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1. R == 1

1. R9V—=—=v7

1-1. XYy FORTE

Toolbar ® Home 74 A ( #) F721F Menubar ® Run—Template..x 7 v 7 L T X X
—FRXZU=VIZRY XY,

Biacore Templates

% Blank template
(21 Surface preparation
(21 Assay development

&1 Binding sereen|
3 FragmentLMW
[} Fragment clean screen

L LMW screen
(10 Antibody/General

[ Antibody screen

= General screen

(21 Kinetics/affinity

[k Fragment binding level screen

2 LMW screen using capture

= General screen using caplure

. General screen using Sensor Chip NTA
[ General screen using Biotin CAP
[} General screen using GST capturs

7E & @ Binding screen
XYy FTEEL T
vt -7 7 Lk
Kinetics/Affinity B4 1%
EMTEEE A,

ZITIE YAV FZBEEEEML TERDT 74 MeDRI Y —Z v T RET D X
Vo RIZDWTHBALET,
Biacore Templates 0 Binding screen—Binding Analysis—Antibody/General— General
screen #EIR L T, 7NV y v F/=ld0open.. 527Uy LET, LLEIICT 7L — |k
% C:¥Bia Users¥Templates 7 + L X ICRF L TWLW 5155 (1E. GO My Templates —&

ICRTRENET, A7+ VKICRELIZT 7 L— ME, Browse..z 7 U v 7 L GERL

EQEM

B8 yethod Builder - Main

| Ovenien |5 Assay steps

General settings

Concentiation unit = b
Starcup Data callection rate = 1Hz .
losicsiiag] ) Sample compartment tempsiature = 25 °C
[Startup] Sample 3 times as entered. Deatostion = Mult
[ oo | x
Sample
Cycle Types [ample] Sample 1time as entered. Settings for assay step “Startup”
_ Temperature = 25 °C
Control sample Buffer =4
. t [Control sample]  Sample 1 time as entered.  Before / after / every 24 cydkes.
Settings for cycle type "Sample™
Setup Fun Sanipls 1: varies by cycle, 45, 60
Regsneration 1: Reg solution, 30s
Report points
< I > Expand Al Collapss Al

Method Builder @ Main X A 77 0 7 A’k X 41, Overview BE I I EAEDERERNBRHL TR S
NEFd, 2ZTlE. ZEERICOWTHBNMNLET,
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2 1. RZY—=2y

General Settings 7 ') v 7 L ¥9,

B Method Builder - Main

— | 0
‘ General Settings ’ Data collection lal@Deteclian @Sample compartment kermperature
e . .
|1 v| Hz ‘Muln v| [ *amy with analysis temperature
e |
T STE
L |

Cycle Types
L
Miscellaneous settings

i
Verificati ) "
D Concentration unit Buifer settings
IpM—VI Position

&

Setup Bun
L — ]

After un

’ [] Specity analysis temperature after |:|

@ Data Collection rate
THz Z#ERL £7,
@ Detection
WHEE— FZLUTFD 32 (Single, Dual, Multi) » 53R L £,
ERICERT 2 ILDORE L. Setup Run LUBETITWLWE T,
Single 1. 2. 3. 4
Dual 1.2, 3.4, 2-1. 4-3
Multi 1,234, 2-1,4-3. 2-1,3-1,4-1
(® Sample compartment temperature
Yo 7navs— x>y FORE (4~45C) ZHRELET,
@ cConcentration unit
TyvtAehzBL THWEEEBEMZERLET,
(® Buffer settings
ERTL 7y EEREEANDILET,
® Afterrun
FryvraANTELE, RAENIKRT LRI, £ —REORENEE L
ToREICEBEEINE T,

Biacore S200
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1. R V==

X TEH. AssaySteps * 7 U v 7 LEY,
Startup ZEIRL £7,

B8 Method Builder - Main

E ]

Startup
General Settings 74 Delete Startup]
— )

|

Sample i times as entered,

sample
[Sample]

C
P ,.’
L_peecpsie: _}

1 time a5 entered. ‘

Sample

t

Control sample
[Control sample]

Sample 1 time as entered, Before [ after | every 24 cycles, ‘

[ e |

Cycle Fun List...

Base settings

MName: |Slaltup

Furpose: | Startup

Cornect to

| Sample
cpcle type:

Assay step preparations

Temperature:

Buffer.

Number of replicates

Times

Recurrence

[[] Repeat assay step within
Eweny

OCCUMences EVBnl}'

&0 once first

Distribute

RAun assay step once last

Number of replicates
3 A

5| times
(&) Asentered [1,2,3,1,2.3]
O Order(1,1,22.3.3)

) Random

R—XS5AVEFNNDI=DDRZ— k7 v 7O EREK

ERRELET, 3EIUEZHEEL XY,

!

Biacore S200
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4 1. RY—=>o

ControlSample =7 Vv 7 L £9,

FHWISHET 23y bR—LY 7L (RYPF47avyba—, 2AT«4 73 b0
—) DREFHZRELET,

I bE—Y TN EERNICHEL THEL & BITRORTE Plot T, U A FORE
MAREEEHET2ERLICESEMENMTAE T,

8 Method Builder - Main

Overview
L

Startup

General Settings x Delete [Startup] Sample 3 times as entered,
2 Cg

Assay Steps || 3 L= L sample
Cycle Types

L

1 Mave Up ontrol sample
; Mowe Down [Control sample]  Sample 1 time as entered, Before [ after | every 24 cycles,
L -

1

[Sample] Sample 1 time as entered,

Cycle Fun List

Base setlings Recurrence

Name: |Eontrnl sample Repeat assap step within

Purpose: |Ennlm| sample (%) Every 24 3| cyole

>

Cormect to

Sample Distribute 1 ocoumences evenl
Ce [sare O b

Run assay step once first Run assay step once last

Assay step preparations Number of repl

Temperature: times
Buffer @ asentered (1.23123)
Order (1,1.2,2,3,3)
) Random

Recurrence ? Repeat assay step within ([CF = v 7 % AL T, /LK 7> X = 1 —TSample
ZEIRLET, Every ICF = v 72 ANT, YA 702 &icay bOo—iy >y 7Lz 8E
TEINERELET, (LROEETIHE. YV TIAIE 24 A 7L ZEIC1E av o
— LYY TIULEAELET,) 7Tyt A DB EEHYICHEITLAZWEEICIZ. Runassay
step once first & Runassaysteponcelast (CF =V 7% ANFET,

. DMSO & & OEHAE % EURERZFER L TED FILEaWAE % EEd 2R (ICI1E,
Assay Steps T/ALEIEFARIRRAIE (Solvent correction) % EHARIICEMRL £9, 5z 2E
IR E N,

Biacore S200
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CycleTypes =7 U v 7 L£7d,

B8 Method Builder - Main

Ovwerview

Description of selected cycle pe

General Settings
L == - -0 ="

[ pssnysieps |

‘ Cycle Tupes » ’

[ —werttio—]
Vet

—

Injgctions | Repart Points |

This cycle type iz used in Startup, Sample and Contral sample steps. [t contains
injection of sample followed by regeneration.

Setup Bun I Insert 7< Remove
L= |

Sample 1
Hegeneration

[#)
(3]

Settings for Sample 1
Type: Low sample consumption v Method Varisbles | Evaluation Variables|

Sample solution: |z variable

Contact fime: 5 | [ Contact time ()

Dissociation time: (5]

Flow rate: [pl¢rmin]

Flow path: 1234  |»

[ Predip

] Eztra wash after injection with: |:|
[] Stahilization perind El (5]

Set property az variable
Sample solution

[ Dissociation time 3]
[ Flows rate [pl/min)

%] of mix solution

Stabilization period after mix: El (5]

Sample 7 ) v 7 L¥d,

Injections X 7D YU X kH 1> Sample 1 ZFEIR L £ 7,

Type

contact time
Dissociation time
Flow rate

Flow path

Extra wash after injection with:

Stabilization period

Regeneration I~ > F 4 [EER(IC

Low sample consumption = fEH L £ 3,

TF7A MRMEE () 2ADLET,

RICRERIIRORERER () 2AHNLET,

R (ui/min), BE. 30 pl/min,

TLE DY RO ENOREZERL £,
(Both ¥ 713 EAT 2 7 A—tIL & IEE.)

Frv I ANDEREBRTTF 74 MARMEISR

BRZEELET Y —F v 7REICITRANE L A,

Frv oAk ANDEIBE L MBEERREZIC, IBELT

BREIN—Z 74 VEEDT- O DIFHEBEA2RES 5

ZENTEET,

LELET, BEETHARWVEEICIZ, Regeneration 1<

v K% ERE, Remove 27 U v 7 L THIERL TL72& L,

l

Biacore S200
BAGERIRGIAZE



6 1L RZY—=v7

R 1-1. Fv 7 F ¥ —FILLBU A FOETEWL

EEL TG R NGB, ¥ v T F v —ECEELT 2HAICE. TFIA Y
ZIVAINGTIC Capture AV Y FZEBML XY, (£, Fv 7 Fv—FEDicdOT 7L
—h XYy FEBALTIEEL,)

BIZIE Fe1l 2 77 LY REI, F2 ICUAY RaF v 7F v —F 555215, General
Settings X 7 v 7’ Detection T Dual % %R L T, Cycle Types X 7 v 7D Capture I <
> N ® Flow path T3 Second (=Fc2) #:XEL £J, T I T, First (=Fc1) ZEIRT 3
& Fe2-1 DMEERT — 4 AIBTELRLDOTERL TLEI W, YA Y RAEESH 2154
[Z1E. Method Variables @ Capture solution [CF = v 7 &% ANLE ¥,

Commands | Faport Paints

Capture .l Settings for Gapture 1

Capture salution: Iz variable Method Warisbles

Set property as variable

Contact time: &0 (=)
Ciapture 1

| Fl te: 10 1/ mi
Regeneration 1 \il S0 (E=182 {pl/min)

@) Torowr G D

| Capture zolution

Flawy rate (uldmin)

BB, F1ZY 7 7L RXELT, Fe2, Fe3, Fed LRIA DY AV FaF v 7F v —L T,
RIRFICT 74 baRINT528bTEET, ZDEICIE. Detection T Multi ZEX7E L T,
Flow Path |3, Capture1: 2. Capture2 : Fc3. Capture3 : 4, Sample1:1, 2. 3, 4 &%
ELET,

Gammands | Report Paoints

|Oapture v| Settings for Gapture 3
- Capture zolution: Iz variable Method Variables
| ‘/Irlsﬁt‘l\lx Fenove | . Set property as variable
Gontact time: 0 (s) N
Capture 1 V| Capture zolution
Ciapture 2 — Elem pefizs 10 {pl/mind Contact time (=)
rate: plimin
gaptulre ]3 \ﬁl Flow rate (ul/min)
ample — .
Regeneration 1 4 Elw il |“—'|

Biacore S200
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1. RoY—=vo7 7

Verification =7V v 7 L9,

B8 }ethod Builder - Main [=x]
Werification results
L=
The method has been verified and can be used o setup arun
el 8
L_em )
L

L gerieaton 7>

Setup Run
L — |

(o ] (oo ) (oen ]

Ay FOEREICMEN T 1L "The Method has been verified and can be used to set up
arun"E RRINE T, AEVWHD D IHEIERETPHNFRRIND DT, FBRICHKE > TEILE
L9, #iR%, SetupRun 27U v 7 L£7,

!

B® Jiethod Builder - Detection

Detection

Flowy path;

[ < Back J[ Mext » J[ Close J

Y7 Flow path Z 3R L, Next>% 7 v 7 L £,
!

Biacore S200
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8 1 RZU—z=7

Variables % 4 7 04 T, Startup. Sample, Control * ZNZN o Uy o7 L. T—7/LICH
YITNVEREANLET,

B8 \ie+i0d Buildes - Variables

Agzay steps
Skartup
dtrol sample
K Sample 1 ~
Sample solution I| MW {Da) + ﬁ\%% : ]
1 5-353 ; 161.17
g |5t 11115 BITEFICEEEZ2 D FEM1E L /-1E M
3 5-355 168.2 N .
4 |s3%6 186.23 TEHHEEICIE. B TADLETS,
5 5-357 154.17
— 1313 ﬁ?g%ﬁE@M\%fJ‘& WEEIE. RETY,
T 5-359 140.15
i 5-360 256.32
9 5-361 180.21
10 5-362 163.24
11 5-363 190,25
12 5-364 228.7
13 5-365 252.7
14 5-366 268,34
N |s3e7 289.3
16\ |s-368 17 2

[ < Back ][ Ment > ][ Lloze ]

Control sample (3. KT 7avbrO—, FHT4 7 FO—ILEZXRELET, *
AHT7T473avba—Lid, BELBEWIEPRLL BT T, FVv =y TRERE(E
BLET, %ﬁﬁ&Qi%ﬁ;z5zf:kg@zzgzz%@ﬁgﬁi%gﬁzziz

8% Method Builder - Yariables

Aszay steps
Skartup

Sample
Control saméle |

Warnable values for dizeay Step Control zample

sample 1
Sample solution | MW (Da)
RE wne———— FHT44 733 bO—Ib
|-l P —— R F4T7arbo—

] L1

Biacore S200
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1. R Y—=v4o 9

HE 1-2.Excel 7 7 A ILTIERR L 7= Y > ZILIBRD AN

Excel 7 7 A W THERR L 7= U > T ILVIER EB1TT 5 1214, Excel TOREFER., 2 7YY O F
FARZ7 7400 EeRFIE txt) ZBIRLFT, 27X CRELI-T—4%% LZEET
ME, OE—R—XFTAADLTLEE L,

Yo TINIERE AR, Next>TEMRET,

B8 yothod Builder - Cycle run list g|
Cycle | Assay step name | Sample 1 Solution | Sample 1 MW (Da) | ~
1 Startup buffer
2 Startup buffer
3 Skartup buffer
4 Conkral sample RE 459
5 Conkral sample 51 459
[ Sample 5-353 161.17
7 Sample 5-354 111.15
8 Sample 5-355 165.2
9 Sample 5-356 186,23
10 Sample 5-357 154,17
11 Sample 5-358 135,13
12 Sample 5-359 140,15
13 Sample 5-360 256,32
14 Sarmple 5-361 180,21
15 Sample 5-362 163.24
16 Sample 5-363 190.25
17 Sample 5-364 228.7
18 Sample 5-365 252.7
19 Sample 5-366 2A5.34
20 Sample 5-367 289.35
21 Sample 5-368 175.14
22 Sample 5-369 201.66
23 Sample 5-370 115,18
24 Sample 5-371 243,29 v
I Help q [ Dverview ] I) Print ] I < Back ][ Mext > ] [ Close ]

N\ Z

AESA 7L X EDRRINES, Overview T, 2H 1 JILAREZHERTEET,
Next>%z 7 U v o7 LEXT,

d' Method Builder - System Preparations @

Prime before mun

[7] Momalize detector

25

25

Help | <Back | Net> || Cose |

BITE #1285 2 H]IC. Prime X9 53554, Primebeforerun [CF = v 7 &2 ANE T,
Next>%= 7 Uv 7 LET,

Biacore S200
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10 1L RARZY—=v7

88 Jethod Builder, - Rack Positions

Fieagent Rack 2 i Position w'(llljll;.'e Content Er::;“;:;a; A
. QO QO 690 BB Control sample - 489
QO QO RZBZ 690 s-1 Conkrol sample 489
R1 4l 50 :DMSD Sample u]
Z.QO.QO R1 a2 50 :DMSD Sample u]
QO QO R1A3 50 DMSO Sample 0
OZO QO R1 a4 50 :DMSD Sample u]
1 R1 a5 50 :DMSD Sample u]
.Q..QO RLAG 50 DMSO sample 0
A B _C 0 E I G R1 A7 50 DMS0 Sample 0
384 well Microplate | |R1 AG 50 :0MS0 Sample a
R1 a9 S0 DM Sample Ju]
R1 Al0 50 :DMSD Sample u]
R1 411 50 :DMSD Sample u]
Rl a1z S0 DM Sample Ju]
R1 415 50 :DMSD Sample u]
Rl Al4 50 :DMSD Sample u]
R1 A1% S0 DM Sample Ju]
Rl Al6 50 :DMSD Sample u]
R1 &a17 50 :DMSD Sample u]
R1 Al5 S0 DM Sample Ju]
Rl 419 50 :DMSD Sample u]
| R1 &20 50 :DMSD Sample u]
[ R1a21 S0 DM Sample Ju]
= Rl Az2 50 :DMSD Sample u]
[ R1 823 50 :DMSD Sample u]
= R1 A24 S0 DM Sample Ju]
=. 1 R1EBL 50 DMS0 Sample 0
ABCDEFGH I JKLMNOP R1BZ 50 :DM50 Sample o
R1E3 50 0LM30 Sample a w
[ Help ] [ tenu V] [ < Back ][ Nest = ] [ Close ]

