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1-1. 7077 LDOEFT

Toolbar @ Run Wizard 74 3> ( /4y ) £7-1% Menubar ® Run — Wizard %7 ') v 7 L
ERS

[ Aszay
k.inetics b finity
Binding Analpsiz
Concentration Analpsis
Thermodynarics

Assay — Binding Analysis % #iRL 7% New 27 U v 7 LEd, LENC/T BV 7 L%

Methods and Templates 7 # L X ICIRFE L TWBHEIE. AAlO—ERICKMENET, @

L7B7 I LaETLEZWERIE, Openz 7 ) v I LET, BIO 7+ LEITRFINATL

57077 L%FETLIZWESIE. Browse #7 Uy o L, BRIOT AT T L%E/NAT4 F

ICLTopen%2 )y LET, BB BEDFHEYDRI U -V I 0F v TFv—ET
!

F= Binding Analysis - Injection Sequence @

[retection Chip

FElow path: v Chip type: | Ch5 w

[ Capture

SAMPLE 1 Sample 1w

[] Enhancement

FBegeneration 1w
[ b | [ o> ][ Dese

1A DRHEY—7 TV RAEHRELET,
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Detection
Flow path BHoO 70—t EZFFELET,
V77 »/z@%ng% %%ﬁtf<#ém#w
Chip
Chip type MEBTZ Y —F v TERIRLET,
Capture

ﬁf?%h@wWMMH BEE{LicF v 7Frv—onFICWT LT, UAv FzHe
TEIGRICTF v I NET, UAVNIE, 7E—tL2HL<iEF7a—t/L4
E#v7?v—éﬂi¢°
Sample
T ZA SDERM, EEY > TILOERRME. R 11 TR LTI,
Enhancement
QRMAE G EZRNT 2HBEICTF v 7 ANET,
Regeneration

BENBELBAICTF v 72 ANET, FNMEKEZERLES, (1or2)

AN Nextx#27 Uw o LET,

B Binding Analysis - Setup

X

Conditioning
[ Bun conditioning cycle

Solution:

Contact time: [5]  Mumber of injections:

Startup
Bun startup cycles

Solution: buffer

Mumber of cycles:| 3 w

[ < Back ][ Mest » ] [ LCloze
RI—=FUH A NVERELET,
Startup

Solution BE L72BR&T, *EET"F)EH BEERBEOIRATF 7
A4 MAERIICEBLET, BFIE. 7= v TBER%E
AUWEY,

Number of cycles YA TNE, 3EIUALEZHRL £,
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1L EEOBREOER, R —=>T 3

Next #7 Uw 27 LET,

R 1-1. BT TILosES RN

I =T~y ELREODHEEER %R 255 (L. Sample BDH T LA THMY
VTNVEERIRLET, BRK4 YV TILETORMARIETT,

Te: Binding Analysis - Injection Sequence 1[

" Capture

SAMPLE 1 [ Sample IE vl

SAMPLE 2 [ Enhancement

SAMPLE 3 ¥ Regeneration |1 'l

REGENERATION 1

Help < Back | Mext > | Cloze |

1600 | B3

1400 | Y72 |
mm | vl
10000 |

Tirre
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DR, Ry ) —=v

E= Binding Analysis - Injection Parameters

Sample

Contact time: [z]  FElow late: [ulfmin]  Dissociation time: (3]

Fiegeneration

Salution;: |1DmM Gly-HClpH2 | [] High wiscosity solution

Cartact time: [g]  Flow rate: [Wlfmit]  Stabilization period: D (2]

[ cBack [ mew> J[ gose |
Sample
contact time TF7A bOFMEER (s)
Flow rate FiEE (ul/min)
Dissociation time et ()
Regeneration
Solution BEBRBRDATR

High viscosity solution

[EEIRL X T
contact time ﬁif@i&@mﬂﬂﬁﬁ'ﬁ (s)
Flow rate FiEE (ul/min)

Stabilization period TR D R — 2 5 4 >~ ORE(LERT (s)

REH. Next Z

Sampleid
av b= Y YT EFERRICHRNT 5%

Biacore T200
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77Uy LEXT,

l
Sariple table
A~

Sampleid 1 =
1 1
2 2
3 3
4 4 |
5 5
b 3]
T 7
8 g
9 9
10 10
11 11
12 12 W

[ Caontrol Samples... ] [ < Back ][ Mest > ] [ LCloze ]

*E'I‘i@r%w‘@}@i (40% TFL>7)a—iLLl) 0

TH7A4AMDEMEANLET, AALEIEFETIEL XY,
&ld. ControlSamples =7 ) v 7 L9,



1L EEOBEOER, R U—=>7 5

= Binding Analysis - Control Samples @

Control zample definition

Run control samples

Fepeat contral samplefs) eveny: 11 sample cpcles
Cantral samples
Control sample id
1 Control
B |
Repeat Control Sample(s) every Ay 7LgiIcary ba—LY 7L ERHET S3HA

ALEST, AN OKZ 27Uy o LET,
Nextx #7 Uv 2o LZxd,

R 1-2.Excel 7 7 AL TYERR L 7= Y > LB D AN

Excel 7 7 A IWTHYERL L 7=t > T IVIBEHR & 17T 5 121E. Excel TORER. 247X 07
FRETZ77400 hRTFIE txt) 2BIRLET, ¥ T7XPY TRELIT—4% EELBEET
BME, OP—_—XFTAALTLIZE L,

!

T Kinetics/Affinity - System Preparations g|

Prime befare run

[ Mormalize detector

Temperature settings

Analysiz temperature: 25 ['C]
Sample compartment temperature: 25 ['C]
[ Help ] [ Cycle Run List... ] [ < Back ][ Mext > ] [ Llose

BITE AR D B1D Prime 3 £ O Normalize DEMBAEIRL £,

Analysis temperature 25C
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6 1 EEOBEEOWHR. R7)—=vT

Sample compartment temperature 25C
YA 7 ILDRTEIEE%MHERL7-WEEIZIZ, CycleRunlist =7 U v LET,

T Binding Analysis - Cycle run list @

Cycle | Assay stepname | Sample 1 Solution I
1 Conditioning

2 Skartup buffer
3 Startup buffer
4 Startup buffer
5 Control Sample Contral
B Sample 1

7 Sample 2

8 Sample 3

| Sample 4

10 Sample 5

11 Sample [}

12 Sample 7

13 Sample g

14 Sample 9

15 Sample 10

16 Sample 11

17 Control Sample Contral
18 Sample 1z

19 Sample 13

20 Sample 14

Next #7 w27 L%,

B Binding Analysis - Rack Positions

Position Content

Reagent Rack 2 w
118 ol
115 Contral

CRIYE
QO QO R1 A3 115 Contral Control sample
040 an R1 A4 11&: Contral Control sample
2|
R1 A4S 116 Contral Control |
S S i com Gl
1 QO OZO R1 A7 118 Control Control sample
QO QO RiEB1L 1Ei1 Sample
A B C 1] = 3 G

R1EBZ 11810 Sample
96 Well Microplate ~||R1EBS 1ei11 Sample
R1 B4 11612 Sample

R1EBS 11813 Sample
120.....60 R1EB6 11614 Sample
”O.....OO R1E7 118 15 Sample
10@.....@0 R1ES 11816 Sample

R1E9 11617 Sample
- O.....OO RLELD 118 18 Sample
SQ.....OO R1BLL 118:19 Sample
TO.....OO R1B12 162 Sample

R1C1 116 20 Sample
GQ......O R1C2 11821 Sample
5@......@ R1C3 116:22 Sample
4@......0 R1C4 11823 Sample

R1CS 11524 Sample

000080080 R1CE 118 25 Sample

ZQ....... R1C7 116 26 Sample

10....... R1CB 116 27 Sample

REpEse Rl e p R1C9 11628 Sample
R1c10 118 29 Sample v

e [ then ] T R
BloxRTY Y TILouBEL Y TLE (W) Z2HRLET, KPOY Tz sV v od
DEXTNICHIST BTy 7 EOMBHIEARRINE S, MMBLARBEERL AN H/NA
TABLOY YTz Zyoicy bLET,
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HE1-3. Y I EDOEFH

B TIUMEIE. FRBEEICYIYBL TR CEBNICEESINET, Hor oY
TIUBIREF>TWAE T L — b 2EHT 25514, BEAL T D Menu — Export Positions
ZEERITL. Y TWUBE R TR DT F R M7 7ALELTREFELET, HEZE%
TELIET7 74 L%REFEL. Menu — Sample Position Import TZ D 7 7 A L% st A
LYY TUMIENEEINE T,

HE 1-4. RI—NATILHhoDY 7)) v TRFE

B TUMEIR, B—Y 7L TH->TH, HMEEKD. 2EL TEEESINS &L ICHEE
NTW3 (FIZILE—D Control Sample TH > TH. R1IAT A5 R1A12 (2 12 /XA TILITH
Tty b2E5 B RENES), B—H > TLERNA T LERLIEVEEIET
— Voo EfALET,

= 060327 Thermo — Rack Fositions

|REagEm Rack 2 Position V‘J(HTE Content Type Sample ]6
L QO Qo 11 4 f a 0 Control sample D
QO QO R1 42 148 Negat\ve cnntrnl Control sample 40
O4© QO R1A3 148 Negative control Control sample 40
1. O R1 44 148 Megative cantral Contral sample 40
R1AS5 142 Negative control Control sample 40
R1 A6 148 Negative control Control sample 40
! R1A7 142 Positive control Contral sample 40
R1 A8 148 Positive control Control sample 40
|95 Desp Well Microplate J R1 4D 148 Positive cantrol Control sample 40
R1A10 148 Positive control Contral sample 40
R1A11 142 Positive control Contral sample 40
B O . O O O O O O R1A12 148 Positive control Control sample 40
nO@OOOO0O0  ||me 145 Aralyte A Sample 0
n O . O O O O O O R1B2 148 Analyte & Sample 160
R1E3 148 Analyte A Sample 10
¢ O . . O O Q O O R1B4 148 Analyte & Sample 20
& O . . O O O O O R1ES 148 Analyte A Sample 40
ol I 19l9I0lele R1BG 148 Analyte A Sample 20
188800000y | smmaer o =
¢ O . . . O O O O R1B9 148 Analyte A Sample 160
Q O . . . O O O O R1E10 142 Analyte & Sample 10
3 O . . . O O O O R1EB11 143 Analyte A Sample 20
2 O . . . O O O O Ei 212 ;}: 22::\&9 A Sarnple 40
hvte & Sample a0
! O . . . O O O O R1C2 148 Analyte A Sarnple 160
A4 B C D E F G H e S P = v
>
Help m | < Back et > Cloge I
A g Z A

Menu 7" % Automatic Positioning... = 3R L £ 9,
|

F= Automatic Positioning

Change the order in which the samples are positioned by ardering the regions. The first region in the list is positioned first
Region | Color Orientation Anchor Rack | ¥ial Si* | Pooling \ First Sort By
Control sample [ Cvan - £ Column - | Bottomleft [+ | Sample |+ | Small - Ascending -k
Sample Il C=riElue - = Column « |Bottomleft [+ | Sample [+ | Small - Ascending - h
Startup I Crimson + = Colurin v Bottom left |« | Sample | | Sl - Ascending - ih
Wash [ vellow + = Colurin « | Battom left | | Reagent |« | Large - Ascending - [
salvent corvection (buffer &) [l elue + £ Column - Bottomleft |~ | Reagent |+ | Small - Ascending - |
< >
Biacore T200
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8 1 HEEODEHENER, R7U—=v

3’/\’(@#/7”&5@%6 B4 2EBEREZITI ZENTEXT,
"Pooling"U)IEE BE. Auto I ->TWE T,
Bl—NATIhoYr 7Y Lizwd 7L, BEOFEFHIC DL T, “Pooling"d 7 ILX
YAZa—hbYes ERIRL, FATRAJATOOKEI Yy 7 LET,

723, Automatic Positioning X 1 7 A7 TIXEBXRNA TILDOY A XDERELTEDLDT, =
NoHBBISCTHEREZZEELET,

EjectRack =7 ') v 7 L T, Racktrayport & £9,
!
Ty bLAZBRETHEAL OKZZ Uy 7 LET,
Eject Rack Tray %X 1 770 7 HEA U 7z, Rack Positions X 1 7R AT D Next =27 U v 7 L
£9,

F= Immobilization pH Scouting - Prepare Run Protocol

Tahoma * 10 - B 7 U
|Prepare Run Protocol

& Make sure the correct sensor chip is docked.

* Make sure all samples & reagents are loaded in the rack and microplate according to the Rack
Positions setup. (Vials should be sealed with rubber caps and microplate with adhesive foil.)

® Place the buffer(s) on the left hand tray and insert the correct tubing(s), see below.
Maotel Standby after run will use buffer A

® Make sure there is fresh water in the water bottle on the right hand tray.

e [fnecessary, empty the waste bottle before start of the run.

Estimated run time: 18 min [excluding conditional statements, temperature changes and standby flow)
E stimated buffer consumption:

A Running buffer j j j
At least 100 ml

plus 65 ml/day for
ztandby after run

[ Help ][ Menu V] [ < Back H Start ][ LCloze ]

EXRNGEFREE, ERHE., BRI VvV IEERENRTINET,
Start z7 Vv 7 LET,
!
BELEZTAYT—FaT 7L b LTRETEZNEDI D AvE—IhRRINET,
RIFDIHE L. Save as T Methods and Templates 7 # /L X £ 72 1% Bia Users DEED 7 # /L
WCRTFLET, REFLARVIEAIL, Don'tSave ZERL £7,

Biacore T200
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Save Results From Run 4s PX
E - ¥ v @
My Fiecent
Docum
Deskiop
My Dacuments
—
58
My Comput
“] File name: Themadpnarics_aniibody vs antigen v
MyNetwok | Savesstpe: | Resul fle (k) v

Save in:CAIERERDRFFZRE L. Filename IZ7 7 A )L% % AN L T, Save T2 &AIE
HEHBLET,

l
BITEIR T, 2B (S standby flow IREEICA Y 3,

!
BET —RIFANLIZ7 7 4 LZ TEENTRFF S 41, Biacore T200 Evaluation Software '8
BB L T, BV M7 ILDRAEERNEREEZRRINET,

WE1-5. 7077 LORREFIL

Run — StopRun 27U v 27 LEd,

Biacore T200

1 E This will stop the run
L

[ Help H Skop Run H Cancel

Ry 7 ARAD StopRun =7 1) v 7 LET,

Run Stopped

Finighing current cycle, please wait

Abort cycle by [Chl]+[Break]

T L7=F & £ TDT — X H' Biacore T200 Evaluation Software (CB{TI N F 7,

Biacore T200
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10 1. #HEDEEOER, R7V—=v 7

1-2. T — X BRI

TAY—RERWLAEY RS T L T# Evaluation V 7 b7 = ZIBERICIL D EAY .
ST —RIZBfTIcAarBiTanEd,

%" Biacore T200 Evaluation Software [101207Parp15 fr screen_box2_lab60. bir]

File  View  Ewvaluation Tools  ‘Window  Help

i [ kel | S | A Solvent Correction | 0 Sensorgram o Plat ~ i Bar Chart | A2 Kinetics f Affinity ~ = Concentration Analysis + L Thermodynarics | < Immunogenicity ~ | 4] Screening -

Ewaluation Explorer il

x| Remove | Edi

B® All sensorgrams

Curve Mame: Fo=2-1 EE] Agzap Step Purpose: <Overlay> EE]

Cycle: <Dwverlay>

BEH RU Sensorgram
2000 - [] Zoom Lack
-l Baseline: Sample
g Binding level
ﬂg Binding stability
@t Binding toreference 7900 4

Carmy-aver

ﬂg Controls, binding
“git Contrals, stabiliy

= Report Poirt Table 7500 4
| Report Paint Table

— Control sample
— Sample
— Solvent correction

— Startup

iR 1-6. Y7 IIRHROEE

YU TIVEESSVERERR, Yy TILDEMRAEEANIZANH > 158 1%. BifEET
I B EIIC. Keywordtable TZ®E L £ 9, Tools—KeywordTable #7 U v 7 L X3,
UAY REZDZEEL, AT D Edit Chip Information 27 ') v 7 L TZEBEL X7,

(—. -—--——. \-—' :..—- --l- - ———
e s
- e
) e - e
o e ——
D ——— . ‘. et
Lt ——— . »
" L — Voo - - ]
e . . .
b e .t - ~ .
 lowe at ) o
ees At » ~ .
! - . - ~ .
) L . . » o e -
.- .t . » -~ -
" lowe .t ’ ~ .
- " ' nn
- . - »n
- . . -
LR, . - n
- " - -
N e . - -
(- " . -
¥ o . ’ -
. e — —— . '
A — ——— ’ *
N Lt o "o .~ ~
R X . ~
e o .
e . ~ »
” jox
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% Biacore 1200 Evaluation Software [Kinetics_antigen antibody, bir]

M enu ba r il View Evaluation Tools  Window Help
 ilo | | A | e Sensorgram It i Bar Chart | A7 Kinetics | Affinity - - Concentration Analysis - - Thermodynarics |
Toolbar e ] 1 1 crrgr:
* Remove Edit
Curve Name: Fe=2-1 + ][] |[#] sy Step Purpose: <Overlays (7] ][] Cycle: <Overlap
% Sensorgram
-] Al sersorgrams RU .
& Pl = Sensorgram window Do ok
] Baseline: Sample
& Binding level

] Binding stabiity

] Binding to reference
(7% Report Point Table

] Report Paint Table

3900

3200

Evaluation Explorer - —
Work area £ o .

N

Menubar TRCOFEIT Y FZECEEA =2 —FK R
Toolbar FERAEEOEWMEEIY Y P27 (431t L THRR
Evaluation Explorer TRTCOBAET— X, BIFBEOT —XDERR

IBSensorgram BEICLKYVEEBLEZEYY -7 T A

ot BIFEECEE L LA — P ARA Y R0 7Oy b

Baseline B> ZILARINER] D AbsResp
Binding level > FILENINEF D Baseline 7 @ RelResp

Binding stability B TIVEINE O Baseline 1) © O RelResp
Binding to reference U7 7L REILIZHT % Binding level
Work area Evaluation Explorer TER L 727 7 1L Z TR

Biacore T200
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12 1. #HEDEEOER, R7V—=v 7

BEONET =27 74 )L ORIRENT

FE—&ETHE L7z, BHONET — X% —FEL TETL-WSEICIE, BFIceTo
BT LI-WT — 27 7 A LVEFTALE T, &K 5000 Y7L (1 BEY Y —X, data
correction rate;1Hz) & FIRFICAITCE £,

File > Append Result File = 3R, BML7-WT7 7 A LELEEIRL£T, ZDRIEEEY
RLTCT—20BIMZEITVWEY, BEMENDELBRICIE. TXTOT—XETURA
721212, Solvent Correction Z £} L £ 7,

7’0 k%{#EMA L 7= Quality Control (QC)

fEATA 7 8> & (Result Plot) YERRETIC. BENMERK S 4172 Plot £ 7 $1ERK L 7= QC Plot % {5
FLTETIHLADT—R20EREZTVWET, ELNTWE T -0, BITICIHDLIAZR
WT—RDBEIREITHIZENTEE T, ZDEPET Exclude L 727 — X, Result Plot (1%
FbAEnEFHA,

BIEIAD Plot 7 #/LZAIC, FEPlot B’H Y £, BEEEIN/ILER—bKRA > T
Oy bAERREINET, CAEREICE > THRIZERY £9,)
()
Flaot
gl Baseline: Sample
@il Binding lewel
gl Binding stabiliby  “stabllity” > 7= |
@il Binding toreference v o> e cossabiy o 7ay b

IR—R T A VEE)

: “binding"® 7' B b

T EE"_'.-"I:I"."EET Cx YU —FA—N—F v D co_binding"® B v b
Tl Controls, hiﬂdiﬂg tav b=y Fobinding"® 7By b
gl Controls, stabiliby LAy hO—A Y F LD stabilty’® 70y R

Z Plot zHER L T, AN H D70y FORITICHELAEAWT Ay b EEREL £,

Biacore T200
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1 EEOBEOER, RV —=>v7 13
& Plot DFRT/7%EIZ 2LV T Binding level @ Plot TN L £9,
N\

Curve Mame: Fo=2-1 E][E] Assay Step Purpoze: <Overlay: E][E] Cycle: <Owerlap: E][E] I
o T BindingTevel — ~ ~ ~— ~— — — — — T L ;
100 [] Zoom Laock 1 0.4 buffer
2 0.4 buffer
3 -12.4 buffer
. g -9.5 negative
a0 4 3 -9.7 | negative
7 41.1: STO802
g 7.4 TS
9 7.4 T6
B0 10 S4.4 T_7
11 7.6 a1
12 4.4 Az
2 . . * * M * * * A 13 .5 a3
E 7 ’ #33; Fe=2-1 14 59 At
; Sample=STOR02, Conc=a0 uM # Cortrol sample 15 19,1 a5
E + Sample 16 -2 ]
& o + Startup 17 7.z "’f_?
£ . 18 -9.9° negative
E * + 19 -9.9: negative
* 20 436 STOB02

* *
oo S e AR ! . 55 A1
+ * * 24 6.8 B_1
+ + *
20 4 . 25 8.1 ]
26 4.3 E_3
=7 6.1 B_4
28 6.2 BS
40 ; ; ; ; ; . . X 23 -5 B6
=20 o 20 40 B0 g0 100 120 140 =0 -6.6 B_7
Cycle 1 0% nenative | ¥

T — X DFER

7° oy |\ J:ELB@MOUR‘VE Mame: Fo=2-1

REERLET,

=l Ay Lcpmlesy v oL,

S L F2 7 —

.-'fxssa_l,l Step Purpose; <Dverlay>E]E] T . Assay Step T 7—— — 2D -T}EE ‘_IIJ:I' NG ESC R

Cycle: <Overlay:

70y bORA YV MITTIREBENTEE, YU TIVERAERTEES,

70y b OAREZ

EW w smirvts P a@CERT 22 LA TE ST,

EROTF—7 Lol ¥Value %5y s LET, L4 bip, [¥Nalue & (28X
N, AL ZEY ZAMEWBEICTEREZ SET,

Blagx (¥Walue 252Uy o338, W LRA ML YValue 7 cxsan 35
WIBICHE O E T,

Biacore T200
AAEEIRARAE



14 1. #HEDEEDOHEDR.

Ry ) ==

RAY FOBOEE

FA Y bOBEZELI-WHEIZIZ, A Table L%B®%7 Dy LET,

ColorBy CTEE fx% #IRL £7,

Cocle: <Owerlay:

=)

Toolz

Cycle Sork
Cyile Type Table Columns. ..

v AEsay Skep Maolecular Weight Adjustment
Assay Step Purpose
Temp -
BLffer =] -9.7 . negakive
Sample 7 411 5TO802
Ligand g =79 T 5
Canc 9 -F.9 T &
MY 10 4.4 77
Fc 11 76 A1

LY =77 LDOKRT

RA VP EIIRTVRADHAA V2 —%BEB LT, ¥V X%ZH2 Y v 7 LT Show Sensorgram
Uy LETYE=0ICHELIZE VY —T T LELER— MRSV PHRRREINET,

BEOEH =77 LaRRLIEWEEICIE, Table THREDY Y TV BRE, vV RXA
2 1) v 2. ShowSensorgrame (S)= 7 U v 7 L £,

Cycle: 10 Curve: Fc=241

i
Fm_paselne

sy
|
]
]
|
|
i
oot

Responee

A2 DY

BRESVRA Y b DB ZHZEITIE, KAV PEIIRTRRA v 2 —%2BEk ~TRADE
7)) w7, ExcludeCycle 7 Uy 27 LET, RAY AT Ay FHhBIBEZ, BEAD Table
DEEY VTUDFRFICEDY £9, BEZO v FCANSISEICIE, Table DEZEY 7
IWERIRE, <7 RXE7 Y v 7. Include Cycle(s)% &R L £,

BBER S L7 Plot 3 & U QCPlot T Exclude L 72 > 7L (4, Result Plot ICI3FFHIAE N
FHA,

Biacore T200
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mEH. FIE Plot ZLERL L7-WHEEPX., DFEMECTF Y /F v —E@HIEX1T->7- Plot 21F
B L7-WISEICIE. #7212 QC Plot Z1ERL £3, (O FEME. ¥+ 7 F v —SEMRIEIL.

Result Plot TH{TZA £9,)

#7212 QCPlot Z1ER Y 2 FRICIE. Plot—QCPlot Z#EIR L £,
on  Tools  Window  Help
| ~J Sensorgr h Ear Chart | A Kinetics § aFfinity = - Concentration Analysis
Curve Mame: Fo=2-1 Aszzay Step Purpose: <Overays E]E] Cycle: <Owverl:
RU p Result Flot Binding level
100

!
Plotname ([C 70y F&%&E AL T Y-Axis X-Axis & 7L X7 X =2 —HHBIRL T,

Flot Settings

Flat name: |QC Plat |

Flat type: (%) Report Point vz Y ariable
() Report Paint vz Repart Paint

iz zetting
Az Hobis

e ‘' ariable: Cycle b

Report Paint: | binding

Response Type: | A0

[ Finizh ] ’ Cancel ]
Finish 7 U v 7 L¥d, BEZLD Plot 7 4+ /LZXMWIZ QCPlot MBS NE T,

NTEME. ¥+ 7 Fv—SR/IE
E Toaols =

buffer
bffer

Molecular Weight Adjustment

_/gative

Binding level ® 7’0y b THOFEMEZITUL-WIEEIZIE, @ Molecular Weight

T

Biacore T200
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Adjustment #3EiR L T &L, (5D LH. KeywordTable (CHOTFENAHNENTULS
WENHY £T,) 7Oy DO YEOEAIIZ, 100xRU/Da ICZEbH Y £7,

Fr 7 Fv—FZZFERLTVWBHEICIE 0) Capture Adjustment Z{£H 3 5 &,

FYy TFY—ETHFELHEL7OY FAMERENE T,
(WFhOBMESL Ay FORA > MSEASKETH, £V —7F AICIBERASNE
tAs)
!
RIZ. FEITF D Result Plot Z1ER L £ 9, Plot @ ResultPlot Z#7 Jv 7 L 79,
| i Sensargram

an) Bar Chart | 2 Kinetics | Affinicy -

Curve Mame: Fo=2-1 co

1 dinding level

Azzay Step Purpose: <Overlayw:

RU
100 T

EE L7078y FDEREEITVWET,

B Resuli Plot

Flot 5ettings

Plat name:

Az zetting

Report Point:

Curves:

| Result Plat

iz

| binding

v

Response Type: | Relative Response

v

Wariable:

|Eurve Mame: Fo=2-1 com

=

Hobis

| Cycle

Plotname (7' Ay &% AL F9, Y-Axis. X-Axis & Curves DEIRZITLNE T,
Next =7 w7 L%,

[ New> | [ Cancel |

ResultPlot 71 >~ F7ARHE £,

Biacore T200
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17

B Recult Plot =
Curve Mame: Fc=2-1 corr E] Assay Step Purpose: <Uver\ay>E]E] Cycle: <Owerlay> E]E] Tools »
R Result Plot ¥-¥alue =] Y-¥Value | Sample | ~
a0 [ Zoom Lock g -1.2 negative
6 -1.1  negative
+ * - * * + + + + - 7 49,8 STOS0Z
R it 0.1 15
* 2 0.2 16
40 1 + 12 3.0 A2
2 _:
2 13 0.9 A3
B
" o 14 1.7 At
& Control ssmple 16 0.z AS
+ + + Sample 17 0.1 AT
= 20 .
@ + 18 1.3 negative
2 +
B . 19 -1.3  negative
z .
x 10 . N + . . . 20 52.3  STOB0Z
. +
M v e * + 21 -0.7 A
., . R . . + * s .
a e T e N A R Tes wer 02 S ot 4 “".‘ - 2 123 Al
* 23 39.2 A_LD
* +
24 0.6 B_1
-10
0 0 40 60 50 100 120 140 = .t Bz
— o — — — Cycle 6 a0 B3
FReport Point Adjustment | Ranking/Cut-off | Curve fiting z 14 B4
I 25 1.5 BS
Blank Subtraction. 29 5.9 B_&
— | 30 1.0 BT
Malecular Weight Adjustment I 4 56 regative
Capture Adjustment 3z -0.6 negative
I el 527 STC80Z
Adjustment For Contrals.. 24 3.3 B &
35 1.7 B9
Median Filkering... I b
— o - el s 33 B0

Report Point Adjustment X 7 T&ET —ZMIELRRL £9, LA OIEFICHEZETS

Blank Subtraction
7700 DELEIZEITVWES, AT+ 7 ba—L, FlE Y TILovEOEE
NTZ7v 7 LTRBpEINET,

Blank Subtraction = 7 ') v 7 L £ 9, Use Blank Subtraction [CF = v 7 & AL,
Blanksamplename %= /L X 7V A Za—hoBIRLEFT, 2 AT 73> bO—IL £
lE. > 7ot aEE (Sample Conc=0) 7 H3&EIRL 7,

B Blank Subtraction Settings

8=

|1ze Blank Subtraction

Blank zample name | neqative

Subtraction settings | Mearest Blank,

Average Mearest Blanks
Preceding Blank,
Fu:ullu:uwing Blank,

Biacore T200
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18 1. #HEDEEOER, R7V—=Zv T

7= L 5| £ /5i%% Subtractionsettings D /L X TV X 1 —HhHRIRL £7,

BHiEWT 70

YU 7IVAERHRORHIEWNT 77 2 SOFHEE

B TVBAERI E 2 IERICT TV AR WEEICIE, BHIEL
7700 ERLET,

YU TIVAERIOREIEWT T 7

Y TIVBIERNC T T > 7 AR WIEEICIE,
ZEALET,

Nearest Blank:

Average Nearest Blanks:

Preceding Blank:

il

HLirWwr oo

Following Blank: YU TILVAEERDORLIAWT 7
Y TIWAIERICT TV 7B WEEICIE. BHEWT T2

ZERLET,

Molecular Weight Adjustment

NFEMEETVET, LEWRI U=V TEHTT, MERXIEROBEY TT,
100x L ZXRYZ (RU) | HF= (Da)

Keyword Table THFENANINTULAWVWHLDXP, YO ANINTWBIHEICIE, 70
v bR INE T,

BE®IZ, 78y PO YBEOEAMIA, 100xRU/Da ICEDHY £7,

B Recult Plot

Tﬂ_\s -

Curve Mame: Fc=%] corr E] Assay Step Purpose: <Uver\ay>E]E] Cycle: <Owerlay> E]E]
100RUDA Result Plot ¥-¥alue =] ¥-Walue [ Sample | ~
o [ Zoom Lock g 0 negative
\ 6 0 negative
. 7 15,33  3TO802
20 il 0.4239 15
B * 9 0.4531 T8
g . . . . + . . . + . . 12 1.472 Az
< 1859 13 083 A3
E 14 1376 At
a 10 4 + Control sample 16 0.5301 A6
N R « Sample 17 05247 a7
- 18 0 negative
2 54 . + * 12 0 negative
] . + .
2 . - . .. M 20 16,15 5TOE02
% + .t . + e + . L +
= o T W, e b, e Tt * ety M aee,t 21 01948 A8
] - - (s - - - " . 5 Ay as
M . 23 18.3 A_L0
= 24 0.8359 B_1
i 20 40 &0 a0 100 120 140 e ks Bz
Cytle S 1,259 B3
Report Point Adjustment | Rarking/Cut-off | Curve fiting 27, 07458 B4
25 0.5761 BS
3 Blark Subtraction
Blank Subtraction. v Blark sample: negalive 29 2.494 B_&
n Subtraction Type: Nearest Blank 30 0,5355 B_7
Malecular \Weight Adjustment | 31 i "
 olecular wWeight Adustment negative
Capture Adjustment 3z 0 negative
33 16,08 STO802
Adjustment For Contrals.. =4 5562 B.S
35 1.074 B9
Median Filkering... b
36 1.4 B_10: &

Biacore T200
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Capture Adjustment

VHY ROF v 7Fv—%1T-/-T7—XTHERTEET, ROAEFERLET,
LZEYZ RU) I UHY RoFv7Fv—2 (RU)

Fr 7F v —8lL. LHR—FKRA > kD baseline 5 % Capture_baseline #Z L 5| W/={ET

Adjustment For Controls

YAV OBEEEEFMABLIMERETY, BERGNEC YAV FORBEEEDLT
YEARIZETLTLWEEHEER., UAY FAKBRE S EHICKEL TWAHEICHERAL
£9, VAV FORBEEHETEZ, EHNICAEL/aY FA—LY Y TILOBEEEZF
FALTHEZITVWET,

AdjustmentForControls =7 ') v 7 L £9,
Use adjustment for controls (CF = v 7 ANE T,

i Adjustment for controls g|
Flat definition
Report point: binding Responze type: Relative Response “ariable: Cycle
Adjustment zettings
Use adjustment far contrals Zoom Lack
Pasitive control: | 5T0802 w Megative contral: | negative v
Fitting function: () Linear
O Palynomial
iorrups  Before adjustment Fe=2-1 corr After adjustment Fc=2-1 corr
25 160 1
*

1o i ’
£ * £ 110 *

15 e e S . + .,
2 2
g £
2 4o 2 o

+ . + * - *
3 + A o * 0’ * . * PO N ot +

-4 * L * - LI R T .
2 K7 @ »’0’ » }. ’&’ . 0, , ”’. g 10 J’g.ﬁ;“’ PRV A t‘g’:’ Y
£ 0 ‘_‘sa_s_..g_u_&.‘_c_.\. = R *
T + T +
=3 * =

5 + 40

20 o 20 40 B0 g0 100 120 140 160 -20 o 20 40 [=in] g0 100 120 140 160
Cycle Cycle
(o (ot

Positive control £ & U} Negative control % 7L X7 > X Z 2 —Hh &R L £,
FATA7AFA—LZE>TLARWEEICIE, [NonelZEIRT D&+ HTT 473 b0
— e L TEA%EERALET, (Setzerolevel CIEZZEETHZLHTEET,)
AR—=bTyTHA 7 INIEEBNICTEY bhoERRENE T,

Fitting function T, Fitting 5/ 5% #IRL £7,

Biacore T200
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o

Linear: Y=aX+b (aB LU b IEER) #FERALET,
Polynomial: Y=aX’+bX+c (a. bBL W cl3TEH) #EALET,
AV FA—=ILY Y TILDORA Y D 4 DUERETT,

Fitting f&R A, ED 7Ry MIRRINET, FEZA Y R T47ar ba—i FE
AV ZAT47AbA =T, KETAHAY=1000 BETA A Y=0IDLD

ICEHEAITVWET, RBICERA Y P EBESNET,

OK%7VUv o LEd,

o |

[ Result Plot E][E|
Curve Mame: Fc=2-1 corr E] Assay Step Purpose: <Uver\ay>E]E] Cycle: <Owerlay> E]E] Tools »

Result Plot ¥-Yalue =] ¥-Value | Sample | ~
1an [ Zoom Lock g 0 negative
* 6 0 negative
120 7 96,29 STOS0Z
* 8 2.662 TS5
g 100 . N . . . . . . . s . TR 6
) 12 9.239 A2
T w 13 5229 A3
E 14 8,638 At
a 1) + Control sample 16 3.326 A6
. . « Sample 17 w2 a7
4 + 18 0 negative
-4 + + + 19 0 negative
2 M * * 20 1013 STOE02
g N * . * :
g . . e . e i : oL . 2t Lz A8
& +. + s L . o P + q =
0 e e IR S R A RN ”‘..' " ! 2z 27,7 A9
* 23 114.5 A_LD
a0 * * 24 5241 B_1
i 20 0 60 50 100 120 140 = 373 B2z
Cytle % 760 B3
FReport Point Adjustment | Banking/Cut-off | Curve fiting ) 4673 Bt
25 5.49 BS
3 Blark Subtraction
Blank Subtraction. v Blark sample: negalive 29 15.63 B_&
n Subtraction Type: Nearest Blank 30 3357 B_7
Malecular Weight Adjustment v 31 i "
 olecular wWeight Adustment negative
Capture Adiustment 3z 0 negative
Sptre Adlstmen Adjustment For Controls
» Puositive Contral name: 5TO802 33 1oa.7 - sTosz
Adjustment Far Controls.. v Negative Control name: negative a4 22,31 B &
Fitting Function: Linear © e B_9
Median Filkering... ! b
36 8.827 B_10: &

Median Filtering

AT T7ANZ—%BATHIET, BELARVRICEEEEZ 528K, /4R
ZEBLT, 7By bR 7 b EHRT LA TEES, AV EARFUTRLTL
250, AHNICN—2F 4 VAZEH L TWDRHEEICENTT,

KELYBVA Y RV E RZARTDXETAVET (A7) ODRRETT — 4K
AV FNOBEAFZRELET, YEIV A RUDRETIE, HEE SN non-binder HE £ 1.
potential binder ZBRW/-FFHICERE L £9, PREIX. EXEHTAFTANT, YET A >~
KYROFMICAIBET 284> DO YEBHOEEERY £,

Biacore T200
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RU Result Plot
25 -
20 -
*

15 4
o *
s + "
£ 10
i . I 4
% rredian +
E 5
2
¢ ¢ L0 M & _ 4 + . . **
o L + T e . * 0@ . V-WIRTOW o . * 4w *
g 0 +* * &« *
- W
k] .
T -— - O —
-4 5 4

A0 . *

'15 T T T T T T T 1

190 195 200 205 210 215 220 225 230
Cyele

EXETA R TORREEZY=0E LT, R—XATAVEERLET, 70y bOKKRA
Yo, BYAINMIIOWTEEINcRREZELSIVWTHEZITWET, 771
HAEHMTENAATWBREASICIE. B77ALDT—K% 1 JIL—FE L ToTNL—TT&IC

FBEXITWET,

Median Filtering =7 ') v 7 L £ 9, Use medianfiltering [ICF = v 7 & ANZE ¥,

> —

Y-axis. X-axis DEEN T

9,

ﬁ Median filtering,
Plot definition
Repoit point: binding Responss ype: Relative Response
Median Fitsring sattings
Use median fitering Faem Lock
Y-ais
Upperlim: 10
Lower limit: 5
S i Settings
whindow width: 10
Before filtering
140
+
'@ .
Twl., « o o o o e e L
-9
E’ a0
]
. +
40 *
. . .
4 . + .
v 20 M + PO M
2 PRI R A
= o ¥ + +
T D ik e S St i
+
20 *
[ 20 40 60 80 100 120 140
Cycle

Curves:  Fo=2-1 con

Total points: 123 Above range; 45
In range: 78

Below range: 2

After filtering
140
.
E 120
z .
Emn N +
E 80
E &0
) +
3 .
. + .
+ . -
20 . + . e e
PR N S VA RN
S M ] +
g 0petun LR IR LR ,:".'o’.*
E . +
E 0
-9
40
i 20 40 60 80 100 120 14D

THIIEERREINET, BET HRICIL, Settings 7 v L

Biacore T200
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B Median Filtering Settings D@@

-z
Upper limit:
Lawer limit:
Heawis
window width:

[ Ok H Cancel ]

Y8 A > K7 ®D Upper limit & Lower limit [Z{E(RU) Z AT L £ T XY A > K 7D Window
width (BA7LH) #ZELEFT, sUEICERELEFT, OKZ7 Vv o LET,
YEYA > RYIE EO7OY hDFKELREIAVEITIRARA > Z—TRIv LT
RETHIELEHLTEET,)

B3 Median fi ltering @

Plat definition
Fepart paint: binding Fezponse type: Relative Response

tedian Filtering zettings

Wi itzel=n e Zoom Lock Curves:  Fe=2-1 con

Y-axis Tatal poirts: 128 Aboverange: 45
Upper limit: 10

. In range: 7a
Lo limit: L5

H-anis Seltings... Below range: 2

Wlindow width: 10

Before filtering After filtering
140 140
* *
] 120 4
7 120 . ] E .
L
g 100 1, + * . + + - + . . . £ 100 . + . + + + . + - + .
. 3
' SU 4
2 &0 .
£ 2 e
2 o] £ . N
E * +* 'E, 40 1 +*
40 1 * LI + .
* *
- * - an " -
= + + " + -, A - +* e -
o 20 * + + & . * w o Wt e + o Y ket
,E - " S s 4w ., : -+ R SRSV ¥+ e ¢*¢**o} P et N e
T 0 a .%‘«’» e %"‘ 3 - “:0 g e o‘ - 2 *
& L B o0 +
. T
-20 * —
1] 20 40 G0 a0 100 120 140 i] 20 40 =] S0 100 120 140
Cycle Cycle

[ akK ][ Carcel ]
E70y bOREDT AV IFETA 7ILICOWTERE S NI-FHRETT, Y E#D Upper limit
[$#HR7 4 >, Lowerline lZIBF 714> T3, A7Ay b TIE, FREAY=0IIEHREI N, &K
14> rDLHRIENFIHANIEA T DY PINTUWET,

OKz7 v 7 LXT,

Biacore T200
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BRI Y—=

23

Result Plot

E] Azsap Step Purpoze: <Overlays E]E]

B0

Curve Mame: Fc=2-1 corr Cycle: <Owerlay>

Tools »

Result Plot

@
=1

&0

40

20

Relative Response - binding - Adusted

-40

1] 20 40 &0 &0
Cytle

Feport Point Adjustment |F|amkingf’Cut—off Curve: fitting

100

120 140

[ Zoom Lock

¥-¥alue =] ¥-Walue [ Sample | ~

+ Control sample

+ Sample

Blank Subtraction v
Malecular Weight Adjustment -r,

Capture Adjustment

Adjustment For Contrals.. .rf

]

Median Filkering... v

Molecular weight Adjustment

Adjustment For Controls

Pasitive Contral name: STOB0Z
Meqative Control name: negative
Fitting Function: Linear

edian Filtering
Upper range limit; 10
Lower range limit; -5
Window width: 10

5 -3.069 negative
6 -3.069  negative
7 93,22 STOa0z
6 -0.4068 15
9 -0.2233 T8
12 6.17 A2
13 216 )
14 5.589 At
16 0.01698 A
17 -D.23%6 AT
18 -3.528  negative
12 -3.528 negative
20 9775 STOE02
21 -2.307 A
2z 24.15 A9
23 1.z A_LD
24 1.657 B_1
25 0.1862 B_Z
26 4,346 B_3
27 0.4716 B_4
25 0.5335 BS
29 10.55 :N:)
30 -1.724 B_7
31 -6.108 negative
32 -6.108 negative
33 94,6 STOB0Z
34 16.2 B_&
35 06171 B9
36 3.786 B_10: &

FBELIHBE 2 CEAINTAY KRR INET,

Ranking/Cut-off X 727U v o7 L£T,

!

