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Welcome to the FortéBio Octet System User Guide. This manual provides a brief
overview of Bio-Layer Interferometry and explains how to:

e Operate the Octet instrument.

e Set up and run quantitation and kinetics experiments on the Octet instrument,
perform data analysis, and generate reports.

e Maintain the Octet instrument.

For information on preparing samples for quantitation or kinetics experiments, please
see the appropriate FortéBio Octet Biosensor product instructions. For information
about the Origin® software that is included with the Octet System, please see the
Origin User’s Manual.

1.1 About This Manual

The following conventions are used in this manual.

Convention Example

Menu commands are bolded. To start a new quantitation experiment, select
Experiment —Quantitation —-New Quantitation
Experiment on the main menu.

Document names are italicized. Octet System User’s Guide

Numbered steps explain how to 1. To start the Octet software, click the '..:o icon on the
carry out a procedure. desktop. “

A dash (—) precedes the — The main window appears.

description of the system
response to a procedure step.
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NOTE

A note presents pertinent details on a topic.

/\ cAuTION

CAUTION! A caution note warns you that your actions may have nonreversible
consequences or may cause loss of data.

(1) mpoRTANT

Important information advises you of actions that are essential to the correct
performance of the instrument or software.

1.2 Octet System Overview

The FortéBio Octet System includes the Octet instrument and Octet software, as well
as the Origin® software, a graphing and analysis application for kinetic data analysis.
The Octet System enables real-time quantitation or kinetic characterization of
biomolecular interactions. Two system configurations are available, the Octet-QK for
quantitation and kinetic applications or Octet-Q for quantitation only.

The Octet software controls the Octet instrument and enables you to:

e Define a quantitation or kinetic experiment and save the experiment for
future use.

e Run the defined assay.
e View and save binding data to a user-specified location.
e Generate a report of quantitation or kinetic results in table and graph formats.

e Define custom assays in assay development mode.

Bio-Layer Interferometry

The Octet System is based on proprietary Bio-Layer Interferometry (BLI), a label-free
and highly sensitive biosensor technology. The tip of an Octet biosensor comprises an
optical coating layer and a biocompatible matrix that is derivatized with a capture
molecule (for example, anti-human IgG Fc) (Figure 1.1). The Octet biosensors are
configured in a format that is compatible with a standard 96-well microplate.
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Figure 1.1 A single Octet biosensor (left), plate of 96 biosensors (right)

The Octet instrument passes white light through the biosensor and measures the
interference patterns of light that is reflected back, a characteristic response profile of
wavelength peaks and troughs (Figure 1.2).
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Figure 1.2 Interference pattern of light that is reflected back through the biosensor

The molecules bound to the tip of the optic fiber produce an interference pattern at the
detector.

Any change in the number of molecules bound to the biosensor surface changes the
optical path of the reflected light and causes a measurable shift in the interference
pattern (AA in nm) (Figure 1.3). Importantly, the response profile is not affected by
unbound molecules, changes in the refractive index of the medium, particulate matter
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in the medium, or changes in the flow rate. As a result, assays can even be conducted
in cell culture media or crude lysates without interference.
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Figure 1.3 Molecules that bind to the immobilized molecules on the biosensor change the
optical path of the reflected light from the biosensor surface and shift the interference pattern of
the light reflected through the biosensor.

Octet Binding Curves

Quantitation Analysis

In a quantitation analysis, the raw binding curve represents the rate of increase of
optical thickness as the sample binds to the Octet biosensor tip surface. As Figure 1.4
shows, the binding curve is concentration-dependent. The binding curves of standards
of known concentration are used to generate a standard curve. Accurate quantitation
is derived from the standard curve.
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Figure 1.4 Octet quantitation binding curves are concentration-dependent.

The binding curve shows the interaction of the immobilized biosensor molecules with
sample molecules in real time.
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Kinetic Analysis

Figure 1.5 shows a possible workflow for a kinetic analysis of protein-protein
interactions using the FortéBio Streptavidin SBC Biosensor.

Biosensor Tip M Streptavidin Antigen

_ * Antibody @ Non-specific proteins

asnQor
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Figure 1.5 Example Octet System kinetic assay workflow using the Streptavidin SBC
Biosensor

Kinetic assay steps may include:
e Establish a baseline in diluent.
e Load biotinylated antigen.
e Establish a baseline in diluent.
e [oad antibody.
e Monitor dissociation in diluent.

An assay may include more or different steps, depending on your particular assay and
whether some steps are performed offline (not in the Octet instrument).

In Figure 1.6, the binding curve illustrates the rate at which a protein (antibody or
antigen) binds to (k, or on rate) and dissociates from (ky or off rate) the biotinylated
capture molecule (antigen or antibody) immobilized on the Octet biosensor. The k
is determined from the binding curve in Figure 1.6, then the k, is calculated from the
ks and the ky (see 5.13, page 57).
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Figure 1.6 Octet kinetic assay binding curves

1.3 What’s New In Octet Software 3.0

New features in the Octet Software Upgrade version 3.0 include:
e Protein A quantitation assay for use with the Octet Protein A Biosensor.

o Assay development mode that enables you to create custom assays with
parameters (for example, min/max concentrations, sample flow rate, assay time,

read time) optimized for your particular assay.

o Activation and quenching assay steps for use in online immobilization on the
Octet Amine Reactive Biosensor.

o An Explorer-type windowpane that makes it easy to find data files, methods, or
real-time binding charts.

e Optional flow (rpm) during instrument delay prior to starting an assay.

1.4 FortéBio Technical Support
You can contact FortéBio technical support at:
Telephone: 1-888-OCTET-QK (US only)
1-650-322-1360, Option B
E-mail: support@fortebio.com

Address: FortéBio, Inc.
1360 Willow Road, Suite 101
Menlo Park, CA 94025
USA

fortésio
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2.1 Octet System Specifications

Optics

8-channel
biosensor manifold

Black, 96-well
sample plate

Biosensor Tray

Orbital shaker

Waste
Compartment

Figure 2.1 Octet instrument, door closed (left) or open (right)
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Capabilities

Protein quantitation.

Kinetic and affinity analyses (kops, Ka, kg, Kg)-
Binding specificity and cooperativity.

Kinetic screening.

Sampling Format

Recommended plate: 96-well, black, flat bottom polypropylene
microplate (Greiner Bio-One, #655209).

SBS standard plate.
Single, test plate capacity.
Test volume: 200 pl, non-destructive and recoverable.

Sample Types

Purified samples, common culture media, crude lysates.

Automation

Up to eight biosensors in parallel.
Maximum of 96 tests unattended.

Optics & Mechanics

8-channel biosensor manifold.
Optical interferometer.

Sample plate platform temperature range: From 2°C above
ambient temperature to 40°C.

Orbital flow: Staticor, O rpm or 100-1500 rpm.

Dimensions

Height: 18.6 in (475 mm)
Depth: 17 in (430 mm)
Width: 20.8 in (630 mm)
Weight: 50 Ibs (23 Kg)

Electrical Requirements

Mains: AC 100-240V, 2-0.9A, 50/60Hz, single phase.
Power consumption: 120W (240 peak).

Data Handling & Storage

Integrated software application for instrument control and data
analysis.

PC operating system: Windows® XP
Interfacing: RS232, USB

fortésio
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2.2 Starting the Octet System

1. Turn on the computer.

2. Turn on the Octet instrument using the power switch located on the rear panel
(Figure 2.2).

NOTE

The instrument requires a minimum of one hour warm-up time. It is recommended that
you leave the instrument on.

Power switch

Figure 2.2 Octet System, front view (left) and rear view (right)

3. To start the Octet software, double-click the .,:- icon on the desk top.

Alternatively, click the button and select All Programs — Octet Software
on the Windows® Start menu.

— The Octet instrument initializes. The main window appears and displays the
Experiment Wizard and the Instrument Status window (Figure 2.3).

The Experiment Wizard enables you to start a new experiment or analyze
experimental data.

The Instrument Status window displays a log of instrument activity that can be
saved to a text file (.txt).
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Figure 2.3 Main window

At startup, the main window displays the Experiment Wizard and Instrument Status

window.

If a problem occurs during operation of the instrument, it is recommended that you save
the instrument log (click Save to file in the Instrument Status window) to enable FortéBio
technical support to better assist you. Closing the Octet software resets the log.

2.3 Setting Analysis Options

Analysis options specify user preferences for quantitation and kinetic data analysis.

1. To view the analysis options, select File = Options on the main menu.

2. In the Options dialog box that appears, confirm the defaults or enter new settings

(Figure 2.4).
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Figure 2.4 Options dialog box, Data Analysis tab (left), General tab (right)

Option Description

Data Analysis Tab

Quantitation
Min Sample r2 Alert

The threshold r2 value for a sample binding curve or a standard
binding curve. If the r2 value of a standard or sample binding
curve is less than the threshold value, the standard or sample
row is highlighted in the Standard Curve tab (Figure 3.14,
page 29) or Concentration Results tab (Figure 3.16, page 32).

Max Residual Alert

Specifies a threshold residual value for standards. If a calculated
standard concentration deviates + 10% or greater from the
expected concentration, the standard row is highlighted in the
Standard Curve tab (Figure 3.14, page 29).

Default Fitting Equation
for Standard Curve

Specifies the default model that is used to fit a standard curve.
Click Details to view more information about the model.

Dilution Factor Default

Specifies a dilution factor for the unknowns.

Default Assay

Make a selection from the drop-down list to specify the default
guantitation assay.

Kinetics Screening

Default Step Type

If no step type is selected during kinetic experiment setup, the
default step type is assigned when you double-click a sample
column in the Assay Definition tab.

General Tab

Decimal Places

Specifies the number of decimal places (from two to nine) for
the computed data. Note: Six decimal places are recommended
for the Protein A assay.

11
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2.4 Setting the Plate Temperature

fortésio

The default plate temperature is 30° C. The current temperature is displayed in the
status bar at the bottom of the main window. If you change the sample platform
temperature, allow sufficient time for the sample plate to equilibrate to the new
temperature before you begin an experiment (~5 min for a plate at room temperature
or ~15 min for a plate at 4° C).

NOTE

If you close the Octet software, the sample platform temperature is reset to 30° C when
you start the software.

To change the plate temperature:

1. Select Experiment — Set Plate Temperature on the main menu.

2. Enter the temperature of interest in the Temperature Settings box that appears
(Figure 2.5).

#_ Temperature Settings

Sample Flate Temperature

Cument lemperatue: m °c

Set temperature to: 30 C

e

Figure 2.5 Temperature Settings box
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A quantitation experiment enables you to determine sample concentration using a
reference set of standards. To set up a quantitation experiment in the Octet software,
you:

e Specify the well locations of the active sensors and the associated samples.
e Select the type of quantitation assay.

e Designate the sample type (unknown, control, or standard).

e Specify the standard concentrations.

You can save the experiment method (.fmf) as well as the standard curve (.fsc) that is
generated during a session. After the experiment is run, you can export a results report
(.doc).

3.1 Setting Up a Quantitation Experiment

For more details on how to prepare the sensors, see the appropriate product
instructions.

NOTE

Before you begin an experiment, check the plate temperature (displayed in status bar).
Confirm that the temperature is appropriate for your experiment or set a new
temperature. (For more details on setting the temperature, see page 12.) If you close the
Octet software, the sample platform temperature is reset to 30° C.
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Specifying the Sensor & Sample Configuration

At startup, the Octet software displays the Experiment Wizard. If the wizard is not
displayed, click the Experiment Wizard button % or select Experiment —New
Experiment Wizard on the main menu.

1. In the Experiment Wizard, select the New Quantitation Experiment and Basic
Quantitation options. (Figure 3.1).

Alternatively, select Experiment — Quantitation — New Quantitation
Experiment on the main menu.

B Experiment Wizard X)

Choose an option to start

@ |3y New Quantitation Experiment
(@ Basic Quantitation
O Assay Development Mode

(o] LK New Kinetics Experiment

Oy Data Analysis

)

Figure 3.1 Experiment Wizard

2. Click the O arrow.
— The Quantitation Experiment Setup window appears (Figure 3.2).

NOTE

More than one Quantitation Experiment Setup window can be open at the same time.

Figure 3.2 shows how to specify the active sensor and sample locations.

14 fortéso
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To specify the active sensor
locations, do one of the
following:

e Click Fill Plate to select all 12
columns in the plate (eight
sensors per column).

e Draw a box around the wells of
interest in one or more
columns in the sensor plate
map.

e Click the wells of interest in a
column of the sensor plate
map.

To delete one or more sensor
locations:

e Select the wells in the sensor
plate map and click Remove.
- The sensor locations are
removed. Any matching
sample locations are also
removed.

To specify the sample locations, do either of the

following:
e (Click Match Sensors.

- The well locations in the sample plate that match
the active sensor locations are selected.

¢ |n the sample plate map, double-click a column.
- The wells that match the active sensor locations

are selected in the column.

Inthis step, sensors will be assigned to samples

First use the mouse to highlight an area on the sensor plate or click on individual sensors
Next, double click over sample wells to assign the chosen sensars to sample wells.

@) Sensor <-> Sample Assignment | ) Sample Plate Definition | &) Run Experiment

Legends
[] Unassigned Sensars
(C) Unassigned Sample Wells

I @ Mmoo m P

The red bars at the top and bottom of a column indicate the
active sensor column. Double-click a column in the sample plate

Sensor Plate Sample Plate

1 2 3 4 56 6 7 8 9 10 11 12 1 2 3 4 5 6 7 8 9 10 11 12
OOooBEECOoOdog) (| 0000000000
OOoOooooodaoan) (s | eooo0000000
OOO0ooooaaon) (| 0oco0Cc OO0
OOOOoooodaaan) (| 0o0eo0Co0Ca00
|:HSpech‘y the locations of 1| |E|©O Specify the locations 00O

[the active sensors in F of the samplesinthe OO
[][the sensor plate map. ][] | ¢ | sample plate map. OO
ALy ag) (1|00 o000 000000

map to direct the active sensor to that column in the sample

plate.

To delete one or more sample locations:

* Select the wells in the sample plate map and click

Remove.

- The sample locations as well as the

corresponding sensor locations are removed.

Matching sensors and samples can be located in different

columns. However, the sensors and samples must occupy
corresponding wells in the columns. The paired sensor and
sample locations are identified by matching colors.

Figure 3.2 Quantitation Experiment Setup window, Sensor<->Sample Assignment tab.

Assigning the Sample Wells

Use the sample plate map to:

e Define the sample wells as standards, controls, or unknowns.

e Enter the concentration information for the standards.

e Enter additional sample information (optional).

15



Octet System User’s Guide

Well designations can also be entered after data acquisition. However, it may be less
convenient since the information is entered one well at a time and data analysis does not
proceed automatically at the end of data acquisition.

1. After you specify the sensor and sample locations, click the Sample Plate
Definition tab (Figure 3.3). Alternatively, click the arrow to advance to the tab.

2. Confirm the default assay type or select a new type.

(@) Sensor <> Sample Assignmert | ) Sample Plate Defintion @ Fun Experiment |

In this step. all the information about the sample plate and its wells will be entered. \QHQI
First, highlight which assay to run. Then, highlight one or more wells on the sample plate, and right-click to enter/modify well data.

Assay Seltings Sample Flate Table
Concentration Units Dilution Factor (Unknowns only) Wel Group Conc Well Info
1. Select a quantitation assay. Selectanassay fom belo:
N & e He=—
2 TO VieW the assay Assays (above) in blue indicate 3 Fortebio built-in sssay (can't be modified or+
paramet-ers for the SeleCted A:= - ParamTyp | ParamUnit| ParamDescription | ParamValue
abfl?taoyﬁ ClICk the MinConc |Number ‘ug/m\ ‘Mmimum concen.. ‘1 :
- = L S{Mirimum concentraton dlawed for e sssav}
Note: To view all 1 2 3 4 5 6 7 8 9 10 11 12
iFr’wformation ingreAssal]ly y N0]0]0]0]10]0]1010101010]0)
arameters table, scroll up
down, and if necessary, put 8| O00000000000
the cursor over a table cell. clOO0OOCOO0OO0O0O00O0O0O
pn|OOOCOOOCOO00O
E|lCOOOCOOOCO0O0O
FICOOOCOOOCO0O0O
] [O]010]1610]1 0101610101016
HHOOOOOOOOCOOOO
@ Unassigned Sample Wells

Figure 3.3 Quantitation Experiment Setup window, Sample Plate Definition tab
Select the assay type and assign well definitions (standards, controls, unknowns) in this tab.
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Designating Standards

Figure 3.4 and Figure 3.5 show the steps to designate standards and assign
concentrations.