ARORTY Y TILDOREE Y TILE (W) 2HRLET, XPOY > TILE T v o T
HEZENICHINT BTy LONUBNRARRINE T, MBEREZHRLAN H/NNA
TILBLOY T EZy ity FLET,

R 1-3. Y I NBOEE

YUy 7B, FREEEICYY BRI CEBNICEREINET, Hor LT
TIMEBENRE->TWE L — b 2FERAT 25514, BEZAL D Menu—Export Positions
ZERITL. YU TWUBEZ R 7KV DTFRA M7 7ALELTREFELES, HERE%
BEL%7 74 )L%%R7EF L. Menu—Sample Position Import TZ D 7 7 1 )L % A E
LY TILVIBNEREINE T,

Biacore S200
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1. R7U—=>7 11

R 1-4. F—NATILHASDY YT v IEFE

YU TIUELEBIR, A—H 7L ThHh-TH, AMEED, »ELTRESIND L5 ICHE
NTW3 (B2 ILE—D Control Sample Td > TH. R1AT A5 R1A12 (T 12 /N A TILITH
Ty bF2L5ICHBRENES), A=Y TILERNA T OERLEZWEESITY
— U EFRALE T,

T 060327 Thermo - Rack Positions

|Reagem Rack 2 J Position VD(I:ITE Content Type Sample ]A
3© O 11 4 3 4 ro Control sample 40
R1A2 142 Negat\ve control Contral sample 40
R1A3 148 Negative control Contral sample 40
2. Q R1 A4 142 MNegative control Control sample 40
R1AS 148 Negative control Contral sample 40
R1 A6 142 Negative control Contral sample 40
'. O R1A7 148 Positive control Control sample 40
R1 A8 148 Positive control Control sample 40
[55 Deep wiell Microplate J R1 A3 148 Positive cantral Control sample 40
R1 410 148 Positive control Control sample 40

R1A11 148 Positive control Control sample 40

B O . Q O O Q O O R1 412 148 Positive control Control sample 40
Q@O0 ||ae 148 Analyte A Sample 0
1 O . O O O O O O R1B2 148 Analyte & Sarnple 160
R1E2 142 Analyte & Sample 10
! O . . O O Q O O R1B4 148 Analyte A Sample 20
G O . . O O O O O R1ES 145 Analyte & Sample 40
ol I 1eleolelele 16 148 Analyte & Sample a0
& R1E7 148 Analyte & Sample 160
O . . O O Q O O R1BS 148 Analyte & Sample o
¢ O . . . O Q O O R1B9 148 Analyte A Sarnple 160
Q O . . . O O O O R1B10 148 Analyte & Sample 10

I I I 199l R1E11 145 Analyte A Sample 20
R1B12 148 Analyte & Sample 40
: O . . . O O O O R1C1 148 Analyte A Sample 80
! O . . . O O O O R1C2 142 Analyte & Sample 160
S = © w E & B & A1~ AAC el ke 0 el n - v
Help m | < Back Next > Cloze I
N Z Z |

Menu 7' > Automatic Positioning...Z #iR L £ 9,
l

B Automatic Positioning,

Change the order in which the samples are positioned by ordering the regions. The first region in the list is positioned first
Region | Color Orientation Anchor Rack | ¥ial Siie | Pooling ,\ First Sort By

Control sarnple [ Cvan - £ Colurnn « | Bottomleft [+ | Sample |« | Small ankent - Ascending ~ b

Sarnple Il C:ikBlue + £ Colurin v Bottom left |« | Sample |« | Sl antent - Ascending =

Startup I Crimson + £ Colurin « | Battom left |« | Sample |« | Smal ontent - Ascending - [

Wash [ vellow + = Colurin - |Bottom left |- | Reagent | - | Large Cantent - Ascending ~ [

Solvent correction (buffer &) [l Blue - £ Column - | Bottom left |+ | Reagent [+ | Small Content - Ascending i

< >

(e [ e ] (o J( o |

;ZT\¢&T®#7fwtﬁ£K@T6EE$E%ﬁiZtﬁ?%iTo
“Pooling"MIEH |F. BH. Auto [T > TLWET,

B—NATLDLH T T Lizunwh 7L REOEMEICDOLT, "Pooling"D 7' IL KX
T AZa—hbYes EERL, FATOTAETOOKEI Uy 7 LET,

72 3. Automatic Positioning X 4 7 A7 TIEEPNNA TILDOHY A XDEBREREH TEHD T,
DEICHCTHEREZZEELET,

Biacore S200
AAEEIRARAE




12 1L RZU—=v7

EjectRack =7 Y v 7 L C. Racktrayport Zf[Z £ 9,

!
Ty bLATZRETHEAL, OKZZ7 v 27 LEY, Eject Rack Tray X 4 7 B HEAL 7=
#. Rack Positions X1 7AZHTDO Next z7 U v o7 LET,

!
EARNERSEE, AERE., 0EBR7 vV IEEREN KR TINE T,
TNy T 7 —DRE, BRAREZWRR, Sstat 27 U v 7 LET,

!
BELEZTVAY—FaT 7L b LTRETEZNEI D AvE—IhRRINET,
RIFDHE L. Save as T Methods and Templates 7 #+ /L X % 7= (% Bia Users DEZB D 7 # )L
SIREFELET, RELAWVWESIL, Don'tSave ZERL £,

!
Save in:( R ERER DRFLZRE L., Filename (Z7 7 A L& Z AN L T, Save 3% &AIE
HEBL 9,

!

BIERL T . &4 standby flow SREEICA Y 3,
BET—RIEAA LT 74 IILZATEHIIRFE I M. Biacore S200 Evaluation Software A°H
BRICEEL ET,

Biacore S200
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1. R U—=>7 13

R 1-5. A7 7 LORAEL

Run — StopRun =27 U v 7 LEd,

Biacore 5200 @

! . This will stop the run

| Help |[ Stop Run ]| Cancel

Ry ZAFRD StopRun =7 U v 7 LET,

Run Stopped

Finishing cumrent cycle, please wait

Abort cycle by [Cird]+[Break]

ROHOUET A 7NART I 5FTHEL, RTLET,
LRIAVETHRAVTOSRET, £iBicT v 70— FERT LAVSEICR, Bl
DFTIMEN, ¥R~ F OICtII ¥ — & [Breakl ¥ —ZFEIFFICIH L X7,

[
=)

[ Biacore 5200 @
|9I Do you want to wash the system?
= [

HEEA 7V Vv IBERTKETHIHENHNIL, Yes 2EIRL FT, HEALITHIE No
EEIRL £9,
BT L7z & £ T T — X H Biacore S200 Evaluation Software (CF{TL £,

Biacore S200
AAEEIRARAE




14 1. R U—=>7

1-2. T— LRI

Xy REBWIRIET > 7L — & T, Evaluation Software [ BEIRIICIZH EAYY . B
BREFEINT-T—XHPHEET,

% Biacore $200 Evaluation Software 1.0 [BC T200 - Kinetic screen SCK.blr]

File  Evaluation Tools  Window  Help

L0
il

=

& 41l se nsorgrams ‘Z‘ |E| ‘E

Curve Name: Fo=4-3 ()4 (4] ey tep Purpose: <tivertays (][] [(4] Cycle: <Overtays ] [ Teos ]

RU Sensorgram
a0 [ Zoom Lock

Append...

Keyword Table

o
)
i

Solvent Correction

Inspection

— oxiRituxi
Evaluation — ret ol Ritux

— Stertup

Evaluation Explorer

x|Remave | Ed-

[ Sensaigram
{2 Al sensorgrams
[ 0OC Plat
o Baseline: Capture
o, Baseline: Sample
e, Binding level
o Binding stability
o Binding toreference
[ Report Poirt Table
& Report Paint Table

BT~ 0y b (Result Plot) Z/ERNT AFIIC. B Y —2FSLBL0ZF T4 —F v
gBA70y b (QCPlot) 2R T, BAHISBRT—EI WA EERLET,

R 1-6. U TILIEROEE

BUTWBREBLOCREEM, YV TLDEMBEICAN I AN 12558 1E. BifEE
179 % BIIC Keyword table.. TZ % L £, [BH/ Data ® Keyword Table #7 U v 7 L ¥
T, VAV FE& DFEDEE (L. AT D Edit Chip Information...* 7 ) v 7 L T, Edit Chip
Information VA > R TCEELFET, CAET—XR7 7 M LDBRIIEETZTEHA,)

Blkeyword Table
Eyl:\ev Assapsieppupose | Sample | Conclnbd] | Mw (Da)

1% onditioning 1

23tarup buffer 1

3ranp buffer 1
""" 13ratup buifer
""" 53 ample artigen i 11500
""" &3 ample antigen 33 11500

73 ample aniigent 43 11500

3 ample aniigent 85 11500

9% ample antigent 17 11500

108bample anigen 11 11500

T13amplz sntigenl 0 11500

123bample sntigenl 0 11500

133 ancle antigen2 11 11500 Cencentration Lt

1aZample antigen2 22 11500
""" 153 ample antigen? 13 11500
""" 163 ample antigen 85 11500

173 ample antigen? 17 11500

135 ample anigen2 11 11500

153 ample aniigen2 0 11500

28ample anigen 0 11500

21%ample anigen 11 11500

23 amplz aiger3 22 11500

2afample aiger3 43 11500

20 ample aniigen3 85 11500

2% ample antigen? 17 11500
""" S ample antigen 11 11500

Ziample antigen3 [ 11500
""" - S P—_r (£ o]
Caroel
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e 1-7. EIE DR

& Bincore 5200 Evaluation Software 1.0 [BC T200 - Kinetic screen SCK. blr] EEX)

Menu bar — Fle Evslstion  Toos Window  Help
H L
Navigation  [BEE

Panel —

Append...

Keyward Table

Solvent Correction

Inspection
Evaluation E
3

Evaluation Explorer

5| Remove || ol

£ Sensorgram

®au sensorgrams.
Curve Name: Fo=4-3

RU
800

700

600

s00

400

200

300 1|

(=)0 [(#4] tsssay Step Puipose: <Overlays [ ][44 ] [[#] Cyoe: cOverlay>

Sensorgram
[ Zoom Lack

— oxiRituxi

— ret oxid Ritux

— Startup

2 Al sensorgrams
[ GC Plot
e Baseline: Capture
o Baseline: Sample
o Binding level
o, Binding stabilty
i, Binding to reference
(7 Report Point Table
| Report Paint Table

10 Work area

0

TARCDEEIT Y FZBLEBEA 21— KT
BE A @ Navigation Panel (2%, EICERT 2HEEA—EBL L TWET,
Data

Menu bar

Open F—R7 7 A ILDEVIAH
Append T—R77ANDEN (EH7 74 %ERENTA])

F—T7—F (BT ILE BERE) OF—7ILERR
SRR O R E

Keyword Table

Solvent Correction

Inspection
Sensorgram oY =TT LAY FTDEN
QC Plot A YT 4 —F x v 7 Plot DEM
Evaluation BB RE DIER

Evaluation Explorer t>H%—24"5 L. QCPlot. BT — &

Biacore S200
BAGERIRGIAZE
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BEOBET — X 7 71 )L DRIRENT

BHONET -2 %—3EL BT 2HBEICI1E. BABIICETOT—XR 7 7 4 LEFUA
HET, AT —Z2 7 TIE BEK 5000 %> 7IL(1EES Y — X, data correction rate; 1Hz)
Z [RRFICET CE £,

File—Append Result File #3EiR#%, BMLEZWT7 7 A LELEEIRL£T, ZORIEEEY
BLTT—20EBMZTVWET, BEMENSLERIGEICIE. TXTOT—XZHNHAA
72# (2. Solvent Correction = =L £ 9,

7’0y b %A L 7= Quality Control (QC)

T~ 0y & (Result Plot) fERXAETIC. BEMER S 117z Plot X 7= 1Z4ERK L 7= QC Plot % {5
FLTETIGELALT—XORBIRZITVWES, AINTWVWET -0, BITICELAEAE
WT—RDOBIRZITAET, ZDEMET Exclude L 727 — X (L. ResultPlot IZIZFFHIAEN
A,

EEAED Plot 7 AL KZHIC. EEPot AHY 3, HBEEENFLFE— FEAY FTF
ny FaMEEnE S, CERBFICL > TRBRIFERY £7,)
(1)
Flaot
gl Baseline: Sample
gl Binding level
gl Binding stability  “stability”® 7'A v k
il Binding toreference v o5 L zeicossabiiy' o7 ay b

PR T A VB

: “binding"® 7' 0 b

gl Camy-over L E oY —F—N—F v 7D o_binding’® 7Oy b
gl Controls, binding DY b A=Y Y F LD binding’® 7 A v b
gl Controls, stabiliby L3y b O—H Y F LD stabilty’ 70y b

% Plot zHER L T, AN H 2570y P CBITICHEBAEAWT Ay b EFEEL 9,

Biacore S200
BAABEIKkIGAE



1. oY== 17
& Plot MR/ 2LV T Binding level @ Plot TIREMNL £9,
e N
1 -Curve Mame: Fe=2-1 E]E] .Assay Step Purpose: <Overlays E]E] -Cycle <Dwerlaw: E]E]I — o - — Toolz Vp
_______ E"nﬁg'rve'r mERERERmRERmmm————— || %-¥alue_»| ¥-¥alue BT
100 - [] Zoom Lock 1 0.9 buffer
2 0.4 buffer
3 -12.4 buffer
. 5 -9.8° negative
a0 4 & -9.7: negative
7 41,1 5TOE02
g =79 T5
9 -79 16
a0 4 10 B4.4 17
11 7.6 a1
12 -4.4 a_2
2 . . . ¢ * * * * A 13 6.5 a3
E 40 4 * 14 59 At
. + Control sample 15 -19.1 A5
* + Sample 16 7.2 AE
*» Startup 17 7.2 AT
i 07 . 15 -2.9 ¢ negative
; M . 19 -9, negative
* 20 43,6 STOB0Z
* *
ot e ST TS AT e ’“’ MER N AT At
+ + * 24 5.8 B_1
+ * *
0 . 25 8.1 B2
26 4.3 B3
27 -6.1 E_
28 6.2 BS
a0 . . , , . , , , 29 -1.5 B6
=20 o 20 40 B0 g0 100 120 140 a0 -6.6 B_7
Cycle 1 0% cenatice
T — X DEFER

7" 0y l\ JZI:ZI_LBU) 44| Curve Mame: Fo=2-1

EEIRLET,

.&ssa_l,l Step Purposze: <Owerlay: E][E] T .

(4] tyele: <Overap> E < =/ vy 7azms

70y horRA >

70y b OIREZ

HAloF—7 Lol ¥Value 25Uy o LET, hTLRARLA, |
. BEL AR ZNMBEWVBICEREZoNE T,

Blagx, T¥NalUe 222 v o358, hT L&A MLk
WIBICIE D E T,

O R R L D AR

Value 7|

Mox T R%EBET DL Y TIVIEREHRBTEET,

¥-¥alue

4|

T L Az T —

Assay Step CT7 — X O HEN TZ F T,

ICEIRT S22 ENTEET,

CEES

SEEIN,

Biacore S200
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A bOBOEE

FAY FOEATE LA nBacl. BF—7 o tmol 1 50 Lz,

ColorBy CTEEHER%Z&EIRL £7,

Cypcle: <Overlay:

Curve
Cyile
Cyile Type
v hssay Skep
Assay Step Purpose
Temp
Buffer
Sample
Ligand
Canc
[y
Fc

=)

Sark
Table Columns. ..
Molecular Weight Adjustment

Toolz

5] -9.7
7 41.1
g -7.9
e -7.9
10 g4.4
11 -7.6

Yt oY -7 LOKRKR

negative
STO802
T5

T_6
1.7

a_1

KAV P EIIRTRADRA V2 —%BE LT, YT X%ZH7 Y v 7 LT Show Sensorgram
Uy LETYH=0ICHELI-EYY—F T LELR—FRAY FARREINET,
BEOE Y =TT LERRLIEVWERICIE, T—7ILTREOY Y IV EERE <
2#H72 1) v 7. ShowSensorgrame (S)%* 7 U v o7 L9,

Cycle: 10 Curve: Fc=2-1

i
Een_baseine

FA Y b DI

BREF-WRA Y FABHDZBEICIE, RAV M LI RRA V2 —%BEE. ~TRE7
w7, ExcludeCycle #7 Vv o7 LEJ, RA Y A 7Oy bABEZ, BI@BEDT—7
IWOZHRY VY TIDRFICEDY, £ =0 F LIEHWRICEDY £9,

Biacore S200
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Curve Name: Fe=21 ()] [[%€) tssay Step Purpose: <Overleys (][] cyete: 186 (R[] Taols ~
RU Sensorgram - s-491 200 yM
4534 [ Zoom Lack
¥-¥alue =] ¥-¥alue | sample -
266 -0.5 5-953
267 0.G 5-5594 4530
268 -0.1 5-555
4528
269 0.z 5-556
270 oo 5-557 4526
271 0.4 5-958 g
4524 — sample
2VE 0.4 5-509 H
273 2.2 5-560 a5z
=4 CEEr Shird-
4520
275 -0.6 5-56R2
276 -0.3 5-963 e
4516
4514
o = 100 1s0 200 250 300 350
Time s

BE7OY MIANBIBEERICIZ, T—7ILOZEY > TILAEERE, ~IXEHG7Y v,
Include Cycle(s) = ER L £ 9,

BEEN{ERL S 172 Plot 5 & U QCPlot T Exclude L 7% > 7L |d, Result Plot IC13FFHIAE 1
Tt A,

mH. BIE Plot Z{ERR L7-WEEXR. DFEMEPTF ¥ /F v —=@IE%E1T>7- Plot Z1F
B L7-WSEIC1E, #7212 QC Plot Z#1Ep L £ 9, (D FEMME. ¥+ 7 F v —EM/IEIL.
Result Plot TH1TZ ¥ ¢,)

#7-12 QCPlot Z1ERL T A FRICIX. Inspection—QC Plot % 3R L £ 9,

Lie File  Ewaluation Tools  Window

H = = ﬂ
Open._..
Append...