I [AIF 12 ERE

TEEHA,)

Ranking % 7z1d Cut-off DEREA TE £9, (Ranking & Cut-off [ZFAIFFICRECE £ A,

Biacore T200
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Ranking
Mode—Ranking % =R L £ 3,

[ Result Plot E][E| &
Curve Mame: Fc=2-1 corr E] Assay Step Purpose: <Uver\ay>E]E] Cycle: <Owerlay> E]E] Tools
Pr——
Result Plot %-Yalue =[¥-¥alue | Ranking | Ranking value | Sample | ~
14 [] Zoom Lock H —3‘061 Lowl 1 negative
* 6 -3‘061 Laws 1 negative
120 7 93,2 Lowl 1 SToE0z
* 8 -D.4D6; LDWI 1 15
g 100 . . . . . . . . PR R R Lowe 1 &
+
g, 12 R | tow | 1 az
< a0 13 218 Low 1 a3
E - 14 S‘SSJ LOWI 1 At
= . + Cortral sample 16 0‘01693 L|:|wI 1 A_B
o +
a0 . + Sample 17 -0.235 Lo 1 a7
- - . 18 -3‘521 Lowest Painks 0 negative
+
2 20 M . . - . M * 18 -3.526  Lowest Points 0 negative
é C e T A e .' e et L 9T Mediam 2 STOR0Z
L o el - EREIRY
T o OW ¥ .’--.“' Vvt trtat td e v vt e | 21 -2‘30:' Low 1 A8
. M | 2 anl 1 a9
-20 . -
23 111.1 Medluml z A0
40 24 1.697 Low 1 B_1
20 il 20 40 &0 a0 100 120 140 = oieed tow]] ! B2
Cycle 26 4‘343 Lowl 1 B3
Fepagt Point Adiustment | Fanking/Cut-off | Curve fiting E Lo ! Bt
28 0,533 LOWI 1 BS
29 10.55 Loy 1 :N:)
Mew... Name | Response | Yalue | l -
Medim 97.25 2 S o | ! 8.7
Edi... Low 3264 1 31 -6, 1Dj Lowest antsl 0 negative
O Cut-oft Delate Lowest Paints Hi 0 32 -6,10% Lowest Points 0 negative
33 94.1 LOWI 1 sTos02
34 16.2 Low 1 B_&
Ack Default_| i e o | A X
36 3,76 L 1 B_1O
! 2 L i 2

A b= TIULERAELTWREEICIE. ZJvyF I Lcarybo—Lyy
TIVOFHENBEERESNE T,

rto7oy bk, FATA T PO LERY T 7Oy bO—-LOFHET, Fh
ZM Low. Medium D7 A4 A 5[HANTVWET,

Table @ Ranking IZ, 7 ¥ F ¥ 7HERA KRR INE T, Low LLTFDHRA > b IF Lowest Points,
Medium LT DR A > b lE Low, Medium & ) KZEWAHRA > b Medium &7 v F 73N E
9, Value ICIE, 7 F 7THOBEAAAINTULET,

TUFVITDOLRRY R Name B LU Value #EE L7-WEEICIE, 7By b EDT A >
HRJARAVYRZ—TRKZ v I LTEBT BN, TO—EDFZHET % Name Z:ERE. Edit
oV LTEREZTVWET, FVvF U JHEZEBCLZVWEEICIE. New 27U v 7
LCEmLEd,

Biacore T200
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RO Yy—=—v4 25

Cut-off
Mode—Cut-off =R L £,

T7HNPMTIEERLAZY 7L (BB, * A7 473> bO—JL) @ 3SD IC Cut-off fEA
HEINTWET, BEE T D Edit Settings T Cut-off [EDRENAIRETT, HIETEHRE L 7=
WISEIZIE. BIE T D Manual % &K%, EditSettings TL ARV X ZKEL T,

i Result Plot g@ ™
Curve Mame: Fc=2-1 corr E] Assay Step Purpose: <Uver\ay>E]E] Cycle: <Owerlay> E]E] Tools
Result Plot %-¥alue =[¥-Value | Cut-off | Sample | ~
14 [ Zoom Lock 5 —3.06" Below Cut—oFFI negative
+ ] -3.063  Below Cut-off  negative
420 7 93‘21 Above Cut-oFFI STOE0Z
* g -D.4DGD Below Cut-nFFI TS
§ 100 * * * + * - + + 9 -0,2233 Below Cut-off T8
+
g, 12 E-‘lI Ahove Cut-aff Az
< a0 13 216 above Cutoff a3
E &0 14 5569 Above Cut—oFFI At
F- . + Control sample 16 D.Dlsgj Below Cut-off AG
4 N R + Sample 7 ozee8 seiow cueith Az
. . 18 -3.521 Below Cut-off§ negative
+ * + *
= 20 . . . . + 19 -3.528  Below Cut-off  negative
w .
H . T e A A * a0 e above Cut-off| “sTORDZ
] 4 - ety . S, .+ e, t+ e + N
U7 T e e, P S Y P 31 -2.SUj Below Cut-off .
. * %zl above curoith 49
20 * 23 111 dbove uvalf 41D
a0 24 1,697 Above Cut-off B_1
i 20 40 60 80 100 120 140 5 iee] eeiow cuoff] Bz
Cycle 26 4.343 Above Cut-off B_3
¢ Adjustment | Fanking/Cut-off | Curve fitting 27 0.4718 Below Cub-off Bt
28 05339 Below Cut-off BS
Maode 1 I b
. 29 10,55 Above Cub-off B_&
O Hone ® Automatic  Coptrol sample name | negative (Avg-3.264 SD:1.683 v a0 ) 72] Biolane Cut-uFFI Ty
© Ranking O Manual No.of SD 3 31 —s.mi Below Cut-off - regative
@ Cut-off Response 1.484 32 -6.108" Below Cut-UFFI negative
- 33 94,9 Above Cut-off g STOB0Z
Edit Settings... I
34 16,2 Above Cut-off B &
% 0617] Below uoff] 59
36 3.786 - Above Cut-off B0
| )

Table @ Cut-off ICFER AR RSN F T, Cut-off LT DIEIL Below Cut-off, Cut-off fEL 1) A=
ULMETId Above Cut-off & RSN E T,

!
E4A D Finish 22 ) v 7 LT, ResultPlot DT Z# T L £,
EZ®D Plot 7 # /L XA, Result Plot 2B S N E T, BT ZITUL /- W 5EICIE, Result
Plot ZEiR&, ¥V XE7 ) v 7, Edit ZEIR L £ 7, File~Saveas CHERZRFL £7,
fEMTFER (X, File—Export—ResultToExcel T, 7¥ X FEXATRETZT X7,
70y kg, YOy fETYTRET Y v U CopyGraph % EER%. Paint ¥ 7- & WordPad
ICER YT CTIRTELE T,

]
Edl
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@ Kinetic constants appear to be uniquely determined.
————t—t
31184ref owid Ritux )] @ Ma significant bulk contributions [R1] found.
o Check that sensorgrams have sufficient cureature.
A il . -

[ ] ][ Cores |
BE7E @ 1:1 Binding £ 7 /L Tld SBHT#E R D Quality Control fER AR RS N F T, AR L.
Biacore T200 HAZEEILIAAE EARER MES10Z2 TSR I N,

Thumbnails X 7 D+t > Y% —42"Z LIZ4H Quality Control DIERMNERENE T, WEHLH D

BAICIR, Uv— oAl 4, ZUbL Y-S LERERL T, BEA CEMAEEDRL
9,
BT BED AT — &

Thumbnails X 7 C& Y — 7 7 LOBITIERD AT —Z ZADREZITVWET,
Tl RDADDAT—RAZRECEET,

R Rejected FEMTHRER ZHMAL AW

&

Cleared T 7 #JLbFXTE

L

Flagged Flag ZiLT%

iy

W | Accepted EREIHAT D

Biacore T200
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2T 4 RABES BB, BEEOEYH—2 5 A0lC A s v s LT, RF—4

AEZEBELEFT, F/old. €Y =0T LETHEIZ Yy L T AT —XRAERIRLET,
Thumbnails X 70Ot Y —7 7 L& FEREZ, BERAICK RSNV -0 T LED
Status CHZFE CZF T,

EB|E £ kD Tools—Hide Rejected C. Reject L7=tz> Y —7J L%ZFERRICTEET,
Clear Flags T. Flag # &2 CTx x4,
SER - OAX Y R ERELEZVWSEICIE. R 222 T8BILE N,

O

Results Summary % 7 %3&IR9 % &, On-Off Rate Map ZHEZR TE X9,
Table TRTER., X7 —X X FWR - XV b Z2HERTEET,

Kinetic Screen
./ Fit.. Setings ~ Tools »  Clear Flags Sample: 2994  Ligand: ref oxidRibux  Statuss o Accepted - Tools ~
Thumbnails | Fesults Surmmary Sensorgram x
RU
| Table Columns...
18 [ Zoom lack
A 14
On-Off Rate Map ~ 10
1610 E 5
O 100 TRMT 10 pht | 100 pht 1M 10 g 2
. -7 A - . -t £ 200 il 200 400 &0 a0 1000 1200 1400 1800
1ed BRI g
B s Time E
K L () Display Blanks
1e8 T ® Display Blark Subtiacted Samples
g .o -7 ’ Included Curves b
z 1e7 L — — —
s < K Include | Cycle# Conc Flnu_l Contact Time | Diss. Time ad
= - . . - L (nM) (ul/min) (s) ()
E 166 —f 2 00 " 4 i 30 180.0 300.0
; - . » ! n
Sl e .
100000 4 < 2 el - - - o
o o o~ v ar - 1@;{1 0
. i £l o 30 180.1 300.0
10000 1
1e-5 1e-4 1e-3 001 01 1 10 100 i)
Off-rate, kd (log) 0
o ~
Sample ka {1/Ms) kd {1/s) KD (M) Rmax (RU) Ch ~
2994 507e+04 3.03e03  508e08 223 R R FEECERe &3
3117 1.37e+05 b.54e-03 4.77e-08 24.7 Quality Control | Report | Residuals | Parameters
31138 6.86e+04 4,93e-03 7.19e-08 75 ~
3121 Q.0de+04 1.60e-03 1.61e-08 2.5 @ Kinetic constants are within instrument specifications.
2250 b.73e+04 4.37e-04 b.50e-09 54.8
2360 1.918405 2 606-03 136608 56 @ Kinetic constants appear to be uniquely determined,
3116 5. Gde+04 3.12e-05 5.53e-10 364 @ R ——
2994 2.38e105  118e 02  4.97e 08 17.9 o sighlicant bulk contributions (R foun
2163 1.14e+06 +.06e-03 3.56e-09 2.5 -
e . ME et p NE e - H_E o i A7 ° Check that sensorgrams have sufficient cureature,
< 2 M m nnanm_ m e o oo . . b

On-Off rate Map Z1%7F L 7= WG & ICIE. Map ET~Y 7 X%EZ Y v 2. Copy Graph T Paint
F 7213 Word Pad (CBA D T TRFL £9, £7-lE. ExportCurves T. 7 ¥ X FEAX TR
BFTTEET,

TAVRETVETDFinishz7 YUy LT, BiTERZHERLLET,
!
BE A D Screening 7 A L ZWITFERMNEBMEINE S, BEFTZ1THHEICIE

Biacore T200
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2 KinlioScreen 55 1) v & Edit 227 U v 7 LET,

Menubar @ File—>Saveas CTHERE#REFEL £,
MOt Y —27 7 L& Table 158 % Export L 7= ULMEE 21X, Thumbnails X 7N T, ¥ 7
257U77\anNWmNmMMﬁMe%%ﬁLT\ﬁﬁ%%%ibi?o7#w§ﬁ
YERL X M1, Thumbnails X 7 TERRINTWEL2TOE ¥ —7 7 L (JL3RF png) & Table
158 (FLART © txt) A Export SN E T,

Bl EHE. Affinity X7 U —=

2-2. Affinity 2 7 1) —

—TDT —

—_

VDT —ZEBEFTEITD

AEBlCliE, 22 12EAXE T,

R

Tool bar ) A25HEeNNG = % 17 1) oy 7 L, [dAfySween]z )y 5 L g5,

Curve Type: | Conected

w | w  Temperature:

!

Create Affinity Screen @

Mame: | Affirity Screen

4=

Samples

Include Sample Ligand Curve -
v A1 parpld Fr=4-3 corr
v a1 parpls Fe=2-1 corr
v h_Z parpld Fo=4-3 cort
v A2 parpls Fe=2-1 corr
v B_1 parpl4 Fo=4-3 cort —
d B_1 parpls Frc=2-1 corr
v B_2 parpl4 Fo=4-3 corr
v B_2 parpls Fc=2-1 cort
v Z 1 parpld Fr=4-3 corr
v 1 parpls Fe=2-1 cort
v D1 parpld Fr=4-3 corr
v D_1 parpls Fe=2-1 corr
v E_1 parpl4 Fo=4-3 cort
v E1 parpls Fe=2-1 corr
v E_2 parpl4 Fo=4-3 cort
v E 2 parpls Fc=2-1 corr
v F_1 parpl4 Fo=4-3 corr g

Name FENTREROAE] WEICIWLCTEELEXY)
Curve Type YA ONEATHFIRLET

Temperature BEZZZTHELTWBIHE
EH T O Table ® Include T, TICHFLALY T NICF v 72 ANET,

!

Cld. BT SREEERLET

Biacore T200
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Affinity Screen Q@@
L|Fit..  Settings ~ Tools +  Clear Flags Sample: D_{ Ligand: parplS  Status: Cleal‘ed +~  Tools -
<' Thumbnais | Hem\ Response-Concentration Plot a~
RU
Yiew = Arrange By -
18- [ Zoom lack
-~
2 16 4
14 4
121
+
5 107 +
.t 5
*
T T U = LR +
&_1/parpl5 C 47
: .
+
ol o
i} Se-5 1e-4 15e-4 Ze-4
Conc 1
- * | Sensorgram b~
RU
" - 0 [ Zoom lack
t t t
A 1/pampl4 10 et
-10 '
E =30
+ -4
=50
*
,” 704 t t t t t t t i
+ + + -B0 -40 -20 1) 20 40 ) 80 100
Time B
B_1/parpl5 C
() Display Blanks
(%) Display Blank Subtracted 5 amples
} () Included Curves b4

BELIC, FOBEAZELSIW Ry =75 LO—EARRENE T, RxlL. View D,
Small Thumbnails, Standard Thumbnails, Extended Thumbnails TZE TX £ ¢, it M4,
ArrangeBy TZE CZ X d, BRL 7t v ¥ —7 7 LOFMIBRIIBEA TR TEET,

T30 T T ay YT A 7IILDER

Affinity Screen FEX
LA Fit Settings ~  Tools » ClearFlags || Sample: B Ligand: parplS  Status: [C]Cleared +  Tools
Thumbnis | Resuks Summary Response-Concentration Flot A
RU
View = Arrange By v
Py [ Zoom lack,
3 & 45
40
35
* a0
.
L’ 20
=
18 +
_1/parp1s 10 .
5 hd .
o+
o 5e-5 1e-d 15e-4 Zed
Cone [0}
. * Sensorgram A
RU
. o [ Zoom lack,
s
5
A_1/parpld
0
5
-0
+ = 5
. 20
Lt 4 ] -
-0 -4 \zn o bl 40 60 80 100
Time |
B_1/parpl5 3
il @ Display Blarks
O Display Blark Sublracted Samples
Included Curves ¥
=

% —27 LT DisplayBlanks Z3&IRT 5 &, ZOY Y TILEZOEAREL VY-
ZL (77v7) ERRINET, BIE D Included Curves D ¥ % EIRY 5 L L OREY
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AGNEY Y TLYAILO—BEZHRATEES, TI2T, YORES LUBEITICRELA
LY TILDZERD AT T oInclude DF = v 7 Z2NT & BITH LRI ENATEXT,
TORBEYA VANERD HHEICIE. ERLIEARELY Y77 LOFEHGHNELS]
MET, b, COEBEDAEZEIT> TWLWRWEE(IZIE, Table T ? Blanks from other
sample series N O3EIRTH T ENTEET,

AT —RADEKE
B Y — T LDAT—RAEERETCEET,
ZIZTlE RDIDDAT—RAZHRETCE=ET,

lgl Rejected MEATICIHFBAEF AWV Y- T A
FEAELTWARL, AN KEVARLY)

f_.. Cleared 7 7 # /)L FERTE. BITICELAL =7 T A

F| Flagged MHTICIFHIAL A, Flag ZiCd ¥ —7 7 A

2T R RERET LB, BEEDE LYY —25 A0l s )y s LT, 57—

RREEBLET, FF, EY—FFLETHEIZ VYL T, AT —RRZERLFE
ED

[BE A _E D Tools—Hide Rejected T. Reject L7zt > ¥~ 7 L%ZIERRICTEET,
Clear Flags T. Flag #f&ffTZx£9,
AR - IAVPERELILWSEICIE. MR 22 22RBILE W,

!
NINFA - ITHEO / A X Z2BRE-WIHEICIE, BEZL LD Tools—Remove Ranges % 7
Uy 27 LEY,

Biacore T200
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BETORAZ7AX—%8h LT, BT ORCEEZREL X7,
OKzZ7Uvodne, @TOEryY—7 7 LICKRELIEBENMERAINET,

Remove Ranges le

RU
70

Zoom lock
&0

50

40

I

-

-0 -40 20 e &0 &0 100

— Time: L — E

wmectinn stat  -0.0 (s)  toinjection sttt +0.0 [s]  and from injectionend  -1.2 (3] to injection end M
< o G o )
N The selected ranges will be removed from all curves in all curve sets, 1
Wepted curve sets, /
Existing 1 emoved,
InNEnNoLrY—77 LT Y =77 AOESHIR%Z 1TV 72 L 5E IC1E, Thumbnails
RT Y =77 LEERE, B LD Tools—SelectData 27 U v 7 L £,

i} e T —

oY —ITLET RTVROETY v KTy 7 TEHBEE L Remove Selection % 5
RLET, BRLABEHDVHEIREINEST, OKZ27 U v 7 LET,
!
Affinity BEIT CAW S, LR—FRA Y FPOREZITVWET,
[B|H A _E D Settings @ Report PointSettings =7 ') v 7 L 9,

Report Point Settings @l

Calculate rezponge at position zeconds |befc-re injection stop vl
with window seconds

Apply To

[] Selected Cleared
Flagged

Action will nat apply to accepted or rejected series.

o) (o
T 7 A NTIE, RIET 4PFNICERESINTOET, BB TEEZITTVWET,
ApplyTo CEAT 2> U -0 F7 L%&&IRLET, OKEZZ U v I LET,

!

Biacore T200
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BTETLOEREZITVET,
B £ D Settings—FitSettings =7 U v 7 L £9,
Model: + Steady State Affinity w

Apply Ta
Selected [] Cleared
] Flagged

Action will not apply to accepted or rejected zeries.

T

Model BITETLARIRLES
(EFTNICOVWTIZER 2-3 25 1R)
Parameters BIR L /- ETIILOYERE,. Fitting HiEREDEENTETET

ApplyTo T, BRLIZETLEZEAT 20— 7 LEZERLET,

Selected Thumbnails Z 7 CHEIR L= H—7 7 A
Cleared AT —R AN Cleared DEE VY —7F L
Flagged AT —R XD Flagged DL P —7 7 L

/B 2-3. Affinity A 7 ) — = > T ORITET L

RDIDDETIASEIRTEE T,

Steady State Affinity
1:1 Binding &7 /L @ Affinity 8241 €7 /L,

Steady State Affinity Constant Rmax
1:1 Binding €7 /L C. R & X EMETHENTT 2ET L,
B 74 =27 4—TC7 774 MEEZSEREICHKECZEAWVWEEICEALET,

Biacore T200
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Fit Settings

b

B

—

Adjust Fmax For Controls. .. ]

Model: | - Steady State Affinity Constant Bmax
—
< Contral Bmas: |15 [RUM00Da)
Adjust Rrax for controls is turned off (

—]

[Adjustments will apply to all series that use Control Fimax. ]

2pply To

Selected [ Cleared

] Flagged

Action will not apply to accepted or rejected series.

|

ok,

J

Cancel ]

RET D Roax MBI
EAEED
Control Rmax DI AT 2EDEAIIZ, RU/100Da T,

RT3y

~ '—J—::/7_— A 7\\: e }\ a —-}|/7& Rmax CC@JE?%%}}%T'_
FPA—ILDOBITER TH ONTEZ Rux & LTEARALET,

SRINL TiEend

BIZIE, RYT47aryba—ILOEEEN 30RU THOFEH 300Da DIHZE L. Control
Rmax DI, fEAE x100/ KYF 473> bA—/L5F& =30RUx100/300Da=30 (R
/100Da) &Y £9,

RNTRFICIE. 774 PODFEEZROATHIELEZ, &7+ 714 FD RnxfBEE L
THEABLEY,

MW
RMOXgngiyte = ControlRmax x %ﬂ’te

S5, UAY ROFEHETA2EE L-FHEZITL-UL5E (L. Adjust Rmax For Controls

7Yy LT, BEIERTIRY T 72y bO—IL%E

ZRISTF 4 7“:1 vhOo—iLom RMTE (Control Rmax

SELET, OB RET

ICAHNT 2ME) 1, FA7LELHD

] Adjust Renax for controls

i}

Fint defintion

Report peirt: binding Fiesponse fype: ALl “iarstle: Cyele

Adustment settirgs
[ Use Adjuet Rmaxfer con

Fositive corol: (B2 kool 320M

Ftirg functian:

iroe. {Adustmerte il apply to @l setes that Lee Cortral Firax )

Line=r

@ Polnomial

AU Control responses Fe=2-1

RU - bindding

) )

Biacore T200
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Rmax DIHIEIC IZ. 2P A ZILDRI T4 73> b A—IILDOFEEE % Linear % 7= 3 Polynomial
TFitting L CTEONI2BEMBREFERLET, SV 7TILDEES Y -0 LDHDY A

JIVICHI ST A EEIEHIRD Y #DfE% ControlRmax E& L TERAL T, BEY Y —XR
TlExnEzEEEE LET,

response | -— Entered Rmax value
~

x~ 1\— Rmax for series 1

~
~
Y & Rmax for series 2
: ~
series 1 =
series 2 -
~

g

positive
control
response
cycle no.
Steady State Affinity Constant Rmax (Multi Site)
UHY FEICEEYA D 220522 EZ2BELIZET L,
EEE THVWHRIEOREENER TELIGEREICFERLEY,
Fit Settings @
Model | . Steady State Affinity Constant Rmax [Mulki Site] v
Control Brmas; |50 [RUA00Da)
Adijust Bmas for controls is turned off Adjust Rmax For Contrals... l

[Adiustments will apply to all zeries that uze Contral Bmas )

Apply To
Selected [] Cleared
[ Elagged

Action will not apply to accepted or rejected seres.

T

Steady State Affinity Constant Rmax & [FE&(C. Control Rmax DfE (Rmex D1E) ZHEL £,
(Rmao [ 3ZH & L TR EITVWET,) LEIZ/S L T, Adjust Rmax For Controls % {5/ L
£9,

Biacore T200
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!

ETILDEREIRT L7zn, Fitting 2ETL 9,
BEALOFit®7Y vy o7 LET,

apply Ta

[] Selected

Cleared
Flagged

Action will not apply o accepted or rejected zenes.

[

] l ’ Cancel

Fitting 21T ) > Y =0 L%ZEELTCOKZ 7 U v 7 LET,

Kinetics / Affinity - Calculating Results
Samples
Fitting sample & of 21..
Curve Ligand | Sample | T(E?)p | Chiz (RUZ}

v Fr=2-1 carr parpls a_1 25 0,554
v’ Fc=4-3 corr parpl4 a1 25 0,371
v Fec=2-1 corr parpls B_L 25 2,52
v Fc=4-3 corr parpl4 B_1 25 0,139
v Fr=2-1 corr parpls D1 25 0.0632
v Fr=4-3 corr parpl4 D1 25 0.0475
bb Fo=2-1corr parpls E_L 25

Fr=4-3 corr parpl4 E_L 25

Fr=2-1 corr parpls F_L 25

Fr=4-3 corr parpl4 F_L 25

Fr=2-1 corr parpl5 a1 25

Fe=2-1 carr parpls H_1 25

Fr=4-3 carr parpl4 H_1 25

Fe=2-1 carr parpls a_2 25

Fr=4-3 carr parpl4 a_2 25

Fe=2-1 corr parpls B_2 25

Fc=4-3 corr parpl4 B_2 25

Fe=2-1 corr parpls 1 25

Fr=4-3 corr parpl4 1 25

Fc=2-1 corr parpls E_2 25

Fc=4-3 corr parpl4 E_2 25

—

Fitting MBI L £ 9, BT EIT>CWLWAH Y FLld, ED Table [T = AFRINES,
BT L C WA WY > TIL O lTY 23551214, AbortRemaining Z7 Y v 7 L9,
!

YU TIVOBITMRT T2 L. BTERIPERRINET,

Biacore T200
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Affinity Screen

L|Fit..  Settings ~ Tools +  Clear Flags Sample: A_1 Ligand: parplS  Status: Cleared *  Tools -

Thumbnails | Results Summary Response-Concentration Plot b4
Yiew = Arrange By - Sensargram P
~ RU
0 [ Zoom lack
e
. 10 |
* i 10 |
E -30
&
= a0
£_1/parpls
-T0 4 + + + + + + 1
-B0 -40 -20 o i) 40 ED 80 100
Time B
| () Display Blanks
| (&) Display Blank Subtracted 5 amples
Included Curves b4
Lt
= t t t Result and Parameters x
A_1/papl4 Freport | Farameters
KD (M} ‘ Rmax (RU) | offset {RU} | Control Rmax {RU/100 Da) | Rmax Adjustment | Positive Control | Adjustment Fitting Fu
G.819E-6 15.0 Mo e
44.66 -24.56
+
S
*
'+
t
B_1/papl5
} v < >

Thumbnails X 7 CEIRL 770y FOER%A, BEA CHERTEELT,

BHERORT—X R
Thumbnails X 7 C& VY — 75 LOBITHERORA T —X AAZETCEET,
2Tl RDADDAT—RAZRECEET,

ﬁl Rejected FEMTHRER ZHMAL AW

Cleared T 74/ FEE

Le
F Flagged Flag ZiLT%

f

W | Accepted EREIHFAT D

2T ZRAEBET BB, BEEOTOY FOIC A2 ) v LT, RF—R AT

BLFET, F/2lE. YAV b ETHIZYUYIZL T, RT—XRRAEERLFET,
Thumbnails X 7D 7Oy b %2 ERE BEAEICKRREINS Y —F 5 L D Status TH
EETEET,

Biacore T200
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EB|E £ kD Tools—Hide Rejected C. Reject L7tz > Y —7J L%ZFERRICTEET,
Clear Flags T. Flag # &2 CTx x4,
ER - AAV R ERELEZVWSEICIE. R 22 2SBZE L,

Results Summary % 7 % 3&IR$ 5 & KDPlot #HERTE £,
Table TEENTIER. AT —X X, FR - XV b 2HRTEEXT,

Affinity Screen

L|Fit..  Settings ~ Tools +  Clear Flags Sample: 4_1 Ligand: parplS  Status: Cleared - Tools -
Thumbnails | Fesults Summary Response-Concentration Flot b
| Table Columns... Sensorgram o
RU
KD Plat -y 0 [ Zoom lack
lray)
o1
10 ]
oo —f4
10
1e-3 E
y . . -0
Te-4 sy T, +r . et &
185 1 & -50
= + * + .
ki 1e-6 -0 4 t + + + |
= -B0 -40 =20 o 20 40 6O ) 100
= 1e-7 -
< Time B
1e-8 () Display Blanks
Je.a (%) Display Blark Subhiacted Samples
>
1810 Included Curves b4
1e-11 Result and Parameters =
[t} 5 10 15 20
Repoit | Parameters
Sample
- 7 = KD {M) | Rmax (RU) | offset {(RU} | Control Rmax {RU/100 Da) | Rmax Adjustment | Positiv|
Sample KD (M) Rmax (RU) Control Rmax {RU/100 Da) 5.B19E6 5.0 Mo
AL 8.52e-08 44.7 15.0 44,66 2458
A1 5.21e-05 44.7 15.0
B_1 6.15e-05 3tz 15.0
B_1 4.58e-05 3.z 15.0
D_1 3.81e-06 40.2 15.0
D_L 9.58e-05 40,2 15.0
E_1 9.24e-05 39.9 15.0
E_1 4.97e-05 39.9 15.0
F_1 1.21e-04 34.5 15.0 2
< > < >

KD Plot Z %779 235 & X . Plot LT~V XH 27 Y v 7 CopyGraph T Paint X 7= (% Word Pad
[ZBE Y HIFTRFEL 9, 7214, ExportCurves T, T¥ X FEATRETE X T,

T4V ETUETOFinishz2 )y 7 LT, BiTfERE&ERILLET,
!
BEA D Screening 7 A L ZWNITFERMEBMEINE S, BEFTZ1THHEICIE

A siiniyScieen |55 )y o EditE S ) v LET,

Menubar @ File—Save as TiEE%1R#FEL £7,

ROt Y —27F L& Table 15 % Export L7 5E(2(E. Thumbnails ¥ 7R T, ¥
7 2#F27 Y v 7. ExportAll Graphs And Table % &R L T, REFEL%=HEELE T, 741K
HEER E 1. Thumbnails X 7 TERRENTWELTDE Y —2F L (JE3RF png) &
Table 153 (JLART : txt) 7Y Export & 41X 3,

Biacore T200
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fENT AV v FORTE - E1T

BLARTERYRLATE - BFETIHEICIE. RELEBITAEEAY Yy RELTRE
LT, REIOBEFTTERT S ENATEXT,

Xy R&EREFET 235 E121E. Menubar @ File—Save Evaluation Method As % 3E3R L TR
BRERERNBREZERELET,

Xy R{EREFICIZ, BT T — 4% File—Open TMU'H L1, File—Apply Evaluation
Method % 3EIRL CTA Y v FEFUHL T,

Biacore T200
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3. BpFEMT 74 FOHEAEFRAE

B FIEYMORBEORBECERAEZFAT 2556101, — BB R /NI E-Z R
VEREERAEEERY, JVy v IBERS LYV TLVARISEENVETY, £
7oo BIERREZFHET 5 ICHh7 U AEHMROBELNREE LY £7,

BEY > TILDRI Y == Kinetics/Affinity 27 ) —= > 7% EHET 255 I121F.
Biacore T200 HAREUWLEAE ICARD 1. 2BZHoh LHSRITIZI W,

754 L OBEY

TH 74 FERD DMSO DREEE > = SEERE DU ET, LAMRERES
V==V IHBEROGEE,. BAEICH LY FTHET sM~F M TREL 3, KR
EEHROEHRNPBERNOHZE. Ko FBREETE) ED 1/10~10 (F0OREEHH T 5 BE U AR
L7,

TV UV URER

PBS > HEPES f&RE/&RA L CEF SN E T, HEPES Id, & FET LT I PEEX /T
BAOEADBONET, COBAILE, PBS AL EEML TR, FREREERT
55 EICIE. DMSO S EREREZFERAT 5 2 LM% TT, DMSO EE T 5%EELUT % #
BLET, DMSOBEIXY AV FOEMECULEYDORREZERLARELES, 7= 7
BERICHEATE 2 DMSO EEIX 10%E TR Y ¥, IFFENRELIZ 2BM T, K
JEFE 0.05%TRE O FREEES] (Surfactant P20 2 &) #FMT B 2L HH Y £7,

R 3-1. 7D v EERGAR DT EEIE

- TV U RERITASIRARL TLLEI L,

*DMSO %1k 5 BRI, THEN B AMEORBZFERLE T, (F7RF v 7 BRITFEATRA)
‘DMSO Z & LHE@ERZ 2B 2BICIE. 7 v BBERHE 3T A AV EHD 7 4 L& — (022
um) ZARAWVEY, BBt O—X®OLH D E T TS W,

- DMSO BARHADEEVHLAEICHE B LITTHELHZ2DOTI/L—FDEeLHD (U
spectrometry A% &) ZEALTLEE W, /ol 7Ly yaBhbnaERAL TS0,
- DMSOEEIC & % pH EENIAKE L /28H, DMSOEEH D pH #EB L TL7EE L,
CENVWEBATRRMLICREL, BBICEY FT2ERIETCEF Yy 7IE Lo YVEDT
2Ty,

CEBEORMLEY Y avilty FFR2RBRIERTHBEOR Y a—F v v F2ERALTL
7= L,
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BEALE

SPROY I F Ny —F v 7REATOHRALARBREIFE R) OZ{ERBRLTVWET, &
VY —F v TREATOEERIGE T TR, Iy 2V IBEREY Y TLEBRRL TV
WEORBITROZE, Thbb, B (NLY) HBELZAEVZIAESENET,

BIENR AT L (100 RUKLTF) EEETIE, YA Y FEEELADY 77 L Y 2EILD
LARYREZLBICETTIDNILI L ARy RFHBRTEX T,

LA L. BEEICIE, UAY FEERELICHEMLIZARIEZ. UHY FOFOEBHEESHE
%éﬂ%tb\U77vyzﬂw®m»7VX$/xu\UﬁyPEEmﬂ»iU%E<
mY)ES,

N O 8 0o O
S R TS

U77L YR )HY FEEEL

TVZVIRERET F 7 A MARF D DMS0 EE 1%DE W EHI 1,500 RU D /NIL T L RR
VAICHELET, BRH DY TN EELICHAR T S DMSO REDRENEBE TER
WAL LRR Y ZADEZHEOREEDN D Y £,

TDEHI, BEMBENKE L DMSO ZH WD RETIE, BHICELSIKEIFTIENILY
LRRYZADEZTDICHBRT A I TEEFHA, BB ZONILILIARYADER
NELTH BEI1ORUUT), EHFLEYNEE LIZBICEONIHBAEL ARV X EMHE
BETHIIZH, NILVLIDEZRHIET HHELHY X7,

BEMEIIUATDO I DOERNERLI-BREELY £7,
HEFEEINDETF 74 FOEAL ARy ZHA/AEL (100RU ULTF) 15
A RESHEE (10,000RU L) ICEE LBEE
Yo TILERICDMSO AEEFNBHE, NILY LBy ZAKE L (3000RU UL,
Y FLETENER D5E (DMSOBE D EE"HEHT)

Biacore T200
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i 3-2. AEMEDTTE

AEEIEDFIR

Biacore T200 Evaluation Software Tld. BB TUTOMEAZEEL £7,
AIE DRRIZ, DMSO BRBRDBEE Y Y —X (7 v = v JIRERICE £ DMSO BE+1 %
2E) 2. UAY REEELELONY 77 LYy Z2ELICHML, BEELE Y 7
LY RELDNILT L ARy ZDERTHRLET,
U7 7LV RENDLRARY R % x 8 BEEXEILEY T 7L Y XDV L RR
YADEXRYyEICT Ay b L OAEBERBREERL X,
EBAFIEMERMLEE, U7 7Ly XL ZFEY R (FOD) % A5 E A
MICKALT, BEEZEHLEYT (RO),
HEERIE TR ON-EAL ARV AN SHEEBEELIZxY (M),

) ) ®

| PNy

£l
5 RU / :§RU

-150 RU o+

-150 RL)

TAIEAHIE A DMSO AR 0 FA 5L

5%DMSO 8F Y~ 7L E AW 3155 OB EMIER DMSO ARDIER A EZTH L £ 7,
INTODDMSO BRITAERAEL £,

D1xPBS (noDMSO) % FAHL £3,

QOB IEFAHIR 4%, 6% DMSO R kv 7 AREABML XS,

4% DMSO R kv 787K Ix TV v IBER 9600 pl
100 % DMSO 400 pl

10000 pl
6% DMSO R kv 778K Ix TV v TBER 9400 pl
100 % DMSO 600 yl
10000 pl

@AMy I BRETERDEETEAL T, 4 %~6 %D AEFER DMSO AR #FHE L *

I, LU DXL 8 EXBE

LD ARIEAEIER DMSO AR A FHHM T 2070 f3—IL 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 (pb)

Biacore T200
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3-1. 78077 LDELT

Toolbar @ RunWizard 74 3> ( 7)) £7-1Z Menubar ® Run—>Wizard #7 J v 7 L9,

8 Open/New Wizard Template

Look i | [ Methods And Templates v

ation
(2 Assay Development Name Teps
Regeneration Scouting Pt Kinetics/ Affinity
Buffer Scouting
G

Surface Performancs
antral Experiments

Goncentration Analysis
Thermodynamics

(23 Immunoeenicity
Immunoeenicity Screening
Immunogenicity Gonfirmation
Immunogenicity Tsotyping

< >

(& (5] (= (e ) o]

Assay—Kinetics/Affinity Z 2R L 7-%. New.. 27 Vv 7 LET, 4 DD LI ZFERAT %5
&, Binding Analysis 5153 BALIET ¥ 7L — b0 XYy FAEBLET,)
LIFTic 7 a2 2 Ls% Methods and Templates 7 # /L X [LfR7F L TWBFEIE. ARl0—E
ICRBRENET, LTRSS LEZETLEWVSGEIE, OpenZ 7 )y 7 LET, BT+
WEIREFEINTWE TAT 7 LEERTLIZWEEIE, Browse 27 Y v o L, BROZA
T L%ENAZA4 MILTOpenZzZ Uy LET,

!

