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Temperature: 25.00 °C

Running method...

Sample compartment temperature - current: 40 °C  set: 40 °C

Run time: 6 h 55 min

Estimated run time: 15 h 7 min
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Microplate 96-well, 650201,Greiner

Microplate 384-well, 781280,Greiner

Microplate 96-well (BR-1005-03) ¥ i3 —JL : Microplate Foil (96 well) (28-9758-16)

Microplate 384-well (BR-1005-05) i< —JL : Microplate Foil (384 well) (BR-1005-77)

Rubber caps, type 3

g

BR-1005-02

Rubber caps. type 2
BR-1004-11
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Rubber caps. type 5

BR-1006-55 T

7 mm Plastic Vials

BR-1002-12

1.5 ml Plastic Vials

BR-1002-87 =

16 mm Glass Vials

BR-1002-09 g

15 mm Plastic Vials

BR-1006-54
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C-2. Setup Run: B> FIUERI A4 (Variables) DERTE
[E Method Builder - Main x
[ Oerver 3 Aossyuers General sctings
Goncentration unit = n
e Startup g&fﬁg{:ﬁﬁm ture = 25 G
[Startup] Kinetics 3 times as entered. Detection = Dual
i
_ Sample
C-1 e [sample] Kinetics 1 time as entered ‘ Settings for assay step “Startup”
=7 0
Control Sample
t [Control sample] Kinetics 1 time as entered.  Before / after / every 16 cycles.
_— Settings for cycle type “Kinetics™
@- Capture |- Ligand, Bls.
+-Sample 1: varies by cycle. 8 conc, 6ls, 180s
c-2 e
i + Report points
Expand All Collapse All
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Overview XDy ROERIBRL DR

General Setting

- Data collection rate : AZV—=J (L@ 1Hz

AREITR Fc 0 (single:1 D, Dual : 2 D, Multi : 4D) DETE
N=Re=al—]

/> X E

BE

Assay Steps *Assay Steps CRITEEIO—Fv—bbOBMBICERZRSN"48" (Step) ) D
WNETHEDRLDRTE
- Assay Step RIDFRNINEZAZTEEK I D Cycle Type DSIREDERTE
»E

Cycle Types HAIIADFRNESF/INF—-> (Cycle Type) DEIXTE

Variables BYYTIER (HOTIWZRE) ZAVYROIEENEICT BH. Setup Run
T run BICANTIHDEKTE

Verification

AERRENTEAVY RICBME EFENBVWDZAREE T B, ARFEHEERE Setup
Run DA ZI5HD.
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CC Tl Assay Steps (Control Sample &B) & Cycle Types (Sample 3B) DRFRIIRERTE S 2K

THIRI B,

Assay Steps

FIE | BFIER

ER -5

@) Base Setting

Assay Step 4. JAIEEERY. £33 % Cycle Type DFETE

@) Assay Step
Preparations

AERE. > T EERDERS1>

® Recurrence

-t Assay Step DAIH A IILHEE(CCD Assay Step ZEITI DN
-JBE Control Sample [EEARSRITET 3.

@ Number of
replicates

SEDIBRUBIET 2H. TDIHBE . EOLIREZEN
<BE Startup (& 3 [ElET B,

[E) Method Builder - Main

= B

) Move Down

Cycle Run List..

Base settings
Name:
Purpose:

Connect to
cycle type:

4 Move Up

Assay step properties

Assay step preparations

X
Startup
[Startup] Kinetics 3 times as entered.
1
Sample
[Sample] Kinetics 1 time as entered.
Y Control Sample
[Control sample] Kinetics 1 time as entered.  Before / after / every 16 cycles.
Recurrence
Control Sample [“] Repeat assay step within: Sample ~
Control sample v ‘ @ Every 16 12 cycle @
Kinetics v O Distribute ‘1 + | occurrences evenly
[ Run assay step once first (7] Run assay step once last
Number of replicates
Temperature: E 1 %‘ times
A v @ As entered (1.23.1.2.3) @
() Random
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Cycle Types

FIE | BFIER
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@ Commands

WBIBREN TS,

- ZM Cycle ADRININ> ROIEE
- FRIDIBA. Capture (Fi4K) . Sample (JL/R) . Regeneration (FB4&)

@ Setting

*Capture (F14K)

‘Sample (H1/8R)

*Regeneration (BAEAR)

/ Flow Path : Both

Method variable ® Solution ZF 1YY (EEIADZNN)
Contact Time : 60-180 #/Flow late : 10 pl/min./ Flow Path : Second

Type : A—Z>%B%(3 Low sample consumption
Method variable @ Solution ZF IvJ%9M . FURDEFE AT
Contact Time : 60-120 ',/ Dissociation time : 120-180 ¥,/
Flow late : iB%& 30 pl/min./ Flow Path : Both

FEHIXRAE Ab Capture kit F/z(d Sensor chip IFU &8

ﬁ Method Builder - Main

Cycle types Description of selected cycle type
inetics 3 New In this example. the same cycle type is used in startup, sample and
coniol Samgle stepe
= It contains capture of ligand, single cycle kinetics sample injections of
K Delete ‘ three concentrations and regeneration.
o Aaré:xarnple of sample concentration series is given in the Sample
" Gopy table.
oy Does [ —
Commands Report Points
:
Capture - Settings for Capture 1
+ % ‘ Capture solution: s variable Mothod Veriables
Insert Remove
Gontact time: ) Set property as variable
@) —— Gewer o
Flow rate: b/ min) [ Gontact time (s)
[ Flow rate (ul/min)
Flow path: [second [ Stabilization period (s)
[ Eredip

[ Extra wash after injection with:

[ Stabilization period:

Commands Report Points

L Jw

Method Varisbles  Evaluation Variables

| Set property as variable

i 7] Settings for Sample 1 ~
Type: Low sample consumption ~
Thsert Rei
= B Sample sghution: [Ag
Capture 1
Sample | I gemd @ Contact time:  [60__|(s)
Rezeneration 1 |'
|i Dissociation time: (s)
Flow rate: (ul/min)
Elow path: Both ~
) .J
[] Predip
O Mix wi

[ Extra wash after injection with:

[ Stabilization petiod: 0

[ Gontact time (s)
[] Dissociation time (s)
[ Flow rate (ul/min)

[ Sample solution
>~ 2
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C-2. Setup Run: B> T)ABERIZEAF (Variables) DEXTE

Setup Run

27097

Wizard DS TES

STERFDIRA > b

Detection

UA> REIEL Fe - UI7L>R Fe

Variable values

BIE _EEPDE Assay Step CEICATT

Cycle Overview

EEBEDDIEETHA VI NLEA TSR

System Preparation

*JTIC Prime /ITHEH THNILV 29+
-Normalize (JBEFETHRWN

Rack Positions

6-8 SH8

Estimated buffer
consumption

ADREOTO TN\ I7—HRNUCH B =R T .
TJ7—(&. run BICAR
ALY I-THRMNLOEIALE TEL TV EZTER

(3> N\y
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F—% QC FIvl

‘@Result Plot TEHMIMRICLRVWEETAIINZFNTD. (B
)y —Exclude Cycle)

5l Z (L. Binding to reference "AZEVVBDREATEEDERRIS
— (BT 2EEZNTE,

-BEEARIOT IA) M TOY N (EHhAY A QC TOv e FIF

Result Plot DER;

- ZLADIHE"Stability"DLIR— MRA >V ~T—4 (] Fe=2-1 BE) %
FI A

Result Plot D1#1E -
annotation GEFR)

- B T0Y M ANF(EHI S 2 DE FBH IEIRIE

*Ranking: J0Y DL AR AS&EHBICTIZH 2L T3,

- Cut-off: XA 747> bO—)LD 3xSD /¥ Automatic DFIHAFRTE
JTOYNMIHUTOFEROA S (TOYME LD Tool XZ1—A Edit
Annotation N5 FFRG " EXFIET 2 A N ERTE

®

HEROIVZR-b

GOOT—AT0tYI > ) %4E =T —4 Table &% Excel FEX TOIY
AR—K (XZ1—){—D File—Export)

FIEDO~S

Eile  View

Evaluation

Evaluation Explorer jul

x| Remove Edit

Sensargram

o All sensorerams
Plat

@0 Baseline: Sample
@0 Binding level

@0 Binding stability
@0 Binding to reference
@0 Carry-over

@0 Controls, binding
@0 Controls, stability
Report Point Table

m Report Point Table

"\E Biacore T200 Evaluation Software 3.2.1 [BC T200-Plate#1.bir]

Hep o

@ —(% il s | A Solvent Correction | ] Sensorgram

Tools Window

@ - O pad

o Plot = au] Bar Chart | ad Kinetics / Affinity ~ . Concentration Analysis ~ | Thermodynamics -

= All sensorgrams =/ S
44 Curve Name: Fc=2-1 ¥ B |“ Assay Step Purpose: <Overlar ™ M || 44 Cycle: <Overlay> v ||H Tools »
RU Sensorgram
[ Zoom Lock
4350
43200
RB
2
a
& ——— sample
Startup
4050 f t f ‘ t f f i
0 100 150 200 0 00 350
Time
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57

Brank 7327 (0BE) LARVADZELSIE

Subtraction
Blank sample | X{F4TI>MO—)b. Feld. B TIOLOEE (Sample
name

Conc=0) N'5i&EIR

Subtraction

ZUBIEFEETINAIXZ1—N5IEIR

settings
Molecular : &TOYNL AR REDFET/—IFX
X\:jejl?s:;nent 100 x LZRVZ (RU) /93 F2 (Da)
JOy RO Y BHOBEAT : 100 x RU/ Da
Capture &T0Y MK R0 TFo— BT/~ 51 X AR
Adjustment — Y TRAUERENS.
* AR -2 CRIFUENE —DdBHEEMRUR
(AN
Adjustment  For | Positive control | Jij> Rb(7)L (B5RE) #REEZOEESEHEVETICLS
Controls LARYZD TR~ 54X
T el Adjustment for controls 28
Negative control | "FEg##8 Negative control, Blank D&\ EREFIS IR
Fitting function | Fitting 753 00&IR
Linear: Y =aX +b ZiEH
Polynomial: Y = aX?+ bX + ¢ Zi#EH
Median Filter TOYRDOAR=254>O R Y RICRUT M ERREN D2 5E
(AT>3>)

(CE A

EEDFIHEED FZRDIIIMRS.
EEEDTFOTOYN AR ZAZEIEFE (v Eh5M@E) %
E&ELU. ERISGEEEIN X 8 Window ROL AR ZADH
R{iE%Z Window D Plot ENSZEUSIKGGTEZITD.

