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Basic Kinetics Data Acquisition (s. 19-35)
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ForteBio Is a Market Leader
In Label-Free Biomolecular Analysis

Octet & BLItz Pioneer

4 )

Bio-Layer Interferometry (BLI) / \ SPR j

Full life-cycle offering for biomolecular interaction analysis

* Label-free assays based on Bio-Layer Interferometry (BLI) and Surface Plasmon Resonance
(SPR) platforms

* Instruments, consumables, software, post-sale services (one-on-one training)




Octet Models

Octet RED96e Octet K2 Octet QKe Octet RED384 Octet HTX
Molecular Weight > 150 Da > 150 Da > 5000 Da > 150 Da > 150 Da
Range
# Spectrometers 8 2 1 16 16
# Channels per Read 8 2 8 16 1-96
Microplate Positions 1 1 1 2 2
Biosensor Reracking Yes Yes Yes Yes Yes
Robot Compatible No No No Yes Yes

96 / 96HA 96 / 96HA
Sample Vessel Formats 96 96 96, 96 HA
384 / 384TW 384 / 384TW
Minimum Sample 180 pL per well 180 uL per well 180 uL per 40 pL per well 40 pL per well
Volume H-Pp H-P well H-P H-P
Affinity range 1 mMto 1 mMto 0.1 mM to 1 mMto 1 mM to
(approximate) 10 pM 10 pM 10 pM 10 pM 10 pM
Sample Usage Non-destructive and recoverable
Temperature Control 15-40° C 4° Cabove ambient to 40° C
Up to 12 hrs

Analysis time per with . Up to 4 hrs
sample evaporation

21 CFR Part 11
Compliance

cover

Available as option for all systems




Biosensor-based Technology

HTX
RED384/QK 384

RED96/QKe

Optics Box

Use of biosensors is core to BLI technology
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The Octet Design Features

Octet 96/QKe
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Optics box moves the biosensors to
samples

One biosensor tray
One 96-well sample/reagent plate

Upto 8 interactions simultaneously in one
experiment for Octet RED96e

Octet 384/HTX

Microplate format for samples allows for a large
number of interactions to be studied in one
experiment.

Compatible with 2-96-well or 384-well sample plates.

Upto 16 interactions simultaneously in one experiment
for Octet RED384

Upto 96 interactions simultaneously in one experiment
for Octet HTX
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Dip and Read™ Biosensors

The Octet Dip and Read™ Biosensor consists of a fiber optic embedded
into a polypropylene hub with a sensor-specific chemistry at the tip

Two-dimensional binding surface

Biocompatible Matrix
(minimizes non-specific binding)

Uniform

Non-denaturing
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Bio-Layer Interferometry

* In BLI, light is directed down an optical fiber (the sensor) toward two
Interfaces separated by a thin layer at the end of the fiber

« The two reflected beams interfere constructively or destructively at the
spectrometer CCD detector array

Reflections R & T are in phase Reflections R & T out of phase

Constructive interference Destructive interference

met _ Strong signal at the spectrometer Weak signal at the spectrometer
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Monitoring nm-shift Against Time

100%
A

y

BLI signal
processing

=

Biocompatible
surface

Relative Intensit

o

Incident
white
light

————— — Bound
molecule

nm shift

° Unbound molecules
Q (@) ; have no effect
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Versatile Applications On
ForteBio Label-Free Systems

Medngirer]
Ol ing Face
4

Diversity
- Function testing * Cell capture

. - based assays
Epitope binning Dynamic Mass

Quantitation
Direct, 1-step
Sandwich
ELISA
mg/mL — pg/mL

Kinetics
Ka, Kd, Kp
Proteins, Abs

Rank ordering Redistribution
Isotyping (DMR)
Toxicity assays

Peptdes, oligos

Small molecules

Fragments



Size Range & Octet Versatility

) in Interaction Analysis
. MW Bacteria
1000 nm )
— Virus
200 nm Antibody - Antigen
75 nm 1,000,000 Receptor - Ligand
QKe, DNA - DNA
QK384
DNA - Protein
100,000 tibody Fragment - Antig
ntigen — Fusion Protei
Antibody - Peptide
o ultiple Antibody Pairing
RED96e, .
RED384 ntibody - Small Molecul
K2, HTX rotein - Small Molecul

0.1 nm

| i FORTEBIO
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The Art of Biosensor Regeneration

Capture human IgG or Analyze Sensor back to
human Fc containing ligand kinetics original surface
Regenerate
Anti-Human : > :
IgG Capture
T New hlgG capture molecule
Capture molecule covalently Analyze Analyte
Amine immobilized or biotinylated kinetics removed

Reactive Regenerate
Streptavidin
New sample
Protein A
—

Quantitate Analyte
analyte removed

Regenerate
—

New sample

FORTEBIO
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Kinetic Characterization on

the Octet -

® .0... ’

S I OR | EB‘O
@' euld

.:'.t.l;';::.

00 o?

o Powering Biologics Development




The ldeal Binding Behavior

k
\ A+B=—2AB
koff

Association Dissociation

~ e

nm shift

»
>

In a simple 1:1 binding model, the association and dissociation phases are described by a
single exponential function



Biosensors for Kinetic Analysis

Antibody-Specific Capture

* Anti-Human IgG Fc Capture (AHC)
» Anti-Human IgG Fc Capture (AHQ)
* Anti-Mouse Fc Capture (AMC)
 Anti-Mouse Fc Capture (AMQ)

* Anti-Human Fab-CHI (FAB)

* Protein A (ProA)

* Protein G (ProG)

* Protein L (ProL)

Affinity Tag Capture

e Streptavidin (SA)

¢ High Precision Streptavidin (SAX)
e Super Streptavidin (SSA

e Anti-GST (GST)

* Anti-Penta HIS (HIS1)

 Anti-Penta HIS 2" Gen (HIS2)

¢ Ni-NTA (NTA)

Immobilization
e Amine Reactive 2nd Gen (AR2G)
e Aminopropylsilane (APS)

Human IgG Fc region, kinetic analysis

Human IgG Fc region, quantitation

Mouse IgG1, 2a & 2b Fc regions, kinetic analysis
Mouse IgG1, 2a & 2b Fc regions, quantitation
Fab-CH1 domains of human IgG

Quantitation of various species IgG

Quantitation of various species 1gG

Quantitation of IgG via kappa light chain

Biotinylated ligands

Biotinylated ligands (4% CV loaded SA)
Biotinylated ligands (high-density surface)
GST-tagged recombinant proteins
HIS-tagged recombinant proteins
HIS-tagged recombinant proteins

HIS-tagged recombinant proteins

Covalent coupling to reactive amine groups
Adsorption to hydrophobic moieties

Kinetic Biosensors are Highlighted

{“:FORTERIO
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Differences Between
Kinetic and Quant Biosensors

Kinetics Biosensors

Minimal Baseline Drift

Higher Coefficient of Variation (CV)

Quant Biosensors
Precise — CV must be within a certain range

Not checked for baseline drift — Short assays, high signal

Different Manufacturing and QC Criteria
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Label-free Terminology

Reflected Beams

Incident
white light

LIGAND - Immobilized molecule
on biocompatible surface
(e.g. Biotin-tagged antibody)

ANALYTE - binding partner
in buffer (e.g. protein, SM, DNA, etc.)