B Kinetics/affinity - Injection Sequence @

Detection Chip

Elow path: | 4.3 w Chip type:

[] Capture

[] Begeneration

[ Camy Ower

(o) (e

1A DREY— TV RAEHJRELET,

Biacore T200
AAEEIRARAE
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Detection

Flow path 2-1H LI 43 2FBRLET
Chip

Chip type MEBTZ2E Y —F v 7HFEIRLET
Capture

774 FOFMENC, BEMLEZF Y 7Frv—aFICHL T, UHY F iR
TEHEEICTF v/ EANET, UAY I, 7A—tL2HL<iE7a—tL4
ICF¥ v 7Fy—InEd,
Sample
TFI7AFOFMATY FTY
Regeneration
BENRELRBAICF v 72 ANE T, FMEKOZERAFRETT (10or2)
Carry Over
TFIAMDF v U —F—N—%WHRT 258 Fzv 72 ANET

Next>%27 Jv 7 LET,

F= Kinetics/Affinity - Setup

Conditiohing

[ Bun conditioning cycle

Solutior: |

Contact time: I:I [g]  Mumber of injections:

Startup
Bun startup cycles

Solution; | buffer

Mumber of cycles:

Solvent cormection

Bun salvent comection Mumber of injections:
Repeat after zample cycles

[ cBook | New> J[ Cose |
Conditioning
Solution BAERARKRE - ISBEERDETR
contact time ASHNEERE (s)
Number of injections MV EIE=
Startup
Solution BELIART, HAEFRAE CRAKROIREZ T+ 7

4 MAERTICRBLE T, BEI. 7= 7EERE

Biacore T200
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BuwEd,
Number of cycles YA TONEEHRELET, SEIUEZHEREL XY,

Solvent correction

BEMETERT 2HAICTF v I ANE T,

Number of injections BEFEORERZRIRLET MY IV & ITAE
HIEXEMT 5 H %, "Repeat after[__| Sample
cycles" CIHEEL £,

Next>z 27 v o7 L%d,
!

Sample

ADt&,

Sample

Contact time: [z]  Flow rate: [wlfmin]  Dissociation bme: [z]
Estra wash after injection with: 50% DMS0 Stabilzation periodt [0 | 3

[ < Back ][ Mext > ] [ LClose
contact time T+ A b ORMNER 120s
Flow rate TR 30 pl/min
Dissociation time 22 Tt B P 120's

Extra wash after injection with
TF T4 MRMEBIC, EBELIART 7 B—EL LU
DOREZTFLIWGRICFz v 72 ANES, £~
Y—F v T7REICIEANE A

Stabilization period Zs B DX — X 5 A »LEALER 0s
(WEIZISCTEHRELET,)

Next =7 w7 L%,

Biacore T200
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T Kinetics/Affinity - Samples @

Samples
) Concentration | Concentration | L
Sample id MW {Da)
uM - pg/ml |~
1 Sulfanilarnide a
2 Sulfanilarnide ]
3 Sulfanilarnide 0.0079
4 Sulfanilarnide 0,157
5 Sulfanilarnide 0.3131
6 Sulfanilamide 0.625
7 Sulfanilarnide 1.25
8 Sulfanilarnide 2.5
9 Sulfanilarnide 5
10 | Sulfanilamide 10
11 |Sufanilamide 0.625
12 | AzosulFamide a
13 | Azosulfamide ]
14 | Azosulfamide 0.0079
15 | Azosulfamide 0.157
16 | Azosulfamide 0.3131 0
17 | AzosulFamide 0.625
18 | Azosulfamide 1.25
19 | Azosulfamide 2.5
20 | Azosulfamide 5 bt
Rur order
(&) Az entered (O Incieasing concentration
@ [ < Back ][ Mext > ] [ LCloze

Sample id 7 D AR
MW  (Da) DRFE

DEE (BAIH3EIR)
BEAANTZE. BB ELEEM &
T pg/ml'ziRE L £,

Concentration

g 7 T T

,

[ | N

S
N[
[ SN NG

$ NN N

.?.

=e

]

il
[
i

Kt

aY hO—ILY IV ETFERNICHINT 235514, ControlSamples =7 U v 7 L9,

T Kinetics/Affinity - Control Samples @

Control zample definition

Bun contral samples

Fepeat control sample(s] eveny: sample cycles

Control gamples
MW (Da) | Concentration | Concentration |

BM *  pg/ml |~

1 CBSA 50 I I
]
2

Control le id

5 ) (oo

Biacore T200
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Control Sample definition
aY ba—LY >y FILERTE T BI5E I Run control Samples ICF = v 7 & ANE T,
Repeat control Sample (s) every fAIY > 7L Z&(cay bm—iy > FIILEAIE
TENEELET,
Control Samples
T=7nlarv b= TLoEREADLET,

AN Nextz2 Uy LET,

& 3-3.Excel 7 7 A ILTIERRL L 7=H > 7 LB D AN

Excel 7 7 A W THER L 7=t > T IVIBEHR & #1739 5121, Excel TORER., 247X Y 07
FRETZ774) (hRTFIE txt) 2BIRLET, ¥ T7XPY TRELIET—4% EELBEEAERT

ME, JEr—_—X+FTCAALET,
l

Prime befare run

[ Mormalize detector

Temperature settings

Analyziz temperature: 25 ['C)
Sample compartment temperature: 25 ['C]
[ Help ] [ Cucle Run List... ] [ < Back ]I Mext » ] [ LCloze

HITE Z 388 2 BID Prime 3 £ Uf Normalize DEMEZ EIRL £,
Temperature settings
Analysis temperature 25C

Sample compartment temperature 25C

CycleRunlist =7 Vv 7945 &, AEYA 7LD X MHARRINET,

Cycle | Assay step name | Sample 1 Solution | Sample 1 Conc {pM) | Sample 1 MW {Da) |
i Skartup buffer

2 Skartup buffer

3 Startup buffer

4 Solvent correction

5 Control Sample CESA 50

[ Sample SulFanilarnide: a

7 Sample Sulfanilamide o

8 Sample Sulfanilarnide: 0.0079
9 Sample Sulfanilamide 0.157
10 Sample Sulfanilamide 0.3131
11 Sample Sulfanilamide 0.625
12 Sample Sulfanilamide 1.25
13 Sample SulFanilarnide: 2.5

14 Sample Sulfanilarnide 5

i5 Sample Sulfanilarnide: 1

16 Sample Sulfanilamide 0.625

Biacore T200
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Next #7 Uw 27 LET,

T Kinetics/Affinity - Rack Positions

Reagent Rack 2 Position Uo(l:;')ne Content ‘ Type ‘ g::g'z:;;) |S\:|3 &
s QO R1E& 148 Sulfanilamide Sample 25
QO R1E7 148 Sulfanilamide Sample 5
R1ES 148 Sulfanilamide Sample 10

2@ Q R1E% 143 Sulfanilamide Sample 0.625
R1HS 148 Sulfanilamide Sample u]

R1HY 148 Warfarine Sample u]

1 R1F1 148 Warfarine Sample 0.079
R1FZ 143 warfarine Sample 0.157

R1F3 148 Warfarine Sample 0,313
96 el Microplate R1F4 148 Warfarine Sample 0.625
R1FS 145 Warfarineg Sample 1.25

R1Fa& 148 Warfari 3 | 2.5
00000000 [ |l sme :
1 O O O O O O O O R1Fs 145 Warfarine Sample 10
10 O O O O O O O . RiFg 148 Warfarine Sample 0.625
R1HLD 143 Warfarine Sample u]
: 8 : : : : : 8 : R1G1 145 buffer Startup
8 R1GZ2 148 buffer Startup
7 O . . . . . O . 11 G3 148 buffer Startup
Rz A1 541 buffer Regeneration
’ O . . . . . O . Rz &2 4393 50% DM30 ‘Wwash
9 O . . . . . O . Rz 43 4151 50% DM30 ‘Wwash
4 O . . . . . O . RZE1 Full | Salvent correctionl  Salvent correction (buffer &)

RZEZ Full : Solvent correctionZ  Solvent correction (buffer &)
: O . . . . .. . RZ B3 Full Solvent correction3 - Solvent correction (buffer &)
2 O . . . . . . . RZ B4 Full | Solvent correctiond  Solvent correction (buffer &)
q RZES Full : Solvent correctionS : Solvent correction (buffer &)
CA> ? ? ? ? ’ ? ? RZ B Full: Salvent corrections - Solvent correction (buffer &) v
< ¥
[ Help ] Menu V] [ < Back ][ Mext » ] [ LCloze ]

Eﬂwﬁﬁﬁyfwwﬁ%tﬁi(m)%ﬁmtiﬁ RBHROY VY TINE Ty 0T DEF
IS T 57y 7 EORIEDBARRINE T, MBEREAXERLANONRNATILE
xUﬁyfw%5v7ttvaiTo

HE 34 Y TIEDOEFH

I va 4 SN = | @E@U%botﬁmfaﬁmuﬁiéﬂiﬁo%5ﬁuw#y
TIUIBIRFEF>TWBE L — b 2EAT 255(E. BEA T D Menu—Export Positions %
EiTL. ¥ TIuE %&7E@U®T#xh7 ANELTRELET, 2 EFEZE
BLEBT 74 L%EEF L. Menu—Sample Position Import TZ D 7 7 A L& FTIHAT & |
YU TIVIBELNEEINET,

Biacore T200
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HE 3-5. A—NATIhoot 7 v TEFE

YUTNMIER, A=Y 7LThH-TH, HEHKS. 25l CEESNS LD ICHE
NTWET BIZIEE—D Control Sample TH > TH. R1IAT A5 R1A12 (2 12 /34 T ILIC
DI TEY T BESICHEREINES), B—H > TILZRANA T OERLI-WEEIE
TV REFRLES,

= 060327 Thermo — Rack Fositions

\l\y/

| Reagent Rack 2

SQ Q R1 A2 f 148 Negative cnntrnl Contral sample 40
. OQO R1A3 148 Negative control Control sample 40
3 R1 A4 148 Negative control Control sample 40

QO R1 A5 142 Negative control Control sample 40

R1 A6 148 Negative control Control sample 40
! R1A7 142 Positive control Contral sample 40

R1 A8 148 Positive control Control sample 40
|95 Desp Well Microplate J R1 4D 148 Positive cantrol Control sample 40
R1A10 148 Positive control Contral sample 40
R1A11 142 Positive control Contral sample 40

@000
el elew
OO0
O
O

R1A12 148 Positive control Control sample 40
R1B1 148 Analyte A Sample o
R1B2 148 Analyte & Sample 160
R1E3 148 Analyte A Sample 10
R1B4 148 Analyte & Sample 20
R1ES 148 Analyte A Sample 40

el 1 e
gol I 1o

=00000CO00000

D0
00
olY;
Q0
00
oLV
OO0
D0
D0
OO
D0
50

TOe0 R1E6 142 Analyte A Sample a0
148" Analyte A Sample 160
R1E2 142 Analyte & Sample o
: O . . . O R1EB9 148 Analyte 4 Sample 160
& O . . . O R1E10 142 Analyte & Samiple 10
100080 o | ewes _see :
nalyte ample
! O . . . O R1C1 148 Analyte & Sample 80
! O . . . O R1C2 148 Analyte A Sarnple 160
A 8 c D E n1 AN kb [aRrera n %
>
Help m | < Back et > Cloge I
A\ Z A

Menu 7" % Automatic Positioning.. = 3R L £ 9,
!

F= 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 ‘ Yial Sile | Pooling |\ First Sort By

Control sample [ Cyan - EColumn « | Bottom left [+ | Sample [+ | Smal ‘ontent - Ascending s
Sample [ [ElEEE = EColumn ~ | Bottom left [« | Sample [« | Smal ‘ontent - Ascending -|n
Starkup I Crimson - & Colurnn = | Bottom left |- | Sample |« | Small antent - Ascending - N
Wash [ vellow - £ Colurmn » | Battom left |+ | Reagent |« | Large + Jcontent - Ascending -
Solvent corvection (buffer &) [l slus - £ Calumn - Bottom left |+ | Reagent |+ | Smal Cantent - Ascending - |in
< >

L:T\T&Tmﬂyfwtﬁﬁtﬁﬁémﬁéﬁiﬁéztﬁm%iﬁo
“Pooling"MIEH X, BHE. Auto ICH->TWE T,

B—/"A T wﬁb#/7u/7ttu#/7» AEDREFEIC DL T, “Pooling"D 7 ILZ
YAZa—hbYes BEIRL, KATATATOOKEIZ Yy LET,

7% . Automatic Positioning X 4 7 A TIZEPCNA TILOY A XDHERFEHTESLDT, Z
NOHMBICSC TCEEREXZZELET,

Biacore T200
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64 3. EDTIEMT A4 FOBREERRTE

EjectRack =7 ') v 7 L T, Racktrayport & £9,
!
Ty bLAZERETHEAL OKZZ Yy 7 LET,
Eject Rack Tray X 4 7 0 7 H'EA U 7=#. Rack Positions ¥ { 7TA VA TD Next =7 U v 7 L
9,
l

W= drug - Prepare Run Protocol |;|@@

Tahama * 10 - B I U
Prepare Run Protocol

* Make sure the correct sensor chip is docked.

* Make sure all samples & reagents are loaded in the rack and microplate according to the Rack
Positions setup. (Vials should be sealed with rubber caps and microplate with adhesive foil.)

* Place the buffer(s) on the left hand tray and insert the correct tubing(s), see below.
Motel Standby after run will use buffer A,

o Make sure there is fresh water in the water bottle on the right hand tray.

* [fnecessary, ermpty the waste bottle before start of the run.

Estimated rum time: 19 h 0 min [excluding conditional statements, temperature changes and standby flow]
E stimated buffer conzumption:

Running buffer j } }

At least 300 ml

plus 65 ml/day for
ztandby after run

[ Hep ][ Menu + [ <Back | st ][ Do |

EARNGEFREE, ERHE., BRI VvV IEERENRTINET,
Start =7 Y v 7 LET,

!
BELETAY—FaT o7 L— b LTRETANEID, AyvE—IhFRRINET,
RIFDIHE L. Save as T Methods and Templates 7 # /L& £ 7=1% Bia Users DEED 7 # /L
SIRELET, RFLAWVEEIL. Don'tSave ZiEIRL £9,

!

Save Results From Run As 2Ix

Savein | 3 T100manua ~ O 2o

B]immobileation of antibarky.br |
2] Immobilization of Prteind.bl
MyRecert | ] manualblr

Documents | @] pHscouting.bir

@] regeneration check.bir

] regeneration check_wizard.bir

Desktop @] surface parformance _wizard.blr

My Documents

3

58

My Compuler

‘,’] AbRm [ Themodynarics._anibady vs antigen v s
MyNewok | Seveashoe | Fesukils (] =N

Biacore T200
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Save in:!l SAITERER DRFLZRE L. Filename I27 7 A L& %Z AL T, Save § % &AIE
AREZ—FLZET,

l
BITER T, &L Standby flow JRAEICAR Y 3,
l

BIETF—RIEADLIZ7 74 ILEZ TEEMRTFEX 41, Biacore T200 Evaluation Software 7' B &)
RcikEesh L £ 9,

HE 36 7R T LOEEEL

Run — StopRun..z7 YU v 7 L %9,

Biacore T200

! E This will stap the run
L

’ Help H Stop Run H Cancel

Ry 7 AFAD StopRun =27 1) v 7 LET,

Run Stopped

Finizhing curent cpcle, pleaze wait

Abort cycle by [Crl]+[Break]

T L7=F 5 £ TDT — & H' Biacore T200 Evaluation Software (CB{TI N F 77,

Biacore T200
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HE 3-7. LIR— kRA > FDETE

BIE (NLY) BEERBEETEIERRTIE BOFT7 74 FONLY LRARY % AE
T2, THI7A MRMF ORI TER) ICLER—bRA Y F2BBT20E0H
VEd, BEEEINS LR—FRA Y FOZETL binding EfFWLWTWET, HRINKTER
DLR—FRA > bEstability & LTERESNET, /1. B9FT7H 74 MFEO=—F

L, MBEEANDF Y Y —F—N—=F 2y 7D=DIZ, TFH74 MR TER., 2>v=v
BERETFT7AMERFEOE—FNTHRMTZBICEEINE LR—FRA Y FOZETIE
SBIC co-MfTWLTWET,

binding
l stability
co_binding
11 co_stability
Sample T T T T
Carry-over control

Regeneration

e 3-8. ¥ v 7T v—EZMALIESTFLEDDAE

Wizard @ Binding analysis 3 & U Kinetics / Affinity Tl&. /R IERGROBEEZ. U A Y K%
#vi%v—ﬁf‘%%ti? UﬁyF#vf?v—&w&—234>FU7Fﬁ$é
EVAV R Ry T Fr—LARETERLTT T 74 POREZEET 23555

X, Wizard DF v 7'F v — ez FA LZAENERTE X7,

722l F Y TF A —BOR—RTA VR T IDPKREL, THFZA T EICVAV N %
Fv7Fr—F 555 BEBERBROAEIZVH Y FXr 7 F v —%OKRETEREL
TS W, ZOB, AEZTR T 7 LI1EAY Yy FTERT 2LELNHY EF, XV v FE
FY%IZ DU Tld, Biacore T200 HAGEEIKEEAE EARRIFR 6 E2ZSHRB L T /12& Ly,

Biacore T200
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3-2. T — XERIT

T4 —=FERWEEZ RS T LK T% Evaluation V 7 b7 = TIZBERIICILE EAVY
ES T — RIEBATICEIFBITL 9,

T %lE. Biacore T200 HAEEREAAE EARIER 2SR L 23w, #HY 7L
DAY Y—="7_ Kinetics/Affinity X 7 ) —= > 7% EHT 5552 |1E. Biacore 7200 HZA
SEHRGRAAE JSARD 1. 2ZABSBILE L,

ZITIE, AEREREETEIEBNLETS,

BRI
Evaluation — Add Solvent correction...= 7 'J v 7 L £,
BIEY A 7L OAEMEIEAHESIFR RINE T,

Solvent Gorrection §|
iz =z RU
Included | Cycle 1\| Curve | Chiz (RUZ) | YO {RU) | ™ Zoom Iock
v 5 Fr=2-1 0,1904 04 B0
v 18 ‘Fe=2-1 0.168 1.7 1 ~
L > -
' 31 Fre=2-1 0,235 1.9 J 7 J l/ /z
EILTHREL
40 4
==
TLW32HE
° S
YT LDN
20 +
T
=
g
T 0+
8
]
i
=
20 4
40
Extrapolation B ange Feport Point R ange -60 t t t t t i
-1500 -1000 -500 ul 00 1000 1500 2000
Nane Estrapalate v Show report point range Response (Ref) rU
o | _coa |

BIEA CERT AMEMRICF v I7Z AN, OKZZ U v 0T 5 EMENTTLET,
AU 1IE FABR AR [, Evaluation Explorer & Solvent Correction 7 # /L X (OB IMRTFE N E T,
B o, Aimlc corr MFVILLDEBRL £ F, Bl © Fe2-1 corro

Biacore T200
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R 3-9. AIEFRA >~ ~DHEIER

TT7—DRAGEOBAT, AEHERBES SEIR L WAEFRA Y F 25 BBA .
ZOREFRAY P EISH—YNEBBH L, xTIREESY v I LET,

Exclude point
Exclude curve

Show Sensorgrams
Scale...

Copy Graph
Export Curves...

Exclude point #27 U v 27 L £,

RU

10 I Zoom loc

77

] v

5 ¥
< \

E -5 M

-15
-800 -B00 -400 -200 o 200 400 BOO 8OO 1000 1200
Response (Ref) RL

AERA Y EOEIBREINES, BEIC, WHTHERY ORAERA > b TREMERHRIRAE
PRENET,

Biacore T200
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/2 3-10. A IE AR D EIRR

I7 —DRMNEEDERTETA OHIR L - L AEBEAENL, H 255, BRNOAERE
FARIRIC DU T, Solvent correction ZZ® Table @ Include H 7 LD F v 752N L £,

Included | Cycle & Curye | Chi2 (RU2) [ YO (RU)
[l 4 iFc=4-3 0.2299 3.1
[w] 29:iFc=4-3 0.5779 2.1
O 30:Fc=4-3 04273 -1.6

RU
10 I Zoom loc
5 M x
~ . . )
i} Y \V - M
i‘ -
z
:
.
-10
-15

-800 -BOO -400  -200 o 200 400 EOO 8OO 1000 1200

Response (Ref)

F v 7N LR EMBERSERAVHBRENE T,

RU

Biacore T200
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/e 3-11. AEMIEMAROIER

Yo7t LA EMIER DMSO BERDHEDEET, AEY > TILD/NILy L 2R
ZAHAIEFIIEA DMSO AR DEENICINE o7 h > T2HE (1S, AR ER DMSO AR DIE
ER ()77 Yy REIVIIHTBNVIE) ZIRF2ZenTEET, 72720, ERS
NIBEFEARROBEEH TCOME L, BAE L IZER S 7-OMIEBOEKEWVICITERED
MHETT,
Solvent correction &2 ~ @ Extrapolate =7 1 v 7 L £9,

!

Solvent Correction - Extrapolation Range @

E strapolation Range [x-axiz): 1000 [RU]

.

HERTZBBEANLET, EEOBEMERMBROBERD 10 %2 B BN EHNLEHL
WTY, OKZ7 v o7 LET,

R
10 ™ Zoom loc
5 ‘\
o
o oy
W
¥
\
5 i
g .o
e .
g L N
< 0 "SR
E LN
2 5 E
-20
=25
-30
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4-1. wERENRLI-RERTE

Biacore ICL ZEERETIE. EEL/A-LWADTF =
(A IS LTEMEEE>HF B) »UE T
ERYES, B EEAEK LYY —Fv T ] EE
REICAZNNT D E, RINLIGEBEICKRE §w
LEEEL XKy 2 (RU) AEONET, 8 =
EFEDREBAD A Z5ML, ZOBEL R =
Ry Z%1GT, RER (RUvs C) ZAERL £

o BERMDO A ICHLTHRERICHML, ZORBEL ARV AERERICT A v T4~
TIBHIELICLYBEEXEHLET,
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4-1-1. 7075 LDOET

BEWE IS, FRIELTY 77 L Y RV ERE L £ A, FECALSRARE LT,
BRNROFEZZ TR EREBRIBICE T 2EEE2 AT 57-0TY, B, FEFEN
BEZEZLSICENT, U7 7L Y AEILERET HHAICIE. Hor LT+ F—FD
Concentration Analysis D7 > 7L — b TER L7T= XY v RE XYy RELZ —THE, U7
7LYRENEREL THEZERL TIIEE W,

Toolbar ® Run Wizard 74 3> (/) ) F7=14 Menu bar ® Run — Wizard =7 1) v 7 L ¥
ER
[ Aszay

Kineticz A ffinity
Binding Analyziz
Concentration Analyziz
Thermodynarmics

Assay — Concentration Analysis % &R L 7-%, NewZ 27 U v o7 LEd, UGN 7RI 7
L% Methods and Templates 7 # L X ICIRFE L TWBiHEIE. AAIO—ERICKBENE T,
BL7A77L5FETLIEWESIZ. Opent 27Uy 7 LET, BIOT7 # LK ICREFENT
WB707 7 Lx2ETLIEWESIE, Browse 27 Uy o7 L, BIIOT AT I L%aNAF4
FiCLTOpenz2 Uy LET,

B Concentration Analysis - Injection Sequence @
Detection Chip
Flow path: |1 w Chip type: | CM5 w
[] Capture

SAMPLE Sample

l [ Erhancement

REGENERATION 1 Begeneration 1 v

(i ) (o

1A DREY— TV RAEHRELET,

Biacore T200
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Detection
Flow path HRO7A -l eE@RLEYT, U7 7Ly XELDELSIE
ETEEHEA,
Chip
Chip type MBI Y —Fy THEEIRLET,
Capture

T 74 FOFMENC, BEMLEZF Y 7Frv—aFICHL T, YA PR
TEHBICTF v I EANET,
Sample
TFI7AFOFMATY FTY
Enhancement
2RIAR EZRINT 25 EBICF v 7 EANET
Regeneration

BENMBELBAICTF v 72 ANET, FMEHEZERL TSIV, (Tor2)

Next>%27 U v o7 LET,

B Concentration Analysis - Setup @

Conditionirg
[ Bun conditioning cycle

Solution: |

Contact time: l:l [g] Mumber of injections:

Startup
Bun startup cpcles

Solution: | Drummy
Mumber of cycles:
[ < Back ][ Mext > ][ LCloze

Startup
BELAR (BB, 2= v /EER) < Y 7LVATEERKOIREE Y
T (TFZAL) BERNICERLET,

Solution AR
Number of cycles YA TN, 3EIUALEZHRL £,

Next>%= 27 v o7 LFJ,

Biacore T200
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= Concentration Analysis -

Injection Parameters

Sample

Contact time: 2]

FElow rate: (M|

Feist with: |Bi0tin antibody

Fraction: [%] of the mix solution

Fiegeneration

Solution: |Fhag solutian

| [] High viscosity salution

Contact time: (2]

Flow rate: [plfmin]  Stabilization period: EI [2]

[ < Back ][ Mest > l[ Cloze

Sample
contact time
Flow rate

Mix with

Regeneration
Solution

High viscosity solution

contact time

Flow rate

Tj_ 7 /f I\ @//J\\jju H"_I‘FEﬁ (S)

FiEE (ul/min)

%:vﬁ%kﬂ%t\ﬂﬁﬁmtﬂyfwtﬁéﬁﬂ
*EEEALEFTPREERICLZTEDHAICERAL X
9), Fraction s/J:blZlTﬁo)n/ﬁ\‘/{Q T B, BEBRDE
A () #ZAHLET,

(B) 75% & AR LIHE T Y7L 25%, BEAR
75%

BERRDAR

DS WAR (40% TFL 7V a—LBE) D5
BlEFzv e ANET,

BERRBRORMEERE (s)

R (pl/min)

Stabilization period Zs & T DX —X 7 A L FEALEERE (s)

Next>Z2 7 Uv 27 LEY,

Biacore T200
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™ Concentration fnalysis — Galibration Curve @

Calibration Gurve

Analyte name: | Biotin

Bepeat calibration every: |20 zample cycle

[] Run Jast

Calibration points

Concentration
ng,/ml A
1 [1m
2 |40
B |[i5
4 |64
5 |25
B |L02
= 1
Help ] [ < Back ][ Mext > ] [ Cloze
Calibration Curve
Analyte name THI7A N (BREEY YT I) OAFR
Run first BERAINEZINEOVODICERT DL FOHEREIN
TWEd,

Repeat calibration every RS IRIERIEE,
BELIEY VTR EICREREZERLE T . F v
7 EIANEWEEICIE, Y TIVAIERIC 1 ERER

ZRAELET,
Run last REMRAEZAEOREICERT 22X ELET,
Calibration points
Concentration Bz 7NE 7 CRIRLT, BEZANLET,

T—7 AN LTBETREIEERITLET,

Next Zz7 Uwv o LFEd,

Biacore T200
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T Concentration Analysis - Control Samples @

Contral zample definition
Bun control samples
Fepeat control sample(s] eveny: sample cycles
Control zamples
Expected conc.
Control Sample id
ng,/ml

1 Contral 1 33.3

2 Contral 2 11.1

3

a
[ Help ] [ < Back ][ Mest > ] [ LCloze

Control Sample definition

Run control Samples

av b= TN ERETERICFy 7 LET

Repeat control Sample (s) every

AEREZANLEY

OV FO—ILIE 2 Y TARBREZEICANET

Control Samples

Control Sample id av b=y TILDEFR
Expected conc. Ay ba—IIY T ILDEE

Next =7 w7 LET,

Sample table

Sample id Dilution factor

1 S01-2436-01
4 S01-2436-01
3 S01-2436-01
4 S01-2436-01
5 501-2436-02
b 501-2436-02
7 S01-2437-01
& S01-2437-01
a S01-2438-01
10 S01-2435-01
11 S01-2439-01
12 501-2439-01
13 501-2440-01
14 S01-2440-01
15 S05-0001-01
16 S05-0001-01

DHHHHHHHHHHHNNHH
<

[ < Back ][ Mest > ][ Cloze

HA

Biacore T200
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Sample id T T ILDELFR
Dilution factor B T IV DOEREXR

T—=7IMCADLEZIEETREL £9,
Next #7 Uw 27 LET,

R 4-1.Excel 7 7 AIILTIERL L 7= Y > 7GR D AN

Excel 7 7 A IWTHERL L 7=t > T IVIBEHR & #1793 5121, Excel TORER. 2 7XYY 07
FRETZ774) (hRTFIE txt) 2BIRLET, ¥ T7XPY TRELIET—4% EELBEEAERT

&, OE—X—XbTAHLZET,

T Kinetics/Affinity - System Preparations

Prime before run

[] Normalize detector

Temperature settings

Analysis temperature; 25|

Sample compartment temperature: 25 [*C]

[ Help (] [Eyc:le Hu@ [ < Back ]l Mest > I [ LCloze

BITE AR D E]D Prime 3 £ O Normalize DEMBEEIRL £,

Analysis temperature 25 C

Sample compartment temperature 25 C

CycleRunlist =7 Vv 7945 &, AEYA VL EHERTEET,

T Concentration Analysis - Cycle run list @

Cycle | Assay stepname | Sample 1 Solution | Sample 1 Conc {ng/ml} | Sample 1 Dilution | »
1 Skartup Doy

2 Skartup Doy

3 Skartup Doy

4 Calibration Biatin 100

5 Calibration Biatin 40

6 Calibration Biatin 16

7 Calibration Biatin 6.4

8 Calibration Biatin 2.56

9 Calibration Biatin 1.02

10 Control Sample Contral 1 333

11 Control Sample Contral 2 11.1

12 Sample S01-2436-01 1
13 Sample S01-2436-01 1

Next Zz7 Uwv v LFEd,

Biacore T200
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F= Concentration Analysis - Rack Positions

A~
Reagent Rack 2 4 Position Uo(l:;')ne Content Type Sample 1 Conc {ng/n
: QO QO F1 o1 113 501 -01 Sample:
QO QO R1 &2 113 501-2435-01 Sample

R1 A3 113:505-0001-02 Sample

5 QO QO R1 A 113 ODIN-025-01 Sample
QO QO R1 A5 Empty Mix, min. capacity 114 Calibration Mix
Q. QO R1 A6 Empty : Mix, min, capacity 114pl  Calibration Mix

1 R1 A7 Empty : Mix, min, capacity 114pl  Calibration Mix

.Q.Q.. R1AS Empty i Mix, min. capacity 1144l Calibration Mix
A B 1] E_F G

R1 A% Empty : Mix, min, capacity 114pl  Calibration Mix
96 el Microplate * | |R1aA10 Empty : Mix, min, capacity 114pl  Calibration Mix
Rl ALl Empty : Mix, min. capacity 114l Calibration Mix

R1A&12 Empty  Mix, min, capacity 114 Calibration Mix
- O O O O O O O O R1E1 Fl; 501’-2436-01IJ ! ; Sample
i O O O O O O O O R1EB2Z 113 501-2435-01 Sample
10 Q Q Q O O O O O R1EB3 113 505-0001-02 Sample
R1E4 113 ODIN-025-01 Sample
2 O O O O O O O O R1ES Empty : Mix, min, capacity 114pl  Calibration Mix
. O O O O O O O O R1EB6 Empty : Mix, min, capacity 114l Calibration Mix
7 R1E7 Emphy : Mise, min. capacity 1140 Calibration Mix
O O O O O O O O R1ES Empty | Mix, min, capacity 114l Calibration Mix
2 O O O O O O O O R1E9 Empty : Mix, min, capacity 114l Control sample Flix
g O O O O O O O O R1E10 Empty : Mix, min, capacity 114l Control sample Mix
4 . . . . . . O O R1B11 Empty  Mix, min. capacity 114 Contral sample Mix

R1E1Z Empty | Mix, min, capacity 114l Control sample Mix
. . . . . . . . . R1C1 113 501-2436-01 Sample
2 . . . . . . . . R1CZ2 113 501-2439-01 Sample
1 . . . . . . . . R1C3 113 505-0001-03 Sample
5 R R EEE R Rlc4 113 PET-01 Sample v
< ¥
[ Help ] [ Menu V] [ < Back ][ Hext > ] [ LCloze ]

AHOEXRTY Y TILOMEBEEY Y TLE (W) ZERLET, POV TLEIV v I T
ZEENICHIGT BTy 7 OBV BARRINE T, NELREZER L AN /A
TILBELOY T EZy Ity PLET,

R 4-2. Y I EDOEH

B TAIEIE, LREEICYIVEDL SRR CEBNICEREINET, HohlLod
TIUBIREF>TWE T L — hEFEAT 2554, BEAL T D Menu—Export Positions %
RITL, YUY TIUIBEEZTXYYDTHFR 77 AL ELTREFELET, HWEBELZE
BLIHBT7 74 L %1FTF L. Menu—Sample Position Import TZ D 7 7 A L& FAAT & |
U TIVMENEREINE T,

Biacore T200
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HE 4-3. RI—NAT Iy T v TRFE

YUTNMIER, A=Y 7ILTH->TH, FMEHKS. MILCEESNDS LD ICHE
NTWET BIZIEE—D Control Sample TH > TH. R1IAT A5 R1A12 (2 12 /34 T ILIC
DI TEY T BESICHEREINES), B—H > TILZRANA T OERLI-WEEIE
TV REFRLES,

= 060327 Thermo — Rack Fositions

N

|REagEn( Rack 2 volume

Position wh Content Type Sample ]6
3 QO A f 4 ontrol Control sample 0
QO R1 42 148 Negative cnntrnl Control sample 40
R1A3 148 Negative control Control sample 40
1. O R1 44 148 Megative cantral Contral sample 40
R1AS5 142 Negative control Control sample 40
R1 A6 148 Negative control Control sample 40
'. O R1A7 142 Positive control Contral sample 40
R1 A8 148 Positive control Control sample 40
[58 Deep el Mioroplate J R1 4D 148 Positive cantrol Control sample 40
R1A10 148 Positive control Contral sample 40
R1A11 142 Positive control Contral sample 40
B O . O O O O O O R1A12 148 Positive control Control sample 40
nO@OOOO0O0  ||me 145 Aralyte A Sample 0
n O . O O O O O O R1B2 148 Analyte & Sample 160
R1E3 148 Analyte A Sample 10
¢ O . . O O Q O O R1B4 148 Analyte & Sample 20
& O . . O O O O O R1ES 148 Analyte A Sample 40
ol I 19l9I0lele R1BG 148 Analyte A Sample 20
G R1B7 148" Analyte A Sample 160
5 8 : :9 8 8 8 8 R1E2 142 Analyte & Sample o
R1B9 148 Analyte A Sample 160
2 O . . . O O O O R1E10 142 Analyte & Sample 10
3 O . . . O O O O R1EB11 143 Analyte A Sample 20
R1E12 148 Analyte & Sample 40
! O . . . O O O O R1C1 148 Analyte & Sample 80
! O . . . O O O O R1C2 148 Analyte A Sarnple 160
A4 B C D E F G H e S P = v
>
Help m | < Back et > Cloge I
A g Z A

Menu 7" % Automatic Positioning.. = 3R L £ 9,
!

F= 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 ‘ Yial Sile | Pooling |\ First Sort By

Control sample [ Cyan - EColumn « | Bottom left [+ | Sample [+ | Smal Auto ontent - Ascending s
Sample [ [ElEEE = EColumn ~ | Bottom left [« | Sample [« | Smal Auko ontent - Ascending -|n
Starkup I Crimson - & Colurnn = | Bottom left |- | Sample |« | Small Auko ankent - Ascending - N
Wash [ vellow - £ Colurmn » | Battom left |+ | Reagent |« | Large sut [« fContent - Ascending -
Solvent corvection (buffer &) [l slus - £ Calumn - Bottom left |+ | Reagent |+ | Smal Auto Content - Ascending - |in
< >

L:T\¢&T®#>7»tﬁﬁnﬁﬁémﬁ%ﬁiﬁéztﬁﬁ%iio
“Pooling"MIEH X, BHE. Auto ICH->TWE T,

B—/NA 7 wﬁb#/7u/7ttu#/7» AFEDFEFIC DL T, "Pooling"d 7 ILZ
YAZa—hbYes EERL, XA TOTHATFTOOKESZ ) vy 7 LET,

7% . Automatic Positioning X 4 7 A TIZEPCNA TILOY A XDHERFEHTESLDT, Z
NOHMBICSC TCEEREXZZELET,

Biacore T200
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EjectRack =7 ') v 7 L T, Racktrayport & £9,
!
TV MLAZBRETHEAL, OKZZ Y v LET,
Eject Rack Tray X 4 77 0 7 B U 7=#%. Rack Positions X 1 7O AT D Next =27 U v 7 L
9,

T Concentration Analysis - Prepare Run Protocol

Tahama x 10 -|B I U ]
Prepare Run Protocol

o Make sure the correct sensor chip is docked.

* Make sure all samples & reagents are loaded in the rack and microplate according to the Rack
Positions setup. (vials should be sealed with rubber caps and microplate with adhesive foil.)

* Place the buffer(s) on the left hand tray and insert the correct tube(s).
Motel Standby after run will use buffer A,

* Make sure there is fresh water in the water bottle on the right hand tray.

* [fnecessary, ermpty the waste bottle before start of the run.