Keyword Table

Solvent Correction

Inspection

Sensorgram

l

Biacore S200
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Plotname ([C 7’0y &% AL T Y-Axis X-Axis & 7L X7 A Z 2 —HHRIRL T,
QCPlot TlE. X-Axis ICREL R— RS> FE2RECTETET,

Flot Settings

Plot narne: |E!C Plot |

Plat type: (%) Report Point ve Y ariable

() Report Point vz Feport Paint
iz zetting
foduis Hebiis
Report Paint: | binding v Wariable: Cycle b

Fesponze Type: Felative Responze

[ Finizh ] ’ Cancel ]
Finishz#7 U v 27 LFd, BEAED Plot 7 #/)LXAIZ QCPlot MMEMENE T,

DFEME. F¥ 7F v —EB@IE
E Tools =

bffer

buffer
Molecular Weight adjustment FUFFH
/gative

T

Binding level ® 7' 0 b THOFEMIEZITWL - WHEITIE, @ Molecular Weight

Adjustment Z IR L TS L, (B A L. KeywordTable (CHOFENANINTLS
BENBHY £T,) 7Oy bOYEOEMIX, 100xRU/Da ICEDY £7,

* v TFv—EEEELTVBESICIL. 0) Capture Adjustment Z BT % & |

Fr7Fr—ETHFEEZHBELEZTOY FAERINE T,
(WTNOBESL 7By FORA v MERASNETA, £ —7 I LA CFERINE
HAo)
1
RIZ, FEATFA D Result Plot Z{ER L £9, Plot ® ResultPlot #7 Jv 7 L £,

Biacore S200
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B LW By FDEREEITONET,

[ Result Plot |§|
Plot name: |Einding ranking |
Aotis setting
Tz Hetiz
Feport Paint: | binding b | W ariable: Cycle I
Fesponze Type: | Relative Responze G |
Curves: IEuwe Names: <Dverlay> E
Curve Name g
Fe=1
Help Fc=2 [ Mewst » J [ Cancel J
T Fr=2-1 T - v
Fc=3 L AR
Fe=3-1 ORI T A
et e e S
= +
AFRGSNYT,
n] ’FE=4'1 : I . s A \* * -

Plotname (C7' 0y FEZZ AN L £, Y-Axis. X-Axis & Curves DEIR%# 1T £ 3§, Curves

Tlx, BH D Curvename #IEE T £ 7,
Next>z=7 Uwv o L %1,

ResultPlot 71 > F AR X 9,

Biacore S200
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Binding ranking
Curve Mames: <Overlay> E] Assay Step Purpose: <Dver\ay>[EE] Cycle: <Dwverlay> E]@ Toak v
AU Binding ranking O Zoomtek | P ;\I T-vabe | Somle [~
. 5=
70 =
9 116 51
&0 + . 9 0.5 51
10 0.z Euffer
M 10 1.4 Buffer
a0 4
10 0.3 Buffer
E’ 1 0.2 Buffer
£ 407 1 13 Buffer
| .
: * 11 0.2 Buffer
. + Control sample
07 .. 12 35 5353
& - ‘ . * Sample 1z 33 eas3
é 201 12 1.3 5-353
T -
Z 13 26 5-354
104 13 13 5-354
13 0.4 5-354
o4 14 L3 5-355
14 o1 5-355
an 14 06 5355
o 100 200 300 400 a00 15 6.9 5-356
— - — -y Cyele - I E P
Report Paint Adjustment | Fianking gut-of rve fitting 15 1.5 5-356
n
16 1a 5-357
Elark Subtraction... I 16 1.1 5-357
. - 16 1.1 5-357
Molecular Weight Adjustment
I 17 26 5-358
Capture Adjustment 17 2.0 5-358
- I 17 1z 5-358
Adjustrment For Cortrols.. I s a0 gy
Median Filtering... a 15 08 =30
18 0.9 5-359 1w

Report Point Adjustment % 7 TEET —ZMHIEZEIRL 7, Lh oIEHICOELHFHEZ

Blank Subtraction
77y IDELEIEETVWET, A AT T7AvEA—L FRE P TLOERRE
N7 7o LTRBINET,

Blank Subtraction =7 ') v 7 L £ 9, Use Blank Subtraction [CF7 = v 7 & AN £ T,
Blanksamplename % )L X v X Za—ho@EIRLEFT, 2 AT« 73> bO—IiL, £7-
&, > 7o OEE (Sample Conc=0) % &R L 9,

Blank Subtraction Settings |Z||E|fz|

I1ze Blank Subtraction

Blank zample name | Sample Conc=0 b

Subtraction settings | Mearest Blank, b

Ayverage Mearest Blanks
Preceding Elank.

Fu:ullu:-winﬁ Blank,

#= L5l & /5% Subtractionsettings D 7ILEX T X Za—hHREIRLFT,
Nearest Blank: BEbEVWIT I

Biacore S200
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23

Average Nearest Blanks:

Preceding Blank:

Following Blank:

T ERLET,

YU TILVAERORLIEVWT T

Y TIIVAERICT 7 v 7 R WEEICIE,
ZERALET,

B TIVAEROREIEWT 7Y

YU TIVAERICT 7 v 7R WEEICIE,
ZERALET,

Molecular Weight Adjustment

DFEMELZITVET, LEVMR I Y —Z VT THENTY, e FEIREICEE

Y FIVAERIROELEWT T 7 2 SOFEH(E
YU TIIVBIERIE2IEBICT T v oA WG

AHIZlE, RBAEL

il

il

a+

FEWTZ vy

HiEWTZ vy

LTW

100x L AR Z (RU) | HFE (Da)
Keyword Table TOFENANINTULAHVEDR, TALEADINTLWBEFEEICIE. 7 A
vk bBASNET, BIERIE. 7Oy O YEHIOEAIA 100xRU/Da ICEbH Y £7,

Binding ranking

®BlY TY,

FEX

urve Mames, Wgerlay: E] Assay Step Purpose: <Dver\ay>[EE] Cycle: <Dwverlay> E]@ Toak v
100°RUDA Binding ranking X¥alue o[ Y-¥alue [Sample ~
25 - [1 Zoom Lock ] 1,663 5
NG . ] 2,383 5
9 0.05213 s-
+
204 : 10 ‘0485 Buffe
T R 10 0.2979 Buffe
E * 100 0009129 EBuffe
Tsq . . 11 -0t Buffe
2 * 1 02768 Buffe
+
g 11 00019%  Buffe
= + Cordrol sample
107 54 12 1,595 535!
+
N - + . * Sample 1z 2109 535
. . MR N
‘. + . 12 0.6784 535
T 5T 1t . e .t MEE T g 13 1,512 5-35¢
£ s Fo¥ e oan e ..'.,‘,é* EER A o :
* 1
3 2o Pier ae IR YR+ > NN bt o7y b 13 L2953
& i I o e o Q;‘ 73
% o 13 01768 53
LRI e ,? % id ps 4 }Q&.
MO N v, LA b bos ¢ W aamE s
+
* * M 14 009764 535
5 14 0.2071 5-358
] 100 200 300 400 s00 15 3.209 5-35¢
Cyele 15 2,93 5-35t
Report Paint Adiustment | Banking/Cut-off | Curve fiting 15 0.6785 5-35¢
" 16 0.5279 5350
Elark Subtraction / BlaniSLbiastion ]
o Blank sample: Sample Conc=0 16 0.5083 5-350
Subtraction Type: Nearest Blank 16 0.5705 35
Molecular Weight Adiustrent | ! ]
Molecular Weight Adjustment 17 1,189 5-35¢
Capture Adjustment 17 1,562 5-35¢
- 17 0.7416 5-351
Adjustment For Contrals.. s G e
Median Filtering... 18 0.7038 S35,
< >

Capture Adjustment

UAY ROF v 7F v —%(T->LT— 2 TEATEEYT, ROKXEFEALET,
LZKRYZ RU) 1 UAYFoFvr7Frv—28 ((RU) Z7:1& (100xRU/Da))
Fr7Frv—8lF LK—FFEA > kD baseline % Capture_baseline %2 L 5| W/=ETT,

Biacore S200
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Adjustment For Controls

YO LVORBEEZFRALIZBERETY, BEFEHENRBRCYH > FOiE :u%l_’*cb‘ﬁ
YEARIETLTWREHEEY, UAY FAREREE EHICREFL TWRHEICERL
29, EEHMICEEL/aY bO—LY T ok E%ﬂ%LTﬁE%HVi?O
Adjustment For Controls 7 U v 7 L £9,

Adjustment for, controls

Plot definition

W Fesponze type: Relatis
Adjustment settings

Use adjustment for controls
Positive control: | 51 v Megative contral: Buffer

Fitting function: (&) Linear

Yariable: Cycle

Zoom Lock

) Palynomial

1RuDe Before adjustment <Overlay> After adjustment <Qverlay>
30 4 1400

[~ [
=] th
' '

wn
'

wn
'

Relative Response - binding - Adjusted
o 3

&n

-50 a0 150 230 350 430 -50 a0 150 250 350 430

Cycle Cycle
T

Use adjustment for controls (CF = v 7 & ANE T,

Positive control 3 &£ U} Negative control % 7°)|/ Xy A= a—hu@ERLET,

IHT4 7y bA—ILERE>TWEWEEIZIE, [NonelZEIRT 22 HT47ar b0
—LeLTERZERALET, (Setzerolevel ’C‘TL’&&:ET% ZEHTEEXT,)
RE—=rTyTH A7 NVEEBNICTA Y b oHRINE T,

Fitting function T, Fitting 57 &% #IRL £,

Linear: Y=aX+b (aB LV b IEEE) #FEHLET,

Polynomial: Y=ax?+bX+c (a. bBL P clEEE) A#FHLET,
avbo—=iHyrTILoRA Y b4 DU ERETT,

Fitting f&R A, ED 7 Ay MIRRINET, FEZA Y R T4 7ar ba—iL F&E
TAYV I FZHTA7AVIA—LT, KZBEFZAHNY=100, BETAVHNY=0IH85 L5
ICEHEZITVWE T, RARICERA Y MY FHESNES, BHRO7O—tLT—2%FEAL
TWAEAIZIZ, £70—tw)loay bO—LY Y FILTREZTVWES,
HEHR. OKZ 7Yy LET,

Biacore S200
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Binding ranking

Curve Mames: <Overlay> E] Assay Step Purpose: <Dver\ay>[EE] Cycle: <Dwverlay> E]@ Toak v
Binding ranking X-¥alue ] ¥-¥alue [ Sample | A
[[] Zoom Lock 3. 8525 s-1
1200
M g 5.8 =1
9 MA 51
1000 . N 10 @507 Buffer
B * . . 100 -10.08  Buffer
T amn * 10 MA Buffer
2 - N 11 -1043  Buffer
: + 11 -1095  Buffer
E o M
g 11 NA Buffer
= + + Cordrol sample
., * 12 81.73 5-353
E 400 . . . . + Sampie 1z 734z sam
: - .
1 . . . * R ‘ 12 Ne| 5383
w + . .+ :
g 2w telet ) . o N . .: It = P - 13 774l 5354
+ . oy o+ + %
] art et et e, e BS a4 I SRS ISP + s 13 339 5354
S R e .2%4 Vq {g{%o Sepl :"i " 0?15.‘-?0 pes I MA sasa
% .‘# (% eg +. + .* 3 RN Iy
of I TR EBIETEER TIPSR, LRRALAER Al S 14 Tem s
+ + Ex
1 14 -18.91 5-355
00 14 NA 5355
o 100 200 300 400 a00 15 166.2 5-356
Cyele 15 111.4 5-356
Report Paint Adjustment | Ranking/Cut-off | Curve fiting 15 MA 5-356
" 16 26,03 5-357
Elark Subtraction / BlaniSLbiastion
¢ Blank zample: Sample Conc=0 18 1394 5-357
Subtraction Type: Nearest Blank 16 A 5357
Molecular Weight Adjustment .r’
Molecular Weight Adjustment 17 60,61 5-356
Capture Adjustment Adiustment For Controls 17 49,56 5-356
o Positive Contral name: s-1 17 A 5-358
Adijustment For Cantrals.. - Megative Control name: Buffer
Fitting Function: Linear 18 38,96 5359
Median Filtering... 18 9.551 5359
18 MA 5-359 1w

Median Filtering

XT T 4IINR—%ERATS

TETBEELAR R ICEE

TE5EZ2BZ e /AR

HERLT, Ay PO R T M EHRT A LN TEET, TRy AU T RLTW
2BE0. ABNICN—254 VHAZEH L TWBEEICENTT,

KELEYBVA RV E RZARTEXETAYET (A 7)L) ODRRETT — LR
AV POBEEZRELET, YEIV A > R TDEETIE. HEE 415 non-binder H'E F 11,
potential binder Z FRW\W/-#IFICEREL £9, PRIBEIF. EXETA FNTRNT, YE#V A >~
FYROBMICAEBET 214> DO YBHOEEERY £,

Biacore S200
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RU Result Plot
25 -
20 -
*
15 -
o *
= * .
£ 101
= . I 4
- redian *
= 5
[=]
7 ¢ L * l ! il * . * . +*
o L e T e . 0t 0@ . Y-WRGOW . LA *
2 0 * * * *
= w
k] .
T - -l o —e
=3 -5
EhE . *
-13 t t t t t t t i
190 195 200 205 210 215 220 225 230
Cycle

EXETA Y FT7OhREEY=0& LT R=XATA VEERLET, 7Oy FDEKRA
vEhhn, BEYA NI OWTERE SN -RREEZELSIVWTHEZITWET, 7714
EEBTVAATWBREEICIE. E77ALDT—%% 1 JIL—TELTTNL—TT&IC

BEEITWET,

Median Filtering = 7 ') v 7 L ¥ 9, Use medianfiltering I(CF v 7% AN£9d,
Y-axis, X-axis DIRENT 7 # )V bRREINE T, BEJ BRICIL. Settings @7 ) v 7 L

9,

Biacore S200
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3 Median filtering (]
Plot defintion
Repott point: binding Response type: Ralative Response
Median Fitering settings
Lzrzinleng Zoom Lock Curves:  Fe=21
Y-ads Total points: 360 Above range: 61
Upperlimt: 8.9
In range: 294
Lowerlimt: 37
Yooes BT
Window width: 10
Before filtering After filtering
50 50
+ ] .
50 o . E 50 .
. | 'E . +
2 4
e
§. 30 . +
F +
s +
g " . +
. * + -
5 o .
£ 10 . P TS Tty Tt
. + .« N
§ COITOE ST NP L L T O T
E vl ARG e N D
H o.‘ +* . + hd
.
£ 0 ’ *
2 +
20 20
00 0 100 150 200 250 300 0 400 -50 0 0 100 150 200 250 300 350 400
File & Cycle File & Cycle
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Median Filtering Settings g@@

