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Introduction

1. Introduction

BIAevaluation is a stand-alone software package for presentation and
evaluation of sensorgram data from real-time BIA analyses. The
software supports

e evaluation of kinetic constants from sensorgram data using
numerical integration and global fitting methods

e pre-defined and user-defined interaction models

* simulation of sensorgrams from specified models and kinetic
parameters

* determination of affinity constants for both surface and solution
interactions

* analysis of concentration measurements from either binding level or
rate data.

1.1 Differences from version 2

BIAevaluation version 3.0 differs in several significant respects from
the previous versions 2.x, both in terms of the functionality of the
program and the user interface.

1.1.1 New functionality

The approach used for fitting experimental data to an interaction
model has been revised and improved, with the result that the software
is both easier to use and more powerful. Major new features include

* Simultaneous fitting to all curves in the working set, which improves
the robustness of the fitting procedure. When one or more variables
are in addition constrained to have the same value for each curve
(e.g. association or dissociation rate constants), this is referred to as
global fitting. Global fitting contributes greatly to the stability of the
fitting procedure for complex models with many variables, and also
reflects many physical interaction systems more faithfully (a set of
sensorgrams for the same interaction at different analyte
concentrations should a priori have identical rate constants).

* Simultaneous fitting to association and dissociation phases of the
interaction, which improves the data throughput in the evaluation
process. Separate fitting of the association and dissociation phases is
also supported.

BIAevaluation Software Handbook 1-1
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¢ The use of numerical integration algorithms allows evaluation
according to complex interaction models, where analytical
integration of the rate equations is difficult or impossible. This
removes a serious limitation in previous versions of BIAevaluation,
which were unable to handle non-integratable rate equations.

¢ A model editor based on reaction schemes instead of rate equations
makes it easier to defined interaction models. The rate equations for
the model as defined are displayed as an aid in checking the
correctness of the model.

» Combined kinetic and concentration evaluation modules with
integrated spreadsheet functions make it easier to perform
concentration measurements using sensorgram data (binding rates or
steady state levels). Report point tables can be opened directly in the
spreadsheet from BIA result files for direct concentration evaluation.

¢ An improved 4-parameter fitting equation is introduced for more
reliable creation of standard curves for concentration measurement.

1.1.2 New interface features

BIAevaluation version 3.0 is fully compatible with the Microsoft®
Windows® 95 and Windows NT (version 4.0 or later) graphical user
interfaces. New interface features introduced since version 2.x include:

* Long file names are fully supported.

* Tool tips provide assistance in using the toolbar buttons and in
understanding dialogue boxes and data presentation. To display a
tool tip, place the mouse cursor on the item for which you want help
and wait a few seconds. The tip appears automatically (see
illustration below).

— Parameters

FEBZ8C Fo=1- 34 T
FEBZ8C Fe=1- 35 T2
FEBZAC Fo=1 - 36 B2.8n
FEBZ8C Fc=1-38 280N
FEBZ8C Fc=1-40 15.6n

o o[

[ Display initial walues for fitted parameters

¢ Back | Eit | Cancel |

Tool tip for the parameter Conc in kinetic data evaluation.
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* Software wizards guide you through procedures such as fitting
kinetic data, opening text files and simulating sensorgrams. Wizards
are sequences of dialogue boxes, often with text instructions, where
Next and Back buttons allow you to step through the procedure and
to return to previous steps without restarting the whole procedure.
See Section 4.1.2 for a full description of a wizard example.

— Select Diata
1. Adjust the injection start and stop markers [where Splitie. . |
applicable]. —

2. Select data to be uzed in the fitting.

Dirag the markers in the selection bar to select data on all
curves together. Dirag the armow markers on the active curve to
zelect data on the active curve only.

< Back | Mexzt > I Cancel |

Example of a wizard dialogue box (from kinetic evaluation).

* Right mouse button menus or context menus are implemented in all
graphical display windows. These are pop-up menus that appear
when you press the right mouse button (left mouse button if you are
using a left-handed mouse setting). The menu for plot windows
offers commands for copying the plot window to the clipboard,
exporting the data from the plot window, and setting presentation
properties for the window. The right mouse button menu can be
used at any time, even when the main menu commands are not
available (e.g. when a wizard dialogue box is displayed).

1.2 The BlAevaluation workspace

The BIAevaluation workspace can display the following windows:

* One (and only one) project window. The project window contains a
list of the curves currently available for presentation and evaluation.
Curves may be imported into the project window from several
different source files including BIA result files and text files, or may
be derived by transformation of source curves within BIAevaluation.

BIAevaluation Software Handbook 1-3
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43 kinetics ble =] E3
Id Hame Source

30 nM kinetics.ble

60 nM kinetics.ble

120 nM kinetics.ble

240 nM kinetics.ble

480 nM kinetics. ble

2 60 nM : Y-Transform
3120 nM : Y-Transform

... 3240 n| A O I e e
5 480 nM : Y-Transform

1
2
3
4
5
6 1 30 nM : ¥-Transtorm
i
8
9
0

A project window with original and transformed curves.

* Any number of plot windows. A plot window is a display of one or
more curves from the project window. The curves included in any
given plot window are collectively termed the working set for the
window. The same curve can be displayed simultaneously in several
plot windows: however, changes made to a curve in one plot
window (by data transformation or changes in display properties)
will affect the curve in all windows.

Plot 1 =] E3

RU
25000 -

24500 —
24000

23500 —

23000 ~

Response

22500

22000

21500

21000

Time 5

A plot window.

* Any number of fit windows. A fit window is obtained from a plot

window by fitting the curves in the plot window to a model
equation. The fit window replaces the plot window, and display the
results of the fitting both graphically and numerically. One fit
window can contain any number of fits to the same curves.
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Fit 1 JH[=] E3
Ll
1200

1000 1

800 4

B00

Response

400

200 4

-200 + + + + + + + t t 1
a0 100 130 200 230 300 330 400 430 500 530

[ka (1/Ms)|_kd (1/5) [Rmax (RU)] RI (R

33ef 3028

§§ 360

Feparl | P | Residuals | Selections |

A fit window.

¢ Any number of sheet windows. A sheet window displays data
numerically in a spreadsheet, which supports generation of
calibration curves for concentration measurement as well as several
common spreadsheet operations (filters, arithmetical operations and
graphing functions).

Conc.ipt
[ A Joyoe
E F G H 1 J K L M [ -
| e Flam =l =iam =lem Zfiam =flem 2]second_izflam 2] -
Window  AbsResp 5D Slope LRSD Baseline RelResp |Id ng/ril
6 5 27671 330347 202958  0.3653 YES 4006 second_Ab  high
9 5 27589 39672 230374 0.35373 YES 3968 second_Ab |high
12 5 25400 294728 -168242 1.00130 YES 2062 second_Ab 273
15 5 25383 248228 -1.45732 0.59753 YES 2068 second_Ab 273
18 5 24156 163045 -0.94279 0.51659 YES 997 second Ab low
21 5 22999 066538 -0.04439 069707 YES 77|second Ab i
74 5 27662 367097 -2.1945 050832 YES 4222 second_Ab 1040
77 5 24219 206945 -1.12038 0.96071 YES 1139 secand_Ab 130
30 5 27395 411952 244947 07232 YES 3983 second Ab  high
33 5 27624 362546 -2.15689 0.62408 YES 4230 second_Ab 1040
36 5 238R1 126398 06744 062067 YES BO5 second_Ab B5
39 5 22900 062259 -0.15941 0.59418 YES 62 second_Ab i
12 5 23473 1.05334 -0.56584) 0.50449 YES 585 second_Ab B5
15 5 27284 359749 214744 053777 YES 3993 second_Ab  high
18 5 27279 410994 243097 0.84344 YES 3993 second_Ab  high
51 5 24106 1.82169 -1.03409 0.64796 YES 1169 secand_Ab 130
54 5 23906 157718 -0.84425 076553 YES 1086 secand_Ab | low
57 5 26626 364233 216623 063426 YES 3489 second_Ab 527
ﬁuJ 5 26618 309721 -180384 0.64636 YES 3488 second_Ab 527w
4 r

A sheet window.
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* Any number of calibration windows. A calibration window displays
a calibration curve generated from spreadsheet data for
concentration measurement, and is used for calculating
concentrations in unknown samples.

ing: 4 Parameter Fit
Replicates: All
Rhi=5233

Rlo=115.1

1=355.2

2=1.407

5000

4000 -

3000 4

RelResp

2000 4

1000 -

19 [=] E3
Calibration Curve

600 G00 1000 1200

A calibration window.

BIAevaluation projects are saved to disk in project files (filename

* ble). Saving a project file saves the current state of the workspace
including all open windows. Saving transformed curves in a project file
does not affect the original curves in the source file.

1-6
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2. Installation

2.1 System requirements

Recommended system requirements for BIAevaluation are

Processor

Pentium 166 MHz or faster

RAM

At least 16 Mb

Windows version

Windows 95 or Windows NT version 4.0

Printer Colour printer

2.2 Installation procedure

Close all running programs before installing BIAevaluation.

The software is delivered on five diskettes. To install the software:

1.

2.

Insert diskette 1 in the floppy disk drive.

Choose Add/Remove Programs in the Windows Control Panel. In
the program installation wizard, choose to install software from
diskettes. The installation program is a:\setup.exe .

Run Installation Program

IF thiz iz the correct installation program., click Finish. To
zkart the automatic zearch again, click Back. To manually
zearch for the inztallation program, click Browsze.

< Back I Finizh I Cancel I

Click on Finish and follow the instructions on the screen. The
default installation folder is C:\Program Files\Biaeval . You will be
required to enter your site name and software serial number
during the installation procedure. The serial number is printed on
the label on diskette 2.

BIAevaluation Software Handbook 2-1
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Additional information on BIAevaluation Software may be found in
the Read.me file. A shortcut for opening this file in Wordpad is placed
under BIA Programs in the Windows start menu.

& Programs  * 5 Bl&evaluation 3.0
Eremvanis N @ BlAewvaluation 3.0 Read Me
=% Documents 4

Settings 4

9] Eind ’

& Help

g Bun...

@ Shut D owr, ..

Notes: If you are installing BIAevaluation 3.0 over a previous version,
models from the previous version will be saved in a file called
Bia_old.mdl . If you want to use models from your previous
installation (e.g. custom-written models), start BIAevaluation
and use File:Import models to import chosen models from the
Bia_old.mdl file. See Section 7A.2.7 for details of importing
models.

If BIACORE X Control Software version 2.0.x is installed
with BIAevaluation 3.0 present on the computer,
BIAevaluation 3.0 must be reinstalled in order to work
correctly.

Example data in text files provided with BIAevaluation uses a
stop (.) as a decimal separator. If your Windows settings use a
different separator, you may either change the setting
temporarily in order to open example text files, or use the
search-and-replace function in a word processor or text editor
to change the decimal separator in the text files. Remember to
save the files as text files if you use a word processor to make
the changes.

BIAevaluation Software Handbook 2-2
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3. Data presentation

For information on how to start BlAevaluation, see Section 7.1.

3.1 Opening data files

To load data from source files into the project window, choose
File:Open or press the Open button on the toolbar.

Open EHE
Look, in: Ia Blaewval j gl IE

Competitive Comc.rpt
Largrnuir Hisg. bt
Mazs Tranzfer @ kiretics. ble
system

File name: IApr22.bIe Open I
Files of type: [ A1l BI2 Fies =] el |

You can open the following types of files in BIAevaluation:

* previously saved BIAevaluation projects, including BIAevaluation
version 2.x (extension .ble)

« result files from BIACORE instruments and from BIAlite (extensions
.blr, .blc, .bls, .blf)

e report point tables from BIACORE (extension .rpt) or concentration
evaluation files from BIAevaluation version 2

« text files containing tab-separated data (default extension .txt)

One project can include curves derived from several source files of the
same or different types. The curve data used in the evaluation project
is a copy of the data in the source file, and changes made to the curve
in BIAevaluation do not affect the contents of the source file.

BIAevaluation Software Handbook 3-1
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3-2

3.1.1 Previously saved projects

If the current project is empty when you open a previously saved
project (extension .ble), the project is opened in the state in which it
was saved, including any plot windows and fitting windows that were
open at the time the project was saved.

If the current project is not empty when you open a previously saved
project (extension .ble), you may choose to replace the current project
or to add the curves to the current project:

BlA Ewaluation

9 'P24.ble' iz a BlAevaluation project file. Do you want ta

replace cument project or add curves to current project ?

“Replace | Add Curves... Cancel

If you choose to add curves to the current project, select the curves to
add from the dialogue box:

Add Curves From ‘P24 ble'
Awailable Curves:

FEB28C Fe=1 - 40
FEB28C Fe=1 - 43

Note: If you choose to add curves from the saved project to the
current project, only the curves are loaded into the project
window for the current project. Any plot windows and fitting
windows in the saved project are not opened.

BIAevaluation Software Handbook
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3.1.2 BIACORE and BlAlite files

Data can be loaded from result files from BIACORE instruments
(extension .blr, blc and bls) and BIAlite (extension .blf) as curves
(sensorgrams), report point tables or both. To simplify selection of
curves, you can choose to display only curves with a specified value
for a chosen report point keyword. Some options in the dialogue box
may not be available for older result files.

The dialogue box displays file description information where
available, including date, control software version and instrument ID.

Curves from BIACORE and BIAlite result files are always added to the
current project window. Report point tables are opened in a
spreadsheet window (see Section 3.5).

Open C:\BlAcoreX\applicns\BMA binding_blr

—0Open

* Curves Orly
= BPaint T able Only
= Curves and RPoint Table

Cancel |

—File Description

File Type: Fesult File
Created By:  BlAcore ¥ Contral Software

Wersion: 2.0
Run Date: 10-03-96, 15:24:30
Kewword: IFC j
Proceszing Unit:  BlAcarex
Instrument |d: 5108 Yale: I “ j
IFC Type: Typed I~ Use Original Colours
Curves Only Sensorgrams will be added to the current project

window. The report point table is ignored.

RPoint Table The report point table will be opened in a

Only spreadsheet. Sensorgram data is ignored.

Curves and Sensorgrams will be added to the current project
RPoint Table window and the report point table will be opened in

a spreadsheet.

Curve list Select the curves to be opened. Shift-click to select
multiple adjacent curves: Ctrl-click to select multiple
non-adjacent curves.

Keyword/Value  The curve list shows only curves that fit the selection
criteria in the Keyword and Value fields. The
keywords and their possible values are taken from
the report point table in the result file. (Note
however that selection of keyword and value does
not affect report point data that will be loaded into
the spreadsheet.) You can use this selection to restrict

BIAevaluation Software Handbook 3-3
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the number of curves listed and make selection
easier. For example, to list only curves from flow cell
1, choose Fc in Keyword and 1 in Value.

Use Original Check this box to keep the original curve colours
Colours from the result file. If this box is not checked,
BIAevaluation will assign colours to the curves.

3.1.3 Text files

BIAevaluation can load data from text files containing tab-separated
columns of data values, either as curves or as a spreadsheet. For
curves, the first entry in each column is read as the name of the data
set in the column. Curves can be created from any combination of
pairs of data sets.

Opening a text file first presents a preview of the file contents in
spreadsheet format:

Open Text File

Preview: Open Az
A | B | C | D | E | F [= @& Curves
1 |30 X 30nM_Y BOnM ¥ BOnM Y 120nh X 120nM Y 2|
2 0 236496 0 230156 0 236026 " Shest
3 05 236541 05 238199 06 238106
] 1] 298%6.6 1 23823 1 238096
5 15 238582 15 298237 15 238126
6 2| 23856.4 2 23063 2 738125
7 265 298577 265 2365 26 738142
] 3 23857 1 3 236261 3 738132
] 36 7385 35 23S 36 738139
10 4 230567 4 73BT 4 738139
1 45 29T E 45 73861 45 23133
{ -ZI = g L P i} = o L Tl | = h ==X | "Ll_l
< Back I Mext» |

To open the file as a spreadsheet, select Sheet under Open As and
click Finish .

To open the file as curves, select Curves under Open As and click
Next>. In the next dialogue box, select the data sets you want to use
for x- and y-values and then click Finish .

BIAevaluation Software Handbook
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— 2 Walues — Yalues: LCurves:
= [30nM_X] vs. [30nM_Y]

& Lo 30nk % M {60 ] vs. [B0nM_Y]
i+ Dataset R [120nkd_2] we. [120nkd_Y]

Hie (EFNIERD | [240nM_¢] vs. [240nM_]
00 1200 - [480nM_=] we. [480n_Y]
EOnk_x 120nM_Y _I
BOntd_v 240nbd_x
12008 _¥ 240nk_Y
1200k _Y 4800k _x
240nM_x. 480nk_
240nM_Y
4800k _
4300k _Y

< Back Cancel |

By default, curves are suggested from pairs of data sets with the same
name and with suffixes x and y if such labels exist in the text file:

Curve X-axis Y-axis

1 Dataset1 x Data set 1_y
2 Dataset 2_x Data set 2_y
3 Data set 3_x Data set 3_y

To add a curve which is not in the default list, click on the required
data sets in the X-Values and Y-Values lists, then press Add=>.

You can also choose to form a curve from generated x-values together
with a chosen data set for y-values. To do this, choose Generate under
X-Values and enter the starting value and step value in the dialogue
box that follows. Choose the required data set under Y-Values and
press Add=>. The curve will be generated by incrementing the x-value
with the specified step for each value in the chosen data set.

Notes: When you open a text file, you have full freedom to choose
any pair of data sets to create a curve. Choosing the correct
data sets is easier if the first item in each column in the text
file is an intelligible identification of the data in the column.
Text files created from BIA software automatically have a
column identifier at the top of each column.

Exported report point tables (extension .rpt) are opened as
text files.
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3.2 Presenting the data
The examples that follow are taken from the BIACORE result file
kinetics.blr , included with BIAevaluation software. Open the file and
load all the curves into the project window.

3.2.1 Displaying curves

The project contains five curves as displayed in the project window.
Curves to be displayed in a plot window are selected from the list in
the project window. To select one curve, click on the curve name. To
select several adjacent curves, drag the cursor through the group while
holding down the left mouse button, or hold down the Shift key while
you select the first and last curves in the group. To select several non-
adjacent curves, hold down the Ctrl key while you select each curve.
The curves you select define the working set for the plot window. In
the example, select curves 1-5 in the project window.

& Project

Kinetics Fc=4 -

s Fo=4 -

Press the Overlay plot button or choose View:Overlay plot . This opens
a plot window with the selected curves in an overlay plot.
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The sensorgrams in kinetics.blr  show association and dissociation
phases followed by a regeneration pulse.

With a plot window active, the Overlay plot button toggles between
overlay and single plot mode. In single plot mode, only one curve is
displayed at a time: you can choose the curve to display from the
Curve list in the toolbar. Note that the display mode does not affect
the number of curves in the working set. You can check which curves
are in the current working set by expanding the Curve list in the
toolbar.

=] ] [~ A]r] cue: |

—2 BOnM
—3 120nM

4 240nM

—5 480nM

3.2.2 Changing curve properties

For presentation purposes, the appearance of curves can be set with
the Edit:Curve Properties command. This command is available when
either a project or plot window is active. Choose the command to
change the properties of the active curve or double-click on the curve
you wish to change.
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Curve Properties

Name: [EIII o |
- Curve Attiibute Cancel |
Line: [ soig =
Eolour: | [ Light Fred =
arker: I Mone j Sample
Size: I 5 1.0mm j ’77

3.2.3 Scaling the display

You can scale the display either by setting scale values or by zooming.

To set scale values, choose View:Scale from the main menu or Scale
from the right button menu, or double-click on an axis in the display.

Scale

¥ Scale
[~ Auto
™ Logarithmic:

M [0 | M [2000
Ma: |SDD b |2snau

OF. I Cancel |

If Auto is checked for either x- or y-scale, the display will be scaled to
show the whole curve(s) in the respective direction. To define a display
area, uncheck Auto and enter values for the minimum and maximum
values on the scale(s). To return to display of the whole curve(s), either
choose View:Scale and check Auto in the dialogue box, or choose
View:Adjust Scale .

To scale by zooming, drag with the left mouse button over the area to
be displayed. To return to the previous zoom level, either choose
View:Unzoom or double-click anywhere in the display area except on a
curve or axis.

3.2.4 Displaying gridlines

You can display gridlines for x- and y-axes in plot and fitting windows
with the View:Gridlines command from the main menu or Gridlines
from the right button menu,. Major gridlines are drawn on numbered
tick-marks on the axis, and minor gridlines on unnumbered tick-
marks. Tick-marks are set automatically by BlAevaluation.
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Gridlines

v Major Gridiines
; Cancel
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v Major Gridiines
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3.2.5 Labels and legends

You can add a title to the plot and change the labels on the x- and y-
axes with the View:Labels command from the main menu or Labels
from the right button menu,. The default labels are imported from the
curve, and for sensorgrams are Response for the y-axis and Time for

the x-axis.
Labels
Title: IBinding kinetics 0K, |
% s IYA:-:is I Cancel |
[ Auto Labels

Label: IEIapsed time
Urt: IS
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3-10

You can display a legend in a plot window with the View:Legend
command from the main menu or Legend from the right button
menu,. The legend shows the line type and colour and curve name as it
appears in the project window for each curve in the plot, and can be
placed at the top, bottom or sides of the window.

Legend

Position
" Hidden

 Leit Cancel |

' Top
" Right
™ Bottam

Plot 1 [S[=] E3
— 30— EOnM 1200 240n  —— 480nM
RU Binding kinetics
25000 -
24500
24000
23500
o
1]
§ 23000 4
-3
]
€ 2500
22000
21500 N
21000 t t t t t t t f f i
0 80 160 240 320 400 480 560 540 720 800
Elapsed time =

Plot window with legend and title.
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3.3 Data transformation

There is a range of curve transformations that can be performed in
BIAevaluation in both x- and y-directions. A full description of
transformation facilities may be found in Sections 7B.5.1 and 7B.5.2.
The sections below illustrate four examples: removing unwanted parts
of the sensorgram, adjusting the curve baseline, aligning injection
points and normalizing curves. Removing unwanted data and
adjusting the baseline are normally the first steps in kinetic evaluation
(see Section 4.1.2). Aligning injection points is helpful for files where
one sensorgram includes several injection cycles (BIAlite and
BIACORE X)), and also for multi-channel injections (BIACORE X and
BIACORE 2000) where there might be a slight displacement between
curves.

3.3.1 Removing unwanted data

The example sensorgrams in kinetics.blr include a regeneration pulse
where the response falls well below the pre-injection baseline. For
presentation and/or analysis purposes, you may wish to delete this part
of the sensorgrams so that only the interaction phases remain.

1. Select the section of the curves to be cut. Drag the cursor with the
right mouse button to select the curve section. In the example,
select data from just before the regeneration pulse to the end of
the sensorgram. Alternatively, you can choose Edit:Select and
enter the start and end times for the section to be selected.

Plot 1 =] 3

RU
25000

#5007 /
2400 \-‘

23500

23000

Response

22500

22000

21500

21000

Time 5

Once a section of data has been selected, you can drag the
handles on the selection area using the left mouse button to adjust
the selection limits. Make sure that the upper limit of the
selection area extends beyond the end of the sensorgram.
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2. Choose Edit:Cut (keyboard shortcut Ctrl-X). The selected data
will be deleted from all curves displayed in the plot window. The
display will be rescaled automatically. (If the display is not
rescaled, you have probably not selected data all the way up to
the end of the sensorgram. This removes a section of data from
within each curve, leaving a set of discontinuous curves.)

Plot 1 =] 3
RU

25000
24500
24600

24400
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24200

24000

23800 —

23600

Time 5

Notes: In single plot mode, data will only be deleted from the
currently displayed curve. Other curves in the working set will
not be affected. You can delete data from a single curve in
overlay mode by using Edit:Select to select the data and
unchecking Apply to all curves in working set

The data is deleted from the curves in the project window,
and any new plot windows which use the same curves will
display the data without the regeneration pulses. The data in
the source file is however not affected.

You can recover the deleted data by choosing Edit:Undo Cut
before performing any other operation. Do not use Edit:Paste
Curve to recover the deleted section: this will insert the section
as a separate curve. If you have performed another operation
and Undo Cut is not available, you must re-open the source
file(s) to restore the original curve.
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3.3.2 Adjusting the baseline

Baseline adjustment is one of a set of y-transformations available in
BIAevaluation. Most kinetic evaluation models require a zero baseline
for fitting, so that this step is almost always a preparatory step in
kinetic evaluation.

1. Select a section of the curves to be treated as baseline using the
right mouse button. Make sure that the selection does not extend

outside the baseline region for any curve.

Plot 1 =] 3
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25000

24500
24600

24400
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2. Press the Y-Transform button or choose Calculate:Y-Transform . In
the dialogue box, choose Zero at Average of Selection , and make
sure that Apply to Entire Working Set  is checked.

— Operation

* Yoo at Average of Selection
" Zero at Median of Selection Add s Hew |
i Curve - Yalue
i Curve *Yalue Yalse: |1 Lancel |
Ll Curve )
1/ Curve
 In[*¥D /%] 0 at Cursor Position
" Curve - Curve 2 [Blank Run Subbraction)

Curve 2 [1 FEB24C Fo=1-34 =

W Apply to Entine Y orking Set
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3. Press Add As New if you want to have access to both the adjusted
and original curves in the project, otherwise press Replace
Original . The baseline for each curve will be set to zero at the
average y-value within the selection for the curve.

Plot 1 =] 3
RU
1200
1000
800
600
)
@
s
-
-3
@
2 400 4
200
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-200 t
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Notes: Replace Original is generally recommended after a simple
transformation of this kind, to avoid accumulating large
numbers of curves in the project window. However, if you
press Replace Original , the transformation will affect all plots
in all working sets which use the original curves. You are
warned if any of the curves affected is used in more than one
working set.

3.3.3 Aligning curves

X-transformations include a function for aligning curves to a defined
time point. This is valuable for multi-channel applications, where the
injection points on the sensorgrams from different flow cells may be
slightly displaced, and for results files where one sensorgram includes
several injection cycles (typically BIAlite and BIACORE X result files).
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To align curves:

1. Press the X-Transform button or choose Calculate:X-Transform . In
the dialogue box, choose Curve alignment . Uncheck Replace

Original if you want to keep the original non-aligned curves. Press
Next> for the next step in the alignment procedure.

Operation

& Curve Alignment
" Curve - Value at Reference Line

= Curve - Value
~ Value: I

i Curve *Yalue

W Eeplace Original
I EpplitonErtie Saariria oret

< Back | Mest > I Cancel |

2. This will maximize the plot window for best resolution, and
display the curves with arrow markings on each curve. The
arrows have the same colour as the curves for ease of
identification.

100

0 &0 120 150 240 300 360 420 480 sS40 600

Align Te: |0

<Back Cancel

3.  Move the arrows on each curves to the point to be aligned
(typically an injection start). Enter a time value in the box at the
bottom of the window if you want the alignment point to be set
to a time other than zero.
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4. Press Finish . The curves will be aligned in the x-direction.

Plot 1 == 3

00 4

700 4
500 1
300 —

100 1

-100 t t t t
-100 o 100 200 300 400 500

3.3.4 Normalizing curves

You can normalize curves using either the lowest and highest points in
the curve or the lowest and highest points in a selected region. To
normalize using a selected region, select the region of the curves using
the right mouse button before choosing Normalize .

Choose Calculate:Normalize.

W Nomalize Selection To Specified Values Replace Driginal I

Hedyis—— 7 - bais

¥ Maomalize - ¥ Add Az New |
iz IU Cancel |

Mas: (100 b ax: |‘IDD

il

W Apply to Entiee % arking Set

Check the boxes as appropriate:

Normalize Selection To Specified Values  specifies that the lowest and
highest points in the selected region will be used for normalization. If
this box is not checked, the lowest and highest points in the entire
curve will be used. Use this function to avoid normalizing to the top
and bottom of response spikes. This box is not available if no data is
selected in the curves.
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Normalize-X , Normalize-Y selectes normalization in the x-and y-

directions respectively. The Max and Min values set the scaling for
normalization.

Apply to Entire Working Set  specifies that all curves will be
normalized, using the lowest and highest values in all curves taken

together. If this box is not checked, normalization applies only to the
active curve.

Normalization applied to the entire working set compares the curves
according to values. Normalization applied to individual curves
compares the curves according to shape. Shape comparisons can be
important in cases where the interaction model predicts different
sensorgram shapes (e.g. changes in the shape of the dissociation phase
as a result of varying contact times may indicate heterogeneous
interactions or conformational changes in the surface-bound
complex?).

Plot 1 [_[O]<] Flot 2 [_ [0 =]
Normalize - entire working set MNormalize - individual curves
120 4 120 7

100 100 4

Normalization applied to (left) the entire working set and (right) individual
curves.

1 Karlsson, R. and Filt, A. (1997) J. Immunol. Methods 200, 121-133.
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3.4 Creating an overlay plot from consecutive injections

In some cases (particularly data files from BIAlite and BIACORE X
and from interactive method development on all instruments), binding
experiments may be recorded sequentially in a single data file. This
section describes how to prepare separate aligned sensorgrams from
files of this type.

The text file his.txt supplied with BIAevaluation contains three
sensorgrams in sequence, each consisting of two injections. Follow the
procedure below to construct an overlay plot of the three sensorgrams.

1. Choose File:New to start a new project.

2. Open the text file his.txt and load the default curve [his.txt 1_X]
vs [his.txt 1_Y].

Open Text File —I—
A Males Y Walues LCurves:

Remove |

" Generate m Add =» | [hig.kxt 1_%] ws. [his.t=t 1_]
i+ Dataset
Clear |

< Back Cancel I

3. Select the curve in the project window and press the Overlay plot
button.
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Plot 3 (=1 E3
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Using the right mouse button, select the third cycle. The left edge
of the selection is not critical: you should however make sure that
the selection extends past the end of the curve.

TE
15000

14300 +

14000 +

13500 1

13000 +

12500 1

12000 t t t t t
0 200 400 600 a0o 1000 1200 1400 1600 1800 2000

Choose Edit:Cut (keyboard shortcut Ctrl-X) to remove the data,
then choose Edit:Paste Curve (Ctrl-V) to paste the data back into
the window. In the Paste Curve dialogue box, choose Original
Position and check the New Colour box.
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Paste Curves

[
Specified ¥ Cancel |
Specified ¥
Specified = &Y

Paste: AKX |0 ALy 0 e Hiew Colou?

6. Repeat steps 4 and § for the second cycle. You will now have a
plot window where the total curve shape is the same as the
original, but the 3 cycles are identified in different colours
(indicating that the window actually contains 3 separate curves).

7. Choose Calculate:X-Transform.

Operation

& Curve Alignment
" Curve - Value at Reference Line

= Curve - Value
~ Value: I

i Curve *Yalue

W Eeplace Original
I EpplitonErtie Saariria oret

< Back | Mest > I Cancel |

Select Curve alignment and press Next>. The curves are displayed
with an alignment marker in the same colour as the curve. Move
the marker to the beginning of the first injection for each curve.
Zoom the display for each curve to set the alignment point with
precision.
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X-Transform
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8.  Press Finish to complete the curve alignments.

Plot 3 J[=] E3
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3.5 Spreadsheet functions

Sheet windows are used for several purposes in BlAevaluation:

* opening report point tables for display and evaluation of numerical
result data (e.g. plotting baseline levels against cycle number to
assess regeneration performance, see Section 3.6)

¢ numerical manipulation of the results obtained from curve fitting
(e.g. calculations performed on fitted constants)

e evaluating data from concentration measurements (Chapter 5) and
from solution affinity determination (Section 6.3)

The spreadsheet supports basic arithmetical operations (+ -/ * *) as
well as a range of functions common to most commercial spreadsheet
programs, like SUM, AVERAGE, COUNT, MAX and MIN. To
perform calculations in the spreadsheet, enter an equals sign (=)
followed by the appropriate expression in a cell. In expressions, cells
are referred to by letter-number coordinates: ranges are specified by
two cell references separated by a colon (:). Use parentheses to specify
priorities in complex expressions. For example:

Expression gives

=A2+BS the sum of the values in A2 and BS

=A2*BS the product of the values in A2 and BS

=(A2+BS5)/C2 the result of dividing the sum of the values in A2
and B5 by the value in C2

=A2"2 the square of the value in A2

=SUM(A1:A45) the sum of the values in cells A1 to A45 inclusive

=MAX(A1:C45) | the highest value in the region defined by A1l
(upper left) and C45 (lower right)

Note: The functions supported in the spreadsheet represent a subset
of those in Microsoft®Excel, and use a syntax compatible
with Excel. If you require a special function, try entering the
corresponding Excel formula.

Spreadsheet operations are illustrated here using data from the report

point table conc.rpt , included as an example with BIAevaluation
Software.
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3.5.1 Opening data files

To open data files in a spreadsheet window, choose File:Open (see
Section 3.1). For BIA result files containing report point information,
choose to open the report point table. For saved report point tables
and text files, choose to open the data as a sheet.