Estimated run time: 9 h 54 min [excluding conditional statements, temperature changes and standby fow)

E stimated buffer consumption:

Rurning bufter
A At least 300 ml
pluz 65 ml/day for

standby after run

[ Hep [ Menu ¥] [ <Back [ st | Cose |

ERNEEEE, ATHH., BRI Vv IBEROENERRINET,
Start =7 Y v 7 LET,

!
BRELIZTVAY—FZT Vv TL— b LTRETEINE DD, AyvE—IPFRREINET,
RIFDIHE L. Save as T Methods and Templates 7 # /L % £ 7- |3 Bia Users DEEH D 7 # /L
FIREFLET, RELAWVWESIL. DontSave #HEIRL £,

!
Save in:!l SAIERERDRFHLZRE L. Filename (7 7 A/ L&z AN LT, Save § % &AIE
NAZ—FLXT,

!
RT#., EE(L standby flow IRFEICA Y 3,

!
BET —ZIEAD L2774 VA TEBRE I L. Biacore T200 Evaluation Software /' B &)
MICEBL T, STA 7 LOAERBRERNERNEERTINET,

Biacore T200
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HE 44 7077 LOREEIL

Run—StopRun 7 U v 7 L £9,

Biacore T200

! E This will stop the run
L

[ Help H Stop Run H Cancel

Ry 7 XAFRD StopRun =7 U v 7 LET,

Run Stopped

Finizhing curent cpcle, pleaze wait

Abort cycle by [Crl]+[Break]

8T L7=F 5 £ TDT — X H' Biacore T200 Evaluation Software (CB{TI N F 7,

Biacore T200
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4-1-2. T — RERHT

T4 =R EAWRAET RS T LR T# Evaluation VY 7 bV = TIZEBINICILE AN,
BRRTFINLEET —2/REEY,

% Biacore T200 Evaluation Software [Concentration Analysis. blr]

File  Wiew  Ewvaluation Tools  Window  Help

[ kel | S | ~dsensorgram | Plot i Bar Chart | a2 Kinetics { Affinity + 4 Concentration Analysis ~ 5 Thermodynaics

Evaluation Explarer o

x| Remove || Edit

B8 Allsensorgrams

= s Curwve Mame: Fo=1 E@ Azzay Step Purpose; <Dver|ay>E]@ Cycle: <Dverlay
Ens0igram

© .l Al sensorgrams: RU Sensorgram
[ Plot 44000
ﬂ_‘| Baseline: Sample
o | Binding stabily

a_'| Controls, stability
(% Report Point Table

[ Zoom Lock

43500 +

“-m Report Paint Table 43000
42500
42000 +
— Calibration
E 41500 4 — Control Sample
— Sampls
] Pl
41000 + — Startup
40500 +
40000
39500 +

39000

R 4-5. ¥ TIIEWDEE

YU TIVEESSVERERR, Yy TILDEMRAEEANIZANH > 158 1%. BifEET
I B EIIC. Keywordtable TZE®E L ¥ 9, Tools—KeywordTable #7 U v 7 L ¥,
UAY REZDZEEL, AT D Edit Chip Information 27 ) v 7 L TZEBEL X7,
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- .
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1#H 2 4-6. B D e AA

% Biacore T200 Evaluation Software [Kinetics_antigen antibody.bir]

M en u ba r File View Evalation Tools  ‘Window Help
i[5 b | Lo | A3 sensororam | Plot ] Bar Chart | 2 Kinetics f Affinity ~ . Concentration Analysis - - Thermadynarics |
Toolbar ammen 3 | PP
[ Edit.
= il - [44) Curve Mame: Fe=2-1 ()] [[#4] sssap Step Purpase: <averlay: [ |[4] Cycle: <Overlays
5 Sensorgram
13 Al sensoigrams RU .
& P w0 Sensorgram window D zeemiock
] Baseine: Sample
] Binding level
] Binding stabilty
] Binding ta reference 400
[+ Repor Pairt Table
| Report Paink Table
3200 [
Evaluation Explorer ———=
— Congitioning
— Sampie
Work area L —
2600 -

N

Menubar TRCOFEIT Y FZECEEA =2 —FK R
Toolbar FREEOSWMEEIY Y FE 74 a1 L THRR
Evaluation Explorer TRTCDBAET— X, BIFEBEOT —XDERR

IBSensorgram BEICKVEREBELEZEYY -7 T A

ot BIFEECEE L LA — P ARA Y R0 7Oy b

Baseline B> ZILARINER] D AbsResp
Binding level > FILENINEF D Baseline A @ RelResp

Binding stability B v TIVEINE O Baseline 7 D RelResp
Binding to reference U7 7L REILIZHT % Binding level
Work area Evaluation Explorer TER L 727 7 1 L & TR

Biacore T200
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85

Toolbar () . Concertration Analysis ~ % 2 1)« 27 L 9,

-+ Using calibration

7 Calibration-free

Using calibration =7 ') v 7 L ¥ 9,

Concentration Analysis [Create]

(X

Calibration | Control Samples | Samples
Calibration Curve Settings
Flow Cell: | Fe=1 | Report Paint: | stability “ Response Type: | Relative Responze %
() Use precading calibiation curve () Uzge average calibration curve () Use calibration trends
Calibration Curves | Calibration Trends
Calibration Table Calibration Curve
= - - e |
Curve - Conc. | Response | Cale. Conc. v - | Curve: 1 [E]E] Fitting Function: | 4 Parameter w
{ng/ml) | (RU} {ng/ml) | (%) U Biotin
1 9 1.02 1380.5 0,994 1600
Ava, 1380.5 0.9948 M/A
1400
1 g 2.56 1298.6 2,632
avg, 1298.6 2,632 /A 1200
1 7 6.4 1142.2 6,296 | E 1860
avg, 1142.2 6,296 /A H
2 a0
k]
1 3 16 8617 16.13 z
vy, B61.7 16,13 A 500
b 400
Parameters for curve: 1
Rhi = 3362 Rlo=1432 A1 =21.42 A2=10%1 200 t t |
Che =19.49 =20 [u] 20 40 B0 a0 100 120
Concentration ngiml
[ ) [ oo

Concentration Analysis [Create] 73y 27 Z® Calibration HF RSN E T,

Calibration Curve Settings

Flow cell AT IC(ERT 2L DFER

Report point LR—bFRA > b DEEIR

Response type 5B L AR >~ X (Relative Response) T:EEAITE T 5 H .
fBEZ (Slope) TRERERTET 21ERL £,

Fitting Function IREIR% linear TH| < H. 4-parameter T5| < &R L

ES I

Use preceding calibration curve
B 7TILVAEOBERCHE LI-REREZFNAT 256
ICFzv 72 A\NET,

Use average calibration Curve

REBMZELERL TWTEHLREREFNAT S

Biacore T200
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BEICFyv I ANET,
Use calibration trends REMR T EHER L TLWEIHE T BERBICHE S FEE
BOERTZEZELLEYA /L BORER BT 215
BICF v 7 ANET, (A7 ILBORERIT/N—
F v VERRENET,)
FRELIRHEDOREREERLE T,

Calibration Curvel®urve1 =gy ay Lcirmlrsy v s L.BRDH A

SNEFRLET, ERORBRERBICERT 254801, ZrERL .,

)

| Curve: 1 |
R Calibration Curve £

1

Z2

F—FR—FD Ctrl F—ZWLAaND, A7 LFOBNOESZI Yy I LET, &Eficl 7t
HSEERT 25E1E. Y7 R%&2 N7 v 7 L GERAIEETY,

Calibration T able Calipration Curve

~ ]
Curve Cycle # Conc. Response | Calc. Conc. Y | Curve: <Dverlay @@
# {ng/ml) | (R) {ng/ml) | (%) RU Biotin
1 9 1.02 1330.5 0.9943 1600 -
[ 1330.5 0.9943 M
1400 1 =
1 5 256 1295.6 2632
[ 1298.6 2632 M4 1200
1 7 6.4 114z.2 £.206 1
. B 1000 A
[ 1142.2 6,295 M4 |
Coe
£ sm
1 & 16 861.7 16.13 %
[ 861.7 16.13 M4 &
500
1 5 40 552.0 39.82
Ay, 5520 39,82 Ml 400 -
Parameters:
200 + + + + : + |
<Overlay> -20 0 20 40 60 80 100 120
Concentration nghml

BEAICERE LT-REBAFRRINE T, Use calibration trends % EIR L 7-55IC I, £
BREBROEREENTRRINET,

B[ /£ D Calibration Table [CIREMRDEZAERA > b OFMIERN T RSN E T, Conc.lC
& AV v FTAALTZEE., Cale.Conc.iC ZH’FEJ? Lf:ffﬁiﬁﬁ‘ LEtE L7CEEARRINZE
¥, A—RETHRYRLAELTVWDH BHIN/TORED CVED CV (%) ICFRR
INET,

RERDBIERA > b OBIREIR, REHRORIREIGIZ. BR47HLV48%5BL TL
7230,

Biacore T200
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KHAY > 7L OBRIERER
Concentration Analysis [Create] 7 2 X _E&B®D Samples DX 7 DffWfe_—= %7 VU v o
LEd,

Concentration Analysis [Create] §|
Calibration | Cortrol Samples | Samples
Sample Table Sample Flot
- e
Cycle #| Sample Id Dil. | Response | Calc. Conc. Y Calib. FU Biotin
¥ P Fact. | (RU) tng/ml) | (%) | Curve 1400 -
12 501-2436-01 1 10011 10.54 1 \
13 501-2436-01 1 937 4 11.02 1
14 501-2436-01 z 11737 10,57 1 1200 1
15 501-2436-01 2 1168.6 11.23 1
Ava, 10,94 2,640
1000 |
16:501-2436-02 1 6065 33.64 1 k
19 501-2436-02 1 607.1 33,62 1
Avg, 33,63 0.046Z2 | E
| & 800
20 501-2437-01 1 803.5 158.8 1 - ‘2
21 :501-2437-01 1 813.3 18.54 1 E
Avd, 18.67: 0.9643
600
22 501-2438-01 1 FIFE 23.01 1
23 1501-2433-01 1 T3 23,55 1
Avg. ?3.28°  1.637 400 1
26 501-2439-01 1 12,8 18.57 1
27 501-2439-01 1 22,6 18.05 1 200 ; ; ; ; ; ; ;
Ava, 18.31 1.986 =20 o 20 40 B0 a0 100 120
M Measured Concentration ngitml
[ ) [ oo ]

B/ O Sample Table |ZH > 7 ILIEH AR RSN E T, DilFact. (HREX) A HS-EE
A Cale.Conc /SRR ENET, A—H > 7ILTRUVRLUAEL TWSIHEICIE, BEHINE
BRED CVED CV (%) ICRTRENET,

Uy o LTERLIY YT LICOVWTIR, BfEA CRARRINET,

AIERA >+ OBREIBRIZ, fE 47 2SRL TS,

Finishz7 U v 7 L%d,
l
FEMTFESRAY. Evaluation Explorer D 7 # L ZITRFEENE T,

Sensoreram

3 All senzorgrams
Plat

i | Baseline: Sample
ﬂl_ Binding stahility

T Controls, stability
Concentration Analyszis
4 Concentration &nalysis

Biacore T200
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R 4-7. AIEFRA >~ ~ DHEIER

IT7—DREAGEDEHT, AERBRNOHEIBRLIWVAERA ¥ b D H2551E. £ DA
ERAY P EICA—VILEBEHL, v7REHIU I LETS,

RU Biotin
1600

1400 1 7

1200 4 \

Exclude Curve

E 1000 - Exclude Cycle
:0:.1 Shaow Sensorgram
= 500
®
5 Labels
-5
600 4 Scale...
Copy Graph
400 4 Export Curves... K
Gridlines. .,
200 ; Legend. . . . . |
=20 u] 20 40 1] a0 100 120

Concentration ngyfml

ExcludeCycle 7 U v 7 L £9,

l
BERA > b HEIBRE N, [RFFIC Calibration Table DHEIER L 7CBIER A > MCHREDHIBRZ
AN NET,

-
Curye Cycle & Conc. Response | Calc. Conc. Cy
# {ng/ml) (RU) (ng/ml} | (%)
1 &l 1.02 1380.5 il JoftE
Avg, 1380.5 1.017 I
1 g 2.56 1295.6 2.565
B, 1295.6 2.565 jA
+ * B4 ez
Avg.
1 =] 16 61,7 15,99
Mg, 61,7 15,99 15
1 5 40 55z2.0 40.02
[y 552.0 40,02 NiA -

BERORATERA Y F 2B LBAICIE. XOTHEY DRERA > N THRERMNEYE
INEd,
BERATBHAIE, YYR%H7Y v 2 LT, IncludeCycle IR L £,

Biacore T200
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2 4-8. IR AR D HI kR

I7—DHRMEEDERT, BHEIHEIE L TWIRERD I b, BT SHIKRLZWE
BRI HIBE. WITNHPDORERA Y b ETYTREGEZ Y v I LET,

RU Biotin
1600 -
1400 =
1200 4 \
Exclude Curve
E 1000 - Exclude Cycle
:0:.1 Shaow Sensorgram
= 500
®
5 Labels
-5
600 4 Scale...
Copy Graph
400 4 Export Curves... K
Gridlines. .,
200 ; Legend. . . . . |
=20 u] 20 40 1] a0 100 120

Concentration ngyfml

ExcludeCurve #7 U v 7 L £9,

!
RERITHIBR SN, [EFFIC Calibration Table D% DIREFRE R L TWLWBEBIERA > b IS
FEDHIBRT A 5N ET,

3 ]
Curve Cycle # Conc. Response | Calc. Conc. cY | Curver <Overlay> E]@
{ng/ml} | (RU) {ng/ml} | (%) RU Biotin
+ & 16 BT 1600
Avg,
1400 1 =
+ 5 45 === RS
Av. 1200 1
+ 4 100 IR y
- B 1000 A
Ay ;
-
g am
z 43 1.02 1366.3 1.004 % 1
Ay, 1366.3 1.004 Ni& =
600 1
- 4z 2,56 1298.2 2,665
A, 1298.2 2,655 MiB 400 1
Parameters:
200 + + + + + : |
<Overlay: 20 i 20 40 60 80 100 120
Concentration nggiml

BERAT 2BAICE, x72%57Y v 7 LT, Include Curve TERL 7,

Biacore T200
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4-9. A FO—IILY Y TILDL ARV ZADF v 7

FHIRICOY bA— LY TILERIML TWAIEE, FDOEEL AR X% Concentration
Analysis [Create] R 27 X _EEE®D Control Samples D X 7 DfFW/=_R—=ITF v 7352
ENTEET,

Concentration Analysis [Create] E
Calibration | Contiol Samples | Samples
Control Sample Table Contral Sample Plot
Comp. to o ngiml
Conc. | Response | Calc.Conc. [ C¥ calib.
Cycle #  Sample Id Expected 40
¥ P ‘ (ng/ml) | (RU} (ng/ml) | (%) ';%) Curve
10 Control 1 333 602.0 i BBl 2
17 Control 1 333 609.2 33.15 99,54 3
24 Control 1 333 593.0 3478 104.4 3 35 .
31 Control 1 333 614.1 32.69 98.15 3 T . * .
44 Contral 1 3.3 600.5 34.01 102.1 z *
1 Contral 1 33.3 608.7 332 99,71 z -
Avg. 3352 z.241 1008 5
i
11 Control 2 1.1 996.1 111 100.1 2 H
16 Control 2 1.1 992.4 11,24 101.2 2 E 2%
25 Control 2 1.1 984.3 11.52 103.8 z T
32 Control 2 1.1 9891 11,35 1023 z ]
3
45 Control 2 11.1 959.2 11,35 1023 2 E 2
5z Control 2 11.1 966.6 11.43 103 z
Avg. 11,33 1.2682 102.1
15
. . + - . +
10
5 10 15 20 25 30 35 40 45 S0 55
Cycle #
o] Car ) Lo

-10. LiR— bRA > bDEM

Tools—Custom ReportPoints 7 ) v 7 L ¥4,

% Custom Report Points @

Cuztom Feport Paoints
d | Position

[ Help ] [ oK ] [ Cancel

Biacore T200
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Add%*7 YUy 7 LET,

X

% Add Custom Report Point
Feport paint
Id: | stabiity2 |

o o
Position the report point seconds |after v| |Sample1 injection stop w

[ Caloulate responze relative to report poink

Cycles
() Apply To Selected Assay step purpose Selected | Assay step purpose
Startup
) Apply To Selected Cycles ) Calibration
v Contral Sample
[ Sample

[ e | [ ok J[ concel ]
dICLAR—bFRA Y FPDEZBIZANLET, BIMTAREZHTE L. Cycles TEDH A 7L

TRHETHIDHNEREL £,
OKZz7UvZLEY,

% Custom Report Points
Cuztom Report Pointz

Id Position Assay step purpose
skabilityz 20 seconds after stop of Zalibration
injection "Sample 1 Sample
injection” Contral Sanmple

MHBEEIC, BMLEZLFR—bRA Y MARRINET,
BE BILEZLAR—FRA > ML Calibration Settings @ Report Point IZIBIIE N E ¥,

Calibration Curve Settings

Flaw Cell: |F|:='I V| Fepart Point: | ztability w
bazeline

[] Use average calibration curve stal:liliti

Biacore T200
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4-2. REHTEDREATE

CFCA (Calibration Free Concentration Analysis)

REREME S LR UVERERIEER (CFCA; Calibration Free Concentration Analysis) (. 77

74 FOLEEHE LY — 0T LOEEEEAIEIC iEERE (WPEERE) &

FREALT. =774 v T4 7I2&Y u:u%]i%ﬁ?% T 74 bR FOMITEE %

BT B AT, HULERAT % BT, Y 7L ORARIERESREL

%é DI, BELEEER EEMNERZ KD 5 BHIICENTH, CFCA
LI BEEEEREE T KD D Z L IEEHTT,

//): H
/ 100 ul/min

diRl =f (M ,k ,Conc) -

gt Wwom | dIRl/dt -
e //
‘iwu ,-’/ -
S ;
MW . /7]\¥§ (Da) Ei: //ullmln
km NIV }\ 3 \/er_:_ l\{%%ﬁ,ﬁl 5040 = » o ) 0 ] M o s

CFCATlE, UH Y FETES7IFZ <EE{ (ff: HFE 150 kDa T 5000 RU LA E) L.
RAMIZVRR=PYIT—2avE&HETTCAEZERLET, BELENZWEREAIC
WT., THEEEREIR. 7H 74 FOHFE (Mw), X M7V ZR— MREL (kn). 7

74 MEE (Conc) TRESNET, D/, LLROWEHEES®EE (dR]/ dt) @E%%Mr
ALY Y TLbDT7F 74 FVEEZEHT 2N TEET,

BIE TF74 FAFE2FE 5B LT 100p/min Z#E) THRMNLT, v —o7F
Ab\b*ﬂﬁﬂ%ml_}*%?&bi@* TARAMT Y ZR— MMRE (k) ($. IEERERER (D). FRIR.
JA—vwILBELOHETEET, o2 RO Y —7 T L%, m&
TKinetics AT L, 7374 FORTE (Mw), kelEEERE L, TH 74 PREEST A
—RELTH=TTAYTAY T B TREREHLES, A5, TF 74 bk
_(Bivalent Analyte) TH>ThH, YALIYAR—bUSF—av&HEFT, H=771
YTAY BRI THNIE, CFCAEEMI B LN TEES,

SE L
Christensen, Anal. Biochemistry  (1997) 249, p.153
Sigmundsson, K., et. Al, Biochemistry  (2002) 41, p.8263

Biacore T200
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CFCA # £ T 57O DEBEM

O 7+ 74 b S>FE = 5,000Da
@ HEEEEEH (k) 10" > ka > 5X10*M7s
® EE/=E TEHRETELCEENLET,

(9 F2 150kDa Tld. 5000RU L EIFHE, )

@ TFH74 MEE CFCA TRIFLERABONZEEL v E. 05~50 nM TY,
m%umm

® MR 5 pl/min 3 & T8 100 pl/min Z#E L £ 9,

® Y 7ILoHER ILBRBCDFENKRELELRDIDTFOREAARDZEICIE
CFCAIZERTZ £ A,
B) 7+ 54 FH g6 DRY 7 0 —FILFAEDIFEIZIE CFCA 1
AIBETT AT F 74 FDIgG & IgM DR AR R DIHE 11X CFCA
IEERTEE A,

@ VU7rLYREIL V77 yAELEREL. V7 7Ly RELzEzLalWieE
Y =77 L%MALTCFCAZERLET,

® ERFENRE FERFERNBEIRZT CWISAICERDEENEH T A,

R 4-11. NAFTITVRFE—F, SR VRAB—PY I F—avéit

A FOWBERERLET, TH 4 DR Y —F v TRE~OIE (18) HE L
RATRKOONE T,
TF 54 L OHEUEE (molim%s) =7+ 74 MEE x Y& M7 Y XR— MR (km)

3 [ D2 xf
km=o.98x\/ 0.3xh?xwx|
D BRI f OBERE h: 7O0—+®ILD 35X
w '7D—t»®@ | '7m—t»®§é

Zjﬁ@j&jﬁ%g&i@bUﬁ/b@lm%zﬁ%b%aku\7%#7/Z$—FU
T arviiRERPTVTY,

Biacore T200
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94 4. BEAFE

/e 4-12. ILERE DK DTS

CFCA AT 5354, 20CICH 1 BIBIRED S5 A — & & LTHETT,
TEREIE, HTOY A REBRICE > TREE N, RAICE > THHTE T,

324.3x10™"" (mi1s)
D B f"lrel"Mw“3 m IS
f D ERE
M rel 2200CTOKICTT BT+ 74 MBRIED M
Mw 7 & (Da)

BB UTOTETHIERBEEEL N TEXT,
D Biacore 7 = 7 ® Biacore T200 DILENRIME H Y — L
© XmME

@ EBMICEH (BRODITCHBED TR L)

Biacore 7 = 7 O Biacore T200 DILEREE H Y — LI L BILEUR DKk H 5

ROTRKLRIZT7I2ERLET,

http://www.biacore.com /diffusion_calculator

E FRINT

4 BEACH

Diffusion Coefficient Calculator / Converter

This an-line tool is designed to help you calculate difusion coefiicients for uzse in Calibration-Free Concentration Analysis
assays. tis accessihle onlyvia awalid product key associated with the appropriate types of Biacore software,

To acceas this sechion, you nead o be logged In and have a valc 'Product Key' registered In your account detalls. If yvou do
haot have g Biacore webslte account el ou can sighup fiere,

User|D:

FPassword:

FORGOT FASSIWORD 7 LOGIN

a—#%—% (UserID) &/XX7—F (Password) Z AL T, LOGINZZ Vv o7 LET, (B
B, I—H—BHANETT,)

Biacore T200
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Diffusion Coefficient Calculator / Converter

This an-line tool is designed to help you calculate diffusion coeficients for use in Calibration-Free Concentration Analysis
aszays. Itis accessible only wia a valid product key associated with the appropriate types of Biacare software.

Calculate diffusion coefficient at 20°C

Molecular weight: @ 90000 (Day

Frictional ratio: @ = Choose malecular shape > | Globular {1.2) -
Enter value

Viscosity relative @ = Use standard value {1.00)

to water at 20°C
Entervalue

@
earcurate | Diffusion coefficient ot 20°C = 6.03e-11 WS

Convert diffusion coefficient from temperature T to 20°C

Temperature T: 24 )

D at temperature T: 4.00e-11 ()

GONVERT Diffusion coefficient at 20°C = 3.4%9-11 RS

BIE LT, 20CICH I IR EEH L £,

D Molecular weight: HF8 (Da) ZAHLET,
@ Friction ratio: BEHREE,

(OChoose molecular shape (CF = v 7 %% A1,

Globular (1.2) DVEL Yy LTEHEDEE

BIRLET, UTD, 3TEE,»OERTEZET,
Globular (1.2) + + - DX /0B (HHIEREE)
Bl) FriEis

Moderately elongated (1.7) - + - RWE /XU &
B) 74 7RI F T IRI /=S rRE
Elongated (2.5) - « - <, R\WR >V /NI E

B) 747V /=T rARIAVHRE

Biacore T200
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96 4. EEAFE

O Entervalue ICF v 7 & AND & FRDEZANTEET,
@ Viscosity relative to water at 20°C
20CICHBTBKICHT BT+ 74 MAEDE, O Use standard
value (1.00) ICF v 7% AND &, fMEREE 1 L LET,
(WA E1E)
O Entervalue ICF v 7 & AN2D & FRDEEZANTEET,

O~Q@DBEIIRT Lzn, [ THTE 1250w/ LABEEETLET, OICFHERR
NERENES,

Convert diffusion coefficient from temperature T to 20°C

Temperature T: 24 ]

D at temperature T: 4.00e-11 (mers)

COMUERT Diffusion coefficient at 20°C = 3.49e-11 [uEs
BE T ClE. FEOREICETAILEUREA S, 20CICHB T2 EBRBEELET B2 &N
TEFT, XHPEAICL > T, 20CUATOILBIRBAEONTWHHEICHFATE
x99,

Biacore T200
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4-2-1. 7AT 5 LDOET

Toolbar @ Run Method 74 3> ( %b) F 7= Menu bar ® Run — Method 27 U v 7 L

Y,

!

Ti& Open/New Method |Z|@®

Look in:
Name Type M odified

Biacore Methods

[ Show impartable wizard templates [ New l [ Open 1 [ Cancel

Biacore Methods Z IR L 7%, OpenZz 7 YU v o7 L £9,

!

T= Open/Mew Method |Z\|E‘E|

Look it | (23 Biacore Methods ME=;
Mame Type Modiied

J5h afinity in salution Method Builder 3/28/2008

5 Calibration-Free Concentration Method Builder 3/26/2008

5 GST Kinetics Method Builder 3/28/2008

[5hInject and recover Method Builder 3/26/2008

5 Kinetics heterogeneous analyle Method Builder 3/28/2008

51 liposome capture Method Builder 3/26/2008

FhLMw kinetics Method Builder 3/28/2008

,ﬁ LMW screen Method Builder 3/28/2008

FhNTA kinetics Method Builder 3/28/2008

I5s in Methiod Builder 3/26/2008

[1 Show mportable wizard tenpletzs | Mew. | [_Open. ] [ Concdl ]

Calibration-Free Concentration Z =R L 7%, Open =7 U v 7 L £9,

!

Method Builder @ Main X 4 7 B 7/ AFRREI 4 E T, Overview BEICIEA Y v FEERDETE

BEAMNKRENE T, UATICEERBICOWTREHL X7,
AT ERRERESRL TILE W,

General Settings 27 ') v 7 L9,

S¥HH (3 BiacoreT200 HA<EEEUR

Biacore T200
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98 4 EEAIE

T= Method Builder - Main

Overview D
L

General Settings {3 [Drata collection rate Detection Sample compartment temperature
=== - "

|1D @| Hz ‘ Dual v‘ [ Wary with analysis temperaturs

Cycle Tvpes
L ="
Variable 5 cttings D Miscellaneous setlln@
Bl

Concentration unit Buffer settings

[ eieoin |

[ cawrn |

After run

) [] Specify analysis temperature after run: l:l

[ Help ] [ Save ][Savegs.. ]

@ Data Collection rate
10Hz Z3#ERL £7,
@ Detection
BRHE—FZUTD 2> (DualMult) A HFIRLET,
Dual 2-1. 4-3
Multi 2-1,4-3. 2-1,3-1,4-1
(® Sample compartment temperature
Yy 7nav—txv ORE (4~45C) ZRELEY., BEIE 25C,
@ Concentration unit
Ty AEEBEL THWSEEEMAEIRLET,
(® Buffer settings
RIS 7y IREEREEANDLET,
® Afterrun
Frv 7 ANTELE DBIEIRT LIRS, VY —KEADREIEE L
TREICEBEEINE T,
RIEH. AssaySteps =7 v o L £,

Biacore T200
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4 RERE 99

T= Method Builder,

—
startup
Gereral Settings 7% Dalete [Startup] startup 3 times as entered.

[ |
sample ‘

[Sample] sample 1 time as entered.

[ pssaysteps |3
Blank

Variable 5gttings t i d, Before [ every 10 cydes, ‘
' » " Sample: sample 1 time as entere: [ every el
Yerification

Cyele Fur List. .

Agzay step properties
Base settings Recunence

MName: |startup [[] Repeat assay step within

Purpose: | Startup Eweny cycle

Cornect to

| startup Diztibute OCCumences evenly
cpcle type:

Run assay step once first RAun assay step once last

Azzay step preparations Murmber of replicates
Temperature: 3 5| times
Buffer. () Asentered (1,231,23)
O Order(1,1,22.3.3)
) Random

[ Help ] [ Save ][ Save bz, J

@ Startup #FEIR L £9,
@ TRHROLIICRELET,
Number of replicates
times R=RT7AVEEADIZHDRZ— T v 7 ORI EEZR
ZIEELET, 3EULEZHEELXT,
l

Biacore T200
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100 4. BEAIFE

T= Method Builder,

General Settings
172 Copy
[ pssions 5 D

f Mowve Up

I Move Down

L
Cycle Tvpes
L ="
WVariable Sgttings
Bl
L= =

Cyele Fur List. .

Agzay step properties
Base settings

startup
[Startup] startup 5 times as entered,

-

sample
[Sample] sample 1 time as entered.

blank
t [Sample]  sample 1 time as entered, Before [ every 10 cydles,

Recunence

MName: |samp\e

[[] Repeat assay step within

Furpose: | Sample

Eweny cycle

Connect t | sample

Distribute OCCUrences evenly

cpcle type:

Azzay step preparations
Temperature:

Buffer.

[ Help ] [ Save ][ Save bz, J

au step once first Run aszay step once last

Murmber of replicates
n times
(&) Asentered [1,2,3,1,2.3]
Order (1,1.2.2.3.3)
) Random

Close

D Sample Z#RL £7,

@ THEDLIICKRELET,

Number of replicates

times

Biacore T200
AAGEEREGAAE

YR LRIERBERRL £,

!



101

ethod Builder,

T

[ cawrn |

172 Copy

f Mowve Up

I Move Down

Cycle Fun List...

Agzay step properties
Base settings

Start up
[Startup]

Startup 5 times as entered,

L 8

sample
[Sample]

Sample 1 time as entered.

@

Blank
[Sample]

Sample 1 time as entered, Eefore [ distribute lm

Recunence

Name: |Elank

Furpose: | Sample

O Eveny cycle

Cornect to

| Sample
cpcle type:

() Distibute Al % | occumences evenly

Azzay step preparations

Temperature:

Save

] [ Save bz, J

Run assay step once first [] Aun assay step once last

Murmber of replicates
times
(&) Asentered [1,2,3,1,2.3]
Order (1,1.2.2.3.3)
) Random

Close

@ blank &R L £9,

@ TROLDICEEL £,
ODistribute IZF = v 7 % AL, occurrences evenly T 1 Z &,
DRHEYA7ILHNT, BFIC7 7V I7DOREEZERELET,

Recurrence

Number of replicates
R UAE [E#E EIR L £,
!

times

CycleTypes 7 U v 7 L£7d,

Biacore T200
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102 4. BEAIFE

T= Method Builder - Main

‘ Cycle tupes Description of selected cycle type
skartup
General Setti m sample
L= -~ - &
Assay Steps
L
Cycle Tvpes }
L=
WVariable Sgttings
Bl

[ eieoin |

W Repart Foints|

Tupe: High performance \ Method Wariables | Evluation Variables|

Sample solution: ‘bulfer \ | Set property as vaniahle

Sarnple 1 [] Sample solution
o D s

Regeneration 1

T Diszociation time [s)
D tion f 5 O

Dizszociation time: (2] 1 Flows rate ful/miv)
Flaw rate: [pl/min)

[ Wiz itk
Fraction; El [#] af mix solution

Stabilization period after mix; El [=]

[] Extra wash after injection with: l:l
[ Stabilization perind: EI [5]

[ Help ] [ Save ][Savegs.. ]
@O Startupz 7 Uo7 LET, 7774 PAEBIORZR— Ty 7O#MEHREL T,
@ Commands X 7@ Sample1 #27 U v 7 L%,

@ Settings for Sample1 TR X — b 7 v 7Y > 7L (Buffer) SRINDEEMEHAEREL £,
BEFRUMNE, Y TIRMER—&GZEREL T,

Type High performance % &R L £ 9,
contact time e (). ERIF 36T,
Dissociation time frEtR (). ERIF 58T,

Flow rate FiE  (ul/min). EZA(Z 30 yl/min TI,
Flow path Both =R L £9,

Sample solution Buffer (7> = JHEER)

@ Bl Eft=. Commands X 7 ® Regeneration1 %7 1) v 7 L7,
® BEZHEERELET,
Regeneration solution BEBRRLEANDLET,

contact time NIRRT (s)
Flow rate R (ul/min)
Flow path Both =R L £9,

Biacore T200
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T= Method Builder - Main

[ oveven |

Description of selected cycle ype

General Sett é‘! i:@

[ e tuees |5
WVariable Sgttings

W Repart Points ‘

[ eieoin |

Setup Bun ample 1

¢ ’ Regeneration 1

S

Settings Jdf Sample 1
High performance w

ample solution: |5 wariable

Contact time: [s]
Dissociation time: [s]

Method Variables | Evaluation Yarisbles |

Set property as variable
Sample solution
[] Contact time [5)
[] Dissociation ime [z]

Flaw rate: [pl/min)

Flaw rate: |¢ wariable
FElow path:
[ Predip
[ Mixe i
Fraction; El [#] af mix solution

Stabilization period after mix; El [=]
[[] Exdswash after injection with: -‘

[ Stabilizatiomsegiod:

Close

[ Help ] [ Save ][Savegs.. ]

@ Cycle types currently in Method @ Sample #7 U v 7 L £9,

@ Commands X 7@ Sample1 #27 U v 7 L%,

@ Settings for Sample1 TH > IO FEMEE%REL £9,
Type High performance % &R L £ 9,
e (). ERIF 36T,
frEtR (). ERIF 58T,

contact time

Dissociation time

Flow rate Is variable ICREXE SN TWET, EZIL. Setup Run @
Variables TAA L £,
Flow path Both =R L £9,

@ Bl Eft=. Commands X 7 ® Regeneration1 %7 1) v 7 L7,
® BEFHERELET,
Regeneration solution

BEBRRELEANLES,

contact time HnEERE (s)

Flow rate R (ul/min)
Flow path Both =R L £9,

Variable Settings % &R L £ 7,

Biacore T200
BAGERIRGIAZE
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B= Method Builder - Main

Basay steps Define variable handling for each Aszay Step
L

Skartup

General Settings (| ) Define all values at run time.
L 2= = {]

Blank ] )
Aszay Steps \ ) Define all values in method.
L — )
Cycle Types (%) Define some values in method and athers at in time.
L —

WVariable Sgttings }
D “alues for these variables are defined in the method Values for these variables will be defined at run time.

Command | ¥ariable Command Variable
L= =

Sample 1 Blank Sample 1 Sample solution

Sample 1 Flowe rate {plfmin}
Sample 1 T
Sample 1 Diz0°C)

Setup Bun Sample 1 Dilution

Enter values for variab®d defined in the method. These values will be used for all cycles in the assay step

sample 1
Blank

Rlo

[ Help ] [ Save ][Savegs.. ]

Assay Steps @ Sample #7 U v 7 L £, BIE#A LT, O Define some values in Method and
others at run time. ICF v 7 Z ANE T, T2® 5 BHHICDWTIE, Setup Run LIED
Variables TAA L £,

Sample solution 7

Flow rate  (pl/min) E—4 > 7 LT, 5pl/min & 100 ul/min @ 2 FREEZRTEL £,
MW (Da) NTE

D (20°C) 20CICH 1 BHLEURER

Dilution Yo TILOFERER

TFICoWT, BEMCHRELEFT,

Blank O XF—7—RELTHABLET . 77 o 7iundns
ZHRELET, Y7 ILDIFEICIE, "No £/ ld "z AN LE
ER

Biacore T200
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Overview

General Settingg

Assay Steps

Cycle Tvpes

WVariable Sgttings

Agzay steps

Skartup
Sample

“alues for these variables are defined in the method

Define variable handling for each Aszay Step
) Define all values at run time.
) Define all values in method.

(%) Define some values in method and athers at in time.

Values for these variables will be defined at run time.
Command ‘ Variable ‘
Sample 1 Flove rate (plfmin)

<<

Ead
[« ]

s in the assay step.

Verification Command Variable
Sample 1 Sample solution
Sample 1 [
Sample 1 Df20°C)
Sample 1 Elank
Setup fun Sample 1 Dilution
Eptervalues for varisbles defined in the method. These values will be used for &
sample 1
Sample solution | MW {Da) ‘ D{20°C) | Blank Dilution
Buffer : Ves
[ Help ] Save ] [ Save bz, ]

Close

Assay Steps D Blank =7 ') v 7 L £9, EMEA LT, O Define some values in Method and

othersatruntime. ICF = v 7 Z ANZEJ, Flowrate (pl/min) (Z DU TIE, Setup Run LABE
TABDLZET,

BHETFT, FELnBERICOWTAALET,
“Buffer"& AL £,

Sample solution

MW (Da)
D (20°C)
Blank

Dilution

RAND
RAND

TV TNDBEITIE Yes" £ LY EANLET,

RAND

Verification =7 J v 7 L £9,

Biacore T200
BAGERIRGIAZE
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T= Method Builder - Main

Dvervigw Verfication results

The method has been verified and can be used o setup arun.
General Settings

Assay Steps
L
T
L ="

Cycle Tvpes
WVariable Sgttings
Bl
| vertication__|[>
L === "

[ cawrn |

[ Help ] [ Save ][ Save bz, J

Xy ROREICAMEBHEE T 411E£"The Method has been verified and can be used to set up a
run & RRINE T, HBNBLHEIEZEEINTRRINDIDO T, FBRICKE->TEEL £
9, WER%. SetupRun 27 U v 7 LET,

F= Method Builder - Detection

Detection
Elow path | ENIN ~
[ Help ] [ < Back ][ Next > J[ LCloze ]

WY)7 Flowpath Z IR L, Nextx =27 U v o7 L£7,
l

Biacore T200
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T Method Builder - Variables

ssay steps

Sample
Blank

\fariable values for Azzay Step Sample

Sample 1

Sample solution Flow rate {pl/min) | MW (Da) | D(20°C) | Dilution

rmoUse QG (x1/6400)
rmouse [gG (x1/6400)
mouse [gG (x1/1600)
mouse IgG (x1/1600)
mouse IgG (x1/400)
mouse [gG (x1/400)
rmouse QG (x1,100)
rmouse QG (x1,100)

|00 | = ||| R L

5 150000 5.09E-11 6400
100 150000 5.09E-11 6400
5 150000 5.09E-11 1600
100 150000 3.09E-11 1500

5 150000 5.09E-11 400
100 130000 5.09E-11 400
5 150000 5.09E-11 100
100 150000 5.09E-11 100

[ < Back ][ Mext > ][ Cloze

Sample z7 U v 7 LEd,

Sample solution
Flow rate  (ul/min)
Mw (Da)

D (207C)

Dilution

THEBICODWTAALET,

YT

[—4 > 7L, 5pl/min & 100 ul/min D 2 R %R EL £
NFE

20CICH 1 BHLEURER

Y TILDEREER

Biacore T200
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e Method Builder - Yariables

Aszzay steps

Sample

Blark |

Yarable values for Azsay Step Blank

Sample 1

Flow rate {pl/min)
1 5
2 100

3 |

[ < Back ][ Mext =

] [ LCloze

(%)

Bl EHEE. Blank® 27 Uy 7 LEY,

Flow rate  (ul/min)

BTFEE. Next #2727 Uv o7 LET,

BAEY A7V X DBRRINET,

F= CECA - Cycle run list

Sample & [B— D RR%

RELET

&

Cycle | Assay step name ‘ Sample 1 Solution ‘ sample 1 Flow rate {pl/min) | Sample 1 MW {Da) ‘ Sample 1 D{z0°

Start up buffer
2 Start up buffer

3 Start up buffer

4 Elarik. Buffer

5 Elarik. Buffer

[ Sarnple mouse 1gG (x1/6400)
7 Sample mouse 19 (x1/6400)
8 Sample mouse 19 (x1/1600)
q Sample mouse 19 (x1/1600)
10 Blark. Buffer

11 Blark. Buffer

12 |Sample mouse Iga (x1/400)
13 |Sample mouse Iga (x1/400)
14 |Sample mouse Iga (x1/100)
15 Sample: mouse 196 (x1/100)
L3

Help ] [ Dverview ] [ Print

100

100

100

100

100

100

150000 5.09E-11
150000 5.09E-11
150000 5.09E-11
150000 5.09E-11
150000 5.09E-11
150000 5.09E-11
150000 5.09E-11
150000 5.09E-11
3
[ < Back ][ Meat > ] [ Close

Biacore T200
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Next #7 Uw 27 LET,
l

T Method Builder - System Preparations g|

Brime befare run

[] Momalize detectar

[ < Back ][ Mewt > ][ LCloze ]

BIEZIRO DEIIC. Prime 5L Normalize 2B 2B HYBEICIETF v 72 ANTE T,
AN Next#27 Uw o7 LET,

B Method Builder, - Rack Positions ‘Zl@@

Sampls and Reagent Rack 1 hd . Yolume Sample1 | Sample 1D | San
Position wh Content Type v (Da) zo°0) B
12| 21 A 3 61 Buffer Yes
) () O Q Qg o I 61 Buffer es
R1 AZ 118 Buffer Sample es
O] OHO O R1AS 61 Buffer Sample Ves
‘O O O @ R1 A 118 Buffer Sample es
g R1AS 61 mouse IgG (x1/6400)  Sampls 150000 5.09E-11 Ho
‘O O O R1 A6 118 mouse IgG (x1/6400)  Sample 150000 5.09E-11 o
o R1 A7 61 mouse IgG (x1/1600)  Sampls 150000 5.09E-11 Ho
”O O OQO O R1 A& 118 mouse IgG (x1/1600)  Sample 150000 5.09E-11 Mo
R1 A% 61 mouse IgG (x1/400)  Sample 150000 5.09E-11 Ho
*O O OSO Oﬁ R1 A10 118 mouse IgG (x1/400)  Sampls 150000 5.09E-11 Ho
R1 Al 1 mouseIgG {x1/100)  Sample 150000 5.09E-11 o
“O O 0,0 O R1A1Z 116 mouse I9G (x1/100)  Sample 150000 5.09E-11 N
R1E1 208 buffer Skartup
& 5
O O O O R1D1 725 10mM Gly-HC), pH1.5  Regeneration

@O Q"O O
soo@OCK)
© 0 On g
~oooOCK)
el %Y'Q
0 OO
ce @ )

< >

e ) (e ] Come e (e ]

AHOEXRTY Y TILOMEBELY Y TLE (W) ZERLET, RFOY TN EIV v I T
ZEENICHIGT BTy 7 LOMBENBARRINE T, NMELREZHEZLAN /NS
TILELOY T EZy Iy FLET,

R 4-13. Y TILUBDEH

B TUAIBIE, FREEICYIVEDLT-RR CEBNICEREINET, HohLod
TIIBENRE > TWB T L — b EERAT 25EL. BIELZ T D Menu — Export Positions...
ZETL, YUy TIWNBZ A TR OTFR 77 ALELTRELET, R EBE%
EELI-ET7 714 )L%REFEL. Menu — Sample Position Import.. TZ D 7 7 4 L& 5t A
&L YU TIUBAEEINE T,

Biacore T200
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R 4-14. E—NATIAASLDOHY YT v IHTE

YU TNABIR, A=Y 7L Th-TH, AMEIHD. »EFLTRESINS LD ICHE
NTWET BIRIEE—D Control Sample TH > TH. R1IAT A5 R1A12 12 12 /3 A TIL(C
DI Ty T BLSICHEREINES), B—H Y TILZRANA T OERLI-WEEIE
TV REFRLES,

= 060327 Thermo — Rack Fositions

Y

|REagEm Rack 2 ﬂ Position Content Sample ]6
3 QO QO f 14¢ ontrol Control sample
QO QO R1 42 148 Negative control Control sample 40
R1A3 148 Negative control Control sample 40
E.O"OOQO R1 44 148 Megative cantral Contral sample 40
QO QO R1 A5 142 Negative control Control sample 40
.QOOQO R1 A6 148 Negative cantral Contral sample 40
! R1A7 142 Positive control Contral sample 40
A Q‘? 1] @Q G R1 A8 148 Positive control Control sample 40
[58 Deep el Mioroplate ] |RLAD 148 Positive cantrol Control sample 40
R1A10 148 Positive control Contral sample 40
R1A11 142 Positive control Contral sample 40
B O . O O O O O O R1A12 148 Positive control Control sample 40
nO@OOOO0O0  ||me 145 Aralyte A Sample 0
n O . O O O O O O R1B2 148 Analyte & Sample 160
R1E3 148 Analyte A Sample 10
¢ O . . O O Q O O R1B4 148 Analyte & Sample 20
& O . . O O O O O R1ES 148 Analyte A Sample 40
ol I 19l9I0lele R1BG 148 Analyte A Sample 20
G R1B7 148" Analyte A Sample 160
O . . O O Q O O R1E2 142 Analyte & Sample o
¢ O . . . O O O O R1B9 148 Analyte A Sample 160
Q O . . . O O O O R1E10 142 Analyte & Sample 10
3 O . . . O O O O R1EB11 143 Analyte A Sample 20
R1E12 148 Analyte & Sample 40
! O . . . O O O O R1C1 148 Analyte & Sample 80
! O . . . O O O O R1C2 148 Analyte A Sarnple 160
A4 B C D E F G H e S P = v
>
Help | Menu - ‘ | < Back et > Cloge I

Menu 7% Automatic Positioning.. = 3R L £ 9,
!