@) Serscr < Sample Assignment | ) Sample Plats Defiton | () Aun Experment

_~» Inthis step. all the information about the sample plate and its wells will be entered 0 o
1 Gt o e eyt Moee ST AT e B o e e s e N e e

Assay Settings Sample Plate Table
Cancentration Units Dilution Factor {Unknouns only) Well | Group Cone Wel info
Selectan assay from bel
=¥ Anti-Human 1gG 1L Details
® Reqularfssay [—]

=- ¥ ProteinAlBata)
@ RegularAssay

bove) in blue ind

Sampls Plete
1 2 3 4 5 6 7 8 9 10 11 12

N [e]eYaYavavaVayavalelele
c|O OO0
shortcut menu. ][ ¢]010]0)0[010[010)0]0]0
} E[QOQOOCOOOOCO0O0O
The standard wellere merked® 11, 1606060606060

G

H

V]

To designate standards:

1. Select the wells that you want to
define as standards.

2. Right-click the selection and choose
Set Group —Standards on the

automatically updated. QQOOOCOOOOOOO
QQOOOOOCOO0OO

Unassigned Sample Wels

3. Toremove a well designation, select
the well(s) of interest. RIght-click the
selection and choose Clear Data on
the shortcut menu.

@) Serscr < Sample Assignmert | ) Sample Plats Defnton | () Aun Experment

— Inthis step. all the information about the sample plate and its wells will be entered. Q Q
) E i s e o M e e B e B S i s me e i e

Assay Setings Sample Plats Table

Concantration Units [ugiml | Dilution Factor (Unknowns only) Well | Grap Canz Wel Info

(A1 STANDARDS 0

from below: (DBl STANDARDS 0
=Y AntiHuman oG L Details @cC1  STANDARDS 0O
@ RegularAssay D1 STANDARDS 0
=¥ ProteinA(Beta) QEt A
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QG
. Qm
v
Q2
Sample Plate Oez

@C2  STANDARDS E
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Figure 3.4 Designating standards
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To begin assigning standard concentrations,
first open the Quantitation Well Data box:

1. Select the standard wells of interest.
2. Right-click the selection and choose Set Well

Data on the shortcut menu.
- The Quantitation Well Data box appears.

Quantitation Well Data
WellInfo
| ji=n|

Concentration - Standards only (ug/mi)

© By Value /
C ]

Value:

(%) Dilution series
Starting Concentration

Series Operator
Series Operand

Dilltion Orientation

$883 ORight 3888 O Left

2 o
% @Dwn & Oup
- b

To assign concentrations using a dilution series:

1. Confirm that the wells of interest are selected in
the sample plate map.

2. In the Quantitation Well Data box, select the
Dilution Series option.

3. Enter the starting concentration.
4. Select a series operator and enter an operand.

5. Select the appropriate dilution orientation.
0 = highest concentration
® = |owest concentration

6. Click OK.

To assign a user-specified concentration value
to a selected standard(s), do either of the
following:

e Select the well(s) of interest and open the
Quantitation Well Data box. Select the By Value

@ Sensor <> Sample Assignment | ) Sample Piate Defiition | (&) Fun Experiment.

In ths step, all the information about the sample plate and its wells will be entered

Rssay

First, highlight which assay to run. Then, highlight one or more wells on

y Settings

. and right-click. I well datz

Sample Plate Table

Concentration Units Dilution Factor (Unknowns only)

from below:

¥ AntrHuman lgG -&Devans
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¥ ProteinABstz)
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D
E
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Unassigned Sample Wels

Wel Group Conc Well Info
O Al STANDARDS 0
OBt STANDARDS 0
@C1  STANDARDS 0
©D1  STANDARDS 0

QA2 STANDARDS 0
@62  STANDARDS 0
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QD2  STANDARDS 0
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Sample Plate Table

option, enter the concentration in the Value box, and click OK.

OR

e Enter the values in the Sample Plate table.
Note: Edit commands are available in the table.

To annotate wells, do either of the following:

e Select the well(s) of interest and open the Quantitation Well Data box.
Enter the information in the Well Info box, and click OK.

OR
e Enter well information in the Sample Plate table.

Figure 3.5 Assigning standard concentrations and annotating wells
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NOTE

If you use a saved standard curve for the analysis, the sample plate does not need to
include standards. To analyze the data, start a data analysis session and import the
standard curve. For more details on conducting a data analysis session, see page 33.

Designating Controls & Unknowns

Figure 3.6 and Figure 3.7 show the steps to designate unknowns or controls and enter

notes about them.

To designate controls or unknowns:

1. Select the wells of interest (draw a box around
the column(s) or row(s), or click a well).

2. To designate controls, right-click the selection,
and choose Set Group — Controls on the
shortcut menu.

- The control wells are marked and the
Sample Plate table is automatically updated.

3. To designate unknowns, right-click the
selection, and choose Set Group —
Unknowns on the shortcut menu that appears.
- The unknown wells are marked @ and the

Sample Plate table is automatically updated.

4. Toremove a well designation, select the well(s)
of interest. Rlght-click the selection and choose
Clear Data on the shortcut menu.

5. If you are working with diluted unknowns,
enter the dilution factor in the Dilution Factor
box.

- The dilution factor is applied to all unknowns.
Note: Only one dilution factor can be applied.

@ Sensor <> Sample Assignmert | &3 Sample Piate Defintion [} Run Experment

Figure 3.6 Designating controls or unknowns
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To annotate wells: @ Sernsor <> Sampe Assigrmert | @ Sarpde Pats Defton | ) Run Expermert )
1. Select the wells Of interest. 1 ‘F".r‘:«“;m;n\‘ S;é:':;z:tﬁg:: u;:\:\s;w’;‘;\';:Jr::sf;i;i:\:&ﬁ:::xle plate, and righi-click to enter/modify well datz Q o
Assay Settings Sample Plate Table
2. Right-click the selection and choose Set Well Concertration Urits Diuion Factor (Unkroums or) | 10 Segw‘ I [ e s
Data on the shortcut menu. Selootanasaay fomboiow T
et ; -V Aetituman 66 8& CONTROLS  W/A
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Figure 3.7 Entering information about controls or unknowns

3.2 Saving a Quantitation Experiment

The software automatically saves the experiment information that you specify (sensor
and sample locations, well definitions (unknown, control, or standard), standard
concentrations, and well information) to an experiment method (.fmf) at the start of
the run. If you set up an experiment, but do not start the run, you can manually save
the experiment method.

1. To manually save an experiment, click the Save Method File button
Alternatively, select File = Save Method File on the main menu.

If there is more than one open experiment and you want to save them all, click the
Save All Methods Files button ;#=..

2. Inthe Save dialog box that appears, enter a name and location for the file, and click
Save.
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If you edit a saved experiment and want to save it without overwriting the original file,

select File =#Save Method File As on the main menu and enter a new name for the
experiment.

Opening an Experiment

1. Click the Open Method File button p_"_!_' Alternatively, select File = Open
— Experiment Method File on the main menu.

In the dialog box that appears, navigate to the experiment (.fmf) of interest,
and click Open.

When you open a method, reselect the assay type. (This information is not saved.)

3.3 Performing a Quantitation Experiment

You are ready to start the experiment after you specify the experiment or open a saved
experiment method (.fmf).

(1) mpoRTANT

Make sure that the Octet biosensors are properly prewetted before starting the

experiment. For details on how to prepare the biosensors, see the appropriate
product instructions.

Loading the Sensor Tray & Sample Plate
1. Open the Octet instrument door (lift the handle up).

2. Place the sensor tray on the sensor stage (left side) so that position A1 is located at
the upper right corner (Figure 3.8).

bt

Place the sample plate on the sample stage (right side) so that position Al is
located at the upper right corner.
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Position A1

sensor tray sample plate

Figure 3.8 Sensor stage (left) and sample stage (right)

(1) mpoRTANT

Make sure that the bottom of the sample plate and sensor tray are flat on each stage.

4.

Close the Octet door and allow the plate to equilibrate.

The time required for temperature equilibration differs, depending on the
temperature that your application requires. The Anti-Human IgG (Fc specific)
assay requires five minutes; the Protein A assay requires ten minutes.

Locking the Octet Software

You can lock the Octet software to prevent access by another user during an
experiment.

1.

2.
3.
4

Select File —L.ock application on the main menu.
In the dialog box that appears, enter your user name and a password.
Click Lock.

To unlock the application before the end of the experiment, enter the password in
the dialog box and click Unlock.

The lock and password expire at the end of the experiment.

fortésio



Quantitation Analysis

Starting the Experiment

To start an experiment:

1. Click the Run Experiment tab or click
the | arrow to advance to the tab.

2. In the Run Experiment tab, confirm
the defaults or enter new settings.
For details on the settings, see the
table below.

Note: If you delay the experiment
start, you have the option to shake
the plate until the experiment starts.

3. To start the experiment, click |@).

- If you specified a delayed
experiment start, a message box
displays the remaining time until
the experiment starts.

When the experiment starts, the
Runtime Binding Chart window
appears (Figure 3.11) and displays
the binding data in real time as well
as the experiment progress.

4. To stop an experiment in progress,
click the €3 button.

- The experiment is aborted. The data
for the active sensor is lost and the
sensor is ejected into the waste
tray.

Sensor <> Sample Assignment Sample Flate Defintion Run Experiment

CDocuments and Settings'Kathen

Data File Location and Names o (h )
Main Diata Repository:
Experiment Run Name (sub-directory):

Plate Name (File Prefix) KATHERINE260806

Auto Increment File 1D Start: 1

The box below shows how data files will be stored:

C: Documents and Settings'Kathering\My Documents'\ForteBio\Sample
ATHERINE260806_001 frd
uments and Settings\KatheringiMy Documents|\ForteBio\Sample
\KATHERINE260806_002 frd

C\Documents and Settings'\Katherine\My Documents\ForteBig\Sample
Nt KATHERINEIENRNE A3 frd

Run Settings

[¥] Open runtime charts automatically Delayed experiment start
I Automatically save runtime chart

images Start after 300 | sec.

O Shake sample plate while

Do data analysis at the end of the run. waiting to start.

F—— ) = Waiting for plate warm-up...
plate temperature [, 5 R

Mo this run x fotcs o |
General Info

Machine Name:  |KATHERINETOSH
Experiment Type: |QUANTITATION

User Name:

Click to cancel the time delay
and start the experiment.

Figure 3.9 Starting an experiment

/\ cAuTION

CAUTION! Do not open the Octet instrument door when an experiment is in progress. If the
door is opened when the instrument is operating, the data from the active sensors is lost. The
data already acquired is saved, however the assay is aborted and cannot be restarted without
ejecting the sensors and starting from the beginning.

Item in the Run

Experiment Tab

Description

Data File Location and Names

Main Data Repository

The location where data files (.frd) are saved. Click Browse to select another data

location. Note: It is recommended that you save the data to the local machine
first, then transfer to a network drive.

Experiment Run Name
(sub-directory)

Specifies a subdirectory name for the data files (.frd) that are created. The
software generates one data file for each sensor.
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Item in the Run

Experiment Tab

Plate Name

Description

The prefix for the data files (.frd).

Auto Increment File ID
Start

Each file is saved with a number after the file name. For example, if the Auto
Increment File ID Start number is 1, the first file name is xxx_001.frd.

Run Settings

Open runtime charts
automatically.

Choose this option to display the binding chart for the current sensor during data
acquisition.

Automatically save
runtime chart images.

Choose this option to save the binding charts (.jpg). The binding data (.frd) is saved
regardless of whether chart images are saved.

Do data analysis at the
end of the run.

Choose this option to automatically proceed with data analysis after the data are
acquired. Note: If this option is not chosen, you will need to start a data analysis
session (for more details, see Viewing the Data Files & Calculated Results,
page 26).

Set plate temperature
for this run.

Choose this option to specify a plate temperature. Enter the temperature in the
box. If this option is not chosen, the plate temperature is set to the default 30° C.

Note: If the actual plate temperature is not equal to the set plate temperature, a
warning appears. The software gives you the option to i) wait until the set
temperature is reached before proceeding with the run, ii) continue without
waiting until the set temperature is reached, or iii) cancel the run.

Delayed experiment
start.

Choose this option to specify a time delay for the start of the experiment. Enter
the number of seconds to wait before the experiment starts after you click ().

Shake sample plate
while waiting to start

If the experiment has a delayed start time, choose this option to shake the plate
until the experiment starts.

General Info

Machine Name

The name of the computer that controls the Octet instrument and acquires the
data.

Experiment Type

The type of experiment (quantitation, basic kinetics, kinetics screening)

User Name

The user logon name.

Viewing the Runtime Binding Chart

If you chose Open runtime charts automatically in the Run Experiment tab (Figure
3.9), the runtime binding charts are automatically displayed when data acquisition
starts. The chart window also displays the run status and the elapsed time for the
current sample column. If the charts are not automatically displayed, select View —
Enable Runtime Binding Charts on the main menu. The binding chart is
automatically saved (.jpg) at the end of data acquisition.
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A CAUTION

CAUTION! ltis recommended that you do not close the chart window until all of the samples
are analyzed. Otherwise, the charts will not be saved. If you do not want to display the
chart, minimize the chart window. The software saves the binding chart as displayed at the
end of the experiment. This means, if you modify the chart, for example, hide the data for a
particular sensor, the chart will not include the hidden data.

m To close the chart window for the current assay, click the Stop/Start Opening

Runtime Binding Charts button @

— The chart window closes and the chart for the current assay is not saved.

m Click the @ button again to open the chart window for the next assay.

m Double-click anywhere in the window to display two chart windows
simultaneously.

m Tozoom in on an area in the chart, select an area with the mouse and click. To reset
the zoom, press the z key.

To view the binding
chart for a particular
assay, click the assay
name.

To hide the sensor
data in the chart,
remove the check
mark next to the

sensor. —— |

Note: The saved
chart includes the
sensor data as
displayed at the end
of the run. If you
modify the chart,
press the z key to
return the chart to the
original view.

If you are satisfied
with the binding data
before the assay step
is finished, click Skip
Assay Step to begin
the next assay step.

= Eunent E\ndmg Eharts =

[® Quantitation Runtime Binding Charts - Experiment: Qassay1, Plate: 122105-1

—Sensors To Chart — [~ Plate Status

Bl SensorG
=l SensarH

12 3 45 8 7 8 3NN

ToTmo0DE

[ lelelelololelelololele]
@o0000000000
[“lelelelelelolelslolele]
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[“]elelsielelslolelelele]
@0000000C0O0O00
|_lelelelslelelelololele]
@O0000000C0000

—PFlate Legends
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Figure 3.10 Runtime binding chart window

Double-click anywhere in the window to display two charts windows simultaneously.
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3.4 Viewing the Data Files & Calculated Results

fortésio

If you chose the option Do data analysis at the end of the run (Figure 3.9), the
Quantitation Data Analysis window (Figure 3.12) appears when data acquisition is

completed and displays the data files in the experiment.

If you did not choose this option, click the New Quantitation Data Analysis button .
Alternatively, select Data Analysis —New Quantitation Data Analysis on the main

menu. Figure 3.12 shows how to select data files for analysis.

NOTE

To view quantitation data at any time, click the L‘-;}, button to open another Quantitation
Data Analysis window and select the data of interest from the Explorer pane. More than

one data analysis window can be open at a time.