Open Text File

Preview of Caonc.rpt Open As
A | B | C | D | E | F [ = © Curves
1 |Cycle APROG  FC Time Window  AbsResp S|
2 1 immab 2 284 5 1027 9 S
3 1 immoh 2 2035 =) 23052
4 2 b2micro 2 55 = 23051
5 2 b2micro 2 185 = 23666
6 2 b2micro 2 333 = 27671
7 3 b2micro 2 55 = 23025
8 3 b2micro 2 185 5 23621
9 3 b2micro 2 333 5 27565
10 4 b2micro 2 F5.5 5 22985
11 4 b2micro 2 185.5 5 23326 -
i -ZI ATl e b} [T } =y "\EﬂﬂDLl_I
< Back | Finizh I Cancel I

Note: Spreadsheets are part of the current project, although they are
not listed in the project window. Saving the project will save
any open spreadsheets in their current state.

3.5.2 Sorting and filtering data

BIAevaluation spreadsheet operations follow the same principles as
operations in Microsoft Excel with respect to selecting and sorting
data, with the following important exceptions:

* Many operations in BIAevaluation can only be applied to entire
rows of data since each row represents one measurement (report
point). For example, sorting data sorts entire rows even if only
certain columns are selected. This ensures that integrity of
experimental data is maintained.

¢ Dragging marked cells to a new location in the spreadsheet will
overwrite the destination cells without warning. If you move cells in
this way be accident. Choose Edit:Undo before performing any other
operation.

Sorting data

It is often convenient (although not essential) to sort data in the
spreadsheet. Choose Data:Sort . You can sort data using up to three
sort values in one operation.
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—Sart By

IId j * Ascending |

Cancel
 Deszcending

i Azcending
 Descending

— Then By
I [hane] j % Ascending
" Deszcending
r— Thiz Area Has

& Header Fow = Mo Header Bow

Normally, report point tables have a header row (the first row in the
table contains the column name). With Header Row checked, columns
for sort values are identified by the column name and the header row
is not moved in the sorting process. With No Header Row checked,
columns are identified by their column letters and the contents of the
first row in the table are sorted together with the other rows.

Filtering data

Report point tables frequently contain more points than are required
for concentration evaluation. Thus the file conc.rpt , representing
sandwich assay data for determination of B2-microglobulin, includes
report points for baseline, primary response and secondary response.
You can choose to filter the spreadsheet so that you only see and work
with rows that fulfil the filter conditions. For example, for
concentration evaluation from conc.rpt , you may only want to work
with rows showing the secondary response.

Note: When you filter the data in a spreadsheet, all data remains in
the spreadsheet even though only a subset is displayed. You
can display all data again by removing the filter conditions.

To filter data, choose Data:Filter . Choose whether the sheet has a
header row or not: if you choose Header Row , the first row in the
sheet will be treated as a header. If you choose No Header Row , the
first row will be treated as data. Report point tables always have a
header row.

" Thiz Area Has

= Mo Header Bow |

Cancel
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A filter box appears at the head of each column, with a pull-down
menu including the unique values in the column together with the
options All and Custom . For example, to display only secondary
response values, choose second_AB from the filter options at the top
of the id column.

| LB Isec:md_Ab
c [ o [ E [ F T 6 [ w [ 1t [ J [ K [ L [ m -
1] Elwm =lem =lem =Zen =en =en =en =an =lsecond =fan
FC Time Window  AbsResp SD Slope LRSD Baseline |RelResp Id ng/ml

6 2 EEG 5 J7E71| 338347 202958 0.3653|YES 4006 [zecond Ab Jnigh
[] 2 368 5 O7ERS 30672 238374 0.35373|VES 3968 secand Ab_ high
12 2 368 5 25408 294726 16242 1.00138 YES 2062 secand_Ah 2
15 2 EEG 5 25363 2.48226| -1.45732 0.59753|YES 2068 | secand_Ah 2
18 2 368 5 2415 163845 -0.04273  0.51653 YES 997 second_Ab low
71 2 368 5 72999 0GRS36 -0.04439  0F9707 YES 77 second_Ab
71 2 367 5 J7RGZ| 267097 -2.1945 050832 YES 4222 secand_Ah 10
77 2 368 5 24213 208045 -1.12038  0.96071 YES 1133/ second_Ab 1
30 2 s 5 77395 411952 244947 07232 YES 3963 secand Ah  high
] 2 s 5 J7A24| 362546 2156089 062408 YES 4230 secand_Ah 10
36 2 TS 5 235G 106398 DE744 052087 YES 605 second_Ab
39 2 s 5 72900 062259 -0.15341 (059418 YES E2 second_Ab
42 2 65 5 23473 105334 056504 0.50443 YES 585 second_Ab
45 2 368 5 O7IR4 350749 214744 053777 |VES 3993 secand_Ah  high
8 2 s 5 2779 40994 243097 0.54344 YES 3993 secand Ah  high
51 2 EEG 5 24106 1.62169 -1.03409 0.64795 YES 1163 |second_Ab 1
54 2 TS 5 2398 157718 084425 076553 YES 1053 second_Ab  low
57 2 368 5 OBEJE S.A4733 216623 0.F3426 YES 34A9 secand_Ah 5
60 2 EEG 5 26610 209721 -1.60304 0.04636 YES 3408 | secand_Ah 5
63 2 368 5 24034 207584 12218 0.47595 YES 1146 second_Ab low

T : — e e v L= PR e —r L'J

The filter option Custom allows you to specify a selection condition
for the column, e.g. to eliminate outliers by displaying only response
values that are less than a certain value. For example, to select only
rows with relative response between 100 and 3000, choose Custom for
the filter for column RelResp and enter the following conditions in the
dialogue box:

Show raws where column value: ITI

Iis greater than or equal bo j I‘I oo - |
ahce |

& And 0 Or

Iis less than or equal to j |3DDI]

If a custom filter is applied, the option Edit Custom appears in the
pull-down list of filter options at the top of the column. Use this
option to edit the custom filter settings.

Removing filters

To remove the filter from one column in a filtered spreadsheet, set the
filter condition for the column to All. To remove all filters, choose
Data:Filter .
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3-26

Scope of operations on filtered data

Most operations performed on a filtered spreadsheet affect only the
displayed rows. The exception is sorting data, which sorts both the
displayed and the hidden rows together.

3.5.3 Using data in a spreadsheet
You can use the data in a spreadsheet for a variety of purposes:

* Choose Data:Generate Calibration to create a calibration curve for
concentration measurements (see Section 5.2).

* Choose Data:Calculate Values to calculate new values based on an
open calibration curve and the values in an existing column (see
Section 5.4.2). This option is only available if one or more
calibration curve windows is open.

¢ Choose Data:Create Curve to plot values in one column against those
in another. The plot appears in a new plot window and is entered as
a curve in the project window. An example is given below.

Creating curves from spreadsheet data

BIAconcentration evaluation includes a function for plotting values
from any two columns in a report point table against each other. The
example below illustrates how to assess regeneration performance by
plotting absolute baseline response against cycle number.

1. Open the report point table conc.rpt and filter the data to select
the value baseline in the id column.

[ A [cycie
p [ e [ F [ 6 [ w [ v [ 4 [ &k [ © [ ™ [ =~
N Elam =an =en =wn Zean Hiwn =en =asetine 2w = A
Time Window |AbsResp SD Slope LRSD Baseline RelResp Id ng/ml
] BS 5 23051 0BBEI3 030586 048517 YES O baseline  high
7 55 6 23025 055899 005558 058117 YES O baseline  high
10 55 5 22986 075142 025732 0ES196 YES 0 baseline 273
13 5.5 5 22986 0F2964 005389 0E&703 YES 0 bassline 273
16 B5 5 22985 072404 009957 07431 YES O baseline  |low
19 5.5 5 20915 0E9844 008928 071949 YES 0 bassline ]
22 B5 5 22867 059952 007695 OG1746 YES 0 baseline 1040
35 5.5 5 20892 03323 0.0B1E5 033329 YES 0 bassline 130
28 BS 5 22863 0891 035234 071715 YES O baseline  high
£l B55 5 20858 0F1305 013331 00273 YES 0 bassline 1040
3 5.5 5 22850 0G2793 017124 050035 YES 0 baseline £5
7 B55 5 20813 055772 024185 040887 YES 0 bassline i
10 5.5 5 20782 049606 009709 0.49459 YES 0 baseline £5
13 B 5 20761 045022 015234 039282 YES O baseline  high
16 55 5 20762 040326 012152 036819 YES O baseline  high
19 B55 5 20753 046227 001417 048865 YES 0 baseline 130
52 55 5 20720 040734 008011 04059 YES O baseline  |low
55 B55 5 20705 03321 003697 034845 YES 0 baseline 527 _';1
4 »
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2. Choose Data:Create Curve and select Cycle for the x-keyword and

AbsResp for the y-keyword.

(oS
ICycIe j
Cancel |
' Walues:

~ This Sheet Ha: r Selected
& Header Row ¢ MoHeader Row rows anly
Plot 2 M=l B3
24000 —
23800 +
23600 +
23400 +
23200
23000 —+ " -
22800 4 ) ...'---.
22600 + ) ) ) ) -
22400 +
22200 +
22000 t t t 1
a 10 15 20 25
The plot is added to the project window. Perform a linear fit on the
plot if you want to draw a straight line through the points.
3-27
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Evaluating kinetic data

4. Evaluating kinetic data

This chapter describes the software tools for evaluating experimental
sensorgram data in terms of a kinetic model. Evaluation procedures are
illustrated by evaluation of the sensorgrams in the example file
kinetics.blr using a simple model for 1:1 (Langmuir) binding. Analysis
using other models follows the same principles. Details of the pre-
defined models supplied with BlAevaluation are given in Appendix C.

4.1 Fitting sensorgram data

4.1.1 Opening the project and preparing curves
Open the project kinetics.blr as a new project (see Section 3.2.1). Select
curves 1-5.

& Project
1d

Click on the Overlay plot button to display the curves in an overlay plot
(see Section 3.2.1).
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4.1.2 Fitting the data

To fit all curves in the working set, make sure that the display is in
overlay mode. If you perform a fit in single plot mode, only the
displayed curve will be fitted.

To simplify evaluation, make sure that the curves are aligned to the
start of injection (see Section 3.3.3). Non-aligned curves can be
evaluated, but selection of data to be fitted is much easier with aligned
curves.

Choose Fit:Kinetics Simultaneous ka’kd  or click on the corresponding
toolbar button. This starts the kinetic evaluation wizard which leads
you through the fitting procedure. The plot window is automatically
maximized for optimal curve display at the beginning of a fitting
procedure.

Evaluation wizard, step 1 — curve adjustments

<d

—Adjust Curves
1. Delete any data which may interfere with curve =

presentation or curve fitting [e.g. regeneration
injections, spikes etc). *-Transtarm... |

2. Adjust the bazeline to zero for all curves
[vabere applicable].

< Back | Mest = I Cancel
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This panel reminds you of two prerequisites for successful fitting:

» unwanted data such as regeneration pulses, outlying points and
disturbances in the curves (e.g. air segments) should first be removed.
Disturbances outside the range of data to be fitted should be removed
if they interfere with automatic scaling of the sensorgram display.

e for almost all kinetic models, the baseline prior to injection should be
set to zero.

Both of these operations can be performed without closing the wizard
window. Move the panel to the edge of the screen so that it does not
obscure the curves.

To remove unwanted data, zoom into the area of interest, select the
unwanted data with the right mouse button and click on Cut in the
wizard panel or press Ctrl-X (the keyboard shortcut for Cut). See
Section 3.3.1 for more details about removing data. Removing data
points or segments from the curves will not affect the fitting procedure,
although it might affect the results.

To adjust the baseline to zero, select the region to be used as baseline
using the right mouse button and click on Y-Transform in the wizard
panel. Choose Zero at Average Of Selection , make sure Apply to Entire
Working Set is checked and click on either Replace Original or Add as
New as required. See Section 3.3.2 for more details about adjusting the
baseline.

— Operation
* Zero at Average of Selectiort Heplace Driginal
" Zero at Median of Selection Add iz Hew |

i Curve - Yalue

Walue: I

 Curve *Value el 1 Cancel |
i Lnl Curve )

1/ Curve

 In[*¥D /%] 0 at Cursor Position
" Curve - Curve 2 [Blank Run Subbraction)

Cuve2 [1FEB28CFo=1-34 =

W Apply to Entine Y orking Set

Click on Next> when the curve adjustments have been made.
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Evaluation wizard, step 2 — data selection

nultane

—Select Data
1. Adijust the injection start and stop markers [where Splitigw. .. I
applicable). —

2. Select data to be used in the fitting.

Dirag the markers in the selection bar to zelect data on all
curves together. Drag the arrow markers on the active curve to
zelect data on the active curve only.

< Back | Mest = I Cancel |

From this panel you can set the start and stop times for the injection
and select the data ranges to be used in the fitting. BlAevaluation
suggests start and stop times and data ranges based on the form of the
curves: commonly, these suggestions will need to be adjusted. Do not
continue with the evaluation without inspecting the suggested data
selections and making adjustments where necessary.

Selections are marked on a selection bar at the top of the plot window,
with black lines for injection start and stop and grey bars for selected
data. On all except the currently active curve, injection start and stop
are marked with thin vertical black lines and selected data is marked
with a thicker line. Arrows mark injection start and stop and the
beginning and end of selected data on the currently active curve. Adjust
the injection start and stop points before you adjust the selected data.

Injection start Injection stop
Selected association data Selected dissociation data

Selection bar

1200

1000

800

B00

~Select Data

400 4 1. Adjust the injection start and stop markers [where Splitvizw...
applicable] |
2. Select data to be used in the fitting, N X\_._‘
[Dirag the markers in the selection bar to select data on all e
200 curves tagether, Drag the arrow markers on the active curve to H
select data on the active curve anly. o

g 60 1 < Back Newt > Cancel | 540 g0

To change the selections for all curves together, drag the appropriate
marking on the selection bar. To change selections for one curve only,
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click on the curve to make it active (or select from the curve list in the
toolbar) and drag the appropriate arrows. You may zoom the curve
display to aid in selecting data.

Since BIAevaluation 3.0 can fit data to complex models including mass
transfer-limited binding, it is not necessary to restrict the data selection
to the parts of the sensorgram where binding is kinetically determined.
In general, a short period after the injection start and stop should be
excluded from the fitting to avoid sample dispersion effects. Otherwise,
all of the data may be selected for fitting provided that there are no
obvious disturbances. If desired, separate fits may be performed using
different regions of the association and dissociation phases as a check
that the calculated constants are consistent throughout the sensorgram.

An additional aid in selecting data ranges is split view. This displays the
curves simultaneously with a chosen function of the curve in
synchronized panels, so that zoom and selection functions are applied
automatically to both panels. To enter split view mode, click the
SplitView button in the wizard panel and select the curve function to
display. See Section 7B.4.9 for a description of the split view functions
and their uses. It may be easier to judge curves in split view if you click
on the Overlay button to turn off overlay mode. Split view may be
particularly useful in judging whether a simple 1:1 interaction model is
appropriate for the data. The functions In(dR/dt) and In(Ry/R) are
linear for a 1:1 interaction, constant for mass-transfer limited
interaction and curved for more complex systems.

(E] E SIS
)

1200

1000

00

600

400

20

200

0 &0 120 180 240 Select 00

1. Adjust the ijection start and stop markers [where Spltien,
6 applicable] =

2. Select data to be used in the fiting
Diagthe markers in the selection bar to select deta on al
curves together. Drag the aiow markers on the aclive curve to
select data on the active curve orly

Tn( abs( ¥ /dx )}

If you use single plot mode to make interpretation of split view plots
easier, remember to click on the overlay plot button to display all
curves again before continuing.

Click on Next> when data selection is complete.
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Evaluation wizard, step 3 -model selection

Hods! I +1:1 [Langmuir] binding j Show Model: |

— Parameter
Conc =
Kinetics Fc=4 - 1 an =
Kinetics Fc=4 - 2 10n
Kinetics Fo=4 - 3 20n
Kinetics Fo=4 - 4 40n
Kinetics Fc=4 - 5 80n
o | LH

v Display constants anly

¢ Back Eit Cancel |

In this panel, you select the model to be used for the fitting and enter
values where necessary for the constants. Values for constants are taken
from keyword values if the constants are defined as keyword-related in
the model (see Appendix B for details of keyword functions).
Concentration is a typical example of such a constant, where analyte
concentration may be included as a user-defined keyword in the report
point table from a BIA analysis. These values are fetched for
convenience only and may be changed if required. For kinetics.blr ,
enter the concentrations as shown in the illustration above.

By default, this panel of the wizard displays only constants which
require input values for the fitting procedure. You may choose to
display all parameters in the model with their initial values by
unchecking the Display constants only box. Parameters which will be
fitted globally (i.e. with a single value for all curves) are listed as a
single value at the top of the table: cells for the separate curves are
shaded. The reverse applies for constants and parameters defined to be
fitted locally (i.e. with a different value for each curve). In the default
settings for the 1:1 binding model, Conc is a constant, Rl is a local
parameter, Rmax, ka and kd are global.
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b Einet ultaneous kaslk x|
Model: | . 1.9 (Langrmuir binding j Show Model: |

— Parameter
Conc Rmax ka -
Constant ~||Fit Global <]|Fit Global |
997 1.00E+H]
Kinetics Fc=4 -
Kinetics Fc=4 -
Kinetics Fc=4 -
Kinetics Fc=4 -
Kinetics Fc=4 -
4|

I Display constants anly

< Back Fit Cancel |

You can change the status (constant/local fit/global fit) of parameters in
the table using the box under the parameter name. This provides
flexibility in model fitting without requiring definition of multiple
alternative models. Changes you make in this way apply only to the
current fitting and do not affect the model definition.

You can also change the initial value for fitted parameters by entering a
new value in the table. You should normally use the initial values as
defined in the model, although changing the initial values can
sometimes help to achieve a fit for difficult data sets (see Appendix A).

Click on Fit when you have chosen the model and entered the required
constant values.

4.1.3 Following the progress of fitting

During fitting

During fitting, a small window indicates the progress of fitting both
graphically (with the fitted curves in black) and numerically with the
following information:
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Fitting 1:1 [Langmuir) binding

1200 -
1000
&00
600 4
20 M‘___
200 g"t*-t-h::?
D -
200 . . . i . . . . . i
O B0 120 180 240 300 360 420 450 540 EO0
Iteration: 7
b ax relative change: 155 [R1=321]
ChiZ: 37eld
Iteration The number of iterations performed. The number of
iterations required to fit data varies with the data and
the model chosen. The display is updated at a constant
time interval, which may cover a variable number of
iterations.
Depending on the model chosen, the speed of iteration
may vary considerably. Where possible, data is fitted to
integrated rate equations, which is a rapid process.
Where numerical integration is used (See Section A.3),
fitting is significantly slower. In such cases, the first few
iterations use only every tenth point in the selected data
to speed up the approach to fitting. After the first few
iterations, all points are used and the fitting may
become significantly slower.
Max This figure shows the relative change (change/previous
relative value) in the fitting parameter which varied most during
change the most recent iteration, with the name of the
parameter and its current value in parentheses. This
information can help you to judge the progress of the fit.
Chi2 The chi2 (x?) value is a standard statistical measure of

the closeness of fit (see Section A.S5). For good fitting to
ideal data, X? is of the same order of magnitude as the
noise in RU (typically <2). However, a few points which
deviate widely from the fitted curve (e.g. air spikes in
the sensorgram) may have a marked effect on X2.

If the model is simple, fitting may be accomplished so rapidly that it is
difficult to see the contents of the fitting progress box. However, this
box can be useful for following the progress of slower fits.

The fitting process is terminated automatically when a minimum value
is found for X2. You may terminate a fitting prematurely by clicking on

Accept Fit .
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4.1.4 Examining the completed fit
When fitting is complete, the plot window is replaced by a fit window
which displays the results both graphically and numerically:

Fitted sensorgrams

1200 -

1000 1

o &0 120 180 240 300 ) 420 480 s40 s00

The top panel in the fit window displays the fitted curves (in black)
overlaid on the original sensorgram curves. Visual assessment of the
deviations between experimental and fitted data is often a good
indicator of the validity of the fitting. In this example, there are clear
systematic deviations in both association and dissociation phases,
indicating that the model is not optimal for the experimental data. (A
closer fit may be obtained by using a mass transfer limited 1:1 binding

model.)
Residual plots
80
40 4
5 1 i A
z 0 —7@- H—
g i
& .40 4
-0 f t t t f f t t t !
0 B0 120 180 240 300 360 420 480 540 E00
Repultl Parameters | Residuals | 5 i | Split Viewl

Residual plots are plots of the difference between experimental and
fitted data for each curve. Click on the Residuals tab at the bottom of
the fit window to display residual plots. An option under
Fit:Preferences allows you to choose to display residuals as either
absolute values (in RU) or relative values (the residual as a fraction of
the experimental value at each point).

For a perfect fit, the scatter in the residual plots is a measure of the
noise in the signal. Normally, noise levels should be of the order of
+ 2 RU, which appears as a scatter in the residual values in this range.
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The form of the residual plot reveals whether there are systematic
deviations between the experimental and the fitted data. In the example
here, the deviations are very clear, particularly in the dissociation
phase. It is easier to detect small systematic deviations from the residual
plots than from the sensorgrams. Systematic deviations indicate that the
model is more or less inappropriate for the experimental data.

If systematic deviations are pronounced, this indicates that the chosen
model may be inadequate or incorrect. Whether refitting the data to an
alternative model is worthwhile depends on the extent of the deviations
and the purpose of the experiment. In general:

¢ Systematic deviations that are comparable with the noise level may
not represent significant deviations from the chosen model.

¢ Asymmetrical systematic deviations (as in the illustration above) may
indicate more heterogeneity in the system than in the model.
Symmetrical deviations may often have alternative explanations (e.g.
fitting homogeneous dissociation data to the 1:1 dissociation model
without adjusting the baseline to zero will give a symmetrical
“hammock-shaped” residual plot). Mass transport-limited kinetics
also give rise to symmetrical deviations.

Note: Global fitting procedures generally give higher residual values
than local fitting (Section 4.1.5).

Numerical results

The Report tab at the bottom of the fit window displays the results of
the fitting in terms of selected parameter values. Parameters that will be
included in the report are defined in the model, and may include
functions of calculated values, e.g. Ky and Kp derived from the fitted
rate constants (see Appendix B).

[ka (1/Ms) | kd (1/s) [Rmax (RU)| RI (RU) [Conc of analyte] KA (1/M
7.4e5|  3.89e-3 742 N
Kinetics Fe=4 - 1 §
Kinetics Fo=4 - 2
Kinetics Fo=4 - 3
Kinetics Fc=4 - 4
Kinetics Fo=4 - &
Sl
F\epolll-" |-“ idual |‘-‘ lecti I SplilViewI

The Parameters tab displays the fitted values for the parameters defined
in the model together with statistical information. Depending on the
option chosen in Fit:Preferences , the statistical value may be either
standard error or T-value (a relative measure of the standard error
defined by dividing the value of the parameter by the standard error).
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Rmax | T{Rmax] | [ Tika) | [ Tikd) RI TiRI -
742 1.07E+H]2 7 ADE+IS 2 B2E+01 3.99E-03 4.26E+01 8§ |
Kinetics Fc=4 - 1 an N 281 353E+
Kinetics Fo=4 - 2 10n 271 3.05EH
Kinetics Fc=4 - 3 20n 265 3.00EH
Kinetics Fo=4 - 4 40n 265 3Z5EH
Kinetics Fe=4-5 80n§ 278 7B3E+3 =
4| LIJ

Report | Paameters | Residuals I Selections I Split Vieul

The Selections tab displays the start and stop times for injection and

the selected data ranges used for the fitting. When the Selections tab is
displayed, the graphical area of the fit window shows the experimental
curves with the selected regions marked.

Fit 1 IS [=1 B3
RU
1200
1000
00
© 600 4
1]
c
o
§ 400
4
200
o4
-200 t t t t t t t |
] 60 120 180 380 420 480 540 600
Time S
Inject Start| Fit Start | Fit End [Inject End| Fit Start | Fit End -
30 nhl 08.5 1 305 329 351 523 _
B0 nhl 00.5 106 305 329 351 523
120 nh_ |58.5 103 305 329 351 523
240 nh_ |55.5 99.5 305 329 351 523
480 nh_ |395.5 99.5 305 329 351 523 =
4 13 I
Hepnlll Falamelel:l Residuals  Selsctions

4.1.5 Assessing the fit

In assessing the results of a fitting, always check the numerical results

for:

* reasonableness — for example, a model fitting which produces
dissociation constants of the order of several s-! should be regarded
with suspicion, since current BIA technology cannot measure such

rapid dissociation with any confidence.

* consistency — for example if locally fitted constants vary with the
analyte concentration, the model may be inadequate or incorrect (or
the concentration values may include a systematic error).

Visual inspection

Frequently, visual inspection of the experimental curves with overlaid
fitted curves gives a good indication of the goodness of fit. Use the
zoom function to look particularly at the beginning and end of the
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injection to see that the injection start and stop times are correctly
chosen. The illustration below shows the result of fitting the data in
kinetics.blr  with the injection start set a few seconds too early: the
systematic deviation in the fitted curves clearly indicates the source of
the error:

RU
700

B00
500 4
400

300 <

Response

200

100 <

100 t t t t {
a0 70 a0 10 130 150
Time H

Residual plots give a graphical indication of how the experimental data
deviate from the fitted curve. If you use residuals to assess the goodness
of fit, remember that global fitting procedures generally give higher
residual values than local fitting. This is because global fitting
constrains the fit to the same values for each curve, while local fitting
allows scatter in the fitted values (arising for example from dilution
errors in a concentration series). The figures below compare the results
of fitting the data in kinetics.blr using global and local fitting of k, and

ky.
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&% BIA Evaluation - [Fit 1] B 7 | 2 | e P
|4 Fle Edt View Fil Window Help e =
EEEE M 211 (Langrouir] binding |/ Curvel [ —5 Kinetics Fost -5 jJ
1200
1000
800 -+
B00 -+
400
200
0l
=200 t t t t t t t t 1
o &0 120 180 240 300 360 420 4s0 540 600
ka (1/Ms) | kd (1/s) |Rmax (RU)| RI {RU) | Conc of analyte | KA {1/M) | KD (M) | Req (RU) kobs {1/s) Chiz ;‘
7.4e5 3993 742& 1.85e8 5 489 1R 1B2E+04]
Winefics Fo=4 -1 N S 37 769 S
Kinetics Fc=4 - 2 482 0.0114]
Kinetics Fc=4 - 3 584 0.0188]
Kinetics Fc=4 - 4 654 0.0336|
Kinetics Fc=4 -5 5% 0 naaz :
| ﬂJ
Report | Parameters | Residuals | Selections |_Split View

Fitting kinetics.blr to a 1:1 interaction model using global settings for k, and

k4. The fit is poor, with marked deviations during the dissociation phase and
at the end of the association phase.

&% BIA Evaluation - [Fit 1] B 7 | 2 | e P
| Fle Edé Wew Fi Window Hebp NEE
= EE L 2 71 (Langmui binding | Cuve: [ —5 Kinetios Fe=t -5 jJ
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800 4

600 4

400 4

200 4

-200

o = 120 180 240 300 360 420 480 40 GO0
ka (1/Ms) |_kd (1/s) |Rmax (RU)| Rl (RU) | Conc of analyte | KA (1/M) | KD (M) |Req (RU) [kabs (/5] Chi2 | =~
760 W 3 436401 |
Kinelics Fe=4-1| 5535  3.42e3 N 281 5n 203e8  4.93e9 383 B.HGe3 Q
Kinetics Fe=4-2|  7.1e5 3.72e3 %7 100 19768 5.23e9 499 0.0108
Kinetics Fc=4 -3| E.55¢5 3,963 230 20n  166e3 B39 584 0.0171 \
Kinetics Fc=4 - 4| E.0de5 4,143 291 40n  14Be3 B.85e9 649 00253
Kinglics Fc=d 5| 5.94e5  4.44e 3RV 22 80n 134e8  748e9 %5 D052 Z
| ﬂJ
Feport | Parameters | Residuals | Selections | Split View

Fitting kinetics.blr to a 1:1 interaction model using local settings for k, and

k4. The fit is apparently much better, but this at the expense of considerable
scatter in the values for k, and k.
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In general, global fitting is preferable for parameters that should be the
same for all curves (like k, and k4 for a simple interaction). You may
however want to perform a local fitting of these parameters if you
suspect a systematic variation in the parameter values. Remember,
however that certain parameters (such as the calculated steady state
binding level Req and bulk refractive index contribution RI) are
expected to vary with analyte concentration.

Fitting statistics

With the large number of data points in BIA sensorgrams, standard
goodness-of-fit statistical parameters are fairly insensitive to the
accuracy of fitting. For this reason, only the X? value is provided: even
this is of restricted use in judging the accuracy of fitting. Statistics of
fitting are discussed more fully in Appendix A.

The standard error or T-value for fitted parameters is #o# an indication
of the goodness of fit. This value indicates how sensitive the fitting is to
changes in the respective parameters: a high standard error (low T-
value) means that the parameter can be varied over a wider range
without significantly affecting the goodness of fit. Use this value
therefore to judge the significance of differences in a parameter
between different fittings. For example, if the standard error for k, is
relatively high, the confidence that can be placed in small differences in
fitted k, values is low. See Section A.5 for a fuller discussion of this
point.

4.2 Refitting to a different or modified model

4-14

If you are not satisfied with the fit, you can refit the same curves to a
different model, or refit the curves to the same model with different
data selections.

4.2.1 Refitting data

With the fit window active, choose Fit:Kinetics Simultaneous ka/kd  or
click on the corresponding toolbar button. The fitting procedure is
repeated with the omission of step 1 (adjusting the data) since the data
has already been adjusted.

Note: If you want to perform new data adjustment (baseline
adjustment or removal of unwanted data), go back to the
project window and open a new plot window containing the
original curves. Only the first fitting operation on a plot
window includes the curve adjustment step.
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The steps in the evaluation wizard for refitting data are thus:

Data selection
By default, the selections used for the currently displayed fitting are
used. You may however change these selections freely.

Model selection

By default, the model used for the most recent fitting is used (parameter
status and initial values are however as defined in the model: any local
changes made for the previous fitting are cancelled). You may change
the status and initial values for the existing model or choose a new
model.

When refitting is completed, the results are displayed in the same fit
window. The previous fit is kept in the fit window and can be
redisplayed by choosing it from the Fit list in the toolbar. One fit
window can contain any number of fits for the same set of curves.

BEEEl =] i [3aivatent ancbe =] Buve | —1 FBzec Fo-1-34 jJ

1 1:1 [Langmui binding
2 1:1 binding with mass transter

Note: Fits are identified in the Fit list by a serial number and the
name of the model. Fits performed to the same model with
different parameter status or data selection have identical
names. The parameter status is apparent from the layout of the
Report or Parameters tab; the data selection is shown on the
Selections  tab.

4.2.2 Removing a fit from the fit window
To remove a fit from the fit window, display the fit and choose
Edit:Remove Fit . The fit will be deleted from the project.

4.3 Fitting mass transfer-limited binding data

Mass transfer limitations are among the most common complications in
kinetic binding data. The observed binding rate is limited by mass
transfer if the rate of transfer of analyte to the surface is significantly
slower than the kinetic binding rate. The effect of mass transfer
limitation is to slow down both the association phase (because analyte
does not reach the surface fast enough) and the dissociation phase
(because analyte is not transported fast enough away from the surface
and is thus available for rebinding).The rate of transfer of analyte to the
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surface can be increased by increasing the flow rate, and the rate of
kinetic binding can be decreased by reducing the surface binding
capacity. High flow rates and low surface binding capacities are thus
recommended for kinetic work.

Even with these precautions, however, it may be difficult to obtain
binding data with no mass transfer limitations, especially if the analyte
is large (and thus diffuses slowly to the surface) and the association rate
constant is high (so that the kinetic binding rate is high even at low
binding capacities). In general, mass transfer limitations will be most
significant at the beginning of the association phase and towards the
end of the dissociation phase. As the binding proceeds during sample
injection, the concentration of free binding sites on the surface
decreases and kinetic interaction takes over the rate-limiting role.
Conversely, the concentration of free binding sites is lowest at the
beginning of the dissociation phase, minimizing rebinding effects.

BIAevaluation can fit data to models which include mass transfer
limitations: a model for 1:1 interaction with mass transfer is provided
(see Section C.2.3), and mass transfer terms can easily be added to
other models (Section B.1.2). Interpreting the results of fitting data to
mass transfer-limited models requires some care, however. If mass
transfer is the dominant rate-limiting process, the kinetic interaction is
obscured and the values for the association and dissociation rate
constants are practically irrelevant. The fitting procedure will report
values for these constants, but the significance of the values is low. By
the same argument, if the observed binding is limited by kinetic
interaction, the significance of the reported mass transfer coefficient
will be low.