SAMPLE WELL - bound/unbound
molecules in solution
(96-/384-well plate)
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Automated Kinetic Work Flow on the Octet

Baseline Loadlng Basellne Association Dissociation
n. A A
Bintinylated Antigen Buffer Antibidy Buffer

Legend
[__l Biosensor Tip- A Antibody

X Stroptavidin e Non-specific
proteins

Baseline Baseline
! Loadmg
1 1

+ Antigen

FETTTTT [ ocetsiosensors £

OO00OO00OOOQO Baseline £

OO0OO0O0O0O0OO Ligand § . :
OO0O0O0OOO0O Analyte ' Association ' Dissociation
Q0000000 . >
00000000 rr— >
0000000 :
Q0000000 e 1to 96 samples can be analysed in parallel
O0O000000O e Measure on rates and off rates, multiple binding models
00000000 e Datais displayed in real-time
88888888 e Experimental protocols can be customized
0000000



Kinetic analysis Workflow with
Data Acquisition V11

i

[rata
Acquisition
11.0

Double click the Data Acquisition 11.0 software icon

to start the program

{/FFORTEBIO



o, Setting up Kinetics Assays

* Use either Experiment Templates or the Experiment Wizard for assay design and optimizations such as
pH scouting, regeneration scouting, etc.

File View [Experiment | Instrument Window Help
E%)' |z| Mew Experiment Wizard... Ctrl+N
Edit Assay Pararneters...
Edit Sensor Types...

Set Plate Temperature... Option 2: Templates

Show Temperature Log

Templates 3 Epitope Binning 3

| Kinetics 3 Biomolecule kinetics - AHC biosensor

Skip Step
Quantitation 3 Biomolecule kinetics - AMC biosensor

Stop

| Kinetic Characterization_8 CH_96W .fmf
RegenerationConditionScouting_8 CH_96W . fmf

L3
3
Biomolecule kinetics - AR biosensor 3
3
4

| Bicmolecule kinetics - SA biosensor

Small Molecule and Fragment Kinetics - 55A biosensor

Choose an option to start
Templates will be available after instrument is initialized

e Quantitati )
© Mew M= g B Blank Experiment
() Basic Quantitation

(@ Basic Quantitation with Regeneration

Opt I on 1: WI Zard — () Advanced Quantitation
@ m Mew Kinetics Experiment
@ Basic Kinetics

Recent Methods...

@ CONFIDENTIAL : ;"‘:: F O RT E B I O
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o, Setting up Kinetics Assays

<3 Octot Data Acqrasition 110,054 - B x
pLL, B\ A ey

148080 o

Select Blank Experiment

Select Basic Kinetics

Click to Start

. i FORTEBIO
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Acquisition Steps for Basic Kinetics

Work from left to right, from Tab 1 to Tab 5.

@) Plate Definition ) Pssay Defintion ) Sensor Assignment ) Review Experiment ) Run Experiment

Plate Definition — In this tab, all the information about the sample plate and its wells
will be entered

Assay Definition — In this tab, specific experimental steps are established
Sensor Assignment — In this tab, sensors are assigned to samples

Review Experiment — In this tab, you can review the steps that make up the
experiment

Run Experiment — In this tab, you can select where you would like your data saved
and name the data file. Run settings may also be changed
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Setting up Kinetics Methods

Tab 1: Plate Definition

%% Octet Data Acquisition 11.0.0.64 - [Basic Kinetics Experiment] — O e

&File View Experiment Instrument Window Help - 8 x

& r? ¢ l‘,% ‘ Q ‘ Q ’-::} FortéBio

) Plate Definition () Assay Definition ) Sensor Assignment ) Review Experment ) Run Experiment
@ e e iomton sttt et e el it €5
Plate 1{96 wells) Plate 1 Table
Concentration units: pg./mil e
? 1 2 3 4 &5 8§ 7 &8 8§ 10 11 12 Malar concentration units: nM ~
AO©® QQ?ﬁﬂﬂﬂﬂO‘ |Well | Sample ID | Replicate Group| Type | Conc (ug/ml) | MW (kD) | Molar Conc (nM) | Information "
B ®C @ Refe:’ence R h I k Buffer
COOCg oo Ight click on o
E%E Sutter highlighted wells Bufe
@ Activation Buffer
FOOC® auenen and select well type iy Enter analyte
o Buffer . .
ﬁg texd from the dropdown iy concentrations in Molar
O e | e dialog box — terms and include at
() C2 Biotin-ProA Load
et Well Dot = P - least 1 well of buffer
s D bt o (0 nM Analyte Sample)
e © G2 BetinPron od for referencing
(L) H2 Biotin-ProA Load
O A3 higG Sample 3.06 153 20
© B3 higG Sample 153 153 10
© C3 higG Sample 0.765 153 5
© D3 higG Sample 0.3825 153 25
O E3 higG Sample 0.1913 153 125
© F3 higG Sample 0.09563 153 0525
© G3 higG Sample 004781 153 03125 Y




Tab 1: Plate Definition

1. To set up adilution
series, highlight the
concentrations of interest,
right click, and select Set

Well Data

Wel Sample ID Replicate Group Type | Conc (ugvinl) MW (kD) Molar Conc [n) -

VBICT TakE
@01 TakB
\BIET TxkE
@ F TfE
BIEl TkE
@ H TkB
LD
(DB s
D
\D)D2 BRA
WEED
D
EED
LD
@ Hgs
B3 HigG
SRS
I8 HigG
QE Hg
@ Higg
W & HgG
WD HigG

EEEEEREERFGEEF

BEEEEERR

Samge 3

:j

Set Well Data
Well Infarmation
Sample 1D: [l
[HIgG |
Replicate Group: Il
Well Information: Il

Well Data - Sample only
Molecular Weight D).

