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1. Ey b7y 7

1-1. BERBELVYV 7 b7z 7 ORLE)

1-1-1. BIRDIIH EIF

F—TILNEyTDER > TV vE— > EZX—EHE > YATLREK > 32—
Z— DIEFHFICERZ ANE T, Windows D/N— 3 (2L Y /27— K (biacore) DA
AHYBERIGELH Y £7,

T BREAMEOBRAEAMND L, AEO 7O Y FAEEICHZTRTDA P —&— (LED
Zv7) PEMESEIL. Yty FESNTEXEFT, TDO% ready DA > —X—H8
KTL. temperature D1 > > —X—|Is0BL £3,

e 1-1. BREDEE

Sample compartment door

o8 7 () e Y —Fy TEAIE

(Sensor chip port)

Sample compartment

|~ Ry 7EHET ()

injection window

7y b LAEAGLE —

(Rack tray port)

FeAR b
Sigse
AR Lty MIEB

TV TRER —
tv MIB
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1-1-2. Z V=V JRER., 8koty b

RKIEAD > T, R FLAICS Y2V VEERR L EL Y b L, Fa—7 A BEAL
9, B M ESOREBEIIT, RURE—RYTOOY s ELET,

i
844
E% v
g

BRIML A, BHEARMBLIOERR M ZEZY FLT, WIGT2F2—7%FHAL
9,

Fa—7 B.%/rﬁi/—f\ NI%
| —
A B C,D
4%
] B
TV IV URRERR b R kL
EAl; S SBEERAR L B BN kL - BRIk kL
HE 1-2. Fa—7DiE
AAE LA
Fa—7ABCDICIE. ZIDBDODVWTWARDOTHERLET
Fai—7A TV TRERAR FILICANE T
F21—7BCD BEICIDLCTERO T vy v JiEERE Yy FTEET
RAEFA
BiAKF 1 —7 BRI A AALT= 500 ml R FILICANE T

BRF1—7 QF) BERAR bILFE vy FICEELET
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1. vy b7y 3

TV UURRERE LT, A O HBS BEERAP L O PBS BEBERERFTEL TWET,

HBS-EP+ 10X (1000 ml, BR-1006-69)
0.1 M HEPES, 1.5 M NaCl, 30 mM EDTA, 0.5 % v/v Surfactant P 20
=Bk T 10 fZ% R : 0.01 M HEPES, 0.15 M NaCl, 3 mM EDTA, 0.05 % Surfactant P 20, pH7.4

HBS-P+ 10X (1000 ml, BR-1006-71)
0.1 M HEPES, 1.5 M NaCl, 0.5 % v/v Surfactant P 20
=Btk T 10 5% R : 0.01 M HEPES, 0.15 M NaCl, 0.05 % Surfactant P 20, pH7.4

HBS-N 10X (1000 ml, BR-1006-70)

0.1 M HEPES, 1.5 M NaCl
=Btk T 10 %R : 0.01 M HEPES, 0.15 M NaCl, pH7.4

PBS 10X (1000 ml, BR-1006-72)
0.1 M phosphate Buffer, 27 mM KCl, 1.37 M NaCl
SHBHLK T 10 fZ4& R : 0.01 M phosphate Buffer, 2.7 mM KCI, 0.137 M NaCl, pH7.4

PBS-P+ 10X (1000 ml, 28995084)

0.1 M phosphate Buffer, 27 mM KCl, 1.37 M NaCl, 0.5 % v/v Surfactant P 20
=BT 10 EHR ¢

0.01 M phosphate Buffer, 2.7 mM KCI, 0.137 M NaCl, 0.05 % Surfactant P 20, pH7.4

EEBREMICHHE THREREZEE LTI,
BETHET BBAIE, 022um 7 L E—THBLTCLE L,
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4 1.ty b7y

1-1-3. A FA—=ILY 7 Y = T DiCE

WEEmEmSP DA T D Start 7 5. All programs — Biacore — Biacore T200 Control
Software D 7 A V%7 v LET,

T 1-4. EEDEREA

& Biacore T200 Control Software - [Immobilization of Prieinf.bir]

i) File Edit Miew PBun  Tools  Help

Menu bar

DH |f Jll + | I—> “ %.J Cycle: 1 = |Curve: — Sensorgram Fo=4
{8 Biacore T200 Gontrol % e - [Immobilization of PrteinA.blr]
E Fle Edit  iew Tools  Help

B ME S =y = 2| Curver — Sensorgram Fe=4

R ProtreinA 20ugiml, pH5
/a Time | Infomation

/ Timestamp: 5/8/2008 1:3813 PM
50000
Toolbar

00 Temperatue: 25.00 °C

00 Data collction 1 Hz Event log RER v

00 SetSemple Temp: 25°C

48000 0.0 UseBuffer &
0.0 Actual Sample Temp: 25 C
00 Flow: 10 pl/min
46000 00 SetTemperature: 25°C
0.0 Flow cel: 4
24000 00 Degasser: On
11.2 Transfer: Start 62 pl R2B1-R283
55.2 Transter: Ready E nt I
42000 552 ‘Wash Start
Sensorgram 1 5— RV ventlog
o 40000 953 Transfer: Start 62 pl R2B2-+R283
1390 Transfer: Ready

1330 Mix: Start 111 pIR2B3
2513 Mix: Ready

2058 Inject Stant A2B3
TOEB  Inject Ready 70 pl
7199 Wash Statt

7S04 Wash Ready

7H04 Wash R2B4

8053 ‘Wash Rieady

8405 Inject Stant A265
12605 Inject Ready 70 pl

window 500

36000

34000

32000
0 200 400 600 a00 1000 1200 1400 12735 Wash: Statt
Time 13043 Wash Ready
Report point S
eport poin Fo| Tine| Window AbsResp SD LRSD Slope ReResp| Baseine Id Kepwo risct Ready 70
P P 4 70 5 3025 007 007 002 00 Yes  Baseline Chip || 17723 wash Start
— 0 5 36087 010 0M 005 121 No EDC/NHS Contaof, 18023 Wesh Resdy
4 13280 5 374125 088 003 047 15089 o Ligand FlowRg| 16180 Temperawe: 25,00 T
ta ble 4 18130 5 374165 040 o004 021 15139 No Immobilized Ligand PIBMERE. 00/, Br
Method Amine
Procedue TimendFlow
44— Keyword table
Status bar m&?1 Temgerature: 25,00 Runring method...
Sample cOmpartment: tempev.{ \Jr;aﬂt: 40°C set: 40°C Run time: 6 h 58 min Estimated run time: 15 h 7 min
online - COML Temperature: 25.00 @ Running rethad. .
Sample compartment temperature - current: 40 *C sek: 40 =C Fun Eimme: & b 55 min Estimated run time: 15 b 7 min

Menu bar Biacore T200 CEITRAIRERIREA~T Y FAGENFE T,

Toolbar FRBEOSVWIY Y 2743, BEICa~ Y FigfE%
BEIRTEET, TORRTERITAIGELR IV FAERAETT,

Sensorgram window =TS LEYTILEA LIZRRLET,

Report point table FERBEOL RRy R EHETRRLET,

Event log AEROBRERNBRZRRLE T,

Status bar WEDY AT LOREERTL T,
FrTA KRR, YR T LRE (Temperature) . £>H—F v 7
DEAT BT ILEE (Sample compartment  temperature) .
Run EITIREE 7 &,

Biacore T200
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1.2y b T7v7 5

1-2. YR T LDOWHEAE

1-2-1. Y —F vy 7TDEA

Ay bAO—ILY T NI 2T EEET S & Insert Chip XA 7 A HFRRxE . [EFFIC Biacore
T200 AAERI O 4 —F v T R— b A BEMICHEZ £9,

Insert Chip

@ New chip O Reuse chip

Mew chip

LChip type: | Chi5 w |

Chipjd:  [080415-0213:12114 |

Chip lot no: [optional] | |

[rok Chip H Cancel ]

Insert Chip

@ New chip O Reuse chip

Mew chip

LChip type: | Chi5 w

Chip jd:

Chip lat no:

SeriesS > Y —F v 7 CM5

<

Maintenance

[rok Chip H Cancel ]

oY —F v TEFERAT L. ONew Chip (2. BB Y —F v 7DHFEIL.
OReuse Chip (CF = v 7% A4, #7325 Chiptype #EIRL x4, (BFHOL Y —F
v THERERTH5EIF. TR—VESBLTLLEEW,)

l
Insert Chip |X|
) Mew chin 2 Reuse chip
Mew chip
Chip ype: | M5 |

Chip id: |DSU41 5021312174 |

Chig lot rio: {optional) | 10113953 |

Chipid (X, BfI-Bf:> X T LY TILF v N—pEBANINE T, HEISHL TEEA
BETY, Chiplotno (optional) %* AAL F7,

Biacore T200
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6 1.ty 7y~

Y- T/?%ﬂ%ﬁ@ﬁﬂ@%ﬂ@ﬁﬁft/# Fv7R—MIEALET, B~
Y—F v 7 R—brZ2FTIHRLCEHADET,
Insert Chip ¥4 702 M DockChip =7 v o7 L£9,

!

Biacore T200 Gontrol Software

@ Ingerting chip: 1:32

Dock 7’58 7 L T B&AY(C Standby flow IREEIC A Y £ T,
Standbyflow & |&, TV LTV =V VEBER (Fa—7 A ZERERTHRLETSE—
Fcd, RR7HBMELET, Ny 77 —LEE ; 65ml/ 24 KHE)

@R 1-5. Y —F v THRARBOIEER

Y —F v TROTZRAF v o —hhE Y —F v TDAR—=IZLoDYIRE > TW
BZEEHERLTHOEALTLES L,
AREICRFELTCVWS Y —F v 7, ERICELTHA L Dock L TLZE W,
oY —F v TR=bEFHALCZR, 2 —F v 7E2RYVEITHRENHZH5EIE. —B
Insert Chip ® & A 7 A% % Cancel L ¥, Toolbar & Eject 74 1> (5]) #mRL <,
EjectChip #7 U v 7 L TL 723,

Insert Chip ¥4 707 %EAL TL £ ->7-35%&. Toolbar @ Insert 77 1 3~ (EI) 7 FEIRT
&, BEZFATOIRERREINET,

Biacore T200
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1.2y b7y 7

WE 1-6. B —F v TOREELERE

BAAOt Y —F v 7R EAT 25E1E. EAR. OReuseChip ICF v/ EAND &
TEDEAT7ATDRERREINET,

Ingert Chip g|
O New chip (&) Reuse chin
Feuse chip
Reuse: Ch5: 1d=080507-1029:12114 hd
Chip type:  CM5

Chip id: 020507-1029:12114

Chip lat no:
[ Dock Chip ][ Cancel ]

Reuse: C. TN Y —F v FITHG L7 id BES%EIRL. Details.. 7 ) v 35L&,
EEEENERINET,

Chip id: Chip lot no: Furst use date:
030507-1029:12114 5742008

Chip IFC type:
Chis IFC108

Immuobilization Final Response .
date [RU] Ligand Result file

Flow cell

Frc=1
Fc=2
Fc=3

Fr=4 SI7IZ003 3532 antibody C:\Bia Users\ T100Manual,CSKimmobilization of
antibody.blr

WER%, Close 27 ) vy LEd,

oY —FvTERYVELTRET2EE81E. oY —Fv7hHNN—2id Z2F AL L
REMERAT SERICid Z@IRLPLT LAY £T,

nH, BEEFELA LY —F v T BERT BRI, Newchip & LT Dock §5 &, FIEE
TOETE(CERED Chip Properties [CESREINT BET — X DREFEFICEBTY 7 b7 27
UHY FEBRLARKBREINELTA, 2070, BEALI-XEZBEANEICERT 256

lE. Reusechip TEZHETHF v 7 idESZEIRL TDock L TL7Z&E Ly,

Biacore T200
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8 1.ty b7V

fHE 1-7. Y —F v FDiES

By Y—F v TOFMIE. BHEAEN 40 IFESRLTIILEI N,

WIVKRFVNELZAT (o788, RTF R, ALEYR EDETEA)

Series S Sensor Chip CM5 3 BR-1005-30
Series S Sensor Chip CM4 3 BR-1005-34
Series S Sensor Chip CM3 3 BR-1005-36
Series S Sensor Chip C1 3K BR-1005-35
Series S Sensor Chip CM7 11 28-9538-28

ANLTRTED Y RAT (EFF UIZHD DNA T F KR EDEE)
Series S Sensor Chip SA 3K BR-1005-31
Biotin CAPture Kit, Series S 158 28-9202-34

BKELZAT (VU EE, HEIEE. Bx v/ \/BrREDETE)
Series S Sensor Chip HPA 3 BR-1005-33
Series S Sensor Chip L1 3 BR-1005-38

EEFL—b&XA7 (Histag X /X7 BDOETE)
Series S Sensor Chip NTA 3K BR-1005-32

Biacore T200
HAREEIKIAAE




1.2y b7y 7 9

1-2-2, Z V7 RBERICK 2 FEE
Menu bar @ Tools — Prime % &R L £ 7,

Tools | Help

| Prime. ..

shutdown, ..

!
TV IV IRERP L URERS ML EERE, start 27 Uy 7 LET,

Place buffer on the left hand tray and insert tube &,
Flace water on the right hand tray and insert the water inlet tube.

[ Start ] [ LCloze

Prime "X X— L E T,

Friming, please wait.

Time left: 00:06:46

Prime

X

The Frime procedure iz completed.

LClose

BRTH%. Close #2717 LTLIEEL,
E#RJ(C Standby flow IREEICA Y 97,

e 1-8. RREPTO T ¥ =V JTRERDRI

Prime &, Ry 7Y A 7 0RKBR. A— bV TS5 —HER2S VvV IBERTESE - B
B 2ETT, RBRETTI Vv VBERAZET DD T ERITLTLEE L,

Biacore T200
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0 1.y b7v7

1-2-3. ;BERTE

BIEEE (Analysis temperature) 3L VOH > LAV /= h XV FOBEAZNETNERTE L
9,

Menu bar @ Tools — Set Temperature...> 2R L £ 7,
Tools | Help

Biacare T100 Evaluation Software

Eject Rack

Rack. Tlurination

Insert Chip...

Set Temperature...

Preferences. ..
More Tools...
l
Set Temperature E|
Analyziz temperature: 24 [FC]
Sample compartment terperature; |25 [FC)

[ Help ] [ ak. H Cancel ]

4~45COEFE THELTC. OKZZ Uy 7 L£T,
(o FIay—h x> FOBEITER+15CLRA)

R 1-9. RERELERDEE

BEISRERETCRE L-RICERL TS,

REREICEL TCWAWSSIL, EE_EO Status bar FORERRIFO SR ANEA >
r— & —D temperature 7 > IHEBICEBL T, RERETCEELHAICIE. BEL
DRBEODRRNE, 4 I —&Z—O temperature 7 > NI HXTICEDY £,
BENTRICRET 2I121E. H2REBBZELET, MEREHNER (25C) &£ AEL<
B 35513 BAEZHRDDENCHONLCHHREL TLEE L,

Biacore T200
HAREEIKIAAE




1.2y b7y 7 11

1-2-4. ARy FPERVYHEL

TRTCOFALEITZ v I bLAIZE Yy FL, YRATLRICHALET, B> 7Lar/i—+
AV FRICA>TWSEZ v 7 b LA ZEY HTIZIE Toolbar D Eject Rack 77 A 2> ()
)y LET, RODICVRATLREKRIEDOZ v 7 bLAR—bAREE, Zv 7L
AHETEET,

ZYv I PLADTICRELICAEOREZ 2SRy 70 @EBRLT. Zv 7 LA %5]
EHIT I ENHKET,

Eject Rack Tray r5__<|

Fack Tray Ejected
Click OF to return the rack tray to the sample

compartment,

| Time to auto cloge: B0

[ERFIC. B LEIC EjectRackTray X 1 7 AR REINE T,
Zv I hLAR—ME60MTEIRICEHEY £7,
FTCICHADT-WEEIEO0KZ 7 ) v 7 LTS 0,

Biacore T200
HAAGEIIKGAE



12 1. ey b7v7

WE1-10. Ty bbb A, Sy 7 ENRATILDOEAED

WNATINEEY VT ETANEHETv I, Fv %ty b TBRLA%2Ty T LA LR
0FE9d,

Ty bLA
BIVITIEIRDNATNERYy TR EDNTEET, "M Tty T 2BIE 47

FRAOIN—=F vy 72ERL TSIV, XTI T4 IVLIREZ—FILORNZECA B
DHBHY—IE, ERALBWTIIZE N,
Reagent rack, Type 1
15ml 77 ZXF v 784 T I (11 mm) x20 A&
Reagent rack, Type 2
16mm #HZ XA T (4ml) x9A& F7d
15mm 77 XF v 74T (4ml) x9 &K
Tmm 77 RF v 74T (08ml) x24 &K
Sample andreagentrack (7 v 7 L A& Ty o D—1FRZ A7) Type 1
16mm A7 XA 7 (4ml) x9 &K F7-1E
15mm 77 AF v 74T (4ml) x9 K
15m 77 RFy 734 7L (@11 mm) x24 K
Tmm 77 RF v 74T (08ml) x45 A&

Rubber caps, type 3 Rubber caps, type 2 Rubber caps, type 5
BR-1005-02 u BR-1004-11 d BR-1006-55 ’_'E
7 mm Plastic Vials 1.5 ml Plastic Vials 16 mm Glass Vials 15 mm Plastic Vials
BR-1002-12 = BR-1002-87 BR-1002-09 BR-1006-54 4

)

Rack tray
96 well/ 384well ¥4 7 B 7L — b x1#
Microplate 96-well (BR-1005-03) E < —JL : Microplate Foil (96 well) (28-9758-16)
Microplate 384-well (BR-1005-05) B —JL : Microplate Foil (384 well) (BR-1005-77)

Biacore T200

HAFERLGAE




1.2y b7y 7 13

HE1-11. FY 72 bLANDNRATILESLVTL— Dty b A

Reagent rack

Rack tray

R 1-12. N TILGEBDOIEEARE

NATNMIEE, v 7 bL A LODERTEELET, 7v 7 b LARIEICZMENTL

ZEF|"ABC."OFFADH"123."c AT LET, (Bl EF—FFu1L. "A1", FOH
T, "A2",)

A BC D EF G 1234...... 9101112

Biacore T200
HAFEEIKAAAE



14 2. ERERME

2. BAEE

BIEE—FIZIE, UTFD 3 2DFE—FAHY 3, BEET— FEEST HICIE. Toolbar
DETAAVEZ Yy 7 LEFT,

f® Biacore T?00 Control Software

P File  View  Run Toefs™™ el e,
W=l | |%‘L“— ="

t"
.
.

l’:p Manual run
BELEDTA 3 ZE0 BEZTVWANOIRES2~Y=aT7ILE-FTY,
ELRRZ S, BRIORMTRETT 2HRZ1T35H8ICETT,

/) Application wizards
ALY R WD D, EREHEEZANLTCEITIELF—FE-FTT,
UAY FoFORERCEEESE. MEFRRBIT. Y—E4A4FI7AREDE
BRCEDERTAY— R0, pH RATT 4 I ERBRFHORTZ BRI E LT:
DAY FREDEREBICOVTHIGL TWET,

%p Methods
WML R RE RO RE N TR, AAEA BV — b E—F T,
Xy RELE—#eeic L) Xy v REERL XY,

Z ZTlZ. Manualrun [CDWTEBAL £4°,

Biacore T200
HAREEIKIAAE



2. EARIRIE 15

2-1. = a7 NVEIEDETHIE

Toolbar @ Start Manual run 7 4 3> (¥, ) %721 Menu bar ® Run — Manual run % 7
Uy o LEY,

T Manual Run g|

Flow Feagent Rack 2

’? Elowrate: Bl | jul/min 30 Ogﬁgo
Flow path ZO OOOO

Reference

Detection in flow cells]: 1,2.3.4 subtraction: 1@ QO(OQ
Y E\ Flows path 1 L E\ Flow path 1-2

96 Well Microplate
(@) E\ Flow path 2 (& \g\ Flow path 3-4

Y E\ Flow path 3 ® Flaws path 1-2-3-4 2143 b’ :?8 8 8 8 8 8 8 8

. Nelolelelele]e]e)
OfF rowpans s Q0000000
0000000
Telelelelelele]e
Yelelelelelele]e
s 00000000
sOO0000D0
Yelelolelelelele
:00000000

RPPYPPYY

[ Help ] [ Eject Rack ] [ Start ][ LCloze ]

JiE (Flowrate) Z# AL £9, J&ElE. 1~100 ul/min TRERIEET T,

BHEE—F (Flow path). Rack DEHERRL £9, v 7/hty FEINTLAWEE
Start £ 71Uy 7 LTHIT— Xy b= UHERSNAIED £ ¢ Ao HERIAEY > 7
NELY PTEBATH, Ty 7EBAL TS,

Start z7 Vv LET,

 BHLER

AR EEIF, R (umin) ERMERE () MoEINZHEAME () 12, RO
HrWwD28pl ZNMELT-ENVNETT, FEONA TILEZERT 256, FHRORMNE—
FaERAT 5561F. KEARENERY 4, MERBEBICY Y TILE2tEy FTZE50

T, AMZATATICRRINZ2EARNEZHERE, A ZzHARL Ty T2 EHE
WAB Y £H A

Biacore T200
HAAGEIIKGAE




16 2. EARIRE

Save Results From Run As

Save in: |@ T100maral V| 0 ? » '

D

My Recent
Documents

€

Desktop

®

My Documents

k‘&l

My Computer

File narne: | matal v | [

Save ]

MyNstwork | Saveastpe: | Result fle bl v [_cancal |

77 AINLNDIRFELREIETEL £T, C \Bia Users\. (BN 7 #/ILKX) ICHEENIER. 7741

ZxANHLTsSavex 27Uy LET,
!
oY =07 LAHNRREN, BELIFBL ET,

& Biacore T200 Gontrol Softwaree - [manual. bir]

HENG i i’ Commands  Run  Tools  Help
F = ‘f Jl | -+ P P %,l Cyele: 1 * | Curve: — Sensorgram Fo=1 - ‘ j - J

FEIZAAIZIOE |
SN J

P

35930

35920

359910

£ 35900

800  ————

35880

[ Lock scale

35870
o 5 10 15 20 25 30
Time

35

400 45 50

Fc  Time ‘wWindow AbsResp SD LRSD  Slope  RelResp Baselne Id

Keywords incycle 1 Yalue

Flow: 30 Flow Path: 1

Cnling - COM1 Temperature: 25,00 9C Running manual run,..