It is therefore important to determine whether the fitted sensorgrams
include significant kinetic data or not. There are several indicators for
this:

¢ Inspect the T-value (Section A.5.2) for the fitted parameters. This
value is displayed in the Parameters tab of the fitting results. As a
rule of thumb, if the T-value is less than 10, the significance of the
reported parameter value is low. For fitting to predominantly mass-
transfer-limited data, the T-value for the association and dissociation
rate constants will be low.

¢ Choose View:Split View and display the In(abs(dY/dX)) function.
During the association phase, this function is a straight line with a
negative slope for fully kinetic-limited data. If the function shows a
downward curvature throughout the association phase, there is
significant mass transfer limitation.

¢ Repeat the fitting using local parameters for k,, kg and Ry, If the
data is mass transfer limited, these parameters will probably show a
significant scatter (over a several-fold range). This is because fitting to
mass transfer-limited data is largely independent of the values for k,
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and ky, and the value obtained for Ry, depends on the values found
for the rate constants.

* Repeat the experiment at varying flow rates. If the values obtained
for the rate constants are consistent over a 5-fold range of flow rates
(15-75 pl/min), mass transfer limitations are not serious and the
reported rate constants are significant. If there is a significant
variation with flow rate, the values from the highest flow rate are
most likely (although not certain) to be reliable.

4.4 Other fitting facilities

Fitting to simultaneous k,/kq is the recommended method for most
kinetic analyses. The validity of this approach relies however on the use
of identical experimental conditions for both association and
dissociation (if the experimental conditions differ, the rate constants
obtained from one phase may not be valid for the other), and on the
availability of usable experimental data in both phases. Other fitting
methods are available for special circumstances and for fitting non-
kinetic data.

4.4.1 Fitting k 5 and k 4 separately

You may choose to fit the association and dissociation phases
separately. This can be necessary if you do not have access to valid data
for one of the phases (e.g. the association phase may be obscured by a
high bulk refractive index pulse) or if different conditions apply during
association and dissociation. Separate fitting of the association phase
requires values for the dissociation rate constant.

Fitting association and dissociation phases separately can use either
local or global settings for parameters. The default setting is local
fitting. Regardless of whether parameters are local or global, the fit is
performed over all displayed sensorgrams simultaneously.
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Dissociation phase
Choose Fit:Separate ka/kd or click on the separate k,/kq toolbar button.
Adjust the curves from the first evaluation wizard panel:

—bdjugt Curves

1. Delete arw data which may interfere with curve Cut
prezentation or curve fitting [e.q. reqeneration
injections, spikes etc). ¥-Transfarm... |

2. Adjuzt the bazeling to zero for all curves
[wihere applicable).

< Harck I MHeut » I Cancel |

In the second panel, select the data and choose Dissociation under
Type. (The selection bar is by default placed in the association phase:
move it to the dissociation phase.)

— Select Fitting Data

Select the data that should be included in the global fit by Splitigw... |
mioving andor resizing the comesponding selection markers in
the plat wirdow.

IF desired, Split Wiew may be used to simplify data selection
[which may be individual for each curve).

Tupe
[ " Azzociation &+ Dissociation

Cancel | ¢ HEch | Mewt » I

The third panel allows you to choose the model from the list of models
defined for separate dissociation. Only 1:1 (Langmuir) dissociation is
included as a pre-defined model. Click on Fit to perform the fitting.

The fitting results are presented graphically with the fitted curves
overlaid on the experimental curves over the region of data used for
fitting:
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Fit 1 =] &3
1200
1000 -

500 —

600

Response

200

=200 t t t t t

o B0 120 180 240 300 360 420 450 240 600
Time =
_
Kinetics Fc=4 - 1 29
Kinetics Fc=4-2| 3.65e-3
Kinetics Fc=4-3| 3.82e3
Kinetics Fc=4-4| 3.8%e-3 -
1 ' ' LH
 Report | Parameters | Residuals | Selections |

Numerical presentation of the results is similar to that described for
simultaneous k,/k4 fitting (Section 4.1.4).

Association phase

Repeat the procedure as described for the dissociation phase, but
choose Association under Type in the second wizard panel. In the third
panel, choose the model (only 1:1 (Langmuir) association is included as
a pre-defined model), and enter values for analyte concentration and
k4. Concentration values may be fetched from the result file if report
points include an appropriate keyword (see Section B.2.2). Dissociation
rate constants are fetched from the most recent fit for separate ky.

4.4.2 General fitting

Models for general fitting are designed for fitting non-kinetic curves.
The following models are included:

* 4-parameter equation for curve fitting

* Linear fit (least-squares) for straight line fitting

* Solution affinity (see Chapter 3)

e Steady state affinity (see Chapter 5)
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To perform a general fit, choose Fit:General or click on the general fit
toolbar button. Curve fitting to a 4-parameter equation requires initial
values for the 4 constants used in the model (see Section C.4.1).

4.5 Examining sensorgram components

For curves fitted to simultaneous ka/kd models with several
components (e.g. multiple interacting species, or a simple interaction
with bulk refractive index contribution), curves for the separate
components can be displayed using View:Components from the fitting
window. The separated components are shown for one sensorgram at
once. The example below is taken from the example file for
heterogeneous analyte zkomp.ble :

.

¥ Components

Cloze |

— Heterogeneous analyte - Competing reactions Components

Curve;

a0
300 H
230 1

— Total
200
150 4 218
100 4 AZB
50
— Bulk & Dritt

'SD T T T T T T T T 1
=500 30 1300 230 340

The right mouse button menu (see Section 1.1.2) can be used on the
Components display, allowing you to export the fitted component
curve data to a text file. The data sets in the text file are identified
according to the component names in the model.

By opening the exported text file as curves, you can import the
component curves back into the evaluation project. This can be useful
if you for example want to subtract the fitted bulk refractive index
contribution from the experimental data for presentation purposes:

1. Fit the sensorgrams and choose View:Components .

2. Using the right mouse button menu, export the component curves
for each sensorgram.

3. Open the exported text files as curves in the same project.

4. For each sensorgram, choose Calculate:Y-Transform and subtract
the appropriate Bulk & Drift curve.
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4.6 Creating secondary plots

You can create secondary plots from data in the fitting results. Choose
Fit:Plot Parameters and select the parameters to be used for the x- and
y-axes of the plot. The parameters available are those displayed in the
current fitting results tab (report or parameters). The created plot is
added to the current project window.

For example, to plot values of R.q against concentration, choose the
report tab in the fitting window (so that R is displayed) and choose
Fit:Plot Parameters . Choose Conc of analyte for the x-axis and Req for
the y-axis, then click on OK.

Cemotuve

¢4 Walues:
IEDnc of analyte j Cancel |
1 Walues:
=

Note that the parameters available for plotting are those in the
currently displayed tab in the fit window.

You can also copy the contents of the current fitting results tab (report
or parameters) to a spreadsheet in BlAevaluation for further processing
as follows:

1. Click in the cell at the top left of the displayed results table (to the
left of the parameter name row) to select the whole table.

2. Choose Edit:Copy (keyboard shortcut Ctrl-C).
3. Activate the destination spreadsheet (or open a new sheet) and
click in the cell at the top left of the area where you want to paste

the data.

4. Choose Edit:Paste (keyboard shortcut Ctrl-V). Note that any
existing values in the paste area will be overwritten.
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4.7 Simulating kinetic data

4-22

BIAevaluation includes a simulator for generating theoretical
sensorgram data from the interaction models used for kinetic analysis.
This can be valuable for investigating how changes in kinetic constants
or other parameters affect the appearance of sensorgrams, and can thus
provide useful information for design of experimental conditions. For
example, if you find that your observed interaction rates are limited by
mass transfer, you can use the simulator to generate a set of curves
representing different ligand immobilization levels (Rmax values) to see
if mass transfer limitations can be avoided by reducing the ligand level.

To simulate kinetic data, choose Fit:Simulate Curve(s) . This starts the
simulation wizard which leads you through the simulation procedure.

Simulation wizard, step 1 - define curve properties

Simulate Curves

— Simulate Curves

Murnber of curses: |3—§

Preinjection delay: I'ID— [l
Azzociation time: I?aDU— (5]
Dizzociation time: I?aDU— (5]

Cancel | < Bachk | Mest = I

Choose the number of curves to simulate, the preinjection delay
(representing baseline) and the association and dissociation times.

Click on Next> when you have entered curve properties.

Simulation wizard, step 2 — model selection

S be =]
todel I «1:1 [Langruir) binding j Show Model: I

Parameters

Conc Hmax o =

ka ki
Local || Global =] Global || Global =]|Lo ]
NS 1 00E+03 1.00E+D5 1.00E-03 BN

| »

/

< Back I Simulate I Cancel I

Choose the model to be used for simulation and enter values for the
parameters in the table. If you start the simulation wizard from a fit
window, the values obtained for the fitted curves will be suggested by
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default. Otherwise, the simulation wizard starts with blank values. You
can change the status (local/global) of parameters in the table using the
box under the parameter name. Changes you make in this way apply
only to the current simulation and do not affect the model definition.
Click on Simulate when you have chosen the model and entered
parameter values. The simulated curves are added to the current project
and displayed in a new plot window. The curves are named according
to the model from which they were simulated.

Plot 4 M=1E3

Q00 1
F00
500 1
300 1

100 1

-100

To compare simulated curves with experimental data, choose both sets
of curves in the project window and create an overlay plot.

4.8 If the data do not fit the model

4.8.1 Experimental considerations

Obtaining reliable kinetic values from sensorgram data makes
considerable demands on careful experimental design and execution?.
Sophisticated evaluation software can never be a substitute for careful
experimentation. Some of the most common causes of inadequate data
are summarized below:

1 Karlsson, R. and Filt, A. (1997) J. Immunol. Methods 200, 121-133.
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Cause

Effect

Remedy

Impure reagents

Heterogeneous kinetics

Purify reagents
rigorously

Immobilization
chemistry

Multiple attachment
sites give
heterogeneous ligand

Use directed
immobilization

methods

Non-specific

Heterogeneous kinetics

Use a reference cell to

binding check specificity
Immobilization High Rmax favours Keep Rmax as low as
level mass transfer possible

limitations
Analyte Low or high Use analyte
concentration concentrations reduce | concentrations in the

the amount of kinetic
information obtained

range 0.1-10 KD

Dilution errors

Systematic errors in ka

Use calibrated pipettes

Flow rate Low flow rates favour | Run at flow rates >20
mass transfer pl/min
limitations

Sample Obscures rapid events | Use high flow rates

dispersion at injection start and and Kinject command.
stop Load sample carefully

(BIACORE X)
Bulk effects Obscure rapid events Match refractive index

at injection start and
stop

in sample and running

buffer

4.8.2 If the fitting fails

In some cases, the fitting procedure fails mathematically, with either an
error message or clearly incorrect fitted curves as a result. The most
common causes for this behaviour are:

e Incorrect data selection. You cannot for example fit a decreasing
response to the association phase of a pre-defined model, since the
models do not allow negative association rate constants. Make sure
that you have selected appropriate parts of the sensorgram for
association and dissociation phases.

e Unsuitable initial values for parameters. In some cases, the initial
values for the parameters may be so far wrong that the fitting fails.
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This is often readily apparent from the fitting progress display
(Section 4.1.3): the first attempts at a fitted curve show either zero
response or an immediate off-scale increase, and the fitting process
never “recovers” from the situation. To correct this, repeat the fit
with a large change (several orders of magnitude) in one or more
selected parameters. The appearance of the fitting progress can often
give an indication of which parameter to adjust: for example, if the
first attempts show extremely high initial binding rates, reduce the
initial value for the association rate constant.

4.8.3 Evaluation as an experimental tool

If in spite of careful experimental design the data do not fit the chosen
model adequately, fitting results can give suggestions for further
experimental directions to investigate the nature of the interaction. The
series of fitting attempts described below illustrates the way
BIAevaluation can generate ideas about the nature of the interaction.
See Section 4.2 for a description of how data is fitted to alternative or
modified models.

The sensorgrams were obtained in BIACORE X using a 41,000 dalton
analyte with an amine-coupled peptide ligand. The experiments were
performed using carefully purified analyte. A 1:1 interaction was
expected. The ligand level was low (about 120 RU maximum binding
capacity estimated by injection of 1000 nM analyte) to minimize mass
transfer limitations. Analyses were performed at 5 analyte
concentrations from 5 to 100 nM. The second flow cell was used as a
reference channel and subtracted from the sample channel during the
run: bulk refractive index contributions were therefore expected to be
zero (and were not significant in the reference-subtracted sensorgram).
All fits were performed with the bulk contribution RI set to a constant
value of zero.

1:1 (Langmuir) binding model

Evaluation starts with the simplest model, 1:1 (Langmuir) binding. The
fit is very poor, in both the association and dissociation phases. In
addition, the reported R, value is lower than that found
experimentally:

BIAevaluation Software Handbook 4-25



Evaluating kinetic data

4-26

Fit 1 =l ES
1:1 (Langmuir) binding

100

762
457 00148
696 00228
61.4 0.167
725 0046953

In order to check whether there is a systematic error in the
concentrations, the fit is repeated with local fitting for k, (the kg4 value
is independent of concentration and is left as a global parameter).
Plotting k, against concentration with Fit:Plot Parameters (Section 4.6)
visualizes any correlation between these parameters:

Fit 1 1S [=1 3
1:1 (Langmuir) binding - local ka

100

80

B0

40 -

20

=20 t t t t t t t t 1
-100 -50 0 50 100 150 200 250 300 350

ka 1/Ms] kd [1!’5] [Rmax [RU] RI RU} | Conc of analyte | KA {1/M]

SDnM WT 1 fieh
SN WT 1.73e8
1OnMWT | 1 4BeE
000 WT| 1 gaea
ZEnMIWT | 18508 \

i |

i Report |
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Plot 4 =] 3
M ka v¥s Conc
2ef
1.84e6
1.88e6
1.82e6
1.76e6
B 1766
]
=}
16486
1.58e6
1.52e6
1.46e6
1.4e6 t t t t t t t t t t 1
0 le-8 228 3-8 4e-8 Se-8 Be-8 Te-8 Se-8 Qe-5 1e-7 1.1e-7
ka 1=

Although there may be some correlation between k, and concentration
(indicating a possible dilution error in preparing the samples), the
variation in k, values is slight and is not sufficient to explain the poor
fit.

1:1 binding with mass transfer model

The inadequacy of the fit in the dissociation phase is striking — the
experimental curves flatten out much more rapidly than the calculated
curves, indicating that dissociation slows down with time in
comparison with a simple 1:1 interaction. A possible cause of this is
rebinding of analyte during the dissociation phase, which is a result of
mass transfer limitations preventing clearance of free analyte from the
surface. Fitting to a 1:1 interaction with mass transfer improves the
appearance of the dissociation phase slightly, but not nearly enough to
give an acceptable fit:
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Fit 1 1S [=1 3
1:1 binding with mass transfer

100

80

B0

40 -

20

-100 -50 o a0 100 150 200 250 300 350
[ka (1/Ms) | kd (1/s) [Rmax (RU)[ Kkt (1/s)
1Bdeb  6.94e3 040 4,56 %

Hspultl-“ ||""'|“' i I

Including mass transfer limitations has improved the fit slightly in the
dissociation phase, but by no means enough to be acceptable. The
association phase is hardly improved at all.

Heterogeneous ligand (parallel reactions) model

The shape of the experimental dissociation phase suggests that there
might be more than one process involved. Rebinding (modelled by mass
transfer limitations) is not an adequate explanation. Fitting to a model
for heterogeneous ligand (parallel reactions) was therefore tested:
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Fit 1 1S [=1 3
Heterogeneous ligand - parallel reactions

100

80

B0

40 -

20

-100 -50 o a0 100 150 200 250 300 350
[ka1 (1/Ms) | kd1 (1/s) [ka2 {1/Ms) | kd2 (1/s) [Rmax1 {RU) [Rmax2 (RU)}| RI (RU) |Conc of analyte [KA1 (1/M)[KAZ =

Hspultl-“ ||""'|“' i I
although deviations from the experimental curves are still significant.
The reported parameters show closely similar k, values for the two
ligand components, but the kg values differ by a factor of 10. The total
Rnax value is now 95, closer to the experimentally estimated value.

ooocoo

S0n
ah
10n
100n
25n

Examining the residuals for this fitting reveals a general upward trend
in both association and dissociation phases:

Residual

H B o & @
T |

t t u t u u u u !
-100 -50 a 50 100 150 200 250 300 350

Using the model editor, therefore (see Section B.1.3), a linear drift term
was added to the model for parallel reactions. The result is a
reasonably close fit to all of the curves. Note in particular the excellent
fit to the shape of the dissociation phase for all curves:
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Fit 1 1S [=1 3
Heterogeneous ligand - parallel reactions with baseline drift

100

80

B0

40 -

20

t t t t t t t t 1
-100 -50 0 50 100 150 200 250 300 350

Having found a model which fits the experimental data well, the next
step is to ask if the parameters for the model are reasonable and if so
what experiments may be suggested to test the model.

¢ Is there reason to accept a heterogeneous ligand model? The peptide
ligand was immobilized with amine coupling with potentially
multiple attachment sites. It would be valuable to investigate the
possibility of immobilizing the ligand using a more uniquely directed
method.

* Are the two components reported in the model physically and
biochemically reasonable? Values for k, and kg4 for both components
are within a reasonable range for this kind of interactant, and also
within the measurement range of BIACORE X. The two components
represent about 66% and 33% of the total analyte binding capacity,
so that contributions from both components are significant. Choosing
View:Components shows the way the measured response is
distributed between the components of the model:
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¥ Components

 parallel with drift Comporernt: Claze |

Curve:  [SITTEREN

a0

70
— Total
50
LB
0 7 | — aR2
-10 T T T T T T T 1

-50 0 30 100 200 300

¢ Is the baseline drift reasonable? Values for the fitted drift parameter
range from about 0.5 to 2 RU/min, which not very serious although it
is fairly high for instrument-related drift in BIACORE X. It would be
worthwhile investigating possible sources of drift in the experimental
setup.

¢ As mentioned above, there was low but significant binding of analyte
in the reference channel, so that the baseline drift in the reference-
subtracted channel may be related to interaction events on the blank
surface.

In conclusion, fitting attempts in BIAevaluation have suggested that the
ligand may be heterogeneous and that there may be a drift introduced
by subtraction of a response in the reference cell. This clearly indicates
possible directions for future experiments, assuming that the goal of the
experiment is kinetic characterization of the interaction. Note that the
fitting results are not in themselves evidence of ligand heterogeneity,
but generate a hypothesis that may be tested experimentally.
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5. Evaluating concentration data

BIAevaluation includes functions for evaluating concentration data
from report point tables:

* generate calibration curves from standard samples
e calculate unknown concentrations from the calibration curve
* display CVgose and CV egponse profiles

* create curves from data, e.g. baseline response plotted against cycle
number for assessing regeneration performance.

5.1 Data for concentration evaluation

Concentration measurements with BIACORE may be based on binding
level or binding rate determinations. Under conditions of limiting mass
transfer of analyte to the surface, the initial binding rate is
independent of the ligand density and the interaction characteristics,
and depends only on the analyte concentration and mass transfer
properties’. If mass transfer is only partially limiting, concentration
can be determined independently of the binding characteristics from
measurements over a range of flow rates2. Using this latter approach, a
calibration curve is not needed provided that the diffusion coefficient
of the analyte is known.

Binding levels are usually obtained from report points set at a fixed
time after sample injection (usually after the injection is complete to
avoid bulk refractive index contributions). For interactions which are
amenable to kinetic analysis, it is also possible to use kinetic
evaluation to estimate steady state (Rq) values. Binding rates may be
obtained from the slope at report points or from the binding level at
specified time intervals. For mass transfer limited binding, the initial
rate can also be obtained from a straight line fit to the early portion of
the association phase, using the general fitting model Linear fit .

However the data is obtained, concentration evaluation is performed
from a spreadsheet in BIAevaluation. To open the data in a
spreadsheet:

1 U.S. patent pending. See Karlsson, R. (1993) J. Immunol. Methods 166,
75-84.

2 Richalet-Sécordel, P. M. et al. (1997) Analyt. Biochem. in press.
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* for report point tables in result files, open the result files and choose
Rpoint Table in the Open dialogue box (see Section 3.1.2)

» for exported report point tables and text files, open the file and
choose Open as Sheet in the Open dialogue box (see Section 3.1.3)

e for data from kinetic fitting, select the contents of the report tab,
press Ctrl-C to copy the data to the clipboard, open a new sheet and
press Ctrl-V to paste the data into the sheet

Once the data is in the sheet, steps in concentration evaluation are as
follows.

1. Filter the data so that only the standard and unknown values are
shown.

2. Generate the calibration curve.

3. Calculate the unknown values. If the unknowns are included in the
data set used to generate the calibration curve, this can be done at
the same time as the calibration curve is generated. Unknowns can
also be calculated at a later time on the basis of the calibration
curve from data in the same or a different sheet.

These steps are described in detail below. The example data is taken
from the example file conc.rpt , which is a report point table from
determination of B2-microglobulin concentration using a sandwich
assay protocol. The primary response obtained from binding 2-
microglobulin to immobilized antibody is amplified by injection of a
second antibody. The second antibody response is used to calculate
concentration.

5.2 Generating a calibration curve

5-2

To prepare the spreadsheet from conc.rpt for evaluating concentration
based on the secondary antibody response, filter the data to show only
second_AB in the Id column.

Note: Concentration values for standard points are required for
generating a calibration curve. Normally, these should be
included as a custom keyword in the report point table in the
result file. If concentration values are not included, type them
directly into the spreadsheet before generating the calibration
curve.

Unknown values are identified by non-numerical values
(including blanks) in the concentration value column. Do not
use numerical identifiers for your unknowns, since these will
be interpreted as concentration values. If the unknowns do
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have numerical identifiers, either change them to non-
numerical or filter the unknown rows out of the spreadsheet
before generating the calibration curve.

[ A Joyoe
E F G H 1 J K L M [ -
| e Flam =l =iam =lem Zfiam =flem 2]second_izflam 2] -
Window  AbsResp 5D Slope LRSD Baseline RelResp |Id ng/ril

6 5 27671 330347 202958  0.3653 YES 4006 second_Ab  high

9 5 27589 39672 230374 0.35373 YES 3968 second_Ab |high

12 5 25400 294728 -168242 1.00130 YES 2062 second_Ab 273

15 5 25383 248228 -1.45732 0.59753 YES 2068 second_Ab 273

18 5 24156 163045 -0.94279 0.51659 YES 997 second Ab low
21 5 22999 066538 -0.04439 069707 YES 77|second Ab i
74 5 27662 367097 -2.1945 050832 YES 4222 second_Ab 1040
77 5 24219 206945 -1.12038 0.96071 YES 1139 secand_Ab 130
30 5 27395 411952 244947 07232 YES 3983 second Ab  high
33 5 27624 362546 -2.15689 0.62408 YES 4230 second_Ab 1040
36 5 238R1 126398 06744 062067 YES BO5 second_Ab B5
39 5 22900 062259 -0.15941 0.59418 YES 62 second_Ab i
12 5 23473 1.05334 -0.56584) 0.50449 YES 585 second_Ab B5
15 5 27284 359749 214744 053777 YES 3993 second_Ab  high
18 5 27279 410994 243097 0.84344 YES 3993 second_Ab  high
51 5 24106 1.82169 -1.03409 0.64796 YES 1169 secand_Ab 130
54 5 23906 157718 -0.84425 076553 YES 1086 secand_Ab | low
57 5 26626 364233 216623 063426 YES 3489 second_Ab 527
ﬁuJ 5 26618 309721 -180384 0.64636 YES 3488 second_Ab 527 Jﬂ

4 r

Choose Data:Generate Calibration to generate a calibration curve. If
there is more than one keyword in the Id column, you will be warned
that the report points have not been filtered. You may choose to
continue, but be aware that your calibration curve will probably not

be correct.
¥ Generate Calibration E
# Kewword [Conc. ) ' Kewword [Fesponse]: - Fitting Function
';"BSHBSP ﬂ i & 4 Parameter Fit Cancel |
Slope = Other
LASD :
Baszeling ISpllne 'l ¥ Calculate Unk,
RelResp
d —amoothing————— — Replicates
— This Area H Al
is Area Ha [ Smoothed &
% Header Row = Mo Header Fow = Median

Choose the columns to be used for the calibration curve in the
X-Keyword and Y-Keyword panels. By default, BlAevaluation suggests
RelResp for the y-axis of the calibration curve and concentration-
related data (labelled e.g. ng/ml or mg/ml) for the x-axis if such can be
found.

Choose the type of fitting to use for the calibration curve. By default,
BIAevaluation uses a 4-parameter equation which gives a robust fitting
for practically all calibration curves. Other fitting functions available
are spline, qubic spline, line and point to point, with or without

BIAevaluation Software Handbook 5-3



Evaluating concentration data

smoothing (see Section 7D.4.4 for details). Use these alternatives only
if you have good reason not to use the 4-parameter equation.

By default, the calibration curve is generated by fitting to all
calibration points, treating replicates as separate points (All is selected
under Replicates ). If you select Median under Replicates , the
calibration curve will be generated using the median of replicate values
(the middle point in an odd number of replicates or the average of the
two middle points in an even number) for each standard
concentration. In general, All is preferable to Median .

If you check Calculate Unk. , BIAevaluation will calculate
concentration values for unknown points using the generated
calibration curve. You can calculate values for unknowns and insert
the results in the original sheet at a later stage, regardless of whether
you calculate unknowns at this stage or not.

You can save the calibration curve in a BIAevaluation project file by
choosing File:Save .

5.3 Examining the calibration curve

5-4

5.3.1 Calibration window components

The calibration curve is displayed in a calibration curve window. The
fitting algorithm used is shown in the panel at the left of the curve
window. There are five buttons in this panel for different display
modes:

Displays the calibration curve.

|

IR Calibration 1 [_[O]]
= Calibration Curve

5000 -

Fitting: 4 Parameter Fit
Feplicates: Al
Rhi-5233 4000 -
Rlo=1151
41-355.2
A2=1.407

3000 +

RelResp

2000 1 +

1000

o 200 400 00 800 1000 1200
ng/mi

If the calibration curve is generated using the 4-parameter equation,
values for the parameters used in the fitting (Rp;, Rjo, A1 and Aj; see
Section C.4.1) are shown beside the curve.
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s Displays cvX, i.e. a plot of the precision in measured concentration as a
function of the average concentration. cvX values are dependent on
how well the standard curve fits the data.

0 200 400 00 &00 1000
Aug ( cale. ng/mi )

Displays cvY, i.e. a plot of the precision in measured response as a
function of the average concentration. cvY values are independent of
the curve fitting.

0 200 400 600 800 1000

Aug ( cale. ngiml }
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Displays the calibration data in tabular form. The format for numerical
display can be changed if desired (Section 7E.4.7).

ng/ml RelResp Calc.ng/ml %cv.RelResp %cv.ng/ml [+
—
0. 77.00 #N/A
0. 82.00 #N/A
0. 79,50 #NfA FNSA
B5._ 585.00 69.68
65 605.00 720
65. 535.00 70.84 2.38 231
] 130. 1139.00 13264
17 130.1169.00 136.1
AVG. 130, 115400 13437 184 182
5 273. 2068.00 252.0
4 273.  2082.00 254.08
AVG. 273 207500 253.04 0.48 058
20 527. 3488.00 567.27
19 527.  3489.00 567.62
AVG. 527. 348850 567.45 0.02 0.04
8 1040. 4222.00 961.55 -
4 »

Displays the calculated results for unknown points (only available when
unknowns have been calculated). Results are grouped according to the
value in the concentration column, and averages and CV values are
presented for each group. Values outside the range of the calibration
curve are displayed as #NJ/A.

Cycle Unknown RelResp Cale.ng/ml %cv.ng/ml j
10 high 3983.0 792.49

15 high 3993.0 798.49

Fiting. 4 Paameter Fit |1 high 39930 798 49
Repicates: Al 'g -
ity ] high 4006.0 806.41
Re-T15) 3 high 3968.0 783.64
15e2 AVG. 3908 6 795 890 106
18 low 1068.0 12451
21 low 11460 133.45
22 low 1064.0 124.05
23 low 1082.0 126.10
] low 997.0 116.43
AVG. 1071.4 124.91 4.85
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5.3.2 Comparing calibrations

If two or more calibration windows are open at the same time, choose
Data:Compare Calibrations to create an overlay plot of different
calibration curves. The example below compares calibration curves for
the primary response (Id keyword b2micro ) and secondary response
(second_Ab ) in conc.rpt .

& Compare Calibration

5000 4

4000

3000

2000 4

1000

o 200 400 B00 800 1000 1200

ration 2
ration 1 Ab Close
Pririt

The area at the bottom of the window lists the available calibration
curves by window name and title. (Choose Labels from the View menu
or the right mouse button menu in the calibration window to set the
title.) You can double-click on the name to change it: changes however
will be lost when you close the window. Check the box beside a
window name to display that calibration curve in the overlay window.
Use the right mouse button menu (Section 1.1.2) if you want to copy
the overlay plot to the clipboard or export the data to a text file, or to
set labels or a legend in the overlay plot window for printing. The
legend uses the names as listed at the bottom of the window. Changes
made to labels and legend are lost when the window is closed.

5.4 Calculating unknown values

By checking the Calculate Unk. box in the dialogue box for generating
a calibration curve, you can calculate values based on the calibration
curve for any unknown points (non-numerical concentration values) in
the data set used for calibration.

You can also calculate values separately, using a calibration curve
prepared on a previous occasion. This is useful if you want to apply
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the same calibration curve to concentration measurement data in
several data sets. The presentation of calculated unknowns differs
according to whether the operation is requested with a calibration
window or a spreadsheet window active.

5.4.1 Calculating from a calibration window

If a calibration window is active when the unknowns are calculated,
the results will be entered in the unknowns section of the calibration
window. New results will be added to any previously existing results
providing a cumulative report. The spreadsheet window containing the

unknowns must be open.

To calculate new unknown values from the calibration window:

1. With the calibration window active, choose Data:Calculate

Unknowns.

2. Choose the spreadsheet window containing the unknown data.

Calculate Unknowns

Source Sheets Containing Unknowns:

Cancel |

3. Choose the columns in the spreadsheet containing the
concentration (x-axis) and response (y-axis) values.

Calculate Unknowns

# Kepword [Cone. ]

Y kewword [Rezponsze): ok I

Time
‘window
AbsResp
S0
Slope
LRSD
Bazeline
RelRezp
Id

r Thiz Area Has
i Header Fow

;I Cancel |

= Mo Header Fow

5-8
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4. Press OK. Unknowns (identified by non-blank, non-numerical
values in the concentration column) will be added to the
unknowns section of the calibration window.

This approach groups the unknown values automatically by identifier
and calculates average and CV values within each group. However,
values are only calculated for points with non-blank, non-numerical
identifiers in the concentration column.

5.4.2 Calculating from a sheet window

Values can also be calculated using a calibration curve by choosing
Calculate Values from a spreadsheet window. The results will be
entered in the first empty column of the spreadsheet. The calibration
window containing the standard curve must be open.

To calculate values from the spreadsheet window:

1. With the spreadsheet window active, choose Data:Calculate
Values.

2. Choose the calibration window to use for calculating the values.

Calculate ¥Yalues

Lalibration curve to uze:

Calibration 1 : Second_Ab
Calibration 2 : b2mizio

< Back I Mext » I Cancel I

3. Choose the column in the spreadsheet containing the response (y-
axis) values.
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Calculate ¥alues

Y Feyword [Responze):

APROG -
FC _I
Time

winidow

AbsResp

SD

Slope

LRSD

B azeline

— Thiz &reaHa
{* Header Bow

" Mo Header Row

< Back

4. Press Finish . The calculated values will be inserted in the first
empty column in the spreadsheet. Values will be calculated for all
rows displayed in the sheet. Rows where the response value is out
of range for the calibration curve will be marked as #N/A.

| [oyoe
G H 1 J K L m [ N | 0 |a
| | =lem =len =lem =fisn 2second_i=lllam =] L
sD Slape LRED Baseline RelResp Id ng/ml
6 | 596347 202958  0.9653 YES 4006 second_Ab  high 50640544
9 38672 238574 0.35373 YES 3966 second_Ab  high 76363562
12| 204728 168242 1.00138 YES 2082 secand_Ab 273/254.08019
15 | 248208 -1.45732 059753 YES 2066 second_Ab 273/251.99849
18 | 163645 -0.94279 0.516589 YES 997 second_Ab | low 116.43153
21 | 0BES38 -0.04439 0BY7P07 YES 77 second_Ah 0 #7A
20| 367097 21945 050832 YES 4222 second_Ab 1040 561 53956
27 | 206945 -1.12038 096071 YES 1133 second_Ah 130 132 54001
30 | 411952 -2.44947  0.7232 YES 3983 second_Ab  high 792 48996
33 | 362545 215689 062408 YES 4230 second_Ab 1040 566.31943
36 | 126395 06744 0B2067 YES BO5 secand_Ab B5 71.904756
39 | 0652259 015941 059418 YES 82 second_Ab 0/ #7A
47 | 105334 056684 050445 YES 585 secand_Ah BE 59679427
45 | 350743 -2.14744 053777 YES 3993 second_Ab  high 79546665
48 | 410994 243097 084344 YES 3993 second_Ab  high 79548665
51 | 1.82163 -1.03409 064796 YES 1163 second_Ah 130 136.09994
51 | 157718 064425 076553 YES 1068 second_Ab  low 124 50504
57 | 364233 216623 063426 YES 3489 second Ab 527 5R7 B2614 J;[
»

Use this approach when you want to calculate values for further

processing, or when you want values for rows which have numerical

identifiers in the concentration column (remember that calculating
unknowns from a calibration window only gives values for points

identified as unknown in the concentration column).