Ranking/Cut-off

Ranking BED Threshold ZE%TE. &IFIIBI DT —H%IR
9, A Table F(C Ranking Value ZZ&7R
Cut-Off BE—() Threshold Z:TE. &I+ I 2EBI 2T V%R

9, £ Table F(C above/below cut-off ZZR~

Annotation

Add Annotation

Annotation(EFR) D51 MLz A

Add Comment

Annotation CEEULAINLOFTOIA MNETEET D
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il Result Plot 2

Curve Name: F=1-1 corr [ 4 Assay Step Purpose: <Overls] 7 [ 1[4 Cycle: <Overlay> v

‘Z.ﬁum . Result Plot 2 Pp— ” [ Zoom Lock

Report points  Settings
RU Cycle: 52  Curve: Fe=2-1 corr
40 gi E' i i
2 0 J-’/ L‘k e ‘JBJ\“H‘:_
£ 2 (

i " showSensorgram ) ﬁ_;;;_'
H Exclude Cycle "
‘é Labels : -1'“0 -50 0 50 100 150 200 250 300
f Caption Time 2 + Control sampie
§ : ! . Scale... Help Close i
;i Copy Graph
H Export Curves...
5 10
=

* [ 20 40 60 80 100 120 140

Cycle

8 : Negative control, Blank DiEW\EEXTEH
Negative control: ¥ EIFEENMEVEIBTEEINZLEY)
Blank: i=/Z 0 @ sample

\E’ Keyword Table

Cycle Assay step purpose Sample Conc (M) MW (Da)
v v ™ v v
Startup '
4 Solvent correction ’ Negative ControllZ%F
Control sample 300 — srapgrocasL

BlankiZ:BEENODH D
MYy FILZITIkEES
I[CERZENTES

2142288
278322

266203

214 AN
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#2 : Adjustment for controls
-f] Adjustment for controls X
Plot definition
Report point: binding Response type: Relative Response Variable: Cycle
Adjustment settings
[4] Use adjustment for controls ] Zoom Lock
Positive control:  STO$02 v Negative control | negative v
Fitting function: @) Linear
O Polynomial
100ruma  Before adjustment Fc=2-1 corr After adjustment Fc=2-1 corr
40 250
35 - . *
'8 b
£ x . # 200
< ] /\yj-fjj);\,]__jw)b . < .
' (=255~ 0 - X/'ﬁ/Xa)jﬂg ' 150 4 o
% 2 . E’?/ UE@E’ﬁGJ;‘/;EE) %, . J—XIAX9D >
SUREE — qi_?77"””-777—-7,,,_77’ * 100 7S SR ——
H 10 4 ‘\.‘L—‘\ﬁw *
g 5 - * - .o * S0 7 * . .'
] e . . * . P d
S ol ateshow L e R IR L IR
s A . s 0- 0
g -5 K] * .
-10 t t t t t t t | -50 t t t t t t t t d
#E : Median Filter D/FIEE]
RU Result Plot
25
20 —
] .
15 4
= *
£ 10 A
2 b q
8 1 median .
= 5
Qe
g. I * ) ‘ ' w . . * . e
E 1 eve o o Jr@ , |ywindow o e, % e
$ 0 * ¥ - Py
T - X-Window —
-4 -5
10 . *
-15 f t t t t t t 1
190 185 200 205 210 215 220 225 230
Cycle
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##5E : Stability early vs Stability late DTOY
RO FEBEOLR- N1 M TOY NI BCE T EEROTEHOR VA EER T EE
WTEFI, TIAI DD Stability (&, 11723287 10 D 5 BEFEETY,

FlE | #FIER EB -5

) Custom Report Points | . X=7—)U—® Tools—>Custom Report Points &R
-Add 797

@ | Custom Report -Stability Late REDRBIZ(TIS
FETE 12217232427 120 #EO 5 #REIFE
-Response relative £UT. Baseline (CX 93 RU Z5%7E

® | Cycles LIR— N34 DRTE,
- FERITE, Sample EERTESNTEHAIILOIHLR—

@ | Plot DAERK -Plot—QC Plot Z5&iR
Y BH(C Stability. X #fi(C Stability Late (D Relative response.

FED~@Stability late DIEN]

& Custom Report Paints X \E Edit Custom Report Point [Staility Late] X
Custom Repott Points Report point

1d | Position Cycle Purpose
. i [ 1d: [Staiity Late] | @)
Staility Late 120 seconds afterstop of  Sample
injection” Window |5 v (8)

injection "Sample 1

Posttion the report point (120 seconds after | Sample 1injection stop v

Calculate response relative to report point | baseline .

Cycles

@ Apply To Selected Cycle Pupose Selected Cycle Purpose
Startup
v Sample

®

(O Apply To Selected Cycles

@)
l
(o ]| Ea Delete

Help Close Help 0K Cancel

FIEDPIot DYERL

RU QC Plot
60 —
4 QC Plot X 50 — .
Plot Settines
40 |
Plot name:  [QC Plot . g .
FE
g
Plot type: Report Paint v ¢
o O e H @ Control sample
20
(®) Report Point vs Report Point g : o Sample
*
Axis setting 2 10 A (3
i}
Y-fixis K-fixis e 1
Report Point. | stability v Report Point:  Stability Late v 0
e L 4
Response Type:  Relative Response v Response Type: | Relative Response v 10
R R T R S R !
0 5 0 5 10 15 20 25 30 35
Lol @ Li) = Relative Response - Stability Late RU
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4-3. FEDFr3I59UE—-33>

A Fv 59598 -3V BIEZIB8HBHIIC

A-1. B IINORIGEE - BBI0RTE (6-2 26)
A-2. WRXVYRO&RST (FTRESR)
A-1

B IINORITERE - BSHEORTE 6-2 S8R

A2
Y -Fv7 &
Sensor Chip Protein A - ZDIEEFCES TS

Sensor Chip Protein G

-Capture AATADEEILHNAE

#7%& Antibody Capture kit | *Capture D FTORERABENMNERIZS.

-Sensor Chip CM5 READ T hy U T HihE

B. #f@ I BsE-H> Il

BFIEE R&. %

\
/

N
QN

A

¥4k Capture 93F[& | -Sensor Chip Protein A £/z(& Sensor Chip Protein G

EALEH D Sensor | -ZFE Antibody Capture kit EITFE{LEH Sensor Chip CM5
chip (4-1 BER)

WA FUAUL > KER

WA 5= N\ Tp— AV MERLEF DB E NS B E 2 R A TEENRIERD
stanby flow CORNERFEIELT 65ml/24hr

WA FUR7 71 NER
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C. XYY RDYERK
=

=

Methods— Biacore Methods— CAP single-cycle kinetics Zi&R
* Biotin CAPture kit FA® single-cycle kinetics 7> L — M5, REIT2FIEZRUET,

C-1. NN REDEETE
C-2. Setup Run: B> FIUERZAF (Variables) DERTE

(& Method Builder - Main X
Assay steps General settings
Concentration unit = nh
Data collection rate = 10Hz
Conditioning Sample compartment temperature = 25 ° G
[Conditioning] Conditioning 1 time as entered. Analysis temperature after run = 25 G
Detection = Dual
+
Startup
[Startup] Sample 1 time as entered. Settings for assay step “Conditioning™
1 Temperature = 25° C
Buffer = A
Sample
[Sample] Sample 1 time as entered.
Settings for cycle type "Cx
(#- Regeneration 1: Reg solution, 60s
Regeneration 2 Reg solution, 60s
(- Regeneration 3 Reg solution, 60
i Report points
Expand All Collapse All
Save Save fAs.. Close

C-1. TNIRMFORTE

NF> Az
Overview

XY ROEAAERM DR

General Setting

-Data collection rate : F¥399)C -3 (HEE 10Hz
ARHITER Fe 28 (single:1 D, Dual : 2 D, Multi : 4D) DFETE

SmERTE
RE

Assay Steps -Assay Steps CRIEEDO—Fv—bOBKBICERSNFE" (Step) ) @
MONEDHEDIRU DR TE
- Assay Step RIDFNINEAZTEEK IS Cycle Type DSIREDERTE
RE

Cycle Types HAIIWNAROFTNNZEFIF—> (Cycle Type) DEXTE

Variables BYYTIVIETR (BOTINERE) ZAVYROIREMEICTSH. Setup Run
T run BICAN TN DHETE

Verification

AERENEXVY RICEME L F BN BVNEIRIET . ARELFESDHE Setup
Run DANZIRHD.
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CC Tl Assay Steps (Startup EB) & Cycle Types (Sample 28) ORFRMIBRERTE S 2RI THIR

EED

Assay Steps

FIE | BFIER

ER -5

) Assay Steps

PO 505 — 3BT, Conditioning [£EIE: 702t

@ Base Setting Assay Step 4. HIEBR. TS Cycle Type DFETE
©) Assay Step BERE. S I REROERTA>
Preparations
@ Recurrence fthdD Assay Step DTS A VI EE(CID Assay Step ZFEITIDH
ARTYEATIHEARLBVZENZ W,
® Number of FEDIBRUBIET 2N ZDIHE . EDLIREZEN
replicates

B Startup (£ 3 [@EET B,

[&] Method Builder - Main

4 New
— Conditioning
7 Delete < @ Conditioning] Conditioning 1 time as entered. |
"> Copy 3
3
2 Steps g Startup
[Startup] Sample 3times as entered.
4 Move Up 1
samole
) Move Down [Sample] Sample 1 time as entered.
Assay step properties
Base settings Recurrence
Hame: [ Repeat assay stopwith: :
Purpose: [Startup v‘ Every @
G tto stribute
nyTIT::ype: Sample v‘ Distribute

fAssay step preparations

Run assay step once firs

Number of replicates

Temperature: @ B +| times
Buffer: A v ® As entered (123,1.2.9) ®
O Order (1.1,223.9)
O Random
Save Save fs.. Close
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Cycle Types

FIE | BFIER

ER -5

) Commands

-ZM Cycle RDRNNIN> RDIETE

- FRIDIBA. Capture (Fi4K) . Sample (JL/R) . Regeneration (FB4&)

WBIBREN TS,

Setting

FUADF 3957V —23BUVT. Generall ([FHIBR K Remove ‘
-Capture (FUARUA> RARNN)

Method variable @ Solution ZF 1Y (FEEHIADZNN)
Contact Time : Z4&57/Flow late : 10 pl/min./ Flow Path : Second
-Sample (FUE7 T34 Naxpn)

Single Cycle kinetics TR 5 5

Contact Time,/ Dissociation time : Z4&%5%,/ Flow late
/ Flow Path : Both
-Regeneration (BB4IAR)

SEH(ERAE Ab Capture kit F/z(3 Sensor chip IFU

/ Flow Path : Both

£03

S

: 1BE 30 pl/min.

[E Method Builder - Main

o nes (3

Cycle types

Description of selected cycle type

sample

1 New
¥ Delete |

2Copy

This cycle is used in sample steps, and control say

capture surface), biotinylated ligand (injected over
anly). sample and regeneration. ;
The sample inject s of the type Single cycle kinet
recammended § concentrations, i number of samp
cycle.

It contains injections of Biotin CAPture reagent (to build the biotin

le steps (if used).
second flow path

ics, with.
le injections in each

=] Rename |

Commands  Report Points

Capture v
Jhnsert 7€ Remove

Regeneration 1

[ =]

Commands  Report Points

Capture v

Johsert | | K Remove |

«—

Regeneration 1

Capture 1

CE

1
Ligand injection (Capture 1) is set to 3 min at 10 ul/min, this can be
changed by the user

e user.
‘on example of sample concentration series, suitable for assay

Settings for Capture 1

Gopture sokition: s varioble
Gontact time: )
Flow rate: o/ min)
Flow path: |Second v
O bred

[] Extra wash after injection with:

[ Stabilization period: 0 {s)

Settines for Sample 1

Tupe: Single cycle kinetics v

Sample sglution s varishle 3
Concentrations per cycle: 5 v /
Contact time: )

Dissociation time: (600 |(s) >®

Flow tate: (ul/min)

Flow path Both v

[7] Extra wash after injection with: J

[] Stabilization period 0 )

Method Variables

Set property as variable
[ Capture solution

[ Contact time (s)

] Flow rate (ul/min)

Method Variables  Evaluation Variables

Set property as varisble
[ Sample solution

[[] Gontact time (s)

[] Dissociation time (s)
[ Flow rate (ul/min)
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C-2. Setup Run: B> T)AERIZEAF (Variables) DEXTE

Setup Run

27097

Wizard DFETE

STERFDIRA > b

Detection

UA> REIEL Fe - UI7L>R Fe

Variable values

BIE _EEPDE Assay Step CEICATT

Cycle Overview

EEBEDDIEETHA IV NLEA TSR

System Preparation

*JTIC Prime RITHEH THNILV 2949
-Normalize (JBEFETHRWN

Rack Positions

6-8 SH8

Estimated buffer
consumption

ADREDS =TI NYI7—HRNUCH B E2TERTD. (5=
TJ7—(&. run BICAR
ALY NFI-THRMNIOEIGLE TEL TV EZTER

Variables D% EH

FlE | BFIEE SRR -5
) Assay Step Assay Step CEDFRR - AJIIEIR
@ | Capture1 THADZIRD AT
©) Sample Solution | FiEDOZFIOA S
@ | Conc/MW EREE (0BEY(IVESD)  HTFREOAN
& Method Builder - Variables
Aszsay sleps
Startup

sample | +— @

ariable values for Assay 5@4 /

| Capture 1 & » Sample 1
| Capture solution  Sample soluti

on | Conc (1) | Conc (2) | Conc (3) | Conc (4) | Conc (5) (nM) | MW (Da)

1 ao1 Ag 0 0 0 0 o 3000
2 A1 Ag 0 0 0 0 0 3000
3 Abi Ag 2.4 12 60 300 1500 3000
4 &2 Ag 0 0 0 0 0 3000
B &2 Ag 24 12 50 300 1500 3000
6 | 253 Ag 0 0 0 0 0 3000
| £03 Ag 24 12 60 300 1500 3000
— _J

V
@
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D. BT (Ko. kaw ke DELH)

