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ForteBio — A Leader in Biomolecular Analysis

BLI

\ Octet & BLItz

Full life-cycle offering of instruments
« Label-free assays based on Bio-Layer Interferometry (BLI) and
Surface Plasmon Resonance (SPR) platforms fe)
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Biosensor-based Technology
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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
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Two-dimensional binding surface m
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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 are out of phase

Destructive interference
Weak signal at the spectrometer

Constructive interference

met Test Strong signal at the spectrometer

R T
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Monitoring nm-shift Against Time

100%

BLI signal
Incident processing

white
light

Biocompatible
surface

Relative Intensity

o

v

————— — Bound

molecule

Wavelength (nm)

Unbound molecules
(®) © @) have no effect

Analyte binding changes bio-layer thickness;
thus, the increased distance that the light travels
is detected

nm shift

v

Time (sec)
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Octet Versatility in Interaction Analysis

Size

1000 nm

MW

Bacteria

Virus

200 nm Antibody - Antigen
75 nm 1,000,000 Receptor - Ligand
DNA - DNA
DNA - Protein

100,000 tibody Fragment - Antig
ntigen — Fusion Protei
Antibody - Peptide

ultiple Antibody Pairing

ntibody - Small Molecul

rotein - Small Molecule

0.1 nm
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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
Volume 180 pL per well 180 puL per well well 40 plL per well 40 pL per well
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
cover

21 CFR Part 11

Available as option for all systems

Compliance

“*FORTEBIO
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Quantitation Basics
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Quantitation Biosensors

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 (FAB2)

* Protein A (ProA)

* Protein G (ProG)

* Protein L (ProlL)

Affinity Tag Capture

« Streptavidin (SA)

* High Precision Streptavidin (SAX)
» Super Streptavidin (SSA)

* Anti-GST (GST)

* Anti-Penta HIS (HIS1K)

* Anti-Penta HIS 2"d Gen (HIS2)

* Ni-NTA (NTA)

Immobilization
* Amine Reactive 2nd Gen (AR2G)
* 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 IgG
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

* Quantitation biosensors listed in black
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Differences Between Kinetic vs
Quant Biosensors

Kinetics Biosensors

Minimal Baseline Dirift

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

i FORTEBIO
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Quant Experimental Setup —
Start with a Standard Curve

@ @ @ . . . O O O e Standards (0-100 pg/mL;n = 3) —
@®@O00000000 i
200000000000 - e
@E@@@0000O000| :. Pr
@D@@@00000000 i
00000000000 - -  mmem, o
000000000000 .- i
@@......OOO voam ?M;gmw:]“ CI
(O Standards 0-100 pg/mL

A new standard curve is created for each target molecule and may be
utilized to analyze the same target over time under identical conditions

0 {4 FORTEBIO
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When do | need a new standard curve?

For each new condition, i.e. temp, buffers, pH, shake speed, etc.
For each new target molecule

With a new lot of biosensors

o



Octet Workflow for Quantitation

Octet Biosensors

Standards

Binding (nm)

> Test Samples

v

Time (sec) 120

00000000000
00000000000
00000000000
OO00O0O000000Cee®
OO000000000Cee
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OO0000O0O000000
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Binding Rate

Quantitation in as little as 2 mins

1 step, no washing

v

Concentration
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Octet Workflow for Quant with Regeneration

—> QOctet Biosensors

oooooooo} .

000000OCGO tandards _

COOOOOOO ) £

COOOOOOO o

COOOOOOO® 5

OOOOOOOQ > Test Samples bEﬂ

COOOOOOO

QICICICICICIOIO)

COOOOOOO ) —
olololololo1oIok Time (sec) 120
QIOICI0I0I0I0IO) Regen

OOOOOOOO Buffer/Neut. A

Binding rates of test samples are @

measured and interpolated from %

the standard curve to determine £

concentration £

Ability to reuse standard curve

v

when sample is run under

o Concentration
comparable conditions
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* Considerations for Biosensor Regeneration

Capture human IgG or Analyze Sensor back to
human Fc containing ligand kinetics original surface

Regenerate
Anti-Human ’
IgG Capture

New hlgG capture molecule

Capture molecule covalently Analyze Analyte
Amine immobilized or biotinylated kinetics removed
Reactive Regenerate
 —
Or
Streptavidin
New sample
Quantitate Analyte
analyte removed
Protein A Regenerate
 — _—
T New sample

@ : 'FORTEBIO
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Basic Quantitation Workflow with
Data Acquisition V11

B

Data
Acquisition
11.0

Double click the Data Acquisition 11.0 software icon to start the program

/
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) Select Assay Type

File View Experiment Instrument Window Help

080 ¥ @

Choose an option to start
Available Templates for - Octet HTX

ah ) )
® AT S R

O Basic Quantitation

(®) Basic Quantitation with Regeneration
(O Advanced Quantitation

(%) Basic Kinetics

() Epitope Binning

FORTEBIO
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Acquisition Steps for Basic Quantitation

Work from left to right, from Tab 1 to Tab 4.

) Plate Definition ) Sensor Assignment &) Review Experiment ) Run Experiment
Plate Definition — In this tab, all the information about the sample plate and its wells
will be entered

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

i



Tab 1. Plate Definition — Assay Settings

& Plate Definition -3 Sensor Assignmert ) Review Experiment &) Fun Experiment

O

Read Head:

In this step, all the infomation about the sample plate and its wells will be entered.

16 channels thigh sensitivity)

S

Concentration unit:

First, check the assay settings. Then highlight one or more WE"W
Plate 1 Table (36 w

Select Number of Read Heads
(8, 16, 32, 48, or 96; instrument dependent)

If desired, click here to modify

Acquisition Rate: Standard (5.0 Hz, averagin 20 w | €
: = ~ [ Well| Sample Ii

Azsay Settings
Aszay: Basic Quantitation : ¢

Standard Assay LD

Single analyte

Time s): Shake speed (pm):
Cluarntitation : 120 400
Plate 1 (36 wells) ~

[ 4 1 2 3 4 5 12

§ 7 & 8 1071
7

Click on Modify to select 96 or 384
wells for Plate 1 & 2. In HTX model, the
two plate positions are equivalent. In
384 model, Plate 1 is “Sample Plate”
and Plate 2 is “Reagent Plate”

OOOOOOOO

O Standard
O Unknown

O Control

. Reference

O Unassigned

O Reserved

the Acquisition Rate
Select Modify to adjust Step Time &

Shake Speed

Assay Parameters

[Zr Basic Quantitation (@) Single analyte () Muttiple analyte
--|2] Anti-FLAG Quantitation 1

E| Anti-GST -High sensitivity

| Avaiable Assays

]

o
g
oy

-|E] Anti-GST -Standard range
T BeE] Anti-HIS (HIS2) Quartiation
2| Anti-Human Fab-CH1 (FAB)
2] Anti-Penta-HIS -High sensitivity
--|E] Anti-Penta-HIS -Standard range
High sensitivity Human 1gG quantitation
Human IgG Quantitation
inogenicity - Direct detection
2| Murine lgG Quantitation
=] Protein L -Standard range

Time (s):

120 =

Shake speed fpm).

Quartitation 400 =

Blue indicates a buittin assay. oK

" FORTEBIO
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Tab 1. Plate Definition (96-well Plate)

1. Click on column number or specific wells to highlight wells of interest

2. Right click on highlighted wells or select from options below plate to
select well type

Plate 1 (96 wells)
.
%1 10 11

Q@O00000O0OOOB®®
000000000V OB®®
0000000 OOOB®®
Q000000 OOOB®Y®
0000000V O®®
0000000 O0OO®®

000000V OOO®Y
0@O0000OOOOB®®

2 —_ O Standard O Control O Unassigned
O Unknown . Reference O Reserve d
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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

Plate 1 (384 wells) ~ | | Modify

287 & 910 M213 1413181718 192021 222324

1 Wiz23a
\\\QDDDDDDDDDDDDDDDDDDDDDDDD
slelelelsls'slalslslslealslslslealalelslele’s
elelelololnlolololelolo/alolelolololololalolele
DDDDDDDDDDDDDDDDDDDDDDDD
8 BDDDDD aslelslele’alslslalalels
O DDDDDDDDDDDDDDDDDDDDD
elelelalalsslalelalslealalslslealalelslele’s
slelelelaleleloleleleleslolelolololelolalslels
elals/alals/slalalalslealalele]

rE-—-—TITommoDom

Q00
COC000000000000000000000
BDSDDDDDDDDDDDDDDDDDDDDD

QOOCOCOQOOOOOO0000000Y
MOQOQOCOO000000000000000000

L

QOCOOO0O0000000000000D0N
olelelololo oleleleleloololelsloolelelelolele
slelelelelelelelelslelo/alolelolelslelelelolele

slelele®

2 —> (O standad
O Unknown

O Control O Unassigned
. Reference O Reserved
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Tab 1. Plate Definition (96 well Plate)