F= 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 ‘ Yial Sile | Pooling |\ First Sort By

Control sample [ Cyan - EColumn « | Bottom left [+ | Sample [+ | Smal Auto ontent - Ascending s
Sample [ [ElEEE = EColumn ~ | Bottom left [« | Sample [« | Smal Auko ontent - Ascending -|n
Starkup I Crimson - & Colurnn = | Bottom left |- | Sample |« | Small Auko ankent - Ascending - N
Wash [ vellow - £ Colurmn » | Battom left |+ | Reagent |« | Large sut [« fContent - Ascending -
Solvent corvection (buffer &) [l slus - £ Calumn - Bottom left |+ | Reagent |+ | Smal Auto Content - Ascending - |in
< >

ZIT, INTCOY TV ERKICEATIREZRTET A ENTEET,
"Pooling"MIEH IE, EH. Auto ICE>TUW X T,

B—NA TS TU I LYy 7L, REOBEEIC DU T, "Pooling"® 7L &X'
YAZa—hbYes BEIRL, KATATATOOKEIZ Yy LET,

72 3$. Automatic Positioning X 1 7 A7 TIXEXNA TILOY A XDERELTEDLDT, Z

Biacore T200
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NobMBICISCTEEREZEEL XY,
EjectRack =7 ') v 7 L T, Racktrayport & £9,
!
Ty bl AEBEETTIRAL, OK%EZ2 )y 27 LZEJ, Eject Rack Tray ¥4 7 B 7 HEF L 7=
#. RackPositions ¥ f TAZHTDNextx =7 ) v 7 L£9,
!

T= Method Builder - Prepare Run Protocol

Tahoma w0 -|B I U
|Prepare Run Protocol

* Mlake sure the correct sensor chip is docked

* Make sure all samples & reagents are loaded in the rack and microplate according to the Rack
Fuositions setup. (Wials should be sealed with rubber caps and microplate with adhesive foil.)

® Flace the buffer(s) on the left hand tray and insernt the correct tubing(s), see below.
MNotel Standby after run will use buffer A,

® Make sure there is fresh water in the water bottle on the right hand tray.

If necessary, empty the waste bottle before start of the run.

Estimated run time: 1 h 14 min (excluding conditional statements, temperature changes and standby flow]

Estimated buffer consumption

@ Buffer & j j j
LAt least 100 ml

plus 65 ml/day for
standby after run

[ < Back “ Start H Llose ]
EANEIRRRA, ERKE., 4227y v IRERENKTRINET,
Startz7 v 7 LEXY,

l
BRELIAY Y RETVTL—FE LTRETZINEID, Avt—UAKRRENET,
RIFDIHE L. Save as T Methods and Templates 7 # /L& £ 721% Bia Users DEED 7 # /L
LIRFELET, REFELAWVEEIL, DontSave # IR L £7,

Save Results From Run As @

Savein: | T100manual ¥ O@F e E-

(@] mmobilization of antibody. br?
2] Immohilization of Prteing.blr

My Recent 2] manual.bir
Documents  |@] pHscouting bir

] regeneration check.blr
@ @] regeneration check_wizard bir

Dieskiop @] swface parformance_wizard.blr

My Documents

3

9

My Computer

‘,} e [eree. v [(sae
MyNetwork. | Saveastope:  [Fesul s [51) v| [ Cancel |

Save in:lCAIERERDRFHZKE L. Filename IZ7 7 (L% % AN L T, Save 3% &AIE
75‘\1&— }\ [/i—a—o

Biacore T200
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& Biacora T200Control Softwara - [CFCA Example 1]

iy Rl Edt View Run Took  Help - 8 x
| b 2B 5y S | s [N ] e, —sevngamcns A
B sample [ Leck seale
000
0000 k] E\ z
i 1 E g
2 g & K
45000 g [
£ E ; i
| g E
FH000
i
i
1=
2000
20000
13000 '
5 g R z iz
i 3 i u
10000 i % ] g H x
i o0 2 g g §§ & g @ 5§
- PR - e 8T h- N i g
5 EH E: = = E [
S0 * + + u 1
a @0 1 150 w0 =0 00
Tame 5
Fo | Time ‘window AtFlesn 500 LRSD Skoe FeFep  Bacsiee |d Faywonds ivcycle 3 | Fe| Vake I
1 &34 6 3mEs o0 01 oo 00 ‘e bassslre AzsaySlep Al sanplke
1 T34 § 3W3éE 0@ 0| ad 457 Ho initial binding AssaySlepPupose Al Sample
1 a4 B 3E4 018 011 0 485 Ho binding CycleType Al zample
1y 6 3 02 015 00 02 Mo sty Sampla_1_Blank Al
2 Ead 5 a3 0T 000 0o 00 es Samle_1_D Al e
2 T34 E  £8831E 0X 011 a1 511 He izl binding Serple_1_flews a2 A1 100
FR-TY 5 osEE0 02 012 012 547 Mo ng S il 1
& &m0 3 011 0 27 Mo datlly - Sl 1_Lipaed 2 o
1 534 5 B3 012 012 am 00 Yes basire | Semgle ] _Lged 21 cco
S I & B3F0 012 012 am 57 Me irilial binding  Samgle 1_M Al 15000
PO F o BFS 02 0m om B2 Mo ing Sarngla_1_Samphe Al EGG3_100000%me:
&1 1A S @13 s 2 am 249 Mo atilly Ternz Al &
Online - COM1 Temperature: 25,00 %C Sensor chip: CM5
Sample compartmenk kempersture - currenk: 25 °C  sek: 25 °C Running standby, remaning time: 4.0 days

!
RT#., EE(L standby flow IREEICA Y 3,
!
NE|
PICEEE L T, BV A 7 LDAERENEREERRINET,

Biacore T200
AAGEEREGAAE
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R 4-15. 7Y 5 LDBEEIE

Run—StopRun 7 U v 7 L £,

Biacore T200

! E This will stop the run
L

[ Help H Stop Run H Cancel

Ry 7 AFAD StopRun =27 ) v 7 LET,

Run Stopped

Finighing current cycle, please wait

Abort cycle by [Chl]+[Break]

FTIEL, F A= FOICHF — & [Break] * — @ RIS L 39,
BT L7-B S % ThF — KA Biacore T200 Evaluation Software [ {TE N X 9,
Biacore T200

HAFREGAE
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4-2-2. T — RERHT

TAY—RERWLAEY RS T L T# Evaluation V 7 b7 = ZIEBEMICIL B EAY .
ST — & IZ@TIcairBiTLEd,

% Biacore T200 Evaluation Software [C:\Documents and Settingsibiacare\Desktop\BcT100v2\CFCA_ProA-IgG. bme]

File  View  Ewvaluation Tools  Window  Help

[ H |L‘;‘ |£SEnsurgram | Plat ﬂBar Chart |£Kineti:5fnffinity - ﬂCun:entratiUn Analysis = ﬂThErdeynamics ‘

Evaluation Expl
AEHN Exprarer 3 BE Al SENSOrgrams
x| Remove | EdE
Curve Name: Fc=4-3 @ Assay Step Purpose: <Dv5rlay>@ Cycle: <Overlay:>

[£% Sensorgram
] All sensorgrams RU Sensorgram

[ Plat

| Baseline: Sampls

ﬂj Binding level

@ | Binding stability
“egy | Binding to reference

[~ Report Point Table
[m| Report Paint Table

[ Concentration Analpsis
@ Protein A - mouse |gG

] Zoom Lack

4 T VEROEE

YU TIVEESSVERERR, Yy 7TILDEMAEEANIZANDH > 158 1F. BifEET
I B EIIC. Keywordtable TZE®E L £ 9, Tools—KeywordTable #7 U v 7 L ¥,
UAY REZDZEEL, AT D Edit Chip Information 27 ) v 7 L TZEBEL X7,

L Asmrmeees  Gewn e W bw -
- - - - ]
- .
- —
e o e —
o ——
N —— —— o —
. Lo ——
— — - - " e ]
. . . o
R . o »e
" roun N ) »
.o » -
e - -
R B - L) o -
. L At - ~ - -
o A ' - .
. . . .
- . - —_
- lows . . »-n
Y — . " -
. - . - -~
" N . - -
. . . -
e . ' -
. — - .
B — — o
N — - - -~
> oy ' -
o - .
- g ~ »
» " .

Biacore T200
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R 4-17. BIEODE

% Biacore T200 Evaluation Software [Kinetics_antigen antibody.bir]

window  Help

i (= bl | | ~9sensorgram | Plot i Bar Chart | ] Kinetics / Affinity ~ 5 Concentration Analysis » - Thermodynamics |

M e n u ba r File  view Evalation  Tools
Toolbar EeshanEss 9 |

Evaluation Explorer ———=

Work area

Menubar
Toolbar

Evaluation Explorer

= Sensorgram

= Plot

Baseline

Binding level

Binding stability

Binding to reference

Work area

& Awsensorgrams
Curve Mame; Fe=2-1

RU
3600

x Remove Edit
& (=) ) |[44] 552w Step Purpose: cavertay ()] [#] Cocte: <Overiaps

Sencorgram
1 Al sensorgrams

Plot

) Baseline: Sample

) Binding level

| Binding stabilty

] Binding to reference
[ Report Paint Table

) Report Paint Table

Sensorgram window

3400

3200

3000
— Coneftioning

— Sample

& 2500 — Startup

N

TRCHEEQAT Y FEEUREAZ 2 —FK R
FREEOSWMEXa~Y Yy RET7A4 a1 L THER
TRTCDBET — X, BIFEBEOT—XDFIRK

AEICEVRELEY Y —TF 4

AERFICEG L7 LR — FRA v RO B Y b

Y TILESINER] D AbsResp

Y > FILIAINEF D Baseline 1 5 @ RelResp
Y FILRINER O Baseline 55 @ RelResp
U7 7L REIIZIFT % Binding level
Evaluation Explorer T#EIR L 7= 7 7 4 L & IR

Biacore T200
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1 Concentration Analysis

Toolbar @ HEIUy L.
l

7 Calibration-Free |,§: sy s LES

& Calibration-free concentration - Select Samples [Create]

Expand all cycles Show original senzorgrams Use reference subtracted data
Include | Cycle# ‘ Curve Ligand Sample ‘ B;-'::E:‘JT (IJT}?I':“) ;I:::'i?:lﬁfs Ql:prr:II:io T(eo?)p ‘ {:::) “
W Fr=4-3  100ugfml Protein A&, pHS.0:  mouse Iga (ol fa400% G400 0.377 5 150000
w6 5 0,305
w7 100 0,502
v Fc=4-3: 100ug/ml Pratein &, pHS.0: mouse IgG (x1/1600) 1600 0.425 25 150000
v 8§ 5 1.12
v 9 100 1.93
W Fc=4-3 ' 100ugf/ml Protein A, pHS.0:  mouse 1gG (x1/400) 400 0,391 25 150000
v 12 5 4.38 2
< >
View: | Sample: mouse |G [+1/6400]  Curve: Fo=4-3 E][E] Show blank subtracted data
RU mouse [gG (x1/6400) Fc=4-3 [ Zoomlack
15
16 1
14
12 §
10 1
E . — #6 Flowe: S{pliming
k] B 1 — #7 Flowy: 1000pleming
4 4
i
D 4
-2 + + + + t+ t+ + t+ 1l
-40 =30 =20 -0 i 10 20 30 40 =0
Time =
’ Help ] llncluded blanks. .. ] ’ Advanced settings.. ] ’ Met » ] ’ LCancel
BIE EDFRIC, BIE LY ZIVERD. AET A 7 VIBICKRRINETS,
Cyclett BEYA 7 ILES
Curve H—=T7847
Ligand UH> R4
Sample TF74A M
Dilution factor ARER
Flow (ul/min) B TE TR
Initial rate  (RU/s) AINFaE 75~125 B0 s WIBOEERE(BBFEINET)
QC ratio QCtt (BEEtEINET)
Temp (°C) AERE
MW (Da) NFE
D (m%s) AERE ICH T 2ILEURE (BBtESNET)
Blank used T ELTHIALTWR Y =0T LY A 7 ILES

Biacore T200
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mH, BELEERD Expand all cycles DF = v 7 &2 HNT & B TIERKRDORRNY > T IL
ZRDY R MIZEELET, V77l ryRELEELSAHRVWEYY—0 5 LTRITT 3
% EIZ1E. Use reference subtractiondata D F = v 7 %A L 9,

!

EEAE T 0. [ Included blanks.. |, 1), | T, TSIV IEERLET,

- Calibration-free concentration - Included blanks @

Include | Cycle# | Curve | Flow (pl/min) | Temp {°C) |
! + Fr=4-3 5 25
! 5 Fr=4-3 100 25
W 10 Fc=4-3 5 25
! 11 Fc=4-3 100 25

[] Zoom lack.

-40 =30 =20 -10 u] 10 20 30 40 a0
Time £
Cx J o=

oY =TT LEERL T I T —DRBACHERLEA L WT T > 7 14 BIE LEED Include
DFzv7ENLES, 777 ENVIEELSIN RS TCHLEMIEAIBEETT, 777 %)
A LAWVWEEIZIE, Include DT RTOF =y 7 &AL ET,
BB, OKZ 7 Uy 7 LET,

!
FRAMTICRIRCE 2= L5 ERLET,

W 4-18.CFCA ICHB T2 —27 5 LDOZEIREHE

CFCA TlE, YRF IV RAR—=IY I F—=vavE&EToE =77 L%@BIFICHBALE
T, UTOHEEEAE BT — 75 LEBTICFAALET,
O EFERDOMEAEE (nitialrate ( RU/s ) ) =02~15 ( RU/s )

< 02RU/s TlE, LARVYRDEFEMEWT-OREFAERIBONE T A,

> 15RU/s TIE. YA TV RAR—FYU I T a3 A+ HTlEaVWiagEsrHd Y £9,
@ QCratio = 0.2
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< 02 DHFEICIEF, SRS VRR—FY I TF— 3 oA+ TlEHY F8 A,

Include | Cycle# | Curve Ligand Sample D;:itf:' (uf}?:;n) ;:';I?:{;Ja;:) QEp:aEII:m T(?Bp (I';':‘) .
W & 5 1.12
v g 100 1,93
v Fe=4-3 . 100ug/ml Protein &, pHS.0©  mouse IgG (x1/400) 1 0,391 25 150000
v 12 5 4,358
v 13 100 7,31
Fe=4-3 . 100ug/ml Protein &, pHS.0©  mouse IgG (x1/100) 1 nd 25 150000
14 5 17
15 100 26.6 -

ATIcA B LAWY —7F Ald, Include DF = v 75N L ET,

BRLIZE Y77 LZBRAL-WIHEICIE, BEFRD
Vigw: | Sample: mouse 109G [x1/6400]  Curve: Fo=4-3 E]E]

TERLFEFT, VEZ Uy 7 L TEYY—7 T L%EEIRL £3, Show blank subtracted data
DFzy7aNTE V77 L AN EELSIZRDOE Y —0 T LEZRERTEET,
EE A T D Advanced settings =7 ' v 7 L £,

!

Advanced settings

Apply zettings to Cut range

(&) Al zample zeries

) Single sample series

| 4 LAl Remave Selection

RU
900 -

200 4 ’/——__

700

[ Zoam lack

G600

\

a00

400

Response

300 4

200 A

100 ~

-100 t t t
-40 -30 -20 -10

a0
Time 3|

’ Help ] [ Parameters. . ]
BRLIE VY-S LOEREENRTRINET,
Settings M OSingle Sample series [ZF = v 7 & AfL,

=]
-
=1
=)
M
5]
[=1

Biacore T200
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DV Yy LTH Y TLERIRT 2L, BV TV -7 5 LOEREXICE
BTEXY,

B2 TILAINEA 10 EIA O AR T 5 METOEE (FWZ7 4 > T&R) TRITL £ 9,
COHAIICTT—DRABREICLE /A XD ERTEZHEICIE. ZHBUZEBRLET,
(R 4-1958) Close 57 U v o7 LT,

Next #7 Uw o LET,

R 4-19. B P —7 7 LDOERSHIEIER

IT7—DRABET, Y =T JLAEANTVWEED L. UTOAETHEIKRLED,
NIRADERZZNZ v L, ZEOBBEILAKLZE, XTVROARZYZ KT v
L CHIBR S 2% EIRL £ 9, ILARZHERT 2581E. BLWEAZ L T7Lo Uy e
e, —OEOfENNEEICEY £,

Advanced settings

Apply settings to Cut range
O Al sample series

) Single sample series

[ sample: mouse I (+1/6400)  Curve: Fe-4.3 [Z]]

R mouse IgG (x1/6400) Fc=4-3 ] Zoom lack
18 o

50

i 3|

HEigAE )y I3 BE 7T 7HLED Remove Selection KX VAT VT 4 TIZHRY £, 7

Uy odne, BREBBLUNPBIREINETS, Undo 27 ) v 7d2E BIRAEIICEY £7,

Biacore T200
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Calibration-free concentration - Evaluation Result [Create]

Curve Ligand Sample Dilution | Meas.Conc | Calc. Conc Qc Temp MW D
9 P Factor (™) M) ratio | (*C) | (Da) | (m%/s) 1|
Fo=4-3  100ugyml Protein 4, pHS.0 mouse [g@ (176400} &40 443E-10  2.838E-06 (.37 25 150000 G5.B26E-11
Fc=4-3  100ugiml Protein 4, pHS.0  mouse I9G {x1/1600) 1600 1FI4E-09  Z.742E-06 0425 25 150000 5.826E-11
< >
RU mouse IgG (x11600) Fc=4-3 Zoom lack
0
Processing series 2 of 4 Abort femaining
60 Iteration: 48
a0 Max ielative change:
0.1254 (kd=0 002500

40

30

Response

20

—— #5 Flowe: S(plimin)
— #9 Flow: 100¢ulmin)

TR E Y £7,

IE Calibration-free concentration - Evaluation Result [Create]

[] Expand all cycles
C Ligand S I Dilution |Meas. Conc _ | Calc. Conc QcC Temp MW D
urve igan ample Factor (M) (M) ratio | (*C) | (Da) {m2/s) {
Fc=4-3 100ug/ml Pratein &, pHS.0: mouse IgG (x1/6400) G400 4.434E-10 2.838E-D6 0.377 25 150000 5.826E-11
Fr=4-3 100ug)ml Pratein &, pHS.0 . mouse IgG (x1/1600) 1600 1,714E-09 2. 7T42E-D6 0.425 25 150000 5.826E-11
Fr=4-3  100ugfml Prakein &, pHS.0 mouse IgG (x1400) 400 7.015E-02 2.806E-D6 0,391 25 150000 5.828E-11
< >
RU mouse lgG (x1/400) Fc=4-3 [] Zoom lock
300
250
200 -
— #12 Flowy: S(plimin]
150 1 N .
E — Fitted #12 Flow: S(plimin
s 100 4 — #13 Flow: 1001Amin)
50 4 — Fitted #13 Flowy: 100(pmin)
i
-a0 + + + + + + + {
-30 =20 -10 u] 10 20 30 40 a0
Time s
ot [t ) [_toe

AR T2 &, BELEICEYT Y TILOBERARREINE T,
Meas.Conc ( M ) BTICE > TEHEINIEE
V&7 )y 735 EEMNEENARETT,

Biacore T200
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Calc.Conc (M) FSHEEXR% Meas.Conc |CHNT7-BE
QC ratio QC kb
chiz ( RU?) HhA %k
SE  ( Meas.Conc ) Meas.Conc DIE#EZR =
FEFTHRESR OFHMIIC DLW TIE, MR 420 2SR L TL/ZE 0y,

Finish 27 v 7 L9,
!
LERBATHER A, Evaluation Explorer F D 7 + L X ICEBIRGFINE T,

Concentration Analysis
CalibrationFreeConc 1

12 4-20. CFCA DR #E R 0 21|

LITOREERB-LTWEIHAEICIE, BRFREREHTEET,

O h=T74vT4>YIDRIFTHD
TAYTAVIDRERSEE W=7 74 v T4V 7ICL->THEONEEDL Y ¥ —
TI7LD, AEL Y —T T LE—HLET, Chi*ED. EREDL VY —7F LD
HERDOBEEED 5% UATTHNIE, 714 v T4 v IHRIFEHIITEET,

@ SE (standard error) WEEMFEREE D 20%UT
SELEHEED 200U T THNILHED Y £ A,

Q) MITHEREEN. 05~50nM DEFENTH %
HEADESICIE. O, OQOEEIZARZI L TWTHHEREORYFEWISEELANETT,

R 4-21. 77 A ILEZDEH

Evaluation Explorer F OB 7 7 AN Uy 7 LET,
!

LEEIREET, ¥ —7HR— N D Backspace ¥ —T. 7 7 M)V & Z—EBIBRL. #T7-ICFHR7 714
WZEADLES,
l

Kinetics & Affinity
sl 100

Biacore T200
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5. AAFH/NNT X —XDE N

BN FRIEN

RNFNNITX—2E, DFRLTOEEFERA DX LETICH L TEELEREZRMEL
£ 7, Biacore Tl BANFHI/NNT X — K3, BHOBESMG CRERVEELFRRBETZ X
e 22 TEHTEEY, FEREICEITZ2HNFRI/NTA—% (AG . AH | AS )
DHEHT, BRREBICE T 2RNFEH/NT A -2 (AG *, AH * AS ) LEHT S
ENFIBETT, THEIRREICE T DT A =D 0T Z DD FRILEHNZ DR THEET 532
B, BBERRBICEITENRIA—ED 03" 20 FRENZORE THEE. BEEd 23EH"
EEWITHIENTEET,

Ble LT, HBHEREETG (BERL 2BEOLEER) OMAEFEREZRBNLET,
BEORERVENTCIE, H2RECHAERAAEZEREL, EHIN-RISREEHD
gD SHAERE ZRBOBAPLURBEEDEVEMB I ENTEET, S5I, B
NEBITORERL S IE. TRICRLAZL SIS, BER 2D AH & AS *HBFERB LN
ERE 1 DINSEFAECRESTWRIENDAY X, Thbb, TRA 2 $5H4%
MELOZERR 1 ERFBAE SRR THREERLTWE I EATRENET,

LR

= o 13°C
) 13°C 3s
x b 20°C
° 45°C

2 37°C
o

a

@ 45°C
o

AH°t ~TAS®*

00

40
50 ——wt 20
——mut 1 o 1+— - —_— [

—= a1

mut 2

kJ/mol
.|
B
>
&
: ‘
&
2
kJ/mol
88388
>
&
>
&
>
z

-100

BASM/ 5 A — R ORI EIE

MERBDBE (4BRELULE) ITBVWTR—9FEONA 37 1 2 RN A EM L. BETH
(Ko). RISEEEH (k) #EHLET,

FERAE, BRI B B RNRM5 X — R EHIIE, FNENRRESALTNE
¥, BREICHNTER LARBEEH (K). RIGREFEH (kb k) ZRALET,
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TEREBICE I 2R NFHINN T A —KEH
van't Hoff Xz 0L £, {FREICHIT 2 8EE E?ﬁ( (Ko) ZRAL., BEARTX—2%E
H U Ed, SBRIPRERNT & IR IC L Y BRI T
TR BT
AG®= RT InKo _ _
AGe= AHC- TAS® “~ / AS°/R (intercept on Y-axis)

InKo = AH°/ RT - AS°/ R

AG®
R

T
Kb
AH°
AS°®

FERRIRRAT

BHIfLF—
S[UARTE L
EIRE (K
fREEER (M)
T ZILE=Z (kJ/mol)
v haE—=2Z (K- mol)

Z4t, (kd/mol)

In KD

—AH°/R (slope)

YT

RTInKy = AHT —TAST +ACA(T—TH)—TACE Inl'rI
D T, o P i P T

o

ACy HBEZN (kJ/K - mol)

To HEERE (BERRETIE25C)
ERREICB T 2BNFRI T A—REH
Eyring RZSAL £9, FREICHITDIRISREEM (ko ks) ZRAL. BENRTA—R %
BEHLET,

k= (keT/h ) exp ( AS" */R-AH */RT )

Ink/T=AS */R-AH */RT+InkB/h

K B RISRE TS AS°/R + In kg/# (intercept on Y-axis)

ke Ly < v EH ~N

h T UEH

AS * TvbhAE—Z1 (UK - mol)

Ink/T

R RHEX e

AH ¥ Ty xLE—Z1 (kd/mol) —AH"/R (slope)

T fexhaE (K

AG" * BHIRLF—Z1L (kJ/mol

/T

Biacore T200
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5-1. 7027 7 LDELT

Toolbar @ RunWizard 74 3> ( 4y ) £7-1Z Menubar ® Run—>Wizard #7 J v 7 L9,

% Open/New Wizard Template |Z‘E]

(L] Surface Preparation

Immaobilization pH Scouting Lookc in: “:l Methods And Tenplates V‘
Immobilization
(20 Assay Development MName Tupe
Regeneration Scouting .{z" Ther madynamics
Buffer Scouting
Surface Performance

(£ Gontrol Experiments
Kinetics - Linked Reactions
Kinetice - Mass Transfer
[0 Assay
Kinetice/ Affinity
Binding Analyzis
Concentration Ana\ysls

@ Immunngamclty
Immunogenicity Screening
Immunogenicity Gonfirmation
Immunogenicity Isotyping

|~

| >

o (o]

Assay—Thermodynamics % 3R L 7%, New Z#27 U v 7 L £, UBIICT R T Z L%
Methods and Templates 7 # L X ICIRFE L TWBHEIZ. AAlO—ERICKMENET, @
L7077 LaETLEZWERIE. Openz 7 ) v I LET, BIO 7+ LEITRFINATL
7R LEETLIZVWGEIL Browse 27 Uy L, BRIOT BRI T L%ENA74 F
ICLTOopenz2Z Vw2 LET,

!

T Thermodynamics - Injection Sequence rz|

[retection Chip

Flow path: | 21 w Chip type:

[] Capture

SAMPLE
REGENERATION 1 ki=asiei i

[ Cary Over

[ Mest » ] [ LCloze
1THAI7LVGOREY -7 TV A ERELET,

Biacore T200
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5. BOFHNRTI A —2DEH 125

Detection

Flow path 215 L<IF43%ZHRELET,
Chip

Chip type MBI Y —F v THERIRLET,
Capture

TH74 bommeic, BEbLizFvy 7Fv¥—oFICHL T,

DI N T E

TEHAEICTF v A ANET, UAVFIZ, 7B—EL23H LIE7E—+EIL 4

ICF¥ ¥ 7 Fry—SnEd,
Sample
TFHFI7A FORMATY FTT

Regeneration

BENBELBAICTF v 72 ANET, HNMEKEZERLES, (1or2)

Carry Over

THEI7AMDF v ) —F—N—%HERTI58Fcv e ANET

Next %7 YU v 27 LET,

F= Thermodynamics - Setup

X

Conditianing
[ Bun conditioning cycle
Solution:

Contact time: [g]  Mumber of injections

Startup
Bun startup cycles

Solution: buiffer
Mumber of cocles: |3 v

Solvent comection
[] Bun solvent corection Mumber of injections:

Repeat after sample cycles

Temperatures

Analysis lemperatures: Sample compartment temperature:

Temperature 4 O :le?';};;\:ﬁu?:alys's

15
20
25
30
35

—1

=

tn &‘Q‘N

-]

[ < Back ][ Mest » ][ Close

Conditioning

Solution BABRKRE-ISEERDLHR
contact time H0EERE (s)

Biacore T200
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Number of injections Y| E1E
Startup
Solution BELIOART, HAFRAE CRAKROIREZTF 7
A MRIEBNCEREL X, BFIE. 7= 7gERE
FAWEY,
Number of cycles YA TNE, 3EIUALZHEREL XY,

Solvent correction
BOFAEYMH T 74 F CRERENBDERGRICF v I ANET,
Number of injections BEFEDRNERZRIRLET MY I & ITAE
HIEA WS 5 H % . "Repeat after[____| Sample
cycles" CHEE L ¥ 9,
Temperatures
Analysis temperatures BRHEEMOREZHRELET, 25CZEAFIC, 5 R
FEERLET,
Sample compartment temperatures
BTN AV =XV NOREEANLET,
Next 27 ) v o7 L£T,

Sample

Contact time; 120 2] Elowrate: |30 | [émin) - Dissociation me; | 120 [5]

[] Extra wash after injection with:

Fiegeneration

Solution: Gly-HEI pH2.5 [] High viscosity solution

Contact time: |E0 5] FElowrate: |30 [Wlémin] - Stabiization periad: | O [5]

< Back ][ Mext > ] [ LClose
Sample

contact time T7F 74 b AR 120's
Flow rate TR 30 pl/min
Dissociation time aisdn| 120's

Extra wash after injection with
T A NRMEBRICIEE LIART, 7A—EL4
DR ExRFLIEVEESICTFzv I ANET, £~
Y —F v TREICIEIANE LA,
Regeneration
Solution BEARRDRAIR

Biacore T200
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5 BOZHNRTA—2DEH 127

High viscosity solution HEOZWEAR 4T FL >/ a—LUE) os
SERLEY

contact time BAERR ORI 60s

Flow rate TR 30 pl/min

Stabilization period FRINED X— X T A Y REALEE 0s
(WEBIZISCTEHRELEY)

AN Nextz2 Uy LET,
l

T Thermodynamics - Samples @

Samples
B ‘ Concentration | Concentration |
sample id MW {Da)
n™ - po/ml -
1 antigen 11500 o 0,000
2 antigen 11800 [u] 0.000
3 antigen 11500 1.06 0.01251
<+ ankigen 11800 2.13 0.02513
5 antigen 11500 4.25 0.05015
(7] antigen 11&00 8.5 0.1003
T antigen 11500 17 0.2006
8 |artigen 1100 1.06 0.01251
B
Run order
@ Asentered () Increasing concentration
[ Control 5amples. .. ] [ < Back ][ Mest » ] [ LCloze

Sample id T 74 FDELR
MW (Da) T+r74 bODF=E
Concentration TFH74 F0EE (BfHER)

NTFELEREZANT DL, BENICELEE M &
"EBEEE ug/m'EBELET,
AN%E. Nextx 27Uy o LET,

2 5-1.Excel 7 7 AL TYERL L 7= > 7B D AN

Excel 7 7 A W THERR L 7= U > T IVIER ZB1TT 5 1214, Excel TOREFR, ¥ 7KUY O F
FRE77400 (RRFIE txt) ZFRLET, F7XYY) CREFELIZT—X%Z LELZBEE T

E, OFK—R—XbFTCAHLET,

Biacore T200
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F= Thermodynamics - System Preparations &

Frime before run

[] Nomalize detector

[ Help ] [Eycle Hunl:ist...] [ < Back ][ Mest » ] [ LCloze

BITE A 188 5 B]D Prime 3 £ O Normalize DEEZEIRL £,
!

F= Thermodynamics - Rack Positions

Reagent Rack 2 4 Position Content ES:I_TE?:;:) ﬁ‘r:lz:fa; &
3©QO©QOO 118 ankigen Sample 0 11800
R1AZ 118 antigen Sample 1] 11800
QO QO R1 A3 118 antigen Sample 1.06 11800
Z.QOQQOO R1 A4 118 ankigen Sample 2.13 11800
R1 A5 118 ankigen Sample 4,25 11800
QO QO R1 A6 118 ankigen Sample 8.5 11800
1 OZO QO R1 A&7 118 ankigen Sample 17 11800
QO QO R1 &5 115 ankigen Sample 1.06 11500
A B _C 0 F F G R1 49 113 antigen Sample I 11500
96 'well Microplate | |R1ALD 115 antigen Sample 1} 11800
R1 ALl 115 antigen Sample 1.08 11800
R1AlZ 118 antigen Sanmple 2,13 11800
? O O O O O O O O R1EB1 118 antigen Sanmple 425 11800
i O O O O O Q O C) R1E2 118 artigen Sample 8.5 11500
10 R1B3 118 antigen Sample 17 11800
7 O Q Q Q O Q Q Q R1E4 118 ankigen Sample 1.06 11800
O Q O Q O Q Q O R1EBS 118 ankigen Sample a 11800
8 O Q O O . Q Q O R1E& 118" antigen Sample 1} 11800
7 R1EB7 118 ankigen Sample 1.06 11800
3 8 8 8 8 : 8 8 8 R.1 B 115 ankigen Sample 2.13 11500
R1E9 115 ankigen Sample 4,25 11500
8 O Q Q O . Q Q Q R1E1D 115 antigen Sample a.5 11500
4 Q Q O O . Q Q Q R1B11 118 antigen Sample 17 11800
R1E1Z 115 antigen Sample 1.08 11800
¢ O O O O . O O O R1CL 118 antigen Sanmple 1) 11800
2 O O O O . O O O R1C2 115 antigen Sample 1} 11800
1 o Q Q O . Q Q Q R1C3 118 antigen Sample 1.06 11800
A B C O E F G H R1C4 118" antigen Sample 213 11800
R1CS 118 ankigen Sample 4.25 11800 ¥

[ < Back ][ Mext » ] [ Lloze ]

==
o,
b=l

BRIOERTY > TILDABERE (W) 2FRALET, RPFOY > TILE I v 7358 %
NICHSTET7y 7 EOMNBPERARTINE T, MBEREXEILANONNATILE
SOy EZTysIcEy FLET,

HE5-2. Y TILBEDESE

B TNAIEIR, LREEICYIVEDL TR CTHBNICREINET, HorLopd >
TIUIBEINRE > TWBE T L — b aEAT 25514, BIEL T D Menu—Export Positions %
RITL. Yy TIWIBEZE TRYPYDTHFIA L7744 LELTREFLETS, 2BREHZE
BL7 74 IL%{FTFE L. Menu—Sample Position Import TZ D 7 7 A L& FAAT & |
YU TNMUBLNEEINET,

Biacore T200
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HE 5-3. R—NATIhoDt 7)) v TR FE

YU TIUIEIR, A—Y > 7ILThHh-TH, AMEEs, oAl TRES NS L5 ICHE
NTWET BIRIEE—D Control Sample TH > TH. R1IAT A5 R1A12 12 12 /3 A TIL(C
DI TEY T BESICHEREINES), B—H > TILZRANA T OERLI-WEEIE
TV REFRLES,

Menu 7/ % Automatic Positioning.. = 3R L £ 9,
!

F= 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 ‘ Yial Sile | Pooling |\ First Sort By
Control sample [ Cyan - £ Column - [Bottomleft |+ | Sample |+ | Small onkent - Ascending - |n
Sample [ [ElEEE = SiZolumn = |‘Bottom left | = |'Sample | = | Smal ontent - Ascending -~ N
Startup I Crimson = £ Calumn = [Bottom left |~ | Sample |- | Small ankent - Ascending - | N
Wash [ vellow = £ Calumnn = [Bottom left |« |Reagent | = | Large + J[Content - Ascending - |h
Solvent corvection (buffer &) [l slus - £ Calumn - [Bottom left |« | Reagent |~ | Small Content - Ascending - | N
< >

T&T@#Vf»tﬁitﬁﬁéﬁﬁ%ﬁiﬁéztﬁ?%iﬁo
"Pooling"®IEH (X, BH. Auto [CH>TWLWE T,
Bl—NATIhoY 7Yy Lizwdr 7L, BEOFEFHICDOULT, “Pooling"d 7L X
YAZa—hbYes EERL, KA TEITATFTOOKETZ )y 7 LET,

723, Automatic Positioning X 4 7 A7 TIXEBXRNA TILDOY A XDERELTEDLDT, Z
NoHLWEICGL CEEREZZELET,

Biacore T200
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EjectRack =7 ') v 7 L T, Racktrayport & £9,
!
Ty bLAZERETHEAL OKZZ Uy 7 LET,
Eject Rack Tray X 4 7 0 7 H'EA U 7=#. Rack Positions ¥ { 7TA VA TD Next =7 U v 7 L
9, l

B Thermodynamics - Prepare Run Protocol

Tahoma - 10 -|B I U

|Prepare Run Protocol

* Make sure the correct sensor chip is docked.

* Make sure all samples & reagents are loaded in the rack and microplate according to the Rack
Positions setup. (Vials should be sealed with rubber caps and microplate with adhesive foil.)

* Place the buffer(s) on the left hand tray and insert the correct tubing(s), see below.
Motel Standby after run will use buffer A,

* Make sure there is fresh water in the water bottle on the right hand tray.

s [fnecessary, empty the waste bottle before start of the run.

Estimated run time: 12 h 13 min [excluding conditional statements, termperature changes and standby fow)
E stimated buffer conzumption:

Rurning buffer j j j
Al At least 200 ml

plus 65 ml/day for
standby after run

[ Help ][ Menu V] [ < Back " Start ][ LCloze ]

EARMAEEREE, JERE., KBLR 7 VYV IIBERENRTREINET,
Start =z 7 YUv 7 LX9d,

l
RELIZTVAY—=FET VL= LTRETEINEI D, Xyvt—IDFRREINET,
RIFDIHE L. Save as T Methods and Templates 7 # /L& £ 7=1% Bia Users DEED 7 # /L
FIRFLET, REFELAWVWESIE. Don'tSave Z&EIRNL £7,

l

Save Results From Run As @@

Saveir | (5 T100merud ¥ © % m-

@] mmobilzation of antibody.bl
@ |@] Irmabilization of Preeind bl
MyRecent |8 manual.blr
Dacuments pHscouting.bir

regeneration check.blr
@ regeneration check_wizard.blr

Desklop surface parformance _wizard.bl

My Documents

3

58

My Computer

‘.‘] (5 e | Themodymaics_antibody vs antigen v [ see ]
My Notwork | Save a5 type [Result il b1y v] [ cancel ]

Biacore T200
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Save in:!l SAITERER DRFLZRE L. Filename I27 7 A L& %Z AL T, Save § % &AIE
AREZ—FLZET,

Temperature Adjustment

W aiting for stable temperature.

To obtain reliable results vou should wait unkil the
temperature is stable,

Set temperature: 9
Current temperature: 23.09
Temperature stable: Unstable

REBEISESDET, LEVA Y FUARRENET, REREISET S L AENFR
SNET,

!
BITEHR T . 2B (S Sstandby flow IREEICA Y 3,
!

BET—RIEAA LT 74 IILETEBIIRFE S M. Biacore T200 Evaluation Software °H
BN L £,

HE 5-4. 7R 7 LORZEIE

Run—StopRun 27 U v 7 L ¥9,

Biacore T200

1 E This will skop the run
L

’ Help H Stop Run H Cancel

Ry AFAD StopRun 27 U v 7 LET,

Run Stopped

Finizhing curent cpcle, pleaze vwait

Ahart cycle by [Chl]+[Break]

ROTROMESAINDRT T DI THELIRTLET,
LRIAZFIARAVCTOWBRET, #/HIcT7AT 7 LERT LAVERICHE, BEO
FRIHEL, F A FOCF — L [Breakl ¥ —Z R L T,

RT L7 ES % ThF — XA Biacore T200 Evaluation Software [ {TENE 7,

Biacore T200
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5-2. 7 — XERHT

TAY—RERWLAEY RS T L T# Evaluation V 7 b7 = ZIBERICIL D EAY
ST — & IZ@TIcairBiTLEd,

% Biacore T200 Evaluation Software [Thermodynamics_antibody vs antigen. bir]

File  Wiew Evaluation Tools  Window  Help

[ H H;, |ﬂ5&nsurgram JP'Dt (] Bar Chart ‘ﬂlKinetics,l’AFﬁnity < ﬁCUncentratiun Analysis + y_.“]ThermUdynam\cs |

Evaluation Explarer I

| Remove | Eoi

B 4l sensorgrams

s Curve Name: Fe=21 E]E] Assay Step Purpose: <Dver\ay)E]E] Cyele: <Owerlay>

ensorgram
] Al sensograms RU Sensorgram ] ZoomLock
(7% Plot 40000 oam Lad

o] Baseline: Sample

-t | Binding level 35000
@ Binding stahilty

ﬂj Binding to ieference
E; Feport Pairt T able 30000 — Conditioning
- m Report Point Tabls
— Startup 1
25000
— Startup 2
20000 — Startup 3
1 — Startup 4
g 15000 —— Startup 5
-4 —— Therma 1
10000
— Therma 2
5000 — Thermo 3
L=t — Thermo 4
a — Thermao 5

R 5-5. Y7 IVERDEE

YU TIVEESSVERERR, Yy 7TILDEMAEEANIZANDH > 158 1F. BifEET
I B EIIC. Keywordtable TZE®E L £ 9, Tools—KeywordTable #7 U v 7 L ¥,
UAY REZDZEEL, AT D Edit Chip Information 27 ) v 7 L TZEBEL X7,

L Asmrmeees  Gewn e W bw -

» - - - » .~ ]
- -

- —

" e . e —
o ——

b —— ——— . - —
. Lo —— .

— — - - " e ]
. . . o

. - . o »e

" roun N ) »

‘eun A » -

- . - -
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. L . - ~ - -
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- . . .

RL——. . - =

' town . ' -

o fo— . " -
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o - .
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i 2 5-6. BIEID A

# Biacore T200 Evaluation Software [Kinetics_antigen antibody. bir]
Menubar e Uk
i bl | A | ) Sensorgram | Plot wi Bar Chart | ] Kinetics { Affinity + _+ Concertration Analysis ~ _- Thermadynamics
PeTiation Explorer 1
x| Remove [ Ecic
[ Sensararem
@

Toolbar

Curve Hame: Fe=21
RU

w0 Sensorgram window

(7)) [[%€]) &ssap Step Purpose: <averlays [F][P]|[4] Cpcle: <Overtays

i) Binding ta reference 2400

Riepoit Paint Table
m Report Paint Table
3200

Evaluation Explorer

—
Work area
Menubar TRTCOEEIT Y FZECEBEBAZ 2 —FR
Toolbar FERBEOSWMEEa~Y Y FE2T7 A4 3L L THR
Evaluation Explorer TRTCOBAET— X, BIFBEOT —XDERR
IBSensorgram BEICKVEREBELEZEYY -7 T A
piot BERICEG L7z LB — b A > b &BIOTE Y b
Baseline B> ZILARINER] D AbsResp
Binding level > FILENINEF D Baseline 7 @ RelResp
Binding stability H v TIVEINE O Baseline 7' O RelResp
Binding to reference U7 7L REILIZHT % Binding level
Work area Evaluation Explorer TER L 727 7 1 L & TR

Biacore T200
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LREICBIT BTN (K). MIGEEEH (ki) Z#EHLFT,
SHHH 1L BiacoreT200 A AGEEUINGRAAE EXNIRERESHBL T3y,

Toolbar ¢ #kmeties £#fnity % 1) o & L £ 7,

Kinetics / Affinity - Select Curves [Create] @

Select evaluation mode
(®) Single mode () Batch mode
Curves
Curve: Ligand: | antibody 10ug/mif » | Sample: | antigen w | Temperature:
Include | Cycle# Conc Flow Contact Time | Diss. Time -~
¥ {nM) (ul/min) (s) (s)

U ) o] 30 120.0 3001
v -] 1.06 30 120.0 300.0
' 7 2.13 30 120.0 300.0
' g 4,25 30 120.0 300.1
U4 9 4.9 30 120.0 300.0
U 10 17 30 120.0 300.0
v 11 il 30 120.0 300.0
' 12 o 30 120,11 300.0
i 13 1.06 30 120.0 300.1 b

RU
a0 [ Zoam lack
70
G0
50
40
30
20

£ 1o e
0 ;
=100 u] 100 200 300 400
Time E
Show concentration sefies Shiow blark(z) [] Show average blank(s)
[ Help ] [ Multiple Rmax ] [ Adjust Injection Start... ] [ Mest » ] [ Cancel

F—BE. F—Y Y 7LaDE ¥ =05 LT _TEREERRINET,

Select Evaluation mode T Single mode % =R L £ 9,
Next #z7Uv 27 LET,

Biacore T200
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Kinetics / Affinity - Select Data [Create]
Curves
Curve: Fc=2-1 Ligand: antibody 10ug/ml pHS ~ Sample: antigen Temperature: 9(C]
e Conc Flow Contact Time | Diss. Time
Edit ‘ Cycleg ‘ Curve {(nM) ‘ {ul/min) (s) {s)
' & Fc=2-1 1.06 30 1z20.0 300.0
v 7 Fc=2-1 2.13 30 120.0 300.0
' § Fc=2-1 4.25 30 1z20.0 300.1
' 9 Fc=2-1 8.5 30 1z20.0 300.0
' 10 :Fc=2-1 17 30 1z20.0 300.0
RU Blank Subtracted Sensorgrams [] Zoom lock
80 5
70 1
B0 1
a0 1
40
30 1
-
20 1
10 1 "
04
=10 + + + + +
-100 o 100 200 300 400
Time 3]
[ < Back ] [E Affinity > ] [IQ; Kinetics » ] [ Cancel l

BEODODE Y —7F LA,

TIvoE LT 2 =4

ZLhuELIANET,

Kinetics #7 J v 7 L 9,

Kinetics £ Affinity - Fit Kinetics [Create]

Curve: Fc=2-1

Add Fit

Ligand: antibody 10ug/ml pHS

Sample: antigen

Temperature: 9(°C]

Madel: | - 1:1 Binding

8|

Parameters...

Fit

RU
80

70 4

B0 1

a0 1

40 1

304

20 4

T

-0 t

-100

100

Time

200

300 400

k=

Model:(_, 1:1Binding Z:# IR L £9, Fitz27 U v 27 L X9,

Biacore T200
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Kinetics / Affinity - Fit Kinetics [Create]

Curve: Fc=21 Ligand: antibody 10ug/ml pHS  Sample: antigen Temperature: 9[°C]
Add Fit Current Fitz
Maodel: | - 1:1 Binding w 1: 1:1 Binding Description:

Fit ’ Delete ] [ Toolzs

Response
b
o oo

|Cyele: 9 antigen 8.5 nt|

-100 0 100 200 300 400

Quality Contral | Report | Residuals | Parameters

O Finetic: constants are within instrument specifications.

O Finetic constants appear to be uniquely determined.

O Mo significant bulk. contributions [R1] found.

° Check that senzargrams have sufficient curvature.

° Examine the residual plot. Pay attention ta systematic and non-random deviations.

< Back ] ’ Finizh ] ’ Cancel
Finish 27 ) v 7 L%,

!
FERERITIE R AN Evaluation Explorer 1D 7 # LA ICEBIRFESINE T, 774 LEAIZEH
MICH > TILVEDNEAENET,
CORRTIE, AEREZZEAS ST, B—Y Y7L TCRKOEREZIT> LD, EORE
ICOWTORFERLR—T7 74 LE (P TILE) TREINE T, BELZEITS 729
CORRT77ANKEERBT D2 HRELET,

HE 57 77 AILEZDEE

Evaluation Explorer PO BRI 7 7 ALz Vv 7 LE T,
!

Klnetlcs f i |n|t§.f

FEORBET, F—K— F®D Backspace ¥ —T. 7 7 A L& &= —EHIRL., F/l-ICHFHE7 74
WZEADLES,
l

Kinetics & Affinity
A1 10G

Biacore T200
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FERIC. BIOBREDRAET —XICDWTHEITL X7,

Toolbar ¢ #kmeties £#fnity % 1) o & L £ 7,

Kinetics / Affinity - Select Curves [Create]

Select evaluation mode
() Single mode () Batch made
Curves
Curve: Ligand: | antibody 10ug/mlp v | Sample: | ahtigen v | Tempergiire:
Include | Cycleg Conc Flow Contact Time | Diss. Time 1 i
% (M) (ul/min) (s) (s)
'd 5 30 120.0 300.1
U 3] 1.06 30 120.0 300.0
L' 7 2,13 30 120.0 300.0
' g 4,25 30 120.0 300.1
' 9 8.5 30 120.0 300.0
'd 10 17 30 120.0 300.0
U 11 u] 30 120.0 300.0
U 1z o 30 120,11 00,0
v 13 1.06 30 120.0 00,1 b
RU
aa [ Zoom lack
70
=]
a0
40
30
20
T e —
o e T
04 " " ' "
-100 1] 100 200 300 400
Time 3]
Show concentration series Show blank(s] [] Show average blank(s]
’ Help ] ’ Hultiple Rimax ] ’ Adjust Injection Start... ] ’ Hext » ] ’ Cancel ]

Temperature AR =% 27U v 7 LET, BEAZLEL, RIGRETEH (koke) ZEHL F
ER
l

FRTDBEICD WV TRITIE T#. Toolbar 0 <1 ermadynamics 4 7 1) o, & | £4, HEIHYIC

PRENIERN T — 7 ILICEREINET,

Biacore T200
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Thermodynamics - Select Kinetic Data [Create] @

Impart Kinetic: and Affinity Evaluations

Ligand: Sample: |antigen V‘ odel: |1:1 kinetics/steady state affiniy v‘
Import Evaluation Temperature [*C] A| Model | Drescription ka [1/4dg] | kd [1/5] | KD k] |
v antigen 9 3 1:1 Binding 1.227E+6  5571E-4 4538E-10
v antigen 16 1611 Binding 1.105E+6  9.426E-4 8.534E-10
v antigen 23 23 11 Binding 1.383E+6  203BE3  1.473E9
W antigen 30 30:1:1 Binding 1.901E+6:  4B89E-3: 23999
v antigen 37 37 11 Binding 2208E+E  9B44E3 4270E9

(Crecka ] [ncheck.ai ]

[t ] ([nee> ] [ cocel ]
Import #F = v 7 L. Thermodynamics ICF]Bd 27— X %ZHEIR L £J, Check Al %7 Y
vIEBTHE BT —ZNERINET, Next#7)v 7 LET,

1

X

Thermodynamics - Overview [Create]

Thermodynamic Dverview M KD
Evaluation Temperature [*C) A| Deszcription | ka[1/Mz] | kd 1 4589 v
artigend g 1227E+6  G57IES -9
artigen 16 16 1.105E+6 9.426E - 3.5e-9 1
antigen 23 23 1.383E+6 2.038E- .9
antigen 30 a0 1.9ME+E 4.559E- a5
X Se-9
antigen 37 a7 2.2R8E+E 9. B44E - a ¥
= Zedq
1.5e-9 v
1e-9 1
v
Se-10 - v
u] t t t t t t i
5 10 15 20 25 30 35 40
£ 3 | Temperature e
1z ka e kel
24ef - 0.01
v
2266 ¥
Se-3
286 1
v
1.5e6 Be-3 1
k: E v
1626 1 403
1.426 -
2e-3 ¥
1.2ef 1 ¥
¥ - ¥
1e6 + + + + + + i o + + + + + + 1
a3 10 13 20 25 30 33 40 3 10 15 20 25 30 33 40
Temperature oz Temperature o)
[ < Back [ Mest > ] [ Cancel ]

BEICNT 2BHEH RICREEHO 7 Ay MARRINET Next =7 ) v 7 LET,

Biacore T200
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Thermodynamics - Results [Create]

Calculated Thermodynamic Pargmete 0l want Hoff
Fitting function [van't Hoff): 197
Fitting function [Eyring]: 195
=20 4
Parameter Name Parameter Value SE )
e -20.5 4
AH [kl fmal] 57 15 i
A5° (/K mal]] -5 5 L
TAS” [kl mol] 74 N, o151
AG* [k fmal] -0 VRS 22
ALp" [l AR mel] 0017 b3z 32e-3 32523 33e-3 335e-3 3de-3 3453 3503 3553 3623
AH ass. [k)/mal] 16 45 T .
8577 asg, [JAK mol]] 73 13 Parameters:
TAS*t ass. [kd/mal] -22 MAA v | |Chi*=0.9330
1Mk Eyring, a=sociation sk Eyring, dissociation
9 A0
G891 ¥ -10.5
8.8
-1 4
87 T sl
g 5 E '
T 85 ‘g 12
84 | M v 1257 v
8.3 137 -
¥
52 + + + + + + + | -13.5 + + + + + + + |
32e-3 3.29e-3 33e-3 33%e-3 34e-3 34923 3.5e-3 3.55e-3 J6e-3 3.2e-3 325%e-3 33e-3 339e-3 J4e-3 345e-3 35e-3 35%e-3 F6e-3
1T 1 1T 1
Parameters: Parameters:
Slope = -1887 [1/(Mz]) Intercept = 14.92 [1/(M2K)] R =0.7968 Slope = -8786 [142] Intercept = 17.87 [1/zK])) R =0.9907
[ < Back [ Finizh ] [ Cancel

o, RN (Linear) Z 7- I3 FERRFAENT (Non-linear) Z#BIRL £9,
BIRL BT FEOREARRINE T,
TRTOBMNPZHINT A=, ELEOT—T7IVICRRENET,

Fitting functian [van't Hoff]: | FYyeemem
Fitting function [Eyring]: Linear
Farameter Mame Farameter '/ alue SE -

AHT [k Amil] 57 15
A5 LK mal)] -2h 5
TAS [k Aol 7.4 Mit
AGT [k Amnol] -0 Mia
ACPE" [kd K mal]] 0.7 naz
AHt aze. [k fol] 16 46
A5t azs [JAK mal]] 73 15
TAS™t azs. [kdmnol] -2 M 3

Finishz7 Uy 7 LZ%d,

L ERREMTHE SR (X, Evaluation Explorer @ Thermodynamics 7 # L X (ZEINENE T, 7 74
LVAIZEBICY Y TV RAINE T,

Thermodynamics
. antigen

Biacore T200
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6. e+ 74 bDEYX

BERLEUHY FICHLTHELETF 54 F2EINL £, BARRERNL, BH
SNETFIAPEIERT LS ICLTIRELAAA PLICERL £7, 1 OERNEE I
BEZ 20 TF, HRE CEIRT 270101k, TF 54 b OFMEH & BINERD &M HE
TrulES,

774 b ORINEE

TEHRITEREDT 74 FZ2AVWEAEN1EDOHRMTEYERLLLTF 74 BN

THZENTEET, FITERAMEOEETIETF 74 MEEANBIUEKRICKECEELE

T, MBEZHEDT7F 74 bOFMTIK, £ Y —F v FRE~NFEFEABRENIEL T <.

BN FUNDDFHENREINET, TOLIBRBEICIE. FREXRE2SH T CEBENR

%%fﬁ%ﬂéﬁé@&mﬁaﬁ%%tﬁ DEF, £/ 1 EICEININIEIHETHS7-0
BEN O, FAERERYRLESEINABDENHERT 2HELNHY £7,

EUER
BERBRPEWARERY FT, BETERIINE, 7H 74 b E2RNRTEZEMNTER
WDT, Hoh L, ~ZaT7LAETHEERGZRFLET,
BEOWMICENY > 7L e BEFHLIACHE L. #Vfwéﬁﬁkﬁé’tﬁﬂ%TTo
BEEEORII EELIZTT 74 M2BETIDIEL TWLWRIHENE < BAPURRIC 0.5%
TFA X° 0.1 %BFEEZ FIA I NIL, BURY > TV AR BEEEDNT CHRITT 22 &N TEE
T, BENMTDOEIC ZipTip (Milipore) RED~Y A 7 AWMEH T L THET 25521, [H
PIOskE LT, 7IAYUAR (B0mMNaOH & &) HERTEET,

BN ET D FEEA R

MEERAEROREERICIZ. BESTZAET 2% (F; NaCl, Surfactant P20, DMSO,
UV@%@ﬁaa)ﬁ%<§iﬂ1wi¢ B > TIVBERBAD, TNHDHHDIE
AEIZ D=2, TFH 74 FHFMNERICE Y —RACHRBEEZXFTIHLENHY £ 7,
ZDFEEARE LT, r&mij/% WAQKWE%ﬁ@%@ﬂW%Dbﬂ$T

Biacore T200
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6-1. 707 7 LDELT

Toolbar ® Run Method 74 1> ( £)) Z7-1% Menu bar ® Run — Method % 7 1) v 7 L

Y,
!

T Open/New Method LB

Look in: [ Methads And Templates |
Name Type Wodified
(EBiacore Methods
[ Show impertable wizard templates New. [ mpen. | [ Carcal
. S |
\
Biacore Methods # X 7 IL7 U w7 L £ 9,
T Open/New Method
Lookin: | (] Biacore Methods
Name Type Wodified
[ Aty in solution Method Buider 3/28/2008
[ Calibration Fres Concentration Method Buider 3/28/2008
B GST Kinetics Methed Buider 3/26/2008
B Iiect and recover Methed Buider 3/28/2008
5B Kinetics heterogeneous anabte Methed Buider 3/20/2008
L1 iposome capture Method Builder 3/28/2008
ELMW kinetics Method Builder 3428/2008
EALMW soieen Method Buider 3/28/2008
IEANTA kinstics Method Buider 3/28/2008
15 Single-cycle kintics Methed Buider 3/26/2008
[ Showimponable wizmdtemplates | New. | [_Open. | [ Cancal

Inject and recover /N1 Z A4 MIZL, OpenZz 7Y v 7 LEd,

!

Method Builder ® Main ¥ 4 7 A7 HMERREINE T,

Overview BEEICIZ A Y v REEDEZRTFEEANRZRENE T, UTICEREBHICDWTEE
L £9, 5l BiacoreT200 HAZEEIKIAAE EARRIERZSE L T2 0,

Biacore T200
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Method Builder - Main

General settings

Concentration unit = ng/ml

General Settings surface conditioning Drata collection rate = THz

L |

Sample compartment temperature = 25 *C

[Conditioning] Conditioning 3times as entered, Dietection = ull

%

Inject and Recover
Cycle Types [Sample] Inject and Recover 1 time as entered. Settings for assay step "Surface conditioning”

Temperature = 25 °C

WVariable Sgttings Buffer = 4,

Settings for cpcle type "Conditioning™

- Regeneration 1: 0.5% TFA, 30s
- Repoit points

[ cawrn |

[ Ewpandan | [ Colapseal |

[ Help ] [ Save ][ Save bz, J

Generalsettings @7 v 7 L £,

Biacore T200
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T Method Builder - Main

=d® @ O

General Settings f{ Data collection rate Detection Sample compartment kemperature
|1 v| Hz ‘Multi [ wary with analysis temperature
Agzay Steps
L= ]
Cpcle Types
L ]
Variable Settings ‘ Miscellanaous settin
— uffer setiings

Concentration unit

[ oicain_|

A Running buffer

B
C
D

[ sctobun |

After run

@ [ Specify analysis temperature after run: l:l

Coe ) (o ] [ooene ]

@D Data Collection rate
1Hz &R L £9,

@ Detection
Multi Z3ERL £, REDPEENA, 1. 2. 3. 4ITANET,
(® Sample compartment temperature
Yy 7nav—txv ORE (4~45C) ZRELEY., BEIE 25C,
@ Concentration unit
Ty AEEBEL THWSREEMAEIRLET,
(® Buffer settings
ERIL 7= IREEREEANDLET,
® Afterrun
Fryv sz ANTELE, DAEMRT LI2RICE Y —KREDORENEE L7:
BEICEBEEINET,

RIEH. AssaySteps =7 v o L £,

Biacore T200
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Tez Method Builder,

Overview

Surface conditioning

General Settings [Conditioning] Conditioning 20 times as entered,

L =hee
|2 Copy
AssapSteps | L2 Inject and Recover
I
L |
L= ==

i

[Sample] Inject and Recover 1 Hime as entered,

Cpcle Types
“ariable Settings

f tove Up

‘ tove Down

Cyele Run List...

Aszay step propertiss
Base settings: Recunence

M ame: |Surface conditioning [] Repeat assap step withir

Purpose: |Condilionimg Eeem o
EEC']QT;;;? |Condilionimg Distribute oCoumences sverly

Fiun azzay step once firgt Fiun azzay step once last

Aiszay step preparations artier of replicates
Temperature: & times
Buffer: @ Asertered 1.231.23)
O Order (11,2233
) Random

T T

Number of replicates
Times ARX—=bT7y 7TORNERHBZEEL T, 3EULEZHEL £,
1
Injection and Recover Z 7 U v 7 L £9,

Biacore T200
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s Method Builder - Main

Overview
L —— |

surface conditioning
General Settings [Conditioning] Conditioning 3 times as entered.

1

AssapSteps {3 L Inject and Recover

[Sample] Inject and Recaver 20 kimes as entered,

L— - ]
L =
Cycle Tvpes
L )
Wariable Settings
L= o= - )
L <

1

Cycle Fun List...

Aasay step properties
Base settings Fiecunence

Mame: |Im|ect and Recover [] Repesat assay step within

Purpose: | Sample Ewemny cycle

Connect to

| Inject and Recover Diztibute ooCumences evenly
cycle bppe:

Run assay step ance first Run assay step once last

Aasay step preparations ArtfEr of replicates

Temperature:

Buffer: (@ Asentered [1,231,23)
O Order (11,2233
) Random

[ Help ] [ Save ][ Save bz, J

Number of replicates
Times EURY A 7L OEFEREZE AL £9,

CycleTypes 7 U v 7 L. REMEICEEL £,
!

Biacore T200
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Inject and Recover 2 7 Y v 7 L £9,

F& Method Builder - Main

o Description of selected cycle tvpe
Inject and Recaver The "Inject and Fecover" cycle lype regulates sample injection, washing of the
General Settings Condme fluidic system and recovery of the material that is captured on the senzor

surface.

“within one cycle, the sample injection and recovery sequence can be

Azzay Steps repeated up ta 14 times. The tatal sample volume [maximum roughly 90

microliter] will be equally divided over the number of repetitions

Mote that salts and detergents [present in recovery, deposition, wash

Cycle Types ’ solutions and running buffer] can reduce sensitivity in mass spectrometric [MS)
analvzes on the recovered sample.
Wariable Settings

Comraands | Repert F’o\nls‘
/4193 for InjectdndRecover 1
Sample salution: ‘ Sample Method Variables

Set property as wariable
Contact time: (5]

InjectindRecover 1 L] S anple sc.tion
[u/rnin] [ Contact time [¢)

Flow rate:
] Flow rate [lémin)

@ Flow path: 1.234 [ wash solution
[ Recovery solution

Wash solution: 0.5% TFA [[] Depasition solutian

[[] Depasition salution volume

Recovery solution:

Incubation time: (2]

Deposition solution: .
Deposition solution valume: [

Mumber of repetitions:

[ Help ] [ Save ] [ Save bz,
Sample solution Z 4 b DEFR
Z 4 FAMERE (s)

7T
7T

contact time

122

Flow rate & (ul/min)
Flow path 1,2,3,4, ZEARA,
Wash solution THZA MRMBEID 7 A—3 AT LDFEFER

Recovery solution - aTIIAE CERERET LE-BERREADLET,
BEUERIE. 7= TREREDERZH 72O
IT7—t I X b ZETATZ7A—RILISHRMENE
T Z7A—BINICHELALEIATRRIZOICEY,
B (Incubationtime) 9B Y 9,

Incubation time EUCEROEMER () Z AL X,

Deposition solution EUNAREPIT 2EEREADLET, £/ VU
Tore AT T —EHLERARETT,
T 74 FARMENC BRE E BN, TIVICKRERE
NEBEMELET,

Deposition solution volume RAARODEE () ZEELET,

Number of repetitions 19 A4 7O - BEINEHZADLET, &mK10
[ % CrRIfETY, ENEZRELZWVGEICKELET,

Biacore T200
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Conditioning Zz 7 U v 27 L £9,

Tez Method Builder, - Main

Cycle types Description of selected cycle type
T

Irect and Recover MHew Canditioning of the surface is performed by injecting a regeneration salution,

General Settings Conditioning Thiz golution is the typically the same as the solution used to recover the

Delete material captured on the sensor surface.

[0.2-1% [wdv] trifluoro-acetic acid [TFA), formic acid or acetic acid).

Agzay Steps Typical recovery solutions that are MS compatible contain mild arganic acids
OpY

“ariable Settings

Commands | Repart Points |

or Fegeneration 1 \
‘generation solution: |U 5% TFA Method V arishles
. a Set property ags variable
Regeneration 1 Bt e - I O Hegener..atlon solution
S Flove rate: [ulérmin] [] Contact time [s.]
] Flow rate (ulmin)
1

(8]
E] Flow path:

L= ]
Cpcle Types >

L

L = - ]

[] Predip
[] High viscasity salution
[] Estra wash after injzction with:

Stabilization period:

T T

EURY A 7 LIRS —Fy FOaA T4 az v &M ERELET,
Regeneration solution BAEBRRZEANDLEY

contact time IR (s)
Flow rate iR (ul/min)

Flow path 1,234 ZFIRL 9
SetupRun =27 U v 27 LET,

T Method Builder - Detection

Detection

Flow path:

[ Help ] [ < Back ][ Hext > ][ Cloze

Flow path: 1,2,3,4 2 FIRLFT
Next Zz7 Uwv v LEd,

Biacore T200
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Z A ~DEYR

T Method Builder - Cycle run list

X

Cycle

Assay step name |

1

2
3
4

Surface conditioning
Surface conditioning
Surface conditioning
Inject and Recover

[ Help ] [ Overview H Frint

]

< Back

][ Mext >

J |

LCloze

BIEYA 7L X EARRENE T,
Next #7 w27 L%,

!

T Method Builder - System Preparations

Prime befare run

[] Momalize detector

=]
=]

x]

[ < Back ][ Mext >

J |

Lloze

BITE AR D E]D Prime 3 £ O Normalize DEMBEEIRL £,

Temperature settings

Analysis temperature

Sample compartment temperature

Next Zz7 Uwv v LEd,

Biacore T200
AAZEEIREGAE
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T= Method Builder - Rack Positions

= Yolume
Position Content Type
(ul) i

R1D1L Empty  Recovered sample, min, capacity Z0p Sample Deposition

O OHO O R1F1 B19 0.5% TFA Regeneration
RiF2 521 0.5% TFA Wash

8 H

1 i

0 OWO O Q RIFS 427 S0mM NHAHCO3 Reagents

0 O O ) OO
OO O :
40 O O O O.
SIS
00000
00000

[ <Beor J Hews J[ Cow |
AHOEXRTY Y TILOMEBELY Y TLE (W) ZBRLET, KFOY > TLEI Vv IT
BEXZNICHIST BT v LOMBENBRARRINET, MBEECAEZHERL AN /A
TLELOY YT LEZyoiIcy bLET,

Biacore T200
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B—NNATIHhoDHY 7Y v TETFE

YUTNIER, A=Y 7L TH->TH, FMEEKS. MILCEESND L5 ICHEE
NTWET BIRIEE—D Control Sample TH > TH. R1IAT A5 R1A12 (2 12 /341 T ILIC
DI TEY T BESICHEREINES), B—H > TILZRANA T OERLI-WEEIE
TV REFRLES,

= 060327 Thermo — Rack Fositions

N

| Reagent Rack 2

SQ Q R1 A2 f 148 Negative cnntrnl Contral sample 40
. OQO R1A3 148 Negative control Control sample 40
3 R1 A4 148 Negative control Control sample 40

QO R1 A5 142 Negative control Control sample 40

R1 A6 148 Negative control Control sample 40
! R1A7 142 Positive control Contral sample 40

R1 A8 148 Positive control Control sample 40
|95 Desp Well Microplate J R1 4D 148 Positive cantrol Control sample 40
R1A10 148 Positive control Contral sample 40
R1A11 142 Positive control Contral sample 40

@000
el elew
OO0
O
O

R1A12 148 Positive control Control sample 40
R1B1 148 Analyte A Sample o
R1B2 148 Analyte & Sample 160
R1E3 148 Analyte A Sample 10
R1B4 148 Analyte & Sample 20
R1ES 148 Analyte A Sample 40

el 1 e
gol I 1o

D0
00
olY;
Q0
00
oLV
OO0
D0
D0
OO
D0
50

=00000CO00000

TOe0 R1E6 142 Analyte A Sample a0
148" Analyte A Sample 160
R1E2 142 Analyte & Sample o
: O . . . O R1EB9 148 Analyte 4 Sample 160
& O . . . O R1E10 142 Analyte & Samiple 10
100080 o | ewes _see :
nalyte ample
! O . . . O R1C1 148 Analyte & Sample 80
! O . . . O R1C2 148 Analyte A Sarnple 160
A 8 c D E n1 AN kb [aRrera n %
>
Help m | < Back et > Cloge I
A\ Z A

Menu 7" % Automatic Positioning.. = 3R L £ 9,
!

F= 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 ‘ Yial Sile | Pooling |\ First Sort By

Control sample [ Cyan - EColumn « | Bottom left [+ | Sample [+ | Smal ‘ontent - Ascending s
Sample [ [ElEEE = EColumn ~ | Bottom left [« | Sample [« | Smal ‘ontent - Ascending -|n
Starkup I Crimson - & Colurnn = | Bottom left |- | Sample |« | Small antent - Ascending - N
Wash [ vellow - £ Colurmn » | Battom left |+ | Reagent |« | Large + Jcontent - Ascending -
Solvent corvection (buffer &) [l slus - £ Calumn - Bottom left |+ | Reagent |+ | Smal Cantent - Ascending - |in
< >

L:T\T&Tmﬂyfwtﬁﬁtﬁﬁémﬁéﬁiﬁéztﬁ?%iﬁo
“Pooling"MIEH X, BHE. Auto ICH->TWE T,

B—/NA 7 wﬁb#/7u/7ttu#/7» AFEDFEFIC DL T, "Pooling"d 7 ILZ
YAZa—hbYes BEIRL, KATATATOOKEIZ Yy LET,

7% . Automatic Positioning X 4 7 A TIZEPCNA TILOY A XDHERFEHTESLDT, Z
NOHMBICSC TCEEREXZZELET,

Biacore T200
BAABEIKkIGAE




6. EETF+ 74 boEIR 151

EjectRack =7 ') v 7 L T, Racktrayport & £9,
!
Ty bLAZERETHEAL OKZZ Uy 7 LET,
Eject Rack Tray X 4 7 0 7 B U 7=#. Rack Positions ¥ { 7TA VA TD Next =7 U v 7 L
9,
l

= Method Builder - Prepare Run Protocol |;|@®

Tahama x 10 - B I U
Prepare Run Protocol

* Make sure the correct sensor chip is docked.

* Make sure all samples & reagents are loaded in the rack and microplate according to the Rack
Positions setup. (Vials should be sealed with rubber caps and microplate with adhesive foil.)

* Place the buffer(s) on the left hand tray and insert the correct tubing(s), see below.
Motel Standby after run will use buffer A,

o Make sure there is fresh water in the water bottle on the right hand tray.

* [fnecessary, ermpty the waste bottle before start of the run.

Estimated run time: 56 min [excluding conditional statements, temperature changes and standby fow)
E stimated buffer conzumption:

j Buffer & j } }
1Al At least 100 ml

plus 65 mlfday for
standby after run

[ Help H Meru V] [ < Back " Start H Close ]

HEAWAFEEE, AEHE., BRI Vv I/EERENERRINET,
Start 7Y v o LFEd,

l
RELIZAY Y FZT Y7 L— b LTRETEZINEID. XAvtE—IPFRRENET,
RIFDIHE L. Save as T Methods and Templates 7 # /L& £ 721% Bia Users DEED 7 # /L
FIRFLET, REFELAWVWESIE. Don'tSave Z&EIRNL £7,

son B
Savein: | 5 BialUseis v od @

Cfeerise)

(CMethods and Templates

My Recent (Cnakayama
Documents () T100 dema file

S T100manusl
@ [y Templates

Desktop

My Documents

-

58

My Computer

«. Fle name: |Kinetissatfnity -1.1 neraction bme: v e ]
MyNewak  Saveasiype | Bizcore T100 Evaluation Fls [*bme) v [Comes ]

Biacore T200
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152 6. #£ET7F 74 FDEUR

Save in:!l SAITERER DRTFLZRE L. Filename I27 7 4 L& & AL T, Save § % &AIE
NRE—FLZET,

!
BITER T, &L Standby flow JRAEICAR Y 3,

R 62 YO0 7 LDERE=L

Run—StopRun =7 U v 7 L £,

Biacore T200

! E This will skop the run
L

[ Help H Stop Run H Cancel

Ry 7 AFAD StopRun =27 1) v 7 LET,

Run Stopped

Finishing current cycle, please wait

Abort cycle by [Cll+[Break]

T L7=F & £ TDT — X H' Biacore T200 Evaluation Software (CB{TI N F 77,

Biacore T200
BAABEIKkIGAE
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774 boEYR 153

Bt Y —2F LA

RU

42000

41000 4

40000 4

39000 4

3&000 4

37000 4

36000 4

32000 4

34000 4

33000 4

32000

[B]UY > 5T

1000 RU 159 1 ng/mm2 OBEZTALICHEE L £,
EUNIRERR T4 60 #7210, AL AV X (bound) ZAEXIE O & LT

TA—Y R T LD

Tﬂ‘a/f |\7\J\\jJD tﬁ‘xx/ '\
—>

A

v

-__—_-_A—

el

F‘i

200 300 400
Time

a00 Q00

B L2RERL R

K> Z (recovered) HBEHLNET, 42D 7 A —L/ILDOEBENEEHIHK 5.8 mm2 DT, 7]
ng EURTE A EHAT 52 EHTEET, BUINL A R4, BEHBRO L F— bA
YT =T ESBL TSI,

Time | Window | AbsFesp |

SD| LRSD | Slope | FelFesp | Baseline | Id

il el e

440.0 5 402182 053 0.60
6200 5 41179 4904 0.0g
g25.0 5 4mos7 23803 19927 8433

baseline_1

i =
recoverad ]

Biacore T200
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154 7. REEMRE

7. R RIEEER

ANEDEBR RV ARVBICIbEIND &, RELENRIY £9, EFEICEKTIN., BE
ENFR VNI BRERTH, BERZIV/AJBE L THBREIN, BERADHET 2006
DELEZFIZERITHLELNELTA, TOLIBRINBITEENRZETIE, HHICLE-
TIEEBICRbIRERICZERELET, 0. 2/ ERBEEORAREICE VL THEY
A (Anti drug Antibodies: LU ADAs K BE L £9) OBIEIXBHFOMBEEBERE R->TWET,
Biacore T200 % FU 7= ADAs D& H Tld. Drug-ADAs &A% — Y (C RS L 7o RRE THIE
9 % Merged Inject /& & 7= 1% Double Mix ;7 EZ fEf 9 5 Z & T.ADAs Z aREICHRHETE £,
MAICHFEET 2EYDOREC, FUEDT 7 14 =7 14 — BRI <. REMZ ADAs DI&H %
T52eENTEET, B, RERUERBR X —LE LT, BEEICLDEBIEOHES
HER. ADAs DT A1 Y XA TDETERER. ADAs DE (FEAREM) OmMRag»"H Y
£,

Merged Inject j&

Drug - ADAs &R A EeMEIL 9% Z & T, ADAs 2 EYh oEEt S /=%, BY (U AV K)
ZEEM L2770 —EILITRNZERIC, PFAARERBE L TY v 7TILAERE R,
NI 2HETT, 7A—EIL 1 B0 7A0—C/L 2 Z2BEICHIAREEELETD
T, UAYFIE70—wIL3ICEAENL £T, ADAs DIFEARELR, PRk, EYeR
PCEREET 255 1E. Merged Inject EFDFAAEHEE L 7,

PHER Merged inject
BEMR R e O
BT RS T wOREWE
B JO-tILA
BMiLLE wes
H 7
mEs 7L pH2-3
- B L2 Y Y T I

1. Merged Inject JAD A X —2

Biacore T200
BAABEIKkIGAE
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ML/t b7 BRIEE/ P
BS 5L ME{b/ i LB
10 400
L
i o] § 300
5 g -
i §
2 a0 5 200
3 ‘\ 3
T )] ‘*——HW
T o0 e 2 1o
4 = g - =
R e ——— ]
40 : . 0 T .
0 1 a 100 1] 1 10 100
ZF8) (rituximab) {ug/ml) o (rituximab)  {ug/ml]
+ Anti-ritidirnab 0 uginl in serum = Anfi-ritedrnab 025 ugiml i serure + Anti-rituximab 0 ugdmlin serum m Anti-rituximab 0.5 ugfmlin serum
& Ant-rituirnab 0.5 ugimlin serurm e Ant-ritimak 1 ugiml in senm & Anti-rituximab 1 ugdmlin serum » Anti-rituximab 2 ugfmlin serum

X2 B> 7ILhOEYEEZIZE TS ADAs X3 B> IR OERYEEEICE T S ADAs
OFEEEOE (BME/FMHE L) DOIEEGEOE (BBHE/FEHY)

Double Mix J&

Drug - ADAs EAakE~ A 7 A7 L —rD7 zLAT, BB LOFMEICT7A—tIL(IC
WINE 555 TY,ADAs DFEERENEL . FHERICERET 2 £ THE DD 2HEC.
BB d 2 2 & TEYDBIR I N, EEEFRDOAIEEEA R L 5E X, Double Mix ;& HYF
TZE9d,

EERF
B —Fv 7 EEEZHRL CHEFERSE ZERT 5728, Sensor Chip

CM5 DIERAHEL £,
Ay FEEFE EEEAHERTEID. 7IvhAy T vk aw#E L9,

BE{7oO—tL Merged Inject ‘5 Z EEA T 2B Tld, Fe3 £ 4 ICYU B> FZEE
L LTLEE W, (Fea Tl ADAs EFRAIEHE L TREAET
TBRIENHBID, Fe3 TOHEHEL £9,)

Ay FEELE ETEHENZWEERBRREN LMY £9, 150kDa IZED D F
ETHhnIE. 7,000 RU~15000 RU DEIEIEZ#HEIEL T L
LY,

D7 7L Y RADELRIE YU 7TIURNMEBEOREL ARy RB LU BEEE CIHET 57
HMEHY FHA, FEL. LT —F v IREAANDIEEEDN

Biacore T200
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156 7. REREMRE

I v TEER

B TILDOFTALIE

FERF R IRE DR

avhka—IJLgr 7L

Efil
X
RS
[l

Biacore T200
BAABEIKkIGAE

RE#EFBT D00 T Y FTIVILEBALETT,
HBS-EP+Z X L £ 9,

EBOERIE T ANLE=PBICE 2TNBERD DBREDIVHETT,
(Merged Inject E=AFERAT 2HBEICIZMBIIFRETICERAL
9o )

MEY > 7k, MEFOTMY N Y —F v TREADT ¥
AT VISERENREL X7, FHFENREZERT 575

7F¥ X k7> (NSB Reducer ; 3— R&S BR-1006-91) %~
TIVAERBRITEEG L TL7Z& W (Merged Injection &= TIEZNENE
WroEALEFEA), REBEDBEZRIE 1 mg/mL TF, HBS-EP+
7 REERE L TERL TUOWAEWSGEIZIEL, HBS-EP+IC
HE T 2EEDE (150 mM NaCl), FESEMEH] (0.05% Surfactant
P20) ZRAL TLZE L,

FAT47aAvbO—LE LT, EYPEREINTLAVME
%ﬁn\iﬁs:ﬁyi%f7:>/%u—wvttf':%ﬁ?w@f:y
fa—LCiEERINLZbOEFEVNE T, BYIRLEITEICEK
BUHY FORENEETLBHEY Uﬁ/hmwﬁ%im%
BENRETVWBRIGEICIE. ZNODORFICOVWTRAT 4 7 3
vhO—LBLUORY T Ty b —ILOBEEEEFAL T,
BREDHEEEABET DI ENTEET, MIETH7-DHITIE 1
BEICO&E 4B, OV FA—ILOBAIEEEEL TLAEL, &
A4 72y bO—LELCRY T 7arbao—ILix 1 &S
HNIE+HTY

T 2IFFERNTRAEZIHITE 578, Analysis temperature 5 &
U Sample compartment temperature |&L VS $H 10°CZH#EE L &
e

DFINE £ O Double Mix &z {EMAT %8IE TlL. Analysis
temperature |3 25°C s Sample compartment temperature (& 10°C
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BRI - PAAR

BAESN

FEiEEE

THELET,

7272L. I0CThEEBT2BEEBRRDCHERR ()
guanidine-HCI) ZEAT 2RRICIE. TEEL IS,

Merged Injection J%

E& 4104 5 0.12 M HCI, 0.1 % Surfactant P20

RAAR 5 1.3 M Tris-HCI, 0.05 % Surfactant P20, pH 8.5

* ERD Tris-HCl 7, #RE 13MICA S L H@BMAKzZAWTE
f2 L. 4MNaOH Z UL T pH85 ICAHHE £9, &£ IC Surfactant
P20 ZMNA CHAR L £9, ERHARIL 1 BRTY,

Double Mix &

ER 1410 5 0.12 M HCI, 0.1% Surfactant P20

R AR 5 1.0 M Tris-HCI, 0.05% Surfactant P20, pH 8.0

* ERD Tris-HCl 7, FEEE1.0M 122 & 5 Bk ERWTR
f2 L. 4MNaOH Z W T pHB80 ICAbhHE 3, &I Surfactant
P20 ZMNA CHAR L £9, ERHARIL 1 BRTY,

10 mM Gly-HCI pH1.5 - 2.5 D& T, 30 WFINT 52 & THAT
EBHIENEWNTT, 7272 L. ZHRETIIWIEAETY . £HRETT
W Ry Ta7avyba—LeE LTHERLTLWAHEZRLTK
REW, ZO, FUEIES vV IBERICERL-bDEZRAWV
¥4, BERINEAECE L LT MAEERNNAM 7 LB ZEA
WT, BELUOERZT-oTLIEEW, $72, BIEEEICLY
BAEFMFIIERZ-OMEFEDRE CEHRIZIT> T2
Ty,

BH. BEBRRRINEIZIE, 20% isopropanol, 40mM NaOH (2 & %
Extrawash Z EHE L T 72XV, MBEDREENDIE = % - B
ELET,

ADAs DFEE L ARV ZAAVhE L FH LIS WHEIX, 2 Xt
KR EAWT, BEEABIRES YN TEET, ADASDT
AYEZATRHNT I 7 RBEDPFPRGEIIEZONETA Y
BATXRHT T RIIGT S 2 Rz BELIDARTZABWT
{FZEW, UAY FELTEERL TWREYAIETHNIL,
1 human 1gG lambda F11& 31 human IgG kappa FifE% AL 5 & &

Biacore T200
AAEEIRARAE



158 7. REEMRE

HTEEY,

RATFTLDAYTFR AIERT ZEIZ, Desorb Z#EfEL TLZ&E W, BIZ 1 E. Desorb
and Sanitize BELUOV R TLF v 7%5FE ML TLAZE 0,

Cut-off f[EDETHE /5% FAHTA7aAvy A =LYy TILDOL IR ZDOEHE + SD
(IZ#ERZE) x1.645
(FHTFTa4 723 bA—=LELT, 95 %REWTEDMEL LT
BL=HE0H &R 9, SBE Mire-Sluis, A. R. Et al 2004, J.
Immunol.Methods 289, 1-16)

75 F wizard @ Immunogenicity Screening 3 &£ U8 Immunogenicity Isotyping ¢. Merged Injection
F 7213 Double Mix ;£ {EAT 25 E 121, 96 well microplate DAFEATE 3, (384 well
microplate IR TE FHA,)

Biacore T200
BAABEIKkIGAE



7. RERMEREE 159

7-1. A7) ==

7-1-1. 787 7 LDETT (Merged Inject JEDIHE)

Toolbar @ Run Wizard 74 3> ( 7y F7-1% Menu bar ® Run — Wizard.. %7 ) v 2 L%

ER
8 Open/Mew Wizard Template |._|®

3 Surface Preparation . -

|mmabilization pH Scouting Look in: |D Methods And Templates v|
% Immobilization

(L Assay Development Narme Type
Fegeneration Scouting (3090521
Buffer Scauting (090723
Surface Performance (090917

[Z Contral Experiments [a091119
Kinetizs - Linked Reactions
Kinetics - Mass Transfer

] Assay
Fineticzd irty

Binding Analysis
Concentration Analysis
Thermrmodynarics
3 Immunogenizity
|Immunogenicity Screening
Immunogenicity Confirmation
Immunogenicity lsotyping

| ™

I >

’ Help ” Browse... ] [ Mew... H Open... ][ Cancel ]

Immunogenicity — Immunogenicity Screening #E{R L 7zt&. New #27 U v 7 L £, L
BIIC7'072° 7 Ls% Methods and Templates 7 # L X ICIRTF L TWB5HEIL. AAIO—EXRIC
REnEd, MLTATILERTLIEWEEIE, Openz 7 Uy 7 LET, BlD7 L
FIRFEINTWE TR 7 LEETLEZWESIL Browse 27 ) v L. BMO 70
TLEmNATAMILTOpenzZ Uy LET,

!