FIE

#FIEE

ER -5

@

ATV I NT Run J7
1) %R

-fE#ATYJ D Biacore T200 Evaluation software
-run T, BEIMNICIZI5 END
-BIB(CEET OGS (L blr (FEERI7A)L) % Open

RS S OMERR

YIS LM (6-9 S8

Kinetics Screen

YIS LAOBRBIHEDRARD —TEDESTHETU kow ke DEHN
BIREMB S I(OERA

Affinity Screen

Y-S5 LORRREORARN BRI T U TR THhIIHAIC
Ko lBOHDEHZBIE I HE(OEM

& Biacore T200 Evaluation Software 3.2.1 [BC T200 - Kinetic screen SCK.blr] - [All sensorgrams] - u} X
»nd File View Evaluation Tools Window Help - 8 X
@ — (% bl | | 2 Solvent Comrection | ] Sensorgram | 4 Plot ~ ai] Bar Chart | [A] Kinetics / Affinity + 4 Concentration Analysis ~ _ Thermodynamics | 3 Immunogenicity » A3 Screening =| .
Evaluation Explorer "R <4 Gurve Name: Fe=4-3 ¥ b || 44 Assay Step Purpose: <Overla; ¥ | Wb || 44| Cycle: <Overlay> v |m @ | 20 Affinity Screen | [ Tools v
x] Remove [ Edit w Sensorgram A Kinetic Screen
3 Sensorgram o [T2om Lock
22 Al sensorerams
5 Plot
adl Baseline: Capture
@t Baseling: Sample
g Binding level 220 —+
&0 Binding stability
-l Binding to reference
(- Report Paint Table
m Report Paint Table 200 -
oxiRituxi
H
2
g ref oxid Ritux
é
280 T Startup
260 —
240 |
-500 2500

25




FIE@-1Kinetics Screen

FIE

#FIEE

ER -5

@)

Kinetic Screen £
— R, FRATRISRY
STINEDEIR

“Tool bar @ Ad Screening A Kinetic Screen

‘Name fEATFERDEET (WE(SUTEELEY)
Curve Type Reference Subtraction Z3iZR
*Table @ Include T. MRS > TIUF TV

735>79 (0 i
) DR

ik}

%
N

8

v

-

)

ATF—HADKTE
(AT23>)

x| Rejected  FRMTIIFEIAZFRVE Y-S54

L Cleared T NEE. SRIRFCIBSADES Y5

FI Flagged FEATICIFBIADN . Flag YL TR Y-S A

TIY-J5L0
—EBHEIBR (AT

23Y)

<754 NRIOYIDE ZRHCFE T DR/ )4 ZDHIBR
I (CRERAR I 2 Y —J 5 AR OHIBR

DECFEOVE St
DFETE

Setting — Fit Settings...

*Model FRATETILDIEIR (6-13-1 S8)
-Parameters (6-13-1 E13)

- Apply To Fitting XIZROT Y —I 35 LD&EIR

®

ARATRESROSTM

6-14-1 SH&

@73>7 (0RE) YAI7ILOBIRMEOMRREEIR

- o x
s~ Tooks - ClearFlogs Sampie: 2994 Ugand: oxid Ritox  Statuse [ Cleared - Took -
) Sensorgram 2
:
=
5 a
:
. ) : R " :
1€ A 2 N T I
A~ SN
" A S~ 2 X ,/ A
. / 4 s ~f
~ v
ol o ,/T N o] Y o
: 3
2994/ref oxid Ritux ﬂ 2163/ref oxid Ritux ﬂ M17/ref oxid Ritux !T] ~ -
H Il @ S~
M\ sn [ © /
: e B 2 A 0 ~ :
o ~ || Al |3 /
18 f 20
¢ - " ’/ -‘JDD o 200
0 : _ o — — —
15 s 0 @ Display Blanks iy
9116/ref oxid Ritas [E]| |2r20/ret onid Ritax [E] | 2250/t oxid Ritax B e 7
IE I ) 1ndud |y Conc ‘ l ontact | pies Time D
10 @ © e (M) i/ min) (s) )
- — .
. 5| = \ n 0 W ) %0
7\ A\ 2 o~ A H
| ~— 2 / s / - 0
2 ~ 18 / o 0
B s / o} 0
2 B /_'/ 3 0 30 180.0 2000
p 04— o
- s -10 0
o0 & 2o o3 w0 o0 aso || o aun sio a0 s90 00 1o RN ¢
2960/ref axid Ritax [E]| |3118/ref axid Ritax [E1| | 299¢/esid R B G 33 3 =5t 801 000
i
8 14000 222
e[| [ By TLOmR
— - P e ———.
; Z
: R | zLBIER0T 520 (0BE) F-I0ER
* 2000
B3 000 o lanks from other sample series
-10 4 0 30 180.0 3000
2168/orid Ritux [E1L |3117/0xid Ritux [E1L | 3118/0xid Ritux [ I ¢

26




@RT—HADFETE

Annabuffert]Aant-B2u

@t Y—-J5L,0—EbHIBR
(—¥EHIBR)
EHZ _E® Tools M Remove Ranges

A Remove Ranges X
RU Z
05— oom
20 + J
] 1/-- ‘l
15 — 7 \
F" \\
s / \\
f \
o I N
2 10 4 { "~
2 o ! \"\‘
H /‘f | e—
3 4
5 —+ /
e ,"
’_-I"
I o
0 -+ »-—Jr-fw-—*j"’_'d
5 f f 5 e L f f i
-200 200 400 600 800 1000 120 1600
Time
(/Fbamove data from injection start (s)  toinjection start +00 (s) and from injection end (s) g injectionend +00 (s).
The selected ranges will be removed from o CUTTES T
Status will be cleared for accepted curve sets.
Existing fits will be removed.
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(ERlDtE> Y —I5 ADO—EBHIBR)
Thumbnails Y7 Tt Y -5 %1&R%. /5 LD Tools—Select Data

OFTHEER O

/A Kinetic Screen

B + R5wS : HIBRESH2EIR —Remove Selection

A Select Data - o X
Curves
Curve: Fc=4-3 Ligand: ref oxid Ritux Sample: 2994 Temperature: 25 (" C)
Contact
Rmax Conc Flow Diss. Time:
IS “""‘1 R (M) ‘ Gl/min) | Time ()
¥ 1 6 Fe= 25 30 180.1 300.0
7.4
222
67
200
Remove Selection Undo
RU Blank Subtracted Sensorgrams = Zoom
2
20
15 \ ’
H
§. 10
P}
&
]
s t f i
-200 o 200 400 200 200 1000 1200 1400 1800
Help

o] omen

!

- X
AFit..  Setlings + Tooks »  Clear Flags Sample: 2994  Ligand: ref oxid Ritux  Status: [C] Cleared + Tools
Results Summary Sensorgram =
View = Amange By - = [ Zoom
28
2 20
20 15
18 E 10
10 | 5
&
s o
? = t t t t t t t t !
= 200 0 200 400 e00 800 1000 1200 1400 1ea0
200 0 200 400 €00 800 1200  1€00 Time
. O Display Blarks
2094 /ref oxid Ritux 5 Dingley Blark Subsacted Samules
8 Included Curves ¥
]
s Result and Parameters 2
: m Quality Control  Report Residuals Parameters
2 (D Knetic constants are within nstrument speciications:
-
< (D) Kinetic constants apper to be uniquely determined.
]
10 @ Mo significant bulk contributions (RD found
-200 0 200 400 €00 800 1200 1800
) Check that sensorgrams have sufficient curvature
2188/ref oxid Ritux 3
) Examine the residual plot. Pay attention to systematic and nonr-rando deviations
2
“ :f N
< >
Help Einish Gancel
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FIIE@-2 Affinity Screen

FE | #FIEE R -5A
@ Affinity Screen T | «Tool bar (D4 Streening = _, A Affinity Screen
R BITIRY | -Name  MEMTREROLHT (LBLSUTEELEY)
> IVEDEER ‘Curve Type  Reference Subtraction Z3&R
“Table @ Include T. FEATXISRY > FILCFTYY
@ 73524 (0 B | -FNED-1 kinetics screen A @324 (0BE) B4 OBIRMED
E) D:#ER ROERMNSER
9|27 -9208% | [R] fjected  sATHBAEROE Y54
(AT23>) =1
L Cleared  FIANNEE. BRITCRSAES S5
FI Flagged FEATICIFBIADN . Flag YL TR H -3 A
- FIE@D-1 kinetics screen A @XT—AADRERIZER
) LiR—=BNRA> D | - BIE A _ED Settings M Report Point Settings
HIE
© | J4yF(>I &M | -Model FRITETILOER (6-13-2 B1)
DFSTE -Parameters (6-13-2 2H8)
- Apply To Fitting XIZROT Y —I 35 LD&EIR
© | BITEROFE | 6-14-2 B

@LR—MRA> hDFETE

| #J Report Point Settings K

FTIANNETE :

| Calculate responze at

4 seconds  before injection sto]

with 5 «| seconds
Apply To
[] Selected Cleared
Flaeeed
Action will not apply to accepted or rejected ser

WINER T 4 AR MBSV TEE
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5. AVFTFIR-SATLFIVI - SN

5-1.X7F0RK

A BEDOXSTIVA CATLRE) OEsE

==

=i Desorb  (Menu bar @ Tools — More Tools..N(THX)) (CHREVVELT

B Desorb and Sanitize (Menu bar @ Tools — More Tools.. R (T X))

=[] Maintenance Took
Gl
| Desorb and Sanitize
| Empty Buffer Tubing
L] Meormalize
+| \Wash Buffer Tubing
[ Test Tooks
[2) system Check
] Service Tools
ﬂ' Software Problem Report
3] Flow System Wash
|#] Superclean

Total run time is about 20 minutes,
Do ot run this procedure below 20°C,

Last run time: Sf20/2008 9:25 AM

This procedure removes adsorbed material from the Fow system,

MNOTE: Lise the Maintenance Chip For this procedure. The surface on
other sensor chips may be damaged by the solutions used.,

[ gat.. || canca |

B. #{m 9 P, HFEm TR

Desorb: (D) B R
Desorb and Sanitize (D&S)
D. D&S Biacore Maintenance Kit, type 2
-Desorb solution 1 (FZ=RBIRF
D. D&S Maintenance chip £Iz($ERFHOH—FvT
D&S IREBIESRFE T MO L (FRFTARE)
HRIEE 0.6~1.0%(CFASEAZEE,
D. D&S 5= Ny Iy —FIe(EBiHK
D&S

10-50mM O Hepes Ffz(& Tris /\wI7—
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7TAVTF R 3]

C-1.Desorb (HiA) DOFIIAE

FIE SHeA
FyIDRyY Maintenance Chip (FlZ(ZERBH Y —F VD Dock
EESTE 200CBA L (BE 25°C) (CERTE

4 —-ROELT A H— RIZHEL) Desorb solution 1, 2 ZH> TILSw(Czy b

(FRERERE) # 20 9

EhegR0OERR] | - BEIRIIC Stanby flow (65ml/24hr)
< IRDEERF(C 3-4 BEREILL_LED Stanby flow H Prime @ 3 [E1ZEHE

C-2. Desorb and Sanitize (8H) OFI|E

FIE Ll
FyID Ry Maintenance Chip (FZ(ZERBH Y —F VD Dock
SREERTE 200CALE (@& 25C) (CERTE

A4 —ROEIT FEARIIEBEAEDA LY NF1-ThBIRE | 2N AT AR E TS
(WODDRTY T TFEICAHIZR)

(FRE2RsR) # 1 BfE

R OEERFT | - BEIIIC Stanby flow (65ml/24hr)
< IRDEBRAC 3-4 BRI D Stanby flow N Prime @ 3 [B15E

- (Step 1, 2)Desorb Solution ZZEBABID 4 KDL LybF1—-TR (25m1) EEBRIOKA>LYRF
1-JH (15ml) (E&iE

resorh and Sanitize

Step 1

Place 25 ml BlAdesorb Solistion 1 on the keft hand ey snd insedt ol low
D irlet hubas:

Place 15 mi BlAdesorb Sobsbon 1 on the gt hard Bay and indest the waber
[T ]

| cpack | St || Clow |

- (Step3) FFRICGGAERUIORIESREE T NMULBR (BIA Infectant solution (CHHE) Z=EBALAID
4 RDAILYNF1-TB (s0ml) LERIDKA>LYyrF1-TR (3oml) (G&RE
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TAYTFYR 32

[Desorb and Sanitize

Shep 3
Wipe the pumg inst bubes with & moist lisue,

Place 50 mi dhsed Bladisriectant Solution on the keft hand oy and insert ol
fiour pusnp inded ke,
Place 30 mi dhsed Bladsniectant Sobuion on the gkt hand kay and nged the

wlex e e,
- (Steps) EHRICEBFEAKZEEIDA > LY F1-J(ERE

- (Step5) Hepes J\wI7—h Tris \wI7—% A SA>DA>LyhF1—TJ . BCD FAUIZERHIED
HUTHL

Desorb and Sanitize E|

Step b
Place tube & ih a HEPES or TRIS butfer,

Recommended concentration 10-50 mmall.