3. Make sure that units
are correct for the assay

, v 2. Add concentration
Flate 1 Table {56 wells)
Concentration units: g/l ~ Export... Impart... Print... /
Well | Sample ID Replicate Group Type Conc {pg/ml)| Dilution Factor| Information
1 . Label Sam ple I D - @ A1 hlgGin Sample Difent 0 Reference  n/a n'a
O B1 hlaGin S e Diluent 3 Standard 3 n/a
O C1 A Sample Diluent 10 Standard 10 n/a
O D |aG in Sample Diluent 30 Standard 30 n/a

hlgG in Sample Diluent 100 Standard 100 n/a
hlgG in Sample Diluent 300 Standard 300 n/a
hlgG in Sample Diluent 500 Standard 500 n/a
4. By using a hlgG in Sample Diuent 700 Standard 700 n/a
. . . O A2 hlgGin Sample Diluent 700 Standard 700 n/a
unique identifier, (O B2 higG in Sample Diluent 500 Standard 500 n/a
H O C2 hlgGin Sample Diluent 300 Standard 300 n/a
repl Icate g rou pS O D2 hlaG in Sample Diuert 100 Standard 100 n/a
can be assig ned for © E2 higGin Sample Divent 30 Standard 30 n/a
O F2 hlaGin Sample Diuert 10 Standard 10 n/a
eaCh Sample Where O G2 hlgGin Sample Diuent 3 Standard 3 n/a
H2 hlgGin Sample Diuert O Reference  n/a n/a . .
mean ’_ Standard 8 A3 hlgGin Sample Diluent 3a Unknown n/a 3 @ 5. NOteS In th|S
deVlatlon, and % (D) B3 hlgGin Sample Diluent 3a Unknown n/a 3 COI umn Wl ” be
ﬁ. . t f O C3 hlgGin Sample Diluent 3a Unkcnown nsa 3 .
CV (Coe ICIen o O D3 hlaGin Sample Diuert 3a Unknown n/a 3 Carrled Over to data
1 1 1 E3 hlgGin Sample Diluent Unknown nfa 10 .
Varla:tlon) data is 8 F3 higGin Sample Diiuent 103 Unknown  n/a 10 analySIS
req U|red (D) G3 hlgGin Sample Diluent 10z Urknown  n/a 10
O H3 hlaG in Sample Diuert 10a Unknown n/a 10
O A4 hlgGin Sample Diluent 100a Unknown n/a 100
O B4 hlaG in Sample Diluent 100a Unknown n/a 100
O C4 hlgGin Sample Diluent 100a Unknown n/a 100
O D4 hlaGin Sample Diuent 100a Unknown n/a 100
O E4 hlgGin Sample Diluent 500a Unknown n/a 500
O F4 hlaG in Sample Diuent 500a Unknown n/a 500
(:) G4 hlgGin Sample Diluent 500a Unknown n/a 500 "‘ F O R T E B ‘ O
O H4 hlaG in Sample Diuent 500a Unknown n/a 500 i

Paveer'ng Biolcgics Developrent



Tab 1. Plate Definition

1. To set up a dilution series,

highlight the concentrations of
interest, right click, and select
Set Well Data”

[T

Set Well Data

Well Information
Sample 1D:

|hIgG in Sample Diluent

Replicate Group:

Well Information:

Concentration {pg/ml):
Standards only

*The concentration range
displayed here was not set up
using a dilution series

x
Dilution Seres
] Starting wvalue (pa/ml):
I:! Sefies operator:
| Series operand: 2. Check the box
[0  Diution odentation by dilution series
2853 OrRight 5888 OlLeft
.. fola!
33 (®) Down 2. ) Up
[l L 1]
O
. oK | | Cancel

3. Select a starting value,
series operator, series

operand, and the dilution
orientation, and click OK

% FORTEBIO
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Tab 2. Sensor Assignment

1. Check box to haves

biosensors replaced
back in the tray
instead of being
ejected to the waste
container

2. Initially, one
column of biosensors
Is assigned to each
column on the plate.
This is color coded,
as displayed in the
figure

) Plate Definion < Sensor Assignment (-} Review Experiment ) Run Experiment

If you have a partial sensor tray it can be accomodated by selecting the missing sensors and dlicking ‘Remove”

I In this step, sensors are assigned to samples.

Only the first sensor tray can be a partial plate:

Sensor Tray

Replace sensors in tray after use
1 2 3 4 5 6 7 & 85 10 1 12

CICIEEIE
I o o
o
I o
o
I o o
o
I o

TOTMOO @

Legend: I:‘ Unassigned sensors @ Missing sensors
Remove Fill Fill Plate Print.

Plate 1 (96 wells)

ITOTMOOm@E

4. Select the
sensor type and
enter the lot
number for your
biosensor. The
lot number will
auto populate

Well Sensor Type| Lot Number Information
Al [Protein A~ 1807161

B1  Protein A 1807161
C1  Protein A 1807161

D1 Protein A 1807161
E1  Protein A 1807161
F1  Protein A 1807161
G1  Protein A 1807161
H1  Protein A 1807161

A2 Protein A 1807161
B2  Protein A 1807161
C2  Protein A 1807161

D2  Protein A 1807161
EZ  Protein A 1807161
F2  Protein A 1807161
G2 Protein A 1807161
H2  Protein A 1807161

A3 Protein A 1807161
B3 Protein A 1807161
C3  Protein A 1807161

D3 Protein A 1807161
E3  Protein A 1807161
F3  Protein A 1807161
G3  Protein A 1807161
H3  Protein A 1807161
A4 Protein A 1807161

B4  Protein A 1807161
C4  Protein A 1807161
D4 Protein A 1807161

E4  Protein A 1807161
F4  Protein A 1807161
G4 Protein A 1807161
H4  Protein A 1807161
A5 Protein A 1807161

B5  Protein A 1807161
C5  Protein A 1807161

5 Protein A 1807161
E5  Protein A 1807161
F5  Protein A 1807161
G5 Protein A 1807161
H5  Protein A 1807161
AE  Protein A 1807161
BE  Protein A 1807161

C6  Protein A 1807161
D6 Protein A 1807161
E6  Protein A 1807161

F6  Protein A 1807161
G6  Protein A 1807161
HE  Protein A 1807161

Times sensors will be reused

i €— 3. TO regenerate/

reuse biosensors,
increase regeneration
number and hit apply*

In this step, sensors are assigned o samples. Regenerations
{ J F you have a parial sensorray  can be accomodated by selecting the missing sensors and ciicking ‘Remeve Times sensors il be reused:
Orlythe firt sensor ray can be a paril plate E 5 (%o

Repiace sensors ntray afteruse
5 6 7 & 8 10 11 12 [Well] Sensor Type| Lot Number| Information;

Bl Prolen A 1807161
€1 Protein A 1807161
D1 Protein A 1807161
E1  Protein A 1807161
F1  Protein A 1807161
G1  Protein A 1807161
H1  Protein A 1807161
A2 Protein A 1807161

B2  Protein A 1807161

C2  Protein A 1807161

Legend: [ ] Unassignedsensors [ Missing sensors D2 Protein A 1807161
Fil Plate Pt E2 PoenA 1807161

F2  Protein A 1807161
G2 Protein A 1807161
7 8 8 10 11 12 H2  Protein A 1807161

4 6
—~ —~

*ForteBio’s recommendation
is to utilize fresh biosensors
during initial assay
development; only optimize
regeneration conditions after
you have successfully run
your assay multiple times

FORTEBIO
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Tab 3. Review Experiment

Step Time &
o) Plate Definttion # Sensor Assignment &) Review Experiment ) Run Experiment Total Run Tlme
d In this step, you can review the steps that make up the experiment, moving the sliderto change the active step. A;SETJFJ N
v €2 Ml

Sensor Tray Plate 1 (36 wells)
W 1 2 3 4 5 6 7 8 @8 10 11 12 V 1 2 3 4 g 10 11 12 .
A é% Ag:gggggggggg 1. Click on arrows
B B ) G i

review th
c % co 8 8 to review the
D D steps of the
E G E Q0O P .
FEC F o experiment
G G
HE]
Legend: [_] Unassigned sensors B Legend: () Unassigned  (® Samples () Pie charts
Step Information
pesay 1 2. The dry run demonstrates the
Step: 7 specific column of biosensors going
Type: Sanie into each sample well. Here, the
Time: 1205 biosensors in column 1 are going
Fowrate: 400 into column 1 of the sample plate
Sensor: Protein A

Fi FORTEB\O
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Tab 4. Run Experiment

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

o Plate Defintion  &# Sensor Assignment ) Review Experiment % Fun Experiment

Data File Location and Names

Assay type: Basic Quantitation with Regeneration

Standard Assay
Guantitation data repository: |C:'-.Llsers'-]enn'rfer.cu:udding-bui'-.Desl-;tu::p'-.@uant Presentz <— a
Experment run name (sub directony): |t Experiment for Quant Presentation, 2018 | > €<— b

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 do not have cooling. For these instruments, the recommendation is to
set the temperature from 2 °C above ambient temperature up to 40 °C. This will
allow the instrument to consistently heat to the recommended temperature.

Run Settings
Delayed experiment start Open runtime charts automatically

Start after (s): (600 5 A tomatically save rurtime chart
Shake sample plate while waiting Set plate temperature {"C): E S

i FORTEBIO
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Tab 4. Run Experiment

o) Plate Definion &3 Sensor Assignment ) Review Experiment % Run Experiment

Data Filz Location and Names

Prior to pressing "Go™ confirm the Assay. Q @

Agzay type: Basic Quantitation with Regeneration
Standard Assay ﬂ
Quantitation data repository: |C:'-.Users'-.jenn'rfer.codding-bui ‘\Desktop\CGuant Presenté| . .
Experiment run name (sub directory): |t Experiment for Quant Presentation, 2018 | > Total et 1 ) After Confl rmi ng the assay Setu p ’ place th e
al experiment time: . . . f
Plate name barcode fie prefi;: 181214 | 0150 biosensors in assay buffer in the pre-hyrdation

Autodncrement file 1D start: 1 =

Data files wil be stored as follows:

plate, pipette the sample plate as defined in the

Desktop*Guant Presentation™Quant Experiment for Quant Presentation, 20184181214_001 frd g [PRT3 ”
Desktop*Quant PresentationQuant Experiment for Quant Presentation, 20184181214_002 frd plate d efl n ItIO n y a n d h It G O

Desktop“Guant Presentation*Quant Experiment for Quart Presentation, 20184181214_003frd

Run Settings

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

[] Delayed experiment start [~ 0pen untime charts automatically pre_hydrate your blosensors You may hlt OK
/ Start after (s); (600 = ] Automatically save runtime chart
Shake sample plate while waiting Set plate temperature (C): IE = . .
3. If the Delayed experiment start box is checked, a
Generallfomation _ timer will appear. If your biosensors have already been
User name: Machine name: . . . .
Descrptio: incubating in assay buffer for 10 mins, you are welcome

‘ to override the 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.

A FORTEBIO
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Advanced Quantitation Workflow with
Data Acquisition V11

In basic quantitation, binding of the analyte of interest to the ligand on the
biosensor generate robust signal.

In advanced quantitation, the initial binding of the analyte of interest to the ligand
on the biosensor generate very small signal. In order to amplify the signal,
additional “detection” step(s) are needed.