5-10
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6. Evaluating affinity data

BIAevaluation supports determination of affinity constants in three
ways:

e calculation from the ratio of fitted rate constants.
¢ calculation from measured steady state binding levels

* calculation of affinity in solution by using BIACORE to measure the
free concentration of one interactant in an equilibrium mixture

These approaches are described in this chapter.

6.1 Calculating affinity from rate constants

For a simple interaction, the affinity constant is defined as the ratio of
the forward and reverse rate constants.

For the pre-defined kinetic evaluation models based on separate 1:1
interactions (1:1 (Langmuir) binding, heterogeneous analyte and
heterogeneous ligand), affinity constants are included in the report
definition in the model, so that kinetic evaluation automatically
provides affinity constants. Bear in mind however that the reliability of
the calculated affinity constants is directly dependent on the reliability
of the kinetic constants (i.e. on the appropriateness of the model and
the quality of the experimental data). Relatively small changes in k,
and kq in opposite directions have a much larger effect on the
calculated affinity constants.

For the predefined models for bivalent analyte and two-state
interactions, the meaning of the affinity constants is less clear. For the
two-state model, an apparent affinity constant is calculated based on
the rate constants for the initial binding and the conformational
change. Calculated constants for the individual steps are easily derived
from the separate fitted rate constants.
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6.2 Evaluating steady state affinity data

6-2

The steady state binding level is related to concentration according to
the equation

- KACRmaX
9 1+K,Cn

where n is a steric interference factor specifying how many binding
sites are on average blocked by binding one analyte molecule (default
value 1). Rmax is the theoretical binding capacity, which will differ
from an experimentally measured value if n is not equal to 1. This
equation is used in the predefined general fitting model for surface
affinity, which may be used to derive affinity constants from Req
values.

Values for Req may be obtained in three ways:

« from report points set on the sensorgrams in the steady state region
of the curve

* from “fitting” a horizontal straight line to a chosen section of the
sensorgrams. A general fitting model for this purpose is included in
the additional model file provided with BIAevaluation, and is
described in Section C.4.4.

¢ from values calculated from kinetic evaluation of the sensorgrams.
Note that this approach requires that the sensorgrams are amenable
to kinetic evaluation and that the kinetic constants are fitted locally
for each curve. With globally fitted constants, the plot of Req against
C will give a perfect fit by definition.

Proceed as follows to determine affinity constants from measured
steady state binding levels:

1. Obtain steady state binding levels (Req) as described above.

2. Create a plot of Req against C, using Data:Create Curve if the
values are in a spreadsheet (report point values) or Fit:Plot
Parameters if the values are in a fitting report.

3. Fit this plot to the general fitting model Steady state affinity .

(Note that you will need to extend the suggested data selection
area to include all points on the curve.)
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Plot 5 [_[o[x]
________________________________________________________]

100

E|
0
. Hodel [ . Steacy stte afnty v] _Show Modet:
B0 4 n B
. Reg (RU) vs. Conc ofana\yte| H
50+ _
< | L|J
40 {( ¥ Display constants anly
< Back Et Cancd |
a0 t t t t 1
0 58 a7 15T 27 25e-7

4. The affinity constant is reported in the fitting results.

Fit § 1 [=] E3
100
90 |
'
80
70
.
60 -
50
40+
0
0 508 a7 1507 27 2507
[ Ka [ T Rmax | T(Rmax] n -
Req (RU) vs. Conc of analyle | 9.81E+07 __ 0.0602 917 0013 1 ]
CI| ;IJ
Report Paameters | Residuals | Selections

6.3 Evaluating solution affinity data

Measurement of affinity in solution with BIA is based on
determination of the free concentration of one of the interactants in
equilibrium mixtures. Measurements have to be made on known
concentrations of the free interactant for a standard curve as well as
on the equilibrium mixtures for determination of affinity.
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6-4

If the reaction in solution is written as
A+B = AB

the experiment is designed so that a constant concentration of B is
mixed with a series of known concentrations of A. BIA is used to
measure the remaining free concentration of interactant B. The affinity
constant is calculated using the general fitting model Solution affinity
according to the equation

2
B-A-K, [(A+B+Kp)
Bfree: 2 + 4

-AB

Bfrce is the free concentration of component B
A and B are the total concentrations of A and B respectively

where

Kp is the equilibrium dissociation constant for A+B=AB

Follow the procedure below to evaluate solution affinity data. The
illustrations are taken from the example data file SolutionAffinity.ble :

1.  Obtain the binding data in a spreadsheet window for
concentration analysis (see Section 5.1). If the data is derived
from curve fitting to sensorgrams, copy the report tab from the
fitting window to a sheet. In this example, the standard samples
are in the same sheet as the unknowns. Cycles 1 to 11 are
measurements on analyte B alone for a calibration curve; cycles
12 to 20 are measurements on 50 nM B mixed with the specified
concentrations of A. The data in the file are simulated.

[ A oy
A 18] c Lo T e [ F [ 6 [ w [ v [ 4 [ kK [L [
1 |Cycle IFc  |APROG Time  Window AbsResp Slope Baseline |14 Conc B(M) ConcA (M) |
2z 1 1 SOLUTION AFFINITY  79.5 20 134379 0.00928 No InitBindRate | 1.00E-10 0
3 2 1/SOLUTION AFFINITY  79.5 20 134379 0.015928 No InitBindRate 2E-010 0
4 3 1/SOLUTION AFFINITY  79.5 20 134335 0.03995 No InitBindRate 4E-010 0
5 4 1/SOLUTION AFFINITY 795 20 13413 0.07892 No InitBindRate BE-010 0
6 5 1/SOLUTION AFFINITY  79.5 20 134275 0.15584 No InitBindRate | 1.6E-009 0
7 6 1/SOLUTION AFFINITY 795 0 134277 0.31968 No InitBindRate | 3.2E-009 0
[i] 7 1/SOLUTION AFFINITY  79.5 20 134241 063936 No InitBindRate | 6.4E-009 0
9 8 1/SOLUTION AFFINITY 795 20 134256 1.27872 No InitBindRate | 1.28E-008 0
10 9 1/SOLUTION AFFINITY 795 20 134221 255744 No InitBindRate | 2.56E-008 0
1" 10 1/SOLUTION AFFINITY 795 20 134235 5.11488 No InitBindRate | 5.12E-008 0
12 11 1/ SOLUTION AFFINTY 795 20 134201 10.22976 No InitBindRate | 1.024E-007 0
13 12 1/SOLUTION AFFINITY 795 20 134223 483428015 No InitBindRate |a 2E-009
gL 13 1 SOLUTIOW AFFINTY 795 20 134193 4670540013 Ko InitBindRate b 4E-009
15 14 1/SOLUTION AFFINITY 795 200 134213 4349545417 No InitBindRate c 8E-009
16 15 1/ SOLUTION AFFINTY 795 20 134181 3.737715508 No InitBindRate |d 1.6E-008
7 16 1 SOLUTIOM AFFINTY 794 20 134256 2671963338 No InitBindRate & 3.26-008
18 17 1/ SOLUTIOW AFFINTY 795 20 134221 1.337715508 No InitBindRate { 6.4E-008
19 18 1/ SOLUTIOM AFFINTY 794 20 134235 0.535585072 No InitBindRate |y 1.26E-007
20 19 1/ SOLUTIOW AFFINTY 795 20 134201 0.229052543 o InitBindRate h 2.56E-007
21 20 1 SOLUTION AFFINITY  79.5 20 134201 0.105695516 Mo InitBindRate i 5.12E007
n
23
24 -
' o]
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2. Filter the data if necessary and choose Data:Generate Calibration .
In the example, the calibration curve is a plot of slope against the
concentration of B. You do not need to calculate unknowns at
this stage.

¥ Generate Calibration

# Keyword [Conc.): Y F.ewword [Response]: - Fitting Function
IJ?:]‘ZDW ;I & 4 Parameter Fit Cancel |
AbzResp " Other:
Slope -
Bazeling ISpIme 'l ™ Calculate Link.
Id
Conc [M] = &moothina——— - Replicates
— Thig Area Ha: o Al
I A1ea ¥ Smoothed -
& Header Row Mo Header Fow = Median

3. Activate the sheet. Choose Data:Calculate Values to calculate
concentrations of free B in cycles 12-20 using the calibration
curve and the values in the Slope column. The calculated values
will be inserted in the first free column in the sheet. Enter a name
for this column in the header row (e.g. Free B).

L1 Free B (M)
A [B] C [ o E [ F ] G [ ] 1 [ a [k [ &t ] n=
1 [Cycle Fc |APROG Time  |Window |AbsResp Slope Baseline Id Conc B(h) ConcA (M)'Free B (M =
2 1 1/ SOLUTIOM AFFINITY | 795 200 134379 0.00999 No InitBindRate  1.00E-10 0 1010
3 2 1/SOLUTION AFFINITY | 79.5 200 134379 0.01998 No InitBindRate 2E-010 0 2E-010
4 3 1/SOLUTION AFFINITY | 795 200 134335 0.03996 No InitBindRate 4E-010 0/ 4E-D10
5 4 1/SOLUTION AFFINITY | 795 200 134313 0.07992 Mo InitBindRate BE-010 0/ 8E-010
6 5  1/SOLUTION AFFINITY | 795 200 134275 0.15984 No InitBindRate  1.6E-009 0/ 1.6E-009
7 6 1/SOLUTION AFFINITY | 795 200 134277 0.31968 Mo InitBindRate  3.2E-009 0] 3.2E-0089
8 7 1|SOLUTION AFFINITY | 79.5 200 134241 0.63936 No InitBindRate  6.4E-003 0/ 6.4E-009
9 8 1/SOLUTION AFFINITY | 79.5 20| 134256 1.276872 No InitBindRate  1.28E-008 0/1.26E-008
10 9 1 SOLUTION AFFINITY | 79.5 200 134221 255744 No InitBindRate  2.55E-008 0/2.56E-008
1 10 1/ SOLUTION AFFINITY | 79.5 200 134235 5.11488 No InitBindRate  5.12E-008 0/5.12E-008
12 11 1/ SOLUTIOM AFFINITY | 795 20 134201 10.22976 No InitBindRate 1.024E-007 0/1.02E-007
13 12 1/SOLUTION AFFINITY | 795 20 134223 483428015 No InitBindRate a 2E-009 4.84E-008
14 13 1/ SOLUTION AFFINITY | 795 20 13419.3 4.670540019 Mo InitBindRate b 4E-009 4 BBE-008
15 14 1/ SOLUTION AFFINITY | 795 20) 134213 4.348646417 Mo InitBindRate © BE-009 4.35E-008
16 15 1/SOLUTION AFFINITY | 795 20| 134181 3.737715508 Mo InitBindRate d 1.6E-008|3.74E-008
17 16 1/SOLUTION AFFINITY | 79.5 20 134256 2.671563338 No InitBindRate e 3.2E-008 2.67E-008
18 17 1/SOLUTION AFFINITY | 79.5 200 134221 1.337715508 Mo InitBindRate 6.4E-008/1.34E-008
19 18 1/SOLUTION AFFINITY | 79.5 200 134235 0.535585072 Mo InitBindRate g 1.28E-007 5.36E-009
20 19 1/ SOLUTION AFFINITY | 79.5 20) 13420.1 0.229052643 No InitBindRate h 2.86E-007 | 2.29E-009
21 200 1 SOLUTIOM AFFINITY | 795 20)  13420.1 0.105695518 No InitBindRate i 5.12E-007 |1.06E-009
22
23 =
| of
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6-6

Select cycles 12-20 in the sheet and choose Data:Create Curve .
Use Free B as the Y-axis and Conc A as the X-axis. Check
Selected rows only so that the points from the calibration curve
are not included. (This is an alternative to filtering the data so
that only the desired rows are displayed.)

Sheet 1

K13 -2*1E-009
A[B] C D [ E | F [ 6 [ H [ 1 T a9 T ¥ T L [ na
1 [Cycle Fo APROG Time  Window  AbsResp  Slope Baseline 1d Conc B(M) ConcA (M) Free B () —
2 1 1 SOLUTION AFFINTY | 79.5 20 134379 0.00999 Mo InitBindRate 1.00E-10 0 1EDID
3 2 1 SOLUTION AFFINITY 795 20 134379 001993 Mo InitBindRate.  2E-010 0 2E010
4 3 1 SOLUTION AFFINITY 795 20 134335 0.03996 Mo InitBindRate 4E-010 0 4ED10
5 4 1 SOLUTION AFFINITY 795 20 134313 0.079%2 Mo IntBindRate.  8E-010 0 8E010
6 5 1 SOLUTION AFFINITY 79 £ prmmropms te 165009 0 16E009
7 6 1 SOLUTION AFFINITY 792 =use = te 326009 0 3.2E009
[] 71 SOLUTION AFFINITY 792 — [ o€ Jhe sec00 0 B4E009
9 & 1 SOLUTION AFFINITY  78.2 | |Donce M) | Eaea| te| 1285008 01.286-008
10 9 1 SOLUTION AFFINITY 792 te  256E-008 02.56E-008
11 10 1 SOLUTION AFFINTY  7g.¢ [ £ ¥slues te  5.12E-008 05.12E-008
12 11 1 SOLUTION AFFINITY | 79.£ | [Free & (M) - te 1.024E-007 01026007
13 12 1 SOLUTION AFFINITY | 792 te a
[ 14 | 13 1 SOLUTION AFFINITY  78.% - This Sheet Has te b
15 14 1 SOLUTION AFFINITY | 792 ({: HeaderFow ¢ Ho Header Raw te ¢
16 15 1 SOLUTION AFFINITY 792 te d
17 16 1 SOLUTION AFFINITY | 79.5 70 134255 26715600 Mo ate e
18 17 1 SOLUTION AFFINITY | 795 20 13422.1 1337716508 Mo InitBindRate f
19 18 1 SOLUTION AFFINITY | 795 20 134235 0535585072 Mo InitBindRate g
20 19 1 SOLUTION AFFINITY | 79.5 20 13420.1 0229052543 Mo InitBindRate h
21 20 1 SOLUTION AFFINTY 795 20 13420.1 0105695513 Mo InitBindRate i
22
23
[
Plot 1 M= 3
Be-8
98-8 1
1
.
de-B
3e-8 1
s .
=
8 208
i
.
1e-8
-
.
o0l .
Aed t t t t t t t t t 1
o Be-& 1.2e-7 1.8e-7 24e-7 Ge-7 G6e-7 42e-7 48e-7 Sde-7 Be-7
Conc A (M)
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5. Click on the Fit:General button and fit the curve to the solution
affinity model. Enter a value of 50n for parameter B (the total
concentration of B in the mixtures). The calculated affinity
constant is reported in the fitting results.

Fit 1 I[= B3
Be-8
Se-8 b
4e-8
. 3e-8
2
[--]
o 2e-8 o
2
'™
1e-8
D -
-le-g t t t t t t t t t 1
0 fe-5  12e7 187 2487 37 3fe7 4287 487 5487 6e7
Conc A (M)
Initial Conc B| Chi2 =
 B70E-22 -
Col Lvs. Col K . - S0n AR _
| JJ

Fieport | P ters | Residuals | Selections |
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7. BlAevaluation Software
reference

This chapter provides a full reference to BIAevaluation software. Since
the menu options vary according to the currently active window, the
menu descriptions are organized by window type:

e project window Section 7A
* plot window Section 7B
* fit window Section 7C
 sheet window Section 7D
e calibration window Section 7E

7.1  Starting BIAevaluation

BIAevaluation 3.0 is installed as a shortcut in the BIA Programs
section of the Windows 95 Start menu.

3
=% Documents 4
3
3

INEELE S B Blaevaluation 3.0
@ BlAevalugtion 3.0 Fead Me

Programs

Settings
@) Eind
& Help
@ Bun...

[@ Shut Down...

Starting from this shortcut opens BlAevaluation with an empty project
window.

BIAevaluation can also be started from a toolbar button in Windows

95-compatible BIACORE Control Software. See the respective
BIACORE Instrument Manual for details.
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7.2

User interface

7-2

BIAevaluation uses the standard Windows 95 graphical environment
with enhanced mouse functionality.

7.2.1 Mouse functions
The following tables summarize the mouse functions in the various
windows in the BIAevaluation workspace:

Project window

Left mouse button

Click to select one curve.

Drag or shift-click to select multiple adjacent
curves.

Ctrl-click to select multiple non-adjacent curves.

Double-click to set curve properties.

All graph windows

Right mouse button

Click for context menu.

Plot window

Left mouse button

Click on a curve to activate the curve.

Double-click on a curve to change curve
properties.

Double-click on an axis to change scale.
Double-click on labels or legend to change.
Double-click on a blank area to unzoom.

Drag to zoom.
Drag on reference line to move reference line.

Right mouse button

Click for context menu.

Drag to select data.
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Fitting window

Left mouse button

Click on a curve to activate the curve.

Double-click on a curve to change curve
properties.

Double-click on an axis to change scale.
Double-click on labels or legend to change.
Double-click on a blank area to unzoom.

Drag to zoom.
Drag on reference line to move reference line.

Right mouse button

Click for context menu.

Sheet window

Left mouse button

Click to select one cell.
Drag or shift-click to select multiple cells.

Calibration window

Left mouse button

Double-click on an axis to change scale.
Double-click on labels or legend to change.
Double-click on a blank area to unzoom.

Drag to zoom.

Right mouse button

Click for context menu.
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7-4

7.2.2 Entering numerical data

In fitting data to models, numerical input is frequently required for
concentrations, constant values etc. The following shorthand may be
used for numerical input:

Suffix Meaning Normally entered as
a 10-18 e-18
f 10-15 e-15
p 10-12 e-12
n 10-9 e-9
u 10-6 e-6
m 10-3 e-3
k 103 e3

M 106 e6
G 109 e9
T 1012 el2

The shorthand letter must follow the value directly, with no separating
space. The case of shorthand letters is significant (note particularly
that m means milli and M means mega!).

Values can also be entered in standard exponential format. For
example, a concentration of 30 nM may be entered as 3e-8 or as 30n.

This shorthand for numerical values does not apply to the sheet

window.
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7A The project window

7A.1 Toolbar buttons

The following toolbar buttons are available when a project window is
active. To display a tool tip with a reminder of the button function,
place the cursor on the button and wait for a short time.

File:Open Section 7A.2.3

File:Save Section 7A.2.4

View:Overlay Plot | Section 7A.4.2
(Only available when curves are selected.)

7A.2 The File menu (project window)

New Project R
New Shest 7A.2.1  New project
Open... Cirl+0 : : :
e = Closes the current project and starts a new project. Before closing, you
= £l will be asked if you want to save changes in the current project.
Expart...
Import Models...
Export Models...
Erint:.. Cirl+F
7A.2.2  New sheet
11g1.ble .
2 C:\Program Filesh. .. "Zkomp.ble OpCIlS a new empty Sheet Wll’ldOW.
3 C:A\Program Filesh. . \P24 ble
4 C:A\Program Filesh...\Cone.mpt
E it

7A.2.3  Open (Ctrl-O)

Opens a file, either replacing the current project or adding curves,
sheets or calibration windows to the current project.

BIAevaluation Software Handbook 7-5



BlAevaluation software reference — the project window

Open [=]
Look, in: I =3 Blaeval

Competitive Comc.rpt
Largrnuir Hisg. bt
Mazs Tranzfer @ kiretics. ble
system

T Stake

File name: IApr22.bIe Open I
Files of type: [ A1l BI2 Fies =] el |

You can open the following types of files in BIAevaluation:

* previously saved BIAevaluation projects, including BIAevaluation
version 2.x (extension .ble)

« result files from BIACORE and BIAlite (extensions .blr, .blc, .bls,
.blf)

e report point tables from BIACORE (extension .rpt) or concentration
evaluation files from BIAevaluation version 2.x (extension .clb)

« text files containing tab-separated data (default extension .txt)

See Section Section 3.1 for details of opening different types of files.

7A.2.4  Save (Ctrl-S)

Saves the current evaluation project. If the project has previously been
saved, the previous file is overwritten. If the project is untitled (i.e. has
not previously been saved), the Save command is equivalent to Save
As (see below).

7A.2.5 Save As

Saves the current evaluation project under a new file name. Enter a file
name in the File name field and change the directory if required in the
Directories list (see the Windows User Guide for more information on
saving application files).
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Save As EH
Save in: I 5 Evaluation projects j gl IE'T

File name: |p24| Save I
Save as lype: IEIA Ewvaluation Filz [*.ble) j Catcel |

Do not specify a file name extension. The default extension will be

used (*.ble).

Projects can only be saved in BIAevaluation file format. Use
File:Export to save files in other formats.

7A.2.6  Export

Exports selected curves to text files. Specify a file name (default
extension .txt) and change the directory if required.

Export EH
Save i Ia Evwaluation projects j gl E £

File name: |p24expolt fc1-2 Save I
Save as lype: IText Files [*.tut] j Cancel |

Data is exported to tab-separated text files which may be opened in
BIAevaluation or in all standard spreadsheet and presentation software

packages.
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7A.2.7  Import Models

Imports evaluation models from BIAevaluation model files (extension
.mdl). This function is only available from the project window.
Choose the file from which to import models:

Import Models (7]

Look, in: Ia Blaewval j gl IEET

Competitive

Langrwir
Mazs Transfer
system

Twn State

File name: IMDIB Models.mdl Open I
Files of bype: IModeI Files [*rmdl) j Cancel |

In the dialogue box, mark the models you wish to import in the
Models list and click on Add=>. To remove models from the list which
will be imported, mark models in the Import list and click on Remove.
The Clear button removes all models from the Import list. Click on the
Import button to import models in the Import list.

Import Models
— Models

Impaort |
binding with exponential bazeline dr |

binding with mass transfer, kmlm/s Cancel

11
1:1

— lmport

Add = | 1:1 binding with exponential bazeline drift

Average

Bemove

i

LClear

Note: Models are stored in proprietary format in BIAevaluation
model files. The main use of Import Models is to move
customized models between installations and to restore

customized models after installation of software upgrades (see
Chapter 2).

Models can be imported to BIAevaluation version 3.0 from
BIAevaluation version 2.2 but not from earlier versions.
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7A.2.8  Export Models

Exports model definitions to a proprietary file format (extension .mdl).
This function is only available from the project window. Use this
function together with File:Import Models to transfer customized
models between BIAevaluation installations.

Select the models you wish to export in the dialogue box. Mark the
models you wish to export in the Models list and click on Add=>. To
remove models from the list which will be exported, mark models in
the Export list and click on Remove . The Clear button removes all
models from the Export list. Click on the Export button to export
models in the Export list, and specify the file name for the exported
models in the dialogue box that follows.

Export Models
— Models Export... |

Cancel |

4-parameter equatio
Bivalent analpte

Heterogeneous analyte - Competing rea Bemove |
Heterogeneous ligand - Parallel reactior —

Linear fit

Salution Affinity
Steady state affinity
Twio state reaction [conformation chane

LClear

Note: This dialogue box lists all models currently loaded in
BIAevaluation, regardless of type.

7A.2.9  Print (Ctrl-P)

Print is not available in the project window.

7A2.10 Recent file list
The File menu lists the four most recently opened files. Click on a file
to open it.

1 1gf1.ble

2 C:AProgram Filesh. . \Zkomp.ble
3 C:5Program Files. . \P24.ble

4 C:%Program Filesh. . \Conc.rpt
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7A.2.11 Exit
Closes BIAevaluation. If the current project has not been saved since
the last change, you will be asked if you want to save it.

7A.3 The Edit menu (project window)

Cut Clrl+x
Copy Ctri+C
Paste Ctrl+
Bemave Del

Curve Properlies..

7-10

7A.3.1  Cut (Ctrl-X)
Cuts selected curve(s) from the current project and places them on the
BIAevaluation clipboard.

Curves which have been cut from a project window can be pasted
from the clipboard into other project or plot windows.

Note: Curves placed on the BlAevaluation clipboard can only be
pasted into BIAevaluation project, plot or sheet windows. Use
Copy Graph from the Edit menu or the right mouse button
menu to place curves on the Windows clipboard for pasting as
graphic objects into other programs.

7A.3.2  Copy (Ctrl-C)

Copy has the same function as Cut with the exception that the selected
curve or data is not removed from the window from which the
operation is performed.

7A.3.3  Paste (Ctrl-V)

Pastes the contents of the BIAevaluation clipboard into the current
project as a new curve. The command is only available after curve
data has been copied or cut from a project or plot window.

Data remains in the BIAevaluation clipboard after a Paste operation
and can be pasted as many times as required into new windows.

7A.3.4  Remove (Del)
Deletes selected curve(s) from the project. Select the curves to delete,
then choose Edit:Remove . Confirm the deletion in the dialogue box.

The removed curves are not placed in the BIAevaluation clipboard
(compare Edit:Cut) .
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7A.3.5  Curve Properties

Sets the properties of a selected curve for display in the plot and fitting
windows. The properties are:

* curve name

e line type (solid or none)

* colour

e marker type

» marker size

Mame: m _IDK
- Curve Attiibute Cancel |
Line: [ soig [
Colour: | Light Fred =l
arker: I Mone j Sample
Size: I = 1.0mm j ’77

The command operates on the currently selected curve, or on the first
selected curve if more than one is selected.

Double-click on a curve as a short-cut to Edit:Curve Properties
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7A.4 The View menu (project window)

Curve Histary...

7A.4.1  Curve History

Overlay Plot

have been performed on the curve.

Displays the history of selected curve(s), listing all manipulations that

[1.FEBZ8C Fo=1 - 34]

Y Cloge I

OpenResultFile FEB28C.BLR Cycle=34 Type=[Senzorgram Fo=1] Index=132
Created By: BlAcore 2000 Control Software Yersion:1.0.5 Beta [M2]
Frocessing Unit: BlAcore2000 1d:73 IFC Type: Typed
Fz=1
APROG=Mabag
Sample=t535
sample2=p24_7 &1

Remowel ata Frome<d=1706.5 Tox=23035

Remowelata Frome<=1568.5 Tox=1705.5

W Transform ™' =v-14227.072

' Transfarm v'="-Curve[FEB2EC Fo=2 - 34]

' Transfarm v="-Curve[FEB2EC Fo=1 - 44]

W Tramsform ' =v-25.177356

Removellata From<=0.5 Ta<=597.5

Remowel ata Frome<=1552.5 Tox=1567 5

Remowel ata Frome<=5958.5 Ta<=E51.5

Remowelata Frome=652.5 Tox=639.5

T ransform X=x+200

T ransform #=x+100

Prirt... |

Click on Print to print a copy of the curve history.

7A.4.2  Overlay plot

Opens a plot window containing the selected curves.

7A.5 The Fit menu (project window)

Fit

Simulate Curve(s]...

7A.5.1  Simulate Curve(s)

Edit Models 3

Freferences..

simulation.

Simulates curves according to a chosen model with specified
parameter values. See Section 4.7 for a description of curve

When curves are simulated from the project window, default values

are suggested for the number and duration of the curves. The kinetic
parameters for simulation are blank. To simulate curves using values
obtained from sensorgram fitting, choose Fit:Simulate Curve(s) from

the fit window.
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Simulate Cu

r— Simulate Curves

Murber of curves: |3_§

Ereinjection delay: |1D— (s]
Aszociation time: ISDD— [5]
Dizzociation time: ISDD— [5]

Cancel | < Bach | Mext > I

Default number and duration of curves for simulation.

7A.5.2  Edit Models

Opens the model editor for editing and creating models. Choose the
type of model from the cascade menu:

Fit
; Simulate Curve(g)... |
Edit Models Kinetics Simultaneous kadkd...
Kinetics Separate kadkd...
| Freferences. ..
General...

See Appendix B for a full description of the model editor.

7A.5.3  Preferences
Sets preferences for display of fitting results.

' Fit Preferences

— Parameter statistics————
& T value
P Cancel |
= Standard Errar

— Residuals

I~ Display relative residuals

— Dizplayed Digits

Mo of displaved digits: |3 g

Parameter statistics

Select T-value or Standard Error . The value for a given parameter
provides an indication of how sensitive the curve fit is to changes in
the parameter (see Section A.5.2). The standard error is expressed in
the same units as the parameter. The T-value is a relative measure of
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the standard error obtained by dividing the value of the parameter by
the standard error. The default setting is T-value.

Residuals

Check the Display relative residuals  box to display residuals as a
fraction of the response value at each point. If this box is not checked,
residuals are displayed in RU. The default setting is unchecked (i.e.
display absolute residuals).

Displayed digits

Choose the number of digits (maximum 9) to display for numerical
fitting results. Results are displayed in exponential format (e.g. 1.2E4
for 12,000) if the number of digits required for the number exceed the
number selected for display. The default setting is 3.

7A.6 The Window menu (project window)

Em

Lascade

Tile Horizantal
Tile Yertical
Arange lcons

1 Fit 1
v 2lgfl.ble

7-14

7A.6.1 Cascade

Arranges the currently open windows in an overlapping stack with the
active window at the top of the stack:

)g'.’ BlA Evaluation [_ (O] x|
File Edit “iew Fit *window Help

BEFE

Plot 2 =10 =]

§ & Fit 1 =
Bl 4 p24.ble M= E
Id Name Source

— 1 Maj3lc Fc=1-8 p24 . ble
— 2 Maj3lc Fe=1-9 p24.ble
— 3 Maj3ic Fe=1-10 p24.ble

2l 4 Majdlc Fe=1 - 11 p24.ble

S |— 5§ HMaj3lc Fe=1-12 p24_ble

gl— & Maj3lc Fec=1-13 p24.ble

&

Response
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7A.6.2  Tile Horizontal

Arranges the currently open windows horizontally:

B —— I

& p24.ble M=l
Id Hame Source

1 Maj31c Fc=1 -8 p24.ble

2 Maj31c Fc=1 -9 p24.ble

3 Maj3lc Fe=1 - 10 p24.ble

4 Majdlc Fe=1-11 p

5 !

6

Maj -
Maj31c Fe=1-13 p24_ble

B Fit 1 O] ]

150
a0

Conc_| Rmax |[T(Rmax)| ka | Tikaj | kd | Tikd) Al -
1.B0E+02 4 10E+02 4 GOE+I5 1.40E+02 2.50E-04 6.30E+0T

A | ;IJ
Hogrort [ EBusidusts [ Satesrions
250
200

» 150

g

£ 100

% 50

g

-50 + t

If there are more than three windows open, the windows are tiled both
horizontally and vertically to make the best use of the workspace area.

7A.6.3  Tile Vertical

Arranges the currently open windows vertically:

B — ]

4 p24.ble [_[a]x]| = M=IE|| & Plot 2 = [=1FS
Id Hame RU R

— 1 Maj31c Fc=1 -8 250 250

— 2 Maj31c Fe=1-9
— 3 Maj31c Fe=1 - 10

— 4 Majdlc Fe=1-11 200 4
— b Maj3lc Fe=1-13 200 1
150 4
o
£
£ 1m
Z 150 7
H
50 4
£ 100 4
2
@
B e e e e e L R o e | &
-200 200 €00 1000 1600
Time E -
Conc o
1
Maj3ic Fe=1-12 10.2n N
04
= 50—t
A 3 200 300 800 1300 1800

4] | 2| stspen. i i
' |

If there are more than three windows open, the windows are tiled both
vertically and horizontally to make the best use of the workspace.

Hasiduats |_
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7A.6.4  Arrange icons

Arranges the icons for any minimized windows at the bottom of the
workspace. This command has no effect on windows that are not
minimized.

7A.6.5  Open window list
The lower part of the Window menu is a numbered list of all open
windows. Click on a window in this list to activate it.

7A.7 The Help menu (project window)

Abaut...

7-16

7A.7.1  About
Displays an information box with the current version of BIAevaluation
and registration details:

About BlAevaluation

BlAevaluation
Yerzion: 3.0

Copyright 2 1994-1997
Biacore 4B

This software is licensed to:
BIACORE AB

BIACORE serial number: EVCO-0001 62
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7B The plot window

7B.1 Toolbar buttons

The following toolbar buttons are available when a plot window is
active. To display a tool tip with a reminder of the button function,
place the cursor on the button and wait for a short time.

Go to the project window

File:Open Section 7A.2.3
File:Save Section 7A.2.4
File:Print Section 7B.2.7

View:Overlay

Section 7B.4.10

View:Reference
Line

Section 7B.4.8

Fit:Kinetics
Simultaneous ka/kd

Section 7B.6.2

Fit:Kinetics
Separate ka/kd

Section 7B.6.3

B Bl &) &) ) =) &

Fit:General

Section 7B.6.4

In addition, the toolbar includes the following selection boxes:

Curve list

Curve: [ — 4 FEB2BC Fee1 - 38 ] Selects the active curve

BIAevaluation Software Handbook
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7B.2 The File menu (plot window)

Mew Project

Mew Sheet

Dpen. Cti+0
Closz

Save Ctil+5
Save Az..