B Immunogenicity Screening - Fun Type

To detect antibodies bound to drug in the zample, zamples may be acidified to releaze the
antibodies and then neutralized immediately before meazurement.

Howw do pou want ta perform the measurements?
) Direct analysis [detects only free antibodies]

(%) Acidification and neutralization [detects antibodiss in the presence of excess dug]

[ Mewt » ] [ Cloze ]

OAcidification and neutralization (7 v 27 L £ J, Nextx 27 J v 7 L £,
!

Biacore T200
AAEEIRARAE



160 7. REEMRE

8 Immunogenicity Screening - Injection Sequence @

Detection Chip

FElows path: Chip type:

[] Ligand capture

SAMPLE Sample
ENHANCEMENT Enhancement

REGENERATION 1 Regenaration

REGENERATION 2

[ < Back ][ Mest » ][ LCloze ]

1A 7LD DREY—2 TV A%RE L £ 9 .Enhancement £ & UF Regeneration D [E1 %4 (4,
SHICEDETRELX T,
Nextz7 Uv 2o LEY,

!

@ Immunogenicity Screening - Setup E]

Conditioning

[] Bun conditioning cycle

Solution: | |

Contact time: I:I [z]  Mumber of injections:

Startup
Bun startup cycles

Salution: |5tartup[|:u3$ control]

Mumber of c_lgcles:

[ ¢ Back ][ Meut = ][ Cloze ]
XI—SvAEBELEFT, £I—FBoy 7 LiE, RPF47arbto—LEZA0ES, 3
E EDEEZHEEL £,

Next Zz7 Uwv v LFEd,

Biacore T200
AAZEEIREGAE



7. REREHER 161

8 Immunogenicity Screening - Injection Parameters

Sample
Contact time: [g]  Elow rate: I:I [plfmmin)
Acid solution: 120 m HO, 0.1% P20 |

Neuralization solutior: | 1.3 TRIS, 0.05% P20 |

Enhancement

Solution: | Sheep anti-rabbit Ig |

Contact time: 8]  Flow rate: [plfmmin)

First reneneration

Soluor: |15 M GUA, 50 mi HC | 7 High viscasity solution

Contact time: [5]  Elow rate: [l rrii)

Second regeneration

Salution: |1U mid MaOH | [ High viscosity solution
Contact time: 8]  Flow rate: [plfmin]  Stabilization period: IZI [2]
Egtra wazh after injection with: |2DHBD izoprop/MalH |

[ < Back ]’ MHeut > ][ Close ]

INENOEBICE T 288G, ANEHE. REZANLEY, (ELEEIE. 2 RIED
AN, 2BBEOBERROFNEE/EL/AIEAYET,) Next 227U v 7 LET,
!

&8 Immunogenicity Screening - Samples

Sample table
”~
Sample id =
1 Serum 1
2 Serum 2 )
3 Serum 3
4 Sample 0.5 pgjrl
5 Sample 0.5 =100 drug
b Serum 2
T Serum 3
8 Serum 1
9 Serum 2
10 Serum 3
11 Sample 0.5 pgjml
12 Serum 1 2
Fiun order
)tz entered (%) Random
[ < Back ][ Mext » ] [ LCloge ]

Yo TNEZE AN LET, Cut-off [EXZRDDIHDRAT 47> bA—IILY T ILIE,
Y TINZIT blank EATT B & BEEEMHET 2 DICERNTT, Run order X L.
Next z7 U v 27 L%d,

Biacore T200
AAEEIRARAE



162 7. EREMRE

B8 Immunogenicity Screening - Control Samples rg|

Control zample definition

Run contral samples

Repeat control sample(z] eveny: sample cycles

Control zamples

Control sample id

Meq contral O pgiml |

1
2 Pos contral 1 pg/ml
3

[ < Back ][ Ment > ][ Cloze ]

aY bA—=LY Yy FIILERTET B5E 1L, Runcontrolsamples #F = v 7 L. & HIC#gEY KR
LAITE 3 %354 1E. Runcontrol sample(s)every = F = v 7 L 3, AIESEE L. 10 > 7L
HLLIE 20 Y TULEIHETT, 2V bA—LY Y TILELEANL, Next >5 7 U v
LEd,

& Immunogenicity Screening - System Preparations

[] Brime before run

[] Maimalize detectar

Temperature settings

Analyziz temperature; ['C)
Sample compartment temperature: ['C)

’ Help ] [Cycle Hunl__ist...] ’ < Back ][ Mest » ] ’ Cloze ]

BENMEWEEFEFEREA2IG TE %725, Analysis temperature £ £ ' Sample
compartment temperature W31 H 10CZHREBL £9, 7272L. 10CICT B2 & TLET 5
BRLBH D0, FBEHIMHETT, (B ; guanidine-HCI 1F 10°CTEER L £ 37,) HEITHE
DFRNEFERT 5355 1E. CycleRunlistZ#7 Jyv 7 LEJT, Nextx 27U v 7 LET,

!

Biacore T200
AAZEEIREGAE
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8 Immunogenicity Screening - Cycle run list g|

Cycle | Assay stepname | Sample 1 Solution A
1 Startup Skartupipos control)
2 Startup Startbupipos control)
3 Startup Startbupipos control)
4 Control Sample Neq control 0 pgfml

5 Control Sample Pas control 1 pgyml

[ Sarnple Sample 0.5 pgyml

7 Sample Serum 3

8 Sample Samnple 0.5 pgfml

9 Sample Sample 0.5 =100 drug
10 Sample Serum 3

11 Sarmple Sample 0.5 pgfml

12 Sample Serurn 3

13 Sample Sample 0,5 pgjml

14 Sample Serum 1

15 Sample Serum §

& Immunogenicity Screening - Rack Positions |:|@@
-

Reagent Rack 2 *!| position Content

. Q. QO 1Al f Exa 1 Meqg conkral O pgfml Control sample
Q. QO Rl AZ Exactly 50 Weg contral O pgfml Control sample

R1A3 Exactly 50 Meg control O pgfml Control sample

s 04. Oqo Rl A4 Exactly 50 Weg contral O pgfml Control sample
Q. QO R1AS Exactly 50 Meg control O pgfml Control sample

Q. QO Rl A& Exactly 50 Weg contral O pgfml Control sample

1 R1A7 Exactly 50 Meg control O pgfml Control sample
.O..QO Rl A8 Exactly 50 Weg contral O pgfml Control sample

A B__C 1 E__E Rl A% Exactly 50 Pos control 1 pgfml Control sample

96 well Microplate | |R1A10 Exactly 50 Pos control 1 pgfml Contral sample
R1 ALl Exactly 50 Pos control 1 pgfml Control sample

R1A12 Exactly 50 Pos control 1 pgfml Control sample
" O O . . . . . O R1El Exactly 50 Pos control 1 pgfml Control sample
" O O . . . . . O R1B2 Exactly 50 Pos control 1 pg/ml Contral sample
10 O O . . . . . O R1E3 Exactly 50 Pos contral 1 pg/ml Contral sarmple
R1 B4 Exactly 50 Pos control 1 pgfml Control sample
s O O . . . . . O R1ES Exactly 50 Startup{pos control} Startup
8 O O . . . . . O R1EB& Exactly 50 Startup(pos control) Skartup
7 O . . . . . . . R1E7 Exactly 50 ' Startup(pos control) Starbup
R1C1 Exactly 50 Serum 3 Sample
" O . . . . . . . R1C2 Exactly 50 Serum 3 Sample
g O . . . . . . . R1C3 Exactly 50 Serum 3 Sample
4 O O . . . . . . R1C4 Exactly 50 Serum 3 Sample

R1CS Exactly 50 Serum 3 Sample
: O O . . . . . . R1CE Exactly 50 Serum 3 Sample
2 O O . . . . . . R1C7 Exactly 50 Serum 3 Sample
1 o O . . . . . . R1CS Exactly 50 Serum 3 Sample
A B C D E F 6 H R1C9 Exactly 50 Serum 3 Sample
R1C10 Exactly 50 Serum 3 Sample v
[ Help ] [ Menu V] [ < Back ][ Mest » ] [ LCloze ]

AHOEXRTY Y TILOMELY Y TLE (W) ZERLET, RFOY TN EI Y v I T
ZEENICHIGT BTy 7 OBV BRARRINE T, MELREZEZLANH/NA
TLBELSOY Y TLEZy7iIcEy bLET,

HE7-1. Y TILBEDESE

B TNAIEIR, LREEICYIVEDL TR CTHBNICREINET, HorLopd >
TIIBENRE > TWB T L — b aERT 25EE. BEAZ T D Menu—Export Positions
ZETL, YUY TIWNBZ X TR OTFR 774 LELTRELET, HESREH%
EEL%BT7 74 1L%REL. Menu—Sample Position Import TZ D 7 7 4 L& AT

Biacore T200
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EL YT NIBAEBEINE T,

& Immunogenicity Screening - Prepare Run Protocol

Tahaoma - ~|B I U ]

Prepare Run Protocol

* Make sure the correct sensor chip is docked.

s Make sure all samples & reagents are loaded in the rack and microplate according to the Rack
Positions setup. (vials should be sealed with rubber caps and microplate with adhesive foil.)

* Place the boffer(s) on the left hand tray and insert the correct tubing(s), see below.
Matel Standby after run will use buffer A,

s Make sure there is fresh water in the water bottle on the right hand tray.

* [fnecessary, empty the waste bottle befare start of the run.

Estimated run time: 36 k28 min [excluding conditional statements, temperature changes and standby flow)
E stimated buffer consumphion:

; Running buffer 1 3 j
At least 700 ml

plus B5 mi/day for
ztandby after run

[ Hep | [ Menu +] [ ¢Back | Saveds. | [ Clse |

EANATESEE, HERM. REBEALS v BERENRTREINES, Start 27 U v
JLET,

!
BELETAY—FZT 7 L— b LTRETANEID, AyvE—IhFRRINET,
RIFDIHE L. Save as T Methods and Templates 7 # /L& £ 7=1% Bia Users DEED 7 # /L
FIREFLET, RELAWVWESIL. DontSave #HEIRL £,

!
Save in:!l SAIERERDRFLZRE L. Filename I27 7 A L& & AL T, Save § 5% &AIE
NARZ—FLET,

l
BIEIR T #. 2B (S Standby flow IREEICA Y 3,

!
AET —RIEANLT=7 74 L2 THENZRE S N, Biacore T200 Evaluation Software H'H
BICERE L T, SV A7 ILOAERRINEREERRINET,

Biacore T200
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R 72 7005 LDERE=E

Run—StopRun 7 U v 7 L £9,

Biacore T200

1 E This will stop the run
L

l Help H Stop Run H Zancel

Ry 7 XAFRD StopRun =7 U v 7 LET,

Run Stopped

Finighing current cycle, please wait

Abort cycle by [Chl]+[Break]

8T L7=F 5 £ TDT — X H' Biacore T200 Evaluation Software (CB{TI N F 7,

Biacore T200
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7-1-2. 707 7 LD%ELT (Double Mix /EDIFE)

7-1-1 ZEIZHE LN Immunogenicity Screening 7 4 Y — R ERAWT7 07 7 L% 1ER L. REL
¥4, RELAZTVAY—-FZEVWT, XYy NICEY TR LRNBZEELFT,
Toolbar ® Run Method 74 3> ( ) % 7-1% Menu bar ® Run—Method # 7 U v 7 L ¥
ERS

1 Open/New Method =) E3]
Look in: [ Methads And Templates |
Name Type Modified
(& Biacore Methods
[ Show imocrtable wizard templates | New.. | [ Open. | [ Cancel |

T AP —RKEREFELT 4L KX %FETE L. Show importable wizard templates = 7 = v 7 L
9,

8 Open/New Method |L|@
Lookine | (100322 |
Name Type Modified
£ Immunogenicity Scresning Immunogericity Scresning 8222010

Show importable wizard templates [ New.. | [ Open. | [ Cancel
BRI 70s7 7 L%/ N4Z4 ML, OpenZ27 YUy 7 LET,

!
Method Builder ® Main X4 7 A7/ AFRREINE T,
Overview BIEICIEA Y v F2ERDOFREEBENRRINE T, UTICEBIERICDOWLWTRE
L £9, 5FffId Biacore T200 HAGERIKAE EXRRIFREZSERL T LT,

Biacore T200
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(Cycle Types)
8 Method Builder - Main

Owerview

Cycle types

Description of selected cycle twpe

Screening
Conditioning

Cycle Types  |L=
oo |

Commands | Report Points|

Sample 1
Regeneration 1
Aegeneration 2

Setup Bun
L |

0
@

Settings for Sample 1
Tupe:

Is warisble
]
Dissociation time: D (5]

‘120 mh HCI, 0.1% P20

L _Jw

HNeutralization soln: ‘1 M TRIS. 0.058% P20

5| tulémin)
1

Sample solution:

Contact time:

Aucid solution;

‘Wit after acidification;

Flow rate:

Elow path:

] Extra wash after injection with: l:l
[] Stabiization period El (s]

Method Variables | E valuation Variables |

Set pioperty as variable
Sample solution

[[] Contact time (5]

[ Acid solution

[] wait alter acidification [s]
[[] Meutralization solution
[[] Dissociation time (5]

[ Flow rate [l/min)

Save

[ ]

] [ Save As.. J

LClose

REXZE LTI, Type %= Double mix |

-

ZF L. Acid solution LV

Neutralization soln ®IEE (2. Double mix BFDOHEREZLEAZ AN L £,

Biacore T200
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7-1-3. T — X BB

DAY —FRHE LAYy REBWAIEZ RS S LR T#. Evaluation V 7 b7 = 7138
BRI b ENY . BUIST —RIE@BIFTICEITBITLET,

% Biacore T200 Evaluation Software [Ex1 - Screening, merged. blr]

File  View  Ewvaluation Tools  Window  Help

= H |L‘;‘ |£SEnsurgram ] Plat ﬂBar Chart |£Kineti:s,inffinity = ﬂCUncentratiDn Analysis ﬁThermUdynam\cs |é Immunogenicity - |

Evvaluation Explorer o

| Remove | EdE

B8 4l sensorgrams

s Curve Name: Fe=1 E] Assay Step Purpose; <Dv5|lay>@ Cycle: <Overlay>

Ensorgram
"] Al sensorarams RU Sensorgram ] ZeomLock
[~ Plot 75000 oom Loc

@ | Baseline: Sample
ﬂj Binding stability
i | Contrals, enhancement ¥0000 4
ﬂj Cantrols, stability
‘g ] Enhancement

E- ngort Paint Table B5000
‘- m Report Point Table [
60000
— Control Sample

E 95000 - — Sample

g — Startup
50000
45000
40000 +

I

1200

35000

1400

R 73 YYTNEBDOERE

YU TIVEESSVERERR, Yy TILDEMRAEEANIZANH > 158 1%. BifEET
I B EIIC. Keywordtable TZE®E L £ 9, Tools—KeywordTable #7 U v 7 L ¥,
UAY REZDZEEL, AT D Edit Chip Information 27 ) v 7 L TZEBEL X7,

L Asmrmeees  Gewn e W bw »
- — ~ - .. -
- -
- ——
e o e —
DR p—
§ Lend-own . . e —
. Lo —— .
— — - - " e ]
. . . o
LR o »e
e ) »
.o » -
e - -
R B - L) o -
. . - ~ - -
- A ' - .
. . . .
- . - —_
o . ' -
Y — . " -
. - . - -
" Soue " ° -
. . . -
e . ' -
. — — .
B — — .
N — - - -~
 bon—y ' -
o - .
- ~ »
» " .

Biacore T200
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e 7-4. BIEID A

Menubar

€ Biacore T200 Evaluation Software [Ex1 - Screening, merged.bir]

Took  Window  Help

m  |Plot . Bar Chart | ] Kinetics | Affinity » _ Concentration Analysis » _+ Thermodynamics | = Immunagenicity « |

Toolbar

B® Allsensorgrams

Curve Mame: Fe=1 ()00 |(#4) tssap tep Puspase: <verlays ()]

Evaluation Explorer ——=

Work area

\

Cyele: cDverlay> =)
igrams RU Sensorgram

25000 [ Zoom Lack

7000 Sensorgram window

[ Repart Faint Table B5000
) Repor Paint Table []

60000

— Contral Sampe
g 5000 — sample

il — Startug
50000

20000

35000

—

0 200 400 600 s00 1000 1200 1400 1600
Time

Menubar
Toolbar

Evaluation Explorer

= Sensorgram

= Plot

Baseline
Binding level

Binding stability

TRCHEEDAT Y FE2EUREAZ 2 —FKR
FREEOSWMEXa~Y Yy RET7A4 a1 L THER
TRTCDBET — X, BIFEBEOT—XDFIRK

AEICEVRELEY Y —TF 4

AERFICEG L7 LR — FRA v RO B Y b

Y TILESINER] D AbsResp
Y2 FILAINEF D Baseline h 5 @ RelResp
Y FILARINER D Baseline 5 @ RelResp

Binding to reference )7 7L > REILIZXET % Binding level

Work area

Evaluation Explorer T#EIR L 7= 7 7 4 L & IR

Biacore T200
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Toolbar O | Immunagenicity = % 2 U v 7 L s Screening 202K L £ 7,

Screening - Region settings
Settings
Curve: Fc=3
Report Point: | enhance_level w Response Type: | Relative Responze %

Reqions & Boundaries

Region Name:

Mumber of Regions: 2w Boundary:
bound
35
ot bound
RU
o
100 + * + M + . . + + + + P
an
an
gg + A + - s . - .t + . + . . * + -
-
F
® 40
] T T T T
0 *
10

o 10 20 an 40 a0 60 70 &0 a0 100
Cycle Humber

[ Help ] [ Adjustment far Controls, ]
BIE TR, YA 7L EICHETRBEEN Ay bSnEd, FEO7Ay MEav b
A=, BEO7AY bEY T LTT,

Settings
Curve; Fc=3 ZERL £9
Report Point; 2 XIMAEZFIB L TREAEE% 18R L TULW 555 (L. enhance_level

2 RIVAEZ(ER L TWLWaWEE L, stability Z 2R L £ 9

Regions&Boundaries

Number of Regions; SHMAEEOHAERTEL FT
Boundary; THMIEE L L AHBEEAANLET
Region Name; MEEICTTHHT IV L DEMEANLET

Finshz=7 Uy 27 L%d,

HE7-5. A bA— LYY TIICKDEEERIE

BRENICU AV FAKETZ2HEPC. BEFKEDITTOLEEICIE. YA 70T I A
Y FOBEEF v /X TA—PETLTLET, Jyhm—wﬁyfw%E%%EﬂELT
W3 IEEITIE, :/hm—wﬁ/7w@%QEﬁTﬁﬁmT§i¢ ZDBEE. BAED
TUF VI EREICIBETEE A, EEA T VXU 7T 2720101, 3> A=Y
YTIVDREEBICEDE, UAV FORAEEGEZERB L. %QE%ﬁEbiio
Adjustmentfor Controls Z 7 Y v 7 L £9,

Biacore T200
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E Adjustment for controls
Flot definition

Repart point: enhance_lewel

Adiustment settings
Use adjustment for controls

Fitting function: (&) Linear
O Palynomial

Positive contiol: | Pos control 1 pgéml -+

=

Response ype: Relative Response “Wariable: Cycle Mumber

MNeagative contral:

Wag contral 0 po/ml Jog

RU Before adjustment Fe=3 After adjustment Fe=3
120
10 . g .
PN P
. et e .., & 1w = —
H ]
L. !
o T &0
g B
1
o
§ 2 B0
L] ‘:" T SN 'E ARSI PN S LT .
B4
50
3
s 2
H
Fx . PR z PR N
e H
E]
5
10 @ 20
=20 0 20 40 B0 80 100 120 =20 0 20 40 B0 80 100 120
Cycle number Cycle number

(o [

Adjustment settings

Use adjustment forcontrols ICF = v 7 L £

Positive control;
Negative control;

Fitting function;

FRTA2RST 4 7ar bA—LEERLET
FRT22H T4 7y bA—LEERLET

74T AVIICHAT A EERLES

Linear (fRFZ=) Z 7-(% Polynomial (%IER) %ZERL £

A FUARAICHEERO Oy FARREINET, KYP T4 7a>yba—LDT7 4y T
AVTTA VY E=100 T, 2 T4 7AY b A—INDT7 4y T 4T 54 AYEH=0 T

KRENET,
OK=z7 v o442,

WEERDTAY FAKRTRENETS,

Biacore T200
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iacore 1200 Evaluation Software [Ex1 - Screeni

sz File  Wiew Evaluation Tools  Window  Help - 3 X

i [ H | =1 \ ] Sensorgram - Plob i Bar Chart |;CKmeticstﬁnity * | Concentration Analysis ~ . Thermodynamics | <] Immunogenicity ~ I

EvaatonBglorer R |
x| Remove /] Edit EETED
? Sensorgiam oo nit"'ﬁilﬁﬁfﬁfse ‘HLI], bound (+35 AL)
= I"‘" sensoigians Adjusterts for controls: No sdustments
iy Flot
2-_ g;sjl‘l;es'j;mfle RU Cyde o Sample R?:ﬁj;" Ranking |
i | Controls, enhancement 120 q Meq contral O pgjml 24,4 not bound
i | Controls, stabiliy 5 Pos contral 1 pgfml 104.8 ' bound
ﬂH_ E':*;f'ﬁcf;"eglt & Sample 0.5 pgjml 9.7 bound
oo - 8 sample 0.5 pgfml 68.9 bound
= I_"fm;"c'ge"'c'ty 3 Sample 0.5 %100 drug 64,1 bound
& Sereenng 10 Serum 3 24,9 not bound
- 11 Sample 0.5 pg/ml &7.7 bound
172 Hegcontrol 0 pgjml 24.6 ot bound
13 Pos control 1 ug/ml 106.6 bound
14 Serum 3 26,5 not bound
& 15 Sample 0.5 ug/ml £9.2 bound
E e, s . 16 Serum1 5.5 not bound
& . .+ .’ M 17 Seruml 24.3  not bound
A 18 Serum1 24.2 not bound
% W0 19 Sseumz 3.3 not bound
E 20 Neq conkral O pafml 22,7 nok bound
21 Poscontral 1 pgfml 1031 bound
7z Seramz 25.4 ot bound
20 za  Sample 0.5 pgjml 68,3 bound
24 Serum 2 25,8 not bound
25 Sermz 24.8 not bound
- - + - + + . * ERJ * X X
Lt e e e e | B et o
28 Negcontrol O pgfml 26.1 not bound
29 Pos contral 1 pajml 105.4 bound
0 30 Serum3 27.9 not bound
0 10 20 2 40 a0 31 Sample 0.5 x100 drug £5.1  bound
% Serum3 26.6 ot bound
Cycle Humber o oot oy

FHREETRELIEICT A YD 5HaNE T, EFFIC. AXRICIE, FHEEECHLTET
A7V —DBIA, Ranking H 7 LICANINET, EBDATLZTUvIT5E,
FIEH L OBRIBEOIL OEZ A RIEETT,

Biacore T200
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7-2. FHE X% F|FA L 7= ADAs D[EE

27— T TRBYE s Tz onT, JHEEICEK > T ADAs DEIEZ{TWLWET,
Yo TUBLOY U TIVICEYERE LA RE. BEYEEAREISHML T, BEED
BETOBEL S ADAs ZRIEL X T, SMEXAL 7 MEEFERLET,

7-2-1. 7875 LDOET

Toolbar @ Run Wizard 74 3> ( 4y ) *7=1% Menubar ® Run — Wizard %7 ') v 7 L ¥
ERS

T 0pen/Mew Wizand Template

(3 Surtace Preparation Lookin: |23 Methods And Templates ]

% Immobilization pH 5 couting

Immobilization

[ Assay Development Name Type
Regeneration 5 couting (Dnansz1
Buffer Scouting (Danrzs
Surface Performance (o907

(23 Control Experiments Ciogri1a

Kinetics - Linked Reactions

Kinetics - Mass Transfer
[ Assap

KineticsAAffinity

Binding Analysis

Cancentration Analysiz

Thermodynarnics

21 Immunogenicity
|mmunogenicit

Immunogenicity Confirmation
Immunogenicity |sotyping

< »

[ Mew... H DOpen.. ][ Cancel ]

Immunogenicity — Immunogenicity Confirmation Z 3 E R L 7= New Z2 7 U v 7 L £7,
!

8 Immunogenicity Confirmation - Injection Sequence g|

Detection Chip

[] Ligand capture

SAMPLE Sample

l [1 Erhancement

REGENERATION 1 Regeneration
REGENERATION 2

1A 7 NDDREY—2 T X% HE L £ 9 .Enhancement 5 & 1) Regeneration D [E1£ 13,
FHICEDETHRELET, Nextx 227 U v 7 LET,
!

Biacore T200
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¥ Immunogenicity Confirmation - Setup

Conditioning

[ Bun conditioning cycle

Solution: |

Contact time: I:I [z]  Muriber of injections:

Startup
B startup cycles

Solution: |Startup[pos control]

Mumber of c_lgc:les:

[ < Back ][ et » ]’ Cloze ]
RI-—FVERELET, RI—FOY TN, RPT747avbA—LzA0ET, 3
B EDEEEZHEL £, NextZz 7 Vv 7 LET,

l

8 Immunogenicity Confirmation - Injection Parameters

Sample
Contact timne: [z]  Flow rate: [plrriit]
Mix zolution; Fraction;
Cypcles without drug: |Buffel | |ED (%) of mix solution
Cycles with drug: |drug | | (%) af mix zolution

Firzt regeneration

Solution: |regeneration 1 | [] High xiscosity solution

Contact time: [g]  Elow rate: [pl/ k)

Second regeneration

Solutior: |regenerati0n 4 | [] High vizcosity solution
Contact timne: [z]  Flow rate: [ulfmit]  Stabilization periad: EI (2]
Extra wash after injection with: |IsopropanoI-NaDH |

[ cBock J o> J[ Cose |

BEBRIIC, Y 7TIVICEERE-IEEYZ RS L £, Sample THE Tld. Cycles without
drug (| Buffer %, Cycles with drug (C(ZE#¥ &% A L £9, Fraction TILEGLERE AT
LET, Y 7TUHRNMEESLOBEREZANL,. Nextx 227 ) v 7 LET,

l

Biacore T200
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X

8 Immunogenicity Confirmation - Samples

Sample table
‘ ~
Sample id =
1 Individ 3
2 |Indvid3
3 |Indwid 13
4 |Indwid 13
5 |Indwid1
® |Indwid1
7— Individ 10
8 |Indwid 10
9 Individ 7
10 |Individ 7 !
11 Individ 15
12 |Indvid 18
13 |Indvidz
Bz .
[ < Back ][ Hewt » ] [ LCloze

Yo TNZ%E AN LET, Nextx 227Uy o7 LET,
!

8 Immunogenicity Confirmation - Control Samples [z|

Control zample definition

Fun contral samples

Fepeat control zample(s] even: sample cycles
Control zamples

Control sample id

Meg control

1
2 Paos control{1 pg/mi
3

[ Help ] [ < Back ][ Hest » H Lloze ]

ar bE—ILY Y FIILERET 25 E L. Runcontrolsamples #F = v 7 L, & 5128V IR
LAITE 3 %354 X, Runcontrol sample(s)every % F = v 7 L 3, AIESEE L. 10 > 7L
HLLLIE 20 LB/ HRETT, A PA—LLY Y TILEEAAL Next 227 ) v 7 L
¥4,

Biacore T200
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8 Immunogenicity Confinmation - Cycle Run List

Cycle | Assay step name | Sample 1 Solution | Sample 1 Mix solution

1 Skartup Startup(pos controly  Buffer

2 Skartup Startup(pos contraly  Buffer

3 Startup Startup(pos control)  Buffer

4 Control Sample Meg control Buffer

5 Control Sample Pos control{l pg/rmly  Buffer

[ Sample Individ 3 Buffer

7 Sample Individ 3 drug

8 Sample Individ 3 Buffer

q Sample Individ 3 drug

10 Sample Individ 13 Buffer _
11 Sample Individ 13 drug

12 Sample Individ 13 Buffer

13 Sample Individ 13 drug

14 Sample Individ 1 Buffer

15 Sample Individ 1 drug

16 Control Sample Meqg contral Buffer

17 Control Sample Pos contral{l pgfml)  Buffer

18 Sample Individ 1 Buffer

19 Sample Individ 1 drug

20 Sample Individ 10 Buffer

21 Sample Individ 10 drug

22 Sample Individ 10 Buffer

23 Sample Individ 10 drug b
(o e ) (o

AEDRNDRRENES, Next 27Uy 7 LET,
l

& Immunogenicity Confirmation - System Preparations

[] Prime befare run
[ Naomalize detectar

Temperature settings

Analyziz temperature; [*C)

Sample compartment temperature; [*C)

[ < Back ][ Mest » ][ Close ]

Sample compartment temperature (£ 10°CZ#E L £9, 7272 L. 10CICT B Z & THLET %
BRLH DB, EBENBLETT, () guanidine-HCI I 10°CTILRR L £9,)
BERICHTEDRNEHERT 535514, CycleRunList #7 Uy 7 LET, Next &7 Uy oL
9,

Biacore T200
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& Immunogenicity Confirmation - Rack Positions |L|@@
Reagent Rack 2 | position V“(I:l'l")“e Content Type &
3 C%O Dﬁo R 67 | Neg contral Cantral sample

QO QO R1AZ 67 MNeg contral Control sample

R1 A3 67 ‘MNeg contral Control sample

| .40 040 R1 A 67 ' Meg cantrol Control sample

.ZO QO R1AS 67 ' Meg cantrol Control sample

.20 OZO R1 A6 67 ‘Pos control{1 pg/ml) Control sample

1 R1 A7 67 ‘Pos control{1 pg/ml) Control sample

..OOQO R1 AG &7 ‘Pos control{1 pg/ml) Control sample
A BT 1] E _F G

R1 A9 &7 ‘Pos control{1 pg/ml) Control sample
56 Wwell Microplate ¥ |R1Aa10 B7 :Pas control{1 pafml) Control sample
R1E1 Empty - Mix, min. capacity 7apl Control sample Mix

R1EB2 Emply | Mix, min. capacity 79l Control sample Mix
1 O O O O O O O O R1EB3 Empty MIX: min. capacity 79ul Control sample Mix
i O O O O D D Q O R1B4 Ermply : Mi, min. capacity 79ul Control sample Mix
10 Q Q Q Q O O Q O R1ES Empty : Mix, min. capacity 79ul Control sample Mix
R1E6& Empty  Mix, min. capacity 79l Control sample Mix
s O O . O Q Q Q Q R1E7 Empty Mix: min, capacity 79ul Control sample Mix
& Q O . O O O Q Q R1B8 Empty : Mix, min, capadity 79ul Control sample Mix
7 O O . O O O Q O R1B% Empty : Mix, min, capadity 79l Contral sample Mix
R1E10 Empty | Mix, min. capacity 79ul Control sample Mix
s Q O . O O O O Q R1C1 Jeac ] Ind;vid 1 Sample
G O O . O O O O O R1CZ 238 Individ 10 Sample
4 O O . O O O O O R1C3 238 Individ 13 Sample

R1C4 238 Individ 18 Sample

? O O . O O O O O R1C5 238 Individ 19 Sample

E O O . O D D Q O RICE 238 Individ 2 Sample

1 O Q . Q O O . O R1C7 238 Individ 22 Sample

A B C O E F G H R1C8 238 Individ 3 Sample
R1C9 238 Individ 7 Sample e

[ <Bock [ Mew> J[ oo |
AHOEXRTY Y TILOMELY Y TLE (W) ZHERLET, KFOY L TLEI Vv IT
BEXNICHIST R T v LOMBENBRARTRINES, UBLARELZEI L AN /A
TAELOY Y TNEZ7 v Ity bLET, Next#z2oU vy LET,

HE7-6. Y TINEDOEH

B TNAIEIR, EREEICYIVEDLT-RARTHBNICREINE T, HorLopd v
TIUBIREF>TWE T L — M EFERAT 255E. BEAL T D Menu—Export Positions %
RITL, Yy TIUIBEEZ XYY DT HFR 774 LELTRELET, HEFEEZE
BLIHT7 7ML %1FTF L. Menu—Sample Position Import TZ D 7 7 A L& FAAT & |
YU TIIBENEEEINET,

Biacore T200
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& Immunogenicity Confirmation - Prepare Run Protocol

Tahoma ~i0 =|B 7 U
|Pre9are Run Protocol

* Make sure the correct sensor chip is docked.

s Make sure all samples & reagents are loaded in the rack and microplate according to the Rack
Positions setup. (Wials should be sealed with rubber caps and microplate with adhesive foil.)

* Place the buffer(s) on the left hand tray and inser the correct tubing(s), see below.
Mote! Standby after run will use buffer A

* Make sure there is fresh water in the water bottle on the right hand tray.

* [f necessary, empty the waste bottle before start of the run.

Estimated run time: 12h 3 min [excluding conditional statements, temperature changes and standby flow)
E stimated buffer consumption:

; Fiunning buffer j j j
At least 200 ml

plug B5 mil/day for
standby after run

T T

EXANEEEE, AEKHE. 2B L7 Vv Vv I BERENKRINET, Start =7 U v
7LET,

!
BELETAY—FaT 7 L— b LTRETANEID, AyvE—IhFRRINET,
RIFDIHE L. Save as T Methods and Templates 7 # /L& £ 7=1% Bia Users DEED 7 # /L
FIREFLET, RELAWVESIL. DontSave #&ERL £7,

!
Save in:!l SAIERERDRFLZRE L. Filename I27 7 A L& & AL T, Save § 5% &AIE
NARZ—FLET,

l
BIEIR T #. 2B (S Standby flow IREEICA Y 3,

!
AET —RIEANLT=7 74 L2 THENZRE S N, Biacore T200 Evaluation Software H'H
BHICEE L T, SV A7 ILOAERRINEREERRINET,

Biacore T200
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7-2-2. T — XERHT

TAY—RERWLAEY RS T LR T# Evaluation V 7 b7 = ZIBERICIL D EAY
ST — & IZ@TIcairBiTLEd,

%" Biacore T200 Evaluation Software [C:\Bia UsersyT100 ver2_demao dataMimmunogenicitysEx 4 - Confirmation. bme]
File  View  Ewvaluation Tools  Window  Help

= H |L‘;‘ |£SEnsurgram ] Plat ﬂBar Chart |£Kineti:s,inffinity = ﬂCUncentratiDn Analysis ﬁThermUdynam\cs |é Immunogenicity - |

Evvaluation Explorer a

K& 41l sensorgrams
| Remove | EdE

s Curve Mame: Fe=3 @ Assay Step Purpose: <Dverlay>E]E]
Ensorgram

"] Al sensorarams RU Sensorgram
[ Plot 55000
@ | Baseline: Sample
ﬂj Binding stability
ﬂ_‘| Controls, stability

Cyele: <Overlay>

[ Zoom Lock

[ Report Point Table 60000
‘) Report Paint Table

55000

50000

— Cortrol Sample

— Samgle

Response

— Startup

R7-7. YT IIEBNEE

YU TNVRESLWCREREM, YV 7TINDOEMBEANIZAND > 25HE L. BTz ET
I BHEIIC. Keywordtable.. TZEE L £, Tools.. — Keyword Table..z 2 Y v 7 L £,
DAY FEZEDOZEE(IZ. AT D Edit Chip Information #27 Jwv 7 L TZEBEL X7,

L Asmrmeees  Gewn e W bw -
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@2 7-8. BIE D i AA

Menubar € Biacore T200 Evaluation Software [Ex1 - Screening, merged.bir]
Tools  Window  Help

m  |Plot . Bar Chart | ] Kinetics | Affinity » _ Concentration Analysis » _+ Thermodynamics | = Immunagenicity « |

Toolbar

B® Allsensorgrams

Curve Name: Fo=1 ()] |[#€) pssay Step Pupase: cOverlays (7)1 |[44] Cyele: <Overlay> =)
igrams RU Sensorgram

25000 [ Zoom Lack

7000 Sensorgram window

[ Repart Faint Table B5000
) Repor Paint Table []

60000

— Cortral Sample
g 55000

Evaluation Explorer ——=

— sample

Work area i .