Molar Concentration {nM):

Concentration (pg./ml):

—
1o

3. Select a starting value,
series operator, series

operand, and the dilution
orientation, and click OK

>

Dilution Series
Ppply to: (O Concentration N
(@) Malar Concentration

Stating value M) 2| 2 Check the box

Series operator: / v

Series operand: by dilution series

Dilution orientation

$885 ORant 8883 OlLett
L 1 ] [alu]
22  @®Down 22 Oup
oo ..
Cancel

*® -

{5 FORTEBIO
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Setting up Kinetics Methods

Tab 2: Assay Definition

[+ Basic Kinetics Experiment .
Use “Add” to generate a Step List -
<} Plate Definition | % Assay Definition | .} Sensor Assignment | «) Review Experiment I «F Run Experi
Ve ' In thiz step, the aszay steps will be assembled fram the Step D ata List.

Select and enter Time, RPM, and Type for each
step, change step name as needed

Select a group of zensors and append the curently selected step inta the current aszayp wi double clic

Aazzay Steps List

Plate 1 (36 wells) Step Datad
F 2 3 1 5« 7 & 7w W w@ [ Add Copy | [ Remeve ]| Regeneration Params
ABBOBOOO0000T] | e e (Tl
B @ O OOOOOO0O Loading g00 | 1000 ELoading —
c@@@@OO0000OC) | e fufw  foswwe ¢

N e 3) jelelelelelelale NNl b F (S
E@D@ OO0O00000

F@ao@ O O000000

@200 OO0O0O0000

H&@ @2 O O O

[ Mew éssay || MoveUp || tove Down || Remove || Replicate.. |[ EditStep.. |
O O O O O Agsay| Sample| Plate| Step HName Step Type Sensor Type Aszzay Time

@ Assaved samples O Unassigned samples 1 1 1 zengor equilibration k~ Bazeline SA, [Streptavidin)

Else 5 A el 1 2 1 Loading | Loading SA, [Streptavidin
To assign each microplate columnto the |11 1 [ey, |5 oomem e
step list: [ 3 1 l Dissaciation -I I Dissociation 54 (Gheptavdin] - | 03300
= Move black arrow ( = ) to the desired

step
= Use mouse cursor to click on the

corresponding column (number)

* Set Shake speed to 1000 rpm.
« Stacking the Baseline, Association, and Dissociation steps consecutively is important!

{4 FORTEBIO
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Setting up Kinetics Methods

Tab 3 Sen sor ASS | g nment » Always input biosensor lot # for troubleshoot if error happened
» Ensure the “replace biosensor after use” is checked if biosensors are
|"x Basic Kinetics Experiment - 171206_ExpMethod being used for next experiment
| D Plate Definition | 3 Assay Definition | <) Sensor Assignment | _) Review Experiment | Click on the “Fill Plate” button to start from the A1 position from the
p- In this step, sensars are assigned to samples, Sensor Tray
-‘ ' f h ial i b dated by selecting the missi : . . . . .
Ot frt oot By oo b o o] oy Aot dich o sesion o e e If need to move biosensor location, highlight the corresponding
, columns follow by clicking on “Remove”
TPF—1_ 2 3 4 56 7 8 8 10 11 12 [well| Sensor Type Lot Number | Information
ARIEIER] Gl Creomen | [ |
Bl ] | i
eptavidin
C @@@D D4  SA (Streptavidin)
D @ @ @ I:I E4  SA (Streptavidin)
E @@@D F4  SA (Streptavidin)
F A o i
G =
HEARARA

Legend: |:| Unassigned sensors @ Missing sensors

[ mremove |[ Al || FilPlate | [ print... |

Plate 1 (96 wells)

s
wn
=]

V8 8 10 11 12

8/16 channels of simultaneous detection

TMOO D>\
000000~
000000~
000000~

{5 FORTEBIO
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Tab 4: Review of Experiment

Slider

|5,':§'{ Basic Kinetics Expenment - 171206_ExpMethod

(o O sl

| o} Plate Definition I 4 Assay Definition | ) Sensor Assignmentl w) Review Experiment | ) Run Experiment

J In thiz step, vau can review the steps that make up the experiment, moving the zlider to change the active step.

N

Senzor Trap Flate 1 [96 wellz)

o1 2 3 4 5 86 7 8 8 10 1112 W1 2 3 4 5 85 7 8 8% 1011 12
A RO ryololIelelelelelelelele
B RIREO B@O®@OOOOOOO00JQ
c RREO CROOOOOOOOO0J
D BIRIEEO sjololvlelelelelelelelele
E RO E@OBOO00O00000J0
FEREO J olol-lelelelelelelelele
G RERERO c] olol~]elelelelelelelele
H B3 R ] HERO®OOOOOOOOO
Legend: |:| |nazsigned senzom @ Legend: O Uhazsigned @ Samples

Aszzap| Ho.| Sample| Step Hame | Step Type

1 1 1 Baseline k- Baseline
1 2 2 Loading | Loading
1 3 1 Baseline2 - | L. Baseline
1 4 3 Aszsociation [ Association
1 L7 1 Dizzociation k. Dizsociation
1| m 3

'

Bgzap 1
Step 3

Use this Black Arrow to review all

steps

Make necessary changes if neces

120¢
1000 rprn
[:03:33
of 0:26:05

QR

the

sary

PRy ]
K
#, e
'Y 8
9o 40
oy
M

FORT%&Q
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Tab 5: Run Experiment

1. Saving an experiment is a two-step process. A. First, click on the box by
with the three dots and select the folder where you would like to save the
experiment. B. Then, name the experiment in the Experiment run name

(sub directory).

o) Plate Defintion &) Sensor Assignment &) Review Experiment &) Run Experiment

Data File Location and Names

Aszay type: Basic Quantitation with Regeneration
Standard Assay
Cluantitation data repository: |C:\Users\jenn'rfer.cudding-bui‘x[]esktup"'..li]uarrt Presentz

Expermenrt run name (sub directany): |t Experiment for Quart Presentation, 2018

<«— a
«— Db

2. Change settings of interest, including plate temperature. The Red96e has a
temperature range between 15 to 40 °C. Other instruments have heating up to
40 °C but not cooling. For these instruments, the recommendation is to set
the temperature from 2 °C above ambient up to 40 °C, to allow the instrument

to consistently heat to the recommended temperature.