The Quantitation Data Analysis window has three tabs:
e Data File Selection tab (see page 27)
e Standard Curve tab (see page 29)

e Concentration Results tab (see page 32)

B Octet User Software - [Quantitation Data Analysis : #4]

] Fle View Experiment Data Analysis Instument Window Help

) x

Pt AE BANERBG O

Sfortépo

W) Dsta File Selection | &) Standard Curve | (&) Concertration Resuits

6 6 @ Urknowns
06 05 @ Unknowns
E6 E6 @ Unknowns  N/A
6 6 @ Unknowns  N/A
G G @ Unknowns  N/A

& My Computer Fle# | Fie Name
=a E} nocs 0 A Al © Stendars
{23 Documerts and Setirgs L
-1 EZFrewsl o =
{3 Java
{3 Kpoms EEl
{28 officsfixtemp oA
£ Program Fies G Gl
£ TOSAPINS HI HI
433 Toshiba A2 A2
B2 B2
c2 c2
D2 o2
E2 =3
F2 F2
G2 G2
H2  H2
A8 A8
B6 B5

Se Sa Well Type Concentration | Well Info \_) Q

>

< |
[ Hide Explorer

Show dala files enly +

[

|B Instrument State: Ready Experiment Status: Not Started

& Plate Temp:

Figure 3.11 Quantitation Data Analysis window
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Data File Selection Tab

The Data File Selection tab shows the data files (.frd) in the experiment.

Figure 3.12 shows how to add or remove files from an analysis.

Figure 3.13 shows how to edit the well designation, well information, or standard
concentration.

3 Octet User Software - [Quantitation Data Analysis : #4]

] Fle View Experiment DataAnalysis Instrument Window Help
3 - *a lal [ I B =] Y
B A S EDE R O
W) Data Fie Selection [ Standerd Curve || &) Concentration Results
M My Computer File # File Name: Sa. Wel Type Concentration | Well Infa \) [¢ >
=@ c cA A @ Standads 200
{1 pocs ) ca Bl (D Standard )
g Efi”"‘e"; and Settings . 1 @ Stenderd
DJ;:E"E‘ c 01 D Standand
£ Kooms c E1 @ Standard:
{23 offissfoctemp ch F1 @ Standard:
{28 Program Files cA. Gl @ Standard
£ TOSAPINS CA. HI @ Standard
2§ Toshiba [l A2 @ Standard:
1. €A B2 @ standard:
1. CA. cz @ Standar:
1. CAL D2 @ Standards
1. G £2 @ Standards 8
1. €A F2 @ Standards 5
1. CA. G2 @ Stendards 25
Explorer 1. CAL H2 Q@ Standerds 1
P 1. C A5 @ Unknowns  N/A
ane 1. €A B @ Unknowns  N/A
1.CA [=3 @ Unkrowns  N/A
2. Ch. D& @ Unkn: N/A
2. C 6 @ Unknowns  N/A
2. €A 53 @ Unknowns  N/A
2. CA Gt @ Unknowns  N/A
< >
[¥] Show data files only & || [ Hide Explorer (=]
|5 Instrurment State: Ready Experiment Status: Mot Started & Plate Temp:

To add all files (.frd) in a directory to the analysis, do
either of the following in the Explorer pane:

» Double-click the directory of interest. .
» Select the directory interest and click the [#] button.

To add user-specified files to the analysis:

1. Open the directory of interest.

2. Select the files of interest and click the [#] button.

To remove one or more files from the analysis, do one
of the following:

Remove the check mark next to the file name that you

want to exclude.

- The file is removed from the analysis, but the row
remains in the table.

e Select the row(s) that you want to exclude and click the

[=] button or the Delete key.

- The row is removed from the table.

To select adjacent files, press and hold the Shift key

while you click the first and last file in the selection. To
select non-adjacent files, press and hold the Ctrl key

while you click the files.

To restore a file to the analysis:
1. Put a check mark next to the row.

2. Navigate to the file in Explorer and click the [#] button.

Figure 3.12 Adding or removing data files (.frd) from an analysis
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W Data File Selection | ) Standard Curve | &) Conceniration Results

4 Lﬂf‘eﬁ‘ﬂ a0 #|| Experiment Name (Directory): 102605 Beta Validation-1  Plate Name (file prefix): 1 Q
# 3.0-build 3.0.4
=3 Data Fle# | Fi Sensar | Sample | Well Type Conceniration | Wel info
i G-l 3.0Daa 1 CA 5 Al A @ Standards 200
-3 Kinetic 2 5 Bl 81 @ Standarde 100
o j'gd::zt‘:;‘::: o 3 Ch 5 Lol ol Q Stenders 50
.0 Dmer = 4 CA 5 D1 D1 @ Standards 25
3 Google 5 C 5 E1 E1 D Standards 8
-G8 tel 6 Ch. . A F1 @ Standards 5
-4 Intemet Explorer 7 CA <]l Gl @ Standards 25
-1 Intervideo 8 C H1 H1 @ Standards 1
G- Java 9 Ch. . A2 Az @ Standargs 200
R - 1. CA B2 B2 @ Standards 100
Explorer 1 c2 c2 O Standards 50
Pane 1. Ch. . D2 D2 Q@ sStandards 25
N ne 1. € E2 £z @ Standards 8
- Microsoft AntiSpyware 1. G F2 F2 @ Standards 5
-0 microsoft frortpage 1. Ch. . G2 G2 @ Standards 25
- Mierosoft Office 1. CA H2 H2 Standards 1
-2 Microsoft SGL Server 1 26 6 8 Unknowns | N/A 2%
-0 Microsaft Visual Studio NET 2003 o T e © Unknowns | WA
{3 ;“:'Emr’q‘ EET 1. ca c6 6 @ Unknowns  N/A
¢ j s e 2. CA. . DE D6 @ Unknowns /A
(3 SN Ganing Zone 2. C . E§ E6 @ Unknowns /A
-2 Napster 2. G F6 F6 @ Unknowns  N/A
-~ Netleeting 2. Ch. . GE GE @ Urknowns /A
5128 Norton Intemt Securiy 2. CA. | .. H6 HE (D Unknowr | N/A
{2 Online Services [ Standards
{23 Outlook Express (D) unknowns
-7 PairtShop Pro @] Controls
&-{33 Pure Networks
&-23 QuickTime
-3 Real
- Seric
H-C Symartec 2

S
‘ ] Shaw data files anly H[ Hide Explorer

To change a well designation:

| —

(=]

1. In the row of interest, click the cell in the Well Type column.

2. Make a selection from the drop-down list of well types (standards, unknowns, controls).
To edit a standard concentration or well information:

1. In the row of interest, click the field (Well Type or Concentration) that you want to edit.

2. Enter the new information. Alternatively, right-click the cell to view a shortcut menu of edit commands.

Figure 3.13 Editing the well designation, standard concentration, or well information

Item in the Data File Click To...

Selection Tab

Show data files only Display only Octet data files (.frd) in the Explorer pane.

Refresh the Explorer pane.

_ Add a file (.frd) selected in the Explorer pane to the list of files for
analysis.
Hide Explorer Hide the Explorer pane.
Removes the selected file from the list of files for analysis.
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Standard Curve Tab

m To generate the standard curve, click the Standard Curve tab in the Quantitation
Data Analysis window (Figure 3.14). Alternatively click the () arrow to advance
to the tab.

— The software computes the calculated concentration, and a residual and r?
value for each standard, and plots the standard curve.

In the Standard Curve tab you can:

o View the standard curve and the calculated standard concentrations, calibrator r2,
and residual values for the standards.

e Remove a standard(s) from the analysis and recalculate the standard curve.
e Import a standard curve.

e Change the standard curve model.

For more information on how to customize the sensor data display and export the data
from the Standard Curve tab, see Appendix B, page 83.

&) Data File Selection D Standard Curve |k;, Concertration Resuits |

— S Curve
* - .
Standards Loaded 5td Curve Fitting Curve Select  [Dose Resporse x| _ID'E‘“'S

Dose Response Const

w =2l + (B2 -AA1) / {1+
|21=-0.001151

IC01=0

[BR1=0.003048
ILOG_X0=1.925133

P=0.833858

r* (COD) = 0.998653

Binding Rate

i| I ] l|

—Standard Sample Alerts

Type Threshold
@ [MinSsmple [ 095]
" [MaxResidual [ =10%]
1
Log{ Concentration (ugimi) ) ¢ [ e
—Results For All [ Nere ]
Semple | Well Info | Binding Rate | Expected Conc. | Calculated Conc. | Residusl | 2(COD) | 4|
011713 200 21066784  10.86784  0.926322
0.083662 100 91.846502 -B.153498  0.990305
0.06702 50 50.054062  0.054062  0.991416 |2
0.047144 i3 26899155 1899155 0985303
0.018471 g 7527595 0372405 099505
0.011123 5 3840871 -1.159129 1
0.007132 25 2377121 0172878 1
0.002889 1 0.954399 0045601 1

Figure 3.14 Quantitation Data Analysis window, Standard Curve tab

%,
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Item in the Standard Description

Curve Tab
Results For All Standards

Sample The well location in the sample plate.

Well Info User-specified notes about a standard.

Binding Rate The rate (A nm/ A time) of sample binding to the sensor computed by the
software.

Expected Conc The user-specified standard concentration that was entered during sample
plate definition.

Calculated Conc The standard concentration computed from the standard curve.

Residual Residual = Expected standard concentration - Calculated standard

concentration.

r2 (COD) The r2 of the curve fit used to determine the binding rate
Standard Curve

Select A drop-down list of available curve fitting models. Select the Dose Response
model for the Anti-Human IgG quantitation assay. Select the Linear Point to
Point model for the Protein A quantitation assay.

Details Click to view the equation and information on the parameters of the selected
curve-fitting model.

Standard Sample Alerts

Min Sample r2 Choose this option to apply a threshold r2 value to the standard binding curves.
If a the binding curve of a standard does not meet the r2 threshold value, the
standard is highlighted in orange color.

Note: The r? threshold value is set in the Options dialog box (select File —
Options on the main menu.)

Max Residual Choose this option to apply a threshold residual range to the standards. The
default max residual threshold is £10%. This means a standard is highlighted in
green color if the difference between the expected concentration and the
calculated concentration is greater than greater than 110% of the expected
concentration or less than 90% of the expected concentration.

Note: The Max Residual threshold value is set in the Options dialog box (select
File —Options on the main menu.)

Both Choose this option to apply both the Min Sample rZ and the Max Residual
threshold to the data.
None If this option is chosen, no thresholds are applied to the standard data.

Removing a Standard

You can remove one or more standards from an analysis (for example, a standard that
does not meet the sample 12 or residual threshold) and recompute the standard curve.

1. Remove the check mark next to the sample name.
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2. To generate the new standard curve, click the Recalculate button Oy .
Alternatively, select Data —Analysis Recalculate on the menu bar.

Setting Thresholds

1. Select File —Options on the main menu.

— The Options dialog box appears (Figure 3.15).

2. Inthe Data Analysis tab, enter a new value for the Min Sample r2 Alert or the Max

Residual Alert and click OK.

m Options El
Data Analysis | General
Quantitation
Min Sample r* Alert: 0.95
Max Residualc Alert: = |10

Default Fitting Equation —
for Standard Curve Daose Responss b

Dilution Factor Default: {10

Default Assay £
Kinetics Screening

Default Step Type: Assoc. w

Default Model: (=) 1: 1 Binding

Figure 3.15 Options dialog box, Data Analysis tab

Saving a Standard Curve

1. Click the Export Quantitation Standard Curve button gj Alternatively, select

Data Analysis —Export Quantitation Standard Curve on the menu bar

2. Inthe dialog box that appears, specify the directory and file name (.fsc), and click

Save.

Importing a Standard Curve

You can use a saved standard curve to calculate concentrations. You can also import
a standard curve to compare two standard curves.

1.

Click the Import Quantitation Standard Curve button E.: Alternatively, select
Data —Analysis Load Quantitation Standard Curve on the menu bar.

2. Inthe dialog box that appears, specify the directory and file name (.fsc), and click

Open.
Click the Recalculate button @u .

— The imported standard curve is displayed in yellow.
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Calculating Concentration Results
m  To compute the calculated concentrations for the unknowns and controls, click the

Concentration Results tab in the Quantitation Data Analysis window (Figure 3.16).
Alternatively click the |§| arrow to advance to the tab.

B Octet User Software - [Quantitation Data Analysis = #4]

e View Experiment Data Analysis Instrument Window Help
= Y = — T == -
EREELIEEIFRE R TR forténo
&) Data File Selection I @ Standard Curve &) Concentration Results I
r—Standard Curve with Unknowns —Standard Curve Details ———————— Ig‘
Stand"ards Unkm;wrws Conl’rols Fitting Curve Loaded SJtd Curve f?ff_‘iu_lﬂff_fff?iffff i
012 s
Dose Response Const
011 v =21 + (R2 - A1l ) / (1|=
21=-0.001151
010 Co1=0 L
0.08 BR1=0.003048&
LOG_¥0=1.925133
o 008 T emere 5 )
— JULF
= 0.07 —
g}u‘q}s — Unknown Sample Alerts
. Tyoe Threshold
& [Min Sample r* 0.95]
0.04
(o] None ]
0.03
0.02 = I
Dilution Factor I—
0,01 NSRRI | {}ood adeded cocosonnactoas coshoaocbasdeadact ed cdaloca o cnoaaabans (Unknawns only): 1
0.00 H
1 10 100
Log( Concentration {(pg/ml) )
L 1
—Calculated Concentrations for Unknown Wells
1 2 3 4 5 [ 7 8 9 M0 M 12 Sample | Well Info | Binding Rate | Well Conc.l Sample Conc.l rzl
(O] i) 0.044345 24384326 24384326 0.994914
A @ @ O O O @ O O O O O O (@)= 0.046685 26.476361 26476361  0.995182
B @ @ O O O @ O O O O O O OCE 0048742 28.40536 2840536 05996391
cl ®@® OO0 0O0O® QOO0 00O 0O ||lemx 0046283 26251433 26291433 09957
N NONONONONON-NONONONONONS! Qs 0048813 2847324 2347924 0.995821
E OFE 0047344 27084464 27.084464  D.995326
@ @ O O O @ O O O O O O @Gs 0.042802 28.462475 28462479 0.996366
i @ @ O O O @ O O O O O O OHe 0.04747 27.202335 27.202335  0.996757
sl @@ 000®0 00000
HH @O O0OO® o000 0O0
a Instrument State: Ready |Experiment Status: Not Started M Flate Temp: él

Figure 3.16 Quantitation Data Analysis window, Concentration Results tab

Item in the Concentration Description
Results Tab

Standard Curve Details The standard curve parameters for the curve fitting model that was selected
in the Standard Curve tab.

Unknown Sample Alerts

Min Sample r2 Choose this option to highlight a sample if r2 < 0.95.
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Item in the Concentration Description
Results Tab

None If this option is chosen, no thresholds are applied to the data.

Dilution Factor (Unknowns The factor by which all unknowns were diluted. For example, if the dilution
only) factor = 10, the unknowns are diluted 1:10 with diluent.

Calculated Concentrations for Unknown Wells

Sample The well location in the sample plate.

Well Info User-specified notes about a sample.

Binding Rate The rate (A nm/ A time) of sample binding to the sensor computed by the
software.

Well Conc. Concentration of the sample without taking dilution into consideration.

Sample Conc. Concentration of the sample taking into account the specified dilution factor.

3.5 Starting a Data Analysis Session

A data analysis session enables you to:
e View data.

e Analyze data if you did not choose the Do data analysis at the end of the
run option in the Run Experiment tab (Figure 3.9) during experiment setup.

e Reanalyze data.

Data analysis proceeds automatically after data acquisition if you selected Do data
analysis at the end of the run in the Run Experiment tab (Figure 3.9). If you did not
choose this option, you must start a data analysis session to:

e Select the files (.frd) for analysis.
e Create or import a standard curve.

e Calculate concentration results.

1. To start a data analysis session, do one of the following:
e Click the New Quantitation Analysis button [ .

e Select Data Analysis —New Quantitation Data Analysis on the main
menu.

e Click the Experiment Wizard button ["*%,. Choose the Data Analysis and
Quantitation options in the wizard, and click the ) arrow.

— The Quantitation Data Analysis window appears (Figure 3.17).

