Number of dilution steps: 2 2
Number of data series: 10 10
Additional predilution factor: 11 11
Dilution scale direct input direct input
Analysis settings:

Analysis according to EP: YES YES
Dixon test enabled: YES YES
Regression model: linflog lin/log
Reverse response effect correlation NO NO
Dixon contamination: 0,02 0,02
F-Test of the slope: 98 98
F-Test of linearity: 98 98
F-Test of parallelity: 98 98
Fiducial limit percents: 95 95
Slope as rejection criterion: YES YES
Linearity as rejection criterion: YES YES
Parallelity as rejection criterion: YES YES
ECS0 calculation: NO NO

by using:

Range Selection Settings
Linear detection type:
Allocation Strategy:
Minimal/Exact # of Points:
Maximal Allocation Range
Allocation Range:
Inclusion of 50% Response
50% Response of:

Fixed range (1)
Step 1 to Step 2

Fixed range (1)
Step 1 1o Step 2
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2 Data Input: (Data index: x = technical outlier, o = outlier found by Dixon test)

21 Standard: Standard S

Step X logz(X) Series 1 Series 2 Series 3 Series 4 Series 5|
1 1,0000 0,0000 289 221 267 236 250

2 0,2500 -2,0000 300 310 330 290 364
Step X logz(X) Series 6 Series 7 Series 8 Series 9 Series 10
1 1,0000 0.0000 231 229 269 233 259

2 0,2500 -2,0000 328 390 360 342 306
Step X loga(X Mean S.D. [N

1 1,0000 0.0000 248,400 21,996 8.9

2 0,2500 -2,0000 332,000 32,042 9.7

50% Response: 290,200

2.2 Sample: Preparation Z

Step X loga(X) Series 1 Series 2 Series 3 Series 4 Series 5|
1 1,0000 0.0000 236 213 283 269 251
2 0,2500 -2,0000 250 268 273 240 307
Step X loga(X) Series 6 Series 7 Series 8 Series 9 Series 10
1 1,0000 0.0000 294 223 250 216 265
2 0,2500 -2,0000 270 317 312 320 265
Step X logx(X Mean S.D. [AA
1 1,0000 0.0000 250,000 28,012 1.2
2 0,2500 -2,0000 282,200 29,234 104
50% Response: 266,100
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Project: Validierungsbeispiele Assay: Europ. Pharmacop. 1993

3 Range Selection
I S R S

Linear detection type: Fixed range (1) Fixed range (1)

Selected Linear Range: Step 1 to Step 2 Step 1to Step 2

4 Test of Linearity

Regression equation: y=a+b*lg(x) + c"lg(x)2
441 Standard: Standard S

LINEARITY IS NOT CALCULATED!!

4.2 Sample: Preparation Z

LINEARITY IS NOT CALCULATED!!
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Page 10 of 13
Assay: Europ. Pharmacop. 1993

Project: Validierungsbeispiele

5 Test of Slope

Regression equation: y =a + b*lg(x)

5.1 Standard: Standard S

Total number of observations: 20
Source d.f. | Sum of Squares Mean Square | F-Value
Model 1 34.944,8000 34.944,8000 46,2695
Error 18 13.594,4000 755,2444
Total 19 48.539,2000
Param. Estimates Error Quality of regression
Intercept a 248,4000 8,6905 r 0,719929
Slope b -41.8000 6,1451 Pus 0,704370
Test passed if Frnogel > Ferit (P=98%) = 6,5146 Test PASSED!
5.2 Sample: Preparation Z
Total number of observations: 20
Source d.f. Sum of Squares Mean Square F-Value
Model 1 5.184,2000 5.184,2000 6,3249
Error 18 14.753,6000 819,6444
Total 19 19.937,8000

Intercept a 250,0000 9,0534 s 0,260019
Slope b -16,1000 6,4017 o 0,218909

Test passed if Frnodel > Forit (P=98%) = 6,5146 Test FAILED!
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6 Test of Parallelity

PARALLELITY IS NOT CALCULATED!!
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Project: Validierungsbeispiele Assay: Europ. Pharmacop. 1993
7 Estimation of the Relative Potency

Relative potency of sample Preparation Z in comparison to standard Standard S

Preparation Z vs. Standard S
Estimated relative potency: AssaAy REJECTED
95% Fiducial Limits: RELATIVE POTENCY IS NOT CALCULATED!!
Relative fiducial limits: ‘

8 Calculation of EC50:

- @ @ @ 0 0 0 0000000000000 00000 OO0 0]
Standard S Preparation Z

Method of EC50 calculation |
50% Response of ‘ - -
EC50 concentration ‘

9 Annotations:

Galculated by PLA Version 1.2.00 (PLA IS & product of Stegmann Systemberatung, Germany) - www.rs—systen.de

226 © 2000 Stegmann Systemberatung — www.rs-system.de



Appendices

Page 13 of 13 08.10.99 10:08:09
Project: Validierungsbeispiele Assay: Europ. Pharmacop. 1993

Additional Annotations:
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