Run Settings
Delayed experment start Open runtime charts automatically

Start after (s): @ = A tomatically save rurtime chart
Shake sample plate while waiting Set plate temperature (TC): IE S

{5 FORTEBIO
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Tab 5: Run Experiment

o Plate Defintion & Sensor Assignment ) Review Experiment &) Run Experiment

Data File Location and Names . e w y e @
Assay type: Basic Quartitation with Regeneration Prior to pressing "Go™ confirm the Assay.
Standard Assay
i.lantrtahon data repo{srt:r: } IC;Users\jen:rfe;coddl:g-bm\[lesktoz:\‘liuant PreserrtEI 1 ) After co nf| rm | n g th e ass ay s et u p 1 p | aCl n g th e ﬂ
periment run name (sub directory): t Experiment for Guant Presentation, = ) - ) ) ) R
Plate name/barcode fie pref: G20 | e ™™™ bjosensors in assay buffer in the pre-hyrdation plate,
Autoincrement fil 1D stat: = and pipetting the sample plate as defined in the plate
Data files will be stored as follows: definition you are ready tO hit “GO”
’

Desktop*Guant Presentation™Quant Experiment for Quant Presentation, 20184181214_001 frd
Desktop*Quant PresentationQuant Experiment for Quant Presentation, 20184181214_002 frd
Desktop“Guant Presentation*Quant Experiment for Quart Presentation, 20184181214_003frd

2. Upon hitting Go, a box will appear as a reminder to pre-

Run Settings hydrate your biosensors. You may hit OK
Delayed experiment start [ Open rurtime charts automatically

/ Start after (g): @ = ] Automatically save runtime chart
[ Shake samplepate i wating FAset pltetemperature (€ [25 2 3. If the Delayed experiment start box is checked, a timer will
i appear. If your biosensors have already been incubating in
Username: Maching name: assay buffer for 10 mins, you are welcome to override the

Reserptian: ‘ timer and begin the assay*. If using the timer, the assay will
begin automatically after the timer is up

*Even if the biosensors have already been properly hydrated at the start of the
experiment, ForteBio recommends keeping this box checked and running the timer
for 1-2 mins to allow your sample plate to obtain the desired temperature. Shaking
the sample plate for a short period of time may also remove air bubbles from solution

J¥FORTEBIO
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o, Setting up Kinetics Assays

<3 Detet Dats Acqrasition 12054 - B x
Lo B AR ey

D08 D G e

Select Blank Experiment

Select Basic Kinetics

Click to Start

. i FORTEBIO

¥  awernz Eiclegics Decelonrent



Setting up Kinetics Assays on
the High throughput Octet Instruments

& Basic Kinetics Experiment

[==@][=]
W) Plate Definition | 3 Assay Definition I i} Sensor Assignment I ) Review Experiment I «) Run Experiment _
0 I thiz step, all the information about the sample plate and itz wells will be entered. l/ ..: o
Highlight are ar mare wells on the sample plate, and right-click to enter/modify well data. g

Read Head: |16 channels - | | Madify Plates | Cancentation units: o

Flate 1 (56 weld] 1 2 |' o tolar cotn:entratiton Lk :rE: I - 3

V1 2z 3 4 w7 & 8 10 11 1z Plate 1 [QEWE"S '] Conc [ug!mll| MW [kD]| Molar Conc [
AOOOOOOOOOOOC] | ™=* S i

BOOOOOOOOOOOO 304 Wels |

ClOOOOOOOOOOOO

DOOCOOOCOOOOO0OO (o ] [ concel |

EQOOOOOOOOO0OO

FOOOOOOOOOOOO

ReRaesaanss

H

O Urnessigred (Tmpot] (Eomot] [amene] (P 1. Choose the Read Head (8 or 16 channels)

Flate 2 [384 wells) . .

2. Click on Modify Plates button to toggle between

12345678 8101112131415161718192021222324

A 96 or 384 wells plate formats for Plate 1(Sample
BIOOOOOOOOO000000000000000

dpEasssnssssansesnrantaes Plate) and Plate 2 (Reagent Plate)

S elelslelslslelslelolslslslolelololololslolelole

FIOOOOOOOOOOOOOO0000000000 ) ) )
TB22883883333388383833888 3. Choose appropriate concentration units

N elelslelslelelalslslolslelelalelslelalolelelele

il elelelelelslelolelelelslsloleslolslslolslololole

delelslelslslelelelelelelslolelelolalalslololole) 4 1 | F
LROQEQOOOQOQQOQRRQOO0QLQY

’

{ZFFORTEBIO
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Tab 1. Plate Definition (384-well Plate)

Hold down the Shift key on the keyboard and click to the upper left
most well of choice to highlight the number of “associated” wells

Right click on highlighted wells or select from options below plate to

select well type

1 —_

ToZzErre—Tommoomi

Plate 1 (384 wells) ~ | | Modify

12345678 9121 31415181T18192021 222324

ROQOODOOOO000DODOODOOOO0OJY
LO00O00000000000DO0COC000
0000000000000 00000000000
DDDDDDDDDDDDDDDDDDDDDDDD
8 SDDDDD jelsleleleloslelelelole’e
Q DDDDDDDDDDDDDDDDDDDDD
olelelololo oleleleleloololelsloolelelelolele
0OCOO0O0000O00000000000000
QOQOODCOCOCOQ000 slelele®

Q00
COC000000000000000000000
SDSDDDDDDDDDDDDDDDDDDDDD

QOOCOCOQOOOOOO0000000Y
0000000000000 00000000000

QOCOOO0O0000000000000D0N
0000000000000 0000000000O0

sleleleleleleleleleleleieleleleleielelelolelele

2 —_— O Standard O Control O Unassigned

O Unknown . Reference O Reserved



16-Channel Movement on Octet 384 Systems
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8 Channel Assay "WITH" Re-racking

Important: j g B B
= |If the Replace Sensors In Tray After use & - ‘ Q H ‘ Q

is Checked, you will have to put
biosensors in every other column

} Flate Definiton | @ Assay Definition | ‘¢ Sensor Assignment E

Vs In this step, sensors are assigned to samples,
J If you have a partial sensor tray it can be accomodated by sel

Follow the diagram to load your biosensors Only the first sensor tray can be a partial tray. Right dick to

ﬁnsnr Tray
Replace sensors in tray after use

1 2 3 4 5 & T 8 o1 1 12

X3
R

3 3
5 5
3
]
33 33
= =

Legend: |:| Unassigned sensors E Missing sensors

| Remove || Rl || FilPate |

-
e

Biosensor Location #1 will be
used in this mode with re-racking

TOTMMoOOmDm> Y

POOOOOOO
G]0]0]0]00]0]e,




8 Channel Assay “WITHOUT” Re-racking
ENepaael < ] - 1

Important:

» |f you are running 4 different assays in
8 channels mode, then make sure you
have the “Replace Sensors in Tray
after use” is unchecked (biosensors
will be discarded after use)

= Then, you can place biosensors in
adjacent columns

| £ Plate Definition | w4 Assay Definition

«) Sensor Assignment E

0

In this step, sensors are assigned to samples,
If you have a partial sensor tray it can be accomodated by sel
Only the first sensor tray can be a partial tray. Right dick to