We will show two examples of the advanced quantitation.
2-Steps Sandwich-style Quantitation Assay
Multi-Steps Enzyme-linked Quantitation Assay

FORTEB\
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Octet Automated Workflow for
2-Steps Sandwich-style Quantitation

K
~<
~<

Octet Biosensors

Standards

/H—’i

> Samples

OO00000000Cee®
OO0000000COCee®
elejeeelelelelel I
OO0000000Cee®
OO00O00000Cee®
OO00000000C0®
0000000000 ®
OO0000000000

@
@
@
@
@
@
@
@
—
v
(0]
&
!
(@)
5

Reuse detection reagent, which bind and
amplify the initial analyte binding signal
No plate washing needed

Binding (nm)

Binding Rate

Time (sec) 300

»

Concentration

s .
i FORTEBIO
Paveer'ng Biolegics Developr gt’l



Select Assay Type

[i® Octet Data Acquisition 11.0.0.64

- a x
File View Experiment Instrument Window Help

LI
L

l, Experiment Wizard

Choose an option to start S
=3 Available Templates for
® New Quantitation Experiment

() Basic Quantitation

(O Basic Quantitation with Regeneration
)Muamd Quantitation
o @( New Kinstics Experiment

(®) Basic Kinetics

() Epitope Binning

CONFIDENTIAL
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Acquisition Steps for Advanced Quantitation
384 Model

Work from left to right, from Tab 1 to Tab 4.

) Plate Definition ) Sensor Assignment &) Review Experiment ) Run Experiment

Plate Definition — In this tab, all the information about the two sample plates and their
wells will be entered.

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.

i



'-.:‘ Uctet Uata Acquisit

[#g File View Experiment Instrument Window Help

ab 1.

Plate Definition

O

*

- 8 X

&{?0

*s

QB

9

]

o FortéBio

W Plate Definition

o

Read Head:

Acquisition Rate:

Azszay Settings
Agzay:

Sample
Detection

Plate 1 {96 wells)

4 Sensor Assignment i} Review Experiment . Run Experiment

In this step, all the information about the sample plate and its
First, check the assay settings. Then highlight one or more wells on the sample plate, and rght-click to g

f ata.
e 1 Table (36 wells)

Concentration units: pg/ml w Export...

8 channels v

Standard (5.0 Hz, averaging by 20) -

Advanced Quantitation

wells will be entered.

Import.. Print...

Select Number of Read Head
(8 or 16 for the 384 model)

Welll Sample ID| Replicate Gmup| Type

| Conc (pgf.-u| Dilution Fa::lnrl Humanm|

(
[
t

O Standard
O Unknown

Standard Assay MK Assay Parameters W
Single analyte
Time (s): Shake speed fpm): \ Available Assays: Assay Parameters
1% 1% N Basic Q_I-lﬁ”tﬂﬁﬁon » (® Single analyte () Multiple analyts Rgﬁﬂ Heanliz
""" [B\Jrti-FLAG Quantitation Feplicates per senzor type: channels
----- WG ST -High sensitivity
_____ SStandard range | step Type | Time (s)| Shake (rom)| Insert
—~—— PR | o — LER A
..... - Remove
----- E] Anti-Human | . .
gt Select Modify to define and
----- E High sensitivi
----- E Human lgG ¢ H
..... H o adjust assay parameters ove Up
w || Medfy | | || i Murine 1gG G
----- 2] Protein L -Standard range | ioycliove
i i 2 3 4 5 6 78 g 10 11"z ] il a Standard Assay D Regeneration :
A ‘O O O O O O O O O O @ O |5 Basic Quantitation with Regeneration ) '|;|me [ - Sl’l‘ilie spuied {rpm:
F - -~ -~ ---~-- -~ O ----- E] Arti-Human Fab-CH1 (FAB) with regeneration Fegeneration: . - 1 -
. - AR N a High sensitivity assay with regeneration Meutralization: 5 2 1000 =
Cl IC k on M 0] d Ify tO O EETEI:; :;:z:ard range Regeneration cycles:
O [ Advanced Quantitation Between assay steps: 3 =
----- El I ity - En Linked ftion sens =
select960r384 O | £] FesduntPrton A Frecenden serer -
O ..... i Post-condition sensors k! 2
----- | Three Step As
¢ wells for Plate 1 & 2. O ] Tree Sep sy
H |U U U U U U U U U U U O Blu indicates a buittin assay. Cancel
O Control O Unassigned R,-
. Reference O Reserved
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Tab 1. Plate Definition

i Octet Data Acquisition 11.0.0.64 - [Advanced Quantitation Experiment] — O x

[;—'ﬁo File View Experiment Instrument Window Help - 8 X

A > QalQ 5% @D roseio

W) Plate Definition ) Sensor Assignment )} Review Experiment ) Run Experiment

0 In this step, all the information about the sample plate and its wells will be entered. Q o
First, check the assay settings. Then highlight one or more wells on the sample plate, and right-click to enter/modify well data.
Read Head: Behanes ~ Plate 1 Table (36 wells)
Concentration units: g/l ~ Export... Impart... Print...
Acquisition Rate: | Standard (5.0 Hz, averaging by 20) ~ = - "
) Well| Sample ID| Replicate Group| Type | Conc (ug/mi)| Dilution Factor| Information
Assay Settings
fasay: gf;?:rsd,qg;:ymm" IM Aszay Parameters *
Single analyte
Time: (s): Shake speed {pm): Available Assays: Assay Parameters
Sample 120 1000 [Z Basic Quantitation (®) Singl Iyt () Muttipl Iyt Read Head:
Detection 120 1000 -|ET Arti-FLAG Quartitation nae anaite Hi;ﬁcea:lape?sensor type: 1 - 8 channels
----- a Anti-GST -High senstivity -
----- £] AniGST -Standard range Step Type Time (s) Shake (pm)| Step Options| T
----- [E] Anti-HIS (HIS2) Quartitation () Sample 120 1000 [~ Offline E—
----- 2] Anti-Human Fab-CHT (FAB) [0 Detection
----- E Anti-Penta-HIS -High sensitivity
----- 2] Anti-Penta-HIS -Standard range (none)
----- E High sensitivity Human lgG quantitation Capture Antibody
----- ] Human IgG Quartitation 5 |
----- [£] Immunogenicity - Direct detection e Use dropdown manual to
Plate 1 (36 wells) w || Modfy | | || i E Murine IgG Quartitation ®  Detection
PV 1 2 =z ¢ = & 7 8 9 101112 | ||l 2] Protein | Siondard range Enzyme let .
----- £] Standard Assay complete programin
A O O O O O O O O O O O O [= Basic Quantitation with Regeneration Buffer p p g g
&) Arti-Human Fab-CH1 (FAB) with regeneration 2nd Buffer . R
B OOOOOOOOOOOO ----- 2] High sensitivity assay with regeneration 2rd Buffer |nd|V|dua| Steps Of the assay.
COOOOOOOOOOOO ----- E Pratein L -Standard range nd Antibod
----- 2] Standard Assay nd Antibody . .
DIOOOOOOOOOO00 [ Advanced Quanttation metee 553 seps Adjust step time & shake
EQOOOOOOO0OOQ) | || s same e
esidual Protein
FIOOOOOOOOOOOO 4 e Post condiion senors speed of each step
| Three Step Assay
GIOOOOOOOOO0O0O
H OOOOOOOOOOOO Blug indicates a built-in assay. oK Cancel accordlngly'
O Standard O Conttrol O Unassigned
(O Unknown || @ Reference () Reserved

%FORTEBIO
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[Ty File
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Tab 1. Plate Definition

et Data Acquisition 11.0.0.64 - [Advanced Quantitation Experiment]

View Experiment Instrument Window Help

vl

- m}

x

- & X

-: :} FortéBio

W) Plate Defintion () Sensor Assignment (.} Review Experiment ) Run Experiment

o

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

Read Head: & channels ~ Plate 1 Table (96 wells)
Concentration units: pg/ml ~ Export...
Acquisition Rate: | Standard (5.0 Hz, averaging by 20) ~ T
ﬂssa}'.Seﬂings o Al Standard
Pasay: g?au:;:;dﬂg;;mrtahon 8 = . -
?‘:;gelel'sa}?ame Shake speed pm): O ¢ ng ht CIICk On
= 7 &8 &
94 highlighted wells
oa .
o+« to define the well
O A2
o= type. Select well
Oc2
O D2
Plate 1 {96 wells) ~ || Modify type from the
4 1 2 3 4 5 & 78 g 10 N .
AlDOC00000OOOD dropdown dialog
B0OOOOOOOOOOR, 2 box
ClOOOOOOOOOOOCE unknon '
DIOOOOOOOOOVOOCHO conto sy
E OOOOOOOOOOOC . Eeelehce Unknown n/a
F OOOOOOOOOOOC@ Detetﬁion Unknown n./a
6000000 OOOOOC  sewaivu Uioom
HOOOOOOOOOOO(C  derdata =
O Standard O Control O Unassigned Copy to Clipboard Unknown n/a
O Unknown . Reference O Reserved Extended Sample Types Unknown n/a
() D4 Unknown n/a
O E Unknown n/a
() F4 Unknown n./a

Sample ID| Replicate Group | Type Conc (pg/ml)| Dilution Factor| Information

nfa
n/a
nfa
n/a

nfa

'

“FORTEBIO

Paveer'ng Biolcgics Developrent



1. Check box to have
biosensors replaced
back in the tray
instead of being
ejected to the waste
container

2. Initially, one column
of biosensors is
assigned to each
column of samples on
the plate. They are
color coded, as
displayed in the
figure. For 384 model,
the 2 columns of
biosensor pickers are
tied together and
moved in unison. In
order to pick 1 column
of 8 biosensors at a
time, an empty
column is needed in
between each column
of the biosensors.
Follow the figure to
prepare the biosensor
tray.