Sample compartment temperature - current: 25 °C set: 25 °C Run kirme: 1 min
Biacore T200

HAFERLGAE



2. EARIRE 17

fHE 2-2. 74 2V DB

=

&

TR DEE

MEEDY) Y B Z

e HEBORM. e EFERRDRM

F RoBFa~v Y FA2ETI 2L TCOBBEERT

Z v DI HL

YA 7LDY)EBEZ (BHEILOEFEEAEE

AE DT

—F{Z 1k

=l

AX AE

)

Biacore T200
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18 2. EAREBE

2-1-1. B DM

Inject command 7 A 1> (|&]; #) %7214 Menubar ® Commands — Inject... % iR

Inject z|
WialMveell pozition:
LContact time: [5)

s ]
tinirurn required volume in vial/well far thiz iniectior< 88 [ul) >

SAElDAIE (Vial/lwell position) #:XE L £33, Z DR é‘:tﬁ@{ﬁ%)\jja%‘ G RAEDT A
AVEIVYITERE, Ty /OHNETERTEET,

IR (contacttime) Z AN L EF T, B & HFMEMEZRET 5 &, Inject XA 7 AT
DETICHEENRRINE T,

8 Biscore T200 Control Softwars Sianualzbic] M =E3
i7] File Edt  Wiew Commands Run  Tools  Help - =
H |f Jll + L ‘ |—> AR L Cycle: 1 |7 | Curve: — Sensorgram Fe=1 Ll 5’ - ]

FEIAAIZIQIER | [ Lock scale
i 35340
AN ||
e

35830

35820

35910

E 35400

Vial/well positior: |F1 AT [T]

33330 LContact time: 3@88@88 prcel
35860 20%80880 e ]

inimum required

Coos
35870 QQ QQ
[t} 10 20 s0 B0 0 a0 a0 100

ROOOCO000 || s

. NoQOOOQOC |- -
Fc  Time ‘window AbsResp SD LRSQ OO0 d Kepwords incycle 1 Yalue

i}

RO
1
Flow: 30 Flow Path: 1 g?

Onling - COM1 Temperature: 25.00 *C Running manual run. .

Sample compartment temperature - current: 25 °C  sek: 25 #C Run time: 2 min

A EZ v oIl y b 2551E. —B, Cancel #7 Y v 7 L. Inject X4 7 07 % f#fx
LTS,

Biacore T200
HAREEIKIAAE
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Ejectracktray 771 3> ( ) ¥ 7-1Z Menu bar ® Commands—Eject Rack % #ER L £ 7,
Eject Rack Tray PS_<|

Rack Trap Ejected

Click, OF, to return the rack tray to the sample
compartremnt.

| Tirme to auto cloze: 50

Zy o bhLAZRYHEL, BYULBORAEELIcANA TV ERY FLET, TV 7 b
LAZBUOY AT LREICEY PLOKEZ Y v 7 LET,
!

Inject

Wial/well position:  |R2 B
Contact time: (z]

Help

Ok

aldl,

Minimum required volume in vial/well for thig injection: 53 [ul]
Inject command 7 1 O > ZER L, ARHMIES S ORINREEZ AL L £,
OKZz7UvoLEY,

f® Biacore 1200 Gontrol Software - [manual. bir]

i) Fle Edt  WView Commands Run  Toals  Help
H 5 Jl | 4 2| loae s %,J Cyclet 1 - | Curve: — Sensoraram Fe=1 zl j - J
FEIAFIZ 180 B R [ Leck scale
o 2 63000
Dt
= £
A £0000 z
&B & Iniect R2B1 6D E
55000
50000
2 45000
40000 ¥ o
z £
£ g
=
35000 E H
£ &7
;i §3
= =z
30000 = 4 —a
o a0 100 150 200 250 300 350
Time =
Fc | Time ‘“Window AbsResp SD  LRASD Slope RelFesp Baseline |d Keywords incypcle 1 Yalue
1 210.0 5 35830 002 003 Q00 00 ‘es baseling 1
1 275.0 5 GE011.0 200 014 06 221150 No binding_1
1 290.0 5 258952 054 060 -0.04 08 No stability_1
Flow: 30 Flow Path: 1
Online - COM1 Temperature: 25,00 9C Running manual run...
Sample compartment temperature - current: 25 *C set: 25 *C Run Lime: & min

BHEITG U ThI SR EAR /ML £,

Biacore T200
HAAGEIIKGAE
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2-1-2. LR— RS> FDENM

LR—bRAVFEIEF oY —0 5 LOEBEOERICBITAL AR X (RU) ZEHKL

FbDTE, LR—bRAY bE, LE— bRAY b F—T L

ICRRENET,

SR AR

mans&, ZOHE, BBWICLER—bRA Y FDPBEINES, BEBREGELLER—
FRAY FLSMCH, EROREICEDLEBNT 5 Z EAFBETT,

e 2-3. BFIGShBLE—-bRLA >}

i binding_1

, Ivﬁ—hﬁ47h?—7w
(

| Slope| RelResp| Baseline| Id 1

132.0 5 368816 009 010
0.23
014

197.0
212.0

5 596026 258

‘ Fc| Time| Window| AbsResp| SD| LRSD
1
1
1 5 36879.7 016

d (LER—FHRAYFER)

i baseline_1
P nje: -

t
150

<)
=}
=)

0.00 00 Yes baseline_1
1,38 22721.0 Mo binding_1
-0.05 1.9 No stability_1

J baseline_1 AANEEE 10 7T
3 3 binding _1 ANINFE T 5 MED
13 stability 1 IR T 10 Wik
L 2

“pbaseline 1"Dt Y —7Z LDEE (RU) (& "0 (£A) RU" (RelResp0.0) ICEFZRES N
F 9, "binding 1"H L < [L"stability_1"® RelResp |&. "baseline_1"H > DIEXME (RU) %RL

TWET,

2 DOBEOHARRIED L R— FRA > k&L, “baseline_2""binding_2" “stability 2" & 7% ) 3,

RelResp (E. “baseline 2"A > DEE (RU) T,

Toolbar @ Reference line 7 4 3> (= ) F7-|% Menu bar ® View — Reference Line %
gy LT, Y =TS LEICV T 7Ly RIA v ERRLET,

!

Biacore T200
HAREEIKIAAE




2. EXEE

8 Biacore T200 Control Software - [manual. blr]

il=0] File Edit  Wew Commands FRun  Took  Help = &5
T |f Jl ‘E} | |—, 7 %, i Cyler 1 - |Curve: — Sensorgram Fe=1 - |jvl
E ——————
FEIFAZAIZIOIEH TG [ Lock scale
i [ S T | 256.0 (5] 5B051.5 [RU]
vz 2
60000 B
& g
45000
50000
& 45000
40000 2 ]
£ - £
[ J4&
& o -
35000 E £ H]
7 ga &
b iz
= o= =
30000 = i =
o S0 100 150 200 250 300 350 400 450
Time =
Fo ' Time ‘window AbsResp S0 LRSD  Slope RelResp Baseline Id Feywords incycle 1 Yalue
1 2100 5 388960 002 003 000 00 Yes baseling_1
1 270 5 BBO11.0 200 014 106 221150 Mo binding_1
1 2300 6 388562 054 OED 004 08 No stability_1
Flows: 30 Flovs Path: 1
Onling - COM1 Temperature: 25.00 9 Running manual run. ..
Sample compartment kemperature - current: 25 °C seb: 25 °C Run kime: 7 rin

RIADH—=VI (RE) #Y 7 7LYRI7A4VOHRICEDE., TROKEETN I v
7JLET, £lE. FROFH LD Y -0 L% v U7 7LV RTA V%
BEsE £,
!
Toolbar @ Add Report point 774 3> ( %) #1713 Menu bar @ Edit — Report point % 7
Dy 27 LEY,
Add Report Point E|

Report Faint

| |
Time: 2580 2]
o '

Baszeline

Add to all curves in this cycle

I ok H Cancel ]

dICOXYFEADLET, BXIEO (R—ZX54 ) & LTEHET 55451 Baseline &
Frzyv 7 LET, 0KEZ Yy F 2L, LiR—hRAY bAEBMENET,

Biacore T200
HAAGEIIKGAE



22 2. EAIgME

2-1-3. HAIEDRT

SAEAINER T, EndManualrun 7 4 3 ( E._l) % 7-1Z Menu bar ® Commands — End
Runz7 v 7 L%d, LEIXTEERIC Standby flow JKREIC7A Y £ T,

2-2. 7 74 IVDRTE

Bonf-trH—r77 L% AIEKRTHICEEMRESINET,
BIMLZLR—bRA Y N ERFT SICIE. Menubar D File — Save 7 ) v 7 L X9,

2-3. T— X DOENRY

File — Print.. 227 Vv 2 L %3, FIRILEVWEBICFz Y Z%2 AN OK 22Uy L%

ED

Print

Printer

Erinter: | Microzoft %PS Document 'Writer

Eile Fropertiez

Sensargram

) Mone

(%) Current Cycle
) Range:
0 Al cycles

[] Include event log for cycles

[ Q. l [ Cancel

File Properties
Wizard Template % 713 Method
Wizard Results ¥ 7= Sensorgram

Include event log for cycles

Biacore T200
HAREEIKIAAE

77 AT ANRT 4

HEAR

AIERER

CurrentCycle * * * RSN TWA LV H—7
Z L

Range - * B Y A /L EFET 2H5OLE
BEDDE Y =TT L

Allcycles * + + IXTDE VY —7 5 LDER
=
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3. EE(L

DHVF

MEERZRET 29 FDH> b, BELTBDFZVAVFEEVET, YAV FORBE
ElX. HEBEMOHECT S 74 POBEAREICKRECEELET, BEEETE(LEZIT
SBEIE, 0% EOREEDY #> FAEAL TR,

BEEELHIE
oY —F v T M5 L. KERBETEENT 2RENGHFELHLET, FHBL0Z
DDREETTEICDWTIE, "ERDFREFRENT KEH A F2SRLTILE L,

TIvhy7TUr ok
UAY FREICEETHAT7I/ENKRBETI/EEFRFY P e-T I/ HE) %F]
FLTETENTEHETT, CM (HILRFIXAFIL) THEIAMZ>DHILKRFY
IWEZ NHS (N-E FRF> XA I F) TEMIEL, VAV FEBEEMRL X
T, BEE, BoTEENHSEA TR/ — LT IvyTc7ayF I LET,

VAV FFF—NHyTY VT
YA FOREICHEET BT+ —LELBLT, SSHEATEENRT 2H
ETY,

Y- XFF—Nhy TV ok
oY —FKEIZTFA—INEEZEAL, U FOHILRFILEE AN L T-S-S-#k
EBTCRETEIT HHETT,

FLVTeFhyFTUV Tk
REOEHEEZROLF VR0 BEOEEZHAL CEEE T 2HETT, &
HOFEBTKRIEZE A X BAVHRBERICLYVARSIYE, TALTe FEZERL T, &
Foovickl), e RSP/ BEEZBALLZE Y —F v FIcyy 7IBETETEL
L¥xd,

Biacore T200
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EE{LE
RROBNICL > THRETZ20ELHY £,

BHENBEIOEEDHE, RV —=v7
TH74A PDEELARYZANTDBONZEEELNLEERY 3, BEEL
EOTRE LT, BROBABAE Roa (BELLL YA Y FETF 74 FABA
BEALALEOL R R) ', BETH 20 RUELETT, BRNERKE
G2, ATOXTEHTZET,

TF54 FOBKBEALRAEYR BHIEABESE Roaw)
=7 F7A4A DR FE x VAV FOEEREIVHY FOSFE xS
(Da) (RU) (Da)

S BUVHYFDT7F 74 MERERBHIE

@) UHvRosrFE 50,000 Da
UAHY FEE‘E 1,000 RU
U # Y FEE BRI 1
774 M FE 20,000 Da

HHHREAEAEE (Rma) =20,000 x 1,000 /50,000 x 1 = 400 RU

i=EAE
EECEIETELRLITLLES BLRELT ZV/XIEY A FDIFE, 10,000
RUMEEELET, AELNEEZSL<TI2E, BMBRETF 74 MAUERICES
N2#HEEL ARV ZRUvs C CBE) 2#70y b LE-REBOBERENIEAY &
ERS

RIGEEEH (kaks). BEEEH (Ko) OHH
EEHMEIETESLIWAES, YR VRFE—FYIT— 3> (AELE
LN EILEY . TFHIA PRI ELOD B VWERR) £MHT 2720 TT,
EBEELEE. UTOXLSEHINIBAESNOETE(E (RU) DOHEL
e EFT,

=/MEELE (RU)

40x1/sSx (VHYFORFE/ T+ 74 bOHFE)
mAXEE{LE (RU)

200x1/Sx (VHYFDBFE/TF 74 FOHFE)

SIEVAHYFDTF 54 FMEREPRIEK

#)  UHYFoHhFE 50 kDa

Biacore T200
HAREEIKIAAE
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TFHF74 O TFE 100 kDa

SN e i 1

sNEEE 40x1/1x (50,000/100,000) = 20RU
RREEILE 200 x 1/1 x (50,000/100,000) = 100 RU
EEEE L EEH 20~100 RU

31. 7Ivhy 7TV IE

UAY RREICHEETD7I/ENKE7I/HELRIP v eT7I/8) 2FHLTE
FILET, CMTERFIVDHILRFIIILEE NHS (N-E FAF IV (I R) T
EHEAL, EEABERTHERLIZVAY F2RmL TEEW L X9, Eo7/EME NHS £
HIR/—NLTIvT70yFrILET,

Co0 COoO CcoOr C00
CoO COO™ O COo0 C0o0
CoOr COON coomé? CONHCH,CH,OH

DONHS E4t QUAY FoREER ®@7avyxr s

B ERRRLA

TIivhy7FUrs*vF (BR-1000-50)
TIvhyTUrTEy MIE, UTORENEENTVLET,
EDC (N-ethyl-N'- (3-dimethylaminopropyl) carbodiimide hydrochloride)
NHS  (N-hydroxysuccinimide)
1 M ethanolamine hydrochloride &% (pH 8.5)

Fy MIMIEINTWBHRAZICHL, EDC BLUNHS IZZNZE N 10 ml DB
KIZ7ARE L. 400 MM EDC, 100 MM NHS ZFA% L £ 97, 7272512 200l § 2% 7mm
TIRAFYINRATINIZZENENDEL, 73— F v v 7% L ERABRIE T
20 CTHBRREL TLIZE W, (ERMR 2 »A) EAEBERNC 1 T DD
ZERYVHELT, MELCERALEY, MRE. AEXOBEBEITEEEA, T4
J—=ILT IvE BRTHIEEIN 0 TEE (4C) RELE T, 200 ul I oD
IFLTHELD, ERITHERNICOELET,

Biacore T200
HAAGEIIKGAE



26 3. @E1

YV TRER
1THRT IV EBEEFLEWVEERZERBL TZI 0,
(FURRTYU S VEERIE, 117 2 OBERTT,)
DHYF
TIOFT MY T LR EDKEEMEZEEF RV EERFL T I W, YAV
FOZEWBHDIZHICHRMENT NS BSA (V¥MET7ILTIV), €7F V7
EDRVIRGEREIZ, HoD LOBRETHINEENLVEDEERFL T,
UHY FHERR
10 mM EEERFZM R, 10 mM HEPES #2&/%&. 10 mM Borate/1 M NaCl #£f&%& (pH 8.5)

UH> F R

UHY FHRZRIBDIEE
DAY FOEBR LY 05~21EWL pH OEE®RZFAWLT, #EE 5~200 pug/ml 12
Bilh2E£5, VAV FEZHERLET, FERAFEMETHNIL, HRAES
BE LT, 10mMEFBR S b U 7 LEEER (pH40 ~ 55) ZAWET, pH35 LT
DHLOIEALAEVTLIZIV, EBEMNEEETHNIE, HRAEERE L T
10 mM HEPES &% (pH6.0 ~ 80) ZAWET,
EBANTRELBELBRMOBEL . EELANIC. HoHLEH. 27 R—YITRL
727 4 ¥ — K ® Immobilization pH Scouting (2 & V) Ex@7i U 47> RERBED pH %1%
HLETS
EENRNEZ CELRVBRER Y XIBEDOGEIE, V=72 XFF—ILhy 7Y
YIH LRV Y REEFF B oY —F v 7 SAICEE(LT 2 A EERE
HLETS

UHY FHRRTF FRESFTFHNEDIZE
100 pg/ml ALDOERED Y A FaER L. 5875 U HESH 10 mM Borate/T M
NaCl #Z&& (pH 85) THML X9, EHEINHS H & 7 I/ E & DRIGEIED
pHBS HIE TH - H BN HTY,
BREENMEWVMED FEY ZEERT 2HRICIE. DMSO 4 & OBAIERFE ~ CE
ElhzEmLEd, BERAREZFAATIRICIE, EFEMEZEREBRY =27
(Instrument handbook) THEFEL TL 72X Ly,

Biacore T200
HAREEIKIAAE
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3-1-1. YA FERED pH ZEIR

oY —Fy T CMEREICI—T A VT EINTWVWHEHETF AT VIZIEHILRF I ILE
NEBAINTWSH, REEEICHELTWET, UAY FEEICHS L ZRETHM
5L BICHBELTWS CM TR 7V EDBICEHBERNAEEGLEL, VAV FE
CMTHFALZVHICEREI S22 LN TEET, ZORENROZEZ, FLavEr b
L=y avhBewWnwWEd, COXEZHAVWLIETEREDY A Y REw VY —F v
KEICEEECHIETE, WEXRLICEELTZ ZENTEET,

) — W

+o

.

+
y

EBERPBHMDY Y FoigE

ZEEELY D 05 LUHEV pH AT 3, 7275 L. EEANBAOEATH>T
H BRIEEDRER LY BBEIND pHAFENCERZ L EH D120,
BEE1LEIIC, 7 4 ¥ — F D Immobilization pH Scouting (C L WHERT HZ &5 5
EOLET,

EBERAHNTALRIZE

7 4 %' — F @ Immobilization pH Scouting # =17 L. HHFED pH T L £7,
ZORMEE THLBLTOE LS A—t) EELEBFEOLL) FE L
T &EPHICB T2V —KRE~DYHY FORBEESVEFEL £T, Z0K
UAY EARMERTHR, 2y 7RBERICERINDG &, BFITFHENICHES
TUBAY RigErY—Fy 7RAD OERCHICHEBELES, LrL. FhicUA
Y REATEFR T VICIEERNRE A I T 7-9. Immobilization pH Scouting T
. UAY PRI TH, %A KR (50mMNaOH) 7ML, BELZYAH VK
TeE T DRIENEAAENTUVWET,

Biacore T200
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Toolbar ® Run Wizard 74 3> ( 4y ) F7zlZ Menu bar ® Run — Wizard..%> 7 ') v 7 L
EJCIN

= Open/New Wizard Template

cE

ce Preparation Laok in: _ -
I . & b w R
Immobilization pH Scouting | cF

Immobilization

[C3 Assay Development Name Type

Z Regeneration Scouting
Buffer Scouting

] Surface Performance

(23 Control Experiments

% Kinetics - Linked Reactions

Kiretics - Mass Transfer
20 Assay

/] Kinetics/ Affinity

4] Birding Anhalyziz

4] Concentration fnalyzis

] Thermodynamics

23 Immunogenicity

Z Immunogenicity Screening
Immunogenicity Confirmation
] Immuncesnicity lzotypine

|~

>

[ Help H Browse.. ]

Surface Preparation — Immobilization pH Scouting Z =R L. New..z7 U v 7 L £7,
LIFiic 7 a2 7 Ls% Methods and Templates 7 # L X ICREFEL TWBEEIX. ARIO—E
FRiICkEnFzd, ALTRATITLEZETLIZVWERIE, Open.. 27Uy 7 LET, 5D
THILVEIREINTVWE T AT 7 L2ETLIWEEIE, Browse. =7 v o7 L, BHY
D777 LENATA4MILTOpen. "7 Yy 7 LET,

!

Detection
Flow path:
Buffers
Buffer Name | pH |

1 10 mM Acetate 5.5

2 10 mM Acetate 5

3 10 mM Acetate 4.5

4 10 mM Acetate 4

s —1

(e (o)

Flow path ##R L £9, EEIFEE/LEZRIRL (BHERLLEER)., ULy FERAEE
ANLET, (F74NLFDEELARETT,)
Next> #7 Uv o7 LEd,

Biacore T200
HAREEIKIAAE
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29

F= Immobilization pH Scouting - Injection Parameters E|

Ligand

Saolution: | Praoteind, 10ugdml

Contact time; [g]  Elow rate; [pl/rnir)

Surface regeneration

Thiz zurface wash will be run once at the end of each cycle.

Salutiar: |5|:Imh-1 MalH

Hep | | <Back | Mews> || Cose |
Ligand
Solution A FDAFR
contact time AINEEE (s) BEIL60s ICEFE
Flow rate TR (ul/min) 10pl/min
Surface regeneration
Solution UAY MR THROF v 7RE DR FEBR

(50 mM NaOH)

LFIEBICIERA ANE, Next>x2 27U v LET,
l

= Immobilization pH Scouting - System Preparations

Prime before run

[] Mormalize detector

Temperature zettings

Analysis temperature: ['T)

Sample compartment temperature; [C]

[ Help l [Cycle Run List... ] [ < Back l[ MHeut »

l [ Close

|

EELIRIEE 1R 2 H1IC. Prime 3 & U Normalize DX ENRIEET T,

Temperature settings
Analysis temperature
Sample compartment temperature

AN%E. Next>%=2 v o LET,

25°C
25°C

Biacore T200
HAAGEIIKGAE
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B Immobilization pH Scouting - Rack Positions

Sample and Reagent Rack 1 v Yolume

Position h Content Type Sample 1 Buffer_name
10 O OIZO O g 33 Proteind 10ug/ml Sample 10 mM Acetate 5.5
R1AZ 33 Proteind 10ug/ml Sample 10 mM Acetate 5
W) () O”O O R143 38 Proteind L0ug/mi Sample 10 mM Acetate 4.5
8

Rl A4 36 Proteind 10ugfml Sample 10 mi Acetate 4
10 O O‘DO O R1E1 195 50mM NaoH Regeneration

OO OO OFQ
COOO O )
OO O,

OO 058 8@
OO0

O O () OO
OO0 O
QO 08 80
@00 = ()
0 O OO

' Tlele®

[ Help ] [ Menu V] [Eiectﬂack ] [ < Back ][ Mest > ] [ LCloze ]

EROXRTHEOMNBEEVNEE (W) ZHRALET, X277 Uvrd5E T 2ERD
Ty EONA TN ENBRARRICHEY X9, MBCLHEE (W) ZHERALGA S, AR
L7ZUBY R, BENATILEZ v Iy FLET,

!
EjectRack 7 Y v 7 L C. Racktrayport ZfZ £ 9,

!