Export...

Print.. Chil+P
1 1gf1.ble

2 C:\Program Filesh. .. \Zkomp.ble
3 C:\Program Files...\P24.ble
4 C:\Program Filesh...\Cane. rpt

Exit

7-18

7B.2.1  New project
Closes the current project and starts a new project. Before closing, you
will be asked if you want to save changes in the current project.

7B.2.2  New sheet

Opens a new empty sheet window.

7B.2.3  Open (Ctrl-O)
Opens a file. See Section 7A.2.3.

7B.2.4  Save (Ctrl-S)

Saves the current evaluation project. See Section 7A.2.4.

7B.2.5 Save As
Saves the current evaluation project under a new file name. See Section
7A.2.5.

7B.2.6  Export
Exports all curves in the current plot window to text files. If parts of
curves are selected, the selected data is exported for all curves.

7B.2.7  Print (Ctrl-P)
Prints the contents of the current plot window. Choose printing
options from the dialogue box:
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Printer:  HF DeskJet B50C/855C on LPT1: Setup... |

Maragins... |

— Printing Dptions
[ Draft
[~ Eit TaPage
—PageHeader———— - Page Footer
v Title ¥ Date ’7 W Page Mumbers

Check Draft for faster printing. On some printers this may produce a
lower quality printout.

Check Fit To Page to fit the graph to within the page margins. If this
box is not checked, the graph will be printed with the same
proportions as the screen display.

In the Page Header, the name of the currently active curve (as
displayed in the curve list box) is used as the title. The date refers to
the date of printing.

Click on Setup to choose the printer and page orientation. This opens
the standard Windows printer setup dialogue, which differs according
to the type of printer connected. The printer settings defined in the
Windows Control Panel apply if settings are not changed in
BIAevaluation.

Click on Margins to set the page margins.

7B.2.8  Recent file list
The File menu lists the four most recently opened files. Click on a file
to open it.

1 1gf1.ble

2 C:AProgram Filesh. . \Zkomp.ble
3 C:5Program Files. . \P24.ble

4 C:%Program Filesh. . \Conc.rpt

7B.2.9  Exit

Closes BIAevaluation.
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7B.3 The Edit menu (plot window)

Wirelon O sl it
oo - Transform

Cut Chrl+d
Copy Crl+C
Copy Graph Chrl+H
Paste Curve... Chrl+

Bemove Selected Data..
Curve Propeties.
Warking Set.

Select.
Clear Selection

7-20

7B.3.1  Undo <command> (Ctrl-2)

Reverses the most recent editing operation in the current session. The
operation that will be undone is identified in the menu (e.g. after a Y-
Transform operation the command appears as Undo Y-Transform ).

7B.3.2  Redo <command>

Reverses the effect of an Undo command. The operation which will be
redone is identified in the command (e.g. after a Y-Transform
operation the command appears as Redo Y-Transform ). Redo is
available until the next editing operation is performed.

7B.3.3  Cut (Ctrl-X)

Cuts selected data from the curves in the plot window and places the
data in the BIAevaluation clipboard. All curves currently displayed in
the window are affected. To cut data from one curve only, press the
Overlay button to switch to single plot mode.

The data can be pasted into the same or a different plot window or a
project window as curves and into a sheet window as numerical data.

Note: The BIAevaluation clipboard is distinct from the general
Windows clipboard, and its contents can only be pasted into
BIAevaluation project or plot windows.

7B.3.4  Copy (Ctrl-C)

Copy has the same function as Cut with the exception that the selected
curve or data is not removed from the window from which the
operation is performed.

7B.3.5 Copy Graph (Ctrl-H)

Copies the currently displayed plot to the Windows clipboard, from
which it can be pasted as a graphic into other applications such as
word processing or presentation software. The graph is copied in
Windows clipboard format.

Note: Do not confuse Copy Graph , which copies the whole graph to

the Windows clipboard, with Copy, which copies selected data
to the internal BIAevaluation clipboard.
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7B.3.6  Paste Curve (Ctrl-V)

Pastes the contents of the BIAevaluation clipboard into the current
plot window as a new curve. The command is only available after
curve data has been copied or cut from a project or plot window.

Select the position of the curve to be pasted from the dialogue box:

Paste Curves

[
Specified Cancel |
Specified ¥
Specified = &Y
Pesiz o I Ao W few Coio

Original position

The curve will be pasted at the x- and y-coordinates from which it was
cut or copied.

Specified position

The curve will be pasted with the first data point at the coordinates
specified. If SpecifiedX or SpecifiedY is chosen, the original position
will be used for the unspecified coordinate.

If the New Colour box is checked, the pasted curve will be assigned a
new colour. Otherwise, the original colour will be used. Checking this
box makes it easier to distinguish the pasted curve in an overlay plot
window.

Note: The curve is always pasted as a separate curve. If you cut a
section from a curve and then paste the section at the original
position in the same window, you will get an apparently
continuous curve (particularly if New Colour is not checked).
The curve consists however of two sections.

7B.3.7 Remove Selected Data

Deletes selected data from one or more curves in the plot window.
Choose whether to fill the removed section with an interpolated
straight line or to make the data points invalid:
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7-22

Remove Selected Data

Type
p oK. I

" Bemove Data Paints

Cancel |

W Apply ba Entire Warking Set

If you choose to make the data points invalid, the curve will appear
discontinuous. It is however still a single curve, and you can include
part or all of the invalid data in a selection for fitting purposes.

Choosing Edit:Remove Selected Data and Make Data Points Invalid is
analogous to Edit:Cut in the plot window, with the exception that the
removed data is not placed in the BIAevaluation clipboard.

7B.3.8  Curve properties
Sets the properties of a selected curve for display in the plot and fitting
windows. See Section 3.2.2.

7B.3.9  Working Set

Edits the contents of the current working set, allowing you to add and
remove curves. Curves that can be added are those contained in the
current project but not included in the working set. Removing curves
from the working set does not remove them from the project.

Edit Working 5et
Available Curves in Project: Curves in Warking Set ok I

T.Madlgke=1-8 Add => 3 Maj3lcFe=1-10
2 Maj3lcFe=1-3 = 4 Maj3lc Fe=1-11 Cancel |
6 Maj3cFe=1-13 <=Hemaove 5 MajdlcFo=1-12

7 Maj3lcFe=1-10
8 MajicFe=1-11 Clear |
9 MajdlcFe=1-12
10 MaFcFe=1-10
11 MaHeFe=1-11
12 Ma#cFo=1-12

To add curves, select the required curves in the Available Curves in
Project panel and click on Add->. To remove curves, select curves in
the Curves in Working Set  panel and click on <-Remove. Click on
Clear to remove all curves from the working set.
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7B.3.10 Select
Selects a section of either the current curve or all curves in the working
set, specified by coordinates on the x-axis.

S
From: [E£5= To |583 Eeree] |
v &pply to Entire Working Set Bemove |

Enter the limits of the required selection in the From and To fields.
Check Apply to Entire Working Set  if you want the selection to apply
to all curves in the current working set. If this box is not checked, the
selection will only apply to the currently active curve (as identified in
the curve list on the toolbar). Click on OK to make the selection.

You can also select data by dragging with the right mouse button. Use
Edit:Select if you want to select between known x-coordinates. Drag
with the mouse if you want to set or adjust the selection limits
visually.

If a section of one or more curves is currently selected, the selection
limits for the active curve are entered by default in the dialogue box.
Click on Remove to clear the selection.

Notes: If Apply to Entire Working Set  is checked when you click on
Remove, the selections will be cleared from all curves
regardless of the values entered in the From and To boxes.

If either of the requested selection limits is invalid for any
curve in the working set (e.g. lies outside the limits of the
curve), the actual limit is adjusted to the nearest valid point on
the curve. If both limits are invalid, no selection is made.

7B.3.11 Clear Selection

Clears selections from all curves in the plot window. Choosing this
command has the same effect as choosing Edit:Select , checking the
Apply to Entire Working Set  box then clicking on Remove.
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7B.4 The View menu (plot window)

Scale..
Adjust Scale
Unzoom

Giidlines...
Labels...
Legend...

LCurve Histon....
Reference Line
Split View...

v Overlay

7-24

Chrlell

7B.4.1  Scale

Sets the scale for the plot in the current window. If Auto-X or Auto-Y is
checked, the scale for the respective axis will be determined
automatically from the limits of the curve data. The default setting is
Auto .

Scale
* Scale ¥ Scale
r De [~ Auto
™ Logarithmic ™ Logarithmic:

M [0 | M [2000
Ma: |SDD b |2snau

OF. I Cancel |

You can also choose View:Scale by double-clicking on the x- or y-axis
in the window.

Note: Minimum and maximum values cannot be specified as
negative or zero values for axes with a logarithmic scale.

7B.4.2  Adjust scale

Sets the scale of the x- and y-axis according to the limits of the data
for curves in the window. This operation is equivalent to choosing
View:Scale and checking the Auto-X or Auto-Y boxes.

7B.4.3  Unzoom (Ctrl-U)

Restores the previous display after a Zoom operation.

To zoom the display, drag with the left mouse button over the area to
be enlarged. Consecutive Zoom operations are restored in reversed
sequence by repeatedly choosing View:Unzoom or double-clicking with
the left mouse button in the window.

7B.4.4  Gridlines
Displays gridlines in the current window. Major and minor gridlines
can be set independently for the x- and y-axes.
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Gridlines

Cancel

_ Corcel |

Y Lis
v Major Gridiines
v Minor Gridines

Major gridlines appear on numbered axis marks. Minor gridlines
appear on intervening (unnumbered) axis marks. The frequency of axis
marks is set automatically according to the scale of the display.

Note: Setting minor gridlines also displays major gridlines.

7B.4.5 Labels

Sets a title and axis labels for the plot or fitting window. Auto-labels
for the axes are taken from the header in the data file, and are Time (s)
and Response (RU) for BIA files. The default title is blank.

Labels

Title: IBinding kinetics 0K, |
% s IYA:-:is I Cancel |

[ Auto Labels

Label: IEIapsed time
Urt: IS

7B.4.6 Legend

Displays a legend identifying the curves in the plot window. Curves
are identified by a coloured line with the name of the curve as it
appears in the project window. The name can be changed with the
Edit:Curve properties command.

Choose the placing of the legend from the dialogue box. The legend

will be placed outside the plot area. Choose Hidden to remove the
legend.
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Legend

Position
" Hidden

 Leit Cancel |

' Top
" Right
™ Bottam

7B.4.7  Curve History
Displays the history of all the curves in the plot window. See Section
7A.4.1 for details.

7B.4.8 Reference Line

Displays horizontal and vertical reference lines, with their intersection
on the currently active curve. The coordinates of the intersection are
shown on the status line at the bottom of the screen. As you move the
vertical reference line by dragging with the mouse, the horizontal line
follows the y-coordinate of the current curve.

|4 BIA E valuation - [Plot 2] =
|4 File Edt Wiew Calculste Fit window Hep =la x|
EEEE Curve: | 1 FER2AC Fo=1- 34 jJ

RU
120

100 1

::: FQ
|/
=

Response

M

l

20 !

-40 t t t t t t t t 1
-100 0 100 200 300 400 500 600 Too0 600 900
Time =

|F\ eference Line [ ¥=400"Y=19.5931 |
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7B.4.9  Split View

Displays the current plot in a split view, with the curves in the upper
panel and a selected function of the curves in the lower panel. The
panels are coordinated so that zoom, select and reference line
operations affect both panels simultaneously. It is usually easier to
interpret split view display in single plot mode.

¢ BIA Evaluation - [Plot 2] || o | 3

|§ File Edit “iew Calculste Fit ‘window Help |8 5'
E=EEE Curve: [ Fegzer oot 36 |
RU
120
100
&0 4
FEE
£
]
2 4 4
g 20
o
=20 t t t t 1
-3l o 50 100 150 200
Time =
RU
G -
4
24
5 21
"
E 51
g
-10 t u u t 1
=50 0 a0 100 140 200
Time E
|F\eferenca Line [ #=13¥=51.591E ]

Choose the curve function to display in the lower panel from the
dialogue box:

Smoothing Factor: IE K I
0 at 24 Poszition: I‘I 3 Cancel |

Split Sereen Maode
i Off

g A dX

@ In[ abs[ dv' / d=])
(Y0 A )

Off Closes split view mode.
dy/dX Derivative plot. Enter the time window over which the

derivative is to be calculated in the Smoothing Factor
field. A suitable value for BIA sensorgrams is usually 5.
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A value of 0 will simply plot the difference between
each point and the preceding point.

In(abs(dY/dX)) Logarithmic plot of the absolute value of the derivative.
A logarithmic plot emphasises small values, so that
signal noise is more readily apparent. Note that the
logarithmic plot does not distinguish between positive
and negative slopes in the curves. The smoothing factor
applies as described for dY/dX above.

In(YO/Y) Logarithmic plot of the quotient of a chosen starting
point (Y0) and the y-values (Y). Enter the x-coordinate
of the starting point in the YO at X position field. If the
reference line is displayed when split view is chosen, the
coordinate of the reference line is entered by default in
this field. Use this plot in assessing data for use in curve
fitting (see Section 4.1).

Important: If the YO/Y quotient is zero or negative, no
data is plotted in the In(Y0/Y) panel of the split view.
Do not use a starting point with a negative y-value
unless the section of interest in the curve also has
negative y-values.

7B.4.10 Overlay

Toggles the display between overlay and single plot mode.

7B.5 The Calculate menu (plot window)

r-Transform

ETransfom.. 7B.5.1  Y-Transform

Derivalize.. Transforms one or more plots in the y-direction. The transformation
Homelee. operates either on the selected curve or on the entire working set.

After selecting the transformation to perform, press Replace Original
to replace the original curve in the project with the transformed curve,
or press Add As New to add the transformed curve to the project.

7-28 BIAevaluation Software Handbook



BlAevaluation software reference — the plot window

— Operation

* Yoo at Average of Selection
" Zero at Median of Selection Add s Hew |
i Curve - Yalue
i Curve *Yalue Yalse: |1 Lancel |
Ll Curve )
1/ Curve
 In[¥0 /%] 0 at Cursor Position
" Curve - Curve 2 [Blank Run Subbraction)

Curve 2 [1 FEB24C Fo=1-34 =

W Apply to Entine Y orking Set

Zero at Average/Median of Selection

Sets the average or median respectively of the selected region to zero
and shifts the curve accordingly. This transformation is not available if
no data is selected. If Apply to Entire Working Set  is checked, the zero
value is set separately for each curve. Use one of these functions to
correct for differences in absolute baseline values between different
curves (see Section 3.3.2).

Curve - Value

Shifts the curve(s) by subtracting a fixed number from the y-value at
each data point. Specify the amount of the shift in the Value field. To
add a fixed number, enter a negative number in Value.

Curve * Value

Scales the curve(s) by a fixed factor in the y-direction. Specify the
factor in the Value field. (Do not confuse this function with View:Scale
which scales the display without affecting the data.)

In(Curve)
Creates a logarithmic plot by taking the natural logarithm of the
y-value at each data point.

1/Curve
Creates an inverse plot by taking the reciprocal of the y-value at each
data point.

In(YO/Y)
Transforms each data point to the value In(Y0/Y), where YO is the
y-value at the reference line and Y is the y-value at the data point. If
the quotient Y0/Y is negative for a given data point, the corresponding
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transformed point is omitted from the resulting plot. This
transformation is only available if the reference line is displayed (see
View:Reference Line ).

This plot can also be displayed in a split view window (see View:Split
View).

Curve - Curve 2

Creates a difference plot by subtracting the y-value of another
specified curve from the y-value of the curve being transformed for
each data point. Choose curve 2 from the list box. Any curve in the
current project may be used as curve 2, even if it is not included in the
current working set.

7B.5.2  X-Transform

Transforms one or more plots in the x-direction. The transformation
operates either on the selected curve or on the entire working set.

After selecting the transformation to perform, press Next to go to the
next step in the transformation (for Curve Alignment ) or Finish to
complete the transformation for other operations.

Operation

& Curve Alignment
" Curve - Value at Reference Line

= Curve - Value
~ Value: I

i Curve *Yalue

W Eeplace Original
I EpplitonErtie Saariria oret

< Back | Mest > I Cancel

Curve Alignment
Aligns curves in the x-direction to selected alignment points. See
Section 3.3.3 for details.

Curve - Value at Reference Line

Shifts the curve(s) by subtracting the x-value at the reference line from
the x-value at each data point. This transformation is only available if
the reference line is displayed (see View:Reference Line ).
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Curve - Value

Shifts the curve(s) by subtracting a fixed number from the x-value at
each data point. Specify the amount of the shift in the Value field. To
add a fixed number, enter a negative number in Value.

Curve * Value

Scales the curve(s) by a fixed factor in the x-direction. Specify the
factor in the Value field. (Do not confuse this function with View:Scale
which scales the display without affecting the data.)

7B.5.3  Derivatize
Creates a derivative curve. The transformation operates either on the
selected curve or on the entire working set.

After selecting the transformation to perform, press Replace Original
to replace the original curve in the project with the transformed curve,
or press Add As New to add the transformed curve to the project.

Derivatize

Smoathing Fachar | Replace Original I
Type

& v/ d% Add Az New |
= abs( dr / d)

Cancel |
= |n[ abs[ d¥' / dX])

W Apply to Entine Yharking Set

The Smoothing factor is the window in x-axis units over which the
derivative will be calculated. A suitable value for BIA sensorgrams is
usually 5. A value of 0 will simply plot the difference between each
point and the preceding point.

dy/dX
Plots the first order derivative. This function can also be displayed in
split view mode (Section 5.4.11).

abs(dY/dX)
Plots the absolute value of the first order derivative. This
transformation does not distinguish between positive and negative
slopes in the original curve.

In(abs(dY/dX))
Plots the natural logarithm of the absolute value of the first order
derivative. This transformation does not distinguish between positive
and negative slopes in the original curve, and visually emphasises low
slope values, so that the transformed plot tends to appear “noisier”.
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This function can also be displayed in split view mode (Section
5.4.11).

7B.5.4  Normalize
Normalizes the curve along one or both axes, so that the curve limits
are adjusted to the specified maximum and minimum values.

After selecting the transformation to perform, press Replace Original
to replace the original curve in the project with the transformed curve,
or press Add As New to add the transformed curve to the project.

W Nomalize Selection To Specified Values Replace Driginal I

Hedyis—— 7 - bais

¥ Maomalize - ¥ Add Az New |
iz IU Cancel |

Mas: (100 b ax: |‘IDD

i

W Apply to Entiee % arking Set

Check the direction(s) in which the normalization is to be performed
and enter the required minimum and maximum values for the
normalization in the respective fields.

If a region of the curve is selected, Normalize Selection To Specified
Values may be checked so that the limits of the selected region are
adjusted to the specified maximum and minimum values. The rest of
the curve is also transformed accordingly.

If Apply to Entire Working Set  is checked, all curves will be normalized
using the maximum and minimum points in the whole data set. This is
equivalent to scaling all curves. To normalize curves for comparison of
curve shape (see Section 3.3.4), make sure Apply to Entire Working Set

is not checked, or perform the normalization in single plot mode.
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7B.6 The Fit menu (plot window)

Fit

Simulate Curve(s)...

Kinetics Simultaneous kadkd
Kinetice Separate kaskd...
General...

Edit Madels

Freferences..

7B.6.1  Simulate Curve(s)

Simulates curves according to a chosen model with specified
parameter values. See Section 4.7 for a description of curve
simulation.

7B.6.2  Kinetics Simultaneous ka/kd

Starts the wizard for fitting sensorgram data using models for
simultaneous ka/kd. See Section 4.1.2 for a description of the wizard.

7B.6.3  Kinetics Separate ka/kd

Starts the wizard for fitting sensorgram data using models for separate
ka/kd. See Section 4.4.1 for a description of the wizard.

7B.6.4  General

Starts the wizard for fitting curve data using models for simultaneous

ka/kd.

7B.6.5  Edit Models
Opens the model editor for editing and creating models. Choose the
type of model from the cascade menu:

Fit

Simulate Curve(g)... |

Edit Models Kinetics Simultaneous kadkd...
Kinetics Separate kadkd...
Freferences. ..
General...

See Appendix B for a full description of the model editor.

7B.6.6  Preferences
Sets preferences for display of fitting results. See Section 7A.5.3.
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7B.7 The Window menu (plot window)

Provides options for arranging windows on the workspace and
méW— activating windows. See Section 7A.6.
Lascade
Tile Horizantal
Tile Yertical
Arange lcons

1 Fit 1
v 2lgfl.ble

7B.8 The Help menu (plot window)

- Provides information about BIAevaluation 3.0. See Section 7A.7.
Help
bout... |
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7C The fit window

7C.1 Toolbar buttons

The following toolbar buttons are available when a fit window is
active. To display a tool tip with a reminder of the button function,
place the cursor on the button and wait for a short time.

Go to project window

File:Open Section 7A.2.3
File:Save Section 7A.2.4
File:Print Section 7C.2.7

View:Overlay

Section 7C.4.10

View:Reference
Line

Section 7B.4.8

Fit:Kinetics
Simultaneous ka/kd

Section 7B.6.2

Fit:Kinetics
Separate ka/kd

Section 7B.6.3

Fit:General

1| | O S ey e o

Section 7B.6.4

In addition, the toolbar includes the following selection boxes:

Fit list Fit: |1 11 [Langmuir] binding j Displays fitting results

Curve list |  Curve: [— 4 FEB260 Fomt - 38 =] Selects the active curve
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7C.2 The File menu (fit window)

Mew Project

Mew Sheet

Dpen. Cti+0
Closz

Save Ctil+5
Save Az..

Export...

Print.. Chil+P
1 1gf1.ble

2 C:\Program Filesh. .. \Zkomp.ble
3 C:\Program Files...\P24.ble
4 C:\Program Filesh...\Cane. rpt

Exit
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7C.2.1  New project
Closes the current project and starts a new project. Before closing, you
will be asked if you want to save changes in the current project.

7C.2.2 New sheet

Opens a new empty sheet window.

7C.2.3  Open (Ctrl-0O)
Opens a file. See Section 7A.2.3.

7C.2.4  Save (Ctrl-S)

Saves the current evaluation project. See Section 7A.2.4.

7C.2.5 Save As
Saves the current evaluation project under a new file name. See Section
7A.2.5.

7C.2.6 Export
Exports all curves in the current fit window to a text file, including
both experimental and fitted curves.

7C.2.7  Print (Ctrl-P)

Prints the contents of the current fit window. Choose printing options
from the dialogue box. See Section 7B2.7 for details.
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Printer:  HF DeskJet 850C/855C on LFT1: Setup... |

Marginz... |

— Printing Dptions
[¥| Frirt Flat
V¥ Print Residuals

¥ Print Report
¥ Print Parameters

v

— Page Header
¥ Title v Date

W Page Mumbers

"Page Faoater

QK. I Cancel |

The name of the fit as displayed in the fit list on the toolbar is used as
the title in Page Header.

7C.2.8 Recentfile list
The File menu lists the four most recently opened files. Click on a file

to open it.

1 1gf1 ble

2 C:AProgram Filesh. . \Zkomp.ble
3 C:5Program Files. . \P24.ble
4 C:%Program Filesh. . \Conc.rpt

7C.2.9 Exit

Closes BIAevaluation.
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7C.3 The Edit menu (fit window)

Copy ChikC

Copy Graph ChrH

Remave Fit

Curve Properties

7C.3.1 Copy (Ctrl-C)

Copies selected data from the numerical display tabs to the Windows
clipboard. Copied data can be pasted into a BIAevaluation sheet
window or into other programs.

Copy cannot be used on graphical data from the fit window. To copy
fitted curves as graphical objects, use Copy Graph from the Edit menu
or from the right button menu. To copy fitted curves as numerical
data, use Export from the File menu or from the right button menu.

7C.3.2 Copy Graph (Ctrl-H)

Copies the currently displayed plot to the Windows clipboard, from
which it can be pasted as a graphic into other applications such as
word processing or presentation software. The graph is copied in
Windows clipboard format.

7C.3.3 Remove fit

Removes the currently displayed fit from the fit window.

7C.3.4  Curve properties
Sets the properties of a selected curve for display in the plot and fitting
windows. See Section 3.2.2.

7C.4 The View menu (fit window)

Scale...
Adjust Scale
Unzoom Ctrl+L

Gridlines...
Labels...
Legend...

LCurve Higton....
Reference Ling
Companents..
Split View...

v Overlay
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7C.4.1 Scale

Sets the scale for the plot in the current window. See Section 3.2.3.

7C.4.2  Adjust scale
Sets the scale of the x- and y-axis according to the limits of the data
for curves in the window. See Section 3.2.3.
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7C.4.3 Unzoom (Ctrl-U)
Restores the previous display after a Zoom operation. See Section
3.2.3.

7C.4.4  Gridlines
Displays gridlines in the fit window. See Section 3.2.4.

7C.4.5 Labels

Sets a title and axis labels for the fit window. See Section 3.2.5.

7C.4.6 Legend
Displays a legend identifying the curves in the fit window. See Section
3.2.5.

7C.4.7  Curve History
Displays the history of all the curves in the fit window. See Section
7A.4.1.

7C.4.8 Reference Line

Displays horizontal and vertical reference lines, with their intersection
on the currently active curve. See Section 7B.4.8.

7C.4.9 Components
Displays a breakdown of the fitted curve into components (total,

complex(es) and bulk&drift).
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.

¥ Components

Cloze |

— Heterogeneous analyte - Competing reactions Components

Curve;

a0
300 H
230 1

— Total
200
150 4 218
100 4 AZB
50
— Bulk & Dritt

0
'SD T T T T T T T T 1
=500 30 1300 230 340

The right mouse button menu may be used on this window to export
the component curves to text files. The exported files can then be
imported back into BIAevaluation as curves to obtain the component
curves in the project window. This may be used for example to obtain
a curve for bulk and drift effects which may be subtracted from the
experimental curve for presentation purposes with the curve
subtraction function in Calculate:Y-Transform.

7C.4.10 Split View
Displays the current plot in a split view. See Section 7B.4.9.

7C.4.10 Overlay

Toggles the display between overlay and single plot mode.
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7C.5 The Fit menu (fit window)

Fit

Simulate Curve(s)...

Kinetics Simultaneous kadkd
Kinetice Separate kaskd...
General...

Edit Madels

Freferences..

7C.5.1  Simulate curve(s)

Simulates curves according to a chosen model with specified
parameter values. See Section 4.7 for a description of curve
simulation.

When curves are simulated from the fit window, fitted values are
suggested for all parameters in the simulation.

7C.5.2  Plot Parameters

Creates a curve by plotting two chosen parameters from the currently
displayed results tab (report or parameters). This option is not
available if the residuals or selections tab is displayed. See Section 4.6.

7C.5.2  Kinetics Simultaneous ka/kd

Starts the wizard for fitting sensorgram data using models for
simultaneous ka/kd. See Section 4.1.2 for a description of the wizard.

7C.5.3 Kinetics Separate ka/kd

Starts the wizard for fitting sensorgram data using models for separate
ka/kd. See Section 4.4.1 for a description of the wizard.

7C.5.4  General

Starts the wizard for fitting curve data using models for simultaneous

ka/kd.

7C.5.5  Edit models
Opens the model editor for editing and creating models. Choose the
type of model from the cascade menu:

Fit
; Simulate Curve(g)... |
Edit Models Kinetics Simultaneous kadkd...
Kinetics Separate kadkd...
Freferences. ..
General...

See Appendix B for a full description of the model editor.
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7C.5.6  Preferences
Sets preferences for display of fitting results. See Section 7A.5.3.

7C.6 The Window menu (fit window)

Provides options for arranging windows on the workspace and
méW— activating windows. See Section 7A.6.
Lascade
Tile Horizantal
Tile Yertical
Arange lcons

1 Fit 1
v 2lgfl.ble

7C.7 The Help menu (fit window)

- Provides information about BIAevaluation 3.0. See Section 7A.7.
Help
bout... |
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7D The sheet window

7D.1 Toolbar buttons

The following toolbar buttons are available when a sheet window is
active. To display a tool tip with a reminder of the button function,
place the cursor on the button and wait for a short time.

- Go to project window

File:Open Section 7A.2.3
File:Save Section 7A.2.4
File:Print Section 7B.2.7
Data:Sort Section 7D.4.1

Data:Create Curve Section 7D.4.3

I 2| )| (| )| e

7D.2 The File menu (sheet window)

Mew Project

Mew Sheet

Dpen. Cti+0
Closz

Save Ctil+5
Save Az..

Export...

Print.. Chil+P
1 1gf1.ble

2 C:\Program Filesh. .. \Zkomp.ble
3 C:\Program Files...\P24.ble
4 C:\Program Filesh...\Cane. rpt

Exit

7D.2.1  New project
Closes the current project and starts a new project. Before closing, you
will be asked if you want to save changes in the current project.

7D.2.2  New sheet

Opens a new empty sheet window.

7D.2.3  Open (Ctrl-O)
Opens a file. See Section 7A.2.3.

7D.2.4  Save (Ctrl-S)

Saves the current evaluation project. See Section 7A.2.4.
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7D.2.5 Save As

Saves the current evaluation project under a new file name. See Section
7A.2.5.

7D.2.6  Export

Exports the data in the current sheet window to a text file. Use this
function for saving report point tables from result files as text files.

7D.2.7  Print (Ctrl-P)

Prints the contents of the current sheet window. Choose printing
options from the dialogue box.

Printer:  HF DeskJet B50C/855C on LPT1: Setup... |

Maragins... |

— Printing Dptions
Mo printing options

—PageHeader———— - Page Footer
v Title ¥ Date ’7 W Page Mumbers

The name of the sheet window is used as the title in Page Header.

7D.2.8 Recent file list

The File menu lists the four most recently opened files. Click on a file
to open it.

1 1gf1.ble

2 C:AProgram Filesh. . \Zkomp.ble
3 C:5Program Files. . \P24.ble

4 C:%Program Filesh. . \Conc.rpt

7D.2.9  Exit

Closes BIAevaluation.
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7D.3 The Edit menu (sheet window)

Unda Chil+2
Cut Chrl+
LCopy Chil+C
Paste Chil+f
Inzert Paste

Clear [rel
Delete

7D.3.1 Undo (Ctrl-2)

Reverses the most recent editing operation in the current session.

7D.3.2  Cut (Ctrl-X)

Cuts the contents of the currently marked cells and places them on the
Windows clipboard. Cut data can be pasted into a BIAevaluation sheet
window or into other programs.

7D.3.3  Copy (Ctrl-C)

Copies the contents of the currently marked cells to the Windows
clipboard. Copied data can be pasted into a BIAevaluation sheet
window or into other programs.

7D.3.4  Paste (Ctrl-V)

Pastes sheet data from the Windows clipboard into the current sheet,
with the currently selected cell at the top left of the pasted area. The
current values in the target cells are replaced without warning.

If only a single cell is selected, all of the data in the clipboard is
pasted. If a range of cells is selected when data is pasted, data is only
pasted into the target area.

If the cells contain formulae with relative cell references (e.g. =D2*C2)
are pasted into a BlAevaluation sheet, the relative references are
adjusted according to the paste position. Prefix the column letter
and/or row number with a dollar sign ($) in the formula to specify
absolute references (e.g. =$D$2*$C$2) and prevent adjustment of the
formula. If cells containing formulae are cut or copied from a
BIAevaluation sheet and pasted into another program (including
spreadsheet programs), the value of the formula is pasted.

7D.3.5 Insert Paste

Pastes sheet data from the Windows clipboard into the current sheet,
inserting new rows to accommodate the pasted data. The clipboard
data is pasted with the currently selected cell at the top left of the
pasted area. No data in the target sheet is overwritten.
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7D.3.6  Clear (Del)

Clears the currently selected cells. The contents of the cleared cells are
not placed on the clipboard, and can only be recovered by choosing
EditUndo (Ctrl-Z) before performing any other operation.

7D.3.7  Delete
Removes the contents of the currently selected cells from the sheet.
Choose the mode of deletion from the dialogue box:

Action
% Clear selection comtents c |
ahice |
" Delete selected row(s)

" Delete selected columnls)

Clear selection contents
This option is equivalent to Edit:Clear.

Delete selected row(s)
Removes the row(s) containing the selected cells.

Delete selected column(s)
Removes the column(s) containing the selected cells.

Note: The option of shifting cells up or left to accommodate cell
deletions that is found in commercial spreadsheet programs is
not supported in BIAevaluation. This ensures that the integrity
of row and column data is maintained.
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7D.4 The Data menu (sheet window)

Sor...
FEilter

Create Curve. ..

Generate Calibration...
Caleulate Walues...