Let tubes B.C and D hang in the air.
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TAYT YR 33

5-2. YATLAFIVY

A. ESAE S

EhMSEE | REOBE 2. REOFEFIBVNIENENNDEE, EERNMELCAIETETLSHZ
BRI BIHDEERR R EMELEE (CETE
Wizard Menu bar @ Tools — More Tools..A] System Check

::-"_lTESt

=[] Maintenance Tocks

;

2| Desorh and Sanitize
] Empty Buffer Tubing
L] Marmalize

Lo '‘Wash Buffer Tubing

[2) system Check
= ] Service Tools
ﬂ' Software Problem Report
3] Flow System Wash
5] Superclean

This procedure removes adsorbed material from the Fow system,
Tokal run kime is about 20 minubes,

Do ok run this procedure below 20°C,

MNOTE: Uise the Maintenance Chip for this procedure. The surface on
other sensor chips may be damaged by the solutions used,

Last run time: S{20/2003 9:25 AM

[ stat.. ][ cancel

Tools

B. #{md S5, Hitm TS

Desorb: (D) B AR
Desorb and Sanitize (D&S)

BlAtest solution Biacore Maintenance Kit, type 2 A

HBS-N Buffer 150 ml 2E (X272 AFY D 10X Buffer ZFIR)

Series SSensor Chip CM5 | 7, (24744, SEBR(C{BFIATA

LI
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C-1. System Check OFJIE

FIE Bz

FvID Ry GOt Y —FvT CM5. HBS-N 25> =>4 )\wIJ7—¢U Prime

TRETE 25°CITEHTE

4 —-ROELT AT LAFIVIIEEDEIR (Optional ERFRSNTVWBRIEETHEFER
URUVEBETHNIEE T DERL)

FEROMESR -IEEEEEA ; PASS  EEIY) : FAIL
FAIL ORTHHEES B YR — METTEIREE L,

System Check rz|

Select test(z] to run.

This procedure should be run at 25°C with a news Sensor Chip CHM5 and with
HES-M az running buffer. Chooze Cloze if you need to change the sensar chip,
rezet the temperature or change running bulfer,

If any injection is delaped. adjustments can be made by the software. The
required test iz Injections and refractameter.

Fieagent pumps and blank injection
Injections and R efractometer

Miie

Moise

[] Merged and Dual injections [optional]
[] Buffer selector [optional]

Tests if the peristaltic pump iz in order and that a sample injgction with buffer
fram the reagent supply block iz all right.

MHest > l [ Cloze
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5-3. YYD

EERNME T UIZBRICIE ROVWINDDITETI AT LT TEF T,
AT NIRETHE 7 BUAEAI %S
BREBLLTIET 7 BUEERLRWES

5-3-1. A9 N IRRET DB

AIENER T I5L. BENRIIC Standby flow JARECRDET,

F1—TJ A[CEyNUIESYZ O J5BERT. 65 ml/ 24 BEREOFRZRE 7 BEMELET. 5>=>0
Ny Iy —ZESERVNLIISERL TIZEW, BERRNIOZEEETE(CEERU TKILEL,
AIVNVIREETHINENE. 71> RUT O Status bar THEERTEFT,

5-3-2, BIRDEFEELLS

BREEETHICIE AVTFIRAERITUTCEZ L,
Toolbar M Eject 711> ( E’ET&(I Menu bar @ Tools — Eject Chip.. ZiZ2IRUE T,

l
Biacore TZ200
ﬂ This will efect the sensar chip
| mep | [ Eectchip || cancel
Eject Chip Z7UvILET,
!

oY —FyvIR— M BEFET, TP —FvTEEDE L. Biacore T200 control software & TULFY,
JXV> DAy M. Biacore T200 DAKREREZELLET

FR) BEEELITBEE. AT LARENEBH/KTESRDO>TUBRNEINEZD £, BRZEL
LTZELN,
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5-3-3. LY - FvITDRF

EOHULIEE Y —FvT & UTFD 2 D05 ETREFETEES,

A RHMRER(CEMET ZAEEENHZD T BERAOBRCIRS T3> M-8 > TILOL R
SZANBUH Y ROFEMZHESRL TZEW, Fz. B Dock BFRICIE, #RHHE. BE/CEISRBREDEN
MMIBU TORWVCEZHESRL TZE L,

RSTIRETORTF
DU S —FyI NS IV LEENT 4 CTRIFLET .
BEBRY VI ZEEU Y —FyTORFCAVET,

1Y MREET DRTF
BB Ut —FvIDS — N E DN —DBIREE., > — MET2E2E (50 ml BOMNATETS
ZFYNRRONFI1—TZE) ([CD3FEUSE HBS-EP+IREDIBERRITZU. 4 CTRIFELETD,

>—bOEDHULRTEF
TIY—FyTENN-ES— M BRBRRENTVET .

/\7 4_731\“_
RIBERES (552) ey

\//
I
-
~ /. /
v .’/
g 2
[
[
LY

2=~ FOEEMDZFATVSEEIAY FIEELSNTOVET . AR HE IR ENERRLF T >
REE(CEICEFAINBZVELIERL TS,

\ BECHITZEATLS (ER)
/
. - ' \

E>yMITE—heikEtL. BERICSLTRELET,
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REFLTVES — M5 DOEERMI DBRZEEDIN—ADUNA
BAAITZRE. BEROSL TV — M/ - (CIRDFT . > — bDKDZEDBRVTHSH/—(C
IRDHTLIZE NS

T52F Y DEBD ESUHREE
FATATTHE, BRKTESELF LD TTHEREET . SB(FEVWFLTITTHEET.

EE(LE
FLAIATRER"CEDIRTHIKU T, EEMRO P RIFI(CAENLRNESIC, FURBNSKDEIRINLETD

RISERULANBHN-CIRDFT . FTRDLSIC, REENRICRZMEET, ESYMITHN-DE

BINSIEALFT .
*x B> REE(CEZRCUTRAUSECEEREI TS - MADFEA.
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6.51>TL\BEE IS TIPS

B-1. FEURYTUDT e 39
(P il N S =S PPTT 43
G2 S L) e 48
6-4. UBZRMD BIotin Al o v e 50
B0, T L R T S it 51
6-6. iBIE (DMSO) IE (Solvent COrreCtion) ...iicivevrvieeeeriiieeeeeeiiineeeeriieeeeeeninnns 52
67 AUYRDBEEL «.vvveee ettt et 54
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6-1. 7= hvIVY

A. FBHEEE

FE | BFEE i

) DA~ REBFRED pH 1EIR A NIE  FERD pHO5~2.0 KL
Acetate

AEEMIYINIE - MR TS ORE—IRTIV%

SFLVPERER.

-BEMEAINIE - Py AE]—Biotin 16
(6-4 2H8)

- Capture kit (I{I/ED Acetate

- ARBARIBE(E. Wizard N5 pH Scouting SEHE
(6-1Cc 218)

@ | EH-FvIDER «CM5— 7=y )T DE—EIR

-C1. CM3. CM4—=>TFANTADIFFFERZ RS T .
BIELITDDFHIREVGEE (HRRRL)

- PEG—EIE(LZBIRET FIFT. TFANSTOADIE
BRZRST

-CM7—CM5 TEFE(ENEDRVZSE

® | Wizard > MeAVEEEL | 6-1D B8R

B. #{md 2 - Y T

£t H—FvID Instruction For Use (IFU)EHE TTSIBIZEN

Amine Coupling Kit (BR100050)*

BN RBIRR

—ARINCEIEIL T BN\ VBRI pg/ml A—F—TZENMEHTIN, YOI BEZEETIEEL
S(CLDERBDFT,

* Amine Coupling Kit @ NHS LU EDC (IBFKISARRE . BRAERFLET . 100 pl BE/ A7)
(ZINNFHCT BT EHENDLET . Biacore 8K/8K+DIZE . PCR 8 :BF 1—THMEFITY,
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C.YIRDIRVEDIRA> N ~ pH Scouting
BERINREUH > REFRBRNIARBARIZS. (FUSIC pH Scouting ZITWET .

Application Wizards (2-2 Z88)—Surface preparation—Immobilization

FlE | #BFIEE R -5A
@ Fc DR
© Buffer name ERS 3L
® pH ERS 3FIED pH
@ B> RRHIBERT - R | 38 60 74, 5u1/9)
® oY —Fy R 3B 50mM NaOH
E Immobilization pH Scouting - Setup =
Detection
Elow path: | 2 | — @
Buffers
Buffer Name pH
1 10 mM Acetate 5.5 E Immcbilization pH Scouting - Injection Parameters >
2 10 mM Acetate 3 mear -~
3 10 mM Acetate 4.5 Salution: |Ligand |
4 10 mM Acetate 4 > @
5 Contact (z  Flow rate {p
-
Surface regeneration
Thiz surface wazh will be run once at the end of each cvcle.
@ ©)
Salution: S0mbd MaCH 4—'—_ @
Help Hext > Cloze Help < Back Mext > Cloze

TROISB/EH-ISANESNE T, LI M =33 EBL AR AN R TEZHBIERD
5586 pH NEWVWBOEIEALE T, COIHZE(E. 10 mM Acetate pH 5.0,

RU Adjusted sensorgram

3000

2000
©
£ 1000 10 mM Acetate 4
[
@
-ﬁ’ 0 10 mM Acetate 4.5
=2
@ 10 mM Acetate 5
c 1000
o
Q.
4 10 mM Acetate 5.5
& -2000

3000 T T i T i T i T * T t T 1

-50 0 50 100 150 200 250
Time (0 = baseline) s
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D. VI FDIEIEDIRA >N~ Amine Coupling

Application Wizards (2-2 Z#8)—Surface preparation—Immobilization

FIE | EEE SIS0

@ T —FyT DR

@ BEIRFEE(L Fo 25 ARRZ1TINOFETREEAEVNAN

® EE(L Fc D3R * ¥ IFr—FADF (FHRE) OBEAR. EHET2TO

Fc &R, B—RATEEL.

@ BE7IO0-FOBR | BIE L8 T THILEMES(E Aim- - - ZE52L 655
® BEIE(EXYY ROZIR Amine ZiZiR
© UH> RIS - FE | i8S 420 B, 10p19)
E Immobilization - Immobilization Setup X
v Chip (M5 v &— @
Flow cells per 1 v 44— @
Flow cell 1
O @ Immobilize flow cell 1 | i:| Amine
420 10
Flow cell 2
@—" @E Immobilize flow cell 2 Method: ‘yimﬂAmine v“ < @
O Aim for immobilized level Ligand: [Ligand Name| ]l:] Dilute ligand
@ — (@ Specify contact time and flow  Gontact time: [i?ﬂ }(s) Flow rate: Tlh‘i](ull min) €—
(O Blank immobilization
Flow cell 3
DE\ Immobilize flow cell 3 . & Amine
420 10
Flow cell 4
O E Immobilize flow cell § & Amine
420 10
Help Custom Methods... Next> Close
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E. BIE LS DHEEBLIEREY Rmax DEH

L | KR EECEDHERE
) Wizard %% BAITEFESERDIA1>RY (Response Bound & Response Final)
THEER I %,
© |
Manual run &A1 wrrLsasey 1B smucHERTS (65 28)

. BE{CE05Hi
EE{LEZEEL T Response Bound & Final @ 2 FEXENERREN S,
LARYADINEWAZBEIE(IEELELTRABT .

BEELE AR -5
Response Bound UA> KRBT Y-S A0EE0E
Response Final NHS/EDC ANRTNSIA ) =L PN T 0D%E
[ immoabilization Results O X
Chip: CM5
Flow cells per cycle:
Response Response
| Flow cell Procedure Method Ligand Bound (RU) Final (RU)
| 4 Time and flow Amine anti-betaZmico 111414 8957.7
Help Print..