Eject Rack Tray gl

Fack Tray Ejected

Click, OF, to return the rack tray to the sample
compartremnt.

| Time to auto cloge: B0

Ty bMLAZBEETEHEAL, OKZZ Y v I LET,
Eject Rack Tray %X 1 7707 B U 7-#%. Rack Positions X { 7027/ D Next >% 7 U v
JLET,

Biacore T200
HAREEIKIAAE
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F= Immobilization pH Scouting - Prepare Run Protocol

Tahoma x 10 -|B I U
|Prepare Run Protocol

* Make sure the correct sensor chip is docked.

o 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,

s 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: 18 min [excluding conditional statements, temperature changes and standby flow)
E stimated buffer conzumption:

EA Running butfer 3 } j
| At least 100 ml

plus 65 mlfday for
standby after run

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

EARRERSEHE, AERHE., 0EBR 7 VvV IBERODENKRINET,
Start =7 U v LET,

!
BRELEZTAY—FaTyTL— b LTRETEZNEI D AvE—IhRRINET,
RIFDHE (L. Save as T Methods and Templates 7 #+ /L X £ 7= (3 BiaUsers D&EE D 7 #+
WEIRELET, RELAVIEESIL, Don'tSave ZERL £,

!
Save Results From Run As @

Savein: |_J T100manual v‘ -] 1;- s El'

E rnanual,blr

My Fecent
Documents

]

Deskiop

My Documents

2

wd

My Computer
‘;‘] File narne: |pHscouling ~ | [ Save ]
MyNetwok | Saveastpe: | Resukile (01 v [ caneel |

Save in:l[CAIERRDRFFZHRE L. Filename I[C7 7 A LEZZ AL T, Save 27 1) v
795E, AENFHEBLET,

Biacore T200
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1 Biacor 200 Control Sofiware - [pHscouting, blr]

Fle Edt Vew Run Toos Help -8 x
H S L5 6 S o 2 x| Curve: — Sensorgram Fe=s /B
RU Sample [ Lock scale
7500 o
g
36500 2
]
g 35500
t4
34500
b s c g 2
33500 X E H H s
@ & @ ® @ & @
H i E i i i f
32500 < LI = :
0 0 100 150 200 250 am 350
Time s
Fo| Time Window Absesp 5D LASD Slope| ReResp Basine Id Keywordsincycle 2 Value
4 180 5 e 013 003 007 00 ‘es baseline AssayStep S ample
4 830 5 307 10752 088 5747 9509 Mo binding AssayStepPumose  Sample
Buifer Buifer &
CyeleType pH Scouling
Sample_1_Buffer_name 10 mi Acetate §
Sample_1_Ligand
Sample_1_Sample  Proteind 10ug/ml
Temp 25
Online - COM! Temperaturs: 25,00 °C | Running immobilzation pH scouting. .
Sample COMPArtmEnt tEMpSrature - CUtent: 26°C seti25°C | Runtime: 9min | Estimeted runtms: 18min |

PN

Immobilization pH Scouting #% T, Z&i&|X Standby flow IRE&(C70 V) £ 9, Biacore T200
Evaluation Software /' B EIAYICH2E) L T. & pH DBIERENELREZ R RSN FE T, (Control
Software FDBAIET —&ld. AALET7 7AILETHEBRERESNTUVET,)

l

File  “ew  Ewvalustion  Tools  ‘Window  Help

P bl | S | oD sensorgram Y Plot i Bar Chart | sl Kinetics § Affinity = 4 Concentration Analysis + 5 Thermodyramics |

Evaluation Explorer o

1] Remave | Bl

BE adjusted sensorgram

s3ay Step Purpose: Sample E]E] Cycle: <Overlays

[~ Senzorgram

] Adiusted sensorgram RU Adjusted sensorgram [ Zoom Lock
0om Lo
[~ Repart Paint Table 3000 -
‘- Report Pairt Table
2000 4
1000 4
H
ki — 10 mM Acetate 4
'? — 10mM Acetate 4.5
s 01 |
I — 10mM Acetate 5
E —— 10mM Acetate 5.5
= 1000
-2000
-3000 t t t +
50 i 50 100 150

Time (0 = baseline)

Biacore T200
HAREEIKIAAE
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## /2 3-1. Immobilization pH Scouting @ 5E(fi

R Adjusted sensorgram

3000 - [] Zoom Lack,
pH4
2000 4 pH4.5
pH5
1000 4
H
'ﬁ — 10 mh Acetate 4
'? — 10 mM Acetate 4.5
= 01 1
Y — 10 mM Acetate 5
E —10mM Acetate 5.5
=

-1000

pH5.5

-2000

-3000 + + + + + 4
a0 0 al 100 140 200 230

FEHERTIE, pHA B'D - EHIEBHEI T LA, pH AMEWFE, SEURINHSEHE 7 I/
BELDohy 7TV U IEIFETLET CEMENL NHS &7 2/ EROEBRIGEHAIL pH8.S
TF)o £/ Z VXV BOREMIZ, —ROICHHISEWVERE T pH 22 EETH,
EMEMR CRIIEEOMES) ISR AENRWERIE. pH A EWEEFERIRTI0NLEE L
WTd, LFEEMERTIE, pHs ZFIRL £,

72 3. Immobilization pH Scouting (Z$ 1 2 &4#E L NIV EDOREIERIEREE T, #ERLTDE
fELNILRU LY H - LK OEELMERXZLHEIL. Y Ay FEEZ £I1FT()100 pg/ml
%). BE Immobilization pH Scouting % 32/ L JEfEL NILAZFER L TLZE 0y,

Biacore T200
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3-1-2. EX7a ba—-LToOEFEL

Toolbar @ RunWizard 7 3> ( /4y ) F 7=l Menubar ® Run — Wizard...%x* 7 U v 7 L
-

(0 Burface Preparation e .
ok it |- Methods Aind Templat
Imobilzeton o Scauting 5 [ Methods And Templates v

3 fasar Develupmenl D Type
Regeneration Scouting
Buffer Scouting
Surface Performance
(2 Gontrol Experiments
Kinetics - Linked Reactions
Kinetics - Mass Transfer

E2 Assay
Kinetics/&ffinity
Binding Analysis
Goncentration Analysis

Thermadynamics
(3 Immunogenicity

Immunogenicity Screening
Immunogenicity Gonfirmation

Immunogenicity Isotyping

< b

(= o= (oo ]

Surface Preparation — Immobilization = =R L 7%, New..z 7 U v 7 L 9, LARIICY
A4 2 L% Methods and Templates 7 # /L X (IR L TW33551F. ARIO—EXRIC KL
ANFEFT, AL7ATTLERITLIEZVWEAIE. Open. =7 Uy 7 LET, BIDT7 #ILK
ICRFESNTWE AT T LERTLIZWEEIX, Browse. 7 Uy 7 L, BBO 707
ZLzanNAZ74MILTOpen.. 27y 7 LET,

8 Immobiliza**- -, - wimopitization Setup,

Chip type: CME

Flow cells percycle: [

] E Immobilize flow cell 1 2

Flow cell 2

o E e 2

Flow cell 3

O @ Immobilize flow cell 3 2

Flove cell 4

0o E Immobiizs flow cell 4 2

Chiptype D /I KA T A =21 —T, FRATZE H—Fv 7 (CM5) Z&IRL £,
Flow cells per cycle T, —EICET{T /L 0H=RIRL£T, BF. 1 28IRLET,
¥y TF N —FEFERTAEAET. ¥y STy D FEERLILICEENT 2BEICIE. 2
FlEaxBIRLET,

Biacore T200
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Flow cell 4
E\ Immabilize: fow cell 4 M ethod: |m Ammire W |
() aim for immobilized level Ligand: |PthfEiﬂ'5"- 20ug/ml, pHS ||:| Drilute ligand

(%) Specify contact time and flow rate  Caontact time: [2] Flow rate: [|.LI.-"min]

(") Blank immobilization

ETEM1d 5 Floweell (CF v 7% ANET, EEIE. BEELEZRERTEIOHNEE LWL
T, (B, V77L v REILELTF £7-1ZFe3 2FERALET,)

Method BEMFEEERLEd, (22 TlE Amine ZEIRL £9,)
Ligand VHY Foairz AN L£ET,

BEZO Fa—)LTIE NHSITEM L E 7Ry F 2 7IE5RR 10 pimin, 07 9E EEE S
NTWES, UAY FORMEEICOWTIE, UTOEBEEALREIRLET,
Aim for immobilized level
UA Y FOEEEZRML CEAENLTE XS,
Specify contact time and flow rate
Uy FoREM e iREwE L CEELTEET,
Blank Immobilization
UA Y FIEAMLEFE A, NHS B (LRI S/ —LT7IyTc7ayF >
SLI) 77 LY RELEERTEET,

Z Z Tld. Specify contact time and flow rate % &R L. ZHER LM, IR 420 (). R
# 10 (u/min) Z AN LEJ, Next>z27 U v LET,
l

WE 3-2. BEOra—ILDTH

Specify contact time and flow rate |&. JEERHEB L7 Ay £ VEREIZ 7 B EIEES
NTWEY, BECEZL<T2ENT. MIKHEzZzRLI-WERE, BBIFOXAY v %
ZET 5551E. EEALZT D CustomMethods..z 7 U v 7 LET,

BELEICEFEDO XY v FHARRENTWD, Amine 27 Uy 7 L N4 74 FIZLET,

= Custom Methods |Zl@®

Methods: m Aldshyde New
T Aming
2 Ligend thi
1 Maleimide
m Surface thiol

Biacore T200
HAAGEIIKGAE
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BEAELEDCopy T Uy I LET,
Methads:

L Aldehyde

m Armine
12 Ligand thicl
L2 Maleimide

m Surface thial

Methods:(C. JE— L7 XY v KABMENET,

tethod narne: |ED|3_',' aof Amine |
Command Solution Contack Time () Flow Rate {ulfmin) "-',&{k
9
-/&Z‘ PRE-COMC Specified in Immobilization Setup
MIXINIECT EDC + MHS (50:50) 420 10 Inject... &
WASH Ethanolamine . )
1,2?‘ LIGAMDIMIECT  Specified in Immaobilization Setup ST et
}* IMIECT Ethanalamine 420 10

OE—LAAY Yy FORBEOEZUALTET LI ENATEXT, ZELALVWIT Y REL
Ty odEA, £k vy L CEdit.Z2 7Yy LET,

l
(f5]) EDCI/NHS DIEH
Mix & Inject gl
Salution: |EDE | I ok l

iz with: |NH5 | Cancel

Fraction: (%] af mix with solution
Contact time: [z]

Flony rate:; [plfmin]
HEIZIGL TREB L ORNEEZEER, OKZ27 v o LET,

Methad narme; |EC||:|_I,I of Armine |

Command Solution Contact Time {s) | Flow Rate {(ulfmin) "i'%\
?,‘;2‘ PRE-COMC Specified in Immobilization Setup
8 MIZINIECT EDC + MHS (50:50) 0 Inject. . }
ﬁ WASH Ethanolamine ) )
1/3?‘ LIGAHDINIECT  Specified in Immohiization Setup flakigec
& ECT Ethanclamine 420 10

ZEE, ATOO0KZ7 Vv 7 LET,

Biacore T200
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T Immobilization - System Preparations

Prime befare run

[] Mormalize detectar

Temperature settings

Analysis temperature: ['C]

Sample compartment temperature: ['C]

[ < Back ][ Mext » ] [ Cloze ]
E T IRIEA 158 S H1IC. Prime 3 £ O Normalize D& E N AJEET T,

Temperature settings
Analysis temperature 25C
Sample compartment temperature 25C

Next>%z 7 U v o7 LT,

T Immobilization - Rack Positions

| Fisagent Rack 2 Position Content
s Immab Fo 4
89 MHS Immaob Fo 4
Empty  EDC/MHS, min, capacity 124l Immob Fc 4
129 Ethanolamine Immob Fo 4
95 Protreind 20ugjml, pHS Immob Fc 4
| Mone
[ Help ] [ Menu V] [ Eject Rack ] [ < Back ][ Mext > ] [ LClose ]

AAOEXRTHEOMUEBELENES () 2HRLET, KEIZY Y I T2EWETIERDZ
VI EDNATIUMEBEIERARRICKY £, NEEMESZHRLBNONATILES
vty FLET,

Biacore T200
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EDC 89ull7mm T T RF v 7L T I
NHS 89ull7mm T RF v 7L T I
22 (NHS/EDC RS ) Z/7mm T T RF Y TN, T I
Ethanolamine 129/ 7mm 72 XF v /N4 T IL
Ligand 9ull7mm 77 AF v 7/ A T I

!
EjectRack #7 ') v 7 L C. Racktrayport ZfHZ 9,

!
Ty bLAZEREFTHEALT, OK%Z 2 ) v LEd, EjectRackTray X 1 7 A7 HEAL
7-1%%. RackPositions ¥ 1 7H 7 EGTD Next>%= 7 Vv L9,

!

T Immobilization pH Scouting - Prepare Run Protocol

Tahoma ~ 10 -/ B I U
IPrepare 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 fail.)

* 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.

* [f necessary, empty the waste bottle before start of the run.

Estirnated run time: 18 min [excluding conditional statements, temperature changes and standby flaw)
Estimated buffer consumption:

A Running buffer j j j
At least 100 ml

plus 65 ml/day for
=tandby after run

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

EANGIFEERE, BECKE., 0247 v 2y IRERENRRINET,
Start =7 Vv o7 LET,

!
BELEZETVAYT—FaTry7L— b LTRETZNEI D AvE—IhRRINET,
RIFDIHE L. Save as T Methods and Templates 7 #+ /L X £ 7213 BiaUsers D& B D 7 #+
LWEIRFLET, RELAVIEEIL, Don'tSave %ERL £,

!
Save in:|RIERERDRIFHZRE L. Filename |[Z7 7 A L& % AL T, Save 35 &

Biacore T200
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EMAZ—MLET,

!
BT T, &L Standby flow IREEICHR Y £9, AET—XIE. AALEZ774L%
THEMICREINET,

e 3-3. RRFLE

BIEE LA, AT AEBAEBE LZVBAICIE, F—FK— FO[Ctr]¥ — & [BreaklF —

F= Biacore 1200 Control Software - [Immobilization of Priein.blr]

(5] File Edit  Wew Run  Tools  Help
I |%‘ 1‘ == |1'C> ) E)J Cycle: 1 - |Curve: — Sensorgram Fe=4 - |jv]
RU ProtreinA 20ugi/ml, pHS P 2\ ~ [ Lock scale
52000 < »
50000
w] @ Ligand
=01 (3) Ethanolamine
44000
< N > < ) >
42000 - > -~ >
= -]
40000 H
=
=]
E
38000 E
A
= =
36000 b EE
34000
32000 s as s s s + ; PP ; + PPN + a4 pa ;
o 200 400 =] &00 1000 1200 1400 1600 1800 2000
Time =
Fc Time  ‘Window AbsResp  SD LASD  Slope FRelResp Baselne Id Kepwords incycle 1 Value
4 2770 5 358025 007 007 002 00 Yes Baseline Chip CM5
4 30,0 5 360287 010 004 005 1261 MNo EDC/NHS ContactTime 420
4 13280 5 374125 088 003 047 18089 No Ligand FlowiRate 10
4 1813.0 5 374165 040 o040z 15139 Mo Immobilized Ligand Protreind, 20ug/ml, pHS
{ Method Amine
i Procedurs TimedndFlow
online - COM1 Temperature: 25,01 *C Sensar chip: CMS
Sample compartment kemperature - current: 26 °C  sek: 25 °C Running standby, remaining time: 4.0 days
=y SO o= —
EEE (RU) HRIERTEINET,
Biacore T200
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B Immobilization Results

Chip: CM5
Response Response
Flow cell  Procedure Method  Ligand Bound {RU} _Final {RU}
4 Time and Flow Amine Protreind 20ug/ml, pHS 1383.8 1513.9
i ) e (=

i 3-4. EIE(LEDFERD

EXE{tE & L T Response Bound & Response Final ® 2 AR RINE T,

Bound DAY KRNI v —27 5 LD 0E
Final NHS/EDC FRINBIA S T X / — LT 2 ViRIiR T D E

UHY ATV =2 a >y LTWBGAYEy Y —Fy 7RAICERET 2551, TX
J=AVT IvERNT A EICKY . SERBREETEY Y —Fy TRAICESTZU AV
IEEWREN S/, Final DL K> XL Bound & WIS <A Y 9, /-, BEEIED
DIRWBEIE NHS AL L7=EHDORFEIC (—BBIZU AV FABAINTWD) T4/ —IL
TIVHAEBEAINDTH, Final DL R Z(E Bound £ W RKELHRBZENHY FT, W
FROBEG, LARY RS WHEERREL L TRALTCREE Y,

Biacore T200
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3-1-3. EE(LE % ME L TEEL

FICREEBOEHZEBNE LELERDOHE, BEEZ VL RABTIHNENHY £7,
ZoFBE. UH Y ROFAEE LT Aim for Immobilized level % A3 % & EF] T,
BE(EETESREISLEVBECR, ZOFERTAETY, ZOBAR, VA
FARMEEZ R LTEAER LTSSV, R 3-231E,)

Toolbar ® Run Wizard 74 3> ( /)y ) F7-1% Menu bar ® Run — Wizard..* 7 ') v 7 L
EJC N

= OpenfNew Wizard Template |T|@@
(C1 Surface Preparation L . —
ook in: Methods And Templat
Immobilization pH Scouting - (£ Methods find Templates b
Mame Tvpe
([ Assay Development

Regeneration Scouting
Buffer Scouting
Surface Performance
(2 Control Experiments
Kimetics — Linked Feactions
Kinetics - Mass Transter
(1 Assay

Kimetics/ Bitinity
Binding Analysis
Concentration Analysis

Thermodynamics

(2 Immunoeenicity
Immunoeenicity Screening
Immunoeenicity Confirmation
Immunoeenicity Izotyping

»

Hew.. H Open... ][ Cancel

Surface Preparation — Immobilization % 3E&R L 72, New..z 7 U v 7 L 3, LEIICS
047 /% Methods and Templates 7 # /L X |[ZIRFE L TWBHEIE. ARO—EBFIC R
ENFEdT, A7 7 L2 TLEZVWESIE. Open.. 27Uy 7 LET, BIOT7+ LK
ICRTFEINTWE AT 7 LEETLI-WEEIE, Browse..2 7 Vv 7 L, BERNOT O
ZLmNAZ74MILTOpen.. 27y LET,

!

Biacore T200
HAAGEIIKGAE



42 3. EE1L

T Immobilization - Immobilization Setup gl
= Chip twpe: CME hd
Flow cells per gycle: 1 v
Flowe el 1
DE Immabilize flow cell 1 2
Flow cell 2
DE Immabilize fow cell 2 &
Flowe cell 3
DE‘ Immebilize flow cell 3 2
Flow cell 4
DIE‘ Immabilize fow cell 4 B
(o] (Cotonpotes. |
Chiptype D /IR I v A =2 —T FRT 2P —Fv 7 (CM5) ZERL T,
Flow cell 4
E Immatilize flow cell 4 Method: | L1 Amine v
(%) &im for immobilized level Ligand: |antibody [] Dilute ligand

() Specify contact time and flow rate Target level: | 250) [RU) “wazh solution; |50 md MalH
(") Blank immobilization

EE{L T 5 Flowcell #3%EIR L £ 9, Aimforimmobilizedlevel (CF v 72 ANFE T,

Method B E 7% Amine % EiR
Ligand UAHY DR
Target level BEZEE/{E (RU)

Wash solution [ETE/LEIOY H Y KT X MRMEBOF v TREGER
(50 mM NaOH)

BREBICHERZANE. Next>z 7 U v 7 LET,
!
UTREREIF, 37~40 =Y Z SR LTSI,
!