Sensor Tray
\>|:| Replace sensors in tray after use

1 2 3 4 5 & 7

i 10 11 12

Biosensor Location #2 will be used
in this mode without re-racking

TOTMMmMoOoOm>r N

Legend: |:| Unassigned sensors

E Missing sensors

[ Remove H Fill

|| Filpate |
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Kinetics Analysis Workflow with
Data Analysis HT V11.0

[lata Analysis

HT 11.0

Double click the Data Analysis HT 11.0 software icon

to start the program



{ Epitope Binning 01202 A
{ furosimide demo

Hands on Protoco

HCP assays

ProA_hlgG Cuant Demc
protA-1Gg_kinetics

Locating Data File

£o3 PN

T 1 L

Help P

o User Guide 9 Start Guide

Operations

Dataset is empty

T

Locate the experimental

folder of interest among all

j Experiment_1 <€
FeRn

from Tech support
£ >

Preview - CiUsers...
Sensor Tray 1 Sample Plate 1

VV

nm

the files stored on the

|computer
|

Highlight the specific
experimental folder will allow
you to preview its content in

the lower left hand corner

ST
0 400200200
Time (8}

|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|
0 10 20 30 40 20 60 0 &0 80 100

Time ()

JEFORTEBIO
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Loading Data File

2. Additional tabs appear after

data is loaded into the program
File Home Preprocess Data Kinetic Analysis Report
i | PAEE R || @ oo @5
== | T User Guide Start Guide
@EB\ B [HEER
File Operations Help P

Expenment Explorer
| Epitope Binning 01202 A
| furosimide demo

Hands on Protoco Segment 1 one of these two Help Buttons

|§| Experiment Builder

3. User Guide and Quick Start

Combined Dataset Valid \ Guide are available by clicking

Experiment_T

HCP assays Sensor Tray 1 5 Er
ProA_hlgG Quant Demc y l -2(s). 5 Steps) JI

proté-1Gg_kinetics
- Experiment_3&—____| 1. Double click the specific experimental folder

chn | will load the data into the analysis software

rom Tech support ¥l

£ >

Preview - Ch\Users...
Sensor Tray 1 Sample Plate 1

' . " p——

nm
|

E -
0 0 [ | [ | | (L | | [ | | [ | | [ | | (L | | |
0 4008001200 0 200 400 500 300 1000 1200 1400
Time (5] Time (g}

FORTEBIO
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HT Kinetics Analysis
Preprocessing Kinetics Data Sets

Idea is same as before (subtracting references and making other data corrections),
but with much more flexibility

Now you can see the baseline after subtraction

Experiments with multiple assays will show up as separate assays as before, but will
combine in final data table/fitting graph.

LdLid Alldlysis I Luauue

File Home Preprocess Data
-1 - - ] i i
- \ \ F : RN Report point time value (sec):

Points to average: |20

Hide Steps  Show All Auto Scale~

rank

Raw Data Processed Data  Excel Report

Assay #1 | Assay #2 | Assay#3 |  Assay#4 |

IE_' T'~farapce Subtractions and Data Correction Settings Full Trace and Cycle Graphs

Reference Sensor | Reference Sample | Data Correction Ful Traces | Data Cydes I

'Dﬂﬂ : Reference Sensor Subtraction:
1. Select and set sensor(s) as reference sensor(s)
Reset L.Ingr::nup 2. Group available sensor(s) into groups to determine « .

E = Ligand Sensor <> = Reference O = Empty -

V 4 5 & 7 8 9 10 11 12 5 5

AOO-OOOOOOOOO 1 E
BIOOEOOOOOOOOO o ==
i/t FORTEB|O

awernz Eiclegics D
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In preprocess data tab there is a new K to Q option. Using this new feature you were able to
guantify any of the kinetic steps by selecting the appropriate step list. For example if you load

unknown amount of ligand by using this option you should be able to quantify the amount of
loading concentration.

However, now if you would be able to quantitate multiple step,

type means that will analyte all the loading steps in different experi
Data Analysis HT 11.0.2.5 - ChUsershselvakumar.dakshnamu'DesktophBLI Files\Example Data sets\proti-

ou can select quantitate step

File Home Preproceszed Data Kinetic Analysis Report
% === |00 = < Y & @:
= 2 [ - P i o e
= Save Load Kinetic -
Graph Export Sensor Traces - Report Points
Assay F1

Reference Subtractions and Data Correction Settings

Full Trace and Cycle Graphs

Reference Sensor

[ | = Ligand Sensor 0 = Reference O = Empty

Reference Sample Data Correction Full Traces Data Cydes
Q00 == Reference Sensor Subtractior Processed Data m
=% a 1. Select and set sensor(s) a
Recat o 2. Group available sensor(s) i

= 1
r 123358 FAay W 1 :
: pasacs & O 0 ,
5 pEEREsEEREEE T T 1 T T 1T [ T T T [ T T T [ T T T [ T 1
: PoESEsEEREEs 0 200 400 600 800 1000
[l slele s le v [ele s
= Time (s}

Exclude Color Sensor Mumber Location Tray Sensor Sensor Type Sensor Info Sensor Subtraction Formula Assay
— I t1a7 1 Ligand Sensar SA (Streptavidin) 1
[ ] t1B7 1 Ligand Sensor SA (Streptavidin) 1
— [ ] t1c7 1 Ligand Sensor SA (Streptavidin 1
£

JEFORTEBIO



HT Kinetics Analysis Reference Tabs
Home Preprocess Data

- - o~ - A : ;
\ \ - : i Report point tim
1 A & | A » |

Points to averag

Lata Anal

Hide Steps ~ Show All Auto Scale~ Raw Data Processed Data  Excel Report
Graph Export
Assay #1 Assay #2 | Assay#3 |  Assay#xa |

@ ™ _nmence Subtractions and Data Correction ol ~nsg
Reference Sensor | Reference Sample | Data Correction |

Full Trace and Cycle Gr

Full Traces |D313 cgdegl

ensor Subtraction:

1. Select and set sensor(s) as reference sensor(s)

2. Group available sensor(s) into groups to determine : i
2

| | = linand Sensenor ‘(\) = Referenre ﬁ = Fmintv

 Reference Sensors, Ref Wells/Samples and Data Corrections options have been separated
into sub-tabs

* Edit sample or sensor information, Exclude samples or sensors

e Thisis anew look to the interface

{ZFFORTEBIO
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Subtracting Reference Sample

File Home Preprocess Data Kinetic Analysis Report
? 1 4__ 100 - ‘ﬁ ] =
A ARG mE R E e 3 2
- = Save LDad = Kinetic -
Graph Export Fomrnr Temene Bomot Tloins Cperaticns