2. To select the files (.frd) for analysis, double-click a directory or individual files of
interest in the Explorer pane (Figure 3.17).
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If the well definitions, standard concentrations, or well information were not specified
during experiment setup, you can do so in the Data File Selection tab. For more details,
see Figure 3.13, page 28.

3. To generate the standard curve, click the Standard Curve tab.
4. To calculate concentration results, click the Concentration Results tab.

To select data for quantitation analysis:
1. In the Explorer pane, double-click the directory of interest.
2. To remove a file from the analysis, click the row to remove the check mark.

3. To remove a file from the analysis and delete the row from the list, select the row and click the [=] button.

4) Dt Fie Selection |e Standard Curve || &) Concentration Resuts |

= [F;mféo—bund . #|| Experiment Name (Directory): Plste Name (file prefix): 0330062512018
& EE Data File & File Name Date Se.. Sa.. Well Type Concentration | Well Info #|
(3 20Dt 2 CA\1330052 512018_002fd  3/30/2006  B1 Bl D Standerds 25
| Kinetic 3 Ch..\0330062 512018 003fd  3/30/2006 .. C1 C1 @ Sandads 5
i —J“gﬁ:m;’::: - 4 CA . \0330062512013 004fd 3302006 D1 D1 (D Standerds 10
= 0330063 512018, 0015 5 Ci.\0330062 512018_005fd  3/30/2006 .. E1 Bl @ Sandards 25
N 0330062 512018 D02 fd | 5 CA_ \0330062 512018_006fd  3/30/2006 _ F1 F1 @ Standsrds 50 =
& (330062 512018003 Frd 7 C..\0330062 512018 007fd  3/30/2006 .. G1 Gl @ Sandads 100
} 0330062 512018_D0 frd 8 Ci..\0330062 512018_008frd  3/30/2006 .. H1 H1 @ Standards 200
5 0330052 512018_D05rd 9 CA V0330062 512018_009fd 3302006 . A2 A2 (D Standerds 1
| 0330062 512018_006fd 1. C A 3/30/2006 ... B2 B2 (D Standards 25
N 0330062 512018_007frd 1.C 330/2006.. C2 C2 D Standade 5§ b |
H| 033006-2 512018_00B rd 1.C 3/30/2006 .. D2 D2 @ Sandads 10
| 033006-2 512018_D09 frd 1. CA V330062 512018_013fd  3/30/2006  E2 B2 @ Standerds 25
| 033006-2 512018_010rd 1. C\..\D33006-2 512018_D14fd  3/20/2006 .. F2 F2 @ Standads 50
| 033006-2 512018_0114rd 1. CA..\033006-2 512018 015fd 3/30/2006 .. G2 G2 (D Standade 100
| 033006-2 512018_012frd 1. C . 0330062 512018_016fd  3/30/2006 . H2 H2 @ Standards 200
| 023006-2 512018 _012rd 1. CA..\0330062 512018_0M7Hd  3/30/2006 .. A3 A3 @ Standards 1
1g] 0330062 512018_014ird 1. CA.. 0230062512018 0180 2/30/2006.. B2 B3 () Standads 25
] 032006-2 512018 0154 1. G \B30062 512018 019 3/30/2006.. 2 €3 (O Standads 5
DBDDB’ZSQNS—NE'W 2. CA..\033006-2 512018_020fd  3/30/2006 .. D3 D3 @ Standards 10
::: Eiiggg ggm—g}s:: 2. CA..\0330062512018_021fd  3/30/2006.. E3  E3 @ Standads 25
20062 512018 0155k 2. C 3/30/2006 .. F3 F2 D Standarde 50
20052 512012_020frd 2. C 33072006 .. G3  G3 @ Sandads 100
20062 512018 021 fd 2. CA 1330052512018 024fd  3/30/2006 . H3  H3 (@ Standsrds 200
D 033006.2 512018 022frd 2. CA..\0330062512018 025fd 3/30/2006.. A4 A4 @D Standands 1
N 032006-2 512[)137[)23}@ 2. C “033006-2 512018_026fd  3/30/2006.. B4 B4 (D Standards 25
D 033006-2 512018 024 rd 2. CA 1330062512018 027fd 3/30/2006 . C4 4 @ Standsrds 5
| 033006-2 512018 025 fnd 2. CA. 3/30/2006.. D4 D4 D Standads 10
| 033006-2 512018 026 frd 2. C 3/30/2006 .. E4 E4 D Standarde 35
| 033006-2 512018 027fnd 3. CA\..\D33006-2512018_030fFd  3/30/2006 .. F4 F4 @ Sandards 50
] 023006-2 512012 0285 3. CA.\033006-2512018_031fd  3/30/2006 . G4 G4  [(@ Standard v 100 B
2 ml“ = l‘ D g 1] (@) Standards ¥
[¥] Show data files only Hide Explorer 83::::::“8

To edit the:
e Well type - Click at the right in the Well Type field and make a selection from the drop-down list of well types.
e Concentration or well information - Click the field in the table and enter the new value or information.

Figure 3.17 Steps to select and edit data in the Quantitation Data Analysis window
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3.6 Generating a Report

1. Click the Data Analysis Report button . Alternatively, select File —Save
Quantitation Data Analysis Report.

2.

In the dialog box that appears, specify a directory and name for the report (.doc),
and click Save.

— The report is displayed.
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CHAPTER 4
Working in Assay Development Mode

Viewing the Assaysinthe System . . . ... ... ... ... ........ 37
DefiningaNew Assay . . . . . . . . .« o i i i i e e e 38

The Octet System provides several predefined quantitation assays. When you work in
assay development mode, you can define a quantitation assay that specifies custom
values for the following parameters:

User-Specifiable Description

Parameter

Min Concentration The minimum protein concentration (ug/ml) allowed in the assay.
Max Concentration The maximum protein concentration (ug/ml allowed in the assay.
Assay Time The length of time (seconds) that the binding data is acquired.
Flow Rate The orbital flow rate (rotations per minute) of the sample platform.

Data Analysis Read Time The amount of binding data (seconds) that is analyzed.

4.1 Viewing the Assays in the System

1. Open the Experiment Wizard (click the "%, button).

2. Select New Quantitation Experiment and Assay Development Mode.
Alternatively, select Experiment Quantitation —Assay Development Mode on
the main menu.

— The Assay Development Mode dialog box appears (Figure 4.1).

3. To view details about an assay, select the assay in the file tree. If the details do not
appear, click Details.
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4.2 Defining a New Assay

You cannot modify or delete a factory installed assay.

To define a new assay: B Experiment Wizard X
1. In the Experiment Wizard, select New Quantitation Experiment and s Em @t [ S

Assay Development Mode.

- The Assay Development Mode - Assay Definition box appears. ®|i#ly New Quantitation Experiment
2. Click New. Alternatively select an assay that you want to edit, and WL

click Duplicate. ® Assay Development Mode

- The Assay Information box appears. Ol New Kinetics Experiment

Basic Kinetics

Kinetics Screening

B Assay Development Mode - Assay Definition
le Assays

O||-V,; Data Analysis

Anti-Human IgG Quantitation
e REQ'IEF'ASSEY Basic Kinetics
2-¥ ProteinA{Beta) N —
inetics Screening

‘i@t RegularAssay

1. Details Assay Information

Assays (sbove)in blue indicate a Fortebio built-in assay (can't be modified or deleted)
Enter Assay Information

Assay Paramelers ]

ParamMame ParamType | ParamUnits | ParamDescription Assay Name

MinConc Number Minimum concentration allow... Assay Description Erter a short description of the assay
MaxConc Number Maximum concentration allo. /. here

AssayTime Number sEC Assay time for data acquistign | 60

FlowRate Number mm Flow rate for shaker 200 Cancel
DAReadTime Number sEC DA read time for processing &0 3 Enter the assay name and information
DAzeraConcBRthr... | Number MN/A BR threshold for negative co\. 0 about the assay.

BindingRateMode! | String Indicates what method is use..\

4. Click OK.
- The new assay appears in the Available
Assays list.

5. To change a parameter value, double-click the value that you want to
edit and enter the new value.

6. Click Save.

To delete a user-defined assay from the system:

1. In the Available Assays list, select that assay that you want to
remove.

2. Click Remove and Save.

Figure 4.1 How to define a new assay or delete an assay from the system
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CHAPTER 5

Basic Kinetics Analysis

Setting Up a Basic Kinetics Experiment . . . . . . ... ... ........ 39
Performing a Basic Kinetics Experiment . . . . . . .. ... ... ...... 46
Analyzing Basic KineticsData . . . . . . ... .. ... .. .......... 51
GeneratingaReport . . . . . . .. 59

A basic kinetics experiment enables you to determine the association and dissociation
rate of a molecular interaction.

5.1 Setting Up a Basic Kinetics Experiment

To set up a kinetics experiment in the Octet software, you specify the:
e Well locations of the sensors and samples.

e Assay steps (baseline, loading, association, dissociation, activation, and
quenching).

The experiment method (.fmf) that you specify is automatically saved when the
experiment is run.

For more details on how to prepare the sensors, see the appropriate product
instructions.

NOTE

Before you begin an experiment, check the sample plate temperature (displayed in
status bar). Confirm that the temperature is appropriate for your experiment or set a new
temperature. (For more details on setting the temperature, see page 12.) If you close the
Octet software, the sample platform temperature is reset to 30° C.

Specifying the Sensor & Sample Configuration

At startup, the Octet software displays the Experiment Wizard. If the wizard is not
displayed, click the Experiment Wizard button % or select Experiment —New
Experiment Wizard on the main menu.
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1. In the Experiment Wizard, choose the New Kinetics Experiment and Basic
Kinetics options (Figure 5.1).

Alternatively, select Experiment — Kinetics = New Kinetics Experiment on
the main menu.

& Experiment Wizard [E3
Choose an option to start
Oty New Quantitation Experiment
Basic Quantitation
Assay Development Mode
@‘ll‘fk New Kinetics Experiment

@) Basic Kinetics
O Kinetics Screening

O Data Analysis
Quantitation

Basic Kinetics

Kinetics Scraening

Q

Figure 5.1 Experiment Wizard

2. Click the arrow in the wizard.
— The Kinetics Setup window appears (Figure 5.2).
Figure 5.2 shows how to designate the locations of the sensors and samples.

More than one Kinetics Setup window can be open at the same time.
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To specify the active sensor
locations, do one of the following:

e Click Fill Plate to select the entire
plate.

e Draw a box around one or more
column(s).

e Click a single location.

e Click Import. In the dialog box that
appears, select a tab-delimited text
file (.txt) that specifies sensor
locations and sensor loading
information (assay time, flow rate,
and type of assay step).

To specify the sample locations, do
either of the following:

e (Click Match Sensors.
- All well locations that match the
active sensor locations are
selected.

e |n the sample plate, draw a box
around the well(s) of interest

e Click Import. In the dialog box that
appears, select a tab-delimited text
file (.txt) that specifies sample
locations and sample information
(sample ID, molar concentration,
sample or buffer information).

To delete a sensor or sample
location(s):

e Select the column(s) or well(s) that you

want to delete and click Remove.

@ Sensor-Sample Data | ) Assay Definion | &) Run Experiment

In this step, available sensors and samples will be selected. and

additional information about them will be entered.

Using the mouse, highlight the sensors/samples that you want to
select. Use the Remove button to remove any sensors

Sensor Plate

Legends
[ Mo Sensor

[5] Assigned Sensors
[] Available Sensors

() Empty Sample Wells

Sampls Plete

12 3 4 5 6 7 8 9 10 11 12 12 3 4 5 6 7 8 9 10 11 12
A 0O000Ooooogoon| (/000000000000
s | OOO00O00O00O000d| |(s|CO00000000000
c|DO0Doogooood] (¢|000000000000
o | OOO0OO0OCO0od| (»|000000000000
| DO0000000dood| (|00 000000000
FIOoooooooooddf (o000 0000000
| OO000O00O0O000d| |[¢|C00000000000
#|OO0DDO0000000] (#[000000000000

Sensor Plate Details

Sample Plate Detalls

Sensor | Sensor Loading Info

Sample | Sample ID Concertration [M] | Sample/Buffer Info

Note: Conc. in [M]. Example: Enter 1e-8 for 1 [M]

Qe

Figure 5.2 Specifying the active sensor and sample locations

Entering Sensor or Sample Information

You can enter information about sensor loading, sample ID, sample concentration, or
sample buffer. Entering the information is optional. The information can be entered
manually or by importing a tab-delimited text file (.txt) (Figure 5.3).

(1) mpORTANT

If you do not enter sample concentrations, only ks and k4 will be calculated. k, and
Kp cannot be calculated. If you forget to enter sample information here, you can also
enter it during analysis.
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To enter information manually:
[5) Double-click a field in the sensor plate or

@ Sensor-Sample Data [ ) Assay Defntion | &) Run Experiment

Legends:

o honton s ol e o2 ] No Senser O Enpty Saple iells sample plate table, and enter the information.
e e o Y0 e
L] daetie Senscrs To Import a tab-delimited text file:

ensor Plate Sample Plate
- :I 234567 ¢€9 0N 12345678 910112 1. First format the information of interest in
A EOOODOoooooon A|l@00000000080 atab—dellmlted.textflle (as shown below).
(ROOOO0O0O0O00O0OO| (000000008080 Enter information separated by tabs. The
cMOOOO0O0OO0O0O000| <|0C0000Q0e0ed sample wells can be specified by column
[ XOOOO0O0O00O0O0OO| (»|0C00e000e0®d or row (for example, A1, A2, A3, or A1,B1,
e(ROD0O00O0O00O0O0| [(0C000000e0®0 c1).
FlROOOC0OO0O00c0OO| |f[eco00000e0e0d
c|MOOOO0O0O000000 4 [elelolelolelele]l 1o1 I0) I Uniitled - Notepad
EOODO0O0O00O0O0O0O| (06000800080 ed Fle Edt Format vew Help
K G 203 sl nometon
Sensor Plata Details Sample Pite Detaiis A3 8803 Ted  sample/buffer information
Sensor | Senser Loading Infs A| | sam.. | Sample D Concentration [M] | Sample/Buffer Info. ~
O Qa1 v
et OBl
Ot Qci
LI a2 L 2. Click Import.
Import Note: Conc. in [M]. Example: Enter Te-9 for 1 nM 3. In the dialog box that appears, select the

.txt of interest, and click Open.

Figure 5.3 Entering sensor or sample information

Types of Assay Steps

The Octet software provides predefined assay steps and you can create your own
custom assay step (Figure 5.5).

Assay Step Type Select This Step When...

Baseline Establishing the sensor baseline in diluent. Note: This step may be
performed offline (not in the Octet instrument).

Loading Binding the first protein of interest to the sensor. Note: This step may be
performed offline (not in the Octet instrument).

New Loading Defining a custom loading step.

Association Binding the second protein of interest during kinetic analysis.

(Assoc.)

Dissociation Monitoring the dissociation of the protein complex.

(Dissoc.)

Activation Chemically activating the sensor surface to prepare for protein loading.

Quenching Blocking unreacted surface immobilization sites on the sensor.
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Defining a Kinetic Assay

To define a kinetic assay: @ SensorSample Data | &3 Assay Definition | &) Run Experiment

1 . || k h A D f|n| | n In this step. assays will be created by associating sensor Legends: 4 Q
C € ASsay e (0]
. = columns and sample columns D No Sensor @ Unselectable Samples
tab or click the |@ arrow Using the mouse, select one sensor column. Next, double click on e o
tO advance tO the ta b a sample column to create an assay step.