Tab 2. Sensor Assignment

¢ Octet Data Acquisition 11.0.0.64 - [Advanced Quantitation Experiment]

|_n File View Experiment Instrument Window Help

A0t > 080

3 Right click to bring
out the dialog box to
select the sensor type.

) Plate Defintion P Sensor Assignment (-} Review Experiment &) Pun Experiment

In this step, sensors are assigned to samples.
J If you have a partial sensor tray it can be accomodated by selecting the missing sensors and clicking "Remove’.
Only the first sensor tray can be a partial plate.
Sensor Tray
Replace sensors in tray after use

W 1 2 3 4 = & 71 8 8§ 10 11 1z Well| Sensor Type | Lot I
ALl L O O O O AT 43567
B l:‘ l:‘ D D l:‘ l:‘ S: (auto-assign)
C l:l l:l |:| |:| l:l l:l o1 int?—:lumanllgGGFFc
1 T 5 1 M el
E |:| |:| D D |:| |:| :;11 FAB2G (Anti-Fab 2nd generation)
FO O O O A A " HIS2 (Anti-HIS)
GO O O O B E | s  a«ecHomce
H l:‘ l:‘ l:‘ l:‘ l:‘ l:‘ B3 Protein A
c3 Protein G
Legend: l:l Unassigned sensors @ Missing sensors D3 et
Remove Fill Fill Plate Prirt. . E3 SA (Streptavidin)
= SAX (High Precision Streptavidin)
Plate 1 (96 welks) e G2 Residual Protein &
:\ 666606 S E :s H?S1K(Anti-Penta—HIS) 4., Enter the lot number
BIOOOOO® I —— for your biosensor once.
CO00000 D5 Custom U7 € The software will
D O O O O O O E5  Custom 1234567
E0OO0OO0OOQO F5  Custom 1234567 populate the rest.
G5 Custom 1234567
F O O O O O O HE  Custom 1234567
G O O O O O O A7 Custom 1234567
HOOOOOO B7  Custom 1234567
C7  Custom 1234567
Legend Unassigned samples D7  Custom 1234567
E7  Custom 1234567
F7  Custom 1234567
G7  Custom 1234567

A FORTEBIO
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Setting Up

Tab 3. Review Experiment &
Tab 4. Run Experiment
are the same as example shown for basic

guantitation.

B ane !
e |
......
Paveer'ng Biolcgics Developrent



Multi-Step, Enzyme-linked Quantitation Assay

£s

Streptavidin
Biosensors

I
]

& ;‘\

(1)

Metal DAB

ADA (anti-drug Ab)

Detect and guantify the
presence of anti-drug Ab

Additional sensitivity over direct
binding format

Better performance than other
bridging assays such as ELISA
Higher drug tolerance

Fewer assay steps and faster time
to result

Allows use of up to 50% serum

il
b

st
Stk

(" FORTEBIO
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Select Assay Type

[4% Octet Data Acquisition 11.0.0.64

File View Experiment Instrument Window Help

Ak OQQ

[m] x

i F:? FortéBio

{, Experiment Wizard

Choose an option to start

o T Select
® New Quartitation Experiment -

(O Basic Quantitation

() Basic Quartitation with Regeneration
2 (®) Advanced Quanttation
o) Eﬂ( New Kinetics Experiment
(#) Basic Kinetics

() Epitope Binning

CONFIDENTIAL

FORTEBIO
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Acquisition Steps for Advanced Quantitation
HTX Model

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

i Octet Data Acquisition 11.0.0.64 - [Advanced Quantitation Experiment]
& File View Experiment Instrument Window Help

| i] Sensor Loading 'a Plate Definition ) Sensor Assignment J Review Experiment ) Run Experiment

Sensor Loading — In this unique tab for the HTX model, custom biosensors can be
prepared. The number of read heads can be defined separately from the next tab. You
may skip this tab if no custom biosensor is needed.

Plate Definition — In this tab, all the information about the sample plates and their wells
will be entered.

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.

[ L)
W



Creating Custom Bilosensors

« Steps to Prepare Custom
Biosensors

1. Dip bare biosensor into wells

o containing buffer
Streptavidin J

Biosensors 2. Dip into wells containing biotinylated
ligands
(I
 The number of biosensors can
' Bio-drug be defined as needed. In the

upcoming example, 2 rounds of
32 streptavidin biosensors were
loaded with the desirable
biotinylated-ligands

i FORTEBIO

‘ower'ng Biologics Developrent



ab 1. Sensor Loading

i
[#g File View Experiment Instrument Window Help

- T
CEELL I I3 G o

@) Sensor Loading ) Plate Defintion )} Sensor Assignment ) Review Experiment ) Run Experment

In this step, all the information about th loadi nt positi il be entered. ':-/-_.. )
@ it riomn o M/M/ Select Number of Read Heads = @
Read Head: 32 channels fhigh throughput) able (36 wells) (8, 16, 32, 48, or 96 fOI’ HTX)

Concentration units: g/l i Export... Img

Acquisition Rate: Standard (0.6 Hz, averaging by 5)

Well Sample ID| Replicate Group| Type | Conc (pg/ml}| Dilution Factor| Information

Sensor Loading Settings
Assay: Advanced Quantitation "

Standard Assay

Single analyte

. g : S Load A

Time {5) Shake speed fpm): NGilable Assays: ensor Loading say Parameters
Buffer X 60 400 | L_}'Nc Quantitation Read Head:
Load 120 400 32 channels

11 H th]
Select “Modify” to Step Type Time (s)] Shake (pm) insert
outd T —
bring out dialog

Plate 1 (36 wells) ~ | | Modify (nene)
W' 1 2z 3 4 s & 7 3 95 10 ﬂ12 box and then Sample
Alr\mmﬁmmmmmmho s Load

s

Click on Modify to O specify the “Sensor :C;tx Use dropdown manual to
8 Loading” tab to Lo complete programing individual
select 96 or 384 wells O Quench _ _
modify assay steps. Adjust time & shake

for Plate 1 & 2. Q
o O parameters for speed of each step accordingly.
HOOOOOOOOOOON

O Standard O Control O Unassigned cu Sto m b I osensor

O Unknown . Reference O Reserved Cl‘eatl on ok f—

FORTEBIO
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ab 1. Sensor Loading

. Octet Data Acquisition 11.0.0.64 - [Advanced Quantitation Experiment] = O X

[7p File View Experiment Instrument Window Help - & X%

& P ‘6 o 9 -::} FortéBio

& Sensor Loading () Plate Defintion ) Sensor Assignmert )} Review Experiment ) Run Experimert

f= In this step, all the information about the sensor loading reagent positions will be entered. I:'/.l_-\.'f o
‘_‘ First, check the assay settings. Then highlight one or more wells on the sample plate, and right-click to enter/modify well data. b _d
Read Head: 32 channels thigh throughput) w Plate 1 Table (36 wells)
Concentration units: pgsml ~ Export... Impart... Print...
Acquisition Rate: Standard (0.6 Hz, averaging by 5) ~ - - =
Sensor Loading Settings Well| Sample ID| Replicate Group| Type | Conc (pg/ml) Dilution Factor Information "~
. Al nfa Buffer X n/a n/a
Agsay: Ad dQ ’
= St:nznacrg As;ai'mnamn B1 n/a Buffer X n/a n/a -
Sngle anshe = — B n/a o Hold down the Shift key on the
Time (s) Shake speed pm):
Buffer X 60 400 D1 n/a Buffer X n/a nia .
Load 120 400 3 2 Buffer X vz keyboard and click the upper left
F1 n/a nia
G1 /i /i /i . . .
" o e ~. most well of choice to highlight the
Buffer X n/a n/a
Flate 156 wele) Buffer X n/a n/a number of “associated” wells.
w1 2 3 4 5 8 g 10 1 12 n/a Buffer X n/a n/a
A @ @ ®®( O S:aqn\da,r:\ [SYavayal D2 n/a Buffer X n/a n/a
B @@@@C © Unk E2 n/a Buffer X n/a n/a
mnewn F2 n‘a Buffer X n/a n‘a
C ®®®®C O Eobt G2 n/a Buffer X n/a n/a . H
DIO®®®C @ reference 2 o i = Define the well types by right
E @@@@C (L) Loa e ax3 n/a Buffer X n/a n/a . . . .
FIOOO®®C @ bedion B3 s Buffer X n/a n/a clicking on the highlighted wells
G ®®®®C (%) Buffer X c3 n/a Buffer X n/a n/a
D3 n/a Buffer X n/a nia H H
HEEO® Set Well Data = = kel s = and bringing out the dropdown
Elayliala F3 n/a Buffer X n/a nia .
O Standard O Copy to Clipboard G3 n‘a Buffer X n/a n/a dlalog bOX
O Unknown . R Extended Sample Types H3 n/a Buffer X n/a nfa
Ad nfa Buffer X n/a n/a
B4 n/a Buffer X n/a nia
C4 nfa Buffer X n/a n/a
D4 n/a Buffer X n/a nia
E4 nfa Buffer X n/a n/a
F4 n/a Buffer X n/a nia
[=Y] = Pidfar ¥ mis nis b2

FORTEBIO
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Multi-Steps Enzyme-linked Quantitation Assay

£s

Streptavidin « 8 Custom biosensors were used
Biosensors In each cycle

1. Dip into wells containing
standards or unknown samples

' Bio-drug 2. Dip into wells containing HRP
l enzyme-conjugated detecting Ab

8 ;‘\
(1)

Metal DAB

ADA (anti-drug Ab) 3 Dip into wells containing HRP

substrate metal DAB

i/} FORTEBIO

¥ Pawer'ng Biolcgics Developren



Octet Automated Workflow for
Multi-Steps Enzyme-linked Quantitation Assay

Octet Biosensors

Standards/Positive
Controls

 —— |,

> Samples

—

Enzyme
Detection

000000000000
000000000000
000000000000
000000000000
000000000000
000000000000
000000000000
0000000000 0

Low detection reagent
consumption

No wash format allows
fewer steps and faster time
to result

Binding (nm)

Binding Rate

|

[

v

Time (sec) 360

v

Concentration

(1]
B gy
[ )
e
......
[ ]

I
Paveer'ng Biolcgics Developrent



Tab 2. Plate Definition

o

[ File View Experiment Instrument Window

Art Qa0

Help

-::3 FortéBio

) SensorLoading % Plate Defintion  (:} Sensor Assignment &) Review Experiment ) Run Experiment

Fead Head:

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

8 channels (high sensitivity) able (36 wells)

Concentration urits:

pa/ml o Export...