1. Carry out “reference

well” subtraction in this _
tab

[el=]s) :: 000 Reference S: | Processed Data (@)
.& o0 1. Select am

2 o 000 2, Group awi

Reset Ungroup Show -

<> = Reference Well O= Buffer g = Sample Load (: 0.04—

' 1234587 8 %101112

E

A DODEEED 00000 c 7] |

¢ - s

c 0— L

o - '

E :

F IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|I
G 0 100 200 300 400 500 600 700 800 900 1000 1100 1200 1300
H Time ()

ELE e e e e p. Identify sample well containing [
Full Traces Data Cydes _
pnly buffer (no analyte) and then right

Exdude Index Sensor Mumber Tray Repetitio Assoc, (Sample) Loc. Dissoc. Loc, Sample ID Re ™
|— 5 5 1 - klick to bring out dropdown dialog p1E6 piE4

[ g & 1 1 . « pIFs p1F4

r : box to specify it as “Reference 0165 014
[ I I I N N [sample Well”. . ems e [ ]
L4 >

:FORTEBIO
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Subtracting Reference Sample

Data Analysis HT 10.0.3.7 -
Home Preprocess Data Kinetic Analysis Report

e

— 4 ] S - ~ -
] E | @ | §
S DR

Hide Steps ~ Show Al Auto Scale. Raw Data Processed Data  Excel Report Points to average: |20 Add Point  Remove All Export Save Load

Graph Export Sensor Traces - Report Points Operations

Assay #1

@ Reference Subtractions and Data Correction Settings Full Trace and Cycle Graphs

Reference Sensor  Reference Sample  Data Correction Full Traces  Data Cycles

:8 000 Reference Sample Subtraction: | Processed Data m |
e 838 1, Select and set sample well(s) as re
2. Group available sample well(s) intc

Ungroup Show

O = Reference Well O = Buffer D = Sample/Load Q= Empty

9 10 11 12

@@@Ilﬂ@...@@
©@EEEIOEE@O® @
@EEEHEEOEEO®®

@@ @R =EEEE®

EEEEREECE@E®e®

OEEHEEOEE@OE

@@@@@@@@ 0 L I

@@@Ammmmmm 200 300 400 500 6§00 . (:UU 200 500 1000 1100 1200 1300
Set Reference 3 Ime (S

Full Trace and Cycle |-C Subtract Reference » | 1 In Column . . _

Full Traces Data Cycles Subtract Reference in Selected Wells In Row After speCIfyl ng the “ Reference

Exdude Index Sel Copy #5 By Pairs Right i ' Sample We"”, I"ight CIiCk tO bring Out ef Sensor Subraction Formua Do 8

Paste 8% By Pairs Left t1B7c1 - t1H7cl

IG)-nmUOUJJ>‘

Remove Reference Subtraction By Pattern Right - H1C7c1 - tiH7c1
_ y Pattem Rig dropdown dialog box to select the £1D7c1 - t1H7cL
Edit Sample Info By Pattern Left t1E7cl - t1H7el

Exclude Wells from Analysis By Whole Plate appropriate reference subtraction HF7c1 -tiH7eL

Include Wells for Analysis t1G7 A (Gtreptavi... t1G7cl - t1H7cl

algorithm

2 i—|—|—|—|—|—|

Update View

FORTEB! O
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File Home Preprocess Data

. P F
7 (=Y T
Hide Steps  Show Al Auto Scale
Graph

Kinetic Analysis

.|

Raw Data

Assay #1
@ Reference Subtractions and Data Correction Settings
Reference Sensor  Reference Sample  Data Corrggia
Data Correction
1 - Align ¥ Axis
Shift all data in trace by value as selected below:

Align Data to: Average of Baseline Step

Data Correction

Data Analysis HT 10.0.3.7 -

Report

o S

Processed Data  Excel Report 1. Carry out rem aining

Export
Export

data alignment in this tab
Full Trac i

Save Load

I

Kinetic -

Operaticns

2. Align Y Axis by selecting the | Processed Data @D |

“Average of Baseline Step”

Start: 110.01 £ End: |120.

2 - Inter-step Correction

?

Shift all previous steps to spedified time of selected step
all subsequence steps to the end of selected step

Align Data to: Dissociation Step

3. apply Inter-step

Correction” for

“Dissociation step”

0.00 &

At time (s):

3 - Filtering

Savitzky-Golay filtering remaves high-frequency noise from the

data Savitzky-Golay Filtering

300 400 500 600 700

Time (s}

Full Trace and Cycle Data Tables

Full Traces  Data Cydes

4. Check box to apply the

800 800

| FTTT |
1000 1100

TTTTT
1200

1300

filter to smooth out

Exdude Index Sensor Number Tray

2 1 1
3 1 1
4 1 1

Repetition Numbe

Dissoc. Loc.
piE4
pic4
plD4

(Sample) Loc.
pliE&
piCs
plhs

. Sample ID
experi mental curves

plD4

tin7 SA (Streptavi...

Ref Well Subtraction Formula

B6 -H6
Co -HB
D6 -Ho

Ref Sensor Subtraction Formula
t1B7cl - tiH7cl
t1C7cl - tiH7cl
t1D7cl - tiH7cl

Do ™

Update View

FORTEBIO
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Fitting Parameters

1. Selecting the “Kinetic

=r'nz Eicle

Data Analysis HT 10.0.3.7 - x
Home Preprocess Data  Kinetic Analysis ﬁpor‘t AnaIySiS” tab once a” the
% B A @ @ AutoScale L desired data processing steps
Hide Stacked Graph - Options | Show All Excel Report  Results Table S ¢ ¢ L Add Point
Settings Fit Graph View Export Graph Scale are Completed.
Assay #1
T - EEEET
Step to Analyze
O Association Orly 2. Keep the default :
(C) Dissociation Only E ; . E
® Association and Dissodiation Settlng to Obta|n KD i
Binding Model 4:_
Model: | 1:1 / 3. Select appropriate /
11=-H H 1] ,_._-—-—'—'_'_'_'_'_'_'_;-
Fitting BlndlngMOdel LN Y O I I IO
Type: |Global (Group) K 300 400 500 600 700 800 900 1000 1100 1200 1300
Time ()
Group By 4. Select “Global”
Caol L
= /ﬂttlngandthen; L I IO IO
Amax Values _ 300 400 500 600 700 800 900 1000 1100 1200 1300
(® sensor (Unlinked) 5 Approp“ate Time (s)
O Compound (Unlinked) . . in Sensor Type Sensor Lot Mo Sensor Info Replicate Group Baseline Loc, X-Y Graph Iso-Affinity Steady 5t ¢ | ¥
O Linked “Grouping” attribute SA (Streptavi.. 1510281 N/A pla4 ¥ [ Tndex Mg ¥ [conc M) -
SA (Streptavi... 1510281 N/A piB4
[v z N t1c7 SA (Streptavi... 1510281 N/A pic4
Window of Interest (from start of step) |7 3 - tin7 SA (Streptavi... 1510281 NfA piD4 2@
st [v 4 E4 -
Assodiation: to SECs . . . =
[ ; The experimental binding curves shows F <
Dissociation: to secs [ & G4 g 10 |
: good agreement with the hypothetical ° .
Set to Entire .
Step Times i 1 1 1 |IIII|IIII|IIII|IIIITIIIITIIII|II
. binding curves (in red). KD value of 365 pM U B R R A
. Ind
< > I was obtained. Both R2 (close to 1) and y?2 ’ —
Kinetic calculation completed.
(close to 0) values are good. )