A7
7D.4.1 Sort

Sorts data in the sheet by up to three sort criteria. Choose the
column(s) on which to sort from the dialogue box:

~Sotsy

IId j * Ascending
 Deszcending

—ThenEy
i Azcending
 Descending

— Then By
I [hane] j % Ascending
" Descending
r— Thiz Area Has

& Header Fow = Mo Header Bow

Columns are identified by the content of the first row if Header Row is
checked. The header row is excluded from the sort. Otherwise
columns are identified by column letter.

7D.4.2  Filter

Filters data in the sheet. When a filter is applied, only rows which
fulfil the filter conditions are displayed. All operations on the sheet
except Sort apply only to the filtered data: data which is not displayed
in the filtered sheet is not affected by the operation.

Choosing Data:Filter requires you to specify whether the sheet has a
header row or not:

" Thiz Area Has

= Mo Header Bow
Cancel |

If a header row is specified, the first row in the sheet will be excluded
from filter operations.

When Filter is chosen, a pull-down list of filter conditions is inserted at
the top of each column. Each list contains all unique values in the
column together with the entries All and Custom . Values in the list are
case-sensitive. To display only rows containing a given value in a
chosen column, select the value from the filter condition list at the top
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of the column. The example below has been filtered to show only
second_Ab in the Id column (column L):

| LB |second_Ab
c [ o [ E [ F T 6 [ H [ v [ 3 T kK [ L [ ™M~
. em Zlem Flem em =Zen =Zlen e Zem Zen second =fwm S
FC Tirne Window AbsResp 5D Slope LRSD Baseline RelResp |d ngfrnl

6 2 5 O7EF1 333347 202058  0.3653 VES 4006[zecond Ab Thigh
9 2 388 5 77588 30672 239374 0.35373 VES 3968 second_Ah  high
12 2 388 5 25408 294720 -160242 1.00138 YES 2062 | secand_kh 2
15 2 388 5 2533 248228 -145732 0.59753 VES 2068 secand_Ah 2
18 2 388 5 24156 163645 094273 051650 VES 957 second_Ab | low
71 2 388 5 22999 066530 00443 069707 VES 77 secand_&h
21 2 367 5 O7EGZ G007 -21045 0.50832 VES 4222 secand_Ah 10
77 2 388 5 24219 208945 -172038 0.96071 VES 1139 second_ab 1
30 2 TS 5 27305 411952 244047 07232 VES 3083 second_Ah  high
33 I 5 J7624 AG254E 21569 062408 VES 4230 second_Ah 10
36 2 w5 5 23661 126398 06744 062087 VES 605 second_Ab
39 2 TS 5 72900 062258 015041 0.59418 VES 82 secand_ah
2 2 a8s 5 73473 105334 -0ABAB4| 0.80449 VES 585 second_Ab
5 2 388 5 27284 359749 214744 063777 |YES 3993 second_&h  high
48 2 TS 5 27273 410994 243007 0.84344 VES 3093 second_Ah  high
51 2 388 5 24106 162168 -103408 064796 YES 1169 second_Ah 1
51 2 w5 5 2396 157716 (084425 0.76553|YES 1068 second_Ab | low
57 2 388 5 OBEJG 364233 216623 0.63426 VES 3489 secand_Ah 5
60 2 388 5 OERIE 309721 -160384 084636 VES 3488 secand_Ah 5
63 2 388 5 24034 207584 12218 047595 VES 1146 second_Ab low  _

i 2 ey = e A L Pt o ﬂJ

To display rows containing a range of values, choose Custom from the
filter condition list and enter the condition(s) in the dialogue box

Show raws where column value: ITI

Iis greater than or equal bo j I‘I oo - |
ahce |

& And 0 Or

Iis less than or equal to j |3DDI]

If a custom filter is applied, the option Edit Custom is added to the
filter condition list. Choose this option to change the custom
conditions.

When a filter is applied so that some rows in the sheet are excluded,
the original row numbers are retained. The discontinuities in the row
numbering thus indicate how many rows have been excluded by the
filter.

To remove a filter from a column, choose All from the filter condition
list. To remove all filters, choose Data:Filter : this removes the row
holding the filter conditions and re-displays the unfiltered sheet.
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7D.4.3  Create Curve

Creates a curve from the values in two columns in the sheet. Choose
the columns to be used for y- and x-values from the dialogue box:

=
ICycIe j
Cancel |
i Y alues:
r This Sheet Ha - Selected
% Header Row ¢ MoHeader Row rows arly

If Header Row is checked, the first row in the sheet will be excluded
from the curve.

If cells are selected in the sheet, the Selected rows only option is
available in the dialogue box. Checking this option creates the curve
only from values in the selected rows. Note that it does not matter
which columns are selected: all columns are available for curve data.

7D.4.4  Generate Calibration

Generates a calibration curve from data in the sheet window. If the
sheet is not filtered, you will be warned of this. You can still generate
a calibration curve, but in most situations involving concentration
measurement with BIA the report points should be grouped by Id for
correct generation of a calibration curve.

¥ Generate Calibration

# Kewword [Conc. |;

' Keyword [Responze]:

AbzResp
SD

Slope
LRSD
Bazeline
RelResp
Id

r Thiz Area Ha

I

& Header Row

Mo Header Fow

— Fitting Function
& 4 Parameter Fit
" Other:

ISpIine 'l

= Smosthing

¥ Smoothed

Cancel |

W Caloulate Uk,

Replicates
= Al
= Median

Choose the columns containing values for the x- and y-axes of the
calibration curve from the respective keyword lists. BIAconcentration
evaluation suggests a concentration keyword (identified as Conc,
ng/ml, mg/ml or similar) for the x-axis and relative response (RelResp )
for the y-axis if such keywords can be found.

Choose the fitting function from the Fitting Function options. The
following options are available. The default choice is 4-Parameter Fit .
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Other functions may be chosen by checking Other and selecting the
function from the list.

4-Parameter Fit Fits the calibration curve to a 4-parameter equation

Spline

Qubic spline

Line

Point to point

(see Section C.3.1) which gives good fitting for most
calibration curve data.

Fits the calibration curve to the data points using the
spline fitting algorithm, with or without smoothing
according to the Smoothing option.

Fits the calibration curve to the data points using a
cubic spline algorithm, with a degree of smoothing as
specified in the Smoothing box (see Press et al.,
Numerical Recipes in C (Cambridge University Press
1988) for a description of this algorithm). A lower
smoothing factor fits the curve closer to deviating data
points.

Fits a linear calibration curve to the data points using
a least squares linear regression algorithm. Smoothing
is not applicable to linear fitting.

Constructs a calibration curve consisting of straight-
line segments joining adjacent data points. Smoothing
is not applicable to point-to-point fitting.

Replicate values are handled in different ways according to the fitting
function chosen as listed below:

Option

Available for
function

Description

All

4-parameter fit

Treats each replicate point
separately.

Median

4-parameter fit
Spline
Qubic spline

Fits the curve to the middle point
in the replicates (or the average
of the two middle points if there
is an even number of replicates).

Weighting

Spline

Uses a replicate weighting
procedure included in the fitting
algorithm.

Average

Qubic spline

Uses the average value of the
replicates.

If the Calculate Unk. box is checked, results for any unknown data
points in the table will be generated automatically. See Section 5.4 for
more information about calculating unknowns.
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7D.4.5 Calculate Values

Calculates new values based on a selected calibration curve and the

data in a selected column.

Choose the calibration curve to use from the first dialogue box.
Currently open calibration curves are listed:

Calculate Values

LCalibration curve to use:

Calibration 1 : Second_Ab
Calibration 2 : b2micro

I Mest > I

< Back

Cancel |

Choose the column containing the source values (corresponding to the
y-axis values in the calibration curve) from the second dialogue box:

Calculate Values

Y Kewword (Responze):

APROG
FC

Time
Window
AbsResp
S0
Slope
LRSD
Baseline
FelFesp  ha

 This &rea Has

[

% Header Row = Mo Header Row

e

< Back

Cancel |

The new values (corresponding to the x-axis values on the calibration
curve) are entered in the first empty column in the sheet.
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| [oyoe
G H 1 J K L m | N [«]
| | =lem =len =lem =fisn 2second_i=lllam =] L
sD Slape LRED Baseline RelResp Id ng/ml
6 | 596347 202958  0.9653 YES 4006 second_Ab  high 50640544
9 38672 238574 0.35373 YES 3966 second_Ab  high 76363562
12| 204728 168242 1.00138 YES 2082 secand_Ab 273/254.08019
15 | 248208 -1.45732 059753 YES 2066 second_Ab 273/251.99849
18 | 163645 -0.94279 0.516589 YES 997 second_Ab | low 116.43153
21 | 0BES38 -0.04439 0BY7P07 YES 77 second_Ah 0 #7A
20| 367097 21945 050832 YES 4222 second_Ab 1040 561 53956
27 | 206945 -1.12038 096071 YES 1133 second_Ah 130 132 54001
30 | 411952 -2.44947  0.7232 YES 3983 second_Ab  high 792 48996
33 | 362545 215689 062408 YES 4230 second_Ab 1040 566.31943
36 | 126395 06744 0B2067 YES BO5 secand_Ab B5 71.904756
39 | 0652259 015941 059418 YES 82 second_Ab 0/ #7A
47 | 105334 056684 050445 YES 585 secand_Ah BE 59679427
45 | 350743 -2.14744 053777 YES 3993 second_Ab  high 79546665
48 | 410994 243097 084344 YES 3993 second_Ab  high 79548665
51 | 1.82163 -1.03409 064796 YES 1163 second_Ah 130 136.09994
51 | 157718 064425 076553 YES 1068 second_Ab  low 124 50504
57 | 364233 216623 063426 YES 3489 second Ab 527 5R7 B2614 J;[
4 »

7D.5 The Window menu (sheet window)

Em

Lascade

Tile Horizantal
Tile Yertical
Arange lcons

1 Fit 1
2 |af1.ble

<

Provides options for arranging windows on the workspace and

activating windows. See Section 7A.6.

7D.6 The Help menu (sheet window)

Help
Abaut...
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Provides information about BIAevaluation 3.0. See Section 7A.7.
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7E The calibration window

7E.1 Toolbar buttons

The following toolbar buttons are available when a calibration
window is active. To display a tool tip with a reminder of the button
function, place the cursor on the button and wait for a short time.

- Go to project window
File:Open Section 7A.2.3
File:Save Section 7A.2.4
File:Print Section 7B.2.7

7E.2 The File menu (calibration window)

Mew Project

Mew Sheet

Dpen. Cti+0
Closz

Save Ctil+5
Save Az..

Export...

Print.. Chil+P
1 1gf1.ble

2 C:\Program Filesh. .. \Zkomp.ble
3 C:\Program Files...\P24.ble
4 C:\Program Filesh...\Cane. rpt

Exit

7E.2.1  New project
Closes the current project and starts a new project. Before closing, you
will be asked if you want to save changes in the current project.

7E.2.2  New sheet

Opens a new empty sheet window.

7E.2.3  Open (Ctrl-O)
Opens a file. See Section 7A.2.3.

7E.2.4  Save (Ctrl-S)

Saves the current evaluation project. See Section 7A.2.4.
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7E.2.5 Save As

Saves the current evaluation project under a new file name. See Section

7A.2.5.

7E.2.6  Export

Exports the data in the current calibration view to a text file. For
numerical display (calibration and unknown points), values are
exported with 12 decimal places regardless of the current display

format.

7E.2.7  Print (Ctrl-P)

Prints the contents of the current calibration window. Choose printing
options from the dialogue box.

Printer:  HF DeskJet B50C/855C on LPT1: Setup... |

Maragins... |

—Range
& Current Yiew
" Whole Report

v Title ¥ Date W Page Mumbers

—PageHeader———— " Page Foater

R Cancel

7E.2.8 Recent file list

The File menu lists the four most recently opened files. Click on a file
to open it.

1 1gf1.ble

2 C:AProgram Filesh. . \Zkomp.ble
3 C:5Program Files. . \P24.ble

4 C:%Program Filesh. . \Conc.rpt

7E.2.9  Exit

Closes BIAevaluation.
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7E.3 The Edit menu (calibration window)

LCopy Chil+C
Copy Graph Chil+H
Clear

Select All

7E.3.1 Copy (Ctrl-C)

Copies the contents of the currently marked cells to the Windows
clipboard. Copied data can be pasted into a BIAevaluation sheet
window or into other programs. This option can only be used on the
numerical displays (calibration data and unknown points).

7E.3.4  Copy Graph (Ctrl-H)

Copies the currently displayed plot to the Windows clipboard, from
which it can be pasted as a graphic into other applications such as
word processing or presentation software. The graph is copied in
Windows clipboard format. This option can only be used on the
graphical displays (calibration curve, CVx and CVy).

7E.3.6  Clear
Clears the whole unknown points table. This option can only be used
on unknown points display.

7E.3.7  Select all
Selects all cells in the current display. This option can only be used on
the numerical displays (calibration data and unknown points).

7E.4 The View menu (calibration window)

Scale...
Adjust Scale
Unzoam Ctrl+ll

Giidlines...
Labels...
Legend...

Format Mumber...

<

Lalibration Curve
oy Plat

ey Plat
Calibration Report
Unknown Points

7E.4.1  Scale

Sets the scale for the plot in the current window. See Section 3.2.3.
This option can only be used on the graphical displays (calibration
curve, CVx and CVy).

7E. 4.2  Adjust scale

Sets the scale of the x- and y-axis according to the limits of the data
for curves in the window. See Section 3.2.3. This option can only be
used on the graphical displays (calibration curve, CVx and CVy).
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7E.4.3  Unzoom (Ctrl-U)

Restores the previous display after a Zoom operation. See Section
3.2.3. This option can only be used on the graphical displays
(calibration curve, CVx and CVy).

7E.4.4  Gridlines
Displays gridlines in the current window. See Section 3.2.4. This
option can only be used on the graphical displays (calibration curve,

CVx and CVy).

7E.4.5 Labels

Sets a title and axis labels for the plot or fitting window. See Section
3.2.5. This option can only be used on the graphical displays
(calibration curve, CVx and CVy).

7E.4.6 Legend

Displays a legend identifying the curves in the plot window. See
Section 3.2.5. This option can only be used on the graphical displays
(calibration curve, CVx and CVy).

7E.4.7  Format Number

Sets the display format for numbers in selected cells in the numerical
displays (calibration data and unknown points). Non-selected cells are
not affected. The format is selected from a pre-defined list:

Custom Format

Cancel

$H RO {Red]5t 1H0]
S HH000_);($t HH0.00)
$HHROO0 | [Red3t 000 =]

IGeneraI

Lategony:

(TN

Choose a pre-defined format or enter a format definition in the box
directly below the list.
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Formats are coded using the conventions in Microsoft Excel. By
default, numbers higher than 1 are formatted with two decimal places
(format definition 0.00) and numbers below 1 are formatted in
exponential notation (format definition 0.00E+00). Values which are
invalid (e.g. outside the range of the calibration curve) are displayed as
#N/A. These default settings are sufficient for most purposes.

7E.4.8  Display list

Selects which view of the calibration window to display. These options
correspond to the buttons at the left of the calibration window. See
Section 5.3.1 for details.

7E.5 The Data menu (calibration window)

LCalculate Unknowns...

Compare Calibrations...

BIAevaluation Software Handbook

7E.5.1  Calculate Unknowns
Calculates unknown values based on the current calibration curve.

Choose the sheet to use from the first dialogue box. Currently open
sheets are listed:

Calculate Unknowns

Source Sheets Containing Unknowns:

< Back I Mest > I Cancel |

Choose the columns containing the source values (corresponding to the
y- and x-axis values in the calibration curve) from the second dialogue
box. Unknown values are identified by non-numerical values including
blanks in the concentration (x-axis) value column. Note that you may
choose any two columns, not only those used in the original
calibration curve:
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Calculate Unknowns
& Keyword [Cone.): Y Keyword (Response): oK I
Time a

_I Cancel |

Wwindaow

Baseline
RelResp
Id

— Thiz Area Ha:

* Header Row = Mo Header Row

The calculated unknowns are added to the unknown display in the
calibration window. New results will be added to any previously
existing results providing a cumulative report.

7E.5.2  Compare Calibrations

Compares two or more calibrations in an overlay plot. See Section
5.3.2 for details.

7E.6 The Window menu (calibration window)

Provides options for arranging windows on the workspace and
méW— activating windows. See Section 7A.6.
Lascade
Tile Horizantal
Tile Yertical
Arange lcons

1 Fit 1
v 2lgfl.ble

7E.7 The Help menu (calibration window)

- Provides information about BIAevaluation 3.0. See Section 7A.7.
Help
bout... |
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Appendix A.
Principles of curve fitting

Fitting experimental data to simultaneous ka/kd models in
BIAevaluation relies on two mathematical steps:

e generation of the rate equations for the model used (model
definition)

* finding the values for parameters in the rate equation that best fit the
experimental data (curve fitting)

Rate equations are generated when the model is defined (see Appendix
B). This appendix considers the principles behind the curve fitting
process and their consequences for evaluation of experimental data.

A.1 Curve fitting algorithms

Curve fitting in BIAevaluation relies on the so-called Marquardt-
Levenberg algorithm?, which optimizes parameter values by
minimizing the sum of the squared residuals. The residuals are the
difference between the calculated and experimental curve at each
point: squared residuals are used so that deviations above and below
the experimental curve are weighted equally:

1 J. W. Wells, in Receptor-Ligand Interactions, A Practical Approach, ed,
E.C. Hulme.
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S:i(rf -15)°

where S is the sum of squared residuals
r is the fitted value at a given point
ry is the experimental value at the same point

The algorithm is an iterative process that begins with an initial value
for each parameter in the equation. These values are defined in the
model (see Appendix B), either as constants or as values at defined
points on the experimental curve (e.g. Ymax, Xmin). The initial values
chosen can in some cases affect the outcome of the curve fitting as
described below. While there is no guarantee that the initial values are
appropriate, the values set in the predefined models in BIAevaluation
give robust curve fitting for most experimental data sets.

It is important to realise that the fitting algorithm is a purely
mathematical procedure that does not have any “knowledge” of the
biological relevance of the values found. For example, the algorithm
itself will not prevent negative values for rate constants, which would
be meaningless in kinetic terms. The model definitions specify whether
negative values are allowed for individual parameters, so that this
particular unreasonable kind of result can be prevented. However, it is
always important to examine the results of a fit for “reasonableness”
of the parameter values.

A.2 Generating the fitted curve

A-2

The fitted curve is generated for each iteration of the fitting algorithm
by calculation from the rate equations for the model (or the fitting
equation for non-kinetic data) using the current set of parameter
values. In kinetic systems, rate equations are fundamentally differential
equations (the rate is the differential of response with respect to time
dR/dt). For a number of models, the differential rate equations can be
integrated to give equations from which the response against time can
be calculated directly.

Other models such as interaction with mass transfer limitations or
two-state processes are described by a set of rate equations which
together are difficult or impossible to integrate mathematically to give
a single expression describing response as a function of time. For these
models, a mathematical tool called a numerical integrator is required
to generate the calculated binding curves. A so-called “stiff” integrator
is required to ensure that data involving rapid binding rates is handled
correctly.
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Analytical integration is used in BIAevaluation for models where the
rate equations can readily be integrated, to give rapid fitting of the
data. Numerical integration is much more time-consuming than
calculation from integrated rate equations, but allows evaluation with
models where the rate equations cannot be integrated analytically.

A.3 Finding the best fit

The “best fit” of experimental data to a model is influenced by two
factors:

« the ability of the fitting algorithm to find the true minimum in the
sum of squared residuals function (convergence)

e the number of parameters that can be varied in the model
(complexity)

In finding the best fit, the fitting algorithm scans combinations of
parameter values, searching for the set of values that gives the lowest
sum of squared residuals.

For models with relatively few parameters, there will usually be a
single set of parameter values which gives the best fit, and there will be
no difficulty in finding this set. The fitting is fast and stable. For more
complicated models, there may be more than one local minimum in
the sum of squared residuals. The illustration below shows a three-
dimensional plot of the sum of squared residuals as a function of the
values for two parameters, with two local minima (MIN A and MIN B).
A fit which starts with the initial values represented by point A will
find the minimum MIN A, while a fit which starts at point B will find
MIN B. Depending on the values for the initial parameters, therefore,
this system could give two different “best fits”.
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SS(a)

In real situations there are many more than two parameters in the
fitting equations, and the potential for different local minima in the X2
function is greater. In practice the equations used in the predefined
models usually find the minimum sum of squared residuals reliably
provided that the initial values are biologically reasonable. “Incorrect”
local minima are seen either as markedly poor fits or as unreasonable
fitted values. For the majority of sensorgrams, there is considerable
freedom in choice of initial values and there is no reason to change the
values defined in the model. In some rare cases, however, it may be
apparent that the fitting algorithm has difficulty in finding a good fit,
and seems to “get stuck” with wildly wrong fitted curves. In such
cases a large (usually orders of magnitude) change in the initial values
for one or more parameters may help to push the fit towards the true
minimum for the sum of squared residuals. It should be noted however
that difficulty in fitting experimental data to a model is most
commonly caused by poor data quality or a very inappropriate choice
of model, and only rarely by failure of the fitting algorithm.

A.4 Model complexity

As the complexity of a model (represented by the number of
parameters involved) increases, the ability to fit the equations to an
experimental curve improves automatically. This is simply because
there is more scope for varying parameters to generate a close fit. It is
very important in evaluating kinetic data to accept the simplest model
which fits the data within the limits of the experiment. A more
complex model may fit the data better, but the crucial question is
whether the improvement is biologically or experimentally significant.
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At the same time, increasing the complexity of a model increases the
potential for multiple local minima in the X? function. This means that
the fitting procedure may be less stable and more sensitive to the
chosen initial values. The injection start and stop times and the range
of data selected may also be critical for fitting to a complex model. It
is important to realise that this decrease in stability of the fitting
procedure as model complexity increases is a property of the
mathematical algorithms used, and does not indicate a defect in either
the experimental data or the evaluation software.

The number of parameters in a fitting is a function of the number of
sensorgrams and the parameter status as well as the complexity of the
model. For example, the simplest model (1:1 binding) has three global
parameters and one local. Global parameters represent for the whole
data set. Locally fitted parameters are treated separately for each
sensorgram. Applying the model to 6 sensorgrams simultaneously gives
the following situation:

Parameter Status No. of variables
Rmax Fitted globally 1
ka Fitted globally 1
kd Fitted globally 1
RI Fitted locally 6
Total 9

If Rmax is also set to be a local parameter, the number of variables
increases to 14.

Fitting several sensorgrams simultaneously to a complex model can
result in a large number of fitted parameters, particularly if several of
the parameters are fitted locally. There is a limit to the number of
parameters that BIAevaluation can handle at the same time. If this
limit is exceeded (as indicated by an error message when the fit is
attempted), either reduce the number of sensorgrams or fit more of the
parameters globally. However, if your experimental system requires
such a complex model, you should seriously consider efforts to
simplify the system. Complex systems are inevitably difficult to
evaluate and interpret, and sophisticated evaluation procedures can
never provide a substitute for careful experimental design.
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A.5 Statistical fitting parameters

A.5.1 x? and correlation coefficient
The closeness of fit is described by the statistical value X2

Y b-n)

n-p

x> =

where rgis the fitted value at a given point
ry is the experimental value at the same point
n is the number of data points

and p is the number of fitted parameters

For sensorgram data, the number of data points is very much larger
than the number of fitted parameters in the model, so

n-p=n
and x? reduces to the average squared residual per data point.

If the model fits the experimental data precisely, X? represents the
mean square of the signal noise (since this is the only deviation from
the fitted curve). In practice, values of X2 below 10 are frequently
acceptable. The form of the fitted curve in relation to the experimental
data (i.e. the shape of the residual plot) is often more valuable in
assessing the goodness of fit than the absolute X? value.

In many contexts, the statistical closeness of a curve fit is reported as a
correlation coefficient instead of a X? value. BIAevaluation does not
report correlation coefficients because this is a very insensitive measure
of the closeness of fit for a curve with a large number of points.

A.5.2 Standard error and T-value

The standard error reported for each fitted parameter is an estimate of
how sensitive the fitting is to changes in the parameter. The standard
error may be visualized on a X2 function with the help of the
illustration below.
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In the al direction, the X? minimum is sharply defined and the
standard error for al is low. Conversely, the minimum in the a2
direction is poorly defined and the standard error for a2 is high.

As an alternative under Fit:Preferences , the standard error may be
expressed as a T-value, which is the value of the parameter divided by
the standard error. This is analogous to a signal-to-noise value in a
response. Using the T-value makes it easier to compare standard errors
for parameters with widely different absolute values (e.g. k, and kg).
As a general guide, T-values greater than 10 indicate that the value
obtained for the parameter is significant.

Note that the standard error (or T-value) is not a measure of the
goodness of fit for a given parameter. The goodness of fit is defined by
the depth of the X minimum, while the standard error is a function of
the shape of the minimum. Variations in a parameter with a large
standard error will not affect the goodness of fit to any great extent.

A.5.3 Correlated and non-correlated parameters

Correlated parameters are parameters that are linked to each other in
the set of equations for the model. When two parameters are tightly
correlated, a change in one of the parameters matched by a
compensating change in the other will have no effect on the closeness
of fit. In such a case, it is impossible to decide on absolute values for
the two parameters. For non-correlated parameters, the best fit gives
unique parameter values.
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An example of this behaviour may be found in the number of binding
sites blocked by one analyte molecule (Section B.1.3), when this
parameter is applied to a simple 1:1 binding model. The number of
binding sites blocked is tightly correlated with the association rate
constant and the maximum binding capacity, as shown by the results
below (obtained by fitting the example data set P24.BLE to a 1:1
model with number of binding sites blocked = n. The closeness of fit is
identical in all cases.

N ky kq Rinax X
1 2.2 x10° 1.6 x 103 90 1.1
10 2.2 x104 1.6 x 103 900 1.1
50 4.4 %103 1.6 x 103 4500 1.1

A-8

Clearly, in this example the number of binding sites actually blocked
by one analyte molecule must be known if a meaningful value is to
obtained for k, and R,,,,«. The dissociation rate constant is however
not correlated with n and gives the same value in all cases.

Parameters which are tightly correlated usually give high standard
errors (low T-values).

A.5.4 Standard deviations for fitted parameters

Parameters which are calculated using global fitting are reported as a
single value for the whole data set. Statistical evaluation of the results
from a single fitting operation is thus neither possible nor meaningful
from a single fitting operation. To obtain statistical values such as
standard deviation for the fitted parameters, results must be calculated
from independent replicate measurements, each evaluated separately.

Even if the fitting is performed with local parameters, it is incorrect to
calculate statistics for the reported values based on evaluation of a
single data set. The results of one concentration series should not be
regarded as replicate measurements on which statistics can be based,
rather as experimental variants designed to extend the data set and
improved the consistency of the results.
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Appendix B.
Editing models

BIAevaluation is provided with a set of pre-defined models for kinetic
evaluation and curve fitting. New models can be created with the
model editor using either an existing model or a blank form as
template. The pre-defined models are write-protected and cannot be
changed or deleted.

Recommendation

Defining models for evaluation of kinetic data requires a good
understanding both of kinetic principles and of the way models are
created in BIAevaluation. Unless you are experienced in kinetic theory,
you are advised to use the model editor only for making minor
changes to existing models, such as

e changing the properties of parameters (e.g. default fitting status)
¢ adding simple terms such as baseline drift
¢ changing the pre-defined report parameters

If you do intend to use the model editor to create your own models,
read Section B.2 carefully.
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B.1 Making simple changes to existing models

B.1.1 Opening models for editing
To change a pre-existing model definition, choose Fit:Edit Models and
select appropriate group of models (Simultaneous ka/kd , Separate

ka/kd or General).

Simultaneous ka/kd Models

Models:

+1:1 binding with drifting baseline

+1:1 binding with mass transfer

+ Bivalent analyte

+ Heterogeneous analyte - Competing reactions
+ Heterogeneous ligand - Parallel reactions

+ Two state reaction [conformation change]

Drescription:

Bemove |
Frint... |
LCloze |

rnalyte [&] binds to ligand [E].

Double-click on the model you want to edit or select the model and
choose Edit. In the model editor, change the model name so that you

can save the edited model (you cann

ot save a model with the same

name as a pre-defined model). You may also change the model

description of the model: this text is

shown for guidance in the model

selection box (see for example the illustration above).

'¥¥ Interaction Model

Model Mame: I'I -1 [Langmuir) binding with local Bmas

Description: I.t‘-‘mal_l,lte [&4] binds bo ligand [B].
Heactantsl Bulk &nd Drifll F'ararnelersl Report I

A LCategory: Cormplex

B
o

v Generates Responze

™ Malecular weight:

—

Lelete |

React 1 React 2 React 3 k-forward k-backward
1l =+l =l a=ae 2] ke [kd =
2|  Elel  Es=[ | |
o[ e[ el o | .
o del A=l 5= ] | N
Bate Eq's... | Cancel | (1] |
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B.1.2 Changing parameter properties

You can change the status (constant/local fitting/global fitting) and the
initial values for parameters during the fitting procedure (see Section
4.1.2). However, changes made in this way are not saved with the
model, and must be made on every fitting occasion. If you repeatedly
use a pre-defined model with one or more changed parameters, it may
be convenient to define a new model with the required properties.

For example, to change the status of the Rmax parameter from global
to local fitting:

1.  Open the model for editing and change the name as described
above (Section B.1.1).

2. Choose the Parameters tab in the model editor window. Select
the parameter Rmax and set Default Type to Fit locally :

Heactantsl Bulk And Dttt Parameters | Repoart I

:gﬂ Default Type: Mew.
Conc Initial walue: IYM ax j Delete I
In-a:-: Description: |Maximum ahalyte binding cap

kd ™ Allow negative value

Al I~ Attach to keyward

3. Press OK to save the changed model.

B.1.3 Adding simple terms
You can add simple terms like baseline drift, bulk refractive index
changes and mass transfer limitations to existing models.

Baseline drift
Follow the procedure below to add a linear baseline drift to an
existing model:

1. Open the model for editing and change the name as described
above (Section B.1.1).

2.  Choose the Parameters tab and click on New to add a parameter

for the slope of the baseline drift. Enter a suitable name for the
parameter:
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"Add Mew Parameter———————— ITI

M ame: ID Tiff

Cancel |

3. Set the properties for this parameter to

Default Type: Fit globally

Initial value: 0.01 [suggested value]

Description: [as appropriate: the description is used as a tool tip in
fitting wizard and results display]

Check the Allow negative value box.

Heactantsl Bulk. &nd Dliﬂl F'arametersl Hepoltl

tOn Disfault Type: Fit glohall - New...
o Tp | Fit globally =l e |
Cone Iritial sealue: jom =] Delete |
E;na:-: Description: |Slope of baseline drift [RU /<)

kd v

Rl

I~ Attach to keyward

Choose the Bulk And Drift tab. Check the Drift box and enter the
expression Drift*(t-tOn) in the field. The parameters t and tOn are
reserved parameters for the time and injection start time in
seconds respectively. This expression will therefore produce a
baseline drift which intercepts the sensorgrams at the start of the
injection.

Reactants:  Bulk And Drifll Parametersl Heportl
Response [RU) Framm [s] Ta[s)
¥ Refractive index [1); IF” ItDn - Ilfo
[~ Refractive index [2): I ItUn = Ithf
[ Diift (in R} [Drie0n]

Press OK to save the changed model.
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Changes in bulk refractive index

All predefined models include a parameter RI for the bulk refractive
index contribution during sample injection. This parameter is fitted
locally to each curve. BlAevaluation can also handle the situation
where the bulk shifts are different at the beginning and end of the
injection.

Follow the procedure below to define a model with this property:

1.  Open the model for editing and change the name as described
above (Section B.1.1).

2. Choose the Parameters tab and click on New to add a parameter
for the refractive index contribution after the end of the injection.
Enter a suitable name for the parameter:

3.  Set the properties for this parameter to
Default Type: Fit locally
Initial value: 10 [suggested value]
Description: [as appropriate: the description is used as a tool tip
in fitting wizard and results display]

Check the Allow negative value box.

Heactantsl Bulk. &nd Dliﬂl Parametersl Repart I

tgﬂ Default Type: IFit lacally j MNew...

b

Canc Initial walue: |1 0 j Delete I
E;na:-: Description: |Hemaining bulk effect during

kd Il
I~ Attach to keyward

4. Choose the Bulk And Drift tab. Check the Refractive index (2)
box, and enter the name of your parameter in the Response field
and tOff in the From field. Leave the To field empty. This specifies
that the bulk contribution defined by the new parameter applies
from the end of the injection to the end of the sensorgram (see
illustration below).

Reactants  Bulk And Drift | Palametelsl Fepart |
Response [RU) Framm [s] Ta[s)
¥ Refractive index [1); IF” ItDn - Ilfo
v Refractive index [2): IFHE Ithf - I
[~ Diift fin BUJ: |
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sample
injection

Response

baseline

5. Press OK to save the changed model.

Note: If you want to define a model with no refractive index
contribution, uncheck both the Refractive index (1) and
Refractive index (2) boxes.