T-aiz

Upper lirit: 10
Lawer limit: ]
K-awig

Window width: |10

[ ok [ coresl ]

Y8 A > K7 O Upper limit & Lower limit [ZB(RU) & A L £ 9. X871 > K7 D Window

width (B4 7L H) #HZELEFST, sUEICERELEFT, OKZZ U v o LET,
YET7AYFTIR. EOT7AY hOKELIFEIAVEITVRRAYZ—TRIv /LT

BRETDHZLEDLTEET,)

3 Median filtering =

Plot definition
Report point: binding Response type: Relative Response

Median Filtering settings

Use median fitering Zoom Lock Curves: Fo=2-1

Y-ais Total poirts: 360 Above range: 61
Upperlimit: 89
In range: 254
Lowerlimit: ~ -3.7

Hoeawis Belowrange: 5

Window width: 10

Before filtering After filtering
80 80 7
0 * ) *
0’ =T +
. ¥
| E + .
P40 {5 40+
2 . ]
= .
3 304 + § 20+ . .
+ =
& ~ o + + H + .
g . . E 20 . . .
£ T e s * 2 .
£ P T - Y *
10 - L I S TR A - 2 104 * P L SRS S Y .
g i ad F T A A LY % 2 + * LN U *, +
£ e vy, ¥ oo . & i . . T tre et oV S ey
: * 5 Fer e g - 3 A 2t o Sty T Fe Tt 3 et
o Prlatony 0 ATV NS 2N
: . b + % P, 0’:’ -
* - ‘= +* - -
10 + 8 104 ..
§ *
-20 -20 t t t : t t 1
50 0 50 100 150 200 350 300 350 400 E 50 100 150 200 250 300 350 400
File & Cycle File & Cycle

E7AY FOEEDT AV IERTA Z7ILICOWTEREIN/-FRETT, Y ED Upper limit
IEFHRZ A >, Lowerline 3T 74 >~ TY, A7 By FTlE, FREANY=0ICEHEIN, FR
AV b oFRREDSIHNIELN T DY FENTHET,
OKZz7Uv o LEd,
!
RELIMENETCEHAINZ7OY FAKRREINET,
!
Ranking/Cut-off X 7% 7 U v o7 L7,
Ranking & 7z (3 Cut-off DEREA TE £, (Ranking & Cut-off (SERFICERETE £ A,)

Biacore S200
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Ranking
Mode—Ranking Z#R L £,

Binding ranking
“ : 4« : Tools v
Curve Mames: <Overlay> E] Assay Step Purpose: <Dver\ay>[EE] Cycle: <Dwverlay> E]@ ools
Binding ranking %-Yalue ~[¥-¥alue | Rankin ~
1200 [] Zoom Lock ] a5.29
M 9 ss‘j
3 1
1000 A 10 -3.509 LowestPe
B * - . 10 -10.08 Lowsst Pe
E s . 10 [ |
2 . 11 —10.41 Lowest Pe
: + 1 1008 LowestRe
g 600 *
2 11 [
= + + Control sample
: . 12 BL7
Sampl
E 400 . N . . . T e 1z 74
. + + .
& vy + R s 12 HA
. o+
Bl loa T LIe B s
. +
5 Medud yoe 307y oo * 13 ae P Rl ) 2, . 13 33.93
LUW"..’ & o ¥ 7] i £ W— | 13 "
0 o % 1
T * poi 14 7.621
3 14 -18.91 Lowest Pe
200 14 H
100 ] 100 200 300 400 s00 15 155‘3 M
Cycle L 15 111, Mex
t Adiustment | Ranking/Cut-off | Curve fiting 15 i
Mods 16 26.03
O Hone Hew... Name | Response | ¥alue | 16 13.9
) Medium 99,99 2 16 Nj
@ Rarking Edt... Low “0.01059 1 17 606
O Cutoft Delete Lowest Points Ha 0 17 49.5
17 WA
18 aa.gel
Add Default s s
) ]h —
< >

A bE—=UY Y TALEAELTVWDRHAICIE, ZVyF /o Lcaryibn—Lyy
TILOFEIEHNEBREINE T,

Eo7ay bTlE, 2 HTAT7 A O —LERSTF 47 FO—LDOFEHET, Fh
Z M Low, Medium O 7 A »H5|Hh I TWET,

T —7J)® Ranking |, 7Y F U IERNPRTINE T, Low U TDHRA > ME Lowest
Points, Medium AT DR A > b IE Low. Medium £ Y KEWHRA > b Medium & 7> F >
JENET, Value (CIE. TV F VITRHOBEAANENTUVET,

ZUFRVITDL ARV A Name BL U Value ZZE L7-WIHFEICIE. Ay b EDT 4>
HERIARAVZ—TRZ v LTEETEN, TO—EDXHT % Name % EIR%E, Edit
7y LTEBZITWET, v F v 7EHBZECLIZVEEIZIE. New 27 v 7
LCEMLET,

Cut-off

Mode—Cut-off % ZER L ¥,
T7#IVETIEBRLAEZY 7L (BE. 2 HT 473> FA—JL) @ 3SD I Cut-off fEA
RESNTWET, BEE T D EditSettings T Cut-off (EDREHNAIEETT, ZUETHKE L 7=
WSEICIE. BIE T O Manual % #R#%., EditSettings CTL ARV XZHWEL X9,
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Binding ranking

Curve Mames: <Overlay> E] Agzap Step Purpose: <Overlay> BE] Cycle: <Dwverlay> E]@

Binding ranking

%-¥Yalue = Y-¥alue

12

13 ?7.4' Above Cut
13 339§ Above Cut
13 N!

14 762] Below cut
14 -16.91 Below Cut

200

1200 ] Zoom Lock 9 g5.2] Above Cut
* 9 ssi Abave Cut
3 H
1000 * . i0 -2.50)  Below Cut
- + - . 10 -10.08 | Below Cut
E . 10 nj
g . . 11 —10.4i Below CLt
: + 1t 1090 Below Cut
g oo M
2 11 [
4 B + Cortral sample
. - 12 81.73 Above Cut
E 400 * Samplz 1z 73.4] Above cul
=
o
H
g
3
-9

o

200 14 N
o 100 200 300 400 s00 15 lﬁﬁi Abave Cut
Cyele . 15 1118 Above Cut

Addjustment | Ranking/Cut-off | Curve fitting 15 M

16 26,03 Below Cut

! 16 1390 Below cCut
O Nore ® Automatic  Cantrol sample name | Buffer [fvg-0.01059 SD:11.16) v | ceoncy
16 M
EE

O Ranking O Manual Mo. of 5D 3 T i ED.Ej P
(@) Cut-off Response 33.48 17 49,5' Above Cut

Edit Settings. 17 HA

18 38.9' Abore Cut
18 855 Ee\uw_Cul
£ >

T — 7LD Cut-off ICFERNARREINE T, Cut-off LUF DfE L Below Cut-off, Cut-off & & ¥
K& UMETIE Above Cut-off & ‘Rima N F 7,

Mode

!
T—7IOFRREBEZZE L-WHEEICIE. T— 7 /LA LD Tools—Table Columns % 3EiR
L¥d, BE—ET, T RL-VWEBICFzvIZZANET,
ER - OX Y FEANTZWGEICIE, BE1-8Z TSI,

l
BIfEA T Finish % 7 1) v 2 LT, ResultPlot DT AT L £3,
B/ D Plot 7 # L X KNIZ, Result Plot 2B N §, BT ZTUL 72 W EEICIE, Result
Plot ZER&E, ¥~ 7 XE7 ) v 7, Edit Z:E R L £ 9, File—Save as ’C‘:‘ﬁ%%%ﬁﬁ LE,
fRIT#SE SR (L. File—Export—Result To Excel T, 7¥ X MEA TRETE X7,
7By ME ARy b ETYTRES Y v, CopyGraph % &R, Paint X 721 WordPad
ICHVFITTHRELE S,

FRNT AV v FORTE - E1T

FILABRTRYRLEBNTZITOHEICIE. RELIBITAEEXY vy FELTREL T,

REIOBHCTHERT 2 ENTEET, AV Y FEREFET 2HEICIEL. File—Save

Evaluation Method As % #IR L TIRTFHRERFABEZREL £7T, AV v FEAEICIE.

fRHT T — X % File—Open TMU'HE L. File—Apply Evaluation Method % &R L TX /v
FAFOHLBERLET,
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R 1-8. JER - O X >~ FDEM

BIRLIARA Y MICHLTOER, XY b ET—7LICEBINTEET,

Bz I, 70y MEREIC, BRMEDKRE VKA Y bR R ZBR TWDHRA ¥ MTE
R aXPZEBMTEET,
Cycle: <Overlay: E]@ Toole =

Calor By » | Cut-ol ~

[] Zoom Lock » Elow Cu

Table Columns...
Edit Annotations... ¢

-0.2233  Below Cu

Result Plot % Finish 3 2 FJICEXEZ 1T > TL 72 & Ly,
BIE A ? Tools—Edit Annotations # 7 ) v 7 L ¥ 9,

B Manage Custom Annotation

Add Annotation

X

Add Comment

Delete

Usze Annotation
Template

[ Save Annotations Az Template

[ Help ] [ ok ] Cancel

Add Annotation % 3&IR L T, JFRE AN L £9, £7-. Annotation % FEIR L 7=IREET. Add
Comment Z:#EIRL T, AX > FE2EBMLET, X MIEHENMTEET,
AR, Annotation 28T BHEICIE. LEEREEREYIRLET,

Biacore S200
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B Manage Custom Annotation

= Bulk regponze
High
(]S

=) Anomalous binding
Mo zaturation

[High Frmax |

[ Save Annotations &z Template

K

Add Annotation
Add Comment

Uze Annotation
Template

oK

e ) |

l

.

ER L 7= Annotation ZfR%F L T, Bl T7— X O@BIFTEFICERT 5255121, T Save
Annotation As Template (CF = v 7 &% AN X 9, (R7F L A WIHFEICIE, YERX L 7= Annotation
FEETHROT7 7 A VHNOATHERAINE T, 7o, RERRELLLODAT VT L— b eR

VES,

OKZ7Uv 7 LEY,

Annotation Z ANZIZIEICIZ. 7By bDORAV b EZEIRL T, T—7 )LD

l

Bl

TY 7 RXEZY v 7, Annotations %* iR L T. Annotation 7* > Comment ZZERL £ 7,
T—7IIERMEMENE T,

I Result Plot

H=lE

Curve Name: Fe=21 can [44] issap Step Purpose: <Overlays (7)) (4] Cycle: <Overtaps = Tools +
Result Plot Y-Yalue | Cut-off | Sample | response | binding | A
e 1 Zoom Lock 94.6 Above Cut-off  STOBOZ
16.2 Above Cut-off 6.8
120 06171 Below Cut-off 69
. 3,786 Above Cut-off  B_10
3 100 L T 29,19 Above Cut-off ca
.
i 3,549 Above Cut-off 2
@
< 5,566 Above Cut-off 3
g © 1,514 Above Cut-off =)
= . + Control sample 3669 Above Cut-off s
© * N « Sample 10,51 Abave Cut-off [
P . -3.228 Below Cut-off | negative
= 20 M . - f. 1,62 Below Cut-off  negative
H h o+ * .
H . AT . 3 .
H PR PN LN 99,19 Above Cut-off  5TOBOZ
E Tt M I /Ay A 26,19 Above Cut-off (o]
. -0.5615  Below Cut-off 9
-0 M 358 Above Cutoff £_10
© 13.21 Above Cut-off o1
133.2 Above Cut-off o2
0 20 40 60 g0 00 1m 140 ove Cut-of = [ Show Sensorgram(s)
Cyele 0,363 Below Cut-off 03
Report Point Adjustment | Raniking/Culoff | Curve fiting 13.04  Above Cut-off D4 LEEOEEH)
19.62 Above Cut-off e Exclude Cyclels
Blank Subiaction 4 Molecy 46,89 Above Cut-off
Copy
. Adiustn 0.8927  Below Cut-off
i Y Copy Table
Molecular Weight Adjustment E”S‘“T‘ e R e
=galh Bulk response Annatations
Capture Adjustment Fitting F -2.787  Below Cut- P
5623 Bbeve Cor- B¢ Anomalous binding Mo saturation
ad For Cortidl y Mediar
I R TS 4 Upper | 0.2745  Below Cut-of 08 High Rnax
Lawer |
’ 30,16 Above Cut-off 09
Median Filering v, Windon ¥ €] bove Ci-of . Remowve annotation
< > <
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2 1-9. Curve Fitting

Result Plot ® Curve fitting 7 Cl&. 7’0 k% Linear ¥ 7- |3 4-parameter T Fitting % &
ENTEET,

§ Rasul Pict
Curve M Fende] 4] Asnny Sy Puspen: Samgle ([0 [ 4€] Cyee. cOveray |

L] Result Plot

E . 4
E ] / RS-
i 2 '

i ] + Buhming 854
{

§ . J f I + BRI RImSE
| - .

.
Cyeie
Fiepot Port Adustment | Rankng Cuto | Curve fiting
Function | Rh | Rlo | AL | AZ | W
I oTee
808 waans
Wi on
ET
s3] 41 wsar o
a7 a0s2| mas| e 1w -
14
Hely Finsh Cancel

LR—bFERA Y b T—T7ILOHER
Evaluation Explorer ® Report Point Table Z ZEiR L £ 7,

Evaluation Explorer

x| Remove .| Edit

% Sensorgram
,@ All sensorgrams
% OCPlat
ﬂ:(} Baszeline: Sample
e Binding level
ﬂ:{} Binding stability
ﬂ:q Binding to reference
fia Cary-ower

kol b
g Contrals, stability
7 Report Paoint Table

i 25l Plot
{22 Binding ranking

Work area |Z 13, &BIEY A 7 ILDTF—EARRENET,

BEATLEBOT7 42— T ZEAL. WET—XZHETEES,

Fc D7 7L v RELBIET—X
Report Point binding (FE&L XAEVZDLFE— FFEA > F4)
Assay Step Sample (EENRAIMY A 7Ll ZBRaxd)

RelResp [RUl % 0@l ) w92 E. BAELABRYZAFWBEIZENE T,
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#HE 1-10. LR— FRA > DB

Tools — Custom ReportPoints.. =7 ) v 7 L9,

Custom Report Points
1d | Position

=
Help 0K Cancel

Add.. =7V v 7 LT,

% Add Custom Report Point X
Report point

Id: stabiliyy2

Window 5 v| 8]

Postion the report point | 20 seconds | after || Sample 1injection stop v

[ Caloulate respanse relative to report point

Cycles
@ Apply To Selected Assap step puipose [ selected Assay step purpose
Startup
© Apply To Selected Cycles 5 Calibration
v Cortrol Sample
v Sample

dICLR—=FRAY PDEZFIZANLET, BIMTAAEBEZHTE L. Cycles TEDH A 7L
THRHITIHNRELE T,
OKz7YUvw2oL£{,

% Custom Report Points

Cugtom Report Points

R GIET i

injection”

Id Position | Assay step purpose
stability2 20 seconds after stop of Calibration
injection "Sanple 1 Sample

Control Sample

BIIL7L A= FRA v bORRSNETS,
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2. B9FIEMTF 4 F OEHEERAIE

BN FIEYMOBRBEORBTERAKZFRAT 256(1C1E. —BINRZ /T E-Z N
7%@E¢%ﬂitiﬁu\37:77%%ﬁ$i0#/7W£§‘Egﬁmgﬁjoi
7o, RIERMRZFET 5 ICHh7- U AEMROBELNRELRY £7,

BEY Y TIVDRIY == 70Xy FELUBITICOWTIZ 1 E2HO M LH TSR
{7280,

T4~ OFER

TF 74 MEEO DMSO ORBEE T Y =Y SEMRL ADEET, (LAMEEREER
7 U—= I HENORE, BAMEICE LY IO aM~BuM TREL XY, RIGE
EEBOBEHLBNOHZE, Ko (FEEEH) ED 1/10~10 FOREEHET 5 REL EFHR
(O

Sy TRRER

PBS > HEPES M BIAN L < fEE N X ¥, (HEPES (&, & FET LT IV EEX /87

BADOREENRONEY,) BRAEEZERT 2H5(C14. DMSO BB BEREEAT 5 2
ENEWTY, DMSO RE L s%IZEUT2HE L £, DMSO REIZY 7> R DiEERME

EYDBREEEBLRELE T, 7V IBERICERTE 2 DMSOEZEIL 10 %X T
T9, EFENREZINZ 25BN T, FBEE 005 %EEDFREEMEA] (Surfactant P20 72 &)
NIz EbHY T,

R 2-1. 7 v U REERGAR O TEEIE

IV VURBERISASEARL T{EI 0,

- DMSO %1% 5 BlE, ML HIMBEORRAFALET, GRUFneL 83 EHER)
‘DMSO 2 & LEERE 289 2BICIE 7y RBBREELIIF (A V80T 4 )L & — (022
um) ZAWEY, BBt 0—REDHDEBEITTILEE W,

*DMSO BRFDREEVLHEICHEE L LI THELHZDT/L—Fos0HD UV
spectrometry A% &) ZFEAL TSV, /o, 7Ly yaBhbDaERAL TS,
*DMSO BEIC & 2 pH EENIKE L8, DMSO BEHRD pH ZER L T 723 Ly,
CENVEATRRRLICREL, EBICEY FF2ERETEF Yy 7L ESH T
{7230,

CEBORMLRY Y avilty FFABRIIMRTHEDOR ) a—F v v 7%&ERLTL
12X

Biacore S200
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BEAELE

SPROY I FLgtrY—F v 7REATORALABRETE R) OZfbzRkBLTVWET, &
VY —F v TRETOBERIGEIT TR, FYy Vv IREREY VTV BELTWD
BIEDOBITEDE, ThAbLE, B (NILY) SHEL ZEY IS ENET,
BEINRA/NE L (100 RULLT) EEBTIE. VA Y FEELRELALY 77 LY AELD
LARYREZLBIKFEIFTIONILY L ARy RFHEBRTE£7,

LA L. BEICIE, UAY FEEALLICHEMLIZARIEZ. UHAY FOFOLBHEESHE
BrEnNdHd, V77 v REILDONLIZLARYZE, VA Y FEEREILEY HEL
Y £,

N O 8 0o O
S R TS

D77LYREIL Y Hy FEE{EIL

TVZVTRERET T T A FAKRE D DMSORE 1%D:E LN 49 1,500 RU D /XL L R
VRICHELET, EHH B Y TN EELICHART B DMSO BEDRENERETER
WAL LRRY ZOEHZECAREELNH Y £7,

ZDEHIT, BEMBENKE L DMSO ZHWVWDIERTIE, BHICELSIK LT TIENILY
LAKRY ZDERTDICHBRT D L IETEEF A, EBE. ZONLI L ARy ROE
NELTH (BEIORULUT), BEDFEMHIEE LIBICBOoN2EEL ARV X LR
BETHII-H, NILIDODEEZFIET Z2LENHY £7,

AEEEIUTOI DOBERHAIEELIBEICLBELELRY T,
SN T7F 74 FOfEAL ZRY ZAVNE WL (100RU L) BE
A FESHEE (10,000RU L E) ICEE LIHE
Y2 FILBRICDMSO e ENDEHE. NI L 2Ry ZAKE < (3000RU LLE).
YU TLVETEN R 215G (DMSO RED RE"HEHT)
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e 2-2. BEMEDITE

BIEMAIEDF)E

Biacore S200 Evaluation Software Tld. BB CUTOMIEZEREL £9,
BIE DBRIC, DMSO BRDRE Y U —X (7 v = v JHEERICE £1.%5 DMSO RE+1 %
BE) #. UAY REEMELELORY 77 LYy ZELICHML, BEELE Y 7
LY REILDNILT L ARy ROERTIHRLET,
V77 Ly REILDL AR R % X, BEMELEY 7 7L AELDNILT LR
RYZROEEYEICTAY b L OCRERERAMBEERLET,
EAFIEYERMLEE, U7 7Ly XLl 2FEY R (BOD) % AE5E A
MICRALT, BEEZEHLET (HO),
MEERBE TCEONIEAEL ARy 2o @mEEEZELSI 5T (KO®),

@® @ ®

|y
-150 RU 0T
AR A IE P DMSO AR O Fa 54

5%DMSO @B Y > 7L ZRAW 5355 0 R EMIER DMSO AR DIER A E%xBH#H L £9,
ITATDDMSO BRIFASFARL £,

D1xPBS (noDMSO) #FEHEL £,
QAEAEIEFAER 4%, 6% DMSO R b v 7ARAERAIL £7,

V4 .Y

-150 RU

4% DMSO X kv 778K X T ¥ v URBER 9600 yl
100 % DMSO 400 pl

10000 pl

6% DMSO X b v 778K X T ¥ v URBER 9400 pl
100 % DMSO 600 pl

10000 pl

@AMy 7 BKRETREROEETEAL T, 4 %~6 %DAERIER DMSO AR #FARE L *
T, UTDXRIL 8 ERFEDREMIER DMSO AR AT 2070 b a—IIL T,

4% 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  (ub)
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2-1. XV v FDERE

ZITE FICIEDRI Y —Zv XYy FERB DR TBNMLET,
Toolbar ® Home 74 A% ( §5) ¥ 721% Menubar ® Run—Template..x 7 v & L TR X
—rR7V=VIZEY £9,

Biacore Template ® Binding screen—Fragment/LMW—LMW screen % 3R L 7-#%4. Open
7 Uw 7 LET, Fragment/LMW ARD X/ v R Z2 TABREERBSRDAEN A - 7= X
Vv FTY,

AssaySteps =7 U v 7 L ¥,

B8 Jiethod Builder - Main E][Z]

mrrm [TE
Startup
General Settings x Delete [Startup] Sample 3 times as entered.
B C 4
Assay Steps > Sample
[Sample] Sample 1 time as entered,
Cycle Tvpes
L~ — |
t Move Up t Solvent correction
erification [Solvent correction]  Solvent correction 1 time as entered, Eefore | every 51 cycles,
Control sample
t- [Control sample] Sample 1 time as entered, Before [ after | every 30 cycles,
Setup Bun
L ]
Cycle Run List.
Base settings ecurrence
Name: |So\vent carection ‘ Repeat assay step within:
Purpose: | Salvent correction b ‘( (&) Every 24 2 ol
Eﬁ;:i;;,l: | Salvent correction b ‘ O Distribute -1 occurrences evenly
Run assay step once first [] Run assay step once last
Asgay step preparations
Temperature: 1 5| times
Bulfer: @ s ertered (1.231.23)
Drcler [1,1.2.2.33]
) Random

(o ] (oo ) (oen ] (o]

Recurrence CARMIERBBRANOEEZEEL £9,

30~50 YA 7N 1 EEEDBETERE TS LabdIHLET,
1

CycleTypes 7 U v 7 LEd,

Biacore S200
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Cycle types O Solvent correction =7 U v 7 L £,

B8 ethod Builder - Main

Cucle types Description of selected cycle lype

Solvent correction

General Settings Sample

The cycle type iz uged in Solvent corection steps and containg injections of eight
different solutions.

Assap Steps

S S el |
T
=

L

\
Cycle Types {2
-— IS

Iniections | Repart Pairts |
Settings for Sokwent corection 1

The Solvent comection pulses will be wn for 20 seconds with a flowe rate of 30 pl/min.
Setup Bun S dnset || 2€ Remave
L

Solvent comection 1

Solvent comection 2 E]
Solvent comection 3
Solvent comection 4 E]
Solvent comection 5
Solvent comection &
Solvent comection 7

Solvent comection 8

R T |

T7 AT, RERERARE 8 mAML T, 27T 2ICIE, #IR L T Remove
EERLET, AEBERABSROFMIBELZE CEEL T,
BE, VAV FEF v 7 Frv—958ICIE. VAV FF v 7F v —RICABEBERARE
WNINT 2ENHY £9, BEE. Capture I FZBIML TLZI L,

1
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Sample ZEIRL T, 7+ 74 MFEMYA 7 ILDEREZTWET,
B pethod Builder, - Main

Cy:le}upe/\ Description of selected cycle lype
e

Aﬁtent correction This cycle type is uzed in Startup, Sample and Contral sample steps. It containg

General Settings Sample injections of sample and camy-over control [running buffer)

L
Assap Steps
s S S
I
L — |

[ oL |5

5
Irictions | Report Pairts |
Setings for Sample 1
i Method Variables | E waluation Yariables
Tupe: Low sample consumption %
L — ]

. . Set property as variable
Sample solution: |5 wariable
Sample 1 Sample solution

Carmy-over contral 1 E] Bt e s) [ Contact time [3)

[] Dissociation time [s)

. [ Flow rate ful/min]
L stonine, (=) [1 Extra wash solution
Flow pate: (Wl
Flow path: Both -
[] Predip

e —

Fraction: E [%] of mix solution

Stabilization period after mix El [5]

Extra wash after injection with: |50 % DMS0
[ Stahilization period EI [5]

R T |

Sample 1 # 2R L £ T, (LEVDOBRIEIMBEWVGEICIE. T 7 4L FDERTEICHE > T, 50%
DMSO T Extrawash # =ML £9, 70— ILLIANDFREEA 50 % DMSO THE L T, REE
IZFE ST BMA T v ) —F —NN—F 5 H5HEET,

Biacore S200
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B8 ethod Builder - Main [E”z'

Cucle types Description of selected cycle lype
Solvent carrection + Mew This cycle type is uzed in Startup, Sample and Contral sample steps. It containg
General Settings Sample injections of sample and camy-over control [running buffer)

?( Delete

Assap Steps
Cycle Types  |f 2
L — |

Overview
L'
L= )

I
L -

Irictions | Report Pairts |
Settings for Cary-ower control 1

The Carrp-over control injection will be run for 30 seconds with a flow rate of 40 pl/min.
Setup Bun £nove
L

Sample 1
C

R T |

Carry-over control O~ > Ni&, Y > 7IILEIMEICNy 7 7 —=FME{TWE T, BIERIC,
KEYDF v U —F—NRN=PRETWhZ, LR—FRAY N THERTEET, (HE 2-3
=R, )

BABARERIMNT 2H(121E, Regeneration 1< > FABIML TLEE L,
DIBEDRFEFMIZ. 1EE2TSBIEEI L,

Biacore S200
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E 2-3. LIR—bFRA Y bDE

B (NLY) BEERLEBEETEIERRTIE, BDFT7H 74 FONLT LRy X% BIE
95720, TFHT7A MRMF (R TERD ICLER—bRA > FZ2RET 20E0H
VEd, BEEEINELR—FRA Y FOZETL binding EfFTWTWET, HRIIKTER
DLR—bRA > M stability & L TEBSNE S, £7-. B FT7 74 FPFEO=—F
W, REE~NDF YV —F—N=F v 7 DEDHIZ, TFH74 NFMETHR, 702>
BERETF 74 MERFEOE—FTHRMLTEBEINSELAR—FRA > FOZAFNIL, BB
[ co "MfFTWTUWE T,

binding
* lstability
co_binding
l‘ co_stability
Sampl T T T T
Carry-over control

Regeneration

R 2-4. ¥+ 7 F v —FEZFABLESTFILEYDRTE

VAV R EZF ¥ 7Fv—BOR=XT7A4 > U7 FAVNZWIHEICTIE. LMW screen using
capture XV v REFERAL THETEET, VAV FEF vy 7F v — L7, &L TR
BEARKRZARML £,

BHE, FvTFv—EDOR=—XTAVFU T IHPREVFEICIE., v 7F v —E0ER
EETTOTEEFLA, ¥ 7T Frv—hy 7V IEREZFERT L. UHY F2EEERE
ftd2AEEERLTZE 0,
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2-2. BRMIERE

Z I Tl BEMBEREEFTE BN LE T, BT AHEIL. Biacore S200 HANGEEILERFAE
EXREEiR #2BL TS0, R —ZV T3 ER2TSBEI L,

AR IE
FES—3 3 /8% /)LD, Data—Solvent Correction 7 ') v 7 L £,
BIEY A 7L OBEMEAMENTRRINET,

P8 Solvent Correction @

Included | Cycle =| Curve | ChizZ{RU2) | YO {RU) A RU [ Zoom lock
vl 11 Fe=2-1 0.6673 06 157
v 11 Fc=3-1 0.2845 0.0
vl 11 Fe=4-1 0.4574 0.2
v 39 Fr=2-1 0.5475 0.5 \
vl 39 Fo=3-1 0.2422 05 10 4
v 39 Fr=4-1 0.5751 1.0
vl £7 Fo=2-1 0.6119 0.3
v 67 Fr=3-1 01751 0.1
v 67 Fr=4-1 04273 0.5 54 1
v 95 Fr=2-1 0.7296 0.3
vl 95 Fr=3-1 0.1709 0.0
v 95 Fr=4-1 0.3386 0.5
vl 123 Fr=2-1 0,849 0.2 g o
v 123 Fr=3-1 0,1503 0.0 4
vl 123 Fr=4-1 0,3415 0.4 5
v 151 Fr=2-1 0,8955 0.2 it
vl 151 Fr=3-1 0,2308 0.0 E )
v 151 Fr=4-1 04916 0.4
vl 179 Fe=2-1 0.681 0.2 =
v 179 Fr=3-1 0,2557 0.1
vl 179 Fr=4-1 0,3384 0.5 P
v 207 Fc=2-1 07557 0.3 104 ~
vl 207 Fr=3-1 0,3529 0.3
v 207 Fr=4-1 0,4022 0.5 U7 7L Y RELTHEEL
235 Fr=2-1 0,801 0.5 = s, —° N =
S 236 | Fc=3-1 0,428 0.6 151 BERTEY TN DIL T
v 235 Fr=4-1 0,3989 0.7 GEE : General A< >~ K¢
v 263 Fo=2-1 07815 0.5 NN B
v/ 263 Fo=3-1 0.5861 07 v BRAINE L TWBRERIZIE,
Extrapalation R ange Fiepart Paint Fange -20 ; ; ; + i
Nane o -1000 -500 0 500 1000 1500
Response (Ref) [
[ ox J( s

BEALZ CERT AFMERIRICTF v 72 AN, OKZ 27 Uy 735 EMENTT LET, ¥
YTIERIEF v U —F =N KT OWTHEEZITTVWET,

TR BAEMERMRICERRINDNILIBETRY 2 AORIE. XV v FRBICK > TE
Yo TIWVUNDBEAMOBERNRORRL £9, D7D, MOBHALEWSHEICIE, €
YH—T I LDERET, YT ILVDOBERDEDRELLAVWHAZEBTHHEEZ L TLLE
LYo

IR AH I FARRARIZ. Evaluation Explorer F 0 Solvent Correction 7 # /L X ([CBIREFE S N E
ERS

VYU LBEVT Oy T, BEEOT — R EMUHTHRICE, Curve Name U X b
o, Al corr MEVILDEBRL 5, Bl 2 Fe2-1 corro

Biacore S200
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T — R DT
SRR IE & B ICBRITICER X T,
BEY Y TILDOR 7 —=> 7 OHHIE, Biacore S200 HAZEEULIGAE ICHRD 1 =%

S8 {12 & W, Kinetics/Affinity R 7 U —Z > 7% EHET 2551013, ERRERESELT
LY AN

R 2-5. AEMERAEHRO I/ AV T —F vy

BERAY MIH—T7HRIFICER > TVWANZRERL TLAZI L, ChitfEN 2 U TZ B L
ELTLIEE W, H—=THORELANTULERA Y MIHIBRLTLZE L,

BB, W—TORIR, BEZF, BERGEICE>TRELERZ D IAY T 4 —DEHEC
lE7 Y £H A

R 2-6. AIERA >~ b DY

TT—DRAREOBET, AEMERMRES SUIR L NEERA > k55 DB
ZOREFRAY N EISHh—YLEBB L, IIREEIY v LET,

Exclude point
Exclude curve

Show Sensorgrams
Scale...

Copy Graph
Export Curves, .,

Excludepoint #7 v 7 L9,

RU

10 7 Zaom loc

[ >
\\.'-

Response (Act-Ref)
&

-15
-800  -600 400 -200 a 200 400 BO0 800 1000 4200

AERA Y FHEIBREINE S, RIS, WDHTHEY OAERA > b TEEMERHRIRAE
RENET,
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{2 2-7. AR IE A RRER D HIBR

I7 —DORMNEEDERTETA, SHIR L - W ARBERERENL H 2154, BRNOAER
1TEFARI#RIC D UL\ T . Solvent correction £D T — 7 )LD Include BT LDF v 7 %N L ET,

Included | Cycle & Curye | Chi2 (RU2) [ YO (RU)
[l 4 iFc=4-3 0.2299 3.1
[s] 25 Fc=4-3 05779 2.1
O 30:Fc=4-3 04273 -1.6

RU
10 ™ Zoom loc
¥ ¥
5
. ¥ ¥
0 v NES
i‘ N
=
]
i
-10
-13

-300 -600 -400 200 0 200 400 600 OO 1000 1200

Response (Ref)

Ty 72N LIOREMERBRAEIRESNE

ED

RU
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{2 2-8. AHMIE AR DIER

B 7us L ILBEMIER DMSO AROAROMET, REY Y TILDNLy L Ry
ZDAIRAHIE A DMSO SBRDEFENICUNE 5 > 72BE IS, BEMIER DMSO AR DIE
Bl (V77 LY RN/ T BNV I00R) ZIKTHZENTEET, 72720, ERS
NTOBEBERHBROBHTOMEIT, RAEL FRA S T-OFEEBOERWICITERED
DHETY,
Solvent correction & F @ Extrapolate #7 v 7 L £9,

!