Deqe




Double Reference on

Kinetic Analysis

® .0... ’

S I OR | EB‘O
@' euld

.:'..ol;';:z.

00 o?

o Powering Biologics Development




Refence Sensor vs. Reference Well

Reference WELLS are wells in the sample plate
containing assay buffer only (no analyte)

* The sensor dipped into them DOES have ligand

loaded on it

« Their purpose is to subtract any drift in the BLI

signal
--- Drift in the signal is usually caused by
certain buffer components, like Tween or
DMSO

Usually there is one reference well per column
of samples

Reference wells should ALWAYS be included in
kinetics assays

Sample Plate

g 10 11 12

O Unassigned

TOTMMTUO DT>
@EE
©
O
O
O
O
O
O
O
O
O
O

Impaort... BExport...




Refence Sensor vs. Reference Well

Sensor Tray

Reference SENSORS are a second w12 2 4 S5 6 7 8 9 10 11 1
complete set of sensors that are NOT loaded A -
with ligand (or are loaded with a control B[]
ligand that does not bind to the analyte) C]
D[]
The reference sensors are dipped into allthe E [ ]
same samples as the sensors with the ligand F [ ]
loaded on them G| ]
--- Note that when using reference sensors, H{ |[=
you MUST replicate your assay steps e e e e T 5 e e
exactly with the reference sensor [ T 1 Baselne - | b= Baseine  SA (Steptavid) ~
o H H 1 2 2 Loading | Loading SA (Streptaviding
The Only allowable dlﬁ:eren“ce IS th?t 1 3 1 Baseline |~ Baseline SA [Streptavidin)
reference sensors can be “loaded” in BN 2 |fssociation ||~ Associaion | SA (Streptavidin)
buﬁ:er or a dlﬁerent Ilgand We” 1 5 1 Dissocition [ Dissociation = SA (Streptavidin) 0:25:40
2 1 1 Baseline L Baseline SA [Streptavidin)
2 2 1 Loading | Loading SA [Streptavidin)
Refence sensors are used to subtract NSB, 2 3 1 Baselne | Baseine  SA(Streptavidin)
and therefore are not always used S 3  |Asoddn || Associaion | SA Sirptavidn)
2 B 1 Dissociation k. Dissociation SA (Streptavidin) 0:25:40

{ZEFORTERIO
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00000000

[*]

s

10 11 12 L

) =

I @ = m O 0 m b

- R o= =

i[04 10 104 [0t 0 00O 0
NS0 HSTSHEE0 00!
H0H0OBOECAECEEO0OT
CECE0ACACRO00O0!

Sensors to be Analyzed:

1080808cacaco0o0)
10H0808080800000-

Double Referencing

T B 5 10 11 12 13 14 15 16 17 18 185 20 21 22 23 24

(C1-C2HAT-A2)
{D1-D2HA1-AZ)
(E1-E2HAT-AZ)
(F1-F2HA1-A2)

(B1-B2HAT1-A2) P

1G1-GZHAT-AZ) 2

Process Epitope Binning

Step 2 Subtraction

) Reference Wells

() Parzllel Reference Sensors
(@) Double Reference

) MAverage Reference Sensors
() Customize

-

o
., ¥
LD
L
»}.
Oes

:FORT



Double Referencing

=0.1

=02

-0.3 ok, |

04l ok Raw Data

0.5

nm

—0.6 -

-0.7+

0.8

I I I |
o 500 1000 1500 2000 2500 3000
Time (s}

0.12] N

After Double Referencing

—id | i - i L | |
1000 1500 2000 2500 3000
Time (s}

o e .
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p
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Data Anslys

0.0.30 - ChUsersim L Rchard Yip\Detictog!

resentations\Kinetics Presentation\WT snd Cortrel Fab Knetics

HT%ettings

Loading Data into the Analysis Software

Home [ Pregeocessed Dats

&&B%@

New  Open Workspace Explore  Previes

Kinwtic Anabssis Report

Load

File

Esperiment Drpiorer
B Customer Data al

& Downlosds

[T EB380ct2015 srall molecule

& Encodia Ref

N Eptope Binning

N Eptope Binning Mehtods From Rashi

Immunogerscity Assessment
] Installation & Training
Kinetsc_BPA te high on SA with rgeneraticn
B mAbs v3 29062016
W NEW OCTET INSTALLATIONPrececkar + Method Fles
+ Octet v10.0 Lavech Materials
® Pioneer Supplees
Y Pioneer Training 2017
Presentation;

0 menm»‘

llil'll|;ll;llIIlI'I'II;lllII'IIIlII
0 100 200 300 400 50 600 ™
Tive (3)
Combmned Datazet Vahid

@ CONFIDENTIAL

DE

Save

yyis Settings

=

Exparment Bulder

Epitope Kinesic

Operahions

WT ned Control Fab Kinetics

O 0

User Guade

Segment |

2. Additional tabs appear after

datais loaded into the program

3. User Guide and Quick Start
Guide are available by clicking

one of these two Help Buttons

1. Double click the specific experimental folder
will load the data into the analysis software

Azsoy 8 1{Acg Fms 2. & Steps)

@ 100

150 08 2% 3w 0

Teme (s}

lll‘]l'lIT]III'[TY‘“{IVIT'ITIlTIlTll]llIl’[]l"I'l"'T‘lT]'T’Y[""]'l'l]V

400

450 0 0 0o L 700
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Hame Preprocetied Data

Reference Sensor Subtraction

D

finetic Analyss

B Iim#

HideStept  Show Al Auto Scale
Graph

Assay #1

ot

Faw Cats

Jata Anayes HT 110030

Feport

—

Chllsers\on | R hard Vi Desiriop) Presentatons'\ Kinetics Presentation\WT and Control Fab Cimetics\H15etng: |«