Mass transfer terms
You can include mass transfer of analyte to the surface in any model
as follows:

1. Open the model for editing and change the name as described
above (Section B.1.1).

2. Choose the Parameters tab and click on New to add a parameter
for the rate constant for mass transfer of analyte to the surface.
Enter a suitable name for the parameter (e.g. kt).

3.  Set the properties for this parameter to
Default Type: Fit globally
Initial value: 0.1 [suggested value]
Description: [as appropriate: the description is used as a tool tip
in fitting wizard and results display]

Heactantsl Bulk. &nd Dliﬂl F'arametersl Repoart I

:gﬂ Default Type: IFit globally j Mew...
Conc Initial walue: ID.1 j Delete I
E;na:-: Descrpior: |Flate cohstant far mass transf

kd ™ Allow negative value

I~ Attach to keyward

4. Choose the Reactants tab, select the analyte (A) and check the
Mass transfer box. Enter the parameter name for the mass
transfer constant in the field.
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S.

Note:

Reactants | Bulk. &nd it Palametelsl Fepart |
P Lategony: Analpte New...
AB Cancentration: IW Delete |
Injectian [z]: |an . |tDH
¥ Masstranzfer ki

™ Maolecular weight:

™ Moof blacked sites:

Press OK to save the changed model.

The mass transfer constant k; obtained from this model is an

empirical constant which is related to the generally accepted
mass transfer coefficient k,, by the expression:

ke =107 x MW x ky

Values for k; are typically of the order of 108 for proteins of

molecular weight 50-100 kilodaltons.

Number of blocked sites
You can allow for analytes which block more than one ligand site by
steric interference (note that this is distinct from analytes binding to
more than one ligand site, which is represented by the bivalent analyte

model):

1.  Open the model for editing and change the name as described
above (Section B.1.1).

2. Choose the Parameters tab and click on New to add a parameter
for the average number of ligand sites blocked by each analyte
molecule. Enter a suitable name for the parameter:

3.  Set the properties for this parameter to

Default Type: Fit globally
Initial value: 1 [suggested value]

Description: [as appropriate: the description is used as a tool tip

in fitting wizard and results display]

Heactantsl Bulk. &nd Drifll Palametelsl Repart |

t0n Default Type: Fit glabally hd Mew...
taf I J —I
Canc Initial walue: |1 j Delete I
E;na:-: Description: |Number of zites blocked per a

kd ™ Allow negative value

Rl

I~ Attach to keyward
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4.

S.

Choose the Reactants tab, select the analyte (A) and check the
No of blocked sites box. Enter the parameter name for the rate
constant in the field.

Fleac:tanlsl Bulk. And Dt I F'arametersl Report I
A Category: Analyte
g Loteaow ’ =
AB Concentration: IEC""lC Delete |
Injectian [z]: |an . |tDH
I~ Masstranzfer
™ Maolecular weight:
W Moof blacked sites: [

Press OK to save the changed model.

Note: Unless the analyte is known from independent evidence to

block more than one binding site, the number of blocked sites
should only be used for models involving several analytes
which block different numbers of sites (see the model for
heterogeneous analyte as an example). Introduction of the
number of blocked sites n in a model with only one analyte
will scale the association rate constant by 1/n and the Rmax
value by n, without affecting the closeness of fit.

B.1.4 Changing report parameters

The parameters displayed in the Report tab in the fitting window are
defined in the model. You must change the model definition to change
these parameters.

Follow the procedure below to change report parameters:

1.

Open the model for editing and change the name as described
above (Section B.1.1).

Choose the Report tab.
To delete a parameter, click on the row number to select the row

containing the parameter and press Del on the keyboard. Choose
All in the Clear dialogue box and click on OK.
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Heactantsl Bulk. &nd Dliﬂl Parametersl Heportl
— Repart Parameters
Name | Value o
5 |Conc of analyte Conc
B KA (1) kadkd _
7 KD W) kdika
g |RegiRU ka*Conc*Emax/(ka*Conc+kd
g cHed

Clear
9 al Cancel |
" Formats
" Values

Note: Always choose All or Values in this dialogue box.
Choosing Formats will not delete the entries.

4. To add a new parameter, enter a name and value in the first
empty row in the list. The name will appear in the header row in
the report tab. The value is an expression using the parameters
defined in the model.

Heactantsl Bulk. &nd Dliﬂl Parametersl Heportl
— Repart Parameters
Name | Value o
B KA (1) kadkd
7 KD W) kdika I
8  |ReqgiRU) ka*Conc*Rmax/ka*Conc+kd)
9 |kabs (1/5) ka*Conc+id
10| Drift (RUsmir)  [Drite6i]
11 hd

5. Press OK to save the changed model.
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B.2 Creating new models

B-10

You can create new models with the method editor, using either a

blank definition or an existing model as a template.

Caution!

Do not attempt to create models unless you understand the
principles of kinetics. The only way you can check that your model
is correct is to examine the rate equations generated by the model.

B.2.1 Conventions in model definition
For simultaneous k,/kq fitting, BIAevaluation uses a model editor
based on a reaction scheme for ease of use. The reaction scheme is
defined in terms of analyte (in solution), ligand (immobilized on the
surface) or complex (formed on the surface) using the conventions
listed below. Required properties must be entered for all species; other
properties are either required in special cases or optional.

Species Identification Required Other
properties properties

Analyte Injected in solution. | Concentration | Mass transfer
Concentration Injection start | Molecular
constant during and stop weight*
injection. No. of blocked

sites

Ligand Immobilized on the | Binding At molecular
surface. capacity weight*

Complex | Formed on the Generates Molecular
surface. response weight*
Initial concentration | (yes/no)

=0.

*Molecular weight information is used for heterogeneous analyte
models only and should not be used in other circumstances.

The reaction scheme supports up to 5 first order (A = B) and second
order (A + B = AB) reactions.

Note: The concentration of analyte is always constant, and models
may not explicitly include expressions for changing the
analyte concentration. If such a model is required (e.g for a
situation where a solution reaction is occurring in parallel
with the binding of analyte to the surface), a suggested work-
around is to define the variable-concentration analyte as a
complex which does not generate response (in the scheme
below, A is the injected analyte, with constant concentration;
A1l is defined as a complex which does not generate response):
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Reactants I Bulk &nd Corift | F'alametelsl Report |
';‘ Cateqary: Complex New..
[T Generates Response Delete |

I~ Molecular weight: I

React 1 React 2 React 3 k-forward k-backward
1] S P = R I 2 [Iedt -
=5 ISR E3 CINEA | FUTET o (X2 i
sl Ele]  E==] = | [ -
of =+l He==l = | =1

B.2.2 Creating models for simultaneous ka/kd

Follow the steps below to create a new model (the illustrations show
how the pre-defined model for heterogeneous ligand — parallel
reactions is constructed):

1. Choose Fit:Edit models and choose the type of model you wish to
create (Simultaneous ka/kd , Separate kaskd or General). If you
want to use an existing model as a template, select the model.
Click on New and enter a name and description for the model.

If you choose not to use a template, the model editor will be
opened with a simple interaction for reactants A (analyte), B
(ligand) and AB (complex) pre-defined. No parameters are
defined. You may remove the predefined reactants if you want to
use other names.
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'¥¥ Interaction Model

todel Hame: IHeterogeneous ligand - parallel reactiong

Description: IDne analyte (&) binds independently to two ligand sites [B1 and B2).

Reactants | Bulk &nd Drifll F'alametersl Repoart I

-g‘ LCategany: Complex Mew...
Bl Lelete

¥ Generates Response

™ Malecular weight: I

React 1 React 2 React 3 k-forward k-backward
1l =+l =l a=ae 2] ke [kd =
A T 1 I |
B I A 0 I | o
T del Sl 5 | =

Bate Eq's... | Cancel | (1] |

2. In the Reactants tab, click on New to add new reactants. For each
reactant, choose whether it is analyte, ligand or complex (see
Section B.2.1) and enter an identifier for the reactant. Enter
parameter names or expressions for the reactant properties.

Reactants | Bulk &nd Dliﬂl F'arametersl Report I

-;1 Lategony: Camplex New...

331 ¥ Generates Responze Delete |
482 | [~ Molecular weight: I

Note: Numbers are used as part of the identifier, not in the
conventional chemical sense of stoichiometry. Thus a
complex named AB2 does not imply two molecules of B
binding to one of A.
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Enter the reaction scheme using the pull-down list for each
reactant. To remove a reactant from a box in the scheme, select
the box and press Del on the keyboard. Enter parameter names
for the forward and backward rate constants for each line in the
reaction scheme. (The terms k-forward and k-backward apply to
the reaction as entered in the scheme, reading from left to right).
You can also enter mathematical expressions or constant values
for the rate constants.

React 1 React 2 React 3 k-forward k-backward
P S I 0 TR I [la1 B
2la Fl+lez =] s=|se2 7| |ka2 [kd2
3] Ee]  Ee=] = |
e A=l 5] | &

Click on the Parameters tab and define the parameters used in the
reaction scheme. If you have only used single parameter names
(as opposed to expressions) for the rate constants and properties,
you can click on Rate eq’s as a shortcut to defining parameters.
BIAevaluation will then enter suggested definitions for all
undefined parameters. This shortcut cannot be used if you have
entered expressions.

Heactantsl Bulk And Dttt Parameters | Repoart I

tCDH ﬂ Default Type: IFit globally j Mew...
onG

Fitax1 Initial walue: |1B3 j Delete I

Al a2 Description: |.L‘-. iati I tant for i

ESCNPHOrT zz0ciation rate constant far li

kd1 ™ Allow negative value

:::3 I~ Attach to keyward

RI -

For each parameter, define the properties as follows:

Default Type Fit globally, fit locally or constant.

Initial value Starting value for fitted parameters, suggested
value for constants. Leave blank for constants

which are attached to keywords.

Description Text description, used as a tool tip in the
fitting wizard.

Allow negative Check this box if negative values are allowed.
value
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Attach to BIAevaluation “remembers” values on a

keyword curve-by-curve basis for parameters that are
attached to keywords within a session, and
suggests these values for each fitting. In
addition, if the parameter name is used as a
keyword in a BIA result file, the values in the
keyword column of the report point table will
be assigned to the parameter in BlAevaluation
when the result file is opened. A typical
example is the parameter Conc, allowing
concentration values entered in the method for
the BIA analysis and imported automatically
to BIAevaluation.

5. Click on the Bulk and Drift tab and enter details for bulk
refractive index contribution. See above (Section B.1.2) for a
description of these parameters.

Reactants F'arametersl Repoart I

Responze [RU] Frarm (2] Ta(z)
[V Refractive index [1); IF“ ItUn o Ithf
[~ Refractive indes (2 | [ -

[~ Dift [in RUY; |

6. Click on the Report tab and enter definitions for parameters to be
displayed in the fitting report.

Heactantsl Bulk And Dliﬂl Parameters Heporll
— Repart Parameters
Name Value =
1 kal (1/Ms) kal I
2 |kd1(1/8) kd1
3 (ka2 (1/Ms) ka2
4 [kd2(1/5) kd2
5 |Rmax1 (R Rmaxl
6 |Rmaxz (RN Bmax? x

7. Click on Rate Eq’s to display the equations generated by
BIAevaluation, and check these for consistency with the intended
model (see Section B.2.3).
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Heterogeneous ligand - Parallel reactions

b = Conc

B1[0] = Rk ax1

dB1Adt = - [kala B - kd174E1]
B2[0] = Rk axZ

dB2/dt = - [ka2=a B2 - kd2=aB2)
AB1[0] =0

d4B1/dt = [kal=a BT - kd1aB1)
ABZ[0]=0

dAB2/dt = (ka2 B2 - kd2#aB 2]

Total rezponize:

Copy I LCloze I

You can select the equations in the display and click on Copy to
copy the equations to the Windows clipboard. Use this function
and paste the equations in to e.g. Wordpad to print a copy of the
rate equations.

8. Click on OK to save the new model.

B.2.3 Checking the model

BIAevaluation will not let you save a model that is mathematically
incorrect. If rate equations cannot be generated (e.g. because of a
missing parameter definition), the model cannot be saved.

A model which is internally consistent is however not necessarily
correct. There are two ways of examining a new model for
correctness:

1. In the model definition dialogue box, click on Rate eq’'s and
examine the generated equations carefully. The equations are
presented as differential equations for the rate of change of
components in the interaction. For example, the rate equations
for a simple 1:1 interaction are presented as:
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1:1 [Langmuir] binding

& = Cong

B[0] = Rmax
dBAdt = - [ka"a*B - kd*AB)

AB(0] =0
B8 At = [ka"d B - kd=AB)

Total rezponize:
AE + Rl

Copy I LCloze I

You should preferably derive your own rate equations from the
model you intended to define and compare these with the
equations generated by BIAevaluation. Pay particular attention to
the units implied for the various parameters in the equation,

remembering that the ultimate units for the total response must
be in RU/s.

2. Use the simulator to generate sensorgrams for your model (see
Section 4.7). Enter parameter values that are typical for your
system and ensure that the simulator generates reasonable
sensorgrams. This approach can be useful for checking that the
parameters are written with correct units, since mistakes in this
respect will often result in errors of several orders of magnitude.

Important!

Apart from careful attention to the model definition and the aids
mentioned above, there is no way to check that the model as entered
correctly describes the required interaction situation. A good
understanding of kinetics is therefore essential for creation of new
models.

B.2.4 Creating models for separate ka/kd and

general fitting
For separate ka/kd and general fitting, models are defined in terms of
integrated rate equations or general equations. The reaction scheme is
not used.

Models of this type are defined using the Parameters and Report tabs
only (see steps 4 and 6 in Section B.2.2). The editor window has a field
for the fitting equation and an identification of the independent
variable. The equation is written as a formula expressing the ordinate
(y-values) as a function of the independent variable (x-values). For
fitting sensorgram data to rate equations (kinetics with separate
ka/kd), the formula must represent the integrated rate equation, and
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the independent variable is always time (see illustration below). This
kind of model cannot be used for rate equations that cannot be

integrated.

'¥¥ Interaction Model

Model Mame: I'I:'I [Langrnuir] association Tupe: IAssocialion j
Description: I.t‘-‘mal_l,lte [&) binds to igand [B). Requires kd values.
Parameters | Repoart I
Ea Diefault Type: IFit locally j MHew
Tna
Cone Initial salue: ID j Delste |
Lﬂd Description: |Bulk refractive index effect [R
W Allow negative value
I~ Attach to keyward
Formula:
ka*Conc*Rman/(ka*Conc+kd] * (1 - expl-[ka*Conc+kd(t-t0)]) + R ;I
Independent ' anable: It
Cancel | (1]4 |

For general fitting models, any expression may be used in the formula.
The example below shows the model definition for a linear fit

(y=kx+m):

'¥¥ Interaction Model

todel Hame: ILinear fii Tupe: IGeneraI j
Description: IStraight line fit o p=ka+m
Report I
k Defaul Type: it locally = New
Juil
Initial value: ID j Delete |
Description: |Intercept at x=0
W Allow negative value
I~ Attach to keyward
Formula:
k¥ w+m ;I
a
Independent ' anable: I”
Cancel (1]4
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Appendix C.
Predefined models

This appendix describes the predefined models and example data files
provided with BlAevaluation. For details of how each model is
defined, open the model in the model editor and examine the
definition screens. For conventions in model definition, see Section
B.2.1.

The models included in BIAevaluation are:

Simultaneous kalkd
e 1:1 (Langmuir) binding
1:1 binding with drifting baseline
1:1 binding with mass transfer
Bivalent analyte
Heterogeneous analyte — competing reactions
Heterogeneous ligand — parallel reactions
Two-state reaction (conformation change)

Separate ka/kd
* 1:1 (Langmuir) association
e 1:1 (Langmuir) dissociation

General
* 4-parameter equation
e Linear fit
¢ Solution affinity
¢ Steady state affinity

Additional models that can be imported into BIAevaluation are
provided in the file MORE MODELS.MDL. These are:

1:1 binding with exponential baseline drift

1:1 binding with mass transfer, km(m/s)

1:1 (Langmuir) association (kobs)

Average

More models may be published as they are developed on the BIAweb
Internet site (http://www.biacore.com).

Example data is provided for several of the models in the form of
BIAevaluation project files. Values for all constants required for fitting
to the respective models have been entered in the example data files.
Unless otherwise stated, the example data is obtained from actual
BIACORE runs.
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C.1 Models for simultaneous ka/kd

C.1.1 1:1 (Langmuir) binding
This is the simplest model for 1:1 interaction between analyte and

immobilized ligand, and is equivalent to the Langmuir isotherm for
adsorption to a surface.

Reaction scheme and reactants

React 1 React 2 React 3 k-forward k-backward
e =l+]e Zl==se =] |ka [Id -
2| -+ Hl=] =] |
<N A S IEA = I |

4] Eel =l = | [
Species Type Comments
A Analyte -
B Ligand -
AB Complex | -
Bulk and drift

Feactants | Parametersl Fepart |

Responze [RU] Frarm (2] Ta(z)
¥ Refractive index [1); IF” ItDn - Ilfo
[~ Refractive index [2): I ItEIff - I

[~ Dift [in RUY; |

Bulk refractive index contribution RI during sample injection.
No drift.
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Parameters
Parameter | Description Fitting status Comments
tOn Starting time for Constant
sample injection (s)
tOff Ending time for Constant
sample injection (s)
Conc Analyte concentration | Constant Attached to
(M) keyword
Rmax Maximum analyte Fit globally
binding capacity (RU)
k, Association rate Fit globally
constant (M-1s1)
kq Dissociation rate Fit globally
constant (s'1)
RI Bulk refractive index | Fit locally Negative
contribution (RU) values allowed

Rate equations

1:1 [Langmuir] binding

& = Cong
B[0] = Rmax

AB(0] =0

Total rezponize:
AE + Rl

dB/dt = - [ka"a*B - kd"AB)

d2B/dt = (ka"a*B - kdaB)

Copy

I LCloze I

Calculated report parameters
The fitting report also includes values for selected parameters.

Parameter | Value Description Status

Ka (1/M) | ky/ky Equilibrium binding Global
(affinity) constant

Kp (M) ka/k, Equilibrium dissociation Global
constant

Req (RU) | ky*Conc™Rpay/ Steady state binding level Local

(k,*Conc+ky)

kobs (1/s) | k,*Conc+ky Observed rate constant Local

(slope of In(dR/dt) against t)
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Example data
BIAevaluation project file Langmuin\P24.ble .

Note: The closeness of this fit for this example data can be improved
slightly by setting Rmax to a local parameter. This is
experimentally justified since the data was obtained from
binding HIV p24 protein to monoclonal antibody captured on
a rabbit anti-mouse Fc (RAM-Fc) surface, so that the level of
captured antibody may vary slightly between sensorgrams.

C.1.2 1:1 binding with drifting baseline

This model describes a 1:1 interaction superimposed on a linear
baseline drift. Instrument drift is normally low in BIACORE systems
(typically less than 0.005RU/s) and can largely be eliminated by the
use of a reference cell, but the use of a model which includes linear
drift may be appropriate in experiments with low surface binding
capacity (Rmax 100 RU or less). A model with exponentially drifting
baseline, which may be used as an approximation to a capturing
situation with slow dissociation of capturing molecule, is provided in
the additional models file (see Section C.4).

Reaction scheme and reactants
React 1 React 2 React 3 k-forward k-backward

1]a =|+]e RN EEEE [kd j|

2]  H«f ===l = |
3 Eef == E |

4] Eel =l = | [
Species Type Comments

A Analyte -

B Ligand -

AB Complex | -
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Bulk and drift
Reactants  Bulk And Drift IParametersI Repoart I
Response [RU] Fram [s] To[s]
¥ Refractive index [1); IF” ItDn - Ilfo
[~ Refractive index [2): I Ithf - I
[ Diift (in ALY IDrift"[t-an]

Bulk refractive index contribution RI during sample injection.

Drift in RU = Drift*(t-tOn)
where  Drift is the rate constant for linear drift (RU/s)
tOn is the injection start time

This expression produces a drift component which has a value of zero
at the injection start. The drift may be positive or negative.

Parameters
Parameter | Description Fitting status Comments
tOn Starting time for Constant
sample injection (s)
tOff Ending time for Constant
sample injection (s)
Drift Slope of the baseline | Fit locally Negative
drift (RU.s1) values allowed
Conc Analyte concentration | Constant Attached to
(M) keyword
Rmax Maximum analyte Fit globally

binding capacity (RU)

k, Association rate Fit globally
constant (M-1s1)

kq Dissociation rate Fit globally
constant (s'1)

RI Bulk refractive index | Fit locally
contribution (RU)
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Rate equations

1:1 binding with drifting bazeline

b = Conc

B[0] = RiMax
dB/dt = - [ka"a*B - kd"AB)

AB(0] =0
B8 At = [ka"d B - kd=AB)

Total rezponize:
AE + R+ [Dift(t-t0n))

Copy I LCloze I

Calculated report parameters
The fitting report also includes values for selected parameters.

Parameter | Value Description Status

Ka (1/M) | ky/ky Equilibrium binding Global
(affinity) constant

Kp (M) ka/k, Equilibrium dissociation Global
constant

Req (RU) | ky*Conc™Rpay/ Steady state binding level Local
(k,*Conc+ky)

kobs (1/s) | k,*Conc+ky Observed rate constant Local
(slope of In(dR/dt) against t)

Example data
None provided.
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C.1.3 1:1 binding with mass transfer

This model describes a 1:1 interaction with a simplified expression for
mass transfer limitation. An alternative model for mass transfer-
limited interactions is provided in the additional models file (Section

C.4).

Reaction scheme and reactants

React 1 React 2 React 3 k-forward k-backward
P Y E I R e [Id =
2| el === =] |
3] =] ==l = |
T s | -
Species Type Comments
A Analyte Mass transfer limited, see note.
B Ligand -
AB Complex | -

Note: Mass transfer limitation is included by checking the Mass
transfer box in the analyte properties.

Bulk and drift

Reactantz

¥ Refractive indes [1):

[~ Refractive index [2):

[~ Dt fin AU

Parametersl Hepo[tl
Responze [RU] Frarm (2] Ta(z)
[Ri [ion - |oft

| Jioi -

Bulk refractive index contribution RI during sample injection.

No drift.
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Parameters
Parameter | Description Fitting status Comments
tOn Starting time for Constant
sample injection
(s)
tOff Ending time for Constant
sample injection
(s)
Conc Analyte Constant Attached to
concentration (M) keyword
Rmax Maximum analyte | Fit globally
binding capacity
(RU)
k, Association rate Fit globally
constant (M-1s1)
kq Dissociation rate Fit globally
constant (s'1)
RI Bulk refractive Fit locally
index contribution
(RU)
ki Rate constant for | Fit globally See comment
mass transfer (s1) under rate
equations

Rate equations

1:1 binding with maz=s transfer

A[z0lution] = Conc

A0 =0

B[0] = Bmax

AB[0] =0

Total response:
AE + Rl

i/t = kB{Conca) - (ka*sB - kd*4B]

dB/dt = - [ka"a"B - kd"AR)

daB/Adt = (ka"a B - kd*AB)

Copy

I LCloze I

Notes: Introduction of mass transfer limitation (by checking the Mass
transfer box) introduces an expression for dA/dt, the rate of
change in concentration of analyte A. In the rate equations, A
represents the analyte close to the surface which is capable of
binding to ligand. The basic assumption of constant analyte
concentration in BIAevaluation (see Section B.2.1) is
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maintained insofar as the constant value Conc represents the
bulk concentration of analyte.

The mass transfer constant k, obtained from this model is an
empirical constant which is related to the generally accepted
mass transfer coefficient k,, by the expression:

ke =107 x MW x k,
Values for k; are typically of the order of 108 for proteins of
molecular weight 50-100 kilodaltons.

Calculated report parameters
The fitting report also includes values for selected parameters.

Parameter | Value Description Status

Ka (1/M) | ky/ky Equilibrium binding Global
(affinity) constant

Kp (M) ka/k, Equilibrium dissociation Global
constant

Req (RU) | ky*Conc™Rpay/ Steady state binding level Local
(ka*Conc+ky)

kobs (1/s) | k,*Conc+ky Observed rate constant Local
(slope of In(dR/dt) against t)

Example data
BIAevaluation project file Mass Transfer\igfl.ble .

C.1.4 Bivalent analyte

This model describes the binding of a bivalent analyte to immobilized
ligand, where one analyte molecule can bind to one or two ligand
molecules. Binding to the first ligand molecule is described by a single
set of rate constants, so that the two sites on the analyte are equivalent
in the first binding step. Binding of the second ligand molecule is
described by a second set of rate constants, allowing the model to take
cooperative effects into account. If the two sets of rate constants are
the same, there are no cooperative effects and the increased affinity
resulting from bivalent binding is frequently referred to as avidity.

The model may be relevant to studies among others with signalling

molecules binding to immobilized cell surface receptors (where
dimerization of the receptor is common) and to studies using intact
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antibodies binding to immobilized antigen. Bear in mind however that
the association rate constant for the second site interaction is reported
in the unconventional units of RU"s™ (see below).

If you fit experimental data to this model, use View:Components to

examine the relative contributions of first and second site binding to
the fitted curves.

Reaction scheme and reactants

React 1 React 2 React 3 k-forward k-backward
O S E - R N [ [la1 =
2/ x| +|B Tlis=lee2 =] ka2 [kd2
<N A S IEA = I |

o= H=l 3 | | -

Species Type Comments

A Analyte -

B Ligand -

AB Complex | Formed by binding one A to B

AB2 Complex | Formed by binding one A to AB
Bulk and drift

Reactants EUM‘mde" Parameters | Report |

Response [RU) Framm [s] Ta[s)
[V Refractive index [1); IF“ ItUn o Ithf

[~ Refractive index [2): I ItEIff - I

[~ Dift [in RUY; |

Bulk refractive index contribution RI during sample injection.
No drift.
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Parameters
Parameter | Description Fitting status Comments
tOn Starting time for Constant
sample injection (s)
tOff Ending time for Constant
sample injection (s)
Conc Analyte concentration | Constant Attached to
(M) keyword
Rmax Maximum analyte Fit globally
binding capacity (RU)
kal Association rate Fit globally
constant for A+B=AB
(M1s)
kd1 Dissociation rate Fit globally
constant for AB=A+B
(s1)
ka2 Association rate Fit globally See note
constant for
AB+B=AB2 (RU"1s1)
kd2 Dissociation rate Fit globally
constant for
AB2=AB+B (s!)
RI Bulk refractive index | Fit locally Negative
contribution (RU) values allowed

Note that the association rate constant for the second site binding is
in RU s, not M-1s1. This is because the reaction involves complex

(in RU) binding to ligand (in RU).

Rate equations

Bivalent analyte

b = Conc

B[0] = RiMax
dB/dt = - [kal*a"B - kd1%4E] - (kaZ®aB*E - kd2"AB2)

AB(0] =0
BB At = [kal"aeE - k1548 - [kaZ"aB7E - kd2*8B2]

4B2[0] =0
dAB 2/t = (kaZhB B - kdZAB2)

Total response:
AB + ABZ2 + R

Copy I LCloze I
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Calculated report parameters
The fitting report includes values for selected parameters.

Example data
None provided.

C.1.5 Heterogeneous analyte (competing reactions)

This model is intended for analysis of the kinetics of interaction of
mixtures of two analytes. A common application is determination of
the kinetics for a low molecular weight analyte binding to immobilized
ligand, deduced from measurements of binding of a competing high
molecular weight analyte. Response contributions from both analytes
are taken into account, although the high molecular weight analyte is
responsible for the dominant component in the observed sensorgrams.

Concentrations and molecular weights are required for both analytes.
If absolute molecular weights are not known, relative values can be
entered without affecting the outcome of the fitting. The model cannot
evaluate interactions where the proportions and relative sizes of the
analytes are unknown.

If you fit experimental data to this model, use View:Components to

examine the relative contributions of the two analytes to the fitted
curves.
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Reaction scheme and reactants

React 1 React 2 React 3 k-forward k-backward
S S A 0 R N [la1 =
22 xl+|e Tlis=le =] ka2 [kd2
3] Ele|l === = |
T s | ﬂ
Species Type Comments
Al Analyte -

A2 Analyte

B Ligand -

A1B Complex | Formed by binding A1 to B

A2B Complex | Formed by binding A2 to B
Bulk and drift

Feactants | Parametersl Fepart |

¥ Refractive indes [1): IF“
[~ Refractive index [2): I

[~ Dt fin AU

Responze [RU] Frarm (2] Ta(z)

ItDn - |thf

Jioi -

Bulk refractive index contribution RI during sample injection.

No drift.
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Parameters
Parameter | Description Fitting status Comments
tOn Starting time for Constant
sample injection (s)
tOff Ending time for Constant
sample injection (s)
Conc Analyte concentration | Constant Attached to
(M) keyword
Rmax Maximum analyte Fit globally
binding capacity (RU)
kal Association rate Fit globally
constant for
A1+B=A1B (M-1s1)
kd1 Dissociation rate Fit globally
constant for
A1B=A1+B (s1)
mwl (Relative) molecular Constant
weight of Al
nl Number of binding Constant Default value
sites blocked by A1 1
ka2 Association rate Fit globally
constant for
A2+B=A2B (M-1s1)
kd2 Dissociation rate Fit globally
constant for
A2B=A2+B (s
mw2 (Relative) molecular Constant
weight of A2
n2 Number of binding Constant Default value
sites blocked by A2 1
RI Bulk refractive index | Fit locally Negative

contribution (RU)

values allowed
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Rate equations

Heterogeneous analyte - Competing reactions

A1 = Concl
A2 = Conc?

B[0] = Rmax/mw
dB/dt = - (ka1 mwd B - kd1741B)Amwd *nl - (ka2=t 2 mwz -
ke d24 2B ) miwd 2

41B[0] =0
d47B/dt = [kal %1 "l B - kd1741B)

42B[0] =0
d42B/dt = ka2 2w 2B - kd24.28]

Total response:
ATE + AZB + Rl

Copy I LCloze I

Calculated report parameters

Predefined models

The fitting report also includes values for selected parameters.

Parameter Value Description Status
KA1 (1/M) | k,1/kq1 Affinity constant for A1+B Global
KA2 (1/M) | k,2/kq2 Affinity constant for A2+B Global

Example data

BIAevaluation project file Competitive\Zkomp.ble . To fit this data
adequately, the higher molecular weight analyte is assumed to block

two ligand binding sites per analyte molecule.
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C.1.6 Heterogeneous ligand (parallel reactions)

This model describes an interaction between one analyte and two
independent ligands. The binding curve obtained is simply the sum of
the two independent reactions.

Heterogeneous ligand situations frequently arise in practice through
heterogeneous immobilization of ligand (e.g. amine coupling of
proteins, where the ligand has multiple attachment points), as well as
through heterogeneity in the ligand preparation itself. In cases where
the heterogeneous ligand model is found to give the best fit to the
observed sensorgrams, further experimental efforts to reduce the
heterogeneity are recommended where possible.

If you fit experimental data to this model, use View:Components to
examine the relative contributions of binding to the two ligands to the
fitted curves.

Reaction scheme and reactants

React 1 React 2 React 3 k-forward k-backward
P S I 0 TR I [la1 =
2la Fl+lez =] s=|se2 7| |ka2 [kd2
3] Ele|l === = |
e A=l 5] | s
Species Type Comments
A Analyte -

B1 Ligand -

B2 Ligand -

AB1 Complex | Formed by binding A to B1

AB2 Complex | Formed by binding A to B2
Bulk and drift

Reactants |_Bulk énd Drit| Parameters| Fieport |

Responze [RU] Frarm (2] Ta(z)
[V Refractive index [1); IF“ ItUn - IlUff
[~ Refractive index [2): I ItEIff - I

[~ Dift [in RUY; |

Bulk refractive index contribution RI during sample injection.
No drift.
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Parameters
Parameter | Description Fitting status Comments
tOn Starting time for Constant
sample injection (s)
tOff Ending time for Constant
sample injection (s)
Conc Analyte concentration | Constant Attached to
(M) keyword
Rmax Maximum analyte Fit globally
binding capacity (RU)
kal Association rate Fit globally
constant for
A+B1=AB1 (M-1s1)
kd1 Dissociation rate Fit globally
constant for
AB1=A+B1 (s
ka2 Association rate Fit globally
constant for
A+B2=AB2 (M-1s1)
kd2 Dissociation rate Fit globally
constant for
AB2=A+B2 (s
RI Bulk refractive index | Fit locally Negative
contribution (RU) values allowed

Rate equations

Heterogeneous ligand - Parallel reactions

b = Conc
B1[0] = Rk ax1

B2[0] = Fkax2

AB1[0] =0

AB2[0] =0

Total rezponize:

dB1/dt = - [kal"s*B1 - kd1"2E1]
dB2/dt = - [ka2"& B2 - kd2"4B 2]
daB1sdt = (ka1 BT - kd1%4B7)

daB2/dt = [kaZa B2 - kdZaB2)

Copy I LCloze I
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Calculated report parameters
The fitting report also includes values for selected parameters.