Biacore T200
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ore T200 Control Software - [

i=2) Flle Edt Wiew Run  Tooks Help

=] ‘ ? l | + ‘ t’ ) E,J Cycle: 1 - | Curve: — Sensorgram Fo=4 - | j - J
RU antibody [ Lock scale
55000 +
50000 +
45000 +
E
40000 +
35000
30000 4+ PPV TR W YN i di 4 & ded o ak AL 4 4 omad s PP
o 500 1000 1500 2000 2500
Time s
Fc Time  ‘window | AbsResp SO LRSD Slope RelResp Bazeline Id ~ Kepwordz incycle 1 Value
4 370 5 3046/E 2726 321 1443 HNA Mo PreConcl Chip CMa
4 430 5 355671 3290 062 1758 H#MA Mo PreConc2 Ligand antibody
4 57.0 5 3EB2BY 3|23 028 1883 ANA Mo PreConc3 Method Arning
4 aro 5 363833 13A 083 1781 HMA Mo PreConcd i| Pracedure Targetlevel
4 1320 5 3F/32g 2370 028 1588 HHA Mo PreConch || Targetlevel
4 531.0 5 366334 010 00z 00s 0.0 Yes Baseline i
4 11140 5 367978 217 080 -1.65 993 Mo EDC/NHS W
4 11850 5 36BO24 0.O0B 0o0s 002 1100 Mo Pulsel
4 12680 5 3EBB21 021 ooz oM 1837 Mo Pulse2
4 13320 5 3EOFF0 023 004 012 2786 Mo Pulsed
4 13820 G 36990 020 006 010 3006 Mo Pulsed M
Onling - COM1 Temperature: 25,00 °C Sensar chip: CMS

Sample compartment temperature - current: 25 *C set: 25 *C Running standby, remaining time: 4.0 days

K Immobilization Results @

Chip: CM5
Response Response
Flow cell  Procedure  Method Ligand  Bound {RU} Final {(RU) Target Reached
4 Targek level  Amine antibody  240.1 353.2 Yes
[ Help ][ Frirt... ]

LCloze

Immobilization Results % 4 77 0 7' (1C

EIE (RU) PRRINET, BEEECEICTE

L 7=/, Target Reached IR TRIN X ¥, RMEWALEELEIX. BIE L FRICEN/NE

L) Response Z3A L TL 72 L,

Biacore T200
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2 3-5. EITE1L™ 1« ¥— F >l

ZDT4H—FTIE NHS SEMALETIC, UH Y RBKRET X MRML., EBEDEIESND
. Flo. ZTORERLSEMNOBEENENFHBM TEI2RETHI L 2L £7,

UAY FEEICRELN H2HE. CORRTTRI 7 LNBENICKTLES, UAVF
FEESNTWAELWDOT, YAV FARZAZELEL, AL 70—t /LICBERELE
HATIEEL,

T= Immobilization Results

Chip: CM5
Response
_Flaw
2 Target kevel  Amine anticdy 10ugfml pHS Mo = Peaconceniragion binding ks boo Fat
[ wee [ P | Do

Preconcentration binding is too fast
BRI RN BT E, AIFEMZRECLTHEZEDOL NV EEFE(I N
B YIS N BAICERTRENE T, ZFEERD pH & FIF 27, U A

Preconcentration binding is too slow
RIEDRATTR L ERRSNT, FNMFHEzRLTHERDOLA
LETEERTERL LB S NIRRT NET, HREERD

Biacore T200
HAREEIKIAAE
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4, 2= a7 IVHAEICK DEEEROEG%EST

NZaTNVEEICEY. TFIA PORENEEZERLET, BBTHNIL, 5 EHE.
BEZHZRILET, BEZENRE o A—REDOTF 74 baRmL, BERE
EHERLET,
BHE VYT A TNVETREEY - BEEEHZzEBH T 54581013, BERHORIE
DEHY FE A,

7F74F

UAY FZEEE LY —F v TR L T, UAY FEDEEERAET 2 BRI TR

TENTEIELET, MECHEELBEED 7 )L—F (crude) Y > 7L EFERTE LT H

RAEDOHRFHEILR LB ETHRELTLEI L, RLREEHCHRHETHEHZBEN L

LIcEROBEIE. 7774 FOBEELNEL. EVEEVRANTHILELNHY £,

7F74 FORE
TV VIBRERTHERL TSN, FRTEAWGEEIE, TILHABGEEE
FALTZ7 = v TRERCTRERXBEYT 20, 7y v IBERERETF 74
PABREZGICEDEDZZEMVELLY £9, BERNELZHEICIE. AR
BR (Bulk Effect © 5> = JEER L TFIER (TF74 M5Y) DBEQEL
SVRETDHLRAKVZADE) PFEELET, RICEEEBRCREEROE L %
BRE LAEERICBWTIR, BEEE (7F 74 MR CEERE (5=
v URER) NEEZEEREREZETOREICAY, BITRERICEELE5X 2
RS H Y £9,
THELET. RESEEREHHT BBEICE, FRENS K (REER) 16
D010 FOENRETRING 5 & BIFLERIESNET, FHIRHIIL
BENBW EPBERE (VA FIHEELETFI4 haddHL. YAV F
EEtEZxEZEEMNERDREICHEY 218F) 2RTTIHEREZERL. &
RE(BVINVETF 74 FDBEH~E+ pg/m) TAVWEDOHLEL LT,

D77LZXEIL

BEHES L USHRIOBEEE LA CLplc, BTV T 7Ly REAADTF 51 b
AMLTCRE W, V77 Ly 2V, RIBOL L, B - 7Ry X 70k, &
A71737 ba-MERRLENEEEURLET.

Biacore T200
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BEBRR
MEERTIE., Y=V I BERDPFND Z T, BRETTF 54 FHRL2ICREET 2
TOBEORENHY A, BEERENEVEEFRAOSHSICIE, BEAIE B T
DUBBET S 7 A MEAREIC 30 W1 HEFINLEE LT, BEABERHE (K0
AR TEASE. RGNS 28) & AFEIEICER DD, ZOHERINHE LR
V£,
BN BERY

P NOSE TN oF (RANRES 02

T 74 M ERDICRET D5

UH>Y Rt —F v T7RED o BB L AW

e 4-1. BEBRROER

BEBARIIBEUATOL ) BHDOMERINE S, RIFDERICIE Y AL P LSRG oIRET
LTLEEn (BARBRBRE-T VA VIER . AMEREIE. 1 9URTRETL£7,

s BEH DL pH
)
NaCl <2M
Al
[ ESEs
10 mM Gly-HClI >pH15
HCI <100 mM
Phosphoric acid <100 mM
Formic acid <20 %
TIHYEE
10 mM Gly-NaOH <pH12
NaOH <100 mM
Ethanolamine <100 mM
Ethanolamine-HCI <1M
FL—FA ZEHFF v KEERISDHE
EDTA <0.35M
REEMSER
Surfactant P-20  (Tween 20) <5%
Triton X-100 <5%
SDS <0.5%
Octylglucoside <40 mM
N
BHB%
Acetonitrile <20%
DMSO < 8%
Ethylene glycol in HBS Buffer <50%
Ethanol <20%
Formamide < 40%
R
Guanidine-HCI <5M
Urea <8M
Biacore T200

HAFERLGAE
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Uy o LET,

B Manual Run

Flow

Flow path

Y E\ Flow path 1

Y E\ Flow path 2
(& E\ Flow path 3
Y E\ Flow path 4

ET‘—_ FElonwy rate: [|.t|.-"min]

Detection in flow celliz]: 3.4

Toolbar O Start Manual run 7 A 2> (£, ) F7-1% Menu bar ® Run — Manual run % 7

f‘5_<ﬁ|

| Reagent Rack 2

SO “0::0
B )

Beference
subtraction: Q QOOQ
L E\ Flow path 1-2 QQ
| MNone
43 W

® \g\ Flow path 3-4
(& Flow path 1-2-3-4

LCloze ]

I

[ Heb | [ EiectRack |

[ Start

TR

(Flow rate) (30 pl/min) Z# AL £ 9, Flowpath T7F+ 74 bEFRMNT S 77

V2RI EBETENEILAZEIRL T, 47 . Reference subtraction T 7 7L >V XE/LD

B

%[/%lg%uim

Rack DfEFE4AEIR L, Start #7 J w7 L FT,

Save Results From Run As @
Save in: | 12 T100manual v| 22 e E-
@] Immabilization of Presing, bk
i @] manual.blr
My Recent g] pHscouting. blr
Documents
Desktop
o
My Documents
My Computer
- File name: |regeneration check| v | [ Save ]
MyNstwork | Saveastpe: | Result fle bl v [_cancal |

BIERROREFLZIEE L. Filename # AL TSave 227 U w7 L%,

L¥d, GBIRELE LT21,43 £7/-1F. 2-1,3-1,4-1DHY £5,)

Biacore T200
HAGZEEIKIGAE
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l
oY =77 LARKRRENAENRBEINES,

T Biacore 7200 Control Software - [regeneration check. blr]

i=2) Fle Edt  view Commands Run  Todls  Help = x
T |f Jil -+ @ ‘ L, ) E,J Cycle: 1 - |Curve: — Sensorgram Fr=3 - |jvl
FEIAZAIDIQIER s [ Lock seale
. 40000 -
Dl ll
o
=) 35000
30000
25000
20000
E 15000
< 10000
5000 +
o4
-5000 4
-10000
o E 10 15 20 25 an 35 40 45 S0
Time =
Fc  Time ‘window AbsResp SD LRSD  Slope RelResp Baseline |d Feywordz incycle 1 Yalue
Flaw: 30 Flow Path: 3,4
Onling - COML Temperature: 25,00 %C Running manual run.. .
Sample compartment temperature - current: 25 °C  set: 25 #C Run kime: 1 min

R 4-2. VY-S5 LDORTEE

View — Show Only Current Curve
BRI Y =0T L 1R FRRLET,
BLEOH—TIVRIDD, RRTDEVY—TTLERIRLET,
View — Show All Curves
TRy Y—T T Lz LET,
View — Show Curves of Same Type

Y -7 7 LEBERICRRLET,

EEOoA—TVRbIbHS, K70—CILDEyH—0S5LE L EELEZEY

Y= 7 LONWITNDEEIRL TERRTHIENTEET,

!

Inject command 77 3> (Lﬁl ; 7<) F7-1X Menubar ® Commands — Inject... iRt

LEY,

Biacore T200
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Inject g]
Vialfwell posiion;
Contact time: (<]

b inimum required volume in wialAvwell for this injection: 88 [pl)

T+ 74 bDAE (Viallwell position) 3 & 8, 7RI (contact time) 60~120 7% A
NTBE Inject XA T AT DA TICUERY VY TILENFRRINET,

!
—HB . Cancel #7 ') v 7 L. Ejectracktray 77 1~ () ¥ 7213 Menu bar ® Commands
— EjectRack Z &R L £7,
Zv I hLAERYBLT, 7FHIAbERFELINNATILVEEZY FLET, Vv L
AZBUARKRICRELTOKZZ Y vy 7 LET,
Injectcommand 7 OV % FEIRL £,

!
TFI7AFOMES LORMNERE () ZANLEFT, OKZZ U v I LET,

!

Bz Biacore T200 Control Software - [regeneration check.blr]

i5] File Edit Wiew Commands Run  Tools  Help - 5 3
H |5 Jl‘ o4 ok, §'J Cycler 1 = | Curve: — Subtracted Fe=4-3 2 E ']
FEIA2£I213 B R [ Lock scale
1 % S000
Dl lln
¥ = o 2
v & 4500 E §
4000
. 3a00
s
=
g 3000
2500 -
£
i3
2
2000 el
1500 + + = + + by + + !
o a0 100 150 200 250 300 3a0 400
Time =
Fc  Time ‘window AbsResp S0 LRSD Slope ReResp  Baselne Id Keywords incycle 1 Walue
4.3 1060 5 19314 004 004 DO 00 ‘es baseling_1
43 230 5 42387 2864 018 1626 22572 Mo binding_1
43 2460 5 43265 3 021 -203 23451 Mo stability_1
Flow: 30 Flow Path: 3,4
onling - COML Temperature: 25,00 *C Running manual rn,..
Sample compartment temperature - current: 25 %C set: 25 °C Run time: & min

Biacore T200
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TFHI74A MOEEEEEZRLET, BEOLELNHDIGEICIEEEHRERTL T,
Regeneration command 77 1 1O~ (|_| ; 5®) F7-1Z Menu bar ® Commands —
Regeneration...= =R L £ 3,

Hegeneration b__q

WialAwel position:
Cortectine: g
[] High wizcosity solution

inimum required volume in vial/well far this injection: 72 [p)

BAEBRRKROMNE biUmﬂHﬁﬁ@W%%)%AﬁLT OKZz7 vy o LEd,
(BEBARZEEY FLTULWARWGEICIZ, NERSHR%., —B. Cancel 27U v 27 LT
WA TILELEy bLET,)

T= Biacore T200 Control Software - [regeneration check. bir]

i) File Edit  Miew Commands Run Tools  Help oI5 ER
H |f Jll ;F E | |—’ /’ gn,] Cycle: 1 & |Curve: — Sensorgram Fr=4 - |j vJ
FEIAAIZ DR |V [ Lock scale
|-=|l| 2 1%. | I 40500
= 40000
'
'

39500

39000

38500

Response

38000

37500

37000
38500 . P " " P "
o 100 200 300 400 00 600
Time =
Fc  Time ‘Window AbsResp S0 LRSD  Slope RelResp Baselne | Id Kepwords incycle 1 Value
4 1060 5 374317 on 0o0s 005 00 Yes baseline_1
4 230 5 397072 2863 019 1634 22786 Mo binding_1
4 2460 5 3978E7 383 02 207 23540 Mo stability_1
Flow: 30 Flow Path: 3,4
Online - COM1 Temperature: 25.00 9C Running manual run.. .
Sample compartment temperature - current: 25 *C sety 25 #C Run kirpe: @ min

!
LIR—bFRAVMFELIFV TP L VYR IAvT 40 RORFAL T, BEARFIZOL
xﬁyz(W)ﬁ\7#34hmmm®vz¢/z(W)Lﬁm#85ﬁ%ﬁwbi¢
AP HGEICIE, I EHERFTLET,

Biacore T200
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BEEMY Ay FOFEESLUOBREZERLE T,
NewCycle 7 A 3> (| 23 7AAVHLEATWER TFTEENS1ER) 27U v L, AFE
BAONEPYYBEZET, REEDOTF 74 bERML, BIBOTF 74 MEEGL K>
AELBLTL I W, 5l EHEBELET,

!
TRTOREIAHET L 7= End Manualrun 7 A 3>~ (li._l) F 7214 Menu bar ® Commands
— EndRun %27 Y v 7 L9, £EIZBEFAIIC Standby flow IKEEICA Y £T,
AET—RFECHICAALI7 7ALVETEBNICREINET,

HE4-3. U77L YRV 4 PV MRAL-BEORERAGE

Tool bar @ Reference Line 77 O ‘/ ) & %\ |Z View — Reference Line %7 1) v 7
L. v Y =S LEICUT77 LYy RIAvERRSEET, ABICEyY—75LEE

Y77 RIA4 74K rsga.s (F{uﬁI ) BARREINET,
!

RIADA—=VIL (RED) U7 7L Y274 OHEREICER®G, <TVADERZ %
FZv oL, R=XT7AVZRY)ZVWREICBELEFT, B LLER—R T4 ZEY 7=
WSOy Y= F L EDRBTH—YLE Yy oL, V77LYRAT7A4 0 %EBEL
£9,
l

View — Base Line %7 U v 2792 (L LIFFIREZVEWTT) &L UT7LVYRIA YV
TAVRIDLRRYZAPHENE 0 &HYET, V7LV RITAVOMEICEH S —ED
—YlEHbE, ERZXY TRy I LBBIE L, U7 7L YR T 4 FTICR=2R
TAVELTERELIEMUBNSODL Ry ANEKREINET,

Biacore T200
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R 4-4. 74— FZHW-BEEXHFOIR

Application Wizard/ Assay Development/ Regeneration Scouting
BEHOBEAREAVT, ¥BEBRTRE LIANEGT, K 5B EFT 7
T4 MEEEDENMER—RTAVORERZFTFMTEET,

T Regeneration Scouting - Experimental Parameters

Fiegeneration paramsters
Flaw ate: 0| fulemin)
Stabilization period kL [s] = Regeneration Scouting - Results
High viscosity solution: ] Trend Chart | Sensargrams
Experimental design & Sample Response  —#-Baseline
MNurnber of conditions: 4 v Lo RU RU
240 38500
MNumber of cpcles for each condition: |5+
et _ad
280 e 38500
. &
Settings
- - 270 36400
Condition Fiegeneration solution Contact time ()
1 Gly-HCI pH3.0 30 260 38200
2 Gly-HCI pH2.0 20 E 250 J— g
3 Gly-HCI pH1.5 a0 =
= 240 37800 3
4 Sl NaOH E]
230 37600
s
s —
(o] Cae ] = e Loy
210 37200
0 2 4 & 8 10 12 14 18 18 20 2
Cycle
Display Sensorgram
Istsample cycle  Condtions: Sensorgram Fe=4  |w
(% ) (en ] (o)

Application Wizard/ Assay Development/ Surface Performance
RELI-BESRETE Y —F v 7OREMZFTMTE L9, 400 Bl £ TOH#RY IR
LBIEAAIRETT,

B Surface Performance -

Injection Parameters

Sample
Solutian mlgGl
™ Binding stability r?]@‘ @‘
Contacttime: B0 | (s)  Elowraie: [30 | (pl/min) (4] Curve Name: Fe-4.3 (7)) [40) s Stes Pusposs: Ssmple. [ |[#€) Cycle e <Duetags [T)P) |_Taoks ™
) Binding stability [ Zoom Lock ||| i = e V:El,l;eG 5
Fiegeneration 300
2 zesd
Solution: A0mtd MaOH H
- U P T R R R R R R 3 =7
4 2860
Contact time; |5 5] Flowrate: |30 | [umin)  Stabii] 250 5 aere
& 2670
7 ame
T . -
= 0 zem2
3
K 1 272
TR X
127 e
H 13 279
H
2 14 2699
e 0 15 270
16 287
17 ez
50 18 292
19 27e
20 288
5 21 zEra
0 5 10 15 20 25 30 35 22 2ms
Cycle number g g Y
AL

Biacore T200
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5. tHE{FRAIE

EEBRAMICIE LAY —FRELEX Yy RFOT 7L — R, B 7ILEeRnERS

JUBERME. WEFEHEZANTEZEITC. 707 7 LEZBHITEHIENTEET,

ZDETIEH, RISREEHRS LIOBHMEHROEE (ILFHA7IVELLVT I LA

JIER) OT T —bEFBLEZERNR 7RI 7 LMERICOWTRELEFT, Zofth

TV =2 a v ORERES L OBITFEIE. [BiacoreT200 HAGEEULAE  I6HR]
TELEEL, XYy FMERAEDFMIZ 6 EZ S L T 7ZE 0,

J4Y¥—FF7FL—+%EFH
RIGEEERS L URBEROEH <LFHA Ik

Kinetics/Affinity 54 R—
REERIE Concentration Analysis It iR
BEEDEEOER. RVV—=v7 Binding Analysis It iR
BAPRNTA—LDEH Thermodynamics It AR

BSFLEYMTF 74 FORGEEERS L UHEREROEH

Kinetics/Affinity It AR
BB R MR Immunogenicity It iR

XYy FTv7L—+%HH
REEEERS LUVBHEROEY I M o0k

Single-cycle kinetics 93 R—¥
RERTEDRERE Calibration-Free Concentration
IS A m
BYFILEMTFIFA DRI Y —=9 LMW screen IS A m
BET7F74 boEIR Inject and recover It AR

Biacore T200
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5-1. RIDEEEH - BBEROEH ZAFYAI)ViE

TINFHAIINEE VIV AL I ViE

1REDT 74 MRME) Y FOBEREZ 1A 7L ELTORENRRDLTF 74
FEBRVELAEL, BohictrF—7 5 Lo o RIGEEEY - MEEREEHT 2
FEINFHAIMEEVVET, —A, BRDT 74 MRERIIEBERER LICE
EBERAOERAIML, BoNnl -ty —7J L%2FAL TCRIGEEEH - BEEH*E
HI2HEE2 TP A7 ILFEENWNET,

TILFYAL I VTN AL T E

*ﬁi,&?&,ﬁ%m - TFS5A RN l

T
s

Fespoas

T T+ 74 AR

|

T74A=TA—¢NARXT47R

DFELHIEEERT 2EEICIE, MHEICIET 74274 — G FH2eRB\LET,
BEEERE, T74 =274 —0@IZ2zRIREL LT—RNIEAIN, Ko (B M) &
LCRRENET, ZTOFEE 1/ Ko (=Kae BEAL /M) AEVLNDZ LB HY £, BEET
#d. A+BOAB RUCDFHEIRREICE W T, Ko= [A] [B] / [AB] L ERINEFT, RS
NBZ2EEERDEENZ NI E, 2F Y, ZOHEINNSWEET 74 2T 4 —lF@RVEX
IWTEFJ, Biacore xAAW-HA 2T 4 VABNITIE, 774 =T 4—1F. ZOHFHED
RIGREFEHDNSEHLET (Kozkilks )o BOWEES L CEBVWREEOBEEERIZE. 7
T4 T4 =38RV ET, INORICERE (WA 2T 47 X) ICBT2/87 X —&IF,
EERETH (ke B M), BEERETH (ke BfIs) &L TREINET,

AB

N

A+B

KD = kd/ka
KA = ka/kd

Biacore T200
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BHEN (Ko), REEEEH (ki ko) DEHAE
A ZXT A0 ABFTIZ. BonfcwrY—7 7 LICEERICEERED—T 74 v T4
VIR, RN ERICLYEHAEEHLE T,

R=f (k.,ks.RmaxC,...)