= Lol

1. Selecting the “Preprocessed

[r~—u BN

E Reference Scheactom and Date Conecaon Settngn

] |
4

Preprocessed Dats  Eaeed Report

Export

B D ™[4 % L[4 Data” tab allow user to carry out

Add Do Rermewye AY Export Save Lood

Sergor Trages - Report Po

int

appropriate data processing

Reference Sensor  Rgference Savple  Data Caeraction

WLz 3 -4 s 4§

L

2 Ik

Referance Sersor Sublyaction;
L. Selact and set seruzr(s) a5 reference senmr(s)
Reset ) 2. Group avadable sensor(s) mio groups to determine sublrachon fom

[ s Lgandsecr ) «Reference O- Eroty

Set Senzor Type

«  Subtrect Reference
coy

Paite

eclude Sensorls) fr

£dit Sensor Info

tial
2 181
3 1
4 o1
5 tEL
L] rl
? 161
8

ha
-
-
-
-
-
-
-
i

Subtrect Reference in Selected Sensors

Remove Relerence Subtraction
Exchude Senionly) from Analyss

on Analyy

2. Carry out reference
biosensor subtraction

in this tab

— steps. f

I Processed Data u_ I

SRR

W{_“" Aleppatelt oot

89S @®]

O

IllTll

)OO

3. Select the no-ligand

loaded biosensors and right

Illl-IIIllllt'Illll'l]llll||ll|||ll||lll"lll’ll

click to bring out drOdeWﬂ 20 %0 st a0 45 0t 520 00 650 700

dialog box to specify them

as “Reference Sensors”

Tme(s)

Fle location A
chard, Tip Deskto Fresentatons finetics Presentaton WT and Contral Fab Kinetics\181115_D0L frd
[chard. Yo Desktop Presentations finebos Presentation T and Control Fab Kinebos\181115_002.frd

C:Users’'m ) Richard, Yio Deskioo Presentatone'finetics Presentation WT and Condrol Fab Kinebes1151115_003.#d
C:Usery 'yt Richard, Yo Deskto0 Presentatons Wanetics Presergation WWT and Contrel Fab Knetics|181115_004, frd

=

1
1
1 Cr'sersim . Richard. Yip Pesktop Presentations Wanetics Precentation T and Control Fab Vinetics\151£15_D05.frd
1 C:'\Users'mu. Richard. Yip Desknn § s'finetcs Preser /T and Cortrol ¥ab Knetis 181115 _006.frd
1 C:'Users'm). Richard, Yo Desking Presentatons finebics Presentation WT and Control Fab Knebos\181115_007. frd
1 Cipars'm Richaed, 1o Deskton Presentations Winetics Preserfation IWT and Contral Fab Keetce\151115_008.d
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Reference Sensor Subtraction

Dats Analysis HT 11.0.0,50 - T\Users\m Richand. Yip'i Deskiop Preseniationsi Kinstics Presentation\WT and Control F2b Kinetics\HTSestings &frd - X

- ssed Dats | #nebc Andysis Report
=] l H|B B &[—=8 § B&HH Ba

tsip 2 o=
Al Luto Scale- oints to aveage: 20

Rz Datz Preprocessed Data ~ Zxeef Repont = AddPomt  Femowe Al Sport Save oG- Knetc .
Export Sensor Traces - Report Paints

| [ Refoimnce Suthoctions and Dats Correcsios Seltngs
| ReferenceSensar Reference Samgle  Data Comection FullTraces Data Cydes

g g | Reference Sensor Subtracion:

1 Select and s=t sensoes) s reference sensor(s)

Rest Un 2 Group svaizbie sensor(s) o growps 1o determine subbracon fom =

5 Fdl Trace and Cycle Gragts

,-’.gaﬂdSenszr \/ Reference (:?- -

2 0 " 12
’ /\ r’\- /\ /\ /\ ’\ Faa f\ .
Set Sensor Type
< Subtract Reference ’ ] i Colrnn 1
’. Suibfract Reference in Sebected Senscrs = mBow, _ | .
Copy By Pairs

g Pests i ByPanslet
’ Remove Reference Subtrzction » By Pattem Right
E BochﬂeSenscr‘s]fromAnd\ss B

of

DR L I B lII|II:I|III1|IIII]|I|I|I]
0 450 S0 558 €0 £58 70

After specifying the “Reference

Sensors”, right click to bring out

dropdown dialog box to select the

appropriate reference subtraction

= | algorithm.

.
-

| 0

{ZFFORTEBIO
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HT Kinetics Analysis Increased Flexibility in
Reference Subtraction

By Column By Row By Pattern

Forfarancs Sarar | Aafarance Sapls Wal | Dt 2o

T 0 M om o o m BN
OC
) .J: ~ .J: ) .J: [::j ~, J: ) .J: )

T & M m @ O W Y




B =

HideSmpt: S All

‘lii-lv“l

NB

AUlo SCale - Saw Data

[l ] Refererce Setroions and Dty Corvection Settngs
| Reference Sercor  Reference Sample  Data Commection

]

O m>» N
¢ololof
299
.A

m O

AR 2
ﬁﬂo
OOOC
"Y\

YOOOD-©
.
NN

| P W

Refererce Sersor Subtracson:
1. Sefect and set serwor(s) o8 reference sensor(s)
1. Gronp avadable sensor(s) nto groups 4o determane sbitraction fom

|
0
3

Kinetic Analyss

Report point time value (soc) 100

Fonts to everage: 20

Double Referencing

Richard Yip' Desktzp\Presentations Cretics Fresertason'| WT and Conbol 72 Kinetics\ HTSettings efro

Add Point Famove Al

2 |a)

¢ Teaces - Repo

] Full Trsce snd Cycle Graghs

ful Traces  Data Cycles

I Processed Dats @) I

Signals from no-ligand
[loaded reference biosensors
are subtracted from the
lligand-loaded biosensors

and the formula can be

]Yllllllln'IIYI‘Il;l[Yll<Ill!l[lnll"llll]lIll‘llll'YlYl!lrlYl!lll,ll!l'l!
50 Al 150 g 250 08 3% “0 45 500 0 0 €50 T

I{ound here. \ Time (3)

Locaton Tray Sensor

Sensar o

Mrm Aszay M= locaton .
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Subtracting Reference Well

Dota Anatyss WT 11,0050 - T\ Usersim | Fichard Yip\ Desktopi Pressntations\ Gnetics Fresentaton\WT and Contrnil Fah Kinetics|\ HTSettings P~ b
Hlie Hamre Prepracesssd Data Kinetic Analysis Repart
— |
| i b | Report pont tame value (s2ch 100 ¢ j }.L\
l s : : ] y g 5 )
e Doty b 0 Tk
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