P8 Solvent Correction - Extrapolation Range E|

Extrapolation Range [2-axis): 1000 [RL]

o [ oo ]

ERTDEEANDLET, REOBEMEMAMBROBERD 10 2B BN EHALEXL
WTYd, OK=7 v 7 LXT,

10 ™ Zoom loc

a L 4
RS
N
5 A
. v
¥ ‘\
% “.
LA

=20

-25

=30 + + + + + + + 1
-20000 1500 1000 -500 o S00 1000 4500 2000 2500
Response (Ref) RU
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th B LD EHEL £,

Evaluation Explorer @ Plot Z AL\ T, 85N 7T — X DIEFE]

R—= 74 VEH)
Baseline: Sample 7’01+ bk

—(ol x|
[« curve Mame: Fo=2 [ ] [Cecfssay Step Purpose: <Overla_v [ W[ e Cycte number: <overlay> = [w ] “Tools v
Baseline: Sample I Zoom Lock | [XYalue i ¥-Value [
LHEFA 2 ine DIIHEIHT BT | = g
ERIE LD baseline DFEXFE (X 7
v 23412
2322

4232

a2342.3
423417

Oy FAEREINET, WEERELTWVBYH |l

4233
42340.8

CRRPA LT EICRL TV A, BB T e

TAYIEY ETA KT Tay hA—L | e = s
B TNDOL AR IR TE TOAULREE Fo . = =
HYEA, KPTF4 7Y ba—LHRWE | . o 1T
&, 2YA4 7 LoEFHE (RU) AMEIE(ED | - f s = o - o e |

10%UELETH2HEICIE, TDORZEERL TGHAET 240E2H Y £,

Fyl)—F—N—Fzv7

Carry-over 7’0 b

co_binding @ co_baseline |ZXI 3 2ABIHMEZ A v
FHERENET, Sy SEEROL AEY | s
Z (BE@ETIE Startup A4 27 L) (LT, LR . .
RYZRODREWTFI7A4 ME=—FLomegas b o
PICRET HUEEASbE T, F v U —F—/— e -

PELWTFIA FORYA 2 ILOGEEL 2K ' -

VAR ANEEBLCHET 2AEA B ET, L ekl T =y

U7 7L v REIADIEFRRE DFESR

Binding to reference 7°'A v b

Stability @ baseline (CX 2HEFMED 7Oy bAY | ° Lt
i - o3

RRENET, 7V VY ITRERDOL AR % & p— T

+ Sapie:

EAE LCHELET, 7Y =V PEHEROL R i e

Ry 2L LY TG, 2P —F v TREA S - ;
FSRMICRE L LRSS E TS | =

ENRENEE TWBIHEICIE ABEMENEL T
CEBTELRWERD, 77— 2FHERKICIOTIESHETT,

BT D OB T —XIEZ DS TExclude LEFT, F7/o. [UTEB DT T ICDODWTIE, 3F
R axXv MR ERTIERVWTY, (E1-8 #38,)
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3. 757 XY Me&THE
T2 AV FEHRRIRY AL 2O, ROAYE T MIEDIDWZRIEXY v K - f#if
JOoba—LEEELTVLETS,

MNew library Clean screen

Binding level screen Competition screen

o onam

Validation

Medicinal

Structural chemistry

A. Clean screen

K=y bOUAY FICBEICHKERT 27 77X b exAT47ara—LnlHy
MICREICHKAT 27774 hEHERL T UBROAEL oBRL £75,

T AY MRMAIBEOR—ZFA Y FRETT7 77 AV FORLEBLARBY T, (£
BRICIEZ 77 XAV PBRIIBIOR =R T A Y ERYA T LDR=RF (7 PETHHEL
£9,)

Response

@ 2) )

Cycles
YA LD, Z2<DT7 774V FTELND, BE - BEFRVHBNAEAET 0T 7
ANTT, YA 7LD, EENBER T 77 AV bx—> T, BEERENENTT,
YA IILQDEET, YA LR TIER—ZAT A7 FHEE LT, Clean screen Tl
CDR=RF7A 7 8% 70y bLT, QDEHERT 777XV b eHRLET,

Biacore S200
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B. Binding level screen

1EEOHEE. BAKRRICEIVWT, 7OIRIANA VXA —DREREITTVET,
Eeg. BemEoEs, BEEREZEFEE L GHEL £,
ROIBEEICEETE27 77XV MIHRLEFT, OBEEHOEZAKE L H D (Slope) .
QfEBERENELNDH D (Slowdiss). OFEEEN A Rmax (R>Rma) ZHBR TWLDH D,

Response
| i P—— -Theoretical
- Rmax
Slope Slow diss R>RHmax
/ / 7, /—

D Slope (fEEMEEOMEE)

T3 AY FRINBEAORIRTEREF COY 7 FILEEOEEZFEML £4, FEHE
BRECEYA T 7V Fr—>ay, SEIMELTWAEAARLICIFEENRE LAY F
ERS

@ Slow diss (FRBEERE AELY)
T30 X Y MR THOBEEZTML £7, IFFENRECLEMA T 7Y S —> 3
V. L TWABIBEREICIE, BEERENELAY £,

@ R>Rmx (EEEBV’ERABEELYKEL)

777X PRI EENERNAEAEEE Ron) ZBA TWEWSZIHEL £7,
DAY ROBETEIEEDFE. 777 4> FDOHTFEND S, 1:1Binding Z187E L TEHRIA
Riax ZEH L ET, R> Reax DIHHEICIE. 777 XY FHAESELTWRWLA, UHYFD
=27 bHYA PUACEREELTWE A, EFENTREL TWLWDABEELAH Y £7,

Biacore S200
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C. Affinity screen

750X NEER 5EEL R T, Affinity BRI & 1T > THEEEHR (Ko) Z2EH L £,

770X b Affinity IZFEFE ICFTFWcH, BENA T T XAV MEETHENTERWYS

—ZXDBHY EF, DI Affinity BEITD 7 4 v T 14 > 7 % REAL S8 5 78 Affinity screen
TEHRAKEEE Rnw) ZEBRELTC7A4 v T4 7 ETVWET,

Rmax DERE AR D@ T,

@ =B L 7= Rmax

BEXAY Yy FT, RYPT4 73> bO0—LZ2ERETAEL TR LN, R 2 &L, &7

TIOAYED R ZEHLE T,

@ ﬁgjﬁ—fﬁ% ';)1’17": Rmax
BEXY Yy FTCRY T4 72y bAa—ILzZ2E % k> CAITE L T, Kinetics/Affinity 4T CT5
'bﬂf: Rmax %%L:\ %7 3 7\)( > }\ @D Rmax %ﬁﬁ L/ 353_0

@ EFRHY Rrnax
VHY FEEREE, VAV FERYTA7av bA—LODFERNOEH L 7-EHN
7 Ruax BN, BT 77 AV FPD R ZHIE L £9

D. Competition Screen
ABA-inject A< > FZfERAL T, eV 1 MEENLEYE OFREEEZ., LR—FRA ¥
b fERRICEHE L £ 9,

Running  SolutionA Solution B Solution A Running
buffer / '\ buffer
Competitor Competitor

Competitor +
sample

ZITIE, BRIV =TIl OoWT, ERARR Y ==V 7 BIE - BT & B 5EKTE
BERICOWTERALET, ERANAE XY v FMER. BITAEOFMIZ1. 282 T8 /ZE
L,

Biacore S200
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3-1. Clean screen
3-1-1. XV v FDERTE

BITE X/ v KL, Binding screen—Fragment/LMW—Fragment clean screen Z{£H L £ ¥,
BEIHLT, REERZZEEL TEAL TLE L,

R=ZZAVDLR—bRA Y FEZTHMIERT 2720, BEMEITERBLEE A
BIEARIL. CycleTypes THEZR L EF T, 7 74/ FTIHRDBYEREINTWET,

B8 ethod Builder - Main IE][X]

Cucle types Description of selected cycle lype
L'

Thiz cycle type iz used in Startup and Sample steps. [t containg injection of sample

Sample = Mew
General Settings uszing a Clean screen inject with the option to use adaptive wash
L= """ -
?( Delete

Assap Steps

Cycle Types  |f 2
L — |
L]

g
o
o
k=)

=i Fiename

Iniections | Repart Points |
Satings forSample
Methad Variables | Evaluation Yariables |

. . Set property as variable
S 5 ample solution Is wariable Seample sclkion
E] Contact lime; 10 [z] L Contsct time (5]

[] Dissociation time [s)
E] i ] Flow rate fpulmin)

[] Adaptive wash solution
[ &daptive wash value [RU)

Sample 1

Dissociation time;

CH

Flow rate: 0 (l#mir)

i Flow path:

Use adaptive wash with: 50 % DMS0
‘Wash when mare than: [RU)

[ Help J [ Save ] [ Saveds.. ]

Y 7IRMa~< Y FiL. Cleanscreen Z{EAL £,

Wash when more than TRE L7ZEU LEDOR—XF7 (4 v EENRELFEICIE. Use
adaptive wash with THEE L 723ZE (50% DMSO % &) TF v 7RELUN DRI & H% L £
ERS

Setup Run L& THR RS 5 Estimated run time CEEHFRH) (CI1X. adaptive wash FRFfE (&
ERBINTWLWEEA,

Biacore S200
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51

3-1-2. T— X &

Evaluation Software D 7 4 — 3 3 > /X% )LD Evaluation—Clean Screen % =R L £ 9,

ke Clean Screen

|1

[ = ]

Mame: Clean Screen

Axis setting

Y-fods

Baseline difference (cycle n+1 - cycle n)

Curves:

Variable: [Cyc!e

K-huds

Net> | [ Cancel |

Y-Axis ($. BIEY A ZILERY A VILEDR—ZAFT A VENEREINTWLET, X-Axis (T8

® Cycle =R L £9, Curves T,
Next >%fi_g%ﬁ L/ i ‘g—o

A9 % Curve Z3&EIRL £ 9,

[ =z Clean Screen
( [ Tools 'I
) Clean Screen — Fc=2 Cydle =| Fc| Y-Value Ligand Sample Cut-off\_| Resid

5 [ Zoom Lock 71 .4 Neg control! Below Cut-off
* 72 -0.7 | Thrombin 20 ug-ml Neg control. Below Cut-off

8 1 44 DAPA, Below Cut-off b
8 2 -3.1! Thrombin 20 pg-ml DAPA' Below Cut-off
] * g1 -13 MB4AD2 | Below Cut-off:
g 2 -2.2. Thrombin 20 pg-ml MB4A02  Below Cut-off
10 1 -0.1 MEB4A03 | Below Cut-off:
- 10; 2 -1.4 Thrombin 20 pg-ml MB4A03 | Below Cut-off,
4 1 1 -0.3 MEB4AQ4 | Below Cut-off:
i1 2 -1.1} Thrombin 20 pg-ml ME4AD4 | Below Cut-off:
= . . N 12; 1 0.2 MB4405  Below Cut-off,
= 2 * 12i 2 -1.3! Thrombin 20 pg-ml MEB4ANS | Below Cut-off:
3 N + 13 1 0.0 MB4AD6 | Below Cut-off:
E .. . 13 2 -1.1; Thrombin 20 pg-ml MB4AD6 | Below Cut-off:
g + . . R R . : * . e 14 1 04 MEB4A07 | Below Cut-off:
< 0 o ey ot ‘.’. . .‘ e T, . 4 2 -0.6, Thrombin 20 pg-ml MB4A07 | Below Cut-off
2 LT R ,.:.':’ .o;‘,::”.”’.‘ Lt :“ ﬂ“:‘:.?: ::"} * Selective 1501 0.3 MB4AD3 | Below Cut-off
E .:‘.:.“.‘.' i P T AR T 152 -0.7 Thrombin 20 pg-ml MB4A08 | Below Cut-off
o M ) . M + B L 6 1 0.0 MB4A09 | Below Cut-off,
% 21, . + . - . e 6 2 -1.3 Thrombin 20 pg-ml MB4A0% | Below Cut-off
K 17 1 0.3 MB4AL0 | Below Cut-off:
* 7l o2 -0.4' Thrombin 20 pg-ml MB4A10 Below Cut-off
" . * . 18 1 0.2 ME4AL1} Below Cut-off:
18; 2 -1.1; Thrombin 20 pg-ml MB4A11 Below Cut-off
. 19 1 0.3 MB4B02! Below Cut-off
. 19; 2 4.6 Thrombin 20 pg-ml MB4B02; Below Cut-off
I 200 1 0.2 MB4B03; Below Cut-off
20 2 -2.41 Thrombin 20 pg-ml MB4B03! Below Cut-off
. 21 1 0.0 MB4B04; Below Cut-off
21 2 -1.9: Thrombin 20 pg-ml MB4B04! Below Cut-off
2 22 1 0.1 MB4B05! Below Cut-off

0 50 100 150 200 250 300

22 2 -1.3 Thrombin 20 pg-ml MB4B05 Below Cut-off
23 1 0.0 MB4B06! Below Cut-off
Cut-off response 5.0 23 2 -1.2| Thrombin 20 pg-ml MB4B06, Below Cut-off
( @ Fe2 Cutoff response 5.0 [W] 24 1 -0.1 MB4B07: Below Cut-off

240 2 -0.1: Thrombin 20 pg-ml MB4B07: Below Cut-off -

el e v <] [ | r

70y b EERDT-TILDNRREINET,
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70y bE BETTF OYYBEZDARETY, BEEHALD Tools T, ZRRAENAIGET
ERS

7’0y b OFRWERIL Cut-off [ET. T 74/ FTIESRUICIKRESINTWET, BEL7-WE
Bl 7A4vE Vv - FZy I LTEET SH. 7By T O Edit-Settings TlE% 5%
ELES,

HEH. Finishz 27Uy LES,

7Ay MMIRDODEBTES T &, T — 7 /L0 Residual Binding | HiERARTENE T,
* None (%)

ET7A—HILDN—RF( VED Cut-off [EL Y IEL (RIEAL L)

* Selective (&)

EOANDT7O—EILDR=ZF A VEN Cut-off #HBZTWDE (HEBRHRELIZETIR)

* General (%)

ETOT7H—HIIIDVNTR—=R T4 VEH Cut-off ZFBX TWLDE (BEBRIIR)

Biacore S200
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3-2. Binding level screen

3-2-1. XY v FDERTE

BITE X/ v FlZ. Binding screen—Fragment/LMW—Fragment binding level screen % {5
LEd, ZEICH LT, BEEBZZEEL TERAL TLZE W,

Solvent Correction (¥4 T EME L £,
BIEARIE. CycleTypes THESRL EJ, T 74N P TIEROBYRESNTWET,

B8 ethod Builder - Main IE][X]

Cucle types Description of selected cycle lype
L
Sample + Mew This cycle type is uzed in Startup, Sample and Contral sample steps. It containg
General Settings Solvent correction injection of sample using the Binding level screen injection type,

Assap Steps Ty

Cycle Types {2 =i Fiename
Werification
L | - —————
Iniections | Repart Points |

— Setings for Sample 1
Type: Binding level screen A
L — ]

Sample solution: |5 wariable

Ii

Method Variables | E valuation Yariables |

Set property az variable

Sample 1 Sample solution
(8] Conectine b B e
B v & o Sl
Flow pate: (Wl
Flow path: Both -

Extra wash after injection with: |50 % DMS0

R T |

> 7RI~ > FiL. Binding level screen % {£F L ¥ 3, fRHREORTE IIHEH Y
A,

Extra wash after injection with (CF = v 7 Z AN T, #8FE L723&FE (50% DMSO 72 &) T,
TA—BRILAND T A SR EITT O TS L,

Setup Run L&D Detection 74 > F7Tld, V7 7L YRS T RT3 v %&RLTL
7=y,

Setup Run L& TFER RS 1% Estimated runtime CBIERFR) (Z1E. Extrawash R IEEE
INTULWEHA,

Biacore S200
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3-2-2, T—X#Eh

Binding behavior i C R > Rmax Z EFI T 2 355 (114,
(DAY FZFr¥ 7Fr—LTWBIHE

DAY O FEBBRILVETT,
ICIERESNETA,)

DAY FonsFEld. BE/ XY v K (Add molecular weight) TIEXE L T# < A, Evaluation
Software C. f##T87(C Tools—Keyword Table—Edit Chip Information TIEE L T 7Z2& Ly,

&= Edit Chip Information

Flow Cell

/ mipa

Immabilized Ligand

Thrombin

37000

Bl

HER

P am

65000

Help

o) (o)

E)

Solvent Correction EJE#(C, 7 4 —3 3 > /¥4 /LD Evaluation—Binding Level Screen %

BERL X,

ks Binding Level Screen @
Plot name:
Auxis setting
Y-Podis X-Pods

Report Point: [binding_earry '] Variable: [C)'de =
Responss Type: [Relative Responss ‘]

Curves: Fc=2-1 cor

Help [ Ned> | [ cancel |

Y-Axis @ Report Point (£, 37 binding early (77 74 FRMEHZDOLR—FKRA V) %
EIR L £ 9, Response Type (I Relative Response % %R L £ 9, X-Axis (. 1BF Cycle %
BIRL F3, FITICED D Curve ZRIRL £7,

Next>%=7 Uv 7 LET,

Biacore S200
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s Binding Level Screen

[ Tools v
AU Binding Level Screen — Fc=2-1 corr T T e T - TN - .- [
250 [C] Zoom Lock 7 21 -0.4 Thrombin 20 pg-ml Neg control NA NA
821 175.0] Thrombin 20 pg-ml DAFA NA NA| A
9l 21 29.17 Thrombin 20 pg-mi MBA4A02; Err: Ligand MW Noi  No
10731 6.4 Thrombin 20 pg-mi MBAAD3: Err: Ligand MW No. No|_
1121 18,8} Thrombin 20 pg-ml MB4AD4: Err: Ligand MW Wo. N
200 . 1221 3.3 Thrombin 20 ug-mi MB4AQS | Err: Ligand MW No.  No
13721 4.1 Thrombin 20 pg-mi MBA4ADS: Err: Ligand MW Noi  No
13 21 50.0° Thrombin 20 pg-ml MBA4AD7: Err: Ligand MW No  No
N * . N * . . 15 21 32.8] Thrombin 20 pg-mi MB4A08  Err: Ligand MW No,  No
16721 177 Thrombin 20 pg-mi MBA4ADS' Err: Ligand MW No|  No
150 . 1721 17.5 Thrombin 20 pg-mi MB4A10: Err: Ligand MW No No
z + 18 21 13.8] Thrombin 20 pg-ml MB4A11] Err: Ligand MW No|  No
; . " 1821 57.7, Thrombin 20 pg-mi MB4B02; Err: Ligand MW Yes,  Yes
H 20021 33.3" Thrombin 20 pg-mi MB4B03: Err: Ligand MW No. No
= . - * Muttiple 21 2-1 18.9 | Thrombin 20 pg-ml MB4B04: Err: Ligand MW No No
E 100 . + M + None 22 21 29.1; Thrombin 20 pg-ml MB4BOS; Err: Ligand MW, No No
I " . « Slow diss 33131 147 Thrombin 20 pg-mi MB4B0S: Err: Ligand MW No No
: R %4 21 7.2, Thrombin 20 pg-ml MB4B07 Err: Ligand MW No  No
£ . : 25 21 12,6} Thrombin 20 pg-ml MB4B08; Err: Ligand MW No.  No
£ . L M . e : 8] 31 17,87 Thrombin 20 pg-mi MB4B0S: Err: Ligand MW No! " No
s " . T " ,',' w 27 21 3.5 Thrombin 20 pg-mi:  MB4B10 DMSO: Err: Ligand MW No No
IR T AT P T L Lol 8 21 10.3} Thrombin 20 pg-ml MB4B11] Err: Ligand M No,  No
R v ) 3 LA PRSI AN F 29 24 19.5} Thromhin 20 pg-ml MB4C02; Err: Ligand MW No No
CEFARTE S S e s o4 *
et T .: e ..':‘0" ’.‘ .:. ,':‘J A . 300 2-1 15.2 | Thrombin 20 pg-ml MB4C03 ! Err: Ligand MW No No
o "o A R A A P o £y .’..‘é:', "::.o R - 3121 47.9 Thrombin 20 pg-ml MB4C04; Err: Ligand MW No No
. 320 21 2147 Thrombin 20 pg-mi MEA4COS | Err: Ligand MW ! No.  No
3321 25.4" Thrombin 20 pg-mi MBA4CDS: Err: Ligand MW No. No
34 21 36.9 Thrombin 20 pg-ml MB4CO7: Err: Ligand MW No  No
350 21 24.07 Thrombin 20 pg-mi MBA4C08 | Err: Ligand MW Noi  No
50 36 21 20.7 Thrombin 20 pg-mi MBACDS: Err: Ligand MW No No
~ 50 100 150 200 250 300 37 2-1 35.4: Thrombin 20 pg-ml MB4C10 Err: Ligand MW No No
e 36 21 17.1} Thrombin 20 pg-ml MBA4CL1 Err: Ligand MW/ No.  No
R Included above Cut-off: 24 points of total 239 (10 %) 33721 72.07 Thrombin 20 pg-mi MBAD02: Err: Ligand MW No'  No
Included binding behavior markers: 12 points 40 21 617 Thrombin 20 pg-ml MBA4DO03: Err: Ligand MW No  No
Point Adjustment 41 21 35.4, Thrombin 20 pg-mi MB4D04; Err: Ligand MW No,  No
v 23721 6.6 Thrombin 20 pg-mi MBADO5: Err: Ligand MW No|  No
Blank Subtraction B 4321 154 Thrombin 20 pg-ml MBA4D06: Err: Ligand MW No No
2421 24.1] Thrombin 20 pg-ml MB4D07; Err: Ligand MW No|  No
45021 124} Thrombin 20 pg-ml ME4D08; Err: Ligand MW No.  No
e 3 a6 21 134" Thrombin 20 pg-mi MBA4D0S: Err: Ligand MW No. No
47 21 18,7} Thrombin 20 pg-ml MB4D10! Err: Ligand MW No  No
48] 2-1 20.9] Thrombin 20 pg-mi MBA4D11] Err: Ligand MW Noi  No
[ — I S0 21 0.4 Thrombin 20 pg-mi Neg control NA NATNA
Median Fitering... > cob D Ty i PPy
< m ] v <[ i ] v

70y bERROT—TANKRRINET, AV FTTFR OUYERAD

%

EREL TLIEE L,

—_

5

AIEECY, EE
A LED Tools T, RREENAIEETT, HEIZIL LT Report Point Adjustment DX EHIE

7’0y b DOFRWERIL Cut-off (ETY, T 7 #/L b Tld, @BIERA > bD 10 %H Cut-off &
DEIC7Bay bENBESICHESNATVHWET, I bO—LP s 7Oy bEnZE
TH. B TINEIL RO Cut-off DFFEICIZEENTH A,
ZELEZWHEEICE., 4% 00y 0 - FTv 7 LTEET B H.
Edit-Settings CIEZ:RXEL £9,

7ay FTFO

70y MIROEEZEEIK > T, BB TERITEINET, T—7ILICHERNARRIN
£9,

- None (#%t&) Slope. Slow diss, R>Rmax ICZH LAWY > 7L

- Slope () EEEETEENELINTWEY YT

- Slow diss (&) FRBEREAE WY >~ 7L

* R>Rmax (KEB) RN R ZBR DIEEEBDOY V7L

- Multiple (F=€&) BHEOEBEBICZAET T T

Biacore S200
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EBolFlE. 77 4L b TERIE 41 TL 3 Binding Behavior Sensitivity (CfEWE T, T
1 BT 4 —%ZEFE L7-WEEICIL. BEA L O Tools—Binding Behavior Sensitivity TZ %
TEET,

Binding Behavior, Sensitivity E|
Sensitivity
Lo High
Slope .j
Slove diss J
R > Bmax J
Help ] [ (1] 8 ] [ Cancel ]

7 — 7 JL T Cut-off : Above Cut-off. Slope/Slow diss/ R > Rmax : No TY — k Z#HT T, LUED
BTICEBAL 7 77 X FERERL £7,

HEH. Finshz 27Uy o7 LET,

Biacore S200
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3-3. Affinity screen
3-3-1. XV v FDRTE

BITE XV v K4, Kinetics/affinity—Fragment/LMW—Fragment Affinity screen—Fragment
Affinity screen single cycle ¥ 7- (& multi-cycle #fFA L ¥ 3, HZ I LT, FEEEAZZE
BLTHEALTLEI L,

Z ZTl4. singlecycle DXV v R&ETHEBNLET,

Assay Steps CHEZECTZE 2B Y. HEITS L TAEMIE E Rmax control 27 v 7% EME L
£9,

B8 Method Builder - Main

—————— W
> . Startup
Leneral Settings 74 Delete [Startup] Startup/Contr sample 3 times &s entered.
. . s Cony 1
| Assaw Steps » = Solvent correction 1

_ _ [Solvent carrection] Solvent correction 1 time as entered.
Cyele Tupes 1
L )
b Move Up lRmax control

Weiification ‘ Move Down [Contral sample] Startup/Contr sample 1 time as enkered,
el B |
+

Sample
[Sample] Sample 1 time as entered.

Setup Run Solvent correction 2

t [Solvent correction] Salvent correction 1 time as entered. Ewery 50 cycles,

Control sample

t [Control sample] Startup/Contr sample 1 time as entered, Befare [ after [ every 30 cycles, ‘

Cpcle Run List..

] il |

Base settings Recurrence

Mame: |F|max cantrol [ Repeat assay step within:

C;;:T;;;D |Startun.-’EDnlr sample Distribute occumences evenly

Run azzap step once first Run aszay step once last

Assay step preparations Number of replicates
Temperature: 1 o | times
Buifer: ® Asentered [1.23,1.2.3)
Order [1.1.2.2.3.3)
) Random

Rmax control X7 v 7 Tld, Y>> 7ILVAFEELRLCART, KPP T4 73> FE—IL% Ruax
ICEET2EEE (BRELTI00 KZE) THRMT 2. Affinity BT 21T 5 720D IRE
ZHR> THE L £9, BIES L OBRITTHE 57 Roa & Affinity BRITCHRIBL £97, %4b,
Affinity #2471 % 17 5 BRIC 13, Connect to cycle type % Sample [CZE L TL 72 LY,

Biacore S200
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BIEANRIL. CycleTypes THEFRL 3, T 74N MEROBYEREEINTWET,

B8 ethod Builder - Main [E”z'

Cucle types Description of selected cycle lype
Solvent carrection + Mew This cycle type is used in Startup, Bmax control and Control sample steps. [t containg
Startup/Contr sample injection of sample
Sample ?( elete

OpY
| Crdelupes 3

Wedification
|_telealn -
Irictions | Report Pairts |

Settngs for Sample 1
Tupe: High performance “ Method Variables | Evaluation \u’amahlesl
Set property as variable

Sample solution Is variable
Sample 1 ple s Sample solution

(%] Contact lime: e [ Contact time (5]

L
General Settings
L= """ -
I
L — |

[] Dissociation time [s)
i
Flow pate: (Wl
Flow path: Both w
[] Predip

e —

Fraction: E [%] of mix solution

Stabilization period after mix El [5]

Extra wash after injection with: |50 % DMSO0
[ Stahilization period EI [5]

(o ] (oo ) (ooma ]

Y 7RO~ L. High performance Z A L £ 9, MBRREIORTEIILEH Y £
+ A, Extra wash after injection with |[ZF = v 7 % AN T, 357 L 723 (50% DMSO 72 &)
T, 7H—BLBAND T A v EEIT>TLIZE 0,

Setup Run AFE®D Detection VA >~ R Tld, U7 7L Y RYT T3> %ERLTL
7= Ly,

Biacore S200
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3-3-2. T— X &

Evaluation Software T Seolvent Correction Z EJE#(C, F £ /47 — 3 3 > /X% /LD Evaluation
—Affinity 7 3EIR L £, UEORETA LRI, BABIUKGBE EREREER 5-4 =SV
¥ 9, ReqvsConc 7 A v M EMMDIZEICIE. ROANHIOBFTET LEZFERL ET,
Steady State Affinity Constant Rmax

1:1 Binding E7 /LT, $8E L7 R EZEA L THETAITVWET,

BY 7427 4—T7F+ 74 PREZEREICRETCEAWVERICERALET,

&= Fit Settings g|
Model: | - Steady State Affinity Constant Rmax “
1mmm: 19
\ ——

Adjust Rmax for controls is turmed aff Adjuzt Rmax For Controls... ] >
—

[Adjuztments will apply to all zeries that use Control Fmax.)

Replace or Add
(%) Replace current fiting

) Add rew fitting

Apply To
[] selected Cleared
Flagged

Action will not apply to accepted or rejected series.

[ Ok H Cancel ]

RET D R BlE. BYPT 4720 FO—IL% R ICRNET 2 SEETHNMLTESND
BWEEN RPT473Y bPA—ILOBTERTEONTAEL Rum & L THERAL X,
Control Rmax OB IC AT 2EDESIIE. RU/100Da TY,

BIZIE, RPT4 73y bA—ILOEEEN 30RU THFEH 300 Da DHFAEICIE, Control
Rmax Offl, & E x100/ KYF 173> FO—LHFE =30RUx100/300 Da =10 (RU
/100Da) &7 Y £9,

BITRFICIE, 7H 74 MDD FEEEZRODATHELEEZ, 71774 FDORuxfBEE L
THERALET,

chnulyte
analyte = ControlRmax x —T00

EHIC. UAY FOEUETA2EE L /-HIE%1TS 55 (L. Adjust Rmax For Controls % 7
)y o LT, BECERATAES T« 720 - LERELET, COB. BETEE

Emax

Biacore S200
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A1 Adjust Rmas for contrals

Resporss woe: AL Venable: Ciele

Adjstert settings
(] Use Adyst FamaxFor cortrols (Adjustmente will 3poly to 2l esres that use Cantrl Riman )

B2ufconml 3nM v

e

]
oK Canzsl

Ruax DFEIEICIZ YA ZILDRS T4 7y b O— LDk

response

x~

x & Entered Rmax value
~

1\— Rmax for series 1

~

.

Y € Rmax for series 2
series 1 -

series 2 s

=+

cycleno.

A2 % Linear % 7= Polynomial

TFitting L CTEON2BEMEEZFERLET, SV 7TLOEES Y —-XDIELHDOY A
T IVICH ST AIERED Y #HD{E% ControlRmax & L TERAL 9, BEY ) —XR

TlIZDEZEEEE LET,

Steady State Affinity Constant Rmax (Multi Site)
DAY FLEICHEEY S 220552 5BEL-ET /L,
SEECERNEOREEN R TCERIGEREIERLET,

CR CR
R = —maxl ~7mMax2 . ffeat
Ky +C K+ C oee

E Fit Settings El

Model: | - Steady State Affinity Constant Rmax [Mulki Site) v| Parameters...

Control Bmax: {RUA 00 Da)

[ Adjust Rmax For Contrals.... ]

Adjust Fmax for controls is turned off

[adjustmentz will apply to all series that use Control Rmax. )
Replace or Add
(%) Replace current fiting
() dsdd new fitting

Apply To
Cleared
Flagged

[] Selected

Action will not apply to accepted or rejected sernies.

)|
Steady State Affinity Constant Rmax & [R]#%(Z. Control Rmax D& (Rma IEDEHICER L F
o) ZHRELET o Ruae lTEHE L THBTEZITVWET,
ME (TG U T, Adjust Rmax For Controls =B L £ 3,

Cancel ]

Biacore S200
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3-4. Competition Screen

3-4-1. XV vy FORE

BITE X/ v FlZ. Binding screen—Fragment/LMW—Competition using ABA-inject % {55
L¥d, FEBEZZEL THERLTLZE 0,

RHEIZIGLC TABEMEZERL £,

BIEANRIL. CycleTypes THERLET, T 74/ P TIEROBYEZEINTWET,

8 Method Builder, - Main
Cucle types Description of selected cycle lype

Solvent carrection S Mew This cycle type is _used in the Startup and Sample stepe. |t containg injection of solution
General Settings Sample B flanked by solution A,
L
D
( Cycle Types | 2
L

| Weiticaton_|
| eiioation |

elete

= Copy

Iniections | Repart Points |

Er— /y@m&mu
Type:

L ——

Sample 1

Method Valiablaé\ | Evaluation V@

Set property as vari
Sample solution

1 Contact time [5)

[] Dissociation time [s)
] Flow rate fpulmin)
Flanking salution ()

h-
&
T
<

Sample solution (B s variable
Contact time: (5] tax 207 = at 30 plimin

Flanking solution [&): |5 variable

Pre-zample contact time: (5] Max 501 5 at 30 plfmin
Post-sample contact time: [5]

Max total contact time [pre-sample + sample +
post-gample] is 730 £ at 30 pl/min

Flow pate:

Flow path: Both -

[] Estra wash after injection with l:l
[1 Stahilization perind D [s]

R T | (o]

Yo 7Amavy Mid. ABAZERALET,

Sample solution (B)®. Contact time (ZH > 7L, Y > T+ RERIORMERZIEE L £,
Flanking solution (A)® Pre-sample contact time. Post-sample contact time | FEZ %I o 7N I0ERFE
ZHRELXd, TNZN, BAIIFE. BARIED A DRMEFICHEEL X9,
HEAHNIL. Extra wash after injectionwith (CF = v 7% AN T, I5E L7ZAE (50%
DMSO & &) T, 7RA—RILLADT AV FkHFZE{TT>TIRE W,

Kinetics/Affinity 247 % 17 5 35 &2 1&. [BIEA D Evaluation Variables @ Evaluation purpose T

-=zn

Kinetics/Affinity Z3323R L T 2& W, T 7 #JL k Tld General ICEREL TWLWET,

Setup Run LABED Detection 74 > R TlE, U7 7L Y AY T 70 araRERLTL
7=y,

Biacore S200
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Variables 7 4 > K 7 @ Sample %7 Tl&. Sample solution DIEE T, ¥ > 7L, B> T+
FREFNDND LI TILEEADLET,

8 Method Builder - Variables X]

Agzay steps
Skartup

Saméle |

Warable values for Azsay Step Sample

Sample 1
Sample solution Flanking solution {A) | MW (Da)
buffer without comp i buffer
buffer with comp comp

Samplel without comp  buffer

Samplel with comp comp

SampleZ without comp  buffer

SampleZ with comp comp

Sampled without comp buffer

Sample3 with comp comp

C - URE S - T O PR R

< Back ][ Mext > ][ LCloze

Biacore S200
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3-4-2. T—RE

Evaluation Software @ Result Plot & 7= & Kinetics/Affinity fE4T TRl Z 1T > TL 72 & Ly,
WME (25 L T Solvent correction % £He L TEEMTICEA T T,
70Oy b &FERT 521, Evaluation—ResultPlot 7 ') v 7 L ¥,

L Result Plot 52
Plot name: Compettion
Axis sefting
Y-Fods X-Pots

Repot Pont:  |binding = Vaniable Sample -]
Response Type | Relative Response -

Curves: Curve Name: Fc=2-1 corr v

Help fiet > | Cancel

Y-Axis |C binding. Response Type |C Relative Response % &R L £ 9, X-Axis I Sample %
E L XTI, Curves TRENTICED D Curve ZEINL £ 77,

!
70y bET =T ANFRINE T EBEA LD Tools—Table Columns 7 1) v 7 L £ 9,

Table Columns |
| | @ Move Up
‘ V| YVaue
File Number Move Down
Resut Fe
| 7] Cycle |
Incuded
Sample Postion Show Selected
Cycle Type
[ 7| Assay Step ] Hide Selected
V| Assay Step Pupose
Terp
Buffer
V! Sample Show All
Ugand
MW el
Fe
be

T2 IHD, T-TILORREEEERELET,
Cycle. AssayStep. AssayStep Purpose ICF = v 7% ANF T, FIRLABEBEN T — 7 /LI
Bmasnxd,
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Y e I

F—7INETHZY Y2 LT, CopyTable #7 1) v & L T Excel IC#BEL £,
F7-1%. 7’0y ;% Finish #. File—~Export—Result To Excel TREFL £7,
!

‘" “I“ll UL ||||||H| Il|||’|| "
1 l I : I ‘ :

FHEICERT 2. BEEFSHY - R LOBEEEZME LTI/ 7 72/ L. HEDOHEEZT
il £,

Biacore S200
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4. ANFH/NT A —XOEH

B F R

BANFHINRTA—=RIE, DFRLOBEEFERAA DX LBITICH L CTEERBERZIRMEL
£ 9, Biacore Tld. BNFRI/ T X —Xd, BHOBREZRGCRERVIBEERRENTZE
e 5 TEHETEEYT, FEIRRBICEIT2RNFM/ T X—% (AG . AH | AS )
DA LT, BEIREICE T 2RNFH/T7 X —& (AG L AH * AS ¥ LEHTEZ
EMNAIBETY ., FERREBICEITZ NI A —=Z I BId"Z DN FRENZDEI THEET HH
. BBEREICEIT2/37 X =20 513" 2 DR TFRIENZ ORE TIEE. REES 23EH"
AEmI LI ENTEET,

Fle LT, HrMRAEETAE (BERL 2BHOZREY) OBEERZRBNLETS,

BEORERIVENTTIE, H2RETHEFRANEZEREL., BEHINZRICREEHD
A OCBHEREZRUOBES L URBEEREDEVEMD ZENTEET, IHI, B
NERBIFTOERL b IF, TRISRLIZELSIC, BREE 20 AH & AS HHERB LV
ZEA 1 OZNHEIFRELER>TWHRZEDW DAY ET, T§ahbb, ZEA 2 (IFH4E

S
BEIOZEERE EERG>TRATHEEFRAL TWA Z EATREINET,
FER
~—~ o 13°C
=) 13°C 33oG
x 3 29°C
8 45°C
c 37°C
o
Q.
[%2] 45°C
[J)
o
AG°* AHCE —TAS®*
bt ” 100 60
2l TN\ . —— 5 A
5 01— ——wt el I £ of—r - _— | |——wmt
£ 20 A+B A-B AB —s—mut 1 g o _,K it 2 E 20 A+B A-B AB ——mut 1
2 40 mut 2 2 A+B A-B AB -40 mut 2
-60 50 -60
-80 -80
-100 -100 -100

(Application Note 80 & V) 5|F)
BAFNNT A —RDETFIRE
BERBEOBE (4BEUL) ICEWTRI—2FEOOA 2T 1 7 RN ZEHE L. BEEER
(Ko). RISEHEFEH (ko ks) ZEHBL £,
TEPRRE, BBREICB T 2BNFEN T A—REHICIE, TN RAZIGALTWE
T, BREICEVWTER LIEEER (K). RIVREEHR (kb k) ZHRAL 9,

Biacore S200
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FEPREICE T2 RNFER/ 7 A 2B H
van'tHoff X2 ICA L £9, FREICHIT2MATER (Ko) ZRAL. BEIX—S2%H

H L XS, SRR CIRRIERATIC L ) BRI TY ., RRERMEH SHAEROLE
i$. IR AR RICHY £,
IRI AT
o 1 _Ase intercept on Y-axis
AG® = _RanEE = RTInK, TR ereeren Y

AG® = AH°—TAS®

In KD
ik, = AH? _AS
RT R

AG® BRIXLE—Z1 (kd/mol)

R SHEH VT
T BIHEE (K)
Ko FREETES (M)
AH° =24 (kd/mol)
AS° > hbake—Z1t (J/K - mol)
FESR IR AT
_ =] o o =] T
RTInK, = AH —TAST +ACL(T-Ty) ~TAC,In (T—j
o
AC, HREZA (kJ/K * mol)
To HAEBE (FRAEJRRETIE 25°C =298.15K)

BEREICE T 2R NFH/NT X —REH
Eyring %2 IGA L £9, FEEICEITDNICEETE (k k) ZRAL, BENRT A —%
ZEELET, Affinity BITOFERTlIE, BREKEONRI X —2EBHIZITAEFEA,

k= (keT/h ) exp ( AS" */R-AH */RT )
INnk/T=AS" */R-AH */RT+InkB/h

AS% /R + In Kg/h (intercept on Y-axis)

K & RISHEEEH N

ks RILY < VEH

h 7TV ER

AS ¢ Ty hAE—ZE (UK mol) MKT /'

R S[UARTE —AH®/R (slope)
AH + Ty =21 (kd/mol)

T fexhaE (K

I/T

Biacore S200
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AG ¥ BHEIXLF—Z (kJ/mol)

4-1. XV v FOERE

BIE X v K Z. Thermodynamics—Thermodynamics ¥ 7- |3 using capture Z{EFH L £ 7,
MHEBEIZIGEL T, RBEEEA LB L CEHRAL TSV, FMid. BAREEGBEZ EX
B1EfR 5. 6 EESIBILEL,

F7-. BHEIZIEL T Solvent Correction A7 v 7A2EREL TLEE 0,

BITERE |X. Assay Steps @ Assay step preparations @ Temperature CIEE L £ 9, ZREIC
DWT Startup ATV 7OREHBZEEL TS, CBEZFHLORENDOENTEREL
£9.)

B Mothod Builder - Main [=]5%)

T 3
Startup temp 1
General Settings 7€ Delete [Startup] Sample Stimes as entered.
N=] -
z FREEDLT
T Sample temp 1
[Sample] Sample 1 time as entered. N °
Startup & Sample X 7 v 7%
Cycle Types 1
L
1 Move Up Startup temp 2 e =
[Startup] Sample 3times as entered. +_’ M ,‘ ’C?éﬁ l/ i _‘3—0
i ]
Sample temp 2
[Sample] Sample 1 time as entered.
1
Srartup temp 3
[Startup] Sample 3times as entered. b
L ]
Sample temp 3
Cycle Fun List... [Sample] Sample 1 time as entered.
1 ™|
Base settings Recurrence
Mame: |Sample termp 1 ‘ [ Repeat assay step within:
Purposs: | Sample ¥ ‘ Every cycle
Cornect to Sampl - i
cycle tope | ample ‘ Distribute OCCUITENCES Bvenly
Run aszay step once first Run aszay step once last
Assay step prepasations Number of replicates
Temperature: times
Buita; ol @ Asentered (1,2,3,1,23)
Order(1.1.2.2.3.3)
) Random

[ Help ] [ Save ] [ Saveds..

Cycle Types TRIENARZHER L £9,

Biacore S200
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B Method Builder, - Main

Dverview

Cycle types

Description of selected cycle type

Sample

General Settings
L |
L

Cycle Types ’
L

Werification
L — |
Iriections | Report Pairts |

This cycle type is used in Startup and Sample steps. It contains injection of sample and
regeneration solution. The same cycle type is used at all temperatures,

I Mew

opy

Sample 1
Regeneration 1

BT

(#)
(&)

Settings for Sample 1
Tupe: High performance v Method Ya; atioh W ariables L
. waluation purpose:
Sample solution: |5 wariable DU
‘ Themadpnamics e ‘
Contact lime: [5]
Predefined vara
Dissociation time: [5) Mame Walue type
Conc Murmeric
Flow rate: [l miin) s Mumeric
[ Predip
T —
Fraction: EI (%] of mix solution W itier i e
Stabilization period after mix IZ' [5] ploms VElEiED
[] Estra wash after injection with l:l
[1 Stahilization perind D [s]
Add. Delete

[t | [

Save ] [ Saveds.. ]

Cloze

Evaluation purpose |, @3 Thermodynamics % 2R L £ 3,

4-2. T— R R

Thermodynamics 247 Tld. 13 L& ICEZBE DT — & 12D WL T Kinetics/Affinity fRHT & E1T L
9, TD#. Thermodynamics FRATICHEA F T,

—

Biacore S200
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[ Create Kinetics

Marne: |Kinetics

Curve Type: | ReferenceSubltracted -

Curves, Fre=2-1

Samplex

Include Sample Ligand | Curve |
v antigen antibody 10ug/ml pHS Fc=2-1

Inciude All
Exclude Al

FRHTIREE 7 #4R L T, Kinetics f2AT 12

HF T, BFTETILIE 111 Binding ET L AEEIR L &

T, (BDETFTILAEER L 7-@EHTHE R (L Thermodynamics AT ICIFH A £ A,) Name |
BEZANLTELE, ZOBOT —XERHIPERICKY £7,

ZBEICOWT, ARICEBITHERAIELET,

Evaluation Explorer =

3 Remove - Edit

|

[~% Sensorgram
I} Al zenzargrarns

|ﬁ Report Pa

[~ Kinetics
E_ Finetics 9C
E KIhEtICS1
E Kinetizs 23C
E Kinetiz: 20C
a

Finetics 370

!
Evaluation—>Thermodynamics % &R L £ 7,

B A

Biacore S200
EikEAE



Thermodynamics - Select Kinetic Data, [Create]
Impart Kintic and Affinty Evaluations
Ligand Sample: | anfigen | Modet [1:1 kineties/steady state alfinity ~
]
| Bt el A‘ W 1 R Y
__hdls] Kol
v Kingtics 9C 9 1:1 Binding 1.024E+6  4893E-4 4.778E-10
v Kingtics 16C 16 1:1 Binding 1.076E+6  9316E-4 BESSE-10
vl Kingtics 23C 23 1:1 Binding 1375E+E  2014E-3 14649
vl Kinetics 30C 30 1:1 Binding 1911E+6 449563 23523
Wl Kinetics 37C 37 1:1 Binding 2369E+6  9E41E3 40B%ES
Check &l | | Uncheck Al
(=) (o) (o]

Sample. Model D 7INE T A =2 —TH 7L EHMELET, BFICELALT—4%

_Eﬁ,’:f\\é?ﬁ [/ i —a—o
Next>% 27 U v 7 L %9,

£

Thermodynamics - Overview [Create]

Thermodynamic Overviews 1] KD
Evalustion | Temperature ['C) A| Description | ka [1/Ms) | kd [145) | KD(M) 4988 1
i : g T024E+6  4.090E-4 4776610 ded M
16 1.076E+6  93GE-4  BESSE-10 3529
Kinetics 23C 2 1375E+6  2074E-3 1.4B4E-3 30.9 1
Kinetics 30C ] 1911E+6 449563 235269 2 5ea ]
Kinetics 37C 37 236946 9E4IED 4D | o T v
= 294
1 523 v
1e-9 1 -
Se-10 1 L
0 ; ; ; ‘ ‘ ‘ .
5 10 15 20 25 a0 35 40
£ I bd i Temperature i)
1Ms ka L kel
266 001
L3
2.4¢6 v
2266 8e-3 7
2efi
¥ Be-3 4
1 8e6
2 qees B v
-3 1
1 46 v
1208 263 ] v
168 \ v -
v
800000 0
5 10 15 20 25 an 35 40 5 10 15 0 25 an a5 40
Temperature *C Temperature (]
[ < Back [ Next > ] [ Cancel ]

RFHD OBRRA Y bHABNIE, ZEDRA Y b ETYT7ADELZY v 2. Exclude Point
HEEIRL £9,
Next>% 7 Uw 27 LE9,

Biacore S200
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E E 1
Cgeliated Thermodynamic Paiameters 1 van't Hoff
Fiting function (vanit Holfl: e
I Fitting function [Eving) Linear 195
Man-inear 20
Parameter Mame | Parameter Yalue SE/ | | (R,
= 205
AH* [ [ 55 0.83 5
AS® K ol 3 =
TAS® [kl /mal] -49 M 215
AG* [k fmal] 50 MAA -
A% ass, [k /moll 2! 3 3283 3253 33e-3  33%-3  34e-3  34%e3 353 35523
A5t aze. [J/Kmal]] -5 10 T 1K
Tﬂ?"i a3 [kl Amol] 17 s Parameters:
AG"E ass, [kl /mol] 38 M4 + | |Slope = -EED7 [MK] Intercept = 1.962 (M) R® = 0.9992
AR Eyring, sssocistion Lo1isk) Eyring, dissociation
9 i A0 5
r
591 105
G885 q
57 ETR
8E q
-11.5 1
g 85 g
= 54 v g 127
837 125 4
82 v -
81 4 13
g + + + + + + + | -13.5 + + + + t + i
3.2e-3 3.25%-3 33e-3 35333 3de-3 J459e-3  35e-3 35583 5683 3.2e-3 3.25e-3 3.3e-3 3.35e-3 Gde-3 3.439e-3 3.5e-3 3.55e-3
1T 1K 1T 14
Parameters: Parameters:
Slope = -2505 (1/(Ms]) Intercept = 16.98 [1/(MsK]))  R? = 0.9378 Slope = -9112 [1/2] Intercept = 18.94 [1/(sK]) R# = 0.9353
[ < Back [ Finish ] [ Cancel ]

Van't Hoff 7’0 hIZDUW T, Fitting function T. #&FERHT (Linear) 7z XIFEIRFEARMT
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