/N

k. zZlbs€EB L kazZlbsE B

~

T4 T4 —DFV (SHEEREENEV) HEERDBE. RISIEEhedH THROFER
B8 (Req) ~EBITLEIH. EEROREMIIBW O, ¥ Y —7J L1F [FE] &4
VXY, BEEEE LI OBMEZIEIEHLDTELL, Hh—T 74 v T4 v 7ICL 2 RIGRE
EHOERIIHHE TS,

T

T74=T4—0EORIG T74=2T4—=HBUVRE
Hh=T 714y T74 712k B8 0 ReqvsC D7 Oy b H oD FEHERE

CDESBRIBE. TFTAMEE (C) ITHTE2FEME (Req) D7 Ay kH ., MINTEK
(Ka) 32 W IRRBEER (Ko) 2B H L £9, FEIRFETIZ. UTOBBRAHIHY IH X7,

Req =Cx Rmax / (c + KD)

Req (RU)

Biacore T200
HAAGEIIKGAE
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EBLTFIAMEE

RELEREBD 0L, FRESNIRBER (o) 0 110~10 EORETHEL £
9, MAREEIIBEERENES. BEaRBOL Y —7 7 LOBEEHERNLISEIC
iE. =0T LDHh—THBOoNZEBEEEHLAET % &L RIFLBITHERNBON
T74=2T74—0FL, BEOEL VY =TT LICHY, hA 2T 147 ABFTHRERGE
T, 100 BRELUEDEERINEEE 0 ICOWTAEL X7, 2ESHEIISEED % TIRL <
EDHTETEHRLET,

EELRE

30 ul/min AL DERERICEKEL £9,

TF 74 FineEnE & ARt
BEIL. AN 2 HRE. Bt 2 pRRETCAELE T, 727 L. HERENEEEEED
LY =77 LAAERNBIGEICIE. h—72Bon5 L5 HFNE#E%E 5~10 2EICL
£9, £z, BEREMNE, BEEBOBEE NI LA LHERTEAWVWEEICIE, FEEE
A% 10~30 N EE THIE L £,

Biacore T200
HAREEIKIAAE
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5-1-1. 7AJ 7 LDET

Toolbar @ Run Wizard 71 3> ( /, ) Z7=1% Menu bar ® Run — Wizard..%> 7 1) v 7 L
x9,

8 Open/New Wizard Template |Z|@E]

(1 Surface Preparation v =
ook in: (2 Methods fAnd Templat
Immabilization pH Scouting = |En Vethods Ard Tempiztes ~]
Tmmabilization

[ Assay Develonment Mame Tvpe

Regeneration Scouting

ﬂ Buffer Scouting

A Surface Performance

(23 Gontrol Experiments
Kinetics - Linked Reactions
Kinetics - Mass Transfer

Ki =/ ¥
ﬁ Binding fnalysis
d Concentration Analysis
] Thermadynamics
(23 Immunogenicity
Z] Immunoeenicity Screening
d Immunoeenicity Confirmation
] Immunoeenicity Ieotyping

< | >

(= ==

Assay — Kinetics/Affinity % 3R L 7%, New..Z 7 U v 7 L X3, URIIC/ AT 7 L%
Methods and Templates 7 # L X ICRTFL TW2FE1E. ARAlO—EBXRICKBRINET,
RLC7R7 7 L2RTLI-VWESIE Open. 27 ) v LET, BIO7 + LEITREFEIN
TWB 7R 7 L%EETLIZWEEIL, Browse.. 7 Uy 7 L, BO 70T T L%x/NA
Z4 ML TOpen.. 27Uy LET,

T Kinetics/Affinity - Injection Sequence

[retection Chip
Flow path: | 24 v Chip type: | CM5 v
[ Capture

2 B

REGENERATION 1 Begeneration

[ Camy Ower

Met> ] [ Gese

Biacore T200
HAAGEIIKGAE
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1A LD DOREY—V TV RAHRTELET,

Detection

Flow path 2-1 £/ 43 oBRLET,
Chip

Chip type MATZ Y —Fy JoEEAFERLET,
Capture

774 FOGFMENC, BERLIZF ¥y 7Fy—0FICH LT, UAY F iR
TEHEEICTF v/ EANET, UAY I, 7A—tL2HL<iE7a—tL4
ICF¥ v 7Fy—InEd,

Sample
T+ 74 DN,

Regeneration
BENRELRBAICFz v 72 ANE T, FMEHZERLET, (1or2[@)

Carry Over
TH72A4 MR, THI72A4A DT —F—N—920EINT = TiEE
RERML CHERT 2581 Fzv I LET,

Next>%#7 Uv 27 LX9d,

T Kinetics/Affinity - Setup

Canditioning

[] Run conditioning cycle

Solution: |

Cantact time: I:I [5]  Mumber of injections:

Startup
Burn startup cpcles

Salution: | biffed

Murmber of cucles:

Solvent comection

[] Bun salvent carection Mumber of injections:

FRepeat after I:I zample cycles

[ < Back ][ MNeut » ][ Cloze
XI—=F VP A7ILEZRELET,

Startup
Solution BELIART, BEERAE LRKOIREEZT 7
A MAERICERBLET, BFIE. 7y v 7EERE
Biacore T200

HAFERLGAE
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59

Number of cycles

RuwEd,
YA INETT, 3EULEZHRELET,

Next>z= 7 Uv 7 L%,

B Kinetics/Affinity - Injection Parameters

Sample

Contact time: [g]  Flow rate; [plfmin]  Dlizzociation time; [2]
. [] Etra wash after injection with: I:I

Regeneration

Solution: |G|5J-HEI pHZ 5

| [] High wiscosity solution

Contact time: [2]

Flon rate; [plfmin]  Stabilization period: EI [2]

[ <Back | New> ][ Cose |
Sample
contact time TF 74 bORMEEE @% 120s
Flow rate TR 1B 30 pl/min
Dissociation time AR BERFE BE 120
Regeneration (BAEFH%ZIRFTL. BELZHEZAHDLET)
Solution BERRDAIR

High viscosity solution
contact time

Flow rate

Stabilization period

AN%, Next>%27 v Lxd,

MEOE AR (0% TFL>7YaA—LHE) O

BRRET v I EANTIIEE L,

BB BROAINEE

v

BEBRBRRNBEOR—R T 1 > REERE
(BEIZISCTRELET,)

Biacore T200
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T Kinetics/Affinity - Samples @

Samples
Sample id MW (Da) Concentration | Concentration | L
nM - po/ml -
1 antigenl 11500 o 0,000
2 antigenl 11500 o 0,000
3 antigenl 11500 1.1 0.01265
4 antigeni 11500 2.2 0.02530
5 antigenl 11500 4.3 004945
[ antigenl 11500 8.5 0.09775
7 antigenl 11500 17 0.1955
8 antigenl 11500 1.1 0.01265
9 antigenz 11500 o 0,000
10 antigenz 11500 o 0,000
11  |antigenz 11500 11 0.01265
12 antigenz 11500 2.2 0.02530
13 antigenz 11500 4.3 004945
14 | antigenz 11500 8.5 0.09775
15 antigenz 11500 17 0.1955
16 antigenz 11500 1.1 0.01265
17 antigen3 11500 o 0,000
18 antigen3 11s00 o 0,000 v
Rur order

(&) Az entered (O Incieasing concentration

[EgntroISampIes...] [ < Back ][ Mext > ][ LCloze

Sample id 774 FDELR

MW (Da) TF74 MO TFE

Concentration T4 FORE (BHER)
DTELEEXANT DL, BN ELEE M "E

"EERE pg/m' B L9,

A%, Next>x= 27Uy o7 LET,

WE5-1. 7774 MEE

BEY Y TIVREIR, 774 FBEEULEORESY—-X L0 (£A)
BLTWET, £/, AEFOY LAY FOREMEBRZO/HIC0 (£ 0) "LINTRIE 1 8B
Ex2EAET 2 EHHMBEBLTVWET, TOIL—LIZRDOAEWSE, Next>% 7 1) v 7 L
T-ERICHERIBEE 272 L-EEARRINET,

Recommended settings are not followed

Sample zerie; zamplal

The sample zeriez should contain at least one sample with zero (0] concentration

The zample series should consist of at least five (5] different concentratons.

The sample series should contain at least one non-zero concentration that iz to be run at least two [2] times)|

Ok ] [ lgnore

BE DA A—Eé%&

Biacore T200
HAREEIKIAAE
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HeFAEEL CHTET D5 Ignore 27 ) v 7 LRDATy FITHEA TS L,

8 5-2.Excel 77 A IVTIERR L= 7T IVIERRDA A

Excel 7 7 A W THERR L 7= U > T ILIER EB1TT 5 1214, Excel TOREFER., 2 7K O F
FARTZ7 7400 EeRFIE txt) 2BIRLFT, 27X CRELI-T—4%% LZEEAET

flE, OE—R—APMTANDT B ENTEET,
!

B= Kinetics/Affinity - System Preparations

Prime before run

[] Mormalize detectar

Temperature settings

Analyziz temperature: 25 [*C]
Sample compartment temperature: 25 [*C]
[ Help ] [ Cycle Run List... ] [ < Back ][ Mest > ] [ LCloze ]

BIE AR SE1IC, Prime £ U Normalize # =L 7-WEEIEF v 7% LET,
Temperature settings
Analysis temperature 25C

Sample compartment temperature 25C

CycleRunlist..z 7 ) v o045 & BEYA7ILOERNTEET,

T Kinetics/Affinity - Cycle run list @

Cycle | Assay stepname | Sample 1 Solution | Sample 1 Conc {n™M} | Sample 1 MW {Da)
1 Canditioning

2 Startup buffer

3 Startup buffer

4 Skartup buffer

5 Sample antigenl 1] 11500
B Sample antigenl 1] 11500
7 Sample antigenl 1.1 11500
8 Sample antigenl 2.2 11500
q Sample antigenl 4.3 11500
10 Sample antigenl 4.9 11500
11 Sample antigenl 17 11500
12 Sample antigenl 1.1 11500
13 Sample antigenz 1] 11500

Next>%= 7 Uv 7 LET,

Biacore T200
HAAGEIIKGAE
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F= Kinetics/Affinity - Rack Positions

Sample 1
Conc {nM)

Sample 1

Sample and Reagent Rack 1 v
MW (Da)
118 antigenl Sample 11500

@ O O O |
R1AZ 118 antigenl Sample 1] 11500
W O O”O O RI A3 118 antigent Sampie 11 11500

. g R1 A4 118 antigenl Sample 2.2 11500
O O O‘DO Q R1AS 115 antigeni Sample 4.3 11500

Paosition Content

R1 A6 118 antigenl Sample 8.5 11500
1
O O O 7 R1 A&7 118 antigenl Sample 17 11500
”O O OQ O O Rl &3 118 antigeni Sample 1.1 11500
R1 &% 115 antigen Sample a 11500
10 O OSO Os R1ALD 115 antigenz Sample o 11500
R1 ALl 115 antigenz Sarnple 1.1 11500
00O O? O O R1A12 118 antigenz Sample 2.2 11500
SO O O 5 R1AL3 118 antigenz Sarnple 4.3 11500
O O R1AL4 118 antigen Sample 8.5 11500
[
R1Aa15 118 antigen Sample 17 11500
©00O

O R1EL 118 ankigen2 Sample 1.1 11500
5
eO O O O O R1EZ 118 antigenz Sample i 11500

R1B3 118 ankigen3 Sample a 11500
s O 040 Ogo RiB4 118 antigen3 Sample 11 11500

R1EBS 115 ankigen3 Sample 2.2 11500
4
O O OSO Q R1B& 118 antigend Sarnple 4.3 11500

R1E7 115 antigen3 Sample §.5 11500
2 2
O O O . R1ES 115 antigen3 Sample 17 11500
QO O OEO O R1E9 115 antigen3 Sample 1.1 11500

: R1B10 118 antigen3 Sample 0 11500
1O O .1@ O RIEL1 118 antigen3 Sample 0 11500
A B c ] E F R1C1 334 buffer Startup
R1F1 541 huffer Regeneration
R1F2 1763 [ Ghy-HCl pH2 .5 Regeneration

T T

AHlOEXRTY Y TILOMEBEEY Y TLE (W) ZERLET, RFOY TN EI Y v I T
ZEENICHIGT BTy 7 LOMBELNRARRINE T, NELREZER LA /A
TILELOY T EZy Iy FLET,

#HE 5-3. YT IGBEDEE

B TIUAIEIE, FREEICYIVEDLT-RR CEEBNICEEINET, Hoh oY
TIURENREF > TWB 7L — b 2ERT 2551, BIEALZT D Menu — Export
Positions.. e E1TL. ¥ VT NWMIBZ X 7RV DTFIA 774 LELTREFLET, &
BEIFEEB LT 7ML %E{REF L. Menu — Simple Position Import.. TZ D7 7 1 JL
EHAMADE YT BLIEEINE T,

Biacore T200
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HE 5-4. RI—NMT7LHoDY Y7 )V ITRE

YU TIUMIEIR. RI—Y > 7ILTH->TH, HINEESD. ﬁiibf@ﬂ%éﬂéotﬂ:%ﬂi

nTWET BIRIEE—D Control Sample TH > TH, R1AT 75 R1IA12 I 12 /N 7

DI TEY FFBELSICEREINET), A—HY > 7TIULZRNNA TN LHERLEZWEEIL
TV eEEFRLES,

[Feagent Rack 2 ~

~
Pasition Gontent Sample 1

ol
3
Q O ]
. Q R1AZ 148 Negatie contral Control sample a0
3 R1Ad4 145 Megatie contral  Control sample 40
OO OO R125 148 Negatie contral Control sample 40
.QOQQO RLAS 149 Megatie contrel Control sample a0
i
R147 148 Positive control Contral sample 40
ry @‘? T Q‘Q 5 ||r1se 148 Positive control Contral sample 0
96 Deep Well Microplate <] |[R1s0 143 Positive contral Control sample 40
R1410 148 Positive control Contral sample 40
R1ALL 148 Positive control Control sample a0
2O@OQO000 |k 143 Positive contral Contral sample 40
nO@OOO0OO0  ||me 148 Aralyte & Sampie a
R1E2 148 Arialyte A sample 160
rO®OO0000 b !
0000000 |[E 143 Analyte A Sample 10
R1B4 148 Analyte A Sarmple 20
CO@OO0O0O0 |k 148 aralyte & Sample n
R1B5 148 Analyte A Sample a0
by ol
OOO0 ||ue 148 Analyte A Sarmple 160
R1ES 148 Aralyte A sample [}
QOO0 |Ries 148 Analyte A Sample 160
Q0OOC ||riew 148 Araiyte A Sample 10
OO0 |Rreu 148 Analyte A sample 20
0000 (e 148 Analyte A Sample 40
R1C1 148 Aralyte A Sample a0
Q000 ke 148 Analyte A sample 160
EF D N AN Nmaliem Ry n b
< >

Help < Back Mext > Close 4

Menu 7" > Automatic Positioning...Z &R L £ 9,
l

B= Automatic Positioning E‘
Change the order in which the samples are positioned by ordering the regions. The first region in the list is positioned Ffirst
Region | Color Drientation ‘ Anchor | Rack | ¥ial Si#e | Pooling ,\ First Sort By |
Cantrol sarmple [ cvan - Columin ~ | Botom left |+ | Sample |+ Small antent - Ascending .|k
Sample I D:rkElue - £ Column - | Bottom left [+ | Sample [+ | Small onkent - Ascending -k
Startup I Crimson = £ Column - | Bottom left [+ | Sample [+ | Small ontent - Ascending -k
Wash [ vellow » £ Columnn ~ | Botkom left |+ | Reagent |« | Large = JContent - Ascending v |k
Solvent correction (buffer A) [l Blue v : Column - | Bottom left |« | Reagent |« | Small Content - Ascending v |h
< >

?‘/\’C@*f/?)l/tuﬁ;?et B9 2 ECERENAIRE T,
“Poolmg"@lﬁﬁ BE. Auto ICE>TWET,
Bl—NA T 77Uy rLizuwt 7L AEOEHEICDO LT, “Pooling"d 7L X
TUAZa—hDbHYes TERL, FATATETOOKZIZY vy LET,

72 ¥, Automatic Positioning X4 7 0 7 TIZEPNA TILDY A XDHKREDH TEHD T,

Biacore T200
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INOLHBBEIGLC THEXREEZZE L TSN,

l
EjectRack #7 ') v 7 L C. Racktrayport ZfHZ 9,
Ty bhLAZREFTIHEAL. OKZZ Uy 7 LET,
Eject Rack Tray % 1 77 0 7 H'BA U 7=#4. Rack Positions ¥ 1 7 A7 A D Next >% 7 1)
JLET,

B Kinetics/Affinity - Prepare Run Protocol

Tahoma * 10 -|B 7 U
|Pre9are Run Protocol

o hake sure the correct sensor chip is docked.

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

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

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

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

Estimated run time: 4 h 29 min [excluding conditional statements, temperature changes and standby flow)
E stimated buffer conzumption:

A Rurnine buffer j j j
At least 200 ml

plus 65 ml/day for
standby after run

[ Help ][ Menu V] I < Back " Start ][ Lloze ]

EXANEESEE, BECRE. KEZL7 vy v TEERENKRTINE T,
Start =7 Y v 7 LET,

!
BELEZETVAYT—FaTry7L— b LTRETZNEI D AvE—IhRRINET,
RIFDIHE L. Save as T Methods and Templates 7 #+ /L& £ 7213 BiaUsers D& B D 7 #+
LWEIRFLET, RELAVIEEIL. Don'tSave % EIRL £,

!

Biacore T200
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Save Results From Run As @

Savein | 3 T100manual v O 2 e E-

2 Immobilization of antibody bl

Immobilization of Presind.blr
My Recent manual.blr
Dacuments pHscouting.bir
regeneration check bl
@ regeneration check_wizard.blr
surface parformance_wizard.blr

Desktop
Thermodynamics_antibody vs antigen.blr

My Documents

-
5l
My Computer
.:‘] File name: Kinetics_antigen antibody hd
»
My Metwork | Saveastpe | Resull il [%b) v

Save in:|IERERDIRTFHZERE L. Filename [C7 7 A LEZZ AN LT, Save &7 1) v
73 5EHMENFBINET,

l
R T1%. EE T Standby flow JRRE(CA Y £ F,

l
BET —XIEAN L7 7 4 L2 TEEMR?F S M. Biacore T200 Evaluation Software /' E &
MICESL T, 8T 7 LOAERBRNERNEERTINE T,

WE 5-5. 7O 7 LDOREEL

Run — StopRun..z27 YU v 7 L %9,

Biacore T200

1 E This will stop the run
L

[ Help H Sktop Run H Zancel

Ry 7 XD StopRun 227 U v o7 LET,

Run Stopped

Finizhing current cycle, please wait

Abort cycle by [Chl]+[Break]

&7 L=k = £ TDT — &' Biacore T200 Evaluation Software (Z#4T L £ 9,

Biacore T200
HAAGEIIKGAE




66 5. lMEEABIE

5-1-2. h—7 7497147k B8R

T4 =R EAWRAET A YT L T# Evaluation VY 7 bV = TIZEBINICILE AN,
BRRTFINLEET —2/REEY,

% Biacore T200 Evaluation Software [Kinetics_antigen antibody. bir]

File  View Ewvaluation Tools  Window  Help

P b | S | o0 sensorgram | Plot i Bar Chart | A2 Kinetics / Affinity ~ 4 Concentration Analysis + - Thermadynamics

Ewaluation Expl
e e 2 - SENSONgrams
x| Remove | Edic
Curve Mame: Fo=2-1 EE] Assay Step Purpose: <Dver|ay>EE] Cycle: <Dverlay>

(% Sensorgram

-l Al sersorgrams RU Sensorgram
[ Plat 3600 [ Zoom Lock
@ | Baseline: Sample
g ] Binding level

@ | Binding stability
@ | Binding to reference

[ Report Paint T able
| Report Paint Table

3400

3200 |

3000
— Conditioning

— Sample

— Startup

R 5-6. Y7 ILERDEE

YU TINEESLVBREREM, Y Y TILOEZHBREANN I RN B - 123551, @I % RT
9 5HIIC. Keyword table.. TZ® L £, Tools.. — Keyword Table..z 7 U v 7 L£7,
UAY REZDZEEL, AT D Edit Chip Information 27 ') v 7 L TZEBEL X7,

G dowmppmes  Sewe  Twchm WD -
- - - - -

(=TI

Vbwe »re

HEAEYAEY

UoBoocBBRuliooHlguilatoe

T
it
HEE

Biacore T200
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i/ 5-7. EHEDEA

% BiacoreT200 Evaluation Software [Kinetics_antigen antibody, blr]

M e n u ba r Fle ‘iew Evaluation Tools Window Help
i bl | A% | o0 Sensorgram ) Plob i Bar Chart | Kinetics | Affinity + -] Concentration Analysis ~ -~ Thermadynamics |
TOO | b ar el Bl [
3 Remove Edit
= Curves Name: Fo-2-1 = ][00 ] [[4] sy Step Purpase: <Dvetays (7 )% ] [4€] Cycte: <0verlay>
2 Sensorgiam
17 Allssnsorgrams RU i
& Pt 00 Sensorgram window B zoomtock
] Bassine: Sample

) Binding level
al

al
[ Rep
[ Fieport Point Table

Evaluation Explorer

Work area
Menubar ITARTCOEEIY Y N ZEOREA 2 —%FKR
Toolbar FERBEEDSWMEEa~Y Y RET7 A4 2L L THRR
Evaluation Explorer TRCOAET — X, BFTEBEOT —RDFR
IEFSensorgram BIEICLYVEE LIz —0F A
ot AERICEE L7z LK — b RA > R EFI07A Y b
Baseline B2 FILARINEBERTD AbsResp
Binding level Y2 FILEINEF D Baseline A 5 @ RelResp
Binding stability H > TILEINER O Baseline 75 @ RelResp
Binding to reference U7 7L v REILIZXT B Binding level
Work area Evaluation Explorer T#IR L 7= 7 7 4 L & IR

Biacore T200
HAFEEIKAAAE
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Toolbar @ A Kinetics | AFfinity = AL N s Surface bound oY LET,

!