DAY RB7HUS -3 LTV IBERE Y —FyIRAICRES 2Ba (. I5/- V77T
BECED, IEHBREE T Y —FYITRETROIUAY RIEFZWFRESN B8, Final DLARD A
Bound &D/\&<72%,

e iBH TEE(LENDRVBEF. NHS {EUZEBZORFC (—BBEUAY RIEA XN TLS)
I5 )= 7hE AN BT, Final DL AR AL Bound KDAERBEN DD
WINDIHZBEE. LIRS 2DV NGV AZETFECEEU TERAT 3.

IR Rmax [RU]= BEITFEILERUIx (7F31 MR FE/MNHVRODFE) xUA> RoiEEMER
7F 54 NRIIBFCHDRL AR ZANMESNZH ERRICT T34 MERINUREESDL AR AhEE S
MAFEANEINREZBIBEAHICFAELETD.
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6-2. 7351 bDIRMSEHARTE

7FIANE BE. Rmax ESHSFIFIL AR ANMSSNZEE T, ~3 HIIZEORINEEL >
THRIUET . RBE 5 mzEBHAE. 3 BRRSU-XIEETY,

A NN, ARSI OB &R

Kinetics Affinity
A RENEDIR I Y-S54 . | A ERBANEOA RS Y TS50
eIl 2-5min (FEESHETEEICRSRVNES) BRAAT]
BRSOV Y —-I5A FABFREFEROEVE YIS A
1-2 min 1-2 min
e - EENMEYHI R Y-S A
~90 min
it A ] X AE (30 WIEEETKIE)
TN smGEO -5 T Cax
1~2 min
EERE |5 8 1ZE
Kinetics ) Affinity
=38 Rmax -
3 o :
L L B L B B | L L B B I
-« « > — s >
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B. Manual Run ([CK25EA&ET

Sy (2.2 BR) AEFLET.

Manual run

FlE | RFIEE P =V=BH i)

® Flow rate (FUDITRINT U TN OFRE ROET
@ Flow path {393 Flow path Di&EIR,

® Start BITE RIS

B Manual Run

3

Flows | Feagent Rack 2 w
?—‘ Flowy rate: METIR e @ SOQOOOﬁOO
OO0
o 19050
= sloWe's
Dretection in flow cellls): 3.4 ?uehfﬁraecr:ic;: 1QQOQO(©Q
@ E Flaw path 1 @ @ Flow path 1-2 Q‘Q Q‘Q
Mone -
L E\ Flow path 2 ® \;\ Flow path 3-4 4-3 b |
e) E Fowpathd | O Flow path 1-2:3-4
(& E\ Flow path 4
- _J/
V
@
[ Help ] [ Eject Rack @ —l [ Start ][ Lloze

R=ZF1>OE T T3 LNIRNFT,

= Bigcora T200 Control Software - [reganeration check. bir]

ik) Al Edt Mew Commonds Fun  Tok  Hep

WL B A4S o = | Curve: — Sercorgram Fead

FE&S&Z 0 R (W
o | o K 1L
=
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#IFIEE

ER -5

O | &=

$OEROZEE

BE.UAYREFYTFrCE 10u/min., 734 MRIDCE
30pl/minA_E

-

TRISOUIDEZ

DAY REYTFV(C(ET T4 D (Fe.4 RBE)  7FH34
NARINCEUTPL O R- 797470 (Fea-3. 2-1 RE)

} (FR) B> T

FrTFr—UI-J1> M AR, 7354 bR
*x POy BE. RIS Uepn BREMED TEFT .

} (8) BEFRRI

BABRORM
*x JUvIgBE. RIS U BREMET TEFT .

ROEEIN> PeRITI 2F TOR 2T TERIE

IYIDEDH U

B2 INODFETI.

Dy mognez

RETIOZEESBIEE

BREDRT

L —BFFLE

@ | t>y-535L4

VIPLY R PO74T . P)74T VI >R

® | LiR—NRA>K

ST BEERFIAECLIR—MR1> MEET,

(2] Fle Edt Wiew Commands Run  Tools  Help

H 5 B 45 [ oy

= | Curve: — Sensorgram Fo=3

En W

IERS

FEIAAIZIDA |
o) el

[ Lack scale

v = 35000

®

@

[1} 5

10 15 20 25 30 35 40 45 S0
Time

Flow: 30 Flow Path: 3,4

Fc Time | ‘Window AbsResp S0 LRSD | Slope  RelResp  Baselne Id

Keywords in cpcle 1 Walue

®

Online - COM1 Temperature: 25.00 *C

Running manual run. ..

Sample compartment temperature - current: 25 °C seb: 25 °C

Run time: 1 min
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(f51) Biotin CAPture Kit. #tiR 2 pl/min.. Flow path 4-3 CRIBLIEBS

B2 Y —FYITOD Instruction For Use (IFU)ZHE TTSHRIZEL
Sensor chip CAP (3#][E] Rehydration. Conditioning NMAEETY .

@

® ©®

} Uy AEED/\ATILT Biotin CAPture Reagent 2543 (2 pl/min) IRIIT 3RO
EExHER.

5 lfi’]U‘y’]\ Biotin CAPture Reagent ZIVEEtYH,

} Z7U). @ Ty NIRRT 2> ERE(CEEVNI BV EZRESEL . 0K,

Fc3. Fc4 [Z 2500~5000 RU F2E O Biotin CAPture Reagent LA AN HEERTEE Y,

a-'.|’<1:"]'J“J’]\ i Flow path 4 DHLFE T,
= . e
s mHUY . HR% 10 pl/min F2EELETD .

} z1)w7. Biotin {ELUN> RZFHINTIROMNEE%HESR (381 pg/ml. 60-120secF2E
Ho1&RET) o

Wan1yn, Biotin (LUHY KERELBREYR,

} Z7U). @ Ty NIIRS 2> ERECEEVNI BV EZRETEL . 0K,
Fc4 (B4R Biotin {EUA > ROLZR AN B0 RS

a:|7<2’J'J‘y’]\ Ti&% Flow path 4-3 (CUEY,

= - .

s EJIWY. FE%Z 30 pl/min BLEELET,

} 2. 7354 MeRmiNd 3O EEziER (RVBOREE T, 60-120sec FZENS

E) .

Waovw, 7H51 N ERENER YN,

} Uy, WTEYNUIEARS SV ERE(CRHEVH RV EZFESRL. OK,
Fc3 (CIFUEEMEEN VT, Fca-3 TR Rmax IESETLARS AN TV ERFEED
(6-6 BH) .
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=
@ & ®IUY, FRE 5~30 pl/min ELFT (EE) .

} U AEZED/\{ 7L T Biotin CAPture Kit [IBOBADRZ 2 DRI 3BRONE

® lfaau\ya 7454 NERE LB,

@ } Z7U), OTEY NIIRS 2> ERE(CEEVN BV EZRESEL. 0K,
@ Fc3, Fc4 T A=ZFA N EUSHDESCRDEZHZILET .

Biotin CAPture Kit CTld. 79747l (Fca) [CBVWTTROLIBEH—-ISLNESNET,

11900 -
9900 -
__ 7900 -
=5
& 4 4
) Biotinylated  Analyte
§ 5900 - molecule level
o level
o
3900 -
1900 - Biotin CAPture
W,
-100 T T T r : :
-50 -50 350 550 750 950 1150
Time (s)
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6-3. BEFEMHFDERE

T2 hvIVUS (LB Sensor Chip CM5 REDEIZETE. /(3. Sensor Chip SA ZFVEISE. UA
JRETFF I M RRICH T BERGZHTE T 2NENHDET,

BAEFRHLLT. ATFTOZANEETY,

© TFIHAMTERIIMTIN-ZS/ZFTRDBL.

@ RUTFIAMA>2172a 0 UIBRICRIZE DL AR ZNME5N2 (U RISSSELRLY) C&

IRIEERDBESENDZHE . X217 IV(CEDHERZTVET (6-2B E8) , [BRNIRVEG
A Regeneration Scouting ZFWVE Y,

A. F BT R
Fg | #FIEE i

O | Uiy REFEEEHOEIY—FyTE | - Ty (6-1 BEB)
A= -Sensor Chip SA (4-1 £68)

@  |wizard T>FL - b& AWK | 63D S
Regeneration Scouting

B. #Ef@d 2 - H> T

Regeneration Scouting Kit @ Instruction For Use (IFU)Z{HE TS HRIZEW
Regeneration Scouting Kit (BR100556)

A REE(CEHO Y —FvT

7FIANER

SOZUIRER

C. VI b DEREDRA > b

» Run Wizard—Regeneration Scouting

FlE | ##FEE pa =Y

@® Injection Sequence Fc/ Sensor Chip MiE1R

@ Setup EE. RADOFEE

® Injection Parameter 754 N&FE, BE 60-120 2. 30p1/53

@ Regeneration Parameters TR, RSA I ADEFHEIFEIRE

® Number of Condition ST BB AZAEDEL

® Number of Cycle for each B 5 OIEEEDRL, KEORTREZTTMI S,
@ Setting BABRRBTN. 2497 NEFfE
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E Regeneration Scouting - Experimental Parameters X

Regeneration parameters

Flow rate: (
Stabilization period: 0 (s @

High viscosity solution: []

Experimental design
Number of conditions: 7 v —— @ Lock: 7] Solutions

[[] Contact times

Mumber of cycles for each IR —— @

Settings

Condition | Regeneration solution | Gontact time (s)
1 [Glveine-HCIpH 30 |[60 | )
2 |G\y:ine-HC| pH 25 ‘50 |
3 |Glycine-HCI pH 2.0 (60 |
4 [Glycine-HCI pH 15 (60 | >. @
5 [MeC12 30 M (60 |
[ [NaOH 16 mM 60 |
1 [MaOH 30 mM (0] | _J

Help < Back Mext > Close

TEROLSE Result IMESNE T, HEEXEID Injection (CLD. Baseline FTHED. EUTFH31 MNeA>
19230 UIEBRICRE DL AR ANMESN 24 ALET,

E Regeneration Scouting - Results X

Trend Chart  Sensorgrams
—L— Semple Response  —4p— Baseline

RU RU
45700

) %ka&&é—ém -

45500
H 520 [
g 45400 %
& o 2
L 3
[3 45300
510
o \"H S s
%0 4+——f—+—f—+—f——++—+—f—+—————F——f—+— 45100
0 23 46 89 92 1.5 138 16.1 18.4 20.7 23
Cycle
Display Sensorgram
B 1stsamplecycle  Conditions: |IFIENES Sensorgram Fc=4 v
Help Print.. Close
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6-4. UH> RM Biotin 4t
Biotin {LiRZEZ AW E—HlZRUFET,

A. FBHEEE

FlE | BFEE ==l

) Biotin 1L <A INIEBH>TILHNS-Biotin=1:1.5 (EJLLE) TR
-Z=0m 1 B F2(E. 4°CT o/n

@ | s8¢ Biotin DBRZ FIBBICEBBRZS. Fold, PRINEBIECL B2

B. #fwd 2 - 4> Il

EZ-Link™ NHS-LC-Biotin (21336 *Thermo Fisher, 50 mg)

EZ-Link™ Sulfo-NHS-LC-Biotin, No-Weigh™ Format (A39257 * Thermo Fisher Scientific, 10 x 1 mg)
PD SpinTrap G-25 (28918004)

Vivaspin 500-3K (28932218)

HBS-N 10X (BR100670)

C. Biotin 1. %5 Biotin DBRZEFIIE

@ Biotin {bLRIES
10mM NHS-Biotin in DMSO A MN/ARAERK
B>I9EY > FIVHNS-Biotin=1:1.5 (EJLEL) TREA
=8 1 B Feld 4 CA-N—FA R TERE

@ iEEE Biotin DFRE
(2-1PD SpinTrap G-25 [c&BIV—EAF>DBRE
Sephadex G-25 IBAD A Iz 3% Vortex
FeimzEITo T, Sy ZYIDEE 1.5mI F1—JCtyh
1 min at 800 x g C/RTEARPRE
400 pl HBS-N Z550, 1 min at 800 x g TH&1L, 5 EIFENIRL .
EEHEEHONZ L%, AABOEUXREF1-T Ty
Biotin 15>l 140-180 pl %&. 2 min at 800 x g THaR!
N3 L%BRVT, EOFryI %D,

@-2 Vivaspin 500-3K (CERTU—EAF>DRE (EAF ALY TILDESE)
Biotin 1L 544, 500 pl (7Y

30 min at 12,000 x g T
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FRE2 100 pl FZE(CRBLIC+10 DIEE
R A OB ENAI0F1—J(Z[EIUR, EEDREICRDELSIC HBS-N ZiEN,

* ZEREB LURBRNDT LD Instruction For Use (IFU)EHE TSR ZE0)

6-5. UJPLOARTAL>

YZ17IVCEBETFEL. FENRICOMERRERITIIEBE. YIFL VAT 22 BAWTL AR A =
ZUET,

FlE | REEE paa=Y=CE i)

@ Reference Line

= Z20WILET,

) R—254 > D&EIR L AR ZEFER U NS =D 5 ADAR— 254 %Dy
©) Fo &S BIRaNERISa> N 0 (RU) ERDET,
H53—E F9 ZAYVT I BEMEEICRDF T,
@ L AR 2 DR LARYZ (RU) #BESRUIZVEFIAUIZL Y251 > %8N
BET, @DI1Y RICBIBEN T RINET,
©)
. H +/ Orele 1 urve: — Sensorgram Fc= g
“ - IRJE;:Tn)QULﬂn(QRU)=<_® 2 @
o @ ; )
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6-6. 81 (DMSO) fIE (Solvent Correction)

EDFALEMDR MNIBRIE. ZLDIBE DMSO (SBREESNTUVBIS. 7751 NEREL TE%IE
& DMSO ZEAIREETAIE T D2EICIRDFT . SO IRERET T4 NERHPD DMSO BE
1%MDEWVEH 1,200 RU DJVULILARDAICHEET B8, IO JBERET 514 NERTD
DMSO IREZRIA TV ENEETT,

ZNTH. TRIDLIIC 5% DMSO ZEZL IV EERTIC 5.1% DMSO 2S5 7T 31 NERNTR
Nn3&. 120 RU BBEO/IVILZAR ANERTEET, Tl BEICR2E. U RIEELEnzt
W (FO747)) (& VA RBEEED Y —FySEEATILATES DMSO ENNRKDI8H. /A
ESIROINIEFNE T INEFHIE T DHEEEN ., JBIRFMHIE (Solvent Correction) T,

5.1% DMSO
120 1 T 1

5.1% DMSO

A TBIRAHIE DEE (R

5 % DMSO SHEY> IV ZRV2IHE0AIEEIER DMSO SBROIERTT ERIZTEEUET . 4.5%
~6%NEIR 5%ZFRA TRLLEHDEF T DMSO BRZ 4 m~8 RIEETY NI ZEMEENT
J, 4F(C Biacore8K/8K+ T (LRESIBED T KR(CLNVREBRNBHORBELRINIRD 6, iZHERTEL
UT 4 mICRDET, TN OBIET(S. F8TETS DMSO BEDEFEDLS. REFOERRE. Bl
E(SkDZEECHERER/ (V7 IERERPTONTO X, BREDERZERU CEE REERTELT
AN

IATDH DMSO BRITIASERARLFT,

(D1.05x PBS-P+&HBILF T,
210 ml 10x PBS-P+ %, #8##i7K T 2000 ml (CRBISICHIRUET
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=~ -~

QAREMHIER 4.5 %. 6% DMSO SBRB LU 5.0% DMSO S>> B@EmaARiLEd,

Nominal DMSO 4.5% DMSO 6.0% DMSO 5.0% DMSO running
concentration (~ 10 mL) (~10mL) buffer (1000 mL)
1.05% PBS-P+ 9.5mL 9.5mL 950 mL

100% DMSO 0.45 mL 0.60 mL 50 mL

@RAMIERZ TERROEIETREEUT. 4.5%~6%DERMEIEA DMSO iERZFAKLFT
8 EXFEDIAIEMHEA DMSO BRZ AR T 15 !

4.5% DMSO 100 200 300 400 500 600 700
6% DMSO 700 600 500 400 300 200 100
700 700 700 700 700 700 700 700 (pl)

4 ERPEDIAIEAHEIERA DMSO ARz I 5155 (F(C Biacore 8K/BK+)

4.5% DMSO 1500  2x1500 3x1500
6% DMSO 3x1500 2x1500 1500 0
4500 4500 4500 4500 (pI)

AITERSF(C Solvent Correction ZFV\, fEZATZEITIBET FRIODL S IESROVERR S LN TP
LR -7HOF4 TV BEOHIENE TSN,

RU
201
10 Report point
.\ range
= -
o 0 e
5 .
g Correction N
g -10+ range \\\
o RN
S .
w 1l N
2 -20 \\\
O ~
& A
7]
© -301
,40..
-500 0 500 1000 1500 2000

Response (Reference) RU

X 8l UIPLOZCIOL ARV A Y B UAY REEIEIL-UI7L A DOL AR X, Report
point range : AAIEDZIRIANRUIZI LIV AR AVIPL>ZA)L) DEEE. Correction range : 1@
[EEN25KMHIEME (RU) ~&/IMELEME (RU) DEEH
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6-7.

AYY RDIERY

AT ESERIFEAIEE—REL T, Wizard & Method h'&pDFd (2-2 288) , Wizards (C£270
DS MMERSRETHZME. SN HALIINDART1IZANNEIR, UI7L > ADEIR, BABRRDR
INEERECHFINGHDET, ET T, Wizard TIEIETERIMEMARTOI S A EFERUEVSE(E.

Method Builder Z{ERALF Y,

AV RENA - DEERFZTEIER (L Assay Steps & Cycle types T,

FlE | 1#FEE R -5A

@ Assay Steps SRIERAOTINA S EREVET.
- DEKIFEEDAERTY T ZHTELET
- ZNZNORITERTYSE Startup. Samples. Control Samples ¢
ORIEBMNBITRELET .

@ Cycle types AEZATYTRICGGEBRTOIS A CBE. R, sAORIIER2
£) ZERELEY,

Assay Steps Cycle Types

l 5 min. 10 pl/min
L BAOWEL | | mese

7354 ORISR

10 mM Gly-HCI 2.0, 20 pl/min

7154 bR
10 min. 30 pl/min

BEEMS
50 mM NaOH. 60 pl/min
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6-8. YO NSVIRS SV DNE - BE

Rack Position OFEZBULNS, N1 7). TL—NIRHBRY S TILAFELEFT . RSV OZEE(C(E
WORIAENSDDET,

FlE | #FIER ER -5

@ Rack DZ & AUV Rack DEEHNTEFT,

@ Plate DZE 96. 384. 96Deep. 384Deep MNIBIRTEET,

® b, NATIOEE Hwh & RSwH TEBRORSSIABE TEET,
NIZAA-=N=T. AEBE2, TYRTAYI—A TTILIIAT
WOFv NS T4 — R TEFT,

@ Menu— Rack L — M ZBEULIES. BEDOEEERLET,

default Positions

Menu— BEECEDIL—)b. Pooling DFETENTEET,
Automatic Positioning

E Method Builder - Rack Positions O X
Reagent Rack 2 < v - Volume | Sample1 | Sample1l |~
@ Position ) Content Type Conc (uM) MW (Da)
JQ.H:O:ECO A S8 Negative contro! Control sample
R1 A2 58 Negative control Control sample
. 0.0 R1 A3 58 Negative control Control sample
R1 A4 58 Negative control Control sample
R1 AS 58 Negative control Control sample
1 ‘ ‘ R1 A6 58 Positive control Control sample
", QQ R1 A7 58 Positive control Control sample
= R1 A8 58 : Positive control Control sample
96 Well Microplate —
=R ®v R1 A9 SS_Pusmve control Control sample
R1 A10 58 Positive control Control sample
‘EO.....OO R1 Bl 58 Sample 1 Sample 10 400
el I I 1 1 JOIGRN|FH 58 sample 1 sample 10 400
D000 O +—— 58 Sample 1 Sample 10 400
00000000 i 58 Sample 1 samle S - U . B
ao......o R1 BS 58 Sample 1 sample ‘10 400
7 R1 B6 58 Sample 1 Sample 10 400
68::::::8 R1 B7 Ssrsample 1 Sample 710 400
R1 B8 58 Sample 1 Sample 10 400
50......0 PTE 56 Sample 1 S ”Vll:'i' B
0000000 R1 B10 58 Sample 1 sample 10 400
000009009009 ||rinu 58 Sample 1 Sample 10 400
0000000 2 0 sesamper  sample 10 400
00000000 |~ 58 sample 1 sample e e
A B C D E F G H R1 C2 58 Sample 1 Sample 10 400 v
nira €0 i ramnlan F— in can
Help 4_ @ < Back Next > Close
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Automatic Positioning TIRDU1 > RUNFRRENZET,

FlE | #FIER ER -5

@ Rack Sample (FL—B) | Reagent (X1 7)L) NECELFT,

@ Vial Size Small (7mm FfED1)l) . Medium (1.5ml15mm) . Large
(15mm) NECEULFT,

©) Pooling Yes/No T Pooling 3 2NEIRNTEE T, Auto Tld. FBAE. Start up RE

RO Y5 ACEIEBEDSRVERDH Pooling UET .
* Plate T Pooling (C(F Septa (C&BS—ILIMETT,

@ Apply. OK Apply TZHE, OK TEAHLET.

E Automatic Positioning X

Change the order in which the samples are positioned by ordering the regions. The first region in the list is positioned first

Region J Color Orientation Anchor Rack vial Size | Pooling First Sort By
Control sample = Gyan - Column__ [~ Bottom left |- |Sample [-|Small |- Auto [-] Content-Ascending .
Sample Il DarkBlue ~ Column |~ Bottomleft |~ Sample |~ iSmall |- Auto |~ | Content - Ascending
Startup I Crimson » Column |~ Bottom left |~ |Sample '~ |Small |+ | Auto |~ Content - Ascending
Wash [ vellow = Column [~ Bottom left [~ |Reagent v |Large |~ Auto [~ | Content - Ascending
Solvent correction (buffer A) M Blue v Column__ (- Bottom left |- | Reagent - Small [-|Auto [~ |Content-Ascending

< >

Help Frint.. @ Cancel

6-9. RN OHEER
RITEMBOFHE, 197> I BRATEITIRIC, BUSUIE Y05 M i S SIS R B E R
ERBRUEDTHIN R BNBETY.

A ZUSIEEOY—ISANBOMESR (Fc2-1. Fca-3 I2E)
LUFOMFHHEREINEIR S, IERERNAERERDONES TN TVREE ZANET.,

FlE | #ERIEE AR5
D | TEEORHER FHEHBGEL TVBREEST-ISAT, BICEREFTOFSHET

EEHEOZLRWTYIFSE EFULTORLD ?

@ | E#HK Rmax OFER | 20O LENERI Rmax (TN EREESURVEVSRIAR) %iB
A TOLRLH?

® EEEARDIER BWCEHEEROAEEE TRAIDGRONITEIZDC. 20HER
MEDR=ZSA D FTEERVW_ABEORR (B TLRLN ?

56




: DFEHEOHER
s @B RMIRMaxOHERR

e

”ﬁlm\ CRRBHHDER

, i
T ¥

Rosponse

e, Act-Ref

B34
B. V7L > AV I BIRFENFES DERR
Sz I BIzsIC(E, T UI7L AN DI EHERLET .
FE | #EREE AR5
) Curve Type MiEIR Curve Type EUT Reference & Active fERIDE Y -5 L1 %&EIR
LEY,

@ Reference DHESD Reference DY =S ACFEELD)LIL ZRZLID ., FELFE
EEIEO\CLEERLETD,

1] All sensorgrams
I 44 Gurve Mames: <0verlay> hd |23 |i{ a

p| Curve Name = Curve Type
Fc=1 Reference } @)

Fc=2 Active

0 50 100 150 200 250 300 350 400 450

Fc=2-1 ReferenceSubtracted
=T - Reference (Fc1)
OK
150 — @ i )
JOLIL RS A ISFERUC R0 ET | |
i 100 l 1 B A
5 i o _ _ - Reference (Fc1)
NG
i
5 t t t t t t t t i ‘ ________ ~ N

Time s @ s wm owm om om w  w w

Reference (Fc1) / Active (Fc2)
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CIEEEMIFENRIES THRAN DR
HOWT, 2O EMNESEMAFENREDTHAINEVOIRBEETY, VT 71 MNREZER =D
TBF(C. S8 Rmax AV, IB5&HY Rmax (4-1E £88) LIT TEEHII B EzMERLET

—
S |
x
e .
- ‘
o *
z .
- -
Ny Y
x)Ylmu - : : 0 5;—3 \zI—T 157 2.7 2587 }‘? 3 5;—7 4o 45‘! 7

TFSANEE (M)

6-10. Keyword Table [C&BH VT I A, iREREDIEIE

B TWBESLIVREREAL YO TINOAIREATNZIANGDOIZIHE . Evaluation Software H'5
Tools... — Keyword Table.. 27 UyJU%E T,

FIE | IR AR50

@ | Concentration Unit | SEREEENT(C A DIANGOIRE . BRFE(TRICIRELET.

@ | Table BYTIEE . O FIOEGHRBEANIAN GRS, FRAFEST
HICIRELET,

® Edit Chip BIE(LEHDUN > FRIVERELE T o

& Keyword Table X
Cyclev fssay step purpusev Sample . Conc (pM)V MY (Da)v ~ Reset All Filters
1 Gonditioning : ; \
T s
g e Add Keyword
4 Startup i buffer i
B P e Rename Kayword
6 Control sample CESA : 50 ;
7 Sample Sulfanilamide i Remove Keyword
& Sample - Sulfanilamide 0079
9 Sample {Sulfanilamide 0.167 ! | > @
B o o P L T
11 Sample i Sulfanilamide 0625
12 Sample 1 Sulfanilamide | 1251 . .
T T et Concentration Unit
13 Sample : Sulfanilamide 25
14 Sample “Sulfanilamide 5 i @ —uilil v
15 Sample iSquanlIamlde WUi
16 Sample : Sulfanilamide 0.079: - -
17 Sample {Sulfanilamide i ! ©)

1R Snheent rorrec tinn i ] i 1 J

Help Apply Cancel
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6-11. D1 ¥ —R[C LB Kinetics/Affinity HITE

REEMRMEEY) (BENERE) DIFA. Sensor Chip NA, Sensor Chip SA BREZBAWVTUL> R%E
BEE{EL (4-1 288) | Multi-Cycle kinetics ZFBL\3T —XE% U\ TY,

FRATOSERERTBEIRIEE— REL T, Wizard & Method H'%0DF T (2-2 Z88) 1 COHBE. Wizard
ZRWBIENZNTT,

A EERT B -5 T

12/F18H R, fe%
WAZE DA>REIEALFEHT | -Sensor Chip NA, Sensor Chip SA (4-1 SH8)
SH—-FvT P2NvIVDT (6-1 2E8)
WA 5= Ny Tp— AV MERLEFDEE NS B S 2R X TEENRIERD
stanby flow CORERFREITELT 65mli/24hr
WA {EEMT7FIANER
WA 50% DMSO &R Fv)—A-N\-BhLERRFER
FEnA | BEMHERAER DMSO ZEFRW\WI7—DIFEEAE (6-6 S2H7)

B. Wizard (C&BITE

7 .
¥ Run Wizard—Kinetics/Affinity Z3&1R

Flg | BEER FE -5
® Injection Sequence | .Fc/Sensor Chip M3&IR
- ME(TIGUT Regeneration (BBA) ZiEiR
-Carry Over BRI DERIENADEE (ROAIIADFZE) HEFE
fTEEI,
@ Setup «Start up (& Running buffer T 3 B _E
*DMSO ZZ8I5E Solvent Correction %z 4 @ £ (6-6 &H8)
® Injection Parameter | . 7354 N> 4% NARBERERE . TR (ZEE 30ul/min MLk
Sample B FALBYIDIE . 50%DMSO 0 Extra Wash
@ Injection Parameter | JEB(CiSUTERTE (6-3 208)
Regeneration
® Samples -Kinetics : /2E 5 mB L Z#HELE
- Affinity : /RE 8 s 7S
-0 RE x2 M. BIRMHEZRORHECHDEEZE 1 [0,
® System Preparation | {2&h4% Prime EMEEH TS, Prime before run DF IV %S+
ER
@ Rack Position 6-8 S8
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ﬁ Kinetics/Affinity - Injection Parameters

] X

Sample

Contact time: (s Flow rate: (u Dissociation (s - @

= Extra wash after injection  [50% pMso

-

Regeneration N

Solution: IG\ycine—HO\ pH1E l [[] High viscosity solution

- @
Contact tim: (s Flow rate: (u Stabilization geriadD (s
-
Help < Back MNext > Close
E Kinetics/Affinity - Samples x
Samples
sample id MW (Da) |_Concentration | B |
nM v/ pg/ml -~

11 cmpd1 300 1] 0.000 D

2 cmpd1 300 1] 0.000

3 cmpdl 300 24 7.200E4

4 cmpdl 300 12 0.003600

5 cmpdl 300 60 0.01800 >' @

6 cmpdl 300 300 0.09000

rd cmpdl 300 1500 0.4500

8 cmpdl 300 12 0.003600

B | J

Run order

@) As entered () Increasing concentration
Help Import GControl Samples.. < Back Mext » Close
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6-12. Y HF— K5 AYY RZEHa

FRAT A SEAE R BEARBITEE— REL T, Wizard & Method H'&0DEY (2-2 S88) , Wizards (C&37T
D3 LERRIIEETHIRME. S IINHAIINAART1IZNNEIR, UJ7L > ZADEIR. BABROR
DIEIERECHIFINGDDET . €2 T\ Wizards TIEIXIETERMEMRTOI S LZFERAULVEE(.
Method Builder Z{EFALZE .

Method Builder (CEVBNRUVS(E, Wizard TR—ZEVERL THBIRFELIZT7A )% Method TH
& IREIDEETAIEETT .

=
=¥ Run method ZUVILET
Flig | #RIEE AR5
@ Show importable FIvI I BERFEHD Wizard template NNEIRBIEETT,
wizard template
@) Browse... RIFEATHER
® Wizard template MiE | Type H' Wizard template ([CIR2TUVBEDN, Wizard TYERRUIEE
iR DTY, Open MHRETEET,
E Open/New Method O x>
Look in: ||__| Methads And Templates pul )
Name Type Modified
&l Biacore Methods
= Biotin GAP wizards Kinetics/Affinity 2021/08/11 €——— @
B 20-03030045 exp324 Method Builder 2021/03/29
Bz Biacore T100 - MultiGycleKientics - Bioti.. Method Builder 2021/06/30
= Biacore T100 - MultiGycleKientics - Bioti.. Method Builder 2021/07/06
= Biacore T100 - SingleCycleKinetics - Biot.. Method Builder 2021/06/30
Help Browse . Show importable wizard templates Mew Open.. Cancel

T4y T4 ) ERICEAU T 4-3D S8,

61




6-13. J1YT1 Y JETIKE parameters D

6-13-1. Kinetics f#tfr

A. 174> IET IV parameters DERTE A

i Kinetic SEreen 0,5 Setting — Fit Settings.. Z3&4R

=i —

axiE

Flig | #RIEE FER -5
@ | Model ERORISFRCHLETNHEBER (6-13-18 BI8)
@ | Parameters TE(F Default 18 (6-13-1C ZIR)
©) Apply To Fitting XIZROEH—J 5 LD&EIR
Ad Fit Settings * ‘
#Ad Parameter Settings X
Model | . I Bindine €———(1) \,| Parameters .. 11 Binding i
Name Rt Initial value :
ka Fitglobal  1e5 ... Default]
kd “Fit global le-3 Default
Q@ —p|Rmax Fit global [~ | YMax Default
tc Fit global [~ | 1e8 Default
RE ] Fit local [~ | YMax/5 Default
Apply To
Selected [[] Cleared
[] Eleeeed @
Action will not apply to accepted or rejected ser
Help oK Cancel Help Carcel
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B. Kinetics SRATDORIGET IV

Ko fB(E 1:1 $EED_ETHRRDIIDEMBEDZ8. BIREREDYEA%Z 1:1 DRICUTWVEIZE, 1:1 Binding
DETINAEHEIRT L2 BEIDLET

R

#tBA

1:1 Binding

A+B & AB
B> REPFSA NI 1 S F R TRAT 36 EEMBRIGET L.

Bivalent Analyte

A+BS AB,AB+B & AB2
73354 " 2 B ULIERE 2 EROKRIEET IV, ABIEESHERZRRE. UL >
RBH 2 RMHES T DG

Heterogeneous
Analyte

A1+B & A1B,A2+B & A2B
FRERIL. VAV R ED 1 FEEDESEMIZ 2 BROY 51 MSRE
5& iCro

Heterogeneous Ligand | A+B1 & AB1,A+ B2 < AB2

7354 MU TGRINNEDERS 2 DOEEEMIZFTOUA Y M7 51/ b
MATU RIS I DRIEET .

Two state Reactio

n A+B& AB & AB*
UB>REPFSA D 1 DFRLOEETHSN EEAEAZRARI> TAX
— 2V ERIIRISET o

C. Parameter Setting DfEA5E

B)(GA=BTHU T T O TENBIHET T,

|| B

Fit Fit Global : #BEUEEDT> Y —JI AT 1 DOfFERDFET .
Fit Local : ZEEOT Y- LATENTNEHRZRDF T,
Constant : [EE{E,

Initial Value

- Fitting f#ATZ (U B HHMEZ S TE
- Constant B CETTEIEZSHTE

BI\GA=H(CHT

DFEREEA, Default DFFEMIT DT —AHZ T,

LR & A

ka Z{DimE . BEEFULRL,

ka RRENNEVEND T, BBEEASNCERBENLIEE. 1e-5 <BLNSBIERUHDT
t6H3.

Rmax BRI Fit Global. BENMTDTHAIILIEIC Rmax MENBBR. Fit Local %
ERT2T—ANH3.

te ZDiHE. BERULBL,

RI FARUSEWREES Y =I5 AORARC L TIEEBOL AR 2% RI ELTEHELT

ULFESTEN® B8, Constant O [CUE(EFSHVWWIEEN DD,
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6-13-2. Affinity fi#tf

A. 174> IET IV parameters DERTE A

A Affinity Screen 15 Setting — Fit Settings.. Z3&4R

Flig | #RIEE = Y=tk ]
@ | Model ERORGHERCHLEFNRERIR (6-13-28 S7)
© | Parameters TE(4 Default B (6-13-2C BE7)
® Apply To Fitting XIZROT Y —J 5 LD&EIR
A Fit Settings
Model Stoady State AfinTt #d Parameter Settings X
odel | . —
- ety = AT ) Steady State Affinity
Name Fit Initial value g
KD . Ftglobal [~ ]XMax/10 Default
Rmax Ftlocal  YMax  Default]
@ —>[offset Fitlocal [+ vMax/5 Default|
Apply To
Selected [[] Cleared
[] Eleeeed @
Action will not apply to accepted or rejected ser
Help OK Cancel Help Cancel

B. Affinity FRATDRISET IV
IBE. Steady State Affinity NNE(ENE T, Ko fBIE 1:1 FEEDHETKROSNZEMETI DT, 1:1 DFE
BRI THIELTI1YT I DETENENET,

IR st BA

Steady State Affinity CRmax

= + offset
@ Kp+C

'\

1:1 Binding €7 )L . Rmax (& Fitting /{5 X—4,

Steady State Affinity Steady State Affinity EEICET VLT, RITDDL AR ZNSETES
Constant R e

onstant Fmax /2 100 Da #7200 Rmax AL T, BRAFEITS. BEERIDT S
51 NBEDT—R1> MBS TERVGEI(CER.
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C. Parameter Setting DIEH 5%
BZINGA=ATFU T T OEENBIEETT,

I5H athA

Fit Fit Global : #3UREDT Y —J3AT 1 DOFEERDHFT,
Fit Local | ZEE O Y—ISATENENEFZRDFT,
Constant : EFE{E.

Initial Value - Fitting f#AT 2 (U B HHMEZ S TE .
-Constant B CEIEIEZEKTE.

BINGA=HCIT I REREE =, Default DFEFEMI 27— AHZ T,

IR anhA

ka ZADIBE BEIUEL,

Rmax BE(F Fit Global, BAEN R T THYAILTEIC Rmax HZENDBER. Fit Local 2
ERIZT—AN'H3,

offset ZDIGE. ZERUBL,
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6-14. FRAT$E5R O o S5 54

Evaluation Software (. 7174 > DB FHMIZITIMEBENHDE T . +TSERVVEEEVRREL
T SNEEKETITTA I ETECHIIRRETHMETY . FIRFREVEDERIRLTVWRE Y-S
LAZRICEBOTVSD, ZDROO7YEA Ty NPy TMAILDEETY (6-9 SH8)

6-14-1. Kinetics f#ifr
A. Quality Control 47
FlE | HERIES SEE - 5i0A
O | EEEHNSRTLADZRYYEEE | Biacore T200 DARYEH]
Ah ? ka=1e3~1e9. ky=1e-5~1
@ | BISA—IITIUTEHENT | kow ke BEU Rmax ORIIHEBI TR,
Wdh ? RARNTDAR—NZF =230 F T ko ko [CHEBIME DR
5N3.

® BRNERDME (RI) OZHM DI ZENBE LU T 51 MO OREZZEUSICLD
TRIFEOGAVMEERD(ET

@ | Y-S ARI-TEHEOTVS | BEEYY IVSGER. toY -5 L0ME - fREISE
h? IAERIIRISE. Fitting FEROEFEMEHEL,

® T4vT4T =IO TRIETD | Residuals %R (6-14-1B 2H8)
YIS IALICHEILTLSHD ?

Cuality Gontral  Report  Fesiduals  Parameters
'(—j Kinetic conztants are within instrument specifications. <—®
{:—j Kinetic conztantz appear to be uniquely determined. 4—@
D o zighificant bulk contributions (RD found. 4—@
v
e Check that sensarerams have sufficient curvature. 4—@
e Examing the residual plot. Pay attention to svstematic and non-random deviations. 4—@
AT—HAN=Y
Fia)

S8 AT —TERAY NTCALTOETS .
(&) JAUTA—TEIAS MNOHFERAITENTY .
X (FR) HAUTA—TFEIAY NCICALTOER A

e (B) BEBNHEBLET,
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B. Residuals 97
T1vT4 2T h— TR CO—BRICUEOR T —IDE5 DEEEERUET , BIFRI(vT1>I T,
SOALCTOY M EILTED, A4 RSAORICEFETOTOY MIUREL>TOET, FRZ= Oy NIRD
HRANZHE. BIFRI(vT( I THREFEZET A,

RU
0.8

06 4
04 4

0.2+

0

Response

-0.2 4

0.4 -

Residuals for a good fit

C. Report H&U Parameters 47

RU
6 -
454
34
154
04
15
34

Response

100 200
Time s

Residuals for a poor fit

FEATREREVTUA T ONSXA-INEHEINF T,

BAfif teA
HEORETER s HEEATZRRE. IM D A & B TREUBRCAZAR
ka I EEERDE,
AREREE TERY " EEROLZTEN. EEHN 1 LRICRERETSEIS.
kg ks =0.015s-1= 1% 1 HLDEEERN 1%A75ET 3.
ARERTERY v 77454 — (FFEEIRBICBVWTENR T OESHN
Ko RSN TL\BHERT ,
11 binding Rmax RU 7T 71 MNDRAIESE.
model TN CULIL AR Z%ZBI WIS, EOnshIMNiITND
7 FRRSIR RU BSEME.
i « RSHEHT 0 (CFMEREBASE
te=kt/*v f YARIZZAR—k (MTL) TE# (kt) O
TRRIEIF IR N
e | KENTF MTL BBECHIDDTORHEBE LTSN,
tc B RU M-1s2°m’"

1EiR. COMBNVINEWVBE, T8 —FyTRMEICESE
27751 M\OERBROREHMRBOTVSEETEEN
W3,
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_ AET —571974> I N-TRDEETRT .
7’1;? R [BIFBIWFAAT [ SHFINIAXOFIIESIE
(c—EK
Fitting f%(C FEATEDSFEME. =15 MERL. =25 BN
ROERRER il U-value - MBEDISFEE (KL,
(IA—=5— * BXfFM 1:1 Binding E7 ) EAREDH
. B/ SA=F(ONT SE 28 H,
*f:% /05— SORRATRRISHL T, 10% T T—HH
(CIERIERVE I EENBTEN S,
6-14-2. Affinity fi#4f

A (SERMHEOHESR

EREMEOFVEITIERZFDHICS. 7F51 b

BimiE N Ko fED 2 B ETHRMEN TS

EMRBETY, COREZBILTVRWEE. KBS N TRETRRSNET .

RU
60

50
40

.

30

I/

0+

/Ko : ERRMENEL

1e-6 2e-6

3e-6 4e-6

Concentration

Se-6

Ge-6

7e-6 ge-6 9e-6 1e-5

0 Ko : {SFEHEAMEL)
01 4 " + 4 " - 4 4 + ,
1e-6 2e-6 3e-6 4e-6 5e-6 Ge-6 Te-6 8e-6 9e-6 1e-5
Concentration 1]
B. Report LU Parameters 97
EH{i] Bl
RREETE 2R " VT4 =74 —(FFEEHRRECHBVTENLE T DESIR N
o K, BN TLSHERT .
1:1 binding model T, MD = — —
" 734 MDBRARIEEE EBRCT T I RNNUIE,
=¥ Rmax RU e .
TEEENEMTS VAR A,
Offset RU [X=0DBFD Y EHDIE
Fitting fR(CX9 93 3 ,  PET—AETvT1> I h—TRDERRT , BIFRT
ST C 54— — Chi’ RUT Uy T & 39 A ZOTIS T B,
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6-15. FHEE

2D-kinetics 2D NAFT4 | 8KIsK+ TAWBBIESED—D. A= — RILLEEY (I TIA
92R SEENEETECHET 3.
Active Cell U > RETE | Flow Cell D35, V> REETES 3L
(Rl

Affinity EEHERRT | RT7F 51 NEEOESHICAI2EEMETOY IS 1/2Rmax (C
YT BT7FS51 NEEIABN TS Ko [BEEL, &S - AREEDEL)
WEEREZ RIS LAOBRTEE.

Affinity TIMZT4A— | DFOD 11 FEEICHBIZHND (K 1E)

Amine TIhyTU | DFO—RIZEFBLT. €2 —FyAUAY ROFr T Fr—

Coupling > DFEBIEE AT —RIBE R,

Analyte 7314k Biacore [CHVWTOX KR I BBINY > T ).

Association | fE& 7354 MEERL T, oY —FvT EOULY REFF5A MEE
32,

Avidity TET1T4— | BMDFOBIZHEAADRE.

Bulk Effect BER | SYUIVBEERICEUTEEORBIERERIMT L. LARY
ANEURIRR.

Capture FrIFv— | UNYREHEIRT 3D Fat Y —FvIICEELL. RIERIICUH>
REt Y —Fu T hEaEE 3T,

Capturing FrTFv— | B —FVIAULY RERIENICEEL S B OEIRAD F. U

molecule DF By ROBENTEEL B,

Channel Fr>) 8K/8K+([CHIFE. BFZ—RILHIET BRIESES,

Chi? h 5 SBET 9Ty T4 h—TRI0E (FIFEHE) %R,

Contact Time | ZANBFRS UH> R, 7F54 MNaE"RA > D123 9 B,

Desorb FYNT IFC BEVHYTINF1-T&5FF3T0I 5 L. B—EIOEREEHE

Desorb  and | FY)LT7> | FARTOIO-YATLAOHESLUFEEITZT0Y5 L. B—EIDRE

sanitize RHZH(Z | Hoaies,

Direct [EEE5S oY —Fy AN REEEEEL T 355%. ELCTI>hy >

Immobilization HEIEY .

Dissociation | izt 7354 MOERELEDH T, ToY—FvT EOUHY RETF51 MR

i s T

Experimental
Rmax

S Rmax

ERRICTF 51 MU, #5E 20895 L AR Z(RU)

Fit

T49T4>27
FEART

FIERRZ R/ N BEEICEIDZEEIETED kov kos Rmax BEZBHTD
RT3
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Fitting Model | RIGETIV | T4YTA I FARZATIBROET L.
Flow Cell Jo-tb oY —-FvT E YA IOREHSERSNISEREIER I BB T,
(Fc) RS- AR D5, IBE. Active Cell & Reference Cell Z1FD,
Foil TALI Biacore T 96/384 DI L —h2RAVWBEBOTL - -
(Pooling A~8])
Immobilization | [F|E4t, o —FYIUL Y REFESSEBIRIE. Capture (FvTFv—)
EDFSFREL TRV LD DD,

Injection 1>21933 | Z-RILVEBWEY Y TILOGI,
>

Ihr/lw_tegrfatéq RAYOREE | h— NSOV IOREER. 25 -FyT S B ER(CI0

potde |5 | e,

Ka (Kon) BRERE T | BEROTTEM. BEHAN 1 WECRRREI2EIE (1/5) -
4 k= 0.015"'=1% (1 PHDESHEN 1%FEET D)

Ko AREETEZN EHEHARREBCBVWTENE T OESHNIEKREINTVWEIHERT

(M) &

K (Korf) BAERET | BENRERRE. 1M O A & B ZEAEUKERCHEK I 2ESHERD
£ # (ms) &

Kinetics DART4IR | RIGRE ROV, oY —I S AORARETHUEL. ko ke ZE
BEAT I REMTFE.

Ligand UH>R Biacore ([CBW\ T Y —FvIICEEIL T BEIDH > T,

Mass NARNSDZAMR | 7FH 54 NOEIENEBVONT | HEREN EE2IRKR, toH—4

[raneport | _MJEF-3 | SLOBHAECERS. BELEE TR bR EE

(MTL) £ (30 hl/min) (93,

Multi cycle | TILF YA | E7FA NEEZER YA TRIEDT 3/5%.

kinetics E

Paralle| XS UL hA | sKigke TRVSBITESED— D, HA—— KL T—E AR

Kinetics 2702 | BAETS.

Pre- _ FLaAEIN | PEOhvTUSTICEWT VAV ROEERLD 05~2.0 FZEEN

Concentration || sy, | pH OBIEARIVBTETE Y —FyHiF EARBBNICEREEES

R,

Quality HDAVT 4= | T4974 T ERMTHE T #4(C Evaluation Software DRI J1vT4>4

Control SO | OSREEHE.

Reference Cell | JJ7L > 2t | Flow Cell M35, UHY REEIEILLRVEIL CBERIBOMIE
)% F)

Regeneration | B4 o —FYTCEFE SN Y RS T7F 541 M sl B (L2 TR

BESEBIRIE. VN RCEHEBESE 2155505
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Residuals PZ&JOvE | Evaluation Software HRY J1v7 4> DREBFHED—DT. J1v
T4 =TI BRET —IDAL%ZRT .
Resonance LY+ > 21 | Biacore DRIECLOTESNBL AR ADEMN],
Unit (RU) —wh
RI BIEINR JOVILZRS 2% ZUSIWERFC, EONSh NI NZiRE B,
Rmax 7=IYIR | 7F 34 MDEBRAKIEEE. Theoretical Rmax (I25EHY Rmax) &
Experimental Rmax (58 Rmax) H'$%.
Sensor Chip oY —FvT | UAYR2EECL. S FRIMBEIERDZERS Biacore ERDH
FEm. & 15 EEIEE,
Sensorgram t>Y -7 3 | Biacore N'5155N 5. &5 . MBI F2RERUICAIET -7,
JAN
Septa (L Biacore T 96/384 JIILTL—MeRVBEOTILART L~ —)L
(Pooling B])
Serial kinetics | 3 77)Lh4/ % | 8K/8K+THILV3. Single cycle kinetics & Multi cycle kinetics DFa
FAIR e B—DZ—-RILTERBEZLD.
Similarity EEE EC50. PLA BREDRFT > —TFvt A, Ffc. Sensorgram
Comparison (& BfEEERTVOARMESTAT .
Single  cycle | 3> )L B4 | &7F34 NREEZRA—YA I TAES 355,
kinetics AL
Solvent BIRAEIE | 7754 M DMSO BED/ VIV AR ANAKERIAIRE S OIRICE
Correction U%. Active Cell & Reference Cell [CBIFBIBRINRDAL %= H1E
EE- el
Surface KETSXE | RKANODTOREE -t SEREEEOREITE L TIE
poemon o |sumx | maEnOUTLAM L TEITES S,
(SPR)
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