[] Available Sensor
Add/Remove Assay Steps

2. Select the step type of

S Plat S le Plats
iSnt?eSl‘g ip the Step Data 12 3 4 :ﬂsz :Ee 9 10 11 12 1 s o1
etup list.
Note: You can create a : EEEEEEEE%E%E : 8
custom step with a user- | IODODODODOnD c|O
specified assay time or
: o o |HOOOOO0O00000 0O
flow rate for inclusion in £ | E iy | £|O
an assay (see Figure 5.5). - =0 Sensor Plate Map 0 O
3. Double-click the column 3|y Y B ¢|O
in the sample plate map HEOOOOO000000 H|O
that is associated with e PR,
the Select(?d Step' Data Name Assay Time | Flow Rate Type %ss;y-? Sensor Sample Step Data
- The step is added to the |~ Def Aseoc 300 1000 Assoc 1 [ colt O Coll  ka Def Bassine No Flow
Assay Steps List. [\ Def Dissac. 900 1000 Dissoc.
|~ Def Baseline No Flow 600 0 Baseline
4. Repeatstep2andstepd | LLimmen  m o e
to define all of the steps |4 Def Quenching 600 1000 Guenching
in the assay. L New Loadings 500 0 Loading
< b

5. (s:gr?;(fr (;?;Lﬁéﬂrf;é% th;;t = T P - [# MoveUp] [ Move Down| [— Remove| [¥] Assay Separators
represents the assay.
(The first column is
highlighted by default.)

6. To define another assay,
repeat step 2 to step b.

Figure 5.4 Defining a kinetic assay

NOTE

If you select a sensor and sample column during assay setup that do not have the same
number of active wells, a message appears and requests confirmation to continue. If a
sample column has fewer wells than the number of sensors, some sensors will not be
incubated in the sample solution. If a sample column has more wells than the sensor
column, some of the sample wells will not receive a sensor.
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Creating a Custom Step

To create a custom step:

1. Click the + Add button.

- A new step is added to the
Step Data Setup pane.

2. To edit the step (data name,
assay time, flow rate, or
type), double-click the row.
Assay time range: 2 - 48,000
seconds
Flow rate range: 0 or 60 -
1500 rpm

To remove a custom step:

1. Select the step that you want
to remove.

2. Click the - Remove button.
Alternatively, press the
Delete key.

Note: A factory installed step
cannot be edited or removed.

@ Sensor-Sample Data | (3 Assay Defintion | &) Run Experment

; Legends:
g'o:cﬁieapﬁfjﬁ: él.‘ﬂ‘fmﬁr:a‘ed T Elg No Sensor @ Unselectable Samples O o
Using the mouse, select ane sensor column. Next, double click on %] Assigned Sensor
a sample column to create an assay step.
[] Available Sensor
Add/Remave Assay Steps
Sensor Plate Sample Plate
12 3 45 6 7 8 9 1011 12 12 3 45 6 7 &8 9 10 11 12
A|EOOOO0O0O000Oom A |QC@CeeCclCe0e®
e | OOOOO00O0O000O lelelolelololelel oI I0]
| HOODOOO0O0on dlelelolelolelelel JoI 1o
v | MOOODOOO0O0C000 t[elelolelolelelel ol 1o
| XNOODOOOOO0000on 3[elelelelolelelel ol 1o
FNOO00O00000000 d[elelolelololalel ol 1o
¢« OOOOO0OOOooO Jlelelolelololelel oI I0]
| EOOOOO0O0O0000O elelolelslolele]l JoI I0)
Step Data Setup Assay Steps List
Data Name fssay Time | Flow Rate Type Assay # | Semsor Sample Step Data
¥~ Def Assoc 900 1000 Assoc 1 O col 1 D Call b~ Def Bassline No Flow
I\ Def Dissoc. 900 1000 Dissoc.
b Def Baseline No Flow 600 0 Baseline
|7 Def Loading No Flow 900 0 Loading
|4 Def Activation 600 1000 Activation
N Def Quenching 500 1000 Quenching
(K New Loadings | 900 |
< | @
Time in [sec], flow rate in [rpm] [4 Move Up] [3 Mave Down| [— Remove| [7] Assay Separstors
Step Data Setup
Data Name Assay Time | Fow Rate Type
7 Def Assoc. 500 1000 Assoc.
I Def Dissoc. 500 1000 Dissoc
kn Def Baseline No Flow 600 0 Baseline ) .
| Def Loading No Flow 900 0 P Confirm that the correct step type is
|4 Def Activation 600 1000 Activation selected. To edit the step type, double-
He Def Quenching 600 1000 Quenching click the right end of the row and
LZ New Loadings 900 1000 ||/ Loading v choose the step type from the drop-
< :sm down list that appears.
1580C.
Time in [sec]. flow rate il Baseline
|/ Loading
FY Activati
Tk
ﬁCustom

Figure 5.5 Creating a custom step
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Editing an Assay

@ SensorSample Data | & Assay Definiion | &) Run Experiment

To edit a step in the assay:

In this step, assays wil be crealed by 2ssocialing sensor
columns and sample columns

Using the mouse, select one sensor column. Next. deuble click on
= sample column to create an assay step.

Add/Remove Assay Steps

Legends:

[ No Senser

[X] Assigned Sensor
[] Available Sensor

1 Unselectable Samples

Qo ,

2. Click Sensor, Sample, or Step Data, and
make a selection from the drop-down list
that appears.

. Select the row of interest.

To reorder or remove a step:
1. Select the step.

2. Clickthe T Move Up, {Move Down, or
— Remove button.

Note: You can reorder the steps in an assay,

but you cannot move a step between
assays.

O can
O cot

@ col3
O Col4

LC Dief Assoc
& Dief Dissoc. —

Sensor Plate Sample Plate
1.2 3 456 7 8 9 101112 12 3 456 7 8 9 101112
A HOOO0000000o0 N[elelolelololele] oY JO)
s | FOCOO000000O0 [elelslelololelel oY JO)
| EOCOO00000OCOO dlelelsielololelel IoY 10)
o [EOOOOO0O0000O n[QOOOGOO0Oe0ed
s HOCOO00000COO Slelelclelololelel JoX JO)
FEOOC0COOO00000O d[e]elslelsieielel IS 15)
s FOCOO0000COO dlelelolelololelel JoX JO)
¢ EOCOOOOOO0COO [e]elclelo]olele] Jo] JO)
Step Data Setup Assay Steps List
Data Name Assay Time | Flow Rate Type Assay # | Sensor Sample Step Data
¥ Def Assoc. 900 1000 Assoc 1 Ocel1  vQ Coll b~ Def Baseline No Flow
. Def Dissoc 900 1000 Dissoc. o1 Al Col2 I Def Assoc
|~ Def Baseline Mo Al 600 (] Baseline Clcatz (@ Col2 M Def Dissoc
£ Def Loading No Flow 500 (] Loading Clcal3
|4 Def Activation 600 1000 Agivation []col4
|4 Def Quenching 600 1000 Quenching % Col §
C]Col 7
- T e i 4 m Col8__ ¥ IDown| [— Remove| [7]Assay Separstors
Aasay Steps List
Assay & Sensor Sample Step Data
1 [0 cdi () Col1  be Def Bassine No Flow

[ Bl col1 @] Col2 [® Def Loading No Flow
Insert Step After ! !

[+ Move Up] [+ Mave Duwn] [— Rernuve] [[] Assay Separators

To insert a step:

1. Right-click a row, and select Insert Step Before or
Insert Step After from the shortcut menu that
appears.

- The default step type is added to the list.
Note: The default step is a user-specified option. For
more details, see Setting Analysis Options, page 10.

2. To edit the step (sensor column, sample column, or
step data type), click the row and make a selection from
the drop-down list that appears.

Figure 5.6 Editing a kinetics assay
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Saving a Kinetics Experiment

The software automatically saves the experiment information that you specify (sensor
and sample locations, sensor and sample information, and assay steps) to an
experiment method (.fmf) at the start of the run. If you set up an experiment, but do
not start the run, you can manually save the experiment method.

1. To manually save an experiment, click the Save Method File button *
Alternatively, select File = Save Method File on the main menu.

If there is more than one open experiment and you want to save them all, click the
Save All Methods Files button #=.

In the Save dialog box that appears, enter a name and location for the file, and click
Save.

If you edit a saved experiment and want to save it without overwriting the original file,
select File —=Save Method File As on the main menu and enter a new name for the
experiment.

N

Opening an Experiment Method

1. Click the Open Method File button * Alternatively, select File = Open
— Experiment Method File on the main menu.

2. Inthe dialog box that appears, navigate to the directory and .fmf of interest,
and click Open.

When you open a method, reselect the assay type. (This information is not saved.)

5.2 Performing a Basic Kinetics Experiment

You are ready to start the experiment after you specify the assay or open a saved
experiment method (.fmf).

(1) mpoRTANT

Make sure that the Octet biosensors are properly prewetted before starting the

experiment. For details on how to prepare the biosensors, see the appropriate
product instructions.
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Loading the Sensor Tray & Sample Plate

1. Open the Octet instrument door (lift the handle up).

2. Place the sensor tray on the sensor stage (left side) so that position A1 is located at
the upper right corner (Figure 5.7).

3. Place the sample plate on the sample stage (right side) so that position Al is
located at the upper right corner.

Position A1

sensor tray sample plate

Figure 5.7 Sensor stage (left) and sample stage (right)

4. Close the Octet door and allow the plate to equilibrate for five minutes. (The time
required for temperature equilibration may be different, depending on the
temperature that your application requires.)

(1) mpoRTANT

Make sure that the bottom of the sample plate and sensor tray are flat on each stage.
Otherwise the orbital movement of the stage may result in sample loss.

Locking the Octet Software

You can lock the Octet software to prevent access by another user while an experiment
is in progress.

1. Select File —L.ock application on the main menu.

2. In the dialog box that appears, enter your user name and a password.
3. Click Lock.
4

. To unlock the application before the end of the experiment, enter the password in
the dialog box and click Unlock.
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NOTE

The lock and password expire at the end of the experiment.

Starting the Experiment

To start an experiment: ] Fle Edit View Experiment DataAnalysis Instrument Window Help -8 x
1. Click the Run Experiment tab or click |2 = £ (7 7% (% =] B &% &% 5, 5 & 5y Jorténo
the @ arrow to advance to the tab, =
Sensor-Sampls Diata Assay Definition Run Experiment
2. Confirm the default settings or enter Data Fi Location and Names QD
new settings. Main Deta Repository. C\Temp
. Ex Run N; L
3. Enter a name for the Experiment Run e ||
subdirectory. Plate Name (File Prefix) KATHERINE280806
4. To start the experiment, click (@. futo Increment File ID Stert !
- If you specified a delayed experiment If;;“"_’;j’;?;ﬁ@;"“‘”‘“ vil be stored
start, a message box displays the G TemplKATHERINEZS
remaining time until the experiment CTempRATHERINEZE
starts.
When the experiment starts, the Fun Settings
Runtime Binding Chart window Open runtime charls automatically Delayed experiment start
appears (Figure 5.9) and displays the [FlAmclEnEER s Start afier 300] sec.
binding data in real time as well as the (7] Shake sample plte e
experiment progress. R
5. Tostop an experimentin progress, click Setplle temperature 57— °C e
the €9 button for this run o s ===
- The experiment is aborted, the data el
for the active sensors is lost, and the Machine Name User Neme:
sensors in the manifold are ejected &
privent T

into the waste tray.

Click to cancel the time delay
and start the experiment.

Figure 5.8 Running a kinetics experiment

/\ cAuTION

CAUTION! Do not open the door when an experiment is in progress. If the door is opened
when the Octet instrument is operating, the experiment is aborted, the data for the active
sensors is lost. The sensors in the manifold are ejected into the waste tray.

Item in the Run Description

Experiment Tab

Data File Location and Names
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Item in the Run

Description

Experiment Tab

Main Data Repository

The location where the subdirectory will be created. The subdirectory contains
the .frd files. Click Browse to select another data location. Note: It is
recommended that you save the data to the local machine first, then transfer to a
network drive.

Experiment Run Name
(sub-directory)

Specifies a subdirectory name for the data files (.frd). The software generates one
data file for each sensor that includes the data from all steps that the sensor
performs.

Plate Name

The prefix for the data files (.frd).

Auto Increment File 1D
Start

Each file is saved with a number after the file name. For example, if the Auto
Increment File ID Start number is 1, the first file name is xxx_001.frd.

Run Settings

Open runtime charts
automatically.

Choose this option to display the binding chart for the current sensor during data
acquisition.

Automatically save
runtime chart images.

Choose this option to save the binding charts (.jpg). The binding data (.frd) is saved
regardless of whether chart images are saved.

Set plate temperature
for this run.

Choose this option to specify a plate temperature. Enter the temperature in the
box. If this option is not chosen, the plate temperature is set to the default 30° C.

Note: If the actual plate temperature is not equal to the set plate temperature, a
warning appears. The software gives you the option to: i) wait until the set
temperature is reached before proceeding with the run, ii) continue without
waiting until the set temperature is reached, or iii) cancel the run.

Delayed experiment
start.

Choose this option to specify a time delay for the start of the experiment. Enter
the number of seconds to wait before the experiment starts after you click ().

General Info

Machine Name

The name of the computer that controls the Octet instrument and acquires the
data using the Octet software.

Experiment Type

The type of experiment (quantitation, basic kinetics, or kinetics screening)

User Name

The user logon name.

Viewing the Runtime Binding Chart

If you chose Open runtime charts automatically in the Run Experiment tab (Figure
5.8), the runtime binding charts are automatically displayed when data acquisition
starts. The chart window also displays the run status and the elapsed time for the
current sample column. If the charts are not automatically displayed, select View —
Enable Runtime Binding Charts on the main menu. The binding chart is
automatically saved (.jpg) at the end of data acquisition.
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A CAUTION

CAUTION! ltis recommended that you do not close the chart window until all of the samples
are analyzed. Otherwise, the charts will not be saved. If you do not want to display the
chart, minimize the chart window. The software saves the binding chart as displayed at the
end of the experiment. This means, if you modify the chart, for example, hide the data for a
particular sensor, the chart will not include the hidden data.

m To close the chart window for the current assay, click the Stop/Start Opening
Runtime Binding Charts button @

— The chart window closes and the chart for the current assay is not saved.

m Click the @ button again to open the chart window for the next assay.

m Double-click anywhere in the window to display two chart windows
simultaneously.

m Tozoom in on an area in the chart, select an area with the mouse and click. To reset
the zoom, press the z key.

To view the binding
chart for a particular
assay, click the assay

—Current Binding Charts —

name.

To hide the sensor
data in the chart,
remove the check
mark next to the
sensor.

Note: The saved
chart includes the
sensor data as
displayed at the end
of the run. If you
modify the chart,
press the z key to
return the chart to the
original view.

If you are satisfied

with the binding data
before the assay step
is finished, click Skip
Assay Step to begin

the next assay step—]

|| s Assay Siep

B Kinetics Runtime Binding Charts - Experiment: test, Plate: JGAMEZ040805

Sensors To Chart — —Plate Progress Plate Legends ——
Sensor Plate Sample Plate
Il Sensor A 723 456735 WHQ 123456783 0NE ©Selacted
Isesos | |«[OmOO00O00000]|:[000000000C00] || epessing
Sensor C :|Om0000000000] | <[ 0Cee00000000
SensorD || |¢|O0EO0O000O00000]|<|0080C0000000| | | mekrmcesed
SensorE -|DECO000000000]| |[0Cee00000000
SensdlF <|0E0000000000| || 60800606560 0| | | - Sersrrer
2l sevarc | |7|000000000000] |r|0C#@00000000
= Fot «|OEOO00000000] || 0Cee00000000| | “Fale e
+|Om0000000000)| |«[0Cee00000000)
: —fssay Status —fssay Step Status
Progress: NI Assay 20f 2 Progress: 23% Step  20f 2
Elspsed Time: 75 (sec) Step Details: [ [MyOfiRai=, 20 (zec, =

Binding Data Chart

5o

Tima (st

Figure 5.9 Runtime binding chart window
Double-click anywhere in the window to display two charts windows simultaneously.
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5.3 Analyzing Basic Kinetics Data

The raw data files include the data from all of the assay steps that a sensor performs.
When selecting files for analysis, you can include data from one or more assays

conducted on the same plate. You can also include data files from different plates or
experiments.

Selecting Data

NOTE

You can select as many files as you need for an analysis. However, the Data
Visualization tab displays up to eight data files (eight assays) without crowding.

1. Do one of the following to start a kinetics data analysis session:
e Click the New Kinetics Data Analysis button |Iy.
e Select Data Analysis —New Kinetics Data Analysis on the main menu
e Select Data Analysis Basic Kinetics in the Experiment Wizard.
— The Kinetics Data Analysis window appears (Figure 5.10).
Figure 5.10 shows how to select files for analysis.