Parameter Value Description Status
KA1 (1/M) | k,1/kq1 Affinity constant for A+B1 Global
KA2 (1/M) | k,2/kq2 Affinity constant for A+B2 Global

Example data
None provided.

C.1.7 Two-state (conformational change)

This model describes a 1:1 binding of analyte to immobilized ligand
followed by a conformational change in the complex. To keep the
model simple, it is assumed that the conformationally changed
complex can only dissociate through the reverse of the conformational
change:

A+B = AB = AB*

Note that conformational changes in ligand or complex do not
normally give a response in BIACORE. A good fit of experimental
data to a multi-state model should be taken as an indication that
conformational properties should be investigated using other
techniques (e.g. spectroscopy or NMR), rather than direct evidence
that a conformational change is taking place.
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Reaction scheme and reactants

React 1 React 2 React 3 k-forward k-backward
O S E - R N [ [la1 =
2/ee x|+ Tlis=eex 7] ka2 [kd2
B G S A S I |
o[ = A=l = | | -
Species Type Comments
A Analyte -
B Ligand -
AB Complex | Formed by binding A to B
ABx Complex | Formed by conformational change from AB

Note that in this model the conformational change only occurs in the
complex AB, not in free ligand B. In addition, the only way ABx can
dissociate to release free A is through prior conversion to the form AB.
This is probably a considerable simplification of real systems involving
conformational change.

Bulk and drift
Feactants | Parametersl Fepart |
Response [RU] Fram [s] To[s]
¥ Refractive index [1); IF” ItDn - Ilfo
[~ Refractive index [2): I ItEIff - I
[~ Diift fin BUJ: |

Bulk refractive index contribution RI during sample injection.
No drift.
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Parameters
Parameter | Description Fitting status Comments
tOn Starting time for Constant
sample injection (s)
tOff Ending time for Constant
sample injection (s)
Conc Analyte concentration | Constant Attached to
(M) keyword
Rmax Maximum analyte Fit globally
binding capacity (RU)
kal Association rate Fit globally
constant for
A+B1=AB1 (M-1s1)
kd1 Dissociation rate Fit globally
constant for
AB1=A+B1 (s
ka2 Forward rate constant | Fit globally
for AB=ABx (s1)
kd2 Backward rate Fit globally
constant for AB=ABx
(s1)
RI Bulk refractive index | Fit locally Negative

contribution (RU)

values allowed

Rate equations

Two state reaction [conformation change)

& = Cong
B[0] = Rmax

AB(0] =0

B[] = 0

Total response:
AB + ABw + R

dB/dt = - [kal*A"B - kd1%4B)
d2BAdt = (kal"a - kd1°4B] - (kaZ"aB - kd2"4Bx)

déBx/dt = [ka2*sB - kd2ABx)

Copy I LCloze I
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Calculated report parameters
The fitting report also includes values for selected parameters.

Parameter | Value Description Status
K (1/M) (ka1/kq1)* | Apparent affinity constant Global
(ka2/kg2)

Example data
BIAevaluation project file Two State\Myo.ble .

C.2 Models for separate ka/kd

Models for separate ka/kd fitting describe only the association or
dissociation phase of the sensorgram, and are intended for use in
situations where one of the phases cannot be used for evaluation.
Wherever possible, simultaneous evaluation of ka and kd is preferable,
both for convenience and robustness.

Models for separate ka/kd are defined in terms of an integrated rate
equation rather than a reaction scheme. Systems where the rate
equations cannot be integrated mathematically cannot be modelled
with separate ka/kd. The model definition specifies the independent
variable (x-axis parameter) for the equation, which in kinetic contexts
is always time.

C.2.1 1:1 (Langmuir) association
This model fits the association phase of a 1:1 interaction to the
integrated rate equation:

R= Req(l— 5 ("ac*kd)(t‘to))+ RI
where

Kk C
Req - kaC+ kd max

The model requires values for kg, which may be obtained by first
evaluating the dissociation phase of the sensorgram. The association
phase can be evaluated without knowledge of kq by using the model
1:1 (Langmuir) association (kobs)  provided as an additional model
(Section C.4.3).
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'¥¥ Interaction Model
Model Mame: I'I:'I [Langrmuir] association] Tupe: IAssocialion j
Description: I.t‘-‘mal_l,lte [&) binds to igand [B). Requires kd values.
Ea Default Type: IFit locally j MNew. .
max
Cone Initial salue: ID j Delste |
Lﬂd Description: |Bulk refractive index effect [R
™ Allow negative value
I~ Attach to keyward
Formula:
ka*Conc*Rman/(ka*Conc+kd] * (1 - expl-[ka*Conc+kd(t-t0)]) + R ;I
Independent ' anable: It
Cancel (1]4
Parameters
Parameter | Description Fitting status Comments
ka Association rate Fit locally
constant (M-1s1)
Rmax Maximum analyte Fit locally
binding capacity (RU)
Conc Analyte concentration | Constant
(M)
t0 Injection start time (s) | Constant
kd Dissociation rate Constant
constant (s1)
RI Bulk refractive index | Fit locally Negative
contribution (RU) values allowed

C-22
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Calculated report parameters
The fitting report also includes values for selected parameters.

Parameter | Value Description Status

Ka (1/M) | ky/ky Equilibrium binding Global
(affinity) constant

Kp (M) kd/ka Equilibrium dissociation Global
constant

Req (RU) | ky*Conc™Rpay/ Steady state binding level Local
(k,*Conc+ky)

kobs (1/s) | k,*Conc+ky Observed rate constant Local
(slope of In(dR/dt) against t)

C.2.2 1:1 (Langmuir) dissociation
This model fits the dissociation phase of a 1:1 interaction to the
integrated rate equation:

R = Rye (™% + Offset

The Offset term allows the dissociation phase to approach a non-zero
baseline (compare the use of the second bulk refractive index
contribution in models for simultaneous ka/kd, Section B.1.3).

'¥¥ Interaction Model

Model Mame: I'I:'I [Langrnuir] dizsociation Tupe: IDissociation j

Description: I.t‘-‘mal_l,lte [&] dizsociates from surface comples [AE]

Repart I
Drefault Type: IFit locally j MHew. ..
Initial value: ID j Delete |
Descriptiot: |Hesidual response at infinite i

W Allow negative value
I~ Attach to keyward

Formula:
RO * expl-kd * [t - t0)) + Offget

T

Independent ' anable: It

Cancel (1]4
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Parameters
Parameter | Description Fitting status Comments
kd Dissociation rate Fit locally
constant (s'1)
RO Response at start of Constant
fitted data (RU)
t0 Time at start of fitted | Constant
data (s)
Offset Response at infinite Fit locally
time (RU)

C.3 Models for general fitting

Models for general fitting are intended for fitting non-kinetic data.
Applications of such fitting procedures in BIAevaluation include
calculation of calibration curves using a 4-parameter equation (Section
5.2), calculation of affinity in solution from measurements of free
interactant concentrations (Section 6.3) and calculation of surface
interaction affinity from a plot of R¢q against C (Section 6.2).

Models for general fitting are defined in terms of an expression
describing the ordinate (y-axis) value as a function of an independent
variable (x-axis).

C.3.1 4-parameter equation

The 4-parameter equation is a general curve fitting model which is
suitable for generating calibration curves for concentration
determination (Section 5.2). The model fits a plot of the response
against concentration to the equation:

Rhi B RIo
2
1+Et:ond%A
OA, O

responses R —
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'¥¥ Interaction Model

todel Hame: |4-palametel equation Tupe: IGeneraI j

Description: |4-palametel equation for general curve fitting [e.g. calibration curve for conc

Parameters | Repoart I

Elhi Default Type: IFit lacally j Mew...

o

Al Initial value: |1 j Delete |
Description: |Fitting constant 2

W Allow negative value
I~ Attach to keyward

Formula:
Rihi - (Fohi - Rll/[1+{[Canc a1 A2]) =
[~
[ndependent  aniable: ICDnc
Cancel ak
Parameters
Parameter | Description Fitting status Comments
Rpi Response at Fit locally
infinite
concentration
Rio Response at zero Fit locally
concentration
Conc Analyte Constant Independent
concentration (M) variable
Aq Fitting constant Fit locally
Ay Fitting constant Fit locally

The fitting constants A1 and A2 are mathematical parameters that do
not have any direct physical interpretation.
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C.3.2 Linear fit
This model fits data to a straight line:

y=kx+m

2 Interaction Model E3

T
Straight line fit to y=ks+m

Fitlocaly [l

I

o [
.!
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C.3.3 Solution affinity

This model derives the affinity constant in solution from
measurements of the free concentration of one interactant in steady
state mixtures with the other. In the steady state mixtures, the total
concentration of component A is varied while that of B is kept
constant. To use the model, prepare a plot of the free concentration of
B against the total concentration of A and fit the curve to the model.
The total concentration of B is entered as a constant in the fitting
wizard. The affinity constant for the interaction of A and B is
displayed in the report (see (Section 6.3).

'¥¥ Interaction Model

Model Mame: ISDIution Affinity Tupe: IGeneraI j

Descriptior: ICaIcuIates zolution affinity from titration series. Free concentration measured

Parameters | Repoart I

D Drefault Type: IComtant j MHew. ..
Initial value; I j Lelete |
Description: |Initia| Conc B

I ElEwreaative walie
W Attach to keyward

Formula:
[B-A-KD )/ 2+[0.25°(8+B +KD ] 2-47B]"0.5

T

Independent ' anable: I,.i_\

Cancel (1]4

C.3.4 Steady state affinity

This model calculates the affinity constant for the surface interaction
from a plot of steady state binding level Ry against analyte
concentration (Section 6.2).
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'¥¥ Interaction Model

Model Mame: ISlead_l,J state affinity Tupe: IGeneraI j

Description: ICaIcuIates affinity from steady state data [Req ws Conc)

Parameters | Repoart I

EIA Drefault Type: IComtant j MHew. ..

s

T Initial value: |1 = Delete |
Description: |S teric interference factor

I ElEwreaative walie
W Attach to keyward

Formula:
KA Conc*Rmas kKA Concn+l] ;I

[ndependent  aniable: ICDnc

Cancel | (1]4 |

The steric interference factor n may be used to compensate for steric
blocking of additional binding sites by a single analyte molecule. Note
that this is not the same as multivalent analyte binding to more than
one site, which gives an avidity effect.
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C.4 Additional models

The models described below may be imported into BIAevaluation from
the file More Models.mdl .

C.4.1 1:1 binding with exponential baseline drift

This model for simultaneous ka/kd evaluation describes 1:1 binding
superimposed on an exponential decrease in baseline starting at a
given time. By setting the start of the baseline drift to the start of the
sensorgram (the default initial value), the model approximates a
capturing situation with slight dissociation of the capturing molecule
from the surface.

This model is not a completely correct description of a capturing
situation with dissociation, since the baseline drift does not account
for the loss in analyte binding capacity resulting from dissociation of
the capturing molecule with attached ligand. Moreover, the loss in
response is an approximation which does not take into account the
difference in effect between dissociation of a capturing molecule with
and without attached ligand. However, definition of an accurate
model for the capturing situation is difficult, and the increased number
of parameters required potentially reduces the stability of the fitting
(see Section A.4). A situation where capturing molecule dissociates to
a significant extent is not suitable for kinetic studies, and the model
with exponential baseline drift is a fair approximation provided that
the drift is small.

The baseline should not be set to zero when this model is used to fit
to sensorgrams.

If you fit experimental data to this model, use View:Components to
examine the relative contributions of analyte binding and baseline drift
to the fitted curves.

The model is identical to that for 1:1 (Langmuir) interaction except for
the addition of an exponential expression for drift:

Reactantz | Parametersl Feport |
Response [RU) Framm [s] Ta[s)
[V Refractive index [1); IF“ ItUn o Ithf
[~ Refractive indes (2 | B0 -
v Dirift [in BLJ: IF!D"exp[-k_bg"[t-tDn]]
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Drift =R ge~*-Pat-ton

where R is the response at the start of drift
k_bg is the rate constant for the drift in RU.s™!

The drift may be positive or negative (k_bg is allowed to have a
negative value). For evaluation of capturing situations with
background dissociation, the value obtained for k_bg should always be
positive (so that the drift is negative).

C.4.2 1:1 binding with mass transfer km(m/s)

This model for simultaneous ka/kd evaluation represents an alternative
approach to modelling mass transfer limitations (compare Section
C.1.3), using explicit mathematical expressions for the forward and
backward rate equations instead of checking the Mass transfer box for
the analyte.

'¥¥ Interaction Model

Model Mame: I'I -1 binding with mass transfer. km(m/s)

Description: IDne analyte [&) reacts with a single site on the immobilised ligand [B). Mazstr

Reactants | Bulk &nd Drifll F'ararnelersl Report I
-gt LCategory: Cormplex Mew...

= ¥ Generates Response Lelete |
™ Malecular weight: I

React 1 React 2 React 3 k-forward k-backward
e Elels =l s=[ae 2| |kedieka® | [kddiekaE A
2| =+ ==l = |
B I S I 1 I | -
T del Sl 5 | =

Bate Eq's... | Cancel | (1] |

BIAevaluation Software Handbook



Predefined models

The forward and backward rate constants are given by

K forward = % entered as ka/(1+ka*B/(1e9*mw*km))
1+——2——
10° Chnwik,
and
- Kq
K packward = KB entered as kd/(1+ka*B/(1e9*mw*km))
1I+———2——
10° Cmwik,,

where k,, kq are the rate constants for the interaction
mw is the molecular weight of the analyte
ky, is the mass transport coefficient
10 is a conversion factor between molar concentrations and RU

This approach thus modifies the effective forward and backward rate
constants directly with an expression that is related to both the rate of
mass transfer and the concentration of available binding sites (i.e. the
potential rate of interaction). At high mass transfer rates, the
denominator in the expressions for Kforward and Kpackward approaches 1
and the constants approach the interaction rate constants.

The units of k,;, used in this model are m.s™, and the model includes
analyte molecular weight as a parameter. When mass transfer is
modelled using the Mass transfer box for analyte (Section C.1.3), the
constant k; is expressed in s and the molecular weight is included in
the magnitude of k.. These two ways of expressing the mass transfer
constant are related by the expression:

k, =10° Omwk,,

Fitting mass transport-limited data to the two kinds of model gives
equivalent results.
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C.4.3 1:1 Langmuir association (kobs)

This model for separate ka/kd evaluation calculates the observed rate
constant (kops=k,C+ky) and the steady state binding level R¢q. The
association rate constant k, may be obtained from a secondary plot of
kobs against C without knowledge of the dissociation rate constant kq.

' Interaction Model Ed |

Model Name: ||1:1 [Larngriuir] association [kobs) Type: I.-’-'«ssuciatiun j
Description: I.&nal_l,lte [&] binds ta igand (B). Calculates kobs and Req.
Parameters I Report I
:;Dt's Default Type: IFit locally j Mew...
&
Conc Initial walue: IU j Delete I
Deseriptian: |Bulk refractive index effect (R
v Allow negative valus
[~ Attach to kewword
Formula:
Reg ® 1 - expl-kobs{t-t0])) + RI ;l
Independent W ariable: It
Cancel Ok,
Parameters
Parameter | Description Fitting status Comments
kobs Observed rate Fit locally
constant (s'1)
Req Steady state binding Fit locally
level (RU)
Conc Analyte concentration | Constant
(M)
t0 Injection start time (s) | Constant
RI Bulk refractive index | Fit locally Negative
contribution (RU) values allowed
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Predefined models

Notes: The analyte concentration Conc is not used in fitting data to
the model. It is however included as a parameter so that a
secondary plot of ke against C can be constructed from the
fitting data.

To obtain a correct estimate of the steady state response R,
the starting time for the association ty must be set to the
actual time of injection. By default, tg is the starting time for
the selected data. You may therefore need to adjust the
suggested values for tg before performing the fit. This is
particularly important if you intend to plot Req against C to
estimate the affinity constant.

C.4.4 Average

This is a general fitting model designed to calculate the average value
over a selected portion of a curve. It is useful for calculating steady
state levels from sensorgrams where steady state has been reached.

The formula used for the fitting equation is simply a single parameter
representing the average:

'¥¥ Interaction Model
todel Hame: IAVBrage Tupe: IGeneraI j
Diescription: I

Parameters | Repoart I

Default Tupe: IFit locally =] New...
ohic
Initial value: IYAVETEQE j Delete |
Drescription: |Equilibrium Tesporse

™ Allow negative value
I~ Attach to keyward

Formula:

Feq ;I

Independent ' anable: It

Cancel | (1]4 |

The initial value for this parameter is set to YAverage , which is the
average ordinate (y-axis) value over the range of the selected data.
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Predefined models

C-34

When steady-state binding data is fitted using this model, the fitting
window displays the average value as a horizontal line over the range
of selected data (this line is in fact the calculated “fitted curve”). The
Parameters tab in the fit window displays values for Req and Conc, so

that a plot of Req against C can be constructed directly using Fit:Plot
Parameters (see Section 4.6).
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1 (Langmuir) association model, C-21

1 (Langmuir) binding model, C-2

1 (Langmuir) dissociation model, C-23

1 binding with exponential baseline drift model, C-29
1 binding with mass transfer, km(m/s) model, C-30

1 binding with drifting baseline model, C-4

1 binding with mass transfer model, C-7

1

1:
1:
1:
1:
1:
1:
1:
1:1 Langmuir association (kobs) model, C-32

4-parameter equation, 1-2, 7-50, C-24

abbreviations for numerical input, 7-4
active curve, 7-2, 7-3
adding curves to a project, 3-2
adjusting baseline, 3-13, 4-3, 7-29
adjusting scale, 7-24
affinity constants
from rate constants, 6-1
from solution binding data, 6-3
from steady state binding level, 6-2
affinity evaluation, 6-1
aligning curves, 3-14, 7-30
analyte, B-10
arithmetical functions, 3-22
arranging windows, 7-14
assessing kinetic fit, 4-11
auto-scale, 3-8
average model, C-33
avidity effects, C-9

baseline adjustment, 3-13, 4-3, 7-29
baseline drift, B-3

bia_old.mdl, 2-2

BIACORE result files, 3-3

BIAevaluation clipboard, 7-10, 7-20
binding levels, 5-1

binding rates, 5-1

bivalent analyte model, C-9

bulk and drift, B-14

bulk refractive index contribution, 4-20, B-5
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i

Calculate menu

Derivatize , 7-31

Normalize , 7-32

plot window, 7-28

X-Transform , 3-15, 7-30

Y-Transform , 3-13, 7-28
calculating unknowns, 5-4

from calibration window, 5-8
calibration curve

fitting algorithms, 5-3, 7-49
calibration curve display, 5-4
calibration curve names, 5-7
calibration data, 5-6
calibration window, 1-6

calculating unknowns, 5-8

Data menu, 7-57

Edit menu, 7-55

File menu, 7-53

Help menu, 7-58

toolbar, 7-53

View menu, 7-55

Window menu, 7-58
changing parameter properties, B-3
checking a model definition, B-15
chi2 (x?), 4-8, 4-14, A-6
clearing data in a sheet, 7-46
clearing data selection, 7-23
clipboard

BIAevaluation, 7-10, 7-20

Windows, 7-20
closing BIAevaluation, 7-10
comparing calibrations, 5-7
comparing curve shapes, 3-17
complex models, 1-2
components in complex interactions, 7-39
concentration evaluation, 1-2
concentration measurement

binding levels, 5-1

binding rates, 5-1

calculating unknowns, 5-4, 5-7

comparing calibrations, 5-7

replicate values, 5-4

unknown points, 5-2
constants in kinetic evaluation, 4-6
copying curves to other applications, 7-20
copying numerical data from fit window, 7-38
copying sheet data, 7-45
correlated parameters, A-7
correlation coefficient, A-6
creating curves from sheet data, 3-26, 7-49
creating models, B-10
creating secondary plots, 4-21
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cubic spline fitting, 7-50
curve alignment, 7-30
curve colour, 3-7
curve fitting
algorithm, A-1
local minimum, A-3
curve history, 7-12
curve list, 3-7
curve marker, 3-7
curve properties, 7-2, 7-11
curves
aligning, 3-14
colour, 7-11
copying to other applications, 7-20
creating from sheet data, 3-26, 7-49
curve name, 7-11
cutting data, 3-11
deleting, 7-10
functions in split view, 7-27
generated x-values, 3-5
in current working set, 3-7
line type, 7-11
markers, 7-11
overlay plot, 3-7
properties, 3-7
selecting data, 3-11
single curve plot, 3-7
title, 3-9
working set, 7-22
custom filter, 3-25, 7-47
cutting curves, 7-10, 7-20
cutting data, 3-11
cutting sheet data, 7-45
CVx, 5-5
CVy, 5-5

data for concentration evaluation, 5-1
Data menu
Calculate Unknowns , 7-57
Calculate Values , 7-51
calibration window, 7-57
Compare Calibrations , 7-58
Create Curve , 3-27, 7-49
Filter , 3-24, 7-47
Generate Calibration , 5-3, 7-49
sheet window, 7-47
Sort, 3-23, 7-47
data presentation, 3-6
data transformation, 3-11
adding new curves, 3-14
aligning curves, 3-14
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normalizing, 3-16

replacing original curves, 3-14
decimal separator, 2-2
deleting selected data, 7-21
deleting curves from project window, 7-10
derivative plot, 7-27, 7-31
difference plot, 7-30
differences from version 2.x, 1-1
dilution errors, 4-24
display

arranging windows, 7-14

calibration curve, 5-4

curve properties, 3-7

fitted curves, 4-9

gridlines, 3-8

legend, 3-10

number of digits, 7-14

relative residuals, 7-14

scale, 3-8, 7-24

zoom, 3-8

Edit menu

calibration window, 7-55

Clear, 7-46

Clear Selection , 7-23

Copy, 7-10, 7-38

Copy Graph , 7-20

Curve Properties , 3-7, 7-11

Cut, 3-12, 7-10, 7-20

Delete, 7-46

fit window, 7-38

Insert Paste , 7-45

Paste, 7-10, 7-21

Paste Curve , 3-12

plot window, 7-20

project window, 7-10

Redo, 7-20

Remove, 7-10

Remove Selected Data , 7-21

Select, 3-11, 7-23

Select All , 7-55

sheet window, 7-45

Undo, 7-20

Undo Cut, 3-12

Working Set , 7-22
editing models, 7-33, B-2
evaluating concentration data, 5-1
evaluation as an experimental tool, 4-25
evidence for conformational change, C-18
examining sensorgram components, 4-20
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example data files, C-1

decimal separator, 2-2
experimental considerations, 4-23
exponential format, 7-4
exporting calibration data, 7-54
exporting curves, 7-7, 7-18
exporting models, 7-9

failure to fit curves, 4-24, A-4
file format
exported curves, 7-7
exported models, 7-8
projects, 7-7
File menu
calibration window, 7-53
Exit, 7-10
Export , 7-7
Export Models , 7-9
fit window, 7-36
Import Models , 7-8
New Project , 7-5
New Sheet, 7-5
Open, 3-1, 7-5
plot window, 7-18
Print, 7-18, 7-36, 7-44, 7-54
project window, 7-5
Save, 7-6
Save As, 7-6
sheet window, 7-43
file types, 3-1, 7-6
filtering data, 3-24, 7-47
finding the best fit, 4-25
Fit menu
Edit Models , 7-13, 7-33
fit window, 7-41
General, 7-33
Kinetics Separate ka/kd , 7-33
Kinetics Simultaneous ka/kd , 4-2, 7-33
Plot Parameters , 4-21, 7-41
plot window, 7-33
Preferences , 7-13, 7-33
project window, 7-12
Simulate Curve(s) , 7-12, 7-33
fit window, 1-4
curve display, 4-9
Edit menu, 7-38
File menu, 7-36
Help menu, 7-42
parameters, 4-10
removing a fit, 4-15
report, 4-10
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vi

residual plots, 4-9
selections, 4-11
toolbar, 7-35
View menu, 7-38
Window menu, 7-42
fitted curves, 4-9
fitting functions for calibration curves, 7-49
fitting parameters, 4-10
fitting preferences, 7-13
fitting progress, 4-7
fitting report, 4-10
fitting simultaneous ka/kd, 4-2
fitting statistics, 4-14, 7-13
fitting status, 4-7, B-3
format number, 7-56

general curve fitting, 4-19

generated x-values, 3-5

generating calibration curve, 5-3, 7-49
global fitting, 1-1

global parameters, 4-6

gridlines, 3-8, 7-24

header row, 3-24
Help menu
calibration window, 7-58
fit window, 7-42
plot window, 7-34
project window, 7-16
sheet window, 7-52
heterogeneous analyte (competing reactions) model, C-12
heterogeneous ligand (parallel reactions) model, C-16

identifying mass transfer limitations, 4-16
immobilization chemistry, 4-24
importing models, 7-8
initial values for curve fitting, 4-7, 4-24, A-2
injection start

effect of incorrect selection, 4-12
injection start and stop, 4-4
installation, 2-1

with BIACORE X Control Software, 2-2
interpreting residual plots, 4-10
invalid data points, 7-22
iteration speed, 4-8
iterations, 4-8
iterative fitting, A-2
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keywords, 4-6, 5-2
kinetic constants from mass transfer limited data, 4-16
kinetic evaluation, 4-1
assessing the fit, 4-11
constants, 4-6
examining the fit, 4-9
fitting mass transfer limited data, 4-16
fitting progress, 4-7
fitting separate ka/kd, 4-17
fitting statistics, 4-14
fitting status, 4-7
initial values, 4-7
parameter values, 4-10
refitting data, 4-14
report, 4-10
selecting data, 4-4
selecting the model, 4-6

labels, 3-9, 7-25

legend, 3-9, 7-25

ligand, B-10

linear fit, C-26

linear fitting for calibration curve, 7-50
local parameters, 4-6

logarithmic derivative plot, 7-28, 7-31
logarithmic plot, 7-29

logarithmic quotient plot, 7-28, 7-29
long file names, 1-2

making data points invalid, 7-22
Marquardt-Levenberg algorithm, A-1
mass transfer, B-6
mass transfer coefficient, B-7, C-9
mass transfer limited data, 4-15
measuring solution affinity, 6-4
model complexity, A-4
model definition
1:1 binding with drifting baseline, C-4
1:1 binding with mass transfer, C-7
1:1 (Langmuir) association, C-21
1:1 (Langmuir) binding, C-2
1:1 (Langmuir) dissociation, C-23
1:1 binding with exponential baseline drift, C-29
1:1 binding with mass transfer, km(m/s), C-30
1:1 Langmuir association (kobs), C-32
4-parameter eqaution, C-24
average, C-33
bivalent analyte, C-9
bulk and drift, B-14
checking the model, B-15
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conventions, B-10
for separate ka/kd, B-16
general models, B-17
heterogeneous analyte (competing reactions), C-12
heterogeneous ligand (parallel reactions), C-16
linear fit, C-26
negative parameter values, B-14
rate equations, B-14
reactant names, B-12
reactants, B-11
reaction scheme, B-13
solution affinity, C-27
steady state affinity, C-27
two-state (conformational change), C-18
model editor, 1-2, 7-13, 7-33, B-2
models
exporting, 7-9
importing, 7-8
molecular weight
in model definitions, B-10
mouse functions, 7-2

negative values, B-14
non-specific binding, 4-24
normalizing curves, 3-16, 7-32
normalizing to specified values, 3-16
number format, 7-14, 7-56
number of blocked sites, B-7
number of displayed digits, 7-14
number of fitted parameters, A-4
numerical input

exponential format, 7-4

shorthand format, 7-4
numerical integration, 1-2, A-2

observed rate constant, C-32
offset, C-23
opening a new project, 7-5
opening a new sheet, 7-5
opening files, 3-1, 7-5
opening result files, 3-3
opening saved projects, 3-2
opening text files

as curves, 3-4

as sheet, 3-4
overlay plot, 3-6

from sequential injections, 3-18
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page header and footer, 7-19
parameter properties, B-13
pasting curves into plot window, 7-21
pasting curves into project window, 7-10
pasting formulas in sheets, 7-45
pasting sheet data, 7-45
plot window, 1-4

Calculate menu, 7-28

Edit menu, 7-20

File menu, 7-18

Fit menu, 7-33

Help menu, 7-34

toolbar, 7-17

View menu, 7-24

Window menu, 7-34
plotting sheet data as a curve, 7-49
point-to-point fitting, 7-50
precision, 5-5
predefined modesl, C-1
presenting data, 3-6
printing

calibration window contents, 7-54

curve history, 7-12

fit window contents, 7-36

page header and footer, 7-19

plot window contents, 7-18

setup, 7-19

sheet window contents, 7-44
project

opening, 7-5
project files, 3-2
project window, 1-3

Edit menu, 7-10

File menu, 7-5

Help menu, 7-16

selecting curves, 3-6

toolbar, 7-5

View menu, 7-12

Window menu, 7-14
project window Fit menu, 7-12
projects

file format, 7-7

saving, 7-6

Qubic spline, 7-50

rate equations, A-2, B-14
reactants, B-11

reaction scheme, B-13
reagent purity, 4-24
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recent file list, 7-9
reciprocal plot, 7-29
recovering deleted data, 3-12
redo edit, 7-20
reference line, 7-26
moving, 7-2
refitting data, 4-14
regeneration performance, 3-26
relative residuals, 4-9, 7-14
removing a fit, 4-15
removing data, 3-11, 4-3
from single curves, 3-12
removing filters, 3-25
replace original, 3-14
replicates in concentration measurement, 5-4, 7-50
report parameters, B-8
report point table
as rpt file, 3-5
in result files, 3-3
keywords, 5-2
opening as sheet, 3-22
report tab in fit window, 4-10
residual plots, 4-9
residuals
in local and global fitting, 4-12
normal levels, 4-9
relative residuals, 7-14
result files, 3-3
right mouse button, 1-3, 7-2
row numbers in filtered sheets, 7-48

sample dispersion, 4-24
saved projects, 3-2
saving projects, 7-6
scale, 3-8
adjust scale, 7-24
display, 7-24
scaling curves
x-direction, 7-31
y-direction, 7-29
secondary plots, 4-21
selecting
curves, 3-6, 7-2
data in sheet window, 7-3
selecting data, 3-11
selecting data for kinetic evaluation, 4-4
how to choose the data, 4-5
on individual curves, 4-4
selecting the model for kinetic evaluation, 4-6
selections in fit window, 4-11
sensorgram components, 4-20, 7-39
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separate association and dissociation phases, 4-17
sequential injections, 3-18
setting curve properties, 7-2
sheet window, 1-5

arithmethical functions, 3-22

calculating values, 5-9

Data menu, 7-47

Edit menu, 7-45

File menu, 7-43

header row, 3-24

Help menu, 7-52

row-oriented functions, 3-23

toolbar, 7-43

Window menu, 7-52
shifting curves

x-direction, 7-30

y-direction, 7-29
shorthand for numerical input, 7-4
simulate curves, 7-33
simulating kinetic data, 4-22
simultaneous fitting, 1-1
single curve plot, 3-7
smoothing factor, 7-27, 7-31

in spline fitting, 7-50
software wizards. see wizards
solution affinity, 6-3

procedure for determining, 6-4
solution affinity model, C-27
sorting data, 3-23, 7-47
spline fitting, 7-50
split view, 4-5, 7-27

curve functions, 7-27
spreadsheet functions, 3-22
standard deviation, A-8
standard error, 4-14, 7-13, A-6
standard points for calibration curve, 5-2
starting BIAevaluation, 7-1
statistical fitting parameters, A-6
statistics for fitting, 4-14
steady state affinity model, C-27
steady state binding level, 6-2
subtracting a blank run, 7-30
subtracting bulk refractive index, 4-20
sum of squared residuals, A-1
system requirements, 2-1

text file format, 3-4

text files
decimal separator, 2-2
default curves, 3-5
export format, 7-7
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tool tips, 1-2
T-value, 4-14, 7-13, A-7
two-state (conformational change) model, C-18

undo edit, 7-20

unknown points for concentration measurement, 5-2
unknowns, 5-6, 5-7

unzoom, 7-24

updating models, 2-2

variable analyte concentration, B-10
View menu
Adjust Scale , 3-8, 7-24
calibration window, 7-55
Components , 4-20, 7-39
Curve History , 7-12
fit window, 7-38
Format Number , 7-56
Gridlines , 7-24
Labels, 3-9, 7-25
Legend, 3-10, 7-25
Overlay , 7-12
plot window, 7-24
project window, 7-12
Reference Line , 7-26
Scale, 3-8, 7-24
Split View , 7-27
Unzoom, 3-8, 7-24

Window menu
calibration window, 7-58
fit window, 7-42
plot window, 7-34
project window, 7-14
sheet window, 7-52
Windows clipboard, 7-20
wizards, 1-3
calculating values, 5-9
curve alignment, 3-15
installation, 2-1
kinetic evaluation, 4-2
kinetic simulation, 4-22
simultaneous ka/kd fitting, 4-2
separate ka/kd fitting, 4-18
working set, 7-22
workspace, 1-3
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x-transformation, 7-30
x-values
generated, 3-5

y-transformation, 7-28

zooming the display, 3-8
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