\ 50000
40000

35000

—

0 200 400 600 s00 1000 1200 1400 1600
Time

Menubar TRTCOEEIT VY FE2EOREAZ 2 —FR
Toolbar FEREENDS MEEa~Y > FE2 74 2L L TER
Evaluation Explorer TRTCOBAET— X, BIFBEOT —XDERR
IBSensorgram BEICKVEREBELEZEYY -7 T A
“piot BT ICEE L LR — RS > &R0 7 Ay b
Baseline B> ZILARINER] D AbsResp
Binding level > FILENINEF D Baseline 7 @ RelResp
Binding stability B TIVEINE O Baseline 7' 5 O RelResp
Binding to reference )7 7L > REILIZXET % Binding level
Work area Evaluation Explorer TER L 727 7 1 L & TR
Biacore T200
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Toolbar @ s Immunogenicity ~ % 2 1) vy &7 L, %] Confirmation % 384K L ¢,

Confirmation - Region settings B confirmation - Region settings X
Settings Settings
Curve: Fe=3 v Curve: Fe=3 ~
Report Paint | stabiy ~ Response Type: | Relalive Response v, Report Paint | stabiity ~ Response Type: | Relative Response |+
© Show dll sempls cycles © Show all sample cycles
(& Show sample cycles mised with | diug v (& Show sample cycles mied with | na diug v
Rlegions & Boundarics Flegions & Boundaiies
Region Name: Reion Name:
Number of Regions: 2 Boundary: Number of Regions: |2 v Boundary
high high
65 150
low
RU RU
250
200 400
150 300
&
3w L
5 % £ 10
g o Z o0
o o a0 a0 40 0 80 0 10 20 30 a0 s0 &0 0
Cyele Humber Cycle Humber
Heb | [ Edusmentiocoas b | [Eoammmcons

ADAs #[RITET B7-0IC1Z. EYEEREELI-LEDREEEL. EYEREEGELTLWAWE XD
EABEUBRTINELHY FT, TNENOTOY b T —XEZEHRL THEBEE AL
£,

FEEBEBETIE. EAEYEERO Ay b T4, AVEYEEELTLWAELWEED SO
v b TF—=&2TY, TNENFTFMEEZERITES,

Settings

Curve; THMEYT A 7A—twLEEIRLEFT

Report Point; 2 XIMAEZFIB L TREAEE% 18R L TULW 555 (L. enhance_level
2 RIVAEZ(ER L TWLWaWEE L, stability Z 2R L £ 9

Show sample cycles mixed with;IC T, E¥EEGEVELZEIRL £T

Regions&Boundaries

Number of Regions; THMAEEOHZREL £T

Boundary; THMIEE L L AHBEEAANLET

Region Name; MEEICTTHHT IV L DEMEANLET
High £ U low Z (£ % L(ERTY

I b= TNICEBBEEEFEICOWVWTIE, R TS5 Z2SBLTLEI 0,
Finish 727Uy 7 LZ%d,

Biacore T200
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View Evalustion Tools  Window  Help -
| 2 | 3 Sensorgram JPlot il Bar Chart | ) Kinetics / Affinity ~ -] Concentration Analysis ~ .~ Thermedynamics | | Immunogenicity ~ |
Eveustion Explorer 1 |
x|Remove | Edit g:y""f'“’
Senscgem ol ol Mo v g
g Allsensorgrams Boundaties: low [<B0 RUJ, high (>E0 AL
3 F‘_ulB A Adiustments far contrals: Ho adiustments
aseline: Sample i
:' Bmdingstahihls RU (Y"E‘ Sample iy RE(:?uE)Sp Ranking A|
| Controls, stabiliy 240 27 Individ 22 drug 101.1 high
7 Report Point Table M 39 Individ 21 drug 100.2 - high
m Report Point Table L, ..t 48" Individ 20 drug 99.8  high
Immuncgericiy 20 7 Individ3 drug 615 low
o el 9 Indiid 13 drug 739 low
& Confametion 2 200 11 Individ drug 589 low
15 Individ 10 drug 714 lon
17 Individ 7 drug 71.2 low
180 19 Individ 18 drug 76.9 low
23 Individ 2 drug 56.2 low
160 25 Individ 19 drug 785 low
31 Individg drug 62,83 lon
E 33 Individ 14 drug 780 low
S « Cortrol Sample %5 Indvid 9 drug 6.1 lon
F « Mix soliors dug || ¥ Indiid 17 drug TTT low
% 43 Individg drug 548 lon
LRk 47 Individ 16 drug 771 low
51 Individ 4 drug 538 low
100 - . . 55 Individ 11 drug 68.9 low
57 Individ 15 drug 77.3 low
59 Individ 12 drug 69,2 lon S
a0 — T o 63 Individ5 drug ST low
e - o 4 Negcontrel no drug 68.2 NiA
M B s Pos control(1 pgfml)  no drug 2347 WjA
o 5 @ . 12 Negcontrel no drug S6.7 A
% - 13 Pos controli1 pg/ml) no drug 227.1 A
" M 20 Negrcontrol nodrug 50,0 MiA
o 10 20 30 m 0 80 0 21 Pos control(1 pg/ml} “no drug 223.0 WA
Cycle Humber 26 Negeontrol no drug 45.9 A
< | = ZH- Eeal{1 vl ch 17 b b
[

TR CRE LTSS A YA AN E T, BB, AEIClE. FEEECHLCET
BHF T —DLIH. Ranking H 5 LICANEhES, FREEL. EYRABEOESRE
ELTVETOT. low EETREINTNDH Y TN, THEHRE R Y £,

Ric. EMAERALTOANE XDRABATML 7

% Biacore T200 Evaluati

Y. Fle  Wiew Evalustion Tools  Window  Help

| £ | 3 Sensorgram |Plot i Bar Chart | .l Kinetics | Affinity ~ 5 Concentration Analysis ~ = Thermodynamics | 5| Immunogenicity ~ |

Evaluation Explorer [
x| Remove /| Edit g;‘vl'g"%‘css
} Senvorn ook cocs Mgl 0 g
£5 Al sensoigrans Boundaies. low [<150 RU, hich [>160 AL}
P‘ElB A Adjustments for controls: Mo adjustments
] Baseline: Sample Mix | RelResy _ S
& Binding stabilty RU Gl Bl Solution | (RL) | Ranking =
] Controks, stakilty 400 - o 8 Indvid 13 o drug 1511 high
Report Foint Table o @ 18 Indvid 18 o drug 228.5 high
O Freport Poirt Table 24 Indvid 19 nodrug 2576 high
Immnogericity 350 2 Indvidz2 o drug 3910 Figh
& Confimation 32 Indvid 14 g 226.2 high
9 38 Individ 21 no drug 389.3 high
m 40 Indvid 17 no drug 226,38 high
46 Indvid 16 o drug 2264 high
48 Individ 20 no drug 3891 high
6 Indvid 15 o drug 2262 high
250 6  Indvid3 o drug 649 low
E . &, - 10 Individ 1 nodrug 61,7 low
e 14 Indvid 1O na drug 148.8 low
£ om + Cortrol Sample 16 Individ 7 no drug 1455 low
F o Mix soltior: no g || 22 Individ2 nio drug 58.6 low
% 30 Indvida no drug 146,38 ow
. : . 34 Indvids o drug 1465 low
. 42 Indvidé o drug 57.5 low
S0 Individ 4 o drug 5.1 low
54 Individ 11 o drug 145.0  low
100 56 Indvid 12 no drug 1441 low S
62 Individ 5 o drug 57.2 low
e, . .. . 4 Negcontrol no drug 682 NiA
50 A e 5 Poscontrol(1 pgfml)  no drug 2347 NjA
12 Negcontrel no drug S6.7 A
13 Pos control(L pg/ml)  na drug 227.1 A
" 20 Negcontrol no drug S0.0 M4
o 10 20 30 40 a0 60 0 21 Pos control(l pg/ml}  no drug 223.0 WA
Cycle Humber 28 Neg contral o drug 45.9 M .
4" Boc controlfl ol 4 15

Imenuno conf 15.brap - Paint.

FRE@EIE. BEYEZREL TLVAVWE ZDORERZRLTVET, high ERRINTWEY
YT, FHENRELY £9,
EYREFOFEA low, EYZEEL TLRVLEFD
Y 7ILTT,

2HE A high DY > 7 LA, ADAs BGtE

Biacore T200
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7-3.ADAs DT A XA T DREE

TAYEZATOREIL. Y 7ImE, 5lEGEETAY A7 %5ZHET HmEERMNL
T, BEEDBETHMLEYS,

7-3-1. 7075 LDEFT (Merged Inject JEDIFE)

Toolbar @ RunWizard 74 3> ( 4y ) £7-1Z Menubar ® Run—>Wizard #7 J v 7 L9,

& Open/Mew Wizard Template |Z|@@

(23 Surface Preparation . -
Loak. ir:
% Immobilization pH 5 couting L |[:| Meathods And Templates - |

Imrnabilization
(2 Assay Development MName Tepe
Regeneration S couting (3030521
Buffer Scouting 090723
Surface Performance [Jog0m7
[ Contral Experiments 3091119
Kinetics - Linked Reactions
Kinetics - Mass Transfer
23 Aszay
Kineticz/bfinity
Binding Analyziz
Concentration Analysis
Thermodynamics
23 Immunogenicity
Immunogenicity Screening
Immunogenicity Confirmation
Imrnunogenicity lzotpping

< ' >

’ Help ” Browse. . ] [ Mew. . H Open... ” Cancel ]

Immunogenicity — Immunogenicity Isotyping Z#R L 7-%. NewZz 7 v 7 L X9,
!

f® Immunogenicity Isotyping - Run Type

To detect antibodies bound ta drug in the sample, samples may be acidified to releaze the
antibodigs and then neutralized immediately before measurement.

Haow da you want to perfarm the measurements ?
(3) Direct analysis [detects only free antibodies)

() Acidification and neutralization [detects antibodies in the presence of excess diug)

[ o> J[ Deee ]
Merged Inject ;=% FH 9 55 a1d. OAcidification and neutralization [CF = v 7 L £ 9,
BiEbs L OHRF%E LAaWEEIE, ODirect analysis [CF v 27 LE3$, Nextx 272 1) w7
L£d,

L%, ODirectanalysis # FFW TERBAL £ 9,
!

Biacore T200
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= Immunogenicity Isotyping - Injection Sequence

Detection Chip

I
I

Elow path,

[] Ligand capture

SAMPLE Sample

REAGENT 1 |zotyping reagents

Use reagent(s] per cycle

| IhI

REAGENT 2

REGENERATION 1 Regeneration

< Back ][ Mext > ][ Cloze ]

1A 7LD DAEY—7 T R%RE L £9, Usereagent(s) percycle 17 Lh o, 7A Y
ZATHBET D720 DTRDE = FEINL £, Regeneration DEIFL, FHICEDHE T
ELEY,

Nextxz7Uv 7 LZET,

«—

B Immunogenicity lsotyping - Setup

Conditioning

[] Bun conditioning cycle

Solution: |

Contact time: I:l [g] Mumber of injections:

Startup
Bun startup cucles

Salutian: |$erum_NSBred

MHumber of c:_lgu:les:

’ Help ] ’ < Back ]’ Mest > ]’ Close ]

— T ERELET, SEIUNLEDOEmZHEL LT, Next 27 v 7 LET,
!

\,
111

Biacore T200
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8 Immunogenicity lsotyping - Injection Parameters

Sample
Contact time: [5]  FElow rate: [uldmin]

lzotyping reagent

Contact time: [5]  FElow rate: [uldmin]

Reageneration
Salution: |-""5 mi HalH | [] High viscosity solution
Contact time: [g]  Elowrate: [plfmin]  Stabilization period: EI [z]
Extra wazh after injgction with: |?‘5 mtd HaOH |

[ < Back ][ Mewt » ][ Cloze ]

ZNENOEBICH T 28K EG. HNEHF. REREZADL £, (Merged Inject j& % &FIC
FEIR L TWBIHEEL, Sample [BIE (. Acidification solution /1 7 L & Neutralization solution
N7 LDRRREINET,)
Next #7 Uv 2o L%ET,

8 Immunogenicity Isotyping - Samples

Sample table

A

Sample id =
Al

2 |a1 B
3 Az
4 A3
5 hd
5] A5
T hE
8 A7
9 A5
10 fote]
11 EQ

1z |BL =

< Back ][ Mest > ] ’ Cloze

Y TINEEANDLET,
Nextx =7 w27 LET,

Biacore T200
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unogenicity Isotyping - Isotyping Reagents

|zotyping reagent table

Isotyping reagent id

anti_IgM

anti_Iga

[ < Back " Mext »

] [ LClose

TAVZATRIEDT-ODIAAELEANLET,

Next #7 w27 LET,

@ w N

[
=]

-
[

Skartup
Skartup
Skartup
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample

Sample

serum_MSBred
serum_MSBred
serurn_MSBred
A0
Al
Az
k)
a4
A5
Ab
A7
A
a9
B0
Bl
Bz
B3
B4
ES
B
E7
B&
]

anki_IgM
anti_lgM
anti_Igr
anki_IgM
anti_IgM
anki_IgM
anki_IgM
anki_IgM
anti_IgM
anti_Igr
anki_IgM
anti_lgM
anti_lgr
anki_IgM
anki_IgM
anki_IgM
anti_IgM
anki_IgM
anti_lgM
anti_lgr
anki_IgM
anti_IgM
anki_IgM

anti_IgG
anti_Iga
anti_lga
anti_IgG
anti_IgG
anti_Iga
anti_IgG
anti_IgG
anti_Iga
anti_lga
anti_IgG
anti_Iga
anti_lga
anti_IgG
anti_IgG
anti_Iga
anti_Iga
anti_IgG
anti_Iga
anti_lga
anti_IgG
anti_IgG
anti_Iga

< Back

][ Mest »

J |

Cloze

AEDRNARTRENET,

Next Zz7 Uw v LFEd,

Biacore T200
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& Immunogenicity Isotyping - System Preparations

] Prime before run

Temperature zettings

[ Momalize detectar

Analyzis termperature:

Sample compartment temperature:

25 ['C)
10 ['C)
[ < Back ][ Mest » ][ LCloze ]

Analysis temperature ¥ & O} Sample compartment temperature %

RE L X9, Analysis

temperature $ &£ U8 Sample compartment temperature (£ 10°CE#RE L 9, 7272 L. 10°CIC
THIETEBETD2RREH D=0, FEHINPUETT, (f; guanidine-HCI I& 10°CTILEL L
¥9,) REICHUEDRNEHERT 5235514, CycleRunList 7 J v o LET,

Next #7 w27 LET,

& |mmunogenicity Isotyping - Rack Posit

ions

i
ol
'q'QQQ)QQG

96 well Microplate v

Q0000000
Q0000000

O
O
O
O
O
OO0
OO0
OO

»QOO000000
~000000000
~OO00000000
Q00000000
nOOO0000O00)
"@OOO0O000
»O0O000000
=00000000

e (o ]

Position

R1AL
R1 A2
R1AZ
R1 A4
R1AS
R1 A6
R1 A7
R1AS
R1 A9
R1ALD
R1A1L
R1AlZ
R1B1
R1EZ
R1E3
R1E4
R1ES
R1EB6
R1E7
R1E&
R1ES
R1EBLO
R1E11
R1EB1Z
R1C1
R1C2
R1C3
R1C4
R1C5

Yolume

(ul)

T73Al
T3 AZ
T3 A3
T3 A4
T3 A5
73 A6
T3 AT
T3 AB
T3 A9
73 B0
7381
73B2
T3 B3
73 B4
73 ES
73 B6
7387
73 B8
73:C0
FicHe
73iC2
7303
734
FcH
7306
73iC7
T73.C8
7309

Content

L
Type

Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample
Sample ~

[ < Back ][ Next >

) ()

BloxRTY vy TILouBEL Y TLE (W) Z2HRLET, KPOY Tz sV vy od

5EXZNIIHIST 57 v 7 EDOMENR

TILBLOY T EZTy Iy FLET,

AETEINET, MBELRBERBLAH S/ A

Biacore T200
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HE 79 Y TIMEDOEH

YU TIAIEIL. LERBE@EICYY **#’)of—ﬁ#,\\’éﬁiﬂﬁ’ﬂ_aﬁié nEd, bohrlLotr
TIAIBENREF>TWB T L —bA2ERT 25 . EAEAL T D Menu—Export Positions %

ETL. Y 7ILaE %&7E@U®T#zh7 4»&LT@TL$T DLEEREE
BLE® T 714 ILERTFE L. Menu—Sample Position Import TZ D 7 7 A IL&EFRAHAT & |
YU TMUBLAEEINET,

# Immunogenicity Isotyping - Prepare Run Protocol

Tahoma > 10 - B 7 U ]

|Pre9are Run Protocol

* Make sure the correct sensor chip is docked

* Make sure all samples & reagents are loaded in the rack and microplate according to the Rack
Positions setup. (Vials should be sealed with rubber caps and microplate with adhesive foil.)

* Place the buffer(s) on the left hand tray and insert the correct tubing(s), see below.
Motel Standby after run will use buffer A,

* Make sure there is fresh water in the water bottle on the right hand tray.

* |fnecessary, empty the waste bottle before start of the run.

Estimated run time: 15 h 32 min [excluding conditional statements, temperature changes and standby flow]
E stimated buffer consumption:

j Running huffer H } }
At least 300 ml

plus B5 ml/day for
standby after run

[W] m [ < Back ][ Save As... ][ Cloze ]

EAMNATESEE, AERM. BB LS YV IBERENRTINES, Start 27 U v
JLET,

!
BRELIZTAY—FZT Vv TL— b LTRETEINE DD, AyvE—IPFRREINET,
RIFDIHE L. Save as T Methods and Templates 7 # /L& £ 721% Bia Users DEED 7 # /L
FIREFELET, RELAWVWESIL. DontSave #HEIRL £,

!
Save in:!l SAIERERDRFHLZRE L. Filename (7 7 A/ L&z AN LT, Save § % &AIE
MNRAE—FLZET,

l
BIEIR T #. 2B (S Standby flow IREEIC Y 3,

!
AET —RIEANLT=7 74 LZ THENIZRE S N, Biacore T200 Evaluation Software H'H
BHICEE L T, SV A7 ILOAERRINEREERRINET,

Biacore T200
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7-3-2. 707 5 LDEIT (Double Mix ;7 EDIFE)

7-3-1 EIZHELN. Immunogenicity Isotyping 7« ¥ — KE#BWT 707 7 L%2ER L. REFEL
¥4, RELEZVAY—FEBWT, XYy FICEY 7RI LRBREZEELET,
Toolbar ® Run Method 74 3> ( ) % 7-1% Menu bar ® Run—Method # 7 U v 7 L ¥
ER

1 Open/New Method =) E3]
Look in: [ Methads And Templates |
Name Type Modified
(& Biacore Methods
[ Show imocrtable wizard templates | New.. | [ Open. | [ Cancel |

TAY—REREFELZT7 #ILKX%EFETE L. Show importable wizard templates #F = v 7 L £
ER

8 Open/New Method |L|@
Lookine | (100322 |
Name Type Modified
£ Immunogenicity Scresning Immunogericity Scresning 8222010

Show importable wizard templates [ New.. | [ Open. | [ Cancel
BRI 7077 L%/ 474 ML, OpenZ27 YUy 7 LET,

!
Method Builder ® Main X4 7 A7/ AFRREINE T,
Overview BIHEICIE A Y v FRERDOFREEENRRINE T, UTICEBTIEBICDOWTRE
L £9, i3 BiacoreT200 HAGERIRIAE EARRIFREZSRL TS L,

Biacore T200
AAEEIRARAE
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(Cycle Types)
8 Method Builder - Main

ey |

Cycle types

Description of selected cycle twpe

Screening
Conditioning

General Settings
L= - |
Agzay Steps
Cycle Types  |L=
L —— |

“Wariable Settings
Commands | Report Points|

Verfication
Sl |
Capture »

Sample 1
Regeneration 1
Aegeneration 2

Setup Bun
L |

Settings for Sample 1
Tupe:

Is warisble
g
Dissociation time: D (5]

‘120 mh HCI, 0.1% P20

L _Jw

HNeutralization soln: ‘1 M TRIS. 0.058% P20

5| tulémin)

Sample solution:

Contact time:

Aucid solution;

‘Wit after acidification;

Flow rate:

Elow path:

] Extra wash after injection with: l:l
[] Stabiization period El (s]

Method Variables | Evaluation Yariables

Set pioperty as variable
Sample solution

[[] Contact time (5]

[ Acid solution

[] wait alter acidification [s]
[[] Meutralization solution
[[] Dissociation time (5]

[ Flow rate [l/min)

[ Help J [ Save ][ Save As.. J

LClose

Sample AY > FDREZZEE L £9, Type %= Double mix |

-

ZF L. Acid solution LV

Neutralization soln ®IE B (Z. Double mix FFOHER M= AN L £9,

8 Method Builder - Main

Owerview

Cucle types

!

Description of selected cycle type

Screening
Conditianing

General Settings
Azsay Steps
[ e |3

‘ariable Settings
Carmmands | Report Poittts |

Enhancement -

[ oiiion |
[ sepn |

Regeneration 2

Settings for Enhancement 2

Enhancement solution; ‘anh—\g&'

Method Varisbles

Contac tine 3]

Flov rate:
Flows path:
[] Bredip

[] Estra wash after injection with:

[ 5tahilization periad

e

Set property as variable
[ Enhancement solution
[ Contact time [s)

[ Flaw rate [plfmin]

[ Heb ] [ Save ][ savess. |

Close

2RFURAINO A~ > F&EBHNML 9, Enhancement 3 ~< > K

FRHEANL TLEE W,

Biacore T200
AAGEEREGAAE
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7-3-3. T — XM

TAY—RERWLAEY RS T L T# Evaluation V 7 b7 = ZIEBEMICIL B EAY .
ST — & IZ@TIcairBiTLEd,

% Biacore T200 Evaluation Software [Ex5 - Isotyping. blr]

File  Wiew Evaluation Tools ‘Window  Help
= H ‘g ‘ﬁSensurgram | Plat ] Bar Chart |§Kineti:sh\ffinity - éCUHEEI‘ItI’aUUI‘I Analysis = | Thermodynamics ‘EE] Immunogenicity = ‘

Evaluation Explorer a

ﬁ Remove . Foi

B all sensorgrams

= s E Curve Mame: Fo=2-1 E]E] Aszay Step Purpose: <Overlays E]E]
ensoigram

-] Al sensorgrams RU Sensorgram
[ Plat 2500
@ | Baseling: Sample

g | Binding stability
@ | Binding to reference
[~ Repart Paint T able 2000
[m| Report Paint Table

Cycle: <Overlay:

[ Zoom Lock

1500

— Sample
— Startup

I 7-10. ¥ > FVIERMDEE

YU TIVEESSVERERERG, Yy TILDERAEEAN I ZALNH > 1358 1%. BIfEET
I B EIIC. Keywordtable TZE®E L £ 9, Tools—KeywordTable #7 U v 7 L ¥,
UAY REZDZEEL, AT D Edit Chip Information 27 ) v 7 L TZEBEL X7,

L Asmrmeees  Gewn e W bw »

- — ~ - .. -
- -

- ——

e o e —
—— -~ . . e —
— —— . .

— — - - " e ]
- . . o

LR , o »e

e ) »

.o » -

e - -

R B - L) o -
. . - ~ - -
- A ' - .

. . . .

- . -

" lown . . »

Y — . " -

. - . - -

" ‘o . - -
. . . -

e . ' -

. — — .

B — — .

N — - - -~

 bon—y ' -

o - .

- ~ »

» " .

Biacore T200
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R 7-11. BE DR

Menubar € Biacore T200 Evaluation Software [Ex1 - Screening, merged.bir]
Tools  Window  Help

m  |Plot . Bar Chart | ] Kinetics | Affinity » _ Concentration Analysis » _+ Thermodynamics | = Immunagenicity « |

Toolbar

B® Allsensorgrams

Curve Name: Fo=1 ()] |[#€) pssay Step Pupase: cOverlays (7)1 |[44] Cyele: <Overlay> =)
igrams RU Sensorgram

25000 [ Zoom Lack

7000 Sensorgram window

[ Repart Faint Table B5000
) Repor Paint Table []

60000

— Cortral Sample
g 55000

Evaluation Explorer ——=

— sample

Work area i .

\ 50000
40000

35000

—

0 200 400 600 s00 1000 1200 1400 1600
Time

Menubar TRTCOEEIT VY FE2EOREAZ 2 —FR
Toolbar FEREENDS MEEa~Y > FE2 74 2L L TER
Evaluation Explorer TRTCOBAET— X, BIFBEOT —XDERR
IBSensorgram BEICKVEREBELEZEYY -7 T A
“piot BT ICEE L LR — RS > &R0 7 Ay b
Baseline B> ZILARINER] D AbsResp
Binding level > FILENINEF D Baseline 7 @ RelResp
Binding stability B TIVEINE O Baseline 7' 5 O RelResp
Binding to reference )7 7L > REILIZXET % Binding level
Work area Evaluation Explorer TER L 727 7 1 L & TR
Biacore T200

BAFEERRGHE




7. BEEMEAR 193

Toolbar @ = Immunogenicity -

B Isotyping

SampleCotDft [ | AU

o)y L, i lsetyping %

Digplay isotyping reagent response ax (5) Response

Isotyping

) Response Relative to Sample

ERL X,

E3

5]
=}
=]

)
=]

=1
=]

Relative Response (RU)
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BERLET
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B, MIge MEIRETERRINTUVET, TNEZNOFEEL ARV XIZET 5 Cut-Off

HBEEFOT—7IIZABDL, Finshx27 U v o LET,

% Biocore T200 Evaluation Software [Ex5 - Isotypingblr] - [Isotyping]

!
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Yo TIEEED Cut-off [BERBZ TWAY Y TIAMHIN T, 2 RIEROEBEESENES
2 RIUKRICDWNT Cut-off [EXZBZ TWAHEIF., T—7/LD

77 TCRRENES, £l
BENMRETERRENET,
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7-4. ADAs O X ZVEE DS

7-4-1.

—R%B91C. ADAs D FREAME DHE

7077 LOET

RHEELT, ADAs DT 74 =T 4 —%
L. ADAs DIEHELREIVEREN DD OHBEWEEIE. DA XRT AV ABRBEL T 74 =74
— AT IETRATEE TS, T D7 EEBIRA KR E N7 WREEEED 5. YIS 5 ADAs
DIEEEDEFHZEHT S Z & T, ADAs DERAE# ML £ 7,

ML Xd, LA

Toolbar @ RunWizard 74 3> ( 4y ) £7-1Z Menubar ® Run—>Wizard #7 J v 7 L9,

8 Open/Mew Wizard Template |Z|@®

3 Surface Preparation
|mmabilization pH Scouting
Immobilization

(L Assay Development
Fegeneration Scouting
Buffer Scouting
Surface Performance

[Z Contral Experiments
Kinetizs - Linked Reactions
Kinetics - Mass Transfer

] Assay
Fineticzd irty
Binding Analysis
Concentration Analysis
Thermrmodynarics

3 Immunogenizity

|Immunogenicity Screening

Immunogenicity Confirmation

Immunogenicity lsotyping

Look in: |D Methods And Templates

¥ @[

’ Help ” Browse... ]

Hame
09051
(090723
090917
CJo91113

Type

?

[ Mew...

H DOpen... ][ Cancel

!

8 Immunogenicity Screening - Run Type

T

Hows do you want to perform the measurements?
(%) Direct analysis [detects only free antibodies)

BBOY (P~ FAL S, Screening 74 ¥~ FEEALET,
Immunogenicity — Immunogenicity Screening = 3R L 7. NewZ#7 U v 27 L £ 9,

To detect antibodies bound to drug in the sample, samples may be acidified to release the
antibodies and then neutralized immediately before measuremnent.

(O Acidification and neutralization [detects antibodiss in the presence of excess diug)

[ Mext >

LCloze ]

(X

Next Zz7 Uw v LFEd,

Biacore T200
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& Immunogenicity Screening - Injection Sequence [Z|

Detection Chip

[] Ligand captuie

SAMPLE Sample

] Enhancemert

REGENERATION 1 Biemaneriian -

[ < Back ][ Mest » ] [ LCloze ]
1A 7LD DREY—2 TV A%RE L £ 9 ,Enhancement £ & UF Regeneration D [E £ (4.
FHICEDETERELET, Nextx 27 ) v 7 LET,

!

8 Immunogenicity Screening - Setup

Conditioning
[ Bun conditioning cycle

Solution: |

Contact time: l:l [z]  Mumber of injections:

Startup

Bun startup cycles

Solution: | serum|

Mumber of cycles:

[ < Back ][ Mest » ][ LCloze ]
— T EHRELET, SEIULEOEREHRELET, Next 227 v 7 LET,
1

\,
111
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I Immunogenicity Screening - Injection Parameters

Sample

Contact tirme: 5]  Elow rate: [ualrnita]
Dizsociation time: [5]

Fegeneration

Solution: |1DD mid MalH | [] High wigcozity zolution

Contact time: [s]  FElow rate: [ul/min]  Stabilization period: EI [z]
Extra wazh after injection with: B0 mkd HalH

[ cBock J| Mear ][ Cose ]
ZNZNOIEBICET ARG, DNE[. REZAHDLES, Y 7L ORI L,
BESERE N —T 74 v T4 YT B, 120 BUEREL TR,

Nextx #7 Uv 2o LZxd,

!

I Immunogenicity Screening - Samples

X

Sample table
~
Sample id ‘ =
1 i}
2 D1
3 el
4 e}
5 D4
b 3
T 0] B
8 o7
9 [0}
10 =]
11
12 Z
Fur arder
(%) s entered () Random
’ < Back ]’ Mest » ] ’ LCloze ]

Yo TINELEANDLET, Runorder #3%FEL. Nextx 227 U v o7 LET,
!
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8 Immunogenicity Screening - Control Samples r$__<|
Control zample definition

[ Bun contral samples

l:l zample cycles

Contral zamples

[ < Back ][ Mest > ] [ LCloze ]
av b=y TIILEBRET B35E1E. Runcontrolsamples #F v 7 L, &I IR
LAITE 3 %355 X, Run control sample(s)every #F = v 7 L ¥ 9,

Nextx #7 Uv 2o LZxd,

8 Immunogenicity Screening - System Preparations

Brime before run

[] Momalize detector

Temperature settings

Analysis temperature: ['C)

Sample compartment temperature: ['C)

’ Help ] [Eycle Flunl__ist...] [ < Back ][ Mext > ] ’ Cloze ]

Analysis temperature ¥ & U* Sample compartment temperature D;RE % % E L ¥ 9, Sample
compartment temperature D;RE (X 10CZHE L £, 10CTILET 28K H 570,
SEEAMLETT, (B ; guanidine-HCI 1& 10°C TR L £ 97,) SRICHED TN =HERT S
%%&13. CycleRunList #7 U v 27 LEY,

Next>z 27 v o7 L%£d,

Biacore T200
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B Immunogenicity Screening - Rack Positions ‘;|@@

Reagent Rack 2 v Position Uo(l:lu;-ne Content Type
OO =
C%%éi%% iy A e
| Rl A4 TiiD3 Sample
Qggogg e — =
@ L =
00000000 [ | 25 mm
nOOO00000 R2B1 Full - 100 mi NaOH {predip) Predp
v @OOOO0O00
Q@OO0O0000
Q@OOO00O00
4 leleleleoeiele
Q@O0 0O0O0O0
Q@OOO0O0O0O0
+@OOOO0O00
@OOOO0O00
:@OOO0O000
88000000
[ < Back ][ Mext > ] I Cloze I

AHOEXRTY Y TILOMEBELY Y TLE (W) ZHERLET, KFOY L TLEI Vv IT
2EXNICHIST BTy EOMBNRARTINE T, MBELREZTHEZ LA L /NA
TILBELOY T EZy ity FPLET,

HE 7-12. YV TILUBOEE

B TNAIEIR, EREEICYIVEDLT-RARTHBNICREINE T, HorLopd v
TIUBIREF>TWE T L — M EFERAT 255E. BEAL T D Menu—Export Positions %
RITL, Yy TIUIBEEZ XYY DT HFR 774 LELTRELET, HEFEEZE
BLIHBT7 74 L %1FTF L. Menu—Sample Position Import TZ D 7 7 A L& FAAT & |
YU TIIBNEEEINET,

Biacore T200
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& Immunogenicity Screening - Prepare Run Protocol

Tahaoma - ~|B I U ]

Prepare Run Protocol

* Make sure the correct sensor chip is docked.

s Make sure all samples & reagents are loaded in the rack and microplate according to the Rack
Positions setup. (vials should be sealed with rubber caps and microplate with adhesive foil.)

* Place the boffer(s) on the left hand tray and insert the correct tubing(s), see below.
Matel Standby after run will use buffer A,

s Make sure there is fresh water in the water bottle on the right hand tray.

* [fnecessary, empty the waste bottle befare start of the run.

Estimated run time: 36 k28 min [excluding conditional statements, temperature changes and standby flow)
E stimated buffer consumphion:

; Running buffer 1 3 j
At least 700 ml

plus B5 mi/day for
ztandby after run

[ Hep | [ Menu +] [ ¢Back | Saveds. | [ Clse |

EXRNEEEE, IERKM. 2BA7 YV IBERENERRSINET, Start 57 U v
JLET,

!
BELETAY—FZT 7 L— b LTRETANEID, AyvE—IhFRRINET,
RIFDIHE L. Save as T Methods and Templates 7 # /L& £ 7=1% Bia Users DEED 7 # /L
FIREFLET, RELAWVWESIL. DontSave #HEIRL £,

!
Save in:!l SAIERERDRTFLZRE L. Filename I27 7 A L& % AL T, Save § 5% &AIE
NARZ—FLET,

l
BIEIR T #. 2B (S Standby flow IREEICA Y 3,

!
AET —RIEANLT=7 74 L2 THENZRE S N, Biacore T200 Evaluation Software H'H
BHICEE L T, SV A7 ILOAERRINEREERRINET,

Biacore T200
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7-4-2. T — X ERHT

DAY —RHE LAY Yy RERBWAIEZ RS S LR T#., Evaluation V7 b7 = 7138
BRI b ENY . BUIST —RIE@BIFTICEIIBITLET,

%" Biacore T200 Evaluation Software [C:\Bia UsersyT100 ver2_demo dataMimmunogenicityExé - Stability. bme]
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R 7-14. BIE DR

Menubar

€ Biacore T200 Evaluation Software [Ex1 - Screening, merged.bir]

Took  Window  Help

m  |Plot . Bar Chart | ] Kinetics | Affinity » _ Concentration Analysis » _+ Thermodynamics | = Immunagenicity « |

Toolbar

B® Allsensorgrams

Curve Mame: Fe=1 ()00 |(#4) tssap tep Puspase: <verlays ()]

Evaluation Explorer ——=

Work area

\

Cyele: cDverlay> =)
igrams RU Sensorgram

25000 [ Zoom Lack

7000 Sensorgram window

[ Repart Faint Table B5000
) Repor Paint Table []
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g 5000 — sample
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Toolbar @ s Immunagenicty ~ % 7 1) v &7 L, i Stabilty % 53IRL £9,

Stability, - Region settings

Settings

Fepart Point: | stability w Response Type: | Relative Response %

Fiegions & Boundaries

Mumber of Regions:

Fegion Mame:

A
[y

Fa0 q

o)
=]
=]

[N N
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2 o
+
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+
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wn
=]

Relative Response
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5 7 9 1 13 15
Cycle Humber

Mext > ] [ Lancel

CITlE BEEET VX VDO DEBRTEEB IR VWET,

Settings

Curve; THMEYT A 7A—twLEEIRLEFT
Report Point; stability Z &R L £

Response Type; Relative Response % 3EiR L £ 9

Regions&Boundaries

Number of Regions; SHMAEEOHAERTEL FT
Boundary; THMAEE L L AHBEEAANLET
Region Name; MEEICTTHHT IV L DEMEANLET

Next =7 w27 LZET,
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Select data
medium [150-300 RL) high 300 RU]
[refine plat
t 10 S
3
10 100 1000 Ted 1e5
% Slow values above t'% displayed
100 7
80 1
- + +
£ 60 @ . * * * N
B
E Mmedium
g 400 4 + high
'™
20 1
0 + + + + + + + + + i
5 =1 7 g 9 10 11 12 13 14 15 16
Cycle Humber
Cyde | sample | Rankin RelResp Tot | Fast Fraction | Slow Fraction | t% Fast | b2 Slow | Chiz Displayed ~
i P il L LU (%) (%) (s) (s) | (ruz) | ViePaY
g oz mediurm 265.5 32 65 20 9.6E+02 0.61 fes
9 ) medium 243.0 40 &0 15 7.6E+02 0.79 fes
10 O high 388.9 32 65 20 1.2E+03 1.5 fes
11 oS mediurm 240.5 33 &7 19 9.5E+02 0.52 fes
12 o) mediurm 2748 33 &7 15 1E+03 0.79 fes
13 o7 mediurm 240.6 35 65 15 9.2E+02 0.64 fes v
Coow I e J[ o

BE CHRE L7 THREEEU LS £®#/7wcomf\%ﬁ%%ﬁEﬁT®%—
7»L%TéﬂiToEﬁ% DE/MEL ) /MW EFHTmEI N FILICELTIE. B
BT oBRAINE S, BIEEICIE, %*f/f 2 )LD Slow Fraction (%) A7 Ay k&
NTWET, BITETLOFEMIZ. SR 715 2S8R E L,

RelResp Tot (RU); REEEROEEL AR X

Fast Fraction (%); SREETEICH T 2N RV TR D RIS
Slow Fraction (%); SREETEICN T 2B EVWTIRDEIS
tiz Fast (s); FRBED R WHTIR D FRHA

ti2Slow (s); FRBEDNE W HTIAR D - RHA

Ay TR EBORTA X =TT, BV b L:%:z/_T\é 1% Slow Fraction @ ti, @ T R{E
DEENTEET, ADLAERHE (LEE A0 B) LY tpdRVWH Y TN T

Oy bTF—XICKBRELE T, Plot settings ’G‘%ﬁ’xﬁ?ﬁ’i’&:%?% Z EDAIBETY,

Finish &7 ) v 7 L%,
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/2 7-15. BBEPRIBO RIS ET VR L CHEHIOFHE A £

REISEICBWTEESINDITUERIE, WA 2T AV XTARTADEBRZTEIEEL T
WBZENFRIENES, LArL. BEORLETALATIE, BEL TWLWBEL OE%E
e DI ENTEEEA, TDT-H, TAEDKAERER TIE, 2 DO L 7-fEBEKD %
E AT ISE TV (two-component model) Z{E/H L T, REEIBOAEERITT 5 &
TEHEL £,
2L, ZOETIVE 2 DOBBEICERIMBENFET 2T LZHATHHDTIEARL,
HCETH, RUBBOTAE, EVEBROTMAEOEMUEOERAL O, REINEEDIET S
=& DFHEY — LT,
BRBEBEIBICE T2 H—T 74 v T4 7OETILRITRDOBEY TT,
R=R;x e-kd1(t-t0) + R2xe-kd2(t-t0)

RES)ICHBITDIEAL ZR YR kot BE O koyy, FRBEEE E

Ri B & U Raj ka1 B K U kaz 3K 5 RO RBEBIBIAE L ARV X
7o e (BERED) OFERIE. TRICHRY £9, teld, BEKDOE AFHEEE) 1 50%
KR 2 DICHERRERE (7)) T,

t12=1n2/ kg
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Adjustment for controls ... 19,169,170
Analysis temperature ... 5,60, 77,125, 147,155, 161, 186, 196
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S

Single Mode......cooeeeneernneeenens 133
Solvent correction........eeeeneenns 58, 66, 68, 69, 125
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