Acquisition Rate: Standand (5.0 Hz, averaging by 20)

First, check the assay settings. Then highlight one or more wells on the sample plate, and right-click to e el data.

Imp

Well| Sample ID| Replicate Group | Type | Conc {pg

Q@

Select Number of Read Heads

(The choice could be different from

Sensor Loading if desired)

Assay Settings
Aazay: Advanced Quarntitation Modify
S?anclarclﬁssiay.I
Sl ?‘En;el &) " ?BSEE speed (pm): \ﬁrai|ab::5;z‘;:ﬂaﬁon w.ﬁz P;ra:jters B
Eﬁ?ﬁﬂi gg jgg % sHarttanen - e analte ultiple analyte 1 - Echannelé
etection
Select “Modify” to Step Type Time (s)| Shake (pm) Step g:lions Insert
O Sample 120 1000 I~ Cffline E—
bring out dialog e
(none)
bOX and then Capture Antibody
Pt 2 36 wele) <] [ odty specify the “Assay — Use dropdown manual to
1 2 3 4 5 6 7 ] 9 10 11 12 nzyme .
AOOOOOOOOOOOO Parameters” tab to e 00 complete programing
3888888888888 modify assay e " individual steps. Adjust time
DOOOOOOOOOOOO 2nd Antibody :
arameterS fOf the re-condition sensors 3 & Shake S eed Of eaCh Ste
E OOOOOOOOOOOO p Eos‘t-co:;'rtion SEnsors 3 p p
FIOOOOOOOOOOOO enzyme-linked accordingly.
] 0/0]G0I0/0]0/000Ie0
HOOOOOOOOOOOO quant assay ok Cancel
O Standard O Control O Unassigned
O Unknown . Reference O Reserved

*FORTEBIO
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Tab 2. Plate Definition

.2 Octet Data Acquisition 11.0.0.64 - [Advanced Quantitation Experiment]

[7p File View Experiment Instrument Window Help

A ? Q8@

- O X

- & X

-: :} FortéBio

) Sensor Loading . Plate Defintion () Sensor Assignment ) Review Experiment ) Run Experment

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

Read Head: 8 channels (high senstivity) ~

Acquisttion Rate: | Standard (5.0 Hz, averaging by 20) ~

Azsay Settings

Azzay: Advanced Quantitation "
Standard Assay LEE
Single analyte
Time {s): Shake speed fpm):

Sample 120 1000

Enzyme 120 400

Detection 120 400

Plate 2 (96 wells) « | | Modify

Q00O OOG(O
Q000000 (R
OOOOOOOG}E@
CO00OOOOOOEX

Standard O Control O Unassigned
Unknown . Reference O Reserved

O000000-
Q000000
Q00000 O-

oo TOTMUO W™

Plate 2 Table (36 wells)

©)S)

Concentration units: Export...
Well | Sample ID| Replicate Group | Type Conc (pg/ml)| Dilution Factor| Information ~
O Al Standard nfa
(O Bl Standard n/a
O Standard nfa
(O D1 Standard n/a
O E Standard nfa
OFR Standard n/a
O Gl Standard nfa
g p— i Click to highlight the number of
() B2 Standard “ . »
Oc2 n/a associated” wells.
(D2 Standard n/a
O E2 Standard n/a
Standard nfa
) G2 Standard nfa
Standard Standard n/a

Unknown
Control

Reference
Load
DeieKn
Enzy

Buffer X

Set Well Data
Clear Data

Copy to Clipboard
Extended Sample Types

Q F

£ 54

Unknown n/a
Unknown n/a
Unknown n/a
Linlg

Unknown n/a
Unknown n/a
Unknown n/a
Unknown n/a
Unknown n/a
Unknown n/a
Unknown n/a
Unknown n/a
Unknown n/a
Unknown n/a

Fnbrmmwr mfa

Define the well types by right
clicking on the highlighted wells
and bringing out the dropdown

dialog box.

L

FORTEBIO
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1. Check box to have

biosensors replaced
back in the tray
instead of being
ejected to the waste
container

N

2. Based on the assay

design, 64 biosensors

are needed for this

experiment. Unlike in

the 384 models,

individual columns of

biosensor pickers in
HTX can moved
independently. No
empty column is
needed. Follow the
figure to prepare the
biosensor tray.

——

Tab 3. Sensor Assignment

i% Octet Data Acquisition 11.0.0.64 - [Advanced Quantitation Experiment]

[ File View Experiment Instrument Window Help

R Qal
P SensorLoading &) Plate Definition &} Sensor Assignment ) Review Experiment < Run Experiment

)

N Sensar Tray
Replace sensors in tray after use

3 Right click to bring
out the dialog box to
select the sensor type.

In thig step, sensors are assigned to samples.
If you have a partial sensor tray it can be accomodated by selecting the missing sensors and clicking "Remove”.
Only the first sensor tray can be a partial plate.

TV 1 2 3 4 5 <] il g g 10 11 12 Well| Sensor Type ol
AR Al [5A Gueptavian] | - 47234567
B I:l I:I I:I D I:I I:I I:| I:I E:: (auto-assign)
C I:”:H:H:H:H:II:“:I — Ant?-HumanIgG Fc
) o | | o Aoseigor
E I:I I:I I:I I:I I:I I:I I:| I:I ;11 FAB2G (Anti-Fab 2nd generation)
1 o H1 HIS2 (Anti-HIS)
OO0 0O a2 Anti-CHO HCP
il HICICICIE R B2 Protein A
Legend: |:| Unassigned sensors @ Missing sensors Ei :::: f
Remove Fill Fill Plate Print... E2 ®  SA (Streptavidin)
= 5AX (High Precision Streptawviding
Plate 1(36 wels) - 62 Residual Protein &
r 1 Z 3 4 5 ] 7 8 g 10 11 12 HZ i
A OOOOOOOO A3 HISTK (Anti-Penta-HIS)
B3 Mi-MNTA
BOOOOOOOO o o 4. Enter the lot number
C 88888888 5% | SA (Srptein) | 13667 for your biosensor once
D E3 SA (Streptavidin) 1234567 o~ .
. and the software will
F3 SA (Streptavidin) 1234567
E 88888888 G3  SA (Streptavidin) 1234567 populate the I’eSt
H3  SA (Streptavidin) 1234567 )
G O O O O O O O O A4 5A (Streptavidin) 1234567
HOOOOOOOO B4  SA(Streptavidin) 1234567
c4 SA (Streptavidin) 1234567
Legend Unassigned samples D4  SA(Streptavidin) 1234567
E4  SA (Streptavidin) 1234567
F4 SA, (Streptavidin) 1234567
1234567

G4 SA (Streptavidin)

A FORTEBIO

Paveer'ng Biolcgics Developrent



Setting Up

Tab 4. Review Experiment &
Tab 5. Run Experiment
are the same as example shown for basic

guantitation.

B ane !
{5FORTEBIO
e
......
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Advanced Quantitation Workflow with
Data Analysis HT V11

7

[a

Data Analysis
HT 11.0

Double click the Data Analysis HT 11.0 software icon to start the program

/
LA
o, el
Wi FORTEBIO
L
Pawer'ng Biologics Developrent



Data Analysis HT V11

Data Analysis HT 11.0.0.50

N
+ B BB = e e E @

New Open Workspace Explore  Preview User Guide  Start Guide
File Analysis Settings Operations Help
[B]_Experimen Builder
Customer Data A
Downloads
Encodia Ref

Ei::g: S:::::: Mehtods Frem Rashi [ eXperI mental fOIder

Immunogenicity Assessment
- Installation & Training A

[l Kinetic BPA to higG on SA with regene Of IntereSt among a"
mAbs v3 09062016

NEW OCTET INSTALLATIONProcedure 1
Octet v10.0 Launch Materials the fIIeS Stored On
Pioneer Supplies
Pioneer Training 2017 the Computer
Presentations

E| Quant Presentation

E-E-E-E-E-E-E-E

o-8-E-E-E-B

Quant Experiment
|.| Quant Experiment for Quant Presentation with Richard, 2018 i

Sensor Tray 1 Sample Plate 1 Sample Plate 2 nghllght the Specific

Po12345678910112 F 123456785101112

A O OO0 0000 A
E 0ODO00000Y I=) H :
: @8000000000d ¢ BooesesoIoEs] experimental folder to preview
D 0O0O000000 D Bo 0000
E (slelelalelalelelele E Ba OOOOSE
F OODO00000Y F B OOOOLT] . .
: B3283833839 ¢ S 8885 its content in the lower left hand
senIvlnIvlelelelelmm
— corner
E ///
e 1/
2
{“‘II\‘\\I‘\\I|I\I|II|||||| |IIII|I\II|II\I|III\|IIII‘IIII|\III|I\II|II\I|IIII|IIII|\III|I\II|II\I|III\|IIII‘IIII|\III|IIII|III\
o 20 40 60 30 100 120 | 0 0.05 0.1 0.15 0.2 0.25 03 0.35 0.4 0.45 0.5 0.55 0.6 0.65 07 075 08 0.85 0.5 0.85
Time (s) Time (8}

Opening file New Document

FORTEBIO
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Loading Data into the Analysis Software

Data Analysis HT 11.0.0.50 - C:\Users\m.|.Richard.Yip\Desktop\Presentations\Cuant Presentation\Quant Experiment\Quant Experiment for Quant Presentation with Riv 2 . Additional tabS appear after

File Home Preprocessed Data Quantitation Analysis Report ]/

7 o B 9|3 [ 7

New Open Workspace Save Explore  Preview Load Save View Quantitatiol User Guide Start Guide
File Analysis Settings Operaticns Help L

[E] Experiment Buider e 3. User Guide and Quick Start

Customer Data A Combined Dataset Valid
Downloads

EB140¢t2015 small melecule

Encodia Ref
Epitope Binning Quant Experiment for Quant Presentation with Richard, 2013 Sensc

Epitope Binning Mehtods From Rashi One Of these tWO Help Buttons

Immunogenicity Assessment

data is loaded into the program

Guide are available by clicking

Installation & Training
-0 Kinetic_BPA to hlgG on SA with regene
mAbs v3 09062016

o CTET IS ALLATIONProcedure 1. Double click the specific experimental folder to

Octet v10.0 Launch Materials /
Plonesr Supplcs load the data into the analysis software
ioneer Training 2017
= | Presentations
E Quant Presentation
= | Quant Experiment

o .
. i
ol
Sensor Tray 1 Sample Plate 1 sample Plate 2 T
'1234567391[!’1112 7123456759101112 -
A = [GleeleleElelelElE A
s RS A50000000 =
c BE550550050d | Be 20000 i
o MEOCO000000Y o e 0000
: Moo00000000  ERE QOOOEE 47
- [slelelsleleluleloTs RENNN == HOOOLT]
= BEASOO00000G) g E .
H 000000000 & OOOOLLI | =

nm

2

o [TT T 71T Uy

|||| |\|‘||||\|\ |||||‘|_||\|||\||\|||‘|||\|||\||\|||‘|||\|||\||\|||‘|||\||||||\|||‘|||||||||||||||||\|||\||||||\|||\|||\||||||\|||\|||\||
o 20 40 &0 80 100 120 o 5 10 15 20 25 30 35 40 45 50 55 60 65 70 T 80 a5 80 95 100 105 110 115 120
Time (s} Time (s}

Crmnbinad Rotarnk Ualid
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Processing Experimental Data

1. Select the “Preprocessed

Data Analysis HT 11.0.0.50 - C\Users\m.|.Richard.Yip\Desktop\Presentaticns\Quant Presentation\Cuant Experiment\Quant Experiment for Quant Presentation with R L4
i fe=poTT ”
Data” tab to carry out
Report point time value (sec): 100 |
A - e . 43 [
HideSteps  ShowAll  AutoScale- |  RawData  Preprocessed Data  Excel Report | L O0S 10 3verage: 20 AddPoint  RemoveAll | Export Save Load approp riate data P rocessi ng
Graph Export Sensor Traces - Report Points
Assay #1 S te S
[#] Reference Subtractions and Data Correction Settings ‘Quantitation Cycle and Step Graphs p * I
Reference Subtraction for Quantitation ion for Quantitation Data Cydes Quantitation Step
800 :& [elsls] Reference Sample Subtraction: | Processed Data m |
Qo0 1. Select and set sample well(s) as reference well(s)
°§ hg coo 2. Group avalable sample well(s) into groups to deter 2 . Carry OUt data
Reset Ungroup Show //
‘ = Reference Wel O = Reference Loading Wel @ = Standard Wel = Unknawn Wel (3=

el L e e Qe > | editing & reference
A88888% 88888 subtraction in this tab
©O00OODONNNN) 1
8888%% 3. Sample types: .
®OO00OOC reference, standards, 1
®OQQQCC _‘"'\""|""|'"'|""|""|""|""|'"'|""|""|'"'|""|""\""|‘"'\'"'|""|""\'"‘l""l""l""l""
H,OOOO@C and unknowns are o 5 10 15 2 2% 0 3}/ 40 45 E0 55 nmiu(s} s 70 75 80 8 80 85 10 105 110 1%

labelled correctly - —-—

ata Cycles | Quantitation Step

nm
1

O Mmoo w

Index Sensor Mumber  Tray Repetition Wh I I e Settl n g u p d ata Sample 1D Ref Well Subtraction Formula Concentration{ug/ml) File location ~
1 1 1 1 hlgG in Sample Diluent Al 1 C:\Users'm.|.Richard. ¥ip'Desktop\Presentations\Quant Presentation\Quant Experiment\Quant Exper
2 2 1 1 hlIgG in Sample Diluent B1 3 C:\Users'm.|.Richard. ¥ip\Desktop \Presentations\Quant Presentation\Quant Experiment\Quant Exper
3 3 1 1 acq u |S |t| O n hlgG in Sample Diluent Cc1 10 C:Wsers'm.|.Richard. ¥ip'Desktop \Presentations\Quant Presentation\Quant Experiment\Quant Exper
4 4 1 1 hIgG in Sample Diluent D1 30 C:\Users'm.|.Richard. ¥ip\Desktop\Presentations\Quant Presentation\Quant Experiment\Quant Exper
5 5 1 1 tiEL Protein A El hlgG in Sample Diluent El 100 C:\Users'm.|.Richard. Yip\Desktop\Presentations\Quant Presentation\Quant Experiment\Quant Exper
[ [ 1 1 tiIF1 Protein A F1 hlgG in Sample Diluent Fi 300 C:\Users'm.|.Richard. Yip\Desktop\Presentations\Quant Presentation\Quant Experiment\Quant Exper
7 7 1 1 t1G61 Protein A G1 hlgG in Sample Diluent G1 500 C:\Users'm.|.Richard. ¥ip'Desktop\Presentations\Quant Presentation\Quant Experiment\Quant Exper
8 8 1 1 tiH1 Protein A H1 hlgG in Sample Diluent H1 700 C:\Users'm.|.Richard. ¥ip\Desktop \Presentations\Quant Presentation\Quant Experiment\Quant Exper
g 9 1 1 t1Al Protein A A2 hIgG in Sample Diluent A2 700 C:\Users'm.|.Richard. ¥ip\Desktop \Presentations\Quant Presentation\Quant Experiment\Quant Exper
10 10 1 1 tiB1 Protein A B2 hIgG in Sample Diluent B2 500 C:\Usersim.|.Richard. Yip\DesktopPresentations\Quant Presentation\Quant Experiment\Quant Exper
11 11 i 1 tic1 Protein A c2 hIgG in Sample Diluent c2 300 C:\Users'm.|. Richard. Yip\Desktop \Presentations\Quant Presentation\Quant Experiment\Quant Exper ¥
L4 >
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Processing Experimental Data

Data Analysis HT 11.0.0.30 - C\Users\m.|.Richard.Yip\Desktop\Presentations\Cuant Presentation\Quant Experiment\Quant Experiment for Quant Presentation with Richard, 2018\HTSettings.efrd -0 X

Home Preprocessed Data Quanttation Analysis Report
,
=E s | [ I
li- - 2% L 500
Points to average: |20 "

Hide Steps ~ Show All  Auto Scale~ Raw Data Preprocessed Data  Excel Report Add Point Remove All Export Save Load View Quantitation -
Graph Export Sensor Traces - Report Points Cperations
Assay #1
IE Reference Subtractions and Data Correction Settings Quantitation Cycle and Step Graphs
Reference Subtraction for Quantitation Data Correction for Quantitation Data Cycles  Quantitation Step
. | | |
8% =§ 998 Processed Data @)
<] =] 000 . .
et | (weow s Right click on the . <
9 4 ¢ | B2 Edit Sample Info x L
‘ = Reference Well o =Reference L /

¥ o+ =2 2 < s s gselected welltobring 7/

A ‘ O O O O( f_l Enter Mew Sample Info
BIO®OOOO( out the dropdown 2
O@0000!( . -

dialog box to edit // -

0 =0 | 0l b |9 G in Sample Dilue |

@EOQO0O0C . ’ ] Well Type: |un|.;m.,m v|
@0QO000000L00n o

H |G) | A aIala /:\ O /7, voos Sample Concertration (pg/mi);

Change well type to

]

o

*%  Subtract Reference

Data Cydes Quantits Subtract Reference in Selefted Wells / Diillution Factor | |
nd = Copy V4 ) 2

ndex Sensor M me Sensor Type Sample Location Sar|
15 15 Raste Protein A G2 hlgG in 5 tExper
16 16 = Remove Reference Sybtraction (4 Protein A H2 hlaGin 5 t Exper
17 [ EditSample Inf, Protein A A3 hlgG in 5 Replicate Group | 10a | t Exper
18 15 - T TIDT o Protein A B3 hIgG in S t Exper
13 19 1 1 1T N Protein A c3 hIgG in 5 t Exper
20 20 1 1 tiD1 \ Protein A D3 hlgG in 5i .. R t Exper
21 21 1 1 tIEL F¥tein A E3 hlgG in 5 Sample Desmptlan. |1D | t Exper
2 22 1 1 tIF1 ProtEmA F3 hIgG in S |—t Exper
1 1 161 Protein A G3 hIgG in 5 ft Exper

-—-———_—

Protein A o hlaG in 5¢ | tExper ¥
£ ~ >
s OK || (Canesd | [
N
N
N
N
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Processing Experimental Data

Data Analysis HT 11.0.0.50 - C\Users\m.l.Richard.Yiph\Desktop\Presentations\Cuant Presentation\Quant Experiment\Quant Experiment for Quant Presentation with Richard, 2018\HT5ettings.efrd - 0O x
- Home Preprocessed Data Quantitation Analysis Report

. . @ Report point time value (sec): 100 @ %
qﬁ = : 4 o »00
Hide Steps  Show Al Auto Scale - Raw Data Preprocessed Data  Excel Report Points to average: |20 Add Point  Remove All Export Save Load View Quantitation +
Graph Export Sensor Traces - Report Points Operations
Assay #1
IE Reference Subtractions and Data Correction Settings Quantitation Cycle and Step Graphs
Reference Subtraction for Quantitation  Data Carrection for Quantitation Data Cyces  Quantitation Step
000 =8 000 Reference Sample Subtraction: ‘ Processed Data @) |
8 e 838 1. Selectand set sample well(s) as reference well(s)
Reset iears Shaw 2. Group available sample well(s) into groups to deter
. = Reference Wel O = Reference Luading well @ = standard well @ = Unknown well (- 8 ///
[ 4 9 10 11 12 ~ T

e

A‘.OOOOF\(\F\K\K\F\\ ) _
ange well ype to » If reference subtraction is

B @.OOOC ::btr:ct Re!:‘:ce ¥

ololelelolam—=rrira. desired, select all the wells

nm

) ) o —
5888%3 Remove Refersnce Subtracion > and then right click to bring

®OO000C e i
©OO000000O0O000 Oult"dli"o"lp'q?'v'\('rll"q'lél'()lg"lb'(')")f'."'l'""'|"|'"""|""|""|""|'""'|"|"'|""|""|""

H.OOOOOOOOOO 0 5 10 15 20 2 3 3/ 40 95 100 105 110 115

Time (s)

Quantitation Cycle and Step Tables

Data Cydes Quantitation Step

G)'nrrlDO

Index Sensor Number Tray Repetition Number Sensor Name Sensor Type Sample Location Sample ID Ref Well Subtraction Formula Concentration(ug,/ml) File location ~

L[ | T wer T ProtenA L €2 hinGinSamoleDivent | c2 T aw ]
<
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Processing Experimental Data

Data Analysis HT 11.0.0.50 - C:\Users\m.|.Richard.Yip\Desktop'Presentations\Quant Presentation\Quant Experiment\Cuant Experiment for Quant Presentation with Richard, 2018\HTSettings.efrd - 0O X
File Home Preprocessed Data Quantitation Analysis Report
- o
E Report point time value (sec): (100 @
oA A it ) L]
Hide Steps ~ Show All  Auto Scale~ Raw Data Preprocessed Data  Excel Report Points o aversge: |20 Add Point Remove All Export Save Load View Quantitation ~
Graph Export Sensor Traces - Report Points Operations
Assay #1
Iz‘ Reference Subtractions and Data Correction Settings Quantitation Cycle and Step Graphs
Reference Subtraction for Quantitation | Data Correction for Quantitation Data Cycles  Quantitation Step
000 :8 [s]s]e] Reference Sample Subtraction: | Pmcesﬁgd Data m |
8& .& 838 1. Select and set sample well(s) as reference wel(s)
Reset T Show 2. Group available sample well(s) into groups to deter
‘ = Reference Well O = Reference Loading Well @ = Standard well = Unknown Well (J)-

2 8 9 0 N1 12 -~

QLo
IO OC Reference
CEO00000

O subtraction is done

@ and the formula
C

(0 can be found here.

IIII|IIII‘II\I|\II\|I\II|IIII|\II\|I\II‘II\I|\III|IIII|IIII|IIII|II\I|\II\|I\II‘II\I|IIII|IIII|IIII|IIII‘II\I|\II\|I\II
0 5 10 15 20 25 30 35 40 45 50 55 &0 &5 70 75 a0 a5 S0 95 100 105 110 15

v ‘ Time (s)

Data Cydes  Quantitation Step

Index Sensor Number Tray Repetition Number Sensor Name Sensor Type Sample Location Sample ID Ref Well Subtraction Formula Concentration(ug,/ml) File location

FORTEBIO

Paveer'ng Biolcgics Developrent




Processing Experimental Data

Data Analysis HT 11.0.0.50 - C\Users\m.|.Richard.Yip\Desktop'Presentations\Quant Presentation\Quant Experiment\Quant Experiment for Quant Presentation with Richard, 2018\HT5ettings.efrd
Home Preprocessed Data

Quantitation Analysis Report
/ .ﬁ .ﬁ Report point time value (sec): 100 @ %
A - i ;
Export Save Load View Quantitation -

Hide Steps ~ Show All  Auto Scale~ Raw Data Preprocessed Data  Excel Report Points to average: |20 Add Point Remove All

Graph Export Sensor Traces - Report Points Operations
Assay #1

Reference Subtractions and Data Carrection Seftinas

Quantitation Cycle and Step Graphs
Reference Subtraction for Quantitatipn  Data Correction for Quantitation Data Cydes Quantitation Step

P d Dat |
Quantitation Preprocess _— \ ‘ | rocesse ata m

Quantitate step number: 1

- Additional data e ———————

———
[ Align X — €—

correction steps can /—
be found in this tab

0
STTTTT

[TTTT T T T T T T T [T T T T T I T T[T T[T T[T T T T T T T T T[T T T[T T[T T[T T TTT T TTTT
o 5 10 15 20 25 30 35 40 45 50 35 &0 65 70 75 &0 85 80 85 100 105 1o 115

Time ()

Quantitation Cycle and Step Tables
Data Cydes Quantitation Step

Index Tray Sensor Location Sensor Type Plate Sample Location Sample ID Concentration{pgfml) Type File location
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Quantitation Analysis

1. Select the “Quantitation

Data Analysis HT 11.0.0.50 - C\Users\m.|.Richard.Yip\Desktop\Presentations\Quant Presentation\Quant Experiment\Quant Experiment for Quant Presentation with Ri

(" Qwantiaton Andyss | €Gere Analysis” tab once all the

% 1 R O A B | @ e & B

Hide Standard Curve~  Opticns Show All Load Standard Save Standard Select Standard Indl\.gdual Standard Deviation » 1 - Excel Report Results Cc deSI red data proceSSI ng Steps

Settings Graph View Standard Curves Replicate Groups Export

prosn are completed.
[ Sorderd CoveSeings [

Standard Curve Equation

File Home Preprocessed Data

SHENLZD ROHEe #0 FOAE4

"% Standard curve was constructed

|Linear Paint to Paint v

Standard Within Plate
Standard Curve by Temperature
Standard Curve by Sensor Type

%u—:’ using default setting on the far left.

Processing Parameters E = d 400—_
Binding Rate Equation: :;: - g - .
nitl Sope g A § ] 3. Concentration of each of the
Read Time: |1 |2 sec 0.5 b
- 200—

Zero Conc, Threshold

i N 1 unknown samples were determined
Low Conc. Threshold: BR | i

i using the standard curve..

o
IIII|I\II|\II\|II\I|IIII‘III\|IIII|\III|II 0 ||||||\||||\|\|III\|IIII I\|III\lIII\|III\|III\|III\|\III|I
@ T \ 100 200 300 400 500 600 J00 200 o 01 02 03 4 05 I]:id. D;' [iR:] 0g 1 1.1 12
tradi " inding Gate.

III|II
13

0O T.:lpemrz ;_h;;;;:mdkﬂ Table Column: /I_ndude Index  Flip Plate  Color Sensor Location Sample Location Sample ID Type Binding Rate Known Ccnc{ug;\
b . - - . - - . - . e e v 1 1 t1A1 Al hlgG in Sample Diuent @@ Ref... 0.00000 N/A
O _ A . O O O O . . . . . . 11+ 2 I | tiH1 H2 hIgG in Sample Dilvent @ Ref... 0.00000 NJA
[ Hohconc.cv [woo 3] v 3 1 t1a1 A3 higG in Sample Diuent (@) Unk... 0.00683 N/A
_ B @ O O O O . . . . . . v i I | t181 B3 higG in Sample Divent () Unk... 0.00693 N/A
v 5 1 t1c1 c3 hlgG in Sample Diuent (@) Unk... 0.00696 NjA
O _ C O O O O . . . . . . v 6 1 tiD1 D3 hIgG in Sample Diuent (3 Unk... 0.00697 /A
v 7 1 tIEL E3 hlgG in Sample Diuent  {J) Unk... 0.02354 N/A
D @ O O O O . . . . . . ra 3 1 tIF1 F3 hlgG in Sample Diuent  {J) Unk... 0.02347 N/A
2 g 1 1161 G3 hlIgG in Sample Diuent () Unk... 0.02346 N/A
E @ O O O O . . . . . . ra 10 1 tIH1 H3 hIgG in Sample Diuent  (J) Unk... 0.02381 N/A
v 11 1 t1a1 A4 hlgG in Sample Diuent  (J) Unk... 0.26653 N/A
F O O O O . . . . . . v 12 1 t1B1 B4 hlgG in Sample Diuent  {J) Unk... 0.26685 N/A
2 13 1 101 c4 hlIgG in Sample Diuent  (J) Unk... 0.26330 N/A
@O0000000000 ||/ . : w1 ot oG SangeDivent ) k., 0.2567 N
v 15 1 tIEL E4 hIgG in Sample Diuent (@) Unk... 0,98245 N/A
v H . O O O O . . . . . . v 16 1 tIF1 F4 hlgG in Sample Diuent  {J) Unk... 0.99601 /A

< > v 2/

Quantitation calculation completed.
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File

Settings

Quantitation Analysis

Data Analysis HT 11.0.0.50 - C:\Users\m.|.Richard.Yip\Desktop\Presentations\Quant Presentation\Quant Experiment\Quant Experiment for Quant Presentation with Richard, 2018\HTSettings.efrd -0 x

Home

%

Hide Standard Curve -

Graph View

Preprocessed Data

A G

Options

Quantitation Analysis

Show All

Report

%

Load Standard Save Standard Select Standard

Standard Curves

Individual

Standard Deviation ~

Replicate Groups

Multiples:

1

Excel Report

Results
Export

Copy

£

Standard Curve Equation

Dose Response - SPL (Unweighted, ~
Linear Point to Point

Dose Response - 4PL {(Unweighted)
Dose Response - 4PL (Welghbed )

Dose Respcnse SPL (Welghted )
Dose Respanse - 5PL (Weighted ¥~2)

o

Initial Slope

Read Time:
Zero Conc, Threshold

Low Conc. Threshold

Threshold

Dl—r‘l

D_-
M| Hihconc.cv [ 10.00
l_-
OL oot ]

Results

aDel], S+

[X
Standard curve can

Hla 42D

X! | Binding Rate ¥ Oeg ¥ D Log

500—]
- g
=1 g 200
g 5
g o 7
m g | o
200—]
4 o
B |
0 01—l
I I L A L L L L A A LA R e
100 200 300 400 500 600 700 300 0 0.1 02 03 04 05 06 07 08 09 1 1.1 12 13
Concentration (pg/ml) Binding Rate
Table Column: Incude Index Flp  Plate  Color  SensorLocation Sample Location Sample ID Type Binding Rate Known Conc{pg, *
I P . - - . - - - - ra 1 1 t1A1 AL higG in Sample Diuent Ref... 0.00000 /A
A “ v 2 1 t1H1 H2 hlgG in Sample Diluent : Ref... 0.00000 N/A
v 3 1 t1a1 A3 hlgG in Sample Diuent @ unk... 0.00683 /A
=] v 4 1 151 B3 hlIgG in Sample Divent  (J) Unk... 0.00633 N/A
v 5 1 tic1 c3 hlgG in Sample Diuent  {J) Unk... 0.00656 N/A
C v 6 1 B D1 D3 hlgG in Sample Diuent () Unk... 0.00697 N/A
v 7 1 tiEL E3 hlgG in Sample Diuent (@) Unk... 0.02354 NJA
D ra 8 1 tIF1 F3 higG in Sample Diuent  (J) Unk... 0.02347 N/A
v ] 1 161 G3 hlgG in Sample Diuent  (J) Unk... 0.02346 N/A
E v 10 1 tiH1 H3 hlgG in Sample Diluent @ Unk... 0.02381 N/A
2 11 1 t1a1 A4 hlIgG in Sample Divent  (J) Unk... 0.26659 N/A
F v 12 1 tiB1 B4 hIgG in Sample Diluent @ Unk... 0.26695 N/A
v 13 1 tiIc1 c4 hIgG in Sample Diuent (@) Unk... 0.26830 N/A
G v 14 1 tiD1 D4 hlgG in Sample Diluent @ Unk... 0.26670 N/A
ra 15 1 tIEL E4 hlgG in Sample Diuent  {J) Unk... 0.98245 N/A
H . O O O O . . . . . . v 16 1 tIF1 F4 hlgG in Sample Diuent  {J) Unk... 0.99601 NA v
w | < >

Quantitation calculation completed.
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Quantitation Analysis

Data Analysis HT 11.0.0.50 - C:\Users\m.|.Richard.Yip\Desktop\Presentations\Quant Presentation\Quant Experiment\Quant Experiment for Quant Presentation with Richard, 2018\HTSettings.efrd - 0O %
File Home Preprocessed Data Quantitation Analysis Report
% | A S I
Hide Standard Curve~  Options | Show All Load Standard Save Standard Select Standard Individual Standard Deviation - || 52 Excel Report Results Copy
Settings Graph View Standard Curves Replicate Groups Export
Assay #1
~
aDefl COLOOWI £ Em0 EemslAk=#lic
¢ fambgroe V0w v [k v Do
Standard Curve Equation —l
—_ =2
|Dose Responge - 5PL (Unweighted V| « . o . |
S Initial Slope” is the correct choice for all o]
Standard Curve by Temperature _
Standard Crve by Sensar Type direct quantitation experiments. For 2-steps . -
@ i
Processing Parameters E o 400—|
) = . . . . g
Bindng Rte Equaton: 57 and multi-steps quantitation experiments s ]
(i1] = i -
Initial Slcn 3 k . . . . “ ° -
T — involving an amplification step, “R
Fero Conc. Threshold: BR. 200—
Low Conc, Threshold: 0.0030 Iﬁ ER 0e . 9 s . . T
equilibrium” is the appropriate choice. - a
B |
3l'\/'u|\|||\||||||||\||||\|||||||\||||||||\|| ”*ﬁmmﬁmmﬁmﬁﬂ‘ﬂj‘ﬂmmﬂ
Standard Sample Mlerts 100 200 300 400 500 600 700 800 0 0.1 0203 04 05 08 07 08 00 1 1.1 12 13
Concentration (pg/ml) Binding Rate
Type Threshold
resno . . e Indude Index Flip Plate Color Sensor Location Sample Location Sample ID Type Binding Rate Known Conc{pg, ™
[ |Min Sample r2 0.9300 ‘ZI Table Column: |Known Conc
a . - - . - - . - - e = i 1 1 - t1Al Al hlgG in Sample Diluent @ Ref... 0.00000 INJA
U _ A . O O O O . . . . . . v 2 . | tIH1 H2 hlgGin Sample Diluent @ Ref... 0.00000 NfA
[ Hghconc.ov w00 3 v 3 . | t1AL A3 hlgG in Sample Diluent () Urk... 0.00683 NfA
B @ O O O O . . . . . . v 4 1 st B3 hlgGin Sample Diluent (@) Unk... 0.00893 N/A
_ v 5 1 tic1 c3 higG in Sample Diluent (@ Unk... 0.006% A
O _ C O O O O . . . . . . ra 6 1 tiD1 D3 higG in Sample Dilient (@) Unk... 0.00657 NfA
v 7 1 tIEL E3 hlgG in Sample Diluent () Urnk... 0.02354 A
D O O O O . . . . . . v 8 1 tIFL F3 hlgG in Sample Diluent (@) Unk... 0.02347 NJA
v 9 | tG1 63 hlgGin Sample Diluent (@) Unk... 0.02346 A
E O O O O . . . . . . v 10 t tiH1 H3 hlgG in Sample Diluent  {J) Unk... 0.02381 A
v 11 t t1al A4 hIgG in Sample Diluent () Unk... 0.26659 NJA
F O O O O . . . . . . v 12 1 tiB1 B4 hlgG in Sample Diluent (@) Unk.... 0.26695 NfA
ra 13 t tic1 c4 hlgG in Sample Diluent  {J) Urnk... 0.26830 A
G@OO0000000000 | - . ot b+ haGnsametbet Quk. 027 A
v 15 1 LIEL E4 hlgG in Sample Diluent @ Unk... 0.98245 NJA
v H . O O O O . . . . . . v 16 I | tiF1 F4 higG in Sample Diuent (@) Unk... 0.99601 N v
< > W < >

Quantitation calculation completed.
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Quantitation Analysis

Data Analysis HT 11.0.0.50 - C\Users\m.|.Richard.Yip\Desktop'Presentations\Quant PresentationQuant Experiment\Quant Experiment for Quant Presentation w 2 . Clicki ng c Excel Report” button

File Home Preprocessed Data Quantitation Analysis Report

% s A ] A wee || & |5 brings out dialog box with multiple

Hide Standard Curve~  Options | Show All Load Standard Save Standard Select Standard Individual Standard Deviation - || = Excel Report Results

Settings Graph View Standard Curves Replicate Groups , 'bnp{t - ChOICeS for user to Select deSIFable
Assay #1 7 ~

~
(E SeniziCaescine g B Rosis infd ta_be exported into an excel file.
ndard Curve Equation . . 7/ Xi | Binding Rate Vilgey e e o L vy
i 1. Clicking any one of these three . | S. .

Dese Respomee o W Ked R ol Report Selection Dizlog — O X
Standard Within Plate “ S d d C » ” -] I},
omdard Curve by Tenperatire tandard Curves” buttons allow sy et
Standard Curve by Sensor Type Ini File Experiment Summary [ Group View o
ooty Pt user to either load a standard that pate Map Stardard Crve
Binding Rate Equation: Resuft Table [ %-f Graph
=i ¥ was generated from previous Fraproossesd D -
Read Time: |119.80 |3 secs [] Raw and Comected Data Graph
zeocone. THeshald: 00001 31 5 ayperiment, or save a standard from [0 Sample Plate mage [ Sample Plate Detais
Low Conc. Threshold: 0.0030 |3 BR
cu rrent expen m ent for futu re use , or Saveto: \taﬁon with Richard, 2018'Results'ExcelReport_2018_12_30 23_31_29xls
T |:| Select and Order Resutt Table Columns T ID|7\ TT ID|3\ TT ID|9\ TTT 1| TTT I1 |1I TT I1 |2\ TT I1 |3\ T
(%] Standard Sample Alerts H
- " select specific standard from cort | e | o
5 d ding Rate Known Conclug) ™
0 I}.M : i i Index T FiaTE comr SETTSOr ToCaOTT AP Tt AT T Type Bin
= — 1 1 t1A1 Al hlgG in Sampie Diuent @ Ref... 0.00000 NfA
o _ e mu Itl ple aval Iable stan d ards ) 2 1 tiH1 H2 hlgGin Sample Diuent @ Ref... 0.00000 NfA
10.00 B o v 3 I | t1A1 A3 hIgG in Sample Diluent  (J) Unk... 0.00683 NJA
= B "2 4 1 181 B3 hIgG in Sample Diuent  (J) Unk... 0.00623 NJA
_ Z v 5 1 tic1 c3 hIgG in Sample Diuent @) Unk... 0.006% NJA
O sewpemert | C v 6 1 D1 D3 h1gG in Sample Diuent (@) Unk... 0.00657 NjA
v 7 1 tEL E3 hlgG in Sample Diuent (@) Unk... 0.02354 NfA
D v 3 1 tIF1 F3 hlgG in Sample Diluvent  {J) Unk... 0.02347 N/A
"2 g 1 161 G3 hlIgG in Sample Diuent  (J) Unk... 0.02346 NJA
E 2 B 1 tiH1 H3 hIgG in Sample Diuent (@) Unk... 0.02381 NfA
v 11 1 tiAl A4 hIgG in 5ample Diuent (@) Unk... 0.26659 NfA
F ra 12 1 t181 B4 hlgG in Sample Dilvent  {J) Unk... 0.26695 NfA
v 13 1 tic1 c4 hlgG in Sample Diluent  {J) Unk... 0.26830 N/A
G 2 14 1 tiD1 D4 hIgG in Sample Diuent (T Unk... 0.26670 NfA
v 15 1 tIE1 Ea higG in Sample Diuent (@) Unk... 0.98245 NfA
v H v 16 1 tIF1 F4 hlgG in Sample Diuent () Unk... 0.99601 T
< > v | £ >
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Tips for Quantitation Assays

Fully equilibrate all reagents to room temperature

Hydrate biosensors in sample matrix for 20min

Match specific calibration standards with samples, e.g. Ab isotype and subtype
Match neutralization solution to sample matrix

Reference subtract using blank medium matrix

Optimize shake speed and step time

Use corresponding biosensors when making comparisons to other technologies

Use black, polypropylene, flat bottom plates [absolutely no exception]

Black 96 well plates: Greiner catalogue # 655209; 200uL sample volume
Black 384 well plates: Greiner catalogue # 781209; 100uL sample volume
Black 384 tilted-well plates: ForteBio 18-5080 or 18-5076; 50uL sample volume

Keep Octet on at All Times. Turning the system on / off will shorten the lifespan
of the Lamp

Knowledge Base link: www.fortebio.com/kb

i/} FORTEBIO
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