Kinetics f Affinity - Select Curves [Create]

Select evaluation mode
(%) Single made () Batch mode

Curves

Curve: | Fo=2-1 w | Ligand: | antbody 10ug/mlp » | Sample: | antigenl w | Temperature: |25 v

Include | Cycles Conc Flow Contact Time | Diss. Time -

{nM)} {pl/min} {s) (s}
' 5 1.1 30 120.0 150.1
v =] 2.2 30 120.0 1801
U T 4.3 30 120.0 150.1
' g 8.5 30 120.0 180.0
td el 17 30 120.0 150.1
' 10 1.1 30 120.0 150.1
' 11 1] 30 120.0 1801
' 1z 1] 30 120.1 1580.0
v
RU
[ Zoam lack
a0
7o
al
30
-
10
404 . ; . ' ' . . " |
-100 -50 1] a0 100 130 200 250 300 330
Time E
Show concentration series Show blank (] [] Shawe average blank[s]
’ Help ] ’ Multiple Fimax ] I Adjust Injection Events... l Mest = ] ’ Cancel

FA—Y > 7NEDE Y —0F LT RTEREERRINETS,

Select Evaluation mode TN A EZEIRL T, 1 Y TILT L ICRITT 256 I(1C1F.
Single mode % &R L £ 9, Y~ S & /N\y FENTT 5555, Batch mode % %#IR L
¥9, Bathmode [CDW T, FES5-14ZSHBL T2y,

BEOY > T OWTEREISHE L TWSI5EIE, Samplea@lo 27U v 735 &,
MYy 7LD TF—&ICBTTEET,

TOREDT7 v/ 947 LVEEHEREL TWSHEE, £y —27 7 LT D Show
averageblank (s) I[CFz v /7%x AND L, FHYLIEV =0T LHKRREINET,

IT7—DRAREDEET, BT -2 08IBRLIEVWE Y Y —7Z LALH2581F. %
DY —TFLIZDOWT, T—7)LFDInclude H 7 LDF vy 7254 L TLIEE L,

Biacore T200
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Kinetics / Affinity - Select Curves [Create]
Select evaluation mode
(&) Single mode ) Batch mode
Curves
Curve: Ligand: |antib0d_l,l 10ug/ml | v| Sample: |antigen1 B Temperature:
Include | Cycles Conc Flow Contact Time | Diss. Time G
¥ {nM) {pl/min} (s) (s}
' 5 1.1 30 120.0 150.1
U4 3] Z.2 30 1z0.0 180.1
' 7 4.3 30 120.0 180.1
' g 5.5 30 120.0 150.0
' 9 17 30 120.0 150.1 0
1.1 30 1z0.0 180.1
1] 30 1z0.0 180.1
] a0 1201 180.0
' v
RU
[ Zoom lack
a0
70
a0
30
-5
10
-0 4 + + + + + + + + 1l
-100 -50 ul a0 100 150 200 250 300 350
Time 3|
Show concentration series Show blank[z) [] Show average blank(s)
[ Help ] [ HMultiple Rmax ] [ Adjust Injection Events. .. ] [ Mest > ] [ Cancel ]

BEMICT—7ILTOFYy—hho, Fozv a2 N LIy —0 T LITEHZET,
Next>Zz 7 v 27 L%,

Kinetics / Affinity - Select Data, [Create]
Curves
Curve: Fc=2-1 Ligand: antbody 10ug/ml pHS  Sample: antigen Temperature: 25 ['C]
e Conc Flow Contact Time | Diss. Time
Edit ‘ Cycleg ‘ Curve (n™M) ‘ {ul/min) (s) (s)
U 5 Fc=z-1 11 a0 1z20.0 180.1
' & Fo=2-1 2.2 30 120.0 150.1
' 7 Fc=2-1 4.3 30 120.0 150.1
' & Fo=2-1 .5 30 120.0 150.0
' 9 Fr=2-1 17 eii} 120.0 1a0.1
R Blank Subtracted Sensorgrams [ Zoom lock
a0 4
70 1
E a0 1
2 30
10 1
-10 + + + + + + + + i
-100 -5 i} a0 100 150 200 230 300 350
Time 3
< Back ] [IJ:L- Afiriity > ] [Iﬂ; Kinetics » ] [ Cancel l 200

BAGEIIRGAZE
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BEODLYY—TSLN, 75008 LT 2y —0SLhnELSANET,

Kinetics>%* 7 U v 7 L £9,

e 5-8. T —4F LOEHHIHIER

ITT7—DRACHNEE - RTHRD/ AXRE, BT — X OFBH,H—EEIER L 72 LWHEE
BNHBIEEICIE. XTVADERZYE R 7y 7 LEZEOBEEHEZILALIZOL, YT XDEH
REvERZy 7 LTHIRY 2882 BRL FT, ARZ#ERT 25E51E. -7
TLEEERVWRBZR TN v dHE, —DORIOMENEEICEY 9,

Remove Selection

a0 4
70

Eso-
-4

30

RU Blank Subtracted Sensorgrams

[ Zaam lack

-100 -50 ul a0 100
Time

130

200

2a0

300

Fan
=

B AEEIRT S L. 777 DAELED Remove Selection KX W7 7T 4 72 Y T, R

sy 795 EREUNBIBREINET,

Biacore T200
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Kinetics / Affinity - Fit Kinetics [Create]

Curve: Fo=2-1 Ligand: antibody 10ug/ml pHS  Sample: antigeni Temperature: 25 [°C]
Add Fit
Model | - 11 Binding v ‘

(Fomm| z

RU

a0 4

70 4

E S0 4
=
30 4
10 e i
-10 t t t t + t t + i
-100 -3l a S0 100 150 200 230 300 330

Time 3

Cro T =)

Model:(Z. 7 A4 v T A4 Y ZICRBIBARIGETARERIRLET T 270w od5E,
TRTORGEFAHRRENE S ST T /LA TAAIBAWR, 11 Binding ZRIRL £,

Model: | -+ 1:1 Binding
- Bivalent Analpte
- Heterogeneous Analpte
- Heterogeneous Ligand
RU » Two State Reaction

BIRE,. Fit2 27Uy o LET,

Biacore T200
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e 5-9. RIGET IV

VAV R&EB 774 heAELET,

1:1 Binding A+B © AB
DAY RETFZA M1 DFELTHEES 26 > & BEMARITET L,

Bivalent Analyte A+B < AB,AB+B & AB2
774 A 2MEb L<IFHE2ERORIGET V. ABEEGWEME., UHVF
BA 2 RMICHERT 5 Rt

Heterogeneous Analyte A1+B & A1B,A2+B & A2B
BERIb. U Y FED 1 BEOHESERIZ 2 BEDT F 74 b EHET 2 Kt

Heterogeneous Ligand A+B1 & AB1,A+B2 & AB2
TF74 MWL CEHEMEDERD 2 DOBEEEHMNEF UL RICTFI4 F
PAATL THRET D RLET L

Two state Reaction A+B & AB & AB*
VAV RETFI7A D 1 DFRLEDEETH DN, EEETERZI Y 74 X —
arZEERIIRIGET I,

BITRERN TR ENE T,

Kinetics / Affinity - Fit Kinetics [Create]

Curve: Fo=2-1 Ligand: antbody 10ug/mlpHS  Sample: antigend Temperature: 25 C)
Add Fit Current Fits
Model: | - 1:1 Binding w 1: 1:1 Binding Description:

Fit Delete ] ’ Tools  *

Response
Ly oh
o o

-0+ + + + + + |l
-100 -50 1] a0 100 150 200 250 300 350

Quality Contral | Report | Residualz | Parameters

O Kinetic conztants are within instrument zpecifications.

@ Kinetic conztant: appear to be uniquely detamiined.

@ Mo significant bulk contributions [R1] found.

e Check that sensorgrams have sulficient curvature.

e E xamine the rezidual plot. Pay attention to spstematic and non-random deviations.

[ Finish ] ’ Cancel

Biacore T200
HAREEIKIAAE
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Beotb Y —UILIF TA4vTAVvITICEYVEBONIT Ay T AT H—T T,
BI7F D 1:1 Binding E 7 /L CHAT L 723552 1X. Quality Control 7 — 7 /LARR S N, &7

i 2 5-10. fEHFER D Quality Control

5 IHE OMETFMERN. XRT—RAT—0U TCRRSINET,
ART—RAI—Y

IFVT A —TERAAYMINRIALTWET,
JFVT A4 —=TEAALY FOHFBRRFISEIWVTT,
IAVTA=TERAVMINRZALTWERA,
Za—bFTILELIIRBTCHERLET,

000

AHEFEL
Qualty Control | Report | Fesiduals | Parameters

PN

S Finetic conztantz are within instrument specifications.

{:h;’ Finetic conztants appear to be uniguely determined.

e Check that sensorgrams hawe sufficient curvature.

@
@
©) {: ) No significant bulk cantibutions (R found.
@
®

Q Exarine the residual plat. Pay attention to systematic and non-random deviations.

OREEHED AT LDARy JERERARANE I F v LTWET,

2Ry ZISENEAY. BATWAEAICE. O a4,

A~y 7 & ka =10%~10" (1/Ms). ks =10°~05 (1/s)
Q@FENRFTA—=ZNPMI L TEHEINTWELE I TF oy 7 L TWET,

kay ki BE UV Roax ICDOWTEENERICEZ 5, N7 XA —XBEOEE®EFEZL TW

F9, NAMIVRR=FUIF=a3 Vv TFTTHELIEERIE. ke ko (CHEREMED
BEonEzd,

QBT ENE (R) DEYMUEF v 7 LTWET,
D77 LY RELEBEOTF 74 FOXOEREAZELA|WTWAEASICIZ. R IZ

Biacore T200
HAAGEIIKGAE
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[RULCERERY £TH. e BEEENERS LYY -7 7 LHBREDGE
IZIE. RIDENRECEHE N, BTRER~TEZE5X£7,

DErHY =TI LNH=TEZHENTLELED D, HERL TSI,
Y =77 LOREE - BEREAERNGSEES. Bon2BITHEROERLER
ELY £9,

@74V TAYIH=TICHLTRAEZTOY ATV XLIZHBLTWEHNE S H, FER
LT,
Residuals X 7% 7 v/ LT, RE7Oy b2HERL T, Y#HOLDEE (B
T :+1~2RU) T, 7YX LIZ7Oy bPDEIL TWAIBHIIRER 74 v T4~
JEHTEET, MBOHA R IAVRICIZEAEDTAY PR A-TWSEZ

EEMERLTLRLE N,
Residuals for a good fit Residuals for a poor fit
RU RU
08 6 -
0g 4 4.5
34
0.4+
1.5
ﬁ 0.2+ ﬁ
2 5 0-
g 5] g 154
« &
-0.2 R
044 s ]
-0.6 t t t t t | -6 t t t t
-100 o 100 200 300 400 =00 -100 a 100 200 300 400

Time S Time <3

Biacore T200
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Report X 7% 7V w o d25E, BHEHINEZKZEENRIA—ZARRINTUVWET,

Kinetics £ Affinity - Fit Kinetics [Create]

Curve: Foc=2-1 Ligand: antibody 10ug/ml pHS  Sample: antigenl Temperature: 25[°C)
Add Fit Current Fitz

Model: | - 1:1 Binding

Fit ’ Delete ] [ Tools V]

-100 Bl 0 a0 100 130 200 230 300 330

Quality I:ontro|| Repart |F|esiduals Parameters

Curve ka (1/Ms} [ kd (1/s) [ kD (™) [ Rmax (RU} [ Conc (™) | ke | Flow (ul/min} | kt (RU/Ms) [ RIRU) | Chiz (RUZ) | U-
1.531E4+5 ¢ 0.0026100° 1.705E-9 105.3 7.A78E47 0.1000
Cycle: 5 1.1 n™M 1.100E-9 30,00 2.:231E+5 -0,05105
Cycle: 6 2.2 nM 2. 200E-9 30.00 2.231E+5 . -0.z2011
Cycle: 7 4.3 nM 4.300E-2 30.00 2.231E4+8 0.1965
Cycle: & 8.5 nM 8.500E-2 30.00 2.231E+5& 0.1167
Cycle: 9 17 nM 1.700E-3 30,00 2.231E+5 .  -0.1062
< >
< Back ] ’ Finish ] ’ Cancel
ki (1/Ms) EERETEH
ke (11s) FRBERE T
Ko (M) FRBETE £
Rmax (RU) T4 FOBRREEE
Rl (RU) BRINE (bulk effect)
chiz  (RU?) hA %
U-value U-NU 2 — (BEED 1:1 Binding £ 7 /LERRE D M)

Finish#7 U v 7 L£9,

l
FEBTERIE. BELiFD Evaluation Explorer R 7 + L X (TBMENE T, 7714
ZICFY Y TLERBENICANINE T,

Biacore T200
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Sensorgram
~J Al sensorgrams
Flot
i | Baszeline: Sample
i | Binding level
i | Binding stability
@ | Binding to reference
Feport Point T able

B aint T able
kinetics & Affinity
s antigenl

BlEfmE. AFICAELAEMNOY > FILICDOWTETT 254514, Toolbar M
AlKinetics £ Affinity . 227 V) v o L £9,

WE5-11. 749 T4V IHERD;

TAYTAVYIRRERGE, oY —0 T LET74yv T4 TIl&koTEONEZT 4y

TAVYITHh—TMHNEEFER)EFT, EV V-0 T LOBEENKRELEBRDZBE. 7497

477iEﬁTi@btﬂﬁLiToit FRITIER O RIEA 0 (RU) | mb%

o WETEMIC, UTORBEBEEZBERL X T,

Residual
Residuals X 7% 7 ) v/ LT, RE7Oy b2HERLET, Y#HOLDEE (B
L :1+1~2RU) T, 7YX LIC7AyY bADEL TWAIGHRIEIRFE 74 v T4~
JEHMTEET, EDOAA R TAVARICIFEAEDTOY FPHAASDTWSEZ
EEFERL TLIZE L,

Chi?
BMET—RETAYTAVYITH—THOEEZERLES, BER74 Yy T4 7T
X, YN/ A XDFEGFEAEIC—L £,

U-value
FENTENMERETZE 2D ED Z YT 2METT, 15 U T THNILMED Y £ A,
L EICRDE, BHINTEDEEEIZELAY £7,

SE (Standard error)
BINTA=ZIZDWT SE (RERE) AERRINET, K/XT7 X —XDOBITHER
IZX L T, SE DED 10% U T THNIZEED Y £ A,

Check Kinetic Data
T 7A Y REVBREEDTools ICHY EFT, TAMIVAR—F) IT—2a3vDFE
DB ZHRL £,
7 A > K7 _E® Modification factor M D X7 A X —% 15 10 T THEEIL 7,

Biacore T200
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COR, BITEROREO L Y- Z7LIIHLT, FBLFEOELVY Y -7
LOEEERLET, FELEFEOEV Y- 5L, BBy —0F L4
D ke kifBEZZNEN 1~10 BRI B THBONEZ LYY —F T LT, 2
NEWHEICIE, YAV RR—=PU I T3> OENEWEHIRT LT,

A Check K D ===
Compare to Modication factor M Options
© Sensorgram
Residual; ]
Injection start & stop
RU
= ] Zoom lock
‘ka and kg increase d
| original
g, ki and kg decrease d
2
T
=
Time =
Help Close

749T4AVIHRIFTREVER

D74y T4V ICERALEETLALHRELR->TWS

OfBDE Y —IFLTHD

CRIFNLEYHY FOFERETHEILNS

OBEHIFFT2THS

®7F 741 MNEEORHRIXDPEIOND KHE

ONMEREEZONZHEIE. BEZYLROETLVEERLBITL TLZI W,

ONERDGZE, BITERO R DAY =TT LDL ARV ZADKREE HDBEICHED T
ERHY FT, INIE, BEBBEROZRAEL AR XDEE % R EHTLTLES D
5T, ZDIFAIL. RI=0 (Constant) & L THEHME LTI L,

BEEREDL Y -0 T Lh5 1 DOEREERT 2MITAETIE. TRTCOREDLEY

Y =07 LIZEWT ks, ka, Rnax DNREI—D/IXT A =X THDH T ENFIHRERY £, LA L.

FRO~ODORBIRATIE, BFBREDE VY —F T LICEVWT, INHD/NT X=X |Fd

FTLE—HLETA,

BIZNE, RuaxlE. VB Y FIZHT2T7F 74 FORAKEEE (RU) THY ., BENLERRR
Z. B L CRI—EALZFERLTWERY, EOREDE VY -7 F LI LTHRE—

BeRYEST, E2AN. UHY FOBEARAEGZEC. BEREICLYV YAV FD

EEDNTA LT EIET L TWLWAHBEICIE, R E YA 7V EIETLES, 74 v T
AV IHERIFTHEVWERD, AEREED DS D I Ruax IH DIFE L. Rnax DIA—/3T X —
RTHDHIEwBBRLBRETL TIRLIL,

Biacore T200
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W 5-12. h—7 71 v T4 7\ BB

REETNVOESE

Kinetics / Affinity - Fit Kinetics [Create] E\
Curve: Fe=21 Ligand: artibody 10ug/mipHS  Sample: antigenl Temperature: 25 °C)
Add Fit Current Fits:
Medst [ - 11 Binding 3 Descrpton

T g (o) (=

Resporse
o o
3 %

10
<10+
=100 =50 a 50 100 150 200 250 300 350
Time 3|
Quality Control | Repart | Residuals | Parameters
Curve ka (1/Ms) [ kd {1/5) | KD (M) | Rmax (RU) [ Conc (M) | tc | Flow (ulfmin) | kt (Ru/Ms) [ R (Ru) | chiz (RU2) [ U-
1.551E+6  0.002610 1.705E-9 105.3 7 ATEE+T 0.1000
Cycle: 5 1.1 nM 1.100E-9 30.00 2.231E+8  -0.05105
Cycle:6 2.2nM 2.200E-9 30.00 2.231E+8  -0.2011
Cycle: 7 4.3nM +4.300E-9 30.00 2. Z31E+8 0.1965
Cycle: 8 8.5nM 8.500E-9 30.00 2. Z31E+8 0.1167
Cycle:9 17nM 1.700E-6 30.00 2.231E+8 -0.1062
< >

[ <Back J[ Enish ][ cancel |

RIGETIVAEZEE LB 5555, Finish #7 Y v 749 . AddFit 7~ 7 XD Model:
GO T%Z 7Yy oL FILWRISETILEERLET, Fitzo Vv 2 LET,
!

HLULWBITRERSRTRSNET,

Kinetics / Affinity - Fit Kinetics [Create]

Curve: Fo=21 Ligand: antibody 10ug/ml pHE 25[C)
Add Fit
Modek: | - Two State Reaction

[Foeme | o] e

Resporse
9 o
3 8

0
Elp!
=100 =50 o &0 100 150 200 250 300 350
Time E
FReport | Residuals | Parameters
Curve kal (1/Ms) | kel1 (1/5) [ kaz (1/5) [ kdz (1/s) | k0 () | Rmax (RU) [ Conc () | e | Flow (ul/min) | ke (Ru/Ms)
1.554E+6 0.002932 6.060E-4 1.066E-6 5. 790E-12 106.0 7.145E47
Cycle: 5 1.1 nM 1,100E-2 30,00 2,220E+5]
Cycle: 6 2.2nM 2,200E-9 30,00 2.220E+5]
Cycle: 7 4.3nM 4.300E-2 30,00 2,220E+5]
Cycle: 8 8.5nM 8.500E-9 30,00 2,220E+5]
Cycle: 9 17nM 1,700E-G 30,00 2,220E+5]
< 5

=] T I oo ) = ]
FENT LT- I RCOERIZ, JEFEL LT, CurrentFits Ry 7 XK1Y £9,
BIDENTIER % B 5155 1X. CurrentFits Ky 7 ROBMNORIGET N E T ) v o 5 EHE
RONFKREINET, BT Finshz27 v 7 LET,

Biacore T200
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BRI/ T A — 2 DERITREREDEE

Kinetics / Affinity - Fit Kinetics [Create] E\
Curve: Fe=21 Ligand: artibody 10ug/mipHS  Sample: antigenl Temperature: 25 °C)
Add Fit Current Fits:
Model: | - 1:1 Binding v Desoiption

[Foomee ) g (o) (=9

Resporse
o
8 %

=100 =50 a 50 100 150 200 250 300 350
Time 3|

Quality Control | Report | Residuals | Parameters

Curve ka (1/Ms) [ kd {1/5) | KD (M) | Rmas (RLI) Conc (M) | tc | Flow (ul/min) | k (Ru/Ms) [ RI (Ru) | chiz (RU2) [ U-
1.531E+6  0.002610 1.705E-9 FATEE+T 0.1000
Cycle:5 1.1 nM 1.100E-9 30.00 2.231E+8  -0.05105
Cycle:6 2.2nM 2.200E-9 30.00 2.Z31E+8  -0.2011
Cycle: 7 4.3nM 4.300E-9 30.00 2. Z31E+8 0.1965
Cycle: 8 8.5nM 8.500E-9 30.00 2. Z31E+8 0.1167
Cycle:9 17nM 1.700E-8 30.00 2.231E+8 -0.1062
< >

[ <Back J[ Enish ][ cancel |

FEMT/XZ A —& (Rmax R) DEMHBREZHZEELBEHENTT 25513 Add Fit 7Ry 7 XD
Parameters * 7 U v 7 L9,

Parameter Settings

X

Two State Reaction

Name Fit Initial value

kal Fit global 1e5 Default
kd1 Fit global le-2 Default
kaz Fit global 1e-3 Default
kdz Fit global le-3 Default
Rmax Fit global |+ | ¥Max Default
ko Fit global |~ | 18 Default
RI Fit local > | {Maxs Defaul:

Co [ coes

%%%EUﬁyF@%ﬁﬁ?%ﬁ$®K+ﬁéﬁﬁﬁT\étyﬁ—ﬁiAusz\%M
@jEgj&gngl&lggxgmggggégyxéj&mmmmmeuaéww:oﬁkﬁé
NnE7,

Parameter Setting X A 77 HDOKEZ 7 Vv 7§ 5 &, FENERINET,
BlEHE. Fitz 7 Vv 795 EBITERAFTRINET,

Biacore T200
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i 5-13. FRITEED L DERDEE

RITIERZ BIED O HET 535514, CurrentFits Ky 7 AFDBMDT — 2 Z#RL £9,

Current Fitz

1: 1:1 Binding Dezcnption:

2 Twa State Reachon

Delete #7 J v 7 L9,

Biacore T200 Evaluation

:.:/ Are you sure you want ko delete this fit?

[ Ok ] [ Canicel

BRZATATHERREINET,
HET2HEIE0KE Y v LET,

Current Fitz

1: Two State Reaction Dezcription:

FRITRERNEEENE T,

Biacore T200
HAREEIKIAAE
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81

## I 5-14.Batch mode I & 2t Ai%

BEOY > T IIZOWTREEFICEN L 7L 5521, Select Evaluation mode T. Batch
mode %##IR L 9, 4H. Batchmode TlE. EY > FIICOWTEITICH BT 214
— I LDOFERIZTTEEFE A,

Kinetics / Affinity - Selert Curvac I reate]
Select evalstion mod
© Single kods @ Batch mods
Evaluation settings
Evaluation purpose: | Kinetics v Model: | - 11 Binding -
Samples
Curve type: | ReferenceSubbiacted
Include | Curve Ligand ‘ sample | COP ‘
v  Fo=z-1 antibody 10ug/ml pHS antigent 25
v Fe=z-1 antbady 10ug/ml pHS antigen2 25
¥ Fe=21 antibody 10ug/ml pHS antigen3 25
Checkcal | [Uncheck a1

Samples |EEY >~ L DO—EAFK/ RS E T, Evaluation purpose & Model % &R L *
T BIFT DY TN TF v 7B ANET,

!

Kinetics £ Affinity - Calculating Results @

Samples
Fitting sample 1 of 3...
Curve ‘ Ligand Sample ‘ }E‘E}p ‘ Chiz {RUZ) ‘
= Fr=2-1 antibody 10ug/ml pHS ankigent 25
Fc=2-1 antibody 10ugiml pHS antigenz 25
Frc=2-1 antibody 10ugfml pHS antigen3 25
RU
Iteration: 7
Ch# = 0.307 RLE
an Max relative change:
4 807 [RI#1=0.8337)
70 1
a0 1
o
1
10 7
-10 t t t t t t t t 1
-100 a0 o a0 100 150 200 250 300 350
Accept Current ] [ Abort Current ] [ Abort Bemaining ]

B

Biacore T200
BEKEGAE




82 5. MHAEERAITE

FNEFNOY Y TIICONTERTA BRI NE T,
!

% Biacore T200 Evaluation Software [Kinetics_antigen antibody. bir]

File  Vigw Evalugtion Tools ‘Window  Help
[ H ‘Qf |£55nsnrgram | Plat ﬂﬁar Chart |EKIHEEIESII’»QFFIHIW - ﬁ(nncentrat\nn Analysis = ﬂ'Thermndynamlcs |

Ewaluation Explorer i} |Z EJ@ @ _'-m-_ antigen2

x| Remove ] Edit

B8 antigen1 E”E _'_ﬁ-_amigen3

Curve: Fo=2-1 Ligand: antibody 10ug/ml pHS § Curve: Fc=2-1 Ligand: antibody 10ug/ml pHS & Curve: Fc=2-1 Ligand: antibody 10ug/ml pHS
(% Sensorgram
ﬁ' Al sensorgrams Fits: |1. 1:1 Binding v” Tools v] Fits: |‘|_ 1:1 Binding v” Tools v] Fits: “I 1:1 Binding v" Toolks =
(7% Plat RU RU ]
aj Baseline: Sample 40
@ | Binding level a0 4
ﬂj Binding stability 33
i@ | Binding ta reference 0
[+ Repart Point Table 0
Eﬂ Repoit Point Table 25
(7% Kinetics / Affirity
5 antigenl ! 20
S0
A antigen?
E antigend 15
€ 5] e
10
£l
101
o
-10 + + + + + + + + 1 -10 -5 + + + + + + + + 1
-100 -50 0 50 100 150 200 250 300 350 -100 -50 0 &S0 100 150 200 250 300 350 -100 -50 0 50 100 150 200 250 300 350

Time E

Quality Control | Rieport | Fiesiduals | Parameters|

Time E Time E

Quality Contiol | Rieport | Fiesiduats | Parameters|

Quality Control | Rieport | Fiesiduals | Parameters |

Kinetic constants are within instrurnent
specifications.

Kinetic constants are within instrurnent
specifications.

Kinetic constants are within insturnent
specifications.

Kinetic constants appear to be uniquely

Kinetic constants appear to be uniquely
determingd.

Kinetic constants appear to be uniquely
determingd.

determnined.

@ Mo significant bulk contributions [RI] found. @ Mo significant bulk. contributions [RI) found. @ Mo significant bulk, contributions (RI) found.

Check that senzorgrams have sufficient
curvature.

Check that sensorgrams have sufficient
curvature.

Check that sensorgrams have sufficient
curvature.

Examine the residual plot, Pay attention to
systematic and non-random deviations.

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

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

E_Ml sen... @@[XJ

EMTIER DT RINE T,

BIA Y R HERTFRRIEIZWHEICIE, YV —IL/3—D Window > Tile Horizontally F
7= 1% Tile Vertically % &R L £ 7,

[BE A %D Evaluation Explorer ¥ D 7 # L XL ZNENDOBITHEREMEINET, 77
ANBITEY > TILEDNBBNICAINE T,

Biacore T200
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f# & 5-15. Multiple Rmax = AW - f# i 5%

E—H 7 nicsnT, BEINENRRZ Y —7 7 LERKFICHETL T, 1 DDBITHE
BHT2ZENTEET, BITICFIAT 2t —7 7 L1, A—RETAEL /.
—5%§%§'J0)%0)7&5F'Jﬂ3 LTS,

Kinetics £ Affinity - Select Curves [Create] @

Select evaluation mode
(& Single mode O Batchmods
Curves
Curve: | [F0] - Ligand: Sample: |29 v Temperature: | 37 -
Include | Cycles Conc Flov\!I Contact Time | Diss. Time A
{nM} {ul/min} 1] (s}

Ul [ a 15 600.0 600.1

v 7 25 15 600.0 600.0

¥ ) 2,77 15 600.0 600,1

v 9 0.33 15 £00.0 &00.0

v 10 8,33 15 600.0 &00.1

v 11 0.925 15 600.0 600.1

v 12 a 15 600.0 600.0

v 13 0.33 15 600.0 600.1

W 14 2.77 15 £00.0 600.1 b
R:IU [[] Zoam lack,

8

&

4

2

a

24

-200 o 200 400 E00 &S00 1000 1200 1400

Time E

Shaw concenl\ank[s] [[] Show average blank(s)

Heip ]Q[ Multple Rimar ]) [ adiust Injestion Start. | Hest >

Select Curves [Create |7 A > K7 T, H > 7 IL%ZFEIRE, MultipleRmax 27 v 7 L £ T,
l

Kingtics / Affinity - Select Curves [Create]

Select evaluation mode
& Single mode ) Batch mode
Curves
Curve: | Fe=4-1 w | Ligand Sample: Temperature;
Include | Cycle# Conc Flow Contact Time | Diss. Time e
(nM) {pl/min) {s) {s)
W & 0 15 &00.0 600.1
v 7 25 15 600.0 600.0
L g 2,77 15 600.0 6001
W a 0.33 15 &00.0 £00.0
v 10 .33 15 &00.0 6001
W 11 0.925 15 &00.0 600.1
12 0 15 600.0 600.0
13 0.33 15 600.0 600.1
14 2.77 15 600.0 £00.1 b
RU
20 [[] Zoom lock,
7
B0
a0
40
30
20
% 10
a e A
10+
-200 o 200 400 E00 &S00 1000 1200 1400
Time E| |
Show concentration series Shaw blank(s] [ Show average blank(s] “
T e

Curve TV H—7JL%5EIRL. AAdE 7 ) v o328 BIFTICHBT 2 —0F 4
NIAYRTEED Rmax D—EIZBIMENF T, A5 DF TEBIMAIBETT,
74> F7HED Curves @ Include CHEITICH LA —7 7 L%&FEIRL £,

Biacore T200
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Next>% 27 Uv 7 L %9,

Curve: [Multiple] Ligand: M:/& Sample: 83 Temperature: 37 ['C)
i Conc Flow Contact Time | Diss. Time ~
Edit |Rmax#‘ Cycle# Curve | M) ‘ Cul/min) ) (s)
vl 1 10 Fe=2-1 8.33 15 £00.0 £00.1
L 1 0,925 15 600.0 600.1
W z 25 15 600.0 £00.0
v z 2.77 15 &00.0 600.1
] z 0.33 15 £00.0 500.0
] 2 8.33 15 £00.0 500.1
v z 0,925 15 600.0 600.1
: ic oo o0 M
RU Blank Subtracted Sensorgrams [] Zsom lock
m
&0
s0
40
30
20
o
10
o
-0
20
-200 o 200 400 600 &00 1000 1200 1400
Time E
< Back ] [IJJ Affinity > ] llf_\- Kinstics » ] [ Cancel

Kinetics>%* 7 U v 7 L £9,

ETFILERRE,. Fit27 )y LET,

Curve: [Multiple] Ligand: N/& Sample: 53

Add Fit Current Fits

Model: |+ 1:1 Binding

Paramete;

Temperature: 37 [T)

i

[ ) [

Delsts Toals V]

200 400 600

Time

&00 1000 1200 1400

Quality Control | Report | Aesiduals | Parameters

Curve

ka (1/Ms) | kd (1/5) | KD (M) | Rmax_

1(RU) | Rmax_2 (RU} | Rman_3 (RU) | Conc (M) | tc ~

1.994E+5  1.948E-4 9.768E-10

¥ Fc=2-1 25nM

& Fc=2-1 2.77nM
9 Fc=2-1 0.33 nM
10 Fc=2-1 8.33nM
11 Fc=2-1 0.925nM
T Fc=3-1 25nM

& Fc=3-1 2.77nM

Rmax_1
Rmax_1
Rmax_1
Rmax_1
Rmax_1
Rmax_2

Cycle:
Cycle:
Cycle:
Cycle:
Cycle:
Cycle:
Cvcle:

Rmax 2
<

2.219E
0.0
0o
0.0
0o
0o
0.0
0o

[ <Back

J[

Finish

J[

Cancel

RITIER N FREINE T,
Rmax [$EE{LE Z & (2, Fitglobal TEHINE T,

Biacore T200
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2 5-16. RIEEEH. MEEROT Yy T

Kinetics Summary 2{EfH9 5 2 & T, EY v TILOBITIREREORIGEETEH %, Y =k, X
H=ks DF ¥ — MCEBIv Y Y I T52ENTEET, £/, Affinity fBIT TE SN/ fREE
L. B, Y #i=Ko, X 8=t > 7L OF v — FE{EKLTE £, Biacore T200 Kinetics
Summary 127 — X ZFHIALHEICIE, BRIICBITT — 2 Z2REL TELLELNH Y £7,
ROBITT—R7 7 A LOFEREERICT O Y b L7ZWI5HEICIX, Append File... £ 7= |3 File
— AppendFile..= 7 v 7 LT, ZEOBENTT — X & 5HAHET,

Tools — Kinetics Summary =7 ') v 7 L £, Biacore T200 Kinetics Summary A (&) L |
Thumbnails IZ, BTV 7 b7 = 7 TR LI XN TOERIPTHAAENE T,

B Biacore 7200 Kinetics Summary [1.bme] g@@
Fle  View Help

H = G-

Table | Thumbnails | On-0f Rate Map | Steady State KD Plot

[ Display Settings...

= e

antigen3/antibody 10ug/ml antigen/antibody 10ug/ml antigen3/antibody 10ugéml antigen fantibody 10ug/ml

_-y—=

antigen fantibody 10ug/ml antigen2/antibody 10ug/ml

Help Append File.

REAEIZ. 743 [ @ Small Thumbnails. Standard Thumbnails. Extended Thumbnails

NOEIRTEET, oo BV TNOEY =TI LETETLI Yy 0 RTEHE, R

TiER7 A FUPREE. BITEROFHEZER TCEET,

LY =77 LxERE L THERT L7-WEEICIE, File > Save as TV 7 1 L& RTFHE.

Thumbnails BIEI LT, Y7 XH72 YU v 7%, Export All Graphs And Table % iR L TREFL

ZHELTLIZT W, £2lE, Y7 XAH7 Y v 7%, Copy @ Copy All Graphs % 7= |4 Copy

All Thumbnails % 333 L T Paint % 7z1& WordPad ICE/RZBE Y {F1F TRTFEL TS L,
1

Biacore T200
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Table X 7% 27 Uv 2 LT, Include #F v 7 L, Ay b 5T —XEZBIRL XTI,

Table | Thumbnails | On-0ff Rate Map | Steady State KD Plot
Tools » [ Table Columns...
Show Sample ka (1/Ms) kd {1/s) KD (M) Rmax (R Control Rmax (RU/100 Da) Chiz (RUZ} Ligand
v antigen3 5.60e+05 2.04e-03 3.65e-09 108.7 MfA 0,112 antibody 10ug/ml pHS
v antigens MfA MfA 3.59e-08 1983 I 0.0462  antibady 10ug/ml pHS
¥l antigen3 U1 U1 3.59-08 198.3 NI 0.0462  antibody 10ug/ml pHS
¥l antigeni 1.53e+06 Z.61e-03 1.70e-09 105.3 MfA 0.1 antibody 10ug/ml pHS
v antigenl [F15Y [F15Y 1.37e-08 165.1 M 0.517 antibody 10ug/ml pHS
¥ antigen 2,19e405 1.63e-03 7 44e-00 114.3 VI3 0.0501  antibody 10ug/ml pHS

!

On-OffRateMap X 7% 7 U v 7 LE T, kavske 7Oy FDFRREINFE T,
EEx

B, Biacore T200 Kinetics Summary [1.bme]

File  View Help
HsE:
Table | Thumbnais | On0if Rate Map | Steady Stale KD Plat
o Table Colums...
ot " Selected Evaluation:
o Ligand: a Sample:  anigen
£
0
P @ 50
T 166 30
g BT ]
B + *
g
5 0
400 50 0 50 100 150 200 250 300 3
* Modek: 1:1 Binding
B ka (1/Ms) : 1531E+6
100000+ kd(1/5): 0002610
de3 oo 3
oft ot ke tog)
Sample | ka(1/Ms) | kd(1/s) | KD(M) | Rmax(RU) | ch(RUZ) Ligand Model | Curve | Evaluation File
antigens 5.608-+05 2.04e-03  3.65e-09 108.7 0,112 antbody 10ugjml pHS. 1Bindng  Fo=2-1 1
antigent 1.53e+06 2.61e-03 1.70e-09 1053 0.1 antibody 10ug/ml pHS. 131 Binding Fe=2-1 1
antigenz 2190405 163003 744009 1143 00501 anthody 10ugfmlpHS  ©1Bnding  Fo=zl 1
< >
Co ) Com ) o

KAV L ES Uy o SBE, BEACEET2EF—7 5 LERRSNET,

&, Biacore 1200 Kinetics Summary [1.bme]

Fle  View Help
(5 RN g

Table | Thurnbrais | OrOif Rate Map | Steady State KD Plot

I Table Colurns.

Selected Evaluation:

Ligand: Sample:  aniigen

KD (log)

0
0 2e04e-08e-08281ed  1d4ed 19

Model: ~ Steady Stats Affity
KD (M):  136%8

H

Sample

sample | KD(M) | Rmax(RU) | Control Rmax (RU/100Da) | Ch (RUZ) Ligand Model [ curve T evall

3.59e08
350008
1.576-08

198.3
198.3
165.1

W
Hpa
i

artigen3
artigen3
antigent

Steady State Affiniy
Steady Skate Affiniey
Steady State Affinity.

Pzl 1
Fe2 i 1
Pzl 1

0.0462_antibody 10ugiil prS
0.0462 antibady {0ugjml pHS
0.517 antibody Loug/mi pHs

<

=

Steady State KDPlot X 7% 27 U v 7 L £3, KovsSample D70y FHFR RSN ET,
(Affinity BIr CBEONT- Ko DA 7Oy FLET, )

Oy bEEGHRE L TRELIZWSEEICIE. ~T7RXE27 YU v 7%, CopyGraph Z:#IR L T
Paint X 73 WordPad (CEIRZ S (FIT THRAFL TR E L,

>
G |

Biacore T200
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5-1-3. FEHERRET

T4 Y- FZRAWSAET RS T L& T Evaluation V 7 bV = TV IFBBMNICIIH EAY
ST — R IIBTICRUBITInE S,

% Biacore T200 Fvaluation Software [2 CA_drug. bir]

File  View Evalustion Tools Window  Help
[ H |L_‘;‘¢ |ﬂ§ensnrgram | Plat Lli“Ear Chart |£KInEtIESJ‘AffInItY - _ﬂ[ﬂntentratlnn Analysis - ﬂThErmndynamlcs ‘

Ewaluation Explorer il

| Remove | Edi

B® All sensorgrams

ER Curve Mame: Fo=4-3 E]@ Assay Step Purpose: <Dvarlay>E]@ Cycle: <Overlay>
EnSOngram

ol Al sensorarams RU Sensorgram Oz
[ Plat 5300 - oom Lock
@ | Baseline: Sample
Binding level
Binding stability
@ | Binding to reference
Contrals, binding 5400 1
ﬂ_‘| Conlrols, stability
[% Repart Paint Tabls
‘) Report Point Table

8600 -

5200 -

&000

E 7500 4
-4

TEOD -

— Condtioning

— Control Sample

— Samgle

— Solvert correction

— Startup

7400

7200

7000 4

BE00

el 17. Y TIVERDEE

B TIWERESLOREEM, YV TILDEIRREAN I RN H - 23551k, BiTE ET
9 5H1IC. Keywordtable... TZ % L ¥ 3, Tools.. — KeywordTable..* 7 U v 7 L £7,
DAY FEDOEE(Z, AT D Edit Chip Information 7 J v 7 L TZEBEL XY,

Len  Aewmwomes  ews e Wi .
- - - - - .

- o
R -

e e A a—
D —e
T Gt — S b
o Gt o - ’

R oy N~ -n (Aot
.- At ’ e
 lowe N » o
9 e A ’ »

" Lowe . A e
U L .t - i
11 bowe “ar . ~n R
L At " o - -
Ry A ' .
< towr N ’ an
1 Lowe N » .
" L " ’ =
i X a =
- o » -
N Leas LA . .
Lo X P -
1% L o ' ~
. - —— ’
- ——
X vt o o ~ -
" Lo -
= Lo o ~
N e »~ -
= e e )

Biacore T200
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Toolbar ® A Kinetics | AFfinity = AL N s Surface bound AR YVAES R

!

Kinetics f Affinity - Select Curves [Create]

Select evaluation mode
(%) Single made () Batch mode
Curves
Curve: | Fe=4-3 can s | Ligand: | N/ w Sample: | Furosemide v | Temperature: |25 A4
Include | Cycles Conc Flow Contact Time | Diss. Time -
{uM) {pl/min) (s} (s}
' 45 1] 30 180.0 600.1
v 47 0.079 30 180.0 500.1
U 45 0,157 30 160.0 600.1
' 49 0.313 30 180.0 600.0
td =0 0.625 30 180.0 B200.0
' 51 1.25 30 180.0 600.1
' 5z 2.5 30 180.0 500.1
' 53 5 30 180.0 600.1
0 o4 10 30 180.0 600.1 b
RU
0 [ Zoam lack
a0
a0
10
& - I
-10 o - =T
=30 + + + + + + + + {
-100 u] 100 200 300 400 300 500 Foo goo
Time E
Show concentration series Show blank (] [] Shawe average blank[s]
’ Help ] ’ Multiple Rrnax ] [ Adjust Injection Start... ] Mest » ] ’ Cancel

A—4> T AaDE >y — 7T LhBhBERRINET,

Select Evaluation mode TN A EZEIR L 9, 1 Y TILT L ICRITT 256 (1C1F.
Single mode % &R L £ 9, Y~ S &Ny FENTT 5555, Batch mode % %R L
¥9, Bathmode [CDWTlE, FES5-14ZSHBL T2y,

BEHOY Y TIIZOWTREAE L TWBI5EIE. Sample BRI = 20Uy 735 &, 7l
Y TINDT—RICBITTEET,

TOREDT7 v/ A4 7LV EEHERHEL TWSHEE, £y —7 7 LT D Show
averageblank (s) I[CFz v /7%x AND L, FHYLIEV =0T LHKRREINET,

IT7—DRAREDEET, BT -2 08IBRLIEVWE Y Y —7Z LALH2581F. %
DY —7S5LIDOWT, T—7)ILHFDInclude h T LDF -y 75N LET,
Next>% 7 Uw 27 LE7,

Biacore T200
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Kinetics / Affinity - Select Data [Create]

Curves
Curve: Fc=4-3cor  Ligand: N/& Sample: Furosemide Temperature: 25 °C]
. Conc Flow Contact Time | Diss. Time ~
Edit ‘ Cycle# ‘ Curve ‘ M) ‘ {ul/min) (s) (s) -
' 47 ‘Fc=4-3 corr 0,079 30 150.0 6001
' 45 Fc=4-3 corr 0,157 30 150.0 6001
' 49 Fc=4-3 corr 0,313 30 150.0 &00.0
' 50 Fe=4-3 corr 0.625 30 180.0 500.0
' 51 Fo=4-3 corr 1.25 30 180.0 &00.1
U4 52 Fo=4-3 corr 2.5 30 150.0 600.1 —
U 53 Fo=4-3 corr ) 30 1500 B00.1
vl Cd Ero—d, ro i0 ul 1200 SO0 1 v
RU Blank Subtracted Sensorgrams [ Zeom lock
70
B0 1
a0 1
40 1
30 4
20 1
=4
10 1
0 "
210 4
=20 + + + + + + + + 1l
-100 o 100 200 300 400 500 600 o0 g0o
Time 3|
[ < Back ] [I-';L Affiriity > ] [Iﬂ; Kinetics » ] [ Cancel ]

YOEEDE Y= I LTI v LT, 2 —0 7L 0ELEIINET,
Affinity>%= 27U v 27 L£7d,

Kinetics / Affinity - Select Affinity Data [Create]

Curve: Fc=4-3cor  Ligand: M/4 Sample: Furozemide Temperature: 25 [C]

Settings Calculate responze at position 4 seconds before injection stop with window 5 seconds.

o 1e-6 2e-6 Fe-B 4e-B oe-6 Ge-6 Te-b ge-6 He-6 1e-5

C ation [l

RU
70

G0 1

a0

40

301

Response
L8]
[=)

10 4 W
o4 --:""ﬁ»..._
o - SRR
0
-20 + + + + + + + + i
-100 o 100 200 300 400 500 600 o0 g0o
Time E

< Back ] [ Mest > ] I Cancel l 200
HAGEEKERAE
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TFH74 MR TEROL RE R (RU) % TFEE (ReqfE) (RU) & L. &T7F 74 F

BEICEITS ReqEN TRy hENFET, Next>2 27 v 7 LET,
!

Kinetics f Affinity - Fit Affinity [Create]

Curve: Fc=4-3cor  Ligand: N/& Sample: Furosemide Temperature: 25 [*C)
Add Fit

Model: | - Steady State Affinity v

RLU
B0 5

50 4

40

30 4

20 4

+

i}

o 1e-6 2e-6 Je-6 4e-6 Se-f Be-6 Te-b de-6 Se-6 1e-5
Concentration [

X#E=7F74 FMEE (M), Y#i=Req (RU) DI T 7HERREINET,
Model Z#EiR#%, Fitz7 U v 27 L£9d, @BFI(L, SteadyState Affinity Z{FH L £9,

{2 5-18. FEEMRIFTDOET LR

FEERTOET LRIERD 3 DA HRRTEET,

Steady State Affinity
1:1 Binding € 7 /L T, Rma |d Fitting /X7 X —&X T3, ROXEFEHAL £,
C I:l'“'l'II::I.i-: rr
11 e + 1T
PE: H‘D C offset

Steady State Affinity Constant Rmax

1:1 Binding € 7 /L O FEBEMRNT T, Rmx ZIBE LB TR EZITVWET, BT 714 =274 —
MEERT. 774 MREZSRE CHERTEAWVWEAICERL £9, T7/LERE., Fit
%7Uv VLT Rx BEAALET, AV bA—LY Y TULEZEETHRML TELOND
Rmax ZHAEE L TR ZXELE T, 7T 74 FD R EHA LR DEY T,

Rmax,ng vte =

Biacore T200
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Steady State Affinity Constant Rmax (Multi Site)
VAV REIZT 74274 —DELEDHEETA D 2 2HBET LTS, AUTOHZEA
LTWET, ETLERREIC, BBEPBROTA FD Roax T8 (Rna) Z AN L 9, BEHTE
IZIE. Roaa EASLBTHETZITVES, IV ALY TLemRETRIOL TS
DD Rmax @ EAE L LT Rnant ZERE L TLEE LY,

CR

maxl . CRmaxz

R.y = +offset
(=1
Kinetics £ Affinity - Fit Affinity [Create]
Curve: Fc=4-3com  Ligand: N/A Sample: Furozemide Temperature: 25 [C]
Add Fit Current Fits
Maodel: | - Steady State Affinity Description: ‘
R
0]
50
40
30
20
-
10
¥
0+ + + + + + i
o 1e-6 2e-6 Je-6 4e-6 oe-6 Ge-6 Te-6 de-6 He-6 1e-5
Ci ation |
Report | Parameters
KD (M) | Rmax {RU) | offset (RU} | Chiz (RU=)
5.5941E-7 0.0545
62,05 -0,02560
o ) o ) oot )

BT, Finishx 7 )y 7 LEd, BAEREIRRENET, /777 LI1CI1F XEH=FHX
N7 KofE M) DT A4 ARRENET,

Ko (M) FRBETE IR

Rmax (RU) T4 FOBRKEEE
offset (RU) X=0 DD Y EHDE
chi2 (RU?) hA %

FEBTERIE. BIELiFD Evaluation Explorer R 7 + L X BMENET, 771
ZIE T TLENBENICAAINET,
BlEfE. ABICAELAENOY 7T ILIZDWTEITT 348415, Toolbar D

Biacore T200
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s Kinetics | Affinity -~ Aoy LET,

2 5-19. FEMERETFERD Quality Assessment

FObot bERED 12 UTORETHBABLHY £F. DF Y. 7F 74 b ORER
FEAMERE TR T, Rmax 0 O MTBEN /- FEMEEFE TRIE L TWL 258 ICIEBITHROEE
MEIFELSARY £9,

BATERD IS 7LD, XEH=BHINEKE M) D74 VHEEBRRDBAIE. 7+
1rDHLSEHTEED IR UTORETCEHINTWAZ 2R LET,

RU
G0

50 1 //—/
40 1
Em- o
£ 204 /

101
0

S

] 1e-6 2e-G 3e-6 4e-6 ae-B Ge-G Te-G £e-E Se-6 1e-5
Concentration il

Report | Paramaters

KD (M) | Rmax (RU) | offset (RU) | Chiz (RUZ) |
8.E41E7 0.0548
£62.05  -0.02560

UToOLS ICKBEOBBROBEICIE, EEHEZEEL T, BE. AEBLUHBITZErR
L7200y,
RU
40 1

34T
30+

251
20 4
151

1] le-6 2e-6 Se-B 4e-G Se-B Ge-G Te-B Ge-G Se-5 1e-5
Concentration W

Report | Parameters

KD (M) | Rmax (RU) | offset (RU) | Chi2 (RU=Z)
5. 701E-6 0.529
53,56 0.9430

Biacore T200
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5-2. RIGEETEH - BEERDOEH Y IILY4M4 7%

TUNFHALINFEES VTNV AL I ILE
54 R—THSBLTLIEE 0,

T724ATA—BLMRTA4IR
54 R—THSBLTLIEE 0,

BHEN (Ko), RIBEEEH (ko ko) DEHAE
55 R—T A S L TL7ZE 0,

E#BTF741 FEE

RELHREBS 0101, FRSNDBHER (K) ED 1/10~10 SOREHET 5 8

EAEL XY, BETHELTHLZEICIE. 1 aM~1 uM OEFE T, 5 EHFRRIID 58

EOT7F+74 b THESL VOB A1T-> T, BHIN-EENR KED) SEBEESHEY

KOBONWLELWTT, ZOHFE. BENTELZDOTHNIEV AV FZ2BEL T, £EB
THF74A MRETCBAETCEEY, BEANTRERBEICIE, VAV FEHLLwWZH—+F

WIZEE LT, BEBT7F 74 MREETERAEL TS0,

F720 BEOICOWTHTFH 74 bEeRI—FBTHELET,

il AR
30 ul/min A EDOEFRRICEEL £9,

T+ 74 FERIEER & AR RSR

ﬁ%i\UM2\&E\mﬁ2\&fTWELi¢ =72 L. HEERENEL %mﬁﬁw
oY =7 ADERNRISEICIE. h—THESNS LS RNER%E 5~10 DREIC
¥9, F7-. BEERENEL, %ﬁgﬁ@ﬁﬁﬁith&ﬁaf§ﬁmi Ei\%ﬁ%
% 10~30 R EETHE L £75

BT+ 74 FDBIE

BE. Y ILY A IETIE —FWEW%WE%E’@otEEmtwuﬁUﬂtﬂ
ELEFHA, BT F 74N %%ia% IR % HERR HEICIE. ZOHREY A K
%ﬁtm7u—tw SEEMLTLEE L, ttL\Uﬁ/#ﬁ§ET\7#34F®%
BERENEWGAEY, BAELLTF 74 MR T2 IV VI BERENRT
7D77AK§ELt@a:@U BEDOTF 74 bERFICHEST S Z & HRIETT,

Biacore T200
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5-2-1. 7A7 7 LDET

Toolbar @ Run Method 7 A 3> ( E)) % 7=12 Menu bar ® Run — Method.. 27 ) v 7 L
9,
!

= Open/New Method E\@@

Look in:

Mame Type Modified
&1 Biacore Methods

[ Show importable wizard terplates [ New.. | [_Open.. | [ Cancel |

Biacore Methods %z %R L 7=, Open..z 7 v 7 L £,
l

Lookin | (2] Biscore Methods M E=;
Name Type Modified
&Aﬂmlly in solution Method Builder 3/28/2002
gﬁahhlalinn-ﬁea Concentration Method Builder 3/28/2008
&GST Kingtics Method Builder 3/28/2002
glmecl ahd recover Method Builder 3/28/2008
&Kmehcs heterogeneous analyte Method Builder 3/28/2002
§L1 liposome capture Method Builder 3/28/2008
&LMW kinetics Method Builder 3/28/2002
&LMW sCrEEn Method Builder 3/28/2008
&NTA kinetics ethod Builder 3/28/2008
5. S inetics Method Builder 3/28/2008

[ Show importable wizard termplates [ New.. | [ Open.. ] [ Cancel |

Single-cycle Kinetics % %R L 7%, Open..%2 7 v 7 L £,

!
Method Builder ® Main X 1 7 A /AR RSN E T, Overview BIEICIE XV v FEAEDEE
FHEAMNKRTEINET, UTEBFERICOWTEHL £, Flld 6 B2SBLTLLE
U,

General Settings 27 ') v 7 L £9,

Biacore T200
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F= Method Builder, - Main

1) @ ©
L

General Settings [ Data collection rate Detection Sample compartment kemperature
| b

| 10 w | Hz ‘ Dual w ‘ [ wary with analysis temperature
Aseay Steps
L
Cycle Tupes
L
Variable Seltings D Mizcelaneous: settln@
L

Concentration unit Buffer settings

|

2

B
C
o]

[ seuohn |

Aftet un

) Specify analysis temperature after run:

(o ) (S ) Goen ]

@ Data Collection rate
10Hz Z&ERL £75,
@ Detection
BRHEE— FZLTFD 3D (SingleDualMulti) 7 HER L £ 9,
Single 1. 2. 3. 4
Dual 1.2, 34, 2-1, 4-3
Multi 1,234, 2-14-3. 2-1,3-1,4-1
3 Sample compartment temperature
Yo Tavi— b Xy bDORE (4~45C) #BELET,
@ cConcentration unit
TytAeEEBRL THAWSEEBEMARIRL X7,
(® Buffer settings
FERTI 7= v IRERGAET AN L ET,
® Afterrun
Fryv e ANTELE, DRHEIMKT LZRIC, tr I —FKEADORBENEE L
TOREICEBEEINET,
N TE%. AssaySteps * 7 U v 7 LET,

Biacore T200
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E= Method Builder,

L —
X bee
L— "~ —

172 Copy
|_sssapsteps [ L2
L
L ==
f Move Up
L ‘= - =" )

I tove Down

Wariable Settings

Overview % Mew

Setup Bun
L |

Cycle Aun List...

Aszay step properties
Base settings

Startup
[Startup] Startup 3 times as entered,

1

Sample
[Sample] Sample 1 time as entered,

Recumence

Mame; |Slallup

[[] Repeat assay step within:

Purpose: | Startup

Eveny cycle

Cannect to | Startup
cpcle type:

Distribute OCCUences evenly

Aasay step preparations

T emperature:

Buffer

[ Help ] [ Save ] [ Save bz ]

Flun assay step once first Run aszay step once last

e of replicates
times
(=) Asentered [1.231.2.3)
O Order (1,1.2.2,33)
O Random

Llose

Startup ZER L £,

Number of replicates

Times

Biacore T200
HAREEIKIAAE
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BMeEELET, 3EMUEZHEL XY,
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sethod Builder - Main

- Mew

T

Setup Bun
L=

Cycle Run List.

Assay step properties
B aze seltings

Startup

[Startup] Startup Ftimes as entered,

I

Sample

[Sample] Sample 1 time as entered,

Recunence

Mame: |Sample

[] Aepeat assay step within:

Purpose: | Sample

Everny

Connect to | Sampls

Distribute

cycle ype:

Azzay step preparations
Temperature:

Buffer:

Come ] |

Run aszay step once first

Mumber of replicates
times
() Asentered [1231,23)
Order [1.7.2.2.3.3)
O Random

cycle
occunences EVEH‘_\J

Run azzap step once last

Close

Sample Z ER L £,

Number of replicates

Times

R

l

CycleTypes =7 U v 7 L£7,

Uk LA R ZEIR L £,

Biacore T200
HAFEEIKAAAE



98 5. lMEEABIE

F= Method Builder, - Main

yele lype Description of selected cycle type
> . Sample This cycle is used in sample steps, and (if used) control sample steps.
General Settings Containg injection of sample and regeneration
—_ The sample iz of the type single-cpcle kinetic, with recommended 5
2 - concentrations, ie number of injections in each cycle.
Assay Steps
Cycle Tvpes .-

[ Variable Settings .|
m Fieport Paints |

Settings for Sample 1

Type: Single cycle kinetics v Method Variables | Evaluation Variables |

Set property as variable

Sample solution: |5 wariable

[ | Sample 1 Sample salution
' Fiegeneration 1 Concentrations per cycle: |5 [ Contact time (5]

f Contact time: sl [] Dissociation time [5)

‘ ] Flow rate [ulémin)
Dissociation time: [s]

Flow rate: [l min]

N\ Eztra wash after injection with:

MNgbilization perod:

[ Help ] [ Save ][ Save As.. ]

Samplez7 v 7 L¥9,

Type Single cycle kinetics = ER L £ 9,

T4 P OEEHEERLET, RR5EETT,
contact time FIA MARMBEEZAALET (),

Dissociation time BIEAINT 27+ 74 MEBEREZADLET (5),

Concentrations per cycle

7
7

Flow rate FEEE (ul/min), BE. 30 pl/min,
Flow path Both Z 7= (3 Multi &R L £ 9,

Extra wash after injectionwith: F v 7 Z AND LI/EBRRTT F 74 FAMEITR
BAEZEFELEFT . EoY—F v TRAIICIIRANE L A,

Stabilization period FrvIHAND LIRE L -BREERFEZIC. I8EL -
BER—2 74 Y READT-DDFEB™ERTT S
ZENTEET,

nH. BELAWESICIE, Commands X 7% 7 U v 7 L T, Regeneration % &%,
Remove =7 ') v 7 L THIBR L T<7Z& W,

Biacore T200
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Startupz 7 Vv /7 LET, ¥I—-JVvaRELZXT,

Overvigw Cycle types Description of selected cycle pe

Sample # Mew Thiz cycle is used in start up steps.
General 5ettings Startup Cortains injection sample and regeneration

The sample is of the type low sample consumption, not single cycle kinetics, to
save time during start up procedures. The noimal sample cycle could be used
a3 a start up cycle also.

Agzay Steps

Cpcle Types

W ariable Settings

Commands | ReportYPaints |

Werification
Hegen Setting# for Sample 1
— Low sample consumption  w ethod Yariables | Ewaluation Va[iablag‘
_ Fad Sample solution: |5 variable Set property as variable
Sample . Solution
Setup Run Contact fime: fs) [ Contact time (3]

[] Dissociation time [z]
[T Flaws rate [ul/min)

Dissociation time: [5]
Flow rate: [pl/min]

[ Predip

[ Mix withe

(&) =]

Fraction: IE' [%] of mix zolution
Stabilization period after mix: El [
h alter injection with:

[ Extra

[] Stahilization pero

[ Help ] [ Save ] [ Save b,

Type Low Sample consumption "V ER SN TWE T,
contact time BO(S)EANINTVWET, EREOMEITHY FH A,
Dissociation time BO(S)EANINTVWET, EREOMEITHY FH A,
Flow rate 30 pl/min

Flow path Both 7z (3 Multi "EBIRENTWE T,

nH, BELAWEAIZIE., Commands X 7% 7 U v 27 L T. Regeneration % &iR{%,
Remove =7 U v 7 L CHIBR L TL7Z& Ly,

Variable Settings =7 V) v 7 L £,

Biacore T200
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F= Method Builder, - Main

Aszay steps Define variable handling for each Aszap Step
Startup

General Settings Sample () Define all values at run time.
L=
T

Assay Steps () Define all values in method
Defing some values in method and ot at rue time.
Cycle Types
L — ]
‘ariable Settings | 3
L — -k . .
Y alues for thess variables will be defined at run time.
[ vesicsin M [[Cormmand | vanable
L_—

Sample Solution

[ spin |
[ s |

[ Help ] [ Save ][ Save dg.. ]
FERTy TOERE EOBRITANT 20H, BEALOIEAN,HERL T,

Define all values at run time
AERBERIICANT 2 E— FTT,

Define all values in Method
BREEETANTEZE-RTY, fFRLIcXYy FEEEICT 7L —
PELTERL, BEEEALWERIE. JZTAHDLTESE, BE
BRI COBEBRANDPREICLEY £,

Define some values in Method and others at run time
EONDIFERZHREALETAN L., ZOMBOBERITBERBERICAD
TH5E-FTY,

Verification =7 J v 7 L £9,

Biacore T200
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T Method Builder - Main

Overview Werification results

The method has heen verified and can he used o setup arun.
General Settings

Aszay Steps
L~ ]
T
L — ]

Cycle Types
“ariable Settings
L~ — -
>
= -

Setup Bun
L — ]

O

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

|

T Method Builder - Detection

Detection
FElow path: v
[ Help ] [ < Back ][ Mext > ][ LCloze ]

Y7 Flow path Z 3R L, Next>% 7 v 7 LEd,
l

Biacore T200
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HweANDLET,
X

Startup, Sample ZZNZN7 Uy L, T—7NITH > TILIE

B2 Method Builder - ¥ariables:
/{ysgh
Startup
Sample
N
Wariable values for Aszay Step Sample
Sample 1
Sample solution | Conc (1) {nM) | Conc {2) (nM}) ‘ Conc {3} (nM) | Conc (4) (nM}) | Conc {5) (nM}) | MW {Da) |
1 antigen o u] o o a 11500
2 |antigen 0 0 0 0 ] 11500
3_ant|gan 1.063 2,125 4.25 8.5 17 11500
mm
=
=
*
< Back ][ Next » ] [ Close

Sample1
Sample Solution T+ 74 FDEFR
Conc (nM) T4 MRE
Conc (1) —Conc (5) DIBETIEEENHIEEICA
MW (Da) TFIA DO TFE

A%, Next>x= 27Uy o7 LEd,

Biacore T200
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T= Method Builder - Cycle run list

3

Cycle | Assay stepname | Sample 1 Solution ‘ Sample 1 MW (Da) | Sample 1 Conc (1) {nM) | Sample 1 Conc (2) {r
1 Startup buffer
2 Startup buffer
3 Startup buffer
4 Sample antigen 11500 o o
5 Sample antigen 11500 o o
[ Sample antigen 11500 1,063 2,125
< ki
[ Help ] [ Dverview ] [ Print ] < Back ][ Mest » ] [ Cloze
AEYA 7YX IHRFRRENET,
Next>= 7 v 7 LXT,
B Method Builder - System Preparations [g|
Prime befare run
[] Mormalize detector
T T

BIE#R 5 E1IC. Prime £ K0 Normalize # 5 2R G EICIETF v 7 E2ANTLLEE

VRIS

Temperature settings

Analysis temperature

Sample compartment temperature

AN%, Next>%27 v Lxd,

25C
25°C

Biacore T200
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F= Method Builder - Rack Paositions

Sample and Reagent Rack 1 b Yolume

Position Sample 1

Content Type Sample 1 Conc {nM)

| {pl) MW {Da)
10 O OWZO Qg ] 118  antigen Sample 0 11500
R1 A2 118 antigen Sample 0 11500
COR®) OHO O RLA3 118 antigen Sample 0 11500
o R1 &4 118 antigen Sample 0 11500
‘O O Om R1AS 115 antigen Sample 0 11500
120 O O R1 A6 115 antigen Sample 0 11500
7 R1 A7 115 antigen Sample 0 11500
110 O OQO Q R AG 118 antigen Sample 0 11500
R1 A9 118 antigen Sample 0 11500
1@ O OBO OB R1 AlD 118 antigen Sample 0 11500
R1A11 115 antigen Sample 1,063 11500
QO O O?Q O R1ALZ 118 antigen Sample 2,125 11500
R1 A13 118 antigen Sample 4,25 11500
] §
O O O O O O R1 Al4 115 antigen Sample 8.5 11500
]
Rl A15 118 antigen Sample 17 11500
7
O O O O R1EB1L 154 buffer Startup
5
@ OO0
5
Q0O )
a4 T
@00 ()
OO
00O <>
1
1
oL Jelele
A& B C O E F

e | oo ) [ e ]

AHOEXRTY Y TILOMELY Y TILE (W) ZBRLET, RFOY > TLE sV v T
2EXNICHIGT BTy EOMEBENBRARTINET, MBLREZHRLAN H/NA
TILBELOY T EZy iy FLET,

i 5-20. YV 7 ILHBDOEEH

B TINAIEIE,. FREEICYIVEDL SRR CEEBNICEREINET, HohLod
TR ENREF - TWB 7L — b2 ERT 2551, BIEALZT D Menu — Export
Positions.. e E1TL. ¥ VT IWMIBZ X 7RV DTFIA 774 LELTREFLET, &
BEFEEB LB T 7ML %E{EFL. Menu — Simple Position Import.. TZ D7 7 1 JL
EHEAMPADE YT NBLAEEINE T,

Biacore T200
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WE 5-21. G—NAT7LHDoDH YTV IHRE

YU TIUMIEIR. R—Y > 7TILTH->TH, HINEESD. ﬁiibf@ﬂ%éﬂ%iﬂ:%ﬂi
nTLWET BIZRIEE—D Control Sample TH > TH, R1AT 75 R1IA12 I 12 /N 7
DI TEY FTBELSICEREINET), A—HY > TILZRENA TN SHERLEZWEEIL
TV oeEEFRLES,

Re. it Rack 2
[Resgent Fac = Position | YOlume Sample 1
(1]

" 1 4 ] ative contro Cantral sample 0
R1 A2 148 Negatlve Euhtm\ Contral sarnple 40
R1 A3 148 Megative control Contral sample 40

2. O R1 A4 148 Megative control Control sample 40
R1 A5 148 Megative contral Contral sample 40
R1 26 148 Megative control Contral sample 40

! R1 AT 148 Positive control Contral sample 40
R1 A2 148 Positive control Contral sample 40

3 Daap Well Mucmplate J R1 42 148 Positive control Contral sarnple 40
R1 210 148 Positive control Contral sample 40

R1A11 148 Positive control Contral sample 40

i O . O O O O O O R1Aa12 148 Positive cantral Contral sample 40
nO@OOOOO0 |k 148 Analyte A Sample i
10 O . O O O O O O R1B2 148 Anayte 4 Sarnple 160
R1B3 148 Analyte A Sarmple 10
¢ O . . O O O O O R1B4 148 Analyte A Sample 20
g O . . O O O O O R1BS 148 Analyte & Sarmple 40
2SI I 19180l R1ES 148 Analyte A Sample a0

& O . . O O O O O R1B7 148 Analyte A Sarmple 160

R1B8 148 Analyte A Sarnple a
¢ O . . . O O O O R1E9 148 Analyte A Sample 160
@ O . . . O O O O R1B10O 148 Analyte A Sample 10
el I 1 Ielelele R1B11 142 Analyte A Sample 20
R1B12 148 Analyte A Sample 40
: O . . . O O O O R1C1 148 Analyte A Sample 20
O8O 000 R1C2 148 Analyte & Sample 160
A4 B8 C D E F G H S, e o - v
>

Help Meru < Back Hext > Glose |

|
~ - g = - ee
\
Menu 7" > Automatic Positioning...Z &R L £ 9,
B= Automatic Positioning E‘

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

Region | Color Drientation ‘ Anchor | Rack | ¥ial Si#e | Pooling ,\ First Sort By |
Control sample [ cvan - & Column - | Bottom left |+ | Sample |+ | Small ontent - Ascending - [k
Sample I D:rkElue - ECalumn - | Bottom left |+ | Sample |+ | Small onkent - Ascending - [
Startup I Crimson = £ Column - | Bottom left [+ | Sample [+ | Small ontent - Ascending -k
Wash [ vellow » £ Columnn ~ | Botkom left |+ | Reagent |« | Large = JContent - Ascending v |k
Solvent correction (buffer A) [l Blue v : Column - | Bottom left |« | Reagent |« | Small Content - Ascending v |h
< ¥

?’/\“’C@*f‘/?ﬁb&Eﬁﬁt:%@@'%@ﬂ%’&%ﬁi?% ZENTEET,
"Pooling"®IEH [Z, BF. Auto ICH>TWET,
Bl—NA T 77Uy rLizuwt 7L AEOEFEICDOUL T, “Pooling"d 7L X
TUAZa—hDbHYes TERL, FATATETOOKZIZY vy LET,
72 ¥, Automatic Positioning X4 7 0 7 TIZEPNA TILDY A XDHKREDH TEHD T,
INLHEREICH L TEEREZZEE LTI,

Biacore T200
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!
EjectRack #7 ') v 7 L T, Racktrayport ZfHZ 7,

!
Ty hLAZREFTHEHAL,. OK%EZ27 U v o LET, EjectRackTray ¥4 7O 7 HE L 7=
#. RackPositions X 1 7O ETD Next>%27 v o LX9,

!

F= Method Builder, - Prepare Run Protocol

Tahorna * 10 -|B I U
|Pre|:_:are 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 fail.)

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

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

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

Estimated run time: 1 h 39 min [excluding conditional statements, temperature changes and standby flow)
E stimated buffer consumption:

Q Bufter &
At least 100 ml

pluz 65 mlday for
standby after run

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

EARNGEFREE, AERHE., BRI V=V IEERENRTINET,
Start =7 Y v 7 LET,

!
BELIAY Y FZT Y7 L— b LTRETENE DD, AvE—IhERRINET,
RIFDHE L, Save as T Methods and Templates 7 #+ /L X £ 7= (4 BiaUsers DEZE D 7 +
LWRIRTFLET, RFLARVWIGEIL, Don'tSave Z:ERL £9,

!

Biacore T200
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Save Results From Run s

Savein | 3 C3K v O & E-

@ immobilization of antibody.blr

My Recent
Documents

€]

Desktop

~
My Documents

9

My Computer

File name: [5CH_antibdy antiger| v [Csae ]

My Network  Saveastpe: | Resul fle (bl v [ Cancel |

Save in: (OB ERERDRGFLZEKE L. