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2-1. Insight Evaluation software 1§11

Select evaluation method 7 h'5 Predefined 47% 93¢, AIEIER. AIESRICISUEZT
Method H*—iBD Uy heNTVWET,

FlE | #FIER ER -5

@ | Select evaluation | f@47#5E4793 Method DR

method
@

Predefined Tty RENTA#AT Method DIEIR

* fREE ARTE B HD Method (& User defined &DiEIR

Method Folder | SZARAIZS, AAATIERICEDE T Method Folder Z3#4R

TEIT(& Antibody/General (FUA/—RSEIRI>INIERE)

Method Multi-Cycle,/ Single-cycle. IB3&% /Fv T Fv—ERETEU TER,

* T200/S200 Tl 2D. Parallel (MERAULFE A,

= Biacore Insight Evaluation Software

@ Biacore™ Insight Evaluation Software

User Anna Moberg

Create new evaluation  Open existing evaluation

1.Select runs [EMCEERISENEGEEIEIAE @— @

Userdefined  Predefined <_®

Kinetic screen - Evaluation method Evaluation of an antigen binding kinetics to various caf

& Empty method
@ Surface preparation
@ Assay development

Single-cycle kinetics - Evaluation method Evaluation of single-cycle kinetics for protein samples,

v @ Binding screen Multi-cycle Kinetics - Evaluation method Evaluation of multi-cycle kinetics for protein samples, 1
@ Fragment

@ LMW

Multi-cycle affinity - Evaluation method Evaluation of multi-cycle affinity for protein samples, tc

Parallel kinetics - Evaluation method Evaluation of parallel kinetics for protein samples, to ci

@ Antibody / general 2D kinetics - Evaluation method Evaluation of 2D kinetics for protein samples, to calcul:

v @ Kinetics /affinity
@ Fragment
= LMW

& Antibody / general

@ Concentration

Single-cycle kinetics using capture - Evaluation method
Multi-cycle kinetics using capture - Evaluation method
Multi-cycle affinity using capture - Evaluation method
Parallel kinetics using capture - Evaluation method

2D kinetics using capture - Evaluation method

Evaluation of single-cycle kinetics for protein samples

Evaluation of multi-cycle kinetics for protein samples £
Evaluation of multi-cycle affinity for protein samples bi
Evaluation of parallel kinetics for protein samples bind

Evaluation of 2D kinetics for protein samples binding t¢

Selected evaluation method

Kinetic screen - Evaluation method

Description Evaluation of an antigen binding kinetics to
& PLA/ECS0 * 4 various captured antibodies. Provides
o information on which antibody species to
@ Epitope binning @ prioritize for further analysis.
: Show more columns Select runs
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z Biacore Insight Evaluation Software

Biacore™ Insight Evaluation Software

Create new evaluation  Open existing evaluation
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Selected runs in order
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% Surface preparation LMW screen - Evaluation method <= @
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@ Assay development LMW screen using capture - Evaluation method
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Selected evaluation method
LMW screen - Evaluation method

Evaluation of single concentration LMW screen.
Identifies hits based on binding level.
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Create new evaluation  Open existing evaluation
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@ PLA/EC50 LMW parallel kinetics using capture - Evaluation method Selected evaluation method
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: method

Description  Evaluation of single-cycle kinetics for LMW

samples binding to captured ligand, to calculate
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Show o sk O open |



TR IEDERTE

FlE | #FIER ER -5

) TBIRAHIE Y-S AP IERIRORIANERERGS. FIVIZNT,
(Solvent
Correction)

) Apply and Close | splvent Correction ZEILU CARATZ 1T

Included #Excluded Cycle Channel Chi*(RU?) YO(RU)  Immobilization level (RU)

) &
= s - &
= R =
v 0 60 2 0392 20 91411
v 0 105 2 0368 2 91411
v 0 1n 3 0148 09 91036 4
; o e o | «— O —»

v 0 60 3 00137 29 90739

«BO

10




BRATDEIT. BT, LIR—T124
Metohd &7 549G BETIMVTA T BRTHEITEINE T,

FlE | BFIER

ER -5

Thumbnail

BEIH-I5 00T LRAINRR

Sensorgram

Thumbnail MEIRLIEE Y-S LAOFAR T

Fit detail

T1YTAIIHER

CSIKCIES

FEER 0 Export

FEMTFESR % Excel, /NJ—RA >, PDF TIVAMR—N,

Home — Export to

& Biacore Insi ight Evaluation Software - Single-cycle kinetics 011116 11/1/2016 3:40:51 PM - o x

Biacore™ Insight Evaluation Software User

Create new evaluation  Open existing evaluation  Evaluation - Single-cycle kinetics 011116 11/1/2016 3:40:51 PM E]m

4- 0 one - =@

@ qc-sensorgram v [ Qc-Baseline v

v Settings

> Blank settings

> Fitmodels

B Resulttable

KD chart

On-off rate chart

Open Layeut manager—

#EHERD Export

@ Biscore Insight Evalustion Softmare - BLS (lsrge) 20160316

Biacore™ Insight Evaluation Software

QC - Binding to reference

e T

] bnding [] bnding ['] [ ) Binging )

Check that sensorgrams have sufficient curvature.

Evaluation - BLS (large) 201

B oc-sensorgom @ Qc-Baseline

Settings and preparation

e u—
Variables
Curve markers
Report points

Sohent comection

@ oc-sindingt

New evaluation items After evaluation

P
B prsertton
Aty [

P——

@

11




BETOEIT
B REL (T ZRITUREBILERIAETT,
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-Use other blank : [BRT]. BE&. EITRENSIER
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® | Initial Values YT 1> FRATBS DY HMEERE

@ Perform Fit Thumbnail BRETHETUIVT —F3EIRL. BRTEIT.

W
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Select sensorgrams

Settings
Data grouping (8)
m Parallel/2D «———@
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Settings apply to selectad series
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> Blank settings «—0®

~ Fit models «—O
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Capture 1
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3-2.Variables DZE

Biacore T200/5200 Tl& Keyeord Table TH>Y I &, BEREDIEIETEELUZ. KYINIIT Tl
Home—Variables KDZELFY,

Analyte Solution ® &b Control, Blank REDEBEITVET,

QC-Sensorgram v QC-Baseline v QC-Bindingto reference v Evaluati

Run number Concentration unit

1 nM v

Analyte Analyte
Cycle Channel Analysisstop purpose Analysis stepname  Solution Concentration

1 1 Startup V) Startup Buffer v
2 1 Startup v Startup Buffer v
3 1 Startup v Startup Buffer v
4 1 Analysis v Sample b2m v
Not a control
5 1 Analysis v Sample b2m v
6 1 Analysis v Sample bzm v . Positive control
1 Analysis v Sample m v . Negative control
8 1 Analysis v Sample b2m v
Blank control
9 1 Analysis v Sample b2m v




3-3. Flow cell DZE

Fc1. 3 [CBALTI. Active/Reference DEENTEET, Fc2. 4 (L Active TEIETY,

FE | #FIEE R -5A
® | Selectruns 1 >R— NED RUN T71LOEIR,
@ Select evaluation | fZ4f#52479 % Method MDiEIR
method
©) Predefined CZ Tl Empty Method ZiZ3RUE T . Home EIHICEDE T,
@ Properties Home &D. Properties—>Run1 Zi&iR
® Active/Reference | Fc1, Fc3 D+ Active/Reference DZEEBH BIAE—Apply and Close
© Home
Evaluation m — @
Chip information Run information More info
Chip type CM5 MName 210531 _test_run01
Chipid 210531-1147:2623147 Path Root\Guest\test_run01
Lot number Method
First dock date 5/31/2021 11:51:12 AM Instrument type Biacore 5200
Flow cell 1

Channel 1

Sensorgram type

Ligand

MW (Da)
Level (RU)
Run name

Date

Flow cell 2
Channel 1
Ligand
MW (Da)

Level (RU)

Run name

Date

ot +—— ©
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3-3. %1E Table DZE

(Report point) Table ¥ Result Table Tld. XRULCWIEBDEIR, IEFEZE. £/ Column
Calculator (L&D, DRIYA AUSEMBEVERR T BENTEET,

FlE | BFIER

EB -5

) Table Settings

ETable settings h*5

@ Column 57

FKRUEWEB% Available Column h'5 Selected Column (CF89
WAREVIEEZ E TR TEET S,

©) Column Calculator

Result Table Tld. BEHEN/\TA—F—%, Result Table T(IZFE
Report Point N'o#ffc R EEZEHLE T,

General Accept/Reject  Thumbnail settings

sﬂﬁ

,NJ Selection as toggle

Injection variables

Immobilized ligand  Analyte 1 Solution

Quality
Kinetics Chiz (RU?)

i Copyto clipboard

Sulfanilamide; 1:1 binding Warfarine; 1:1 binding. Save to file

Copylsave only selectad

1:1 binding Accept/Reject  Columns < (m— @

ka (1/Ms) kd (1/s)

Available columns Selected columns

sﬂ@

Azosulfamide 1.58e+00 4.81e+04 6220-03 129 » General - » General
Furosemide 488201  555er04 475e02 856 ) oy > Injection variables
Gigitoxin 5.37e-01 220e+03 114e-05 5.18 > Injection variables > Quality
Sulfanilamide 4.21e+00 157e+04 6.64e-02 4.220 > Steady state affinity > 1:binding
Warfarine 2.38e-01 730e+06 3.14e-01 4300 > Steady state affinity (constant Rmax)
« @ —p Column calculator Ca\m:tscmumns\
2
RU Azosulfamide; 11 binding 8
o
150
¥
0
100 0 100 200 300 400 500 00 00 500
11 binding; ks=4 Bles04; k=6 22-03; Rmae 165.6; KD=1.286-07
Columnname = RMax Ratio @
Formula JAL/Dr*B*2)
Resultingunit ~ Calc. unit
Columns
B : Immobilized ligand level (RU) *
( ) < >
€ : Immobilized ligand MW (Da)
T 8 9 <
D : Capture 1 Molecular weight
& 5 6 /
F : Kinetics Chiz (RU?)
1 2 3 *
G:ka(1/Ms)
0 +

H:kd(1/s)
1: KD (M)

J: Rmax (RU)

v
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