Figure 5.11 shows how to edit the step type.
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To select files for
analysis, do either
of the following:

e Double-click the

directory or
individual files of
interest.

e Drag and drop

files from the
desktop or a
Windows folder.

Note: In the
Explorer pane,
kinetic directories
and files are orange
and quantitation
directories and files
are blue.

To remove a file from the analysis, do either of the following:

e Remove the check mark next to the file.
- The file remains in the list, but is excluded from the analysis.

e Select the file(s), then click the [=] button.
- The file is removed from the list.

) o
@1 QRun1
-7 QRun 2
-3 Kinstic
-] Quantitative

w0 Octet
{23 Google
-2 Intel
{03 Intemet Explorer
w3 InterVideo
& Java
=-28 Leam2.com
{7 kmoh

<

S K Biotin Pro A

B Quantitative_3.0

B8 Octet User Software - [Kinetics Data Analysis = #6] Q@I@‘
|_] File View Experiment Data Analysis Instrument Window Help - |5 X
5 4 2 I (= [ ] e
‘ Y \ = L& oﬁ W =3 2y Lu \.) _ﬁ)ff____.éﬂl(}'
Data File Selection Datz Visuslization
=-E ForteBio Al Fle# | File Name Experiment Name | Plete Name O
@23 3.0-buid 3.0.0 P11 Ch..\040406:3 60301 00THrd 0404062 60
=23 Dati i 2 ¢ d
=~ 30Dats 3 A d
#+{_] Jump Test 2.0 Half Plate o ”d
£ Jump Test 3.0.1 Full Plate 5 Tea rd
&2 K Bassline 1 ;
1 K Baseline 2 g cC d
520 K Baseline 3 7oC d
] K Bassline 4 LR il
-1 K Bassline 5
#-_| K Basslne & [c:\\Program Files \ForteBio\Data\3.0 Data 'K Biotin Pro A\040406-3 603012_008.frd]

v

Position the
cursor over a
file to display
the complete
path name.

¥

| Show dota files only

> <
H[ Hide Explarer

=]

[ Explorer Pane

Analysis List S

Item in the Data File

Selection Tab

Show data files only

Description

Figure 5.10 Kinetics Data Analysis window, Data File Selection tab

directory in the Explorer pane.

Choose this option to display only data files (.frd) when you browse a

Click to refresh the Explorer pane.

Click to add the selected directory or file(s) to the analysis list.

Click to remove the selected file(s) from the analysis list.

Hide Explorer

Click to hide the Explorer pane.
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W) Data File Selection | ) Data Preview || &) Sereening Resutis
® Single-plate Files O Muli-plate Files
& ForteBio Al Fles | Fie Name Experiment | Plate Name Date Sersor Sensorinfo | Step Types
{2 30-buid 3.00 C:\ ... \040406 3 603019_0014rd 0404063603019 4/4/2006.. A2 Bassline, Loading, Bassine, Assoc., Dissoe. (]
=0 et €A\ \040406-3 603019_0024rd 0404063603015 4/4/2006.. B2 Baselie, Loading, Bassine, Assac., Dissoc
? ;:e';:‘a C:\ . \040406-3 603019_0034rd 0404063603015 4/4/2006.. C2 Baselie. Loading. Bassine, Assac.. Dissoc
- €A\ \040406-3 603019_004rd 0404063603015 4/4/2006.. D2 Baselie. Loading. Bassine, Assac.. Dissoc :
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e right end
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Figure 5.11 Editing the step type in the Data File Selection tab
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Vlewing Data

m To view the sensor data, click the Data Visualization tab. Alternatively, click the
) arrow to advance to the tab.

— The binding charts for all sensors are displayed (thumbnails of individual

sensor data at the left) (Figure 5.12).

In this tab you can view all or particular assay steps, choose the dissociation model,
specify a quantity of data (seconds) for analysis that is less than the data collection
time, remove data from the analysis.

To remove data from the
analysis, remove the
check mark in the
thumbnail. Alternatively,
click the sensor graph in
the binding chart. To
return the data to the
analysis, place a check
mark in the thumbnail.

Place the cursor over a
thumbnail or a graph in
the binding chart to
display sensor data
details.

Data File Sefection

Hide Thurbnais

Data Visualization

‘Thumbnaﬂswze Lage v

43 GAWOI03053)
uE :

[T ARERRTIRRTANTTI

Select

B3 GIW090305.3)
- i
10z
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B OIW63053)
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oo -El i
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1B ATWR03053)
15 E §

o0 B
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0000000~

0
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1
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—— 43 (LuG0305:3)
= B3 (KLND00305:3)

—— H3 (<Lu80305:3)

Select

Select Step Type: |41l Types
v

stowony  ©
0 M MoredSten () ign< v

Save Image Save Raw Data

Q©

Data Trasking

® Sensor Lo (Exp. Name)
© Sample Lo (Exp. Name)
O Sample D [E4p. Name)

Diats Anapsis Settings
fseay Step Times:

® Use time stored in data fles

O Overide times in data fles

Figure 5.12 Kinetics Data Analysis window, Data Visualization tab

Item in the Data
Visualization Tab

Hide/Show Thumbnails

Description

Click to hide/display the thumbnail window pane.

Thumbnail Size

Choose Large or Small from the drop-down list to specify the size of the
thumbnail display.

Select Step Type

Choose the assay step typel(s) for display from this drop-down list.

Show Only Aligned Step

Choose this option to display only the step type chosen in the Select Step Type

drop-down list. If this option is not chosen, the aligned step and all subsequent
steps are displayed.
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Item in the Data Description

Visualization Tab

Align Both Axis Choose this option to align the x- and y-axes of the runtime binding charts at
Align X Axis Choose this option to align only the x-axis of the runtime binding chart.

Save Image Opens a Save dialog box that enables you to export the image as displayed on

the screen. This includes any alignment of the axes or steps.

Save Raw Data Opens a Save dialog box that enables you to save the binding data to a text file
(.txt) of the image as displayed on the screen. This includes any alignment of
the axes or steps.

Data Tracking

Sensor Loc Choose this option to use the sensor well location as the tracking ID in the
(Exp Name) Origin results worksheet (Figure 5.13).

Sample Loc Choose this option to use the sample well location as the tracking ID in the
(Exp Name) Origin results worksheet.

Sample ID Choose this option to use the sample ID entered during experiment setup as
(Exp Name) the tracking ID in the Origin results worksheet.

Data Analysis Settings

Use time stored in Choose this option to analyze all of the data collected.

data files

Override times in Choose this option to specify a quantity of data for analysis (seconds) that is
data files less than the duration of data collection. The data for analysis will be acquired

from the start of the experiment up to the specified time.

Assoc. Step Time To analyze a user-specified quantity of association step data, place a check
mark here and enter the amount of data (seconds) that you want to analyze.

Dissoc. Step Time To analyze a user-specified quantity of dissociation step data, place a check
mark here and enter the quantity of data (seconds) that you want to analyze.

Dissoc. fitting selection Choose a dissociation fitting model from the drop-down list.
(only for 1:1 model)

) Click to display information about the selected dissociation model.

NOTE

For more information on how to customize the sensor data display and export the data,
see Appendix B, page 83.
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Starting the Analysis

1. In the Data Visualization tab, click the button.

— The Origin software opens and displays a worksheet with the binding data
from the selected sensors. The ForteBio data analysis options are displayed.

Figure 5.13 shows the steps to analyze basic kinetics data.
2. To generate an analysis report (.doc), click Save Report As (Figure 5.13).

3. To save the analysis to an Origin project, select File —Save Project on the Origin
main menu (Figure 5.13).

If you save the results to an Origin project (.opj), you can work with the data in the Origin
application without opening the Octet software.
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To save the analysis to an Origin E
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To analyze basic kinetic data:

1. Specify a directory for the results. Click the J button to browse for a
directory.

2. Confirm the default analysis settings or remove the check mark from
the options that you do not want to include. (For details on the analysis
options, see page 58).

3. Click Do Analysis.
- The overlay graph (Figure 5.14), results chart (Figure 5.15), and results
table (Figure 5.16) are created.

Note: A single exponential is used to fit both the association and
dissociation rates (k, and ky). The model provides a single ks and ky. You
must know the protein concentration to compute k, and Kp:

Fortebio Kinetics Data Analysis

Data Analysis Settings
0 Analysis

Input work sheet: DalnputD atal hd J

Fiesult output folder:

[v Create stacked graphs Select Model
[ Create one averlay graph * Model1:1
v Draw fitting curve on graphs)
v Show curve legends
¥ Show residuals curve
v Create results chart
Data Analpsis Progress Report
' Tables and graphs
0% " Graphs anly
" Tables only

Hit Ezc key to stop data analysis.

Save Repart Az

fortéso

Association model: y = yg + A x (1- expl[Kps(t-to)])
Dissociation model: y = yg + A x explkq4(t-tg)]
To save analysis results:
e To generate a report of the analysis results (.doc), click Save Report As.
e To generate an Origin project (.opj), select File —Save Project on the Or|

igin main menu.

Note: If you save the results to an Origin project, you can work with the data in the Origin application without opening

the Octet software.

Figure 5.13 Origin software main window and FortéBio kinetics data analysis settings
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FortéBio Kinetics Data

Analysis Options

Description

Do Analysis

Click to analyze the current kinetic data.

Input worksheet

Name of the active data worksheet for the Origin software analysis.

Result output folder

Specifies the directory for the analysis results.

Create stacked graphs

Choose this option to display the binding data from each sensor in a separate
graph (Figure 5.14).

Create one overlay
graph

Choose this option to display all of the sensor binding data in one graph.

Draw fitting curve on
graph(s)

Choose this option to display the fitting curve in a graph.

Show curve legends

Choose this option to display the figure legend.

Show residuals curve

Choose this option to generate the residual graph (Figure 5.14).

Create results chart

Choose this option to generate a results chart (Figure 5.15).

Report

Tables and graphs

Choose this option to include both the binding charts and table of kinetic analysis
results in the report.

Graphs only

Choose this option to include only the binding charts in the report.

Tables only

Choose this option to include only the results table in the report (Figure 5.16).

Save Report As

Opens a Save As dialog box so that you can save the analysis results to a report
(.doc).
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Figure 5.14 Sensor binding data (left) and residuals (right) in stacked format
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Figure 5.15 Basic kinetics analysis, results chart
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Figure 5.16 Basic kinetic analysis, results table

5.4 Generating a Report

m To generate a report of the analysis results (.doc), click Save Report As in the
Kinetics Data Analysis dialog box (Figure 5.13, page 57).

m To generate an Origin project (.opj), select File —Save Project on the Origin
main menu.

NOTE

If you save the results to an Origin project, you can work with the data in the Origin
application without opening the Octet software.
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Kinetics screening enables you to analyze sensor-sample binding or dissociation
interactions for many samples in parallel. For example, you can use kinetics screening
to look for the presence of a binding protein or compare sample off rates, how fast a
bound protein dissociates from the Octet sensor.

In a kinetics screening experiment, samples are prepared offline (not in the Octet
instrument), then a single-step assay (one sensor per sample) that monitors association
or dissociation is performed in the Octet instrument.

6.1 Setting Up a Kinetics Screening Experiment

To set up a kinetics experiment in the Octet software, specify the:
e Well locations of the sensors and samples.
e Assay step (association or dissociation).

The experiment method (.fmf) that you specify is automatically saved when the
experiment is run.

For more details on how to prepare the sensors, see the appropriate product
instructions.

NOTE

Before you begin an experiment, check the sample plate temperature (displayed in
status bar). Confirm that the temperature is appropriate for your experiment or set a new
temperature. (For more details on setting the temperature, see page 12.) If you close the
Octet software, the sample platform temperature is reset to 30° C.
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Specifying the Sensor & Sample Configuration

1. In the Experiment Wizard, choose the New Kinetics Experiment and Kinetics
Screening options (Figure 6.1). If the Experiment Wizard is not displayed, click the
Experiment Wizard button [ .

Alternatively, select Experiment — Kinetics = New Kinetics Screening
Experiment on the main menu.

& Experiment Wizard 5]

Choose an option fo start

Ol\jj“b New Quantitation Experiment
Basic Quantitation

Assay Development Mode

@k New Kinetics Experiment
O Basic Kinetics
® Kinetics Screening
OlP% Data Analysis
tion

al

Figure 6.1 Experiment Wizard

2. Click the arrow in the wizard.
— The Kinetics Screening Setup window appears (Figure 6.2).
Figure 6.2 shows how to designate the locations of the sensors and samples.

More than one Kinetics Screening Setup window can be open at the same time.
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To specify the active sensor locations,
do one of the following:

Click Fill Plate to select the entire plate.

Draw a box around one or more
column(s).

Click Import. In the dialog box that
appears, select a tab-delimited text file
(.txt) that specifies sensor locations and
sensor loading information (assay time,
flow rate, and type of assay step).

Click a single well.

To delete a sensor location:

Select a column or well in the sensor
plate map and click Remove.

To specify the sample locations, do one
of the following:

Click Match Sensors.
- All well locations that match the active
sensor locations are selected.

In the sample plate, draw a box around
the well(s) of interest

W Semsor-Sample Data | () Assay Defintion | () Run Beperiment

In this step, available sensors and samples will be selected, and

additional information about them will be entered

Using the mouse, highlight the sensors/samples that you want to

select. Use the Remove button to remove any sensors

Sensor Plate

Legends O

[ No Senser () Empty Sample Wells
Assigned Sensors
[ Available Sensors

Sample Plate

12 3 4 5 6 7 8 9 10 11 12 12 3 4 5 6 7 8 9 1011 12
A OO0O0oOoooooog) (4000000000000
s | JO000000004dd| (s|000000000000
c | QOuooaogogad] (/000000000000
o | OJO0000000agd| (o|000000000000
e QOoooaogogad] (|000000000000
| O0O000000agagd| (000000000000
s | QOooaoaoaad] (/000000000000
v | D0O0O000000000d] (+|000000000000

Sensor Plate Details

Sampl

& Plate Details

Sensor | Sensor Loading Info

Sam.

Sample D Congentration [M] | Sample/Bufer Info

Import

Note: Conc. in [M]. Example: Enter 1e-9 for 1 nM.

Click Import. In the dialog box that appears, select a tab-delimited text file (.txt) that specifies sample
locations and sample information (sample 1D, molar concentration, sample or buffer information).

To delete a sample location(s):

Select the column(s) or well(s) that you want to delete and click Remove.

Figure 6.2 Specifying sensor and sample locations
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Entering Sensor & Sample Information

You can enter information about sensor loading, sample ID, sample concentration, or
sample buffer. Entering the information is optional. The information can entered
manually or by importing a tab-delimited text file (.txt) (Figure 6.3).

To enter information manually:
[5) Double-click a field in the sensor plate or

@ Sensor-Sample Data | &) Assay Definition || &) Run Experiment

Legends:

dtonatshraton ot oo vl b etered oo ) o Sensor O Emety Sarvlo Vil sample plate table, and enter the
Using the mouse, highlight the sensors/samples that you want to [] Assigned Sensors -information.
select. Lse the Remove bution to remove any sensors [ Avilable Sensors
Sensor e Sample Pite To Import a tab-delimited text file:
e = First format the information of interest
1. Firs
A|EOEEEDEEEanEl S50 00052e0e0 in a tab-delimited text file (as shown
¢« | ¥EO000000C0OOO| |<|@Ce0eedoeoed® below). ,
| OOOO0OOC0OOOCO| (»|0000000Ce0eo Enter information separated by tabs.
[ KOD0O0O000O0O0OOO] (|[0C000000e0ed The sample wells can be specified by
FixOO0O0O000O0O0OoO) |(r|loco00000e0®0 column or row (for example, A1, A2,
s XODOOO0O0OO0OO0O| |s|0C000000e0®0 A3, or A1,B1, C1).
[ KODOOOO0OO0OOoO) (000000008080 _
Sensor Plate Details Sample Plate Detais Al ae01 Ted sarnple/buffer information &
Sensor | Sensor Loading Info “ Sam Sample ID Concertration [M] Sample/Buffer Info A A2 B602 2e9 samplefbuffer information
At a1 — A3 8603 Ted samplefbuffer information
et (@1
Oci Oct ~
Oot Qo
Qe 3 851
< > ©F v .
Import... Note: Conc. in [M]. Example: Enter 1e-3 for 1nM 2. Click Import.

3. In the dialog box that appears, select
the .txt of interest, and click Open.

Figure 6.3 Entering sensor or sample information

Defining the Kinetics Screening Assay
m Click the Assay Definition tab or click the &) arrow to advance to the tab.

Figure 6.4 shows how to define a single-step (association or dissociation) kinetics
screening assay.

NOTE

Since a kinetics screening experiment is a single-step assay, only the association or
dissociation step is performed in the Octet instrument. The other steps are performed
offline.
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Types of Assay Steps

The Octet software provides predefined assay steps. Figure 6.5 shows how to create
your own custom assay step.

Assay Step Type Use This Step When...

Assoc. Binding the second protein of interest during kinetic analysis.

Dissoc. Monitoring the dissociation of the protein complex.

Baseline Establishing the sensor baseline in diluent. Note: This step may be performed
offline (not in the Octet instrument).

Loading Binding the first protein of interest to the sensor. Note: This step may be
performed offline (not in the Octet instrument).

Activation Chemically activating the sensor surface to prepare for protein loading.

Quenching Blocking unreacted surface immobilization sites on the sensor.

New Loading Defining a custom loading step.

To define a single-step kinetics @ SensorSample Data | & Assay Definition | &) Run Experiment

screening assay: j } p— a7
Lno\(:Irrs'\:s‘eapr;da::?r:{;ewg‘lalmﬁ?a‘w T D No Sensor @UnselectableSamp\es o o
1. Select a step type from the Using the mouse, select one sensor column. Next, double click on [ Assigned Sensor
Select Step drop_down list. a sample column to create an assay siep. e f———
Note: You can create a Add/Remave Assay Sieps
custom step with a user- Sensor Plate Sample Plate
specifiedassaytimeorﬂow 12 3 4 5 6 7 8 9 1011 12 1.2 3 4 5 6 7 9 10 11 12
rate for inclusion in an assay A XOODOOOC00O0OCd A|Q0000000Ce0®®
(see Figure 6.5). «|IO00000000000| |+|0000e00cecee
2. Click Create. c|[KOCDCDOoooOo| |<|e0e0eQocecee
The selected step tvbe i o | HOOOCOOO0oon il[elelolelelslelel Iol 10)
I Sasuiaiis it [EOD0CO00000000| [(£|/00000Q00e08e0
a53|gr|1e oallorthe FEOOO0O0O0000O000 d[elelolelelololel Iel 1)
Samples. s HOOO0O0O0O000O000 d[elelolelelslelel Iol 10)
Note: : H EOOODOOOODCO0O0 HOO@OeDOOe0e®
ote: The preceding assay steps
are performed offline (outside the || o, i aes, Seectsin " Dot Avsoc.
Octet instrument). o e el
Dists Nams Ssmsor Sample Step Dsta
¥~ Def Assoc 1 A colt O Cait I Def Dissoc
LDd Dissoc. D Cal 1 O Col 2 L Def Dissoc.

b Def Baseline Mo A
L Def Loading No Flow

O col1 O Col3 M Def Dissoc
Loading @ colt O Col4 M DefDissoc

|4 Def Activation 600 1000 Activation E colt @ Col5 M DefDissoc
4 Def Quenching 600 1000 Quenching O col1 O cals M Def Dissoc
— Trom el (= o [4 MoveUp] [3 Maove Down| [— Remove| [ Assay Separators

Figure 6.4 How to define a single-step kinetics screening assay
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NOTE

During assay setup, if you select a sensor and sample column that do not have the same
number of active wells, a message appears and requests confirmation to continue. If a
sample column has fewer wells than the number of sensors, some sensors will not be
incubated in the sample solution. If a sample column has more wells than the sensor
column, some of the sample wells will not receive a sensor.

Creating a Custom Step

To create a custom step: @ sensor-Sample Data | (& Assay Definition | ) Run Experiment
. Legends & ll=
In this step, assays will be created by 1 9
1. Click the + Add button. e b Drosss @ iresocnionois QO
- A new step is added to the Using (r‘\e n?use‘tse\ect'cnesenscro?lumn Mext. double click on ] Assigned Sensor
Step Data Setup pane. 7 SaMmple Colmn o cresls 2n assay <iep B Aseitable Sensor

Add/Remove Assay Steps

2. To edit the Step (data name, Sensar Plate Sample Plate

assa\/ltlr?e:kﬂcﬁw rate, or type), 12 3 4 5 6 7 8 9 1011 12 12 3456 7 8 9 101112
double-click the row. .[ED00O0COODoD| |«[ecece@ocecee
Assay time range: 2 - 48,000 s [ I000O000C00000| [:|00000Q00e0ed®
seconds c|HOOOOOO0OOOoO d[elelelelololele] 1o Io]
Flow rate range: 0 or 60 - 1500 o | XOOOOOO0O0OOO00 [elelelelolelelel IoY 1o}
pm e | HOOOOO0O0O0O00OC00O d[elelolelolelele] I0Y IO
FlEO00O0O00O00OCO d[e]elolelelelelel IoY 10}
s HOOOOO0O00OoO d[elelelelolelele] 1o Io]
To remove a custom step: | HOOOOOO0O00000 ll[e]e]elele]elelel 1] o)
1. Select the step that you want || Sweenrefssay Ssectsiep
to remove. Step Data Setup Assay Steps List
Data Name Assay Time | Flow Rate Type A Assay # | Sensor Sample Step Data
2. Click the - Remove button. b~ Def Baseline No Fl. 500 Baseline 1 [Hcdt (@] Cal1
Alternatively, press the N e o ©
Delete key. 1 Def Quenching 600 1000 FiEmT Ot O cold
[FNew Loadings | 900 | 1000 | Loading [9 Ot Qcas
Note: A factory installed step < > Do ©cle
cannot be edited or removed. Time in [sec), fow rate n frpm] [4 Meve Up| (¥ MoveDown| [— Remove| []Assay Separators
Step Data Setup
Data Name Assay Time | Flow Rate Type
| Def Assoc 900 1000 Assoc.
[\ Def Dissoc. 900 1000 Dissoc.
|=Def Baseline No Flow 600 0 Baseline . R
L Def Loading No Flow 300 0 = Confirm that the correct step type is
4 Def Activation 50D 1000 Activation selected. To edit the step type, double-
1 Def Quenching 600 1000 Quenching click the right end of the row and
£ New Loading5 ] 1000 |Lf Loading v choose the step type from the drop-
< C»;_swc‘ down list that appears.
Time in [sec], flow rate i||... Baseline
|/~ Loading
Activation
AT
=4 custom

Figure 6.5 How to create a custom step
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Saving a Kinetics Screening Experiment

The software automatically saves the experiment information that you specify (sensor
and sample locations, sensor and sample information, and assay steps) to an
experiment method (.fmf) at the start of the run. If you set up an experiment, but do
not start the run, you can manually save the experiment method.

1. To manually save an experiment, click the Save Method File button ,3_-'*

Alternatively, select File = Save Method File on the main menu.

If there is more than one open experiment and you want to save them all, click the
Save All Methods Files button *=.

In the Save dialog box that appears, enter a name and location for the file, and click
Save.

If you edit a saved experiment and want to save it without overwriting the original file,
select File —=Save Method File As on the main menu and enter a new name for the
experiment.

N

Opening an Experiment Method

1. Click the Open Method File button * Alternatively, select File = Open —
Experiment Method File on the main menu.

2. In the dialog box that appears, navigate to the directory and .fmf of interest, and
click Open.

When you open a method, reselect the assay type. (This information is not saved.)

6.2 Performing a Kinetics Screening Experiment

You are ready to begin a kinetics screening experiment after you specify the assay or
open a saved kinetics screening experiment method (.fmf).

(1) mpoRTANT

Make sure that the Octet biosensors are properly prewetted before starting the experiment.
For details on how to prepare the biosensors, see the appropriate product instructions.
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Loading the Sensor Tray & Sample Plate

1.
2.

Open the Octet instrument door (lift the handle up).

Place the sensor tray on the sensor stage (left side) so that position Al is located at
the upper right corner (Figure 6.6).

Place the sample plate on the sample stage (right side) so that position Al is
located at the upper right corner.

Position A1

sensor tray sample plate

Figure 6.6 Sensor stage (left) and sample stage (right)

4.

Close the Octet door and allow the plate to equilibrate for five minutes. (The time
required for temperature equilibration may be different, depending on the
temperature that your application requires.)

(1) mpoRTANT

Make sure that the bottom of the sample plate and sensor tray are flat on each stage.
Otherwise the orbital movement of the stage may result in sample loss.

Locking the Octet Software

fortésio

You can lock the Octet software to prevent access by another user while an experiment
is in progress.

1.
2.
3.

Select File —L.ock application on the main menu.

In the dialog box that appears, enter your user name and a password.
Click Lock.

— The lock and password expire at the end of the experiment.

If you want to unlock the application before the end of the experiment, enter the
password in the dialog box and click Unlock.
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Starting the Experiment

To start an experiment:

1. Click the Run Experiment tab or click
the @ arrow to advance to the tab,

2. Confirm the default settings or enter
new settings.

3. Enter a name for the Experiment Run
subdirectory.

4. To start the experiment, click [@.

- If you specified a delayed experiment
start, a message box displays the
remaining time until the experiment
starts.

When the experiment starts, the

Runtime Binding Chart window

appears and displays the binding data in

real time as well as the experiment
progress.

5. To stop an experimentin progress, click
the €3 button.
- The experiment is aborted, the data
for the active sensor is lost, and the
sensor is ejected into the waste tray.

Main Data Repository: C\Temp
Experiment Run Name (sub-directory): ||
Plate Name (File Prefix).

Auto Increment File 1D Start:

The box below shows how data files will be stored

L] File Edit View Experiment Data Analysis Instrument Window Help -8 x

3 - P L I{EB‘,OEEJ_“ ﬁ)rtémo‘
Sensor-Sample Data Assay Definition Run Experiment

Data File Location and Names € , (; |)

Browse

KATHERINEZ280806

1

WKATHERINE280806_001 frd
KATHERINE280806_002 frd
\\KATHERINE280806_003 frd

Run Settings
Open runtime charts automatically

Automatically save rutime chart
imag

Set plate temperature n °c
for this run kY

General Info

KATHERINETOSH
Experiment Type: |KINETICS

Machine Name:

Delayed experiment start
Start sfter 200 sec.

Shake sample plate while
wiaiting to start.

Waiting for plate warm-up...

Remaining
Time (sec)

_Coca |

User Name:

Click to cancel the time delay
and start the experiment.

Figure 6.7 Running a kinetics screening experiment

/\ cAuTION

CAUTION! Do not open the door when an experiment is in progress. If the door is opened
when the Octet instrument is operating, the experiment is aborted and the data from the active

sensor is lost.

Item in the Run

Description

Experiment Tab

Data File Location and Names

Main Data Repository

The location where the subdirectory will be created. The subdirectory contains

the .frd files. Click Browse to select another data location. Note: It is
recommended that you save the data to the local machine first, then transfer to a
network drive.

Experiment Run Name
(sub-directory)
performs.

Specifies a subdirectory name for the data files (.frd). The software generates one
data file for each sensor that includes the data from all steps that the sensor
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Item in the Run
Experiment Tab

Plate Name

Description

The prefix for the data files (.frd).

Auto Increment File ID  Each file is saved with a number after the file name. For example, if the Auto

Start

Increment File ID Start number is 1, the first file name is xxx_001.frd.

Run Settings

Open runtime charts
automatically.

Choose this option to display the binding chart for the current sensor during data
acquisition.

Automatically save
runtime chart images.

Choose this option to save the binding charts (.JPG). The binding data (.frd) is
saved regardless of whether chart images are saved.

Set plate temperature
for this run.

Choose this option to specify a plate temperature. Enter the temperature in the
box. If this option is not chosen, the plate temperature is set to the default 30° C.

Note: If the actual plate temperature is not equal to the set plate temperature, a
warning appears. The software gives you the option to: i) wait until the set
temperature is reached before proceeding with the run, ii) continue without
waiting until the set temperature is reached, or iii) cancel the run.

Delayed experiment
start.

Choose this option to specify a time delay for the start of the experiment. Enter
the number of seconds to wait before the experiment starts after you click ().

General Info

Machine Name

The name of the computer that controls the Octet instrument and acquires the
data using the Octet software.

Experiment Type

The type of experiment (quantitation, basic kinetics, or kinetics screening)

User Name

The user logon name.

Viewing the Runtime Binding Chart

If you chose Open runtime charts automatically in the Run Experiment tab (Figure
6.7), the runtime binding charts are automatically displayed when data acquisition
starts. If the charts are not automatically displayed, select View — Enable Runtime
Binding Charts on the main menu.

The chart window also displays the run status and the elapsed time for the current
sample column.

NOTE

Do not close the chart window until all of the samples are analyzed. Otherwise, the charts
will not be saved. If you do not want to display the charts, minimize the chart window.

m To close the chart window for the current assay, click the Stop/Start Opening
Runtime Binding Charts button [+

— The chart window closes and the chart for the current assay is not saved.

m Click the [/ button again to open the chart window for the next assay.
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6.3 Analyzing

Kinetics Screening Data

The raw data files include the data from all of the assay steps that a sensor performs.
When selecting files for analysis, you can include data from one or more assays
conducted on the same plate.

Selecting Data

1. Do one of the following to start a kinetics screening data analysis session:

e Select Data Analysis —New Kinetics Screening Data Analysis on the main

menu.

e Select Data Analysis and Kinetics Screening in the Experiment Wizard.

(To display the Experiment Wizard, click the % button.)

— The Kinetics Data Analysis window appears (Figure 6.8).

To select files for
analysis:

e Double-click the
directory or individual
files of interest.

® You can select files
from the same or
different plates.

Note: In the Explorer
pane, kinetic directories
and files are orange and
quantitation directories
and files are blue.

Figure 6.8 shows how to select files for analysis.

Figure 6.9 shows how to edit the step type.

Ins reb

| %% %5 5Bk Q Sorténa

23 Intemet Explorer

Position the
cursor over a
file to display
the complete
path name.

PRPRPRRRRDRRR

Moy

e

2a vst

.

< 3
7] Show datafiles only | || [Hide Explorer =

& rsturment e Ready Experiment Satus Not Stried & P Temo

L Explorer Pane J! Analysis List '

To remove a file from the analysis, do either of the following:
e Remove the check mark next to the file.

- The file remains in the list, but is excluded from the analysis.
e Select the file(s), then click the button.

- The file is removed from the list.

Figure 6.8 Selecting files for kinetics screening analysis in the Data File Selection tab
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Item in the Data File Description

Selection Tab

Show data files only Choose this option to show only Octet data files in the Explorer pane.
& Click to refresh the Explorer pane.

Click to add the selected directory or file(s) to the analysis list.

Click to remove the selected file(s) from the analysis list.

Hide Explorer Click to hide the Explorer pane.
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Figure 6.9 Editing the step type in the Data File Selection tab

Vlewing Data

m To view the sensor data, click the Data Preview tab. Alternatively, click the [5)
arrow to advance to the tab.

— The binding charts for all sensors are displayed (thumbnails of individual
sensor data at the left) (Figure 6.10).

In this tab you can view all or particular assay steps, choose the dissociation model,
specify a quantity of data (seconds) for analysis that is less than the data collection
time, remove data from the analysis.
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Figure 6.10 Kinetics Screening Data Analysis window, Data Preview tab
Note: A plate map is displayed if the data are from the same plate.

Item in the Data Preview Tab Description

Hide/Show Thumbnails

Click to hide/display the thumbnail window pane.

Thumbnail Size

Choose Large or Small from the drop-down list to select the size of the
thumbnail display.

Select All Chart

Click to display all of the data selected in the Data File Selection tab.

Unselect All Charts

Click to hide all of the data selected in the Data File Selection tab.

Select Step Type

Select All Types from the drop-down list to display the binding data for
all steps in an assay. Alternatively, to display binding data starting at a
particular step type, select the step type of interest. For example, if you
select Assoc., only the association and dissociation steps are
displayed.

Show Only Aligned Step

Choose this option to display only the step type chosen in the Select
Step Type drop-down list.

Align Both Axes

Choose this option to align the binding charts at 0,0.

Align X Axis

Choose this option to align only the x-axis.
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Item in the Data Preview Tab Description

Save Image Opens a Save dialog box that enables you to export the image as
displayed on the screen. This includes any alignment of the axes or
steps.

Save Raw Data Opens a Save dialog box that enables you to save the binding data to a

text file (.txt) of the image as displayed on the screen. This includes any
alignment of the axes or steps.

NOTE

For more information on how to customize the sensor data display and export the data,
see Appendix B, page 83.

Viewing Kinetic Screening Results

m  Click Screening Results tab or click the |y button to advance to the tab.

— The Octet software computes the kinetic constant (k4 or k), depending on
the step type selected (Figure 6.11).
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Figure 6.11 Screening Results tab
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Item in the Screening Description
Results Tab

Show Plots Choose this option to display only the graphical plots of the binding data.

Show Numbers Choose this option to display only the calculated ky or kgps.

Show both Choose this option to display both the graphical plot of the binding data and the
computed kinetic constant.

Thumbnail Size Choose large or small from the drop-down list to specify the thumbnail size.

Partial Dissoc. The model does not assume fully reversible binding. Not all of the bound protein

may dissociate as time approaches infinity.

Full Dissoc. The model assumes the protein binding interaction is fully reversible and all of the
bound protein will dissociate as time approaches infinity.

Click to display information about the selected dissociation model.

Low calculation A data file highlighted in orange color indicates one or more of the following:
confidence e The error for kg or ko is larger than 50% of the parameter value.

® The error for ky or kg could not be calculated.
® The computed kg or kyps is @ negative value.

6.4 Generating a Report

1. Click the Data Analysis Report button . Alternatively, select File —Save
Kinetics Screening Data Analysis Report.

2. In the dialog box that appears, specify a directory and name for the report (.doc),
and click Save.

— The report is displayed.
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CHAPTER 7
Maintenance

Cleaning the Instrument . . . . . . . . . . . . .. ... . ... ... ..., 77
Emptying the Waste Container

7.1 Cleaning the Instrument

If you use the Octet instrument regularly, clean the interior horizontal surfaces daily
with a Kimwipe tissue moistened with a 30-60% isopropyl alcohol. Otherwise, clean
once a week or as needed.

1. Turn off the power to the instrument and open the door.
2. Wipe the sensor and sample platform.

3. Carefully wipe the eight sensor pickup tips.

4

Allow the surfaces to dry for at lease one minute with the door open.

|

| Sensor pickup tips

Sample platform

Sensor platform

Figure 7.1 Octet instrument
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7.2 Emptying the Waste Container

Empty the waste container after every run of a 96-sensor tray.
1. Press the container to open it.

2. Pull the container out and completely remove it from the instrument.

3. Remove the container insert with the sensor tips and dispose of both in a biohazard
container suitable for sharp objects.

Figure 7.2 Waste container for the Octet instrument
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APPENDIX A
Menu Commands & Toolbar Buttons

I e |

s

"R RL O

Figure A.1 Toolbar

Table A.2 Menu commands and toolbar buttons

Menu Command Toolbar Function
Button

File -Open —
Experiment Method
File

Opens a dialog box that enables you to select an experiment
method file (.fmf).

File =-Save Method
File

Opens a dialog box that enables you to save an experiment method
file (.fmf).

File =Save All
Method Files

File =-Save Method
File As

Opens a dialog box that enables you to save an experiment method
file to a new name without overwriting the original file.

File —Lock Opens a dialog box that enables you to lock the software to prevent

Application access by another user while an experiment is in progress. For more
details, see page 22.

File —Save Opens a dialog box that enables you to save the report.

Quantitation Data
Analysis Report

File —»Save Kinetics
Screening Data
Analysis Report

Opens a dialog box that enables you to save the report.

File -Options

Opens the Options dialog box (see page 10).

File —Exit

Closes the application after prompting you to save any changes.

View —Enable
Runtime Binding
Charts

Choose this option to automatically display the runtime binding
charts during data acquisition.

View —lnstrument
Status

Choose this option to display the Instrument Status window (Figure
2.3, page 10).

Experiment -New
Experiment Wizard

Opens the Experiment Wizard.
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Table A.2 Menu commands and toolbar buttons

Menu Command

Experiment —
Quantitation ->New
Quantitation
Experiment

Toolbar
Button

He

Click the
button and
make a
selection
from the
drop-down
list to
choose
another
experiment

Function

Opens the Quantitation Experiment Setup window (Figure 3.2,
page 15).

Experiment —
Quantitation —Assay
Development Mode

Opens the Assay Definition dialog box that enables you to define a
new assay, edit an assay, or remove an assay from the system.
Note: Factory installed predefined assays cannot be removed or
edited.

Experiment Kinetics
—New Kinetics
Experiment

Opens the Kinetics Setup window (Figure 5.2, page 41).

Experiment —Kinetics
—New Kinetics
Screening Experiment

Opens the Kinetics Screening Setup window (Figure 6.2, page 63).

Experiment —Stop

Click to abort an experiment. Note: Data from the active sensor is
lost.

Experiment —»Set
Plate Temperature

Open the Temperature Settings dialog box that enables you to
specify the sample platform temperature (from 2° C above ambient
temperature to 42° C).

Data Analysis -»New
Quantitation Data
Analysis

Opens the Quantitation Data Analysis window (Figure 3.12,
page 27).

Data Analysis —»New
Kinetics Data Analysis

Opens the Kinetics Data Analysis window (Figure 5.10, page 52).

Data Analysis ->New
Kinetics Screening
Data Analysis

Opens the Kinetics Screening Data Analysis window (Figure 6.8,
page 71).

Data Analysis —Stop
Data Analysis

Stops the data analysis.

Data Analysis —
Recalculate

Recomputes the sample concentrations.

Data Analysis —Load
Quantitation Standard
Curve

Opens a dialog box that enables you to select a standard curve (.fsc)
for import during quantitation data analysis.

fortésio



Table A.2 Menu commands and toolbar buttons

Menu Command Toolbar Function

Button
Data Analysis — % Opens a dialog box that enables you to save a standard curve (.fsc).
Export Quantitation

Standard Curve

Instrument —Reset Resets the instrument and the log in the Instrument Status window.
Instrument —Stop Stops the sample plate shaker.

Shaker

Window —Close Closes the active window after prompting you to save any changes.
Window —Close All Closes all windows after prompting you to save any changes.
Window —Arrange Organizes all windows in a cascade arrangement.

Cascade

Window —Arrange Tiles the windows horizontally.

Tile Horizontal

Window —Arrange Tiles the windows vertically.

Tile Vertical

Help —0ctet User Opens the online Octet System User's Guide.

Software Help

Help —About Octet Displays the Octet software properties.
User Software
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APPENDIX B
Working With the Data Display

You can customize the data display in the Standard Curve tab, Data Visualization tab,
or the Data Preview tab (Figure B.1).

@) Data Fie Seloction | & Standard Curve | () Congentration Resuts

Standard Curve

Standards Fitting Curve Loaded Std Curve

a00000 [ Standard Curve tab in the

JUVUIUIR S NN TN O 0 Quantitation Data Analysis
] window

0.020000 S5

[0 boaic soecion] @ o Ve |
Thumbnail Size:

Data Visualization tab in the
Kinetics Data Analysis
window

o.000000:

i 0000 2000 30000 0000 S0000 5000
o

QD Data Fie Selection | (D Data Previen | &) Screening Resuts |
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Data Preview tab in the
""" Kinetics Screening Data
Analysis window

Binding (nm)
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Time (seconds)

Figure B.1 Standard curve data (top), basic kinetics data (middle), kinetics screening data
(bottom)
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m To display a shortcut menu of options for displaying, annotating, or exporting the
data, right-click the chart.

NOTE

Not all shortcut menu options are available in the Standard Curve tab.

2.500000.

2.000000 {4

: To zoom in on the chart, use the
P L ' A I A L L mouse 1o select an area and click. To
: i : : : : : zoom out, press the z key.

! i ! ! Mark Data Points d

Show Annotations

Binding (nm

1.000000{4---=--—--J- I N— —

i i H g Maximize. ..
: : Customization Dialog...
Export Dialog...

Add Annotation
Remove Annotation

0.5000004- 558 R . DU ——

Remove All Annotations

0.000000 -{ fg------------ - | R—— e beemeeeees e [

0.0 1000.0 2000.0 3000.0 4000.0 S000.0 §000.0
Time (seconds)

Figure B.2 Binding data, basic kinetics experiment

Item in the Shortcut Menu Description

Mark Data Points Displays the data points on the runtime binding charts.

Show Annotations Display user-entered notes on the chart.

Maximize Enlarges the chart display.

Customization Dialog Opens the Customization dialog box (Figure B.3). Note: You can also
gggble—click the runtime binding chart to display the Customization dialog

Opens a dialog box that enables you to export the runtime binding chart

Export Dialog
to a graphic image file.
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Item in the Shortcut Menu Description

Add Annotation Opens a dialog box that enables you to enter notes. The annotation is
added to the chart at the location of the cursor when you selected Add
Annotation.

Remove Annotation To delete an annotation, right-click the annotation and select Remove
Annotation.

Remove All Annotations Removes all annotations from the runtime binding chart.

m To display the Customization dialog box, double-click the data chart (Figure B.3).

Customization... Customization... |;| @ E|

General ‘ daie | General Axis |
Main Tits: ] [¥] Show Annatations ¥ s
Sub Tite: - gt:':a' g:;:‘o
O Max
O Min/Max
tin tax
Fleinnees gt:‘;' gaum
@l O Max
O Min/Max
tin Max
-20.0000
Ts
[CEwpor_| [Masimize. | [ok ][ cenea | [Hel [CEsport. | [Masinizs_ |
Figure B.3 Customization dialog box, General tab (left) and Axis tab (right)
Component in the Description
Customization Tab
General Tab
Main Title Enter a title for the binding chart and click Apply to display the title.
Sub Title Enter subtitle to add to the binding chart and click Apply to display the subtitle.
Show Annotations Displays user-entered annotations on the runtime binding chart.
Grid in front of data Displays the chart grid lines in front of the graphical data.
Export Click to display a dialog box that enables you to save the binding chart to a graphic
file or print the chart.
Maximize Maximizes the display of the binding chart.
Axis Tab
Linear Choose this option to display a linear scale x- or y-axis.
Log Choose this option to display a log scale x- or y-axis.
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Component in the Description
Customization Tab

Auto Choose this option to automatically optimize the x- and y-axis display.

Min Choose this to option to specify a minimum for the x- or y-axis.

Max Choose this option to specify a maximum for the x- or y-axis.

Min/Max Choose this option to specify a minimum and maximum for the x- or y-axis.
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INDEX

A

analysis options 10
decimal places 11
default assay 11
default fitting equation for standard curve 11
default step type 11
dilution factor 11
max residual alert 11
min sample r2 alert 11

analyze
basic kinetics data 51-59
kinetics screening data 71-75
quantitation data 33-34

annotate
runtime binding chart 85

assay development (quantitation) ??-38
assay time 37

association step time 55

auto increment file ID start 24, 49, 70

B
binding data
saving b5, 74
binding rate 30
Bio-Layer Interferometry 2
biosensor 3

C

calculated concentration 30
cleaning the instrument 77
concentration

calculated 30

expected 30
concentration results 32
custom step

kinetic assay 44, 66

D

data analysis read time 37
data display options 83-86
data file selection

kinetics 52

kinetics screening 71

quantitation 34

data viewing
kinetics 54
kinetics screening 73
quantitation 32

decimal places 11
default assay 11
default fitting equation for standard curve 11
default step type 11
defining a kinetic assay 43
defining standards (quantitation) 17-18
delayed experiment start 24, 49, 70
designating

sample wells (quantitation) 15

unknowns & controls (quantitation) 19-20
dilution factor 33

default 11
dissociation

fitting selection 55

step time 55

E
edit
kinetic assay 45
kinetics screening step type 53, 72
standard concentration 20
well information (quantitation) 20
entering sample information
quantitation 20
expected concentration 30
experiment
delayed start 24, 49, 70
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experiment run name (sub-directory) 23, 49, 69

experiment type 24, 49, 70

F

flow rate 37
full dissociation 75

import
standard curve 31
Instrument Status window 10

K

kinetic analysis overview 5

kinetic assay
custom step 44, 66
defining 43
editing 45
step types 42
kinetic screening
viewing data 72
viewing results 74

kinetics
data analysis 51-59
entering sample information 42
selecting files for analysis 52
specifying sensor & sample configuration
39-42
viewing data 54
kinetics experiment
open 46
save 46
set up 39-45
start 48, 69

kinetics screening
data analysis 71-75
defining a single-step assay 65
edit step type 53, 72
report 75
selecting files for analysis 71
specifying sensor & sample configuration

62-64

viewing data 73

kinetics screening experiment
open 67
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save 67
set up 61-66

L

loading the sensor tray and sample plate 21, 47,

68
locking the Octet software 22, 47, 68
low calculation confidence 75

machine name 24, 49, 70

main data repository 23, 49, 69
maintenance 77-78

max concentration 37

max residual 30

max residual alert 11

menu commands 79

min concentration 37

min sample r2 30, 32

min sample r? alert 11

o

Octet software
locking 22, 47, 68
Octet System
overview 2-6
kinetic analysis b
quantitation analysis 4
specifications 8
starting 9
warm-up 9
open
kinetics experiment 46
kinetics screening experiment 67
quantitation experiment 21
options
data display 83-86
See analysis options.
overview of Octet System 2-6

P

partial dissociation 75
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plate name 24, 49, 70
plate temperature 12, 24

Q

quantitation
calculating concentrations 32
data analysis 33-34
defining standards 17-18
designating sample wells 15
designating unknowns & controls 19-20
dilution factor 33
edit
standard concentration 20
well information 20
entering sample information 20
selecting files for analysis 34
specifying sensor & sample configuration
14-20
viewing data 32
quantitation analysis overview 4

quantitation experiment
open 21
save 20
set up 13-20
start 23

quantitation report 35

r2 (standard curve) 30

read time 37

removing a standard 30

report
kinetic 59
kinetics screening 75
quantitation 35

residual 30

runtime binding chart
annotate 85
export 84
open automatically 24, 49, 70
save image 24, 49, 55, 70, 74
view 24, 49, 70

S

sample

concentration 33
ID (kinetics) 55

sample configuration
kinetics 39-42
kinetics screening 62-64
quantitation 14-20

sample information
kinetics 42
quantitation 20

sample loc 55

sample plate
loading 21, 47, 68
set temperature 49, 70
temperature 12

save
binding data 55, 74
kinetics experiment 46
kinetics screening experiment 67
quantitation experiment 20
runtime binding chart 55, 74
select data files
kinetics 52
kinetics screening 71
quantitation 34
sensor configuration
kinetics 39-42
kinetics screening 62-64
quantitation 14-20
sensor loc 55

sensor tray
loading 21, 47, 68
setting up
kinetics experiment 39-45
kinetics screening experiment 61-66
quantitation experiment 13-20
show/hide thumbnails 54
single-step kinetics screening assay 65
software
menu commands 79
toolbar buttons 79
specifications 8
standard curve
display options 83
import 31
save 31
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standards 17-18
remove 30

start
kinetics experiment 48, 69
quantitation experiment 23

starting the Octet System 9
step types 65
steps in kinetic assay 42

T

technical support 6
temperature 12
thresholds (quantitation) 31

thumbnail
hide/show 54
size b4
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toolbar buttons 79

U

unknowns 19-20
user name 24, 49, 70

\"

view data
kinetics 54
kinetics screening 73
quantitation 32

w

warm-up time 9
waste container 78
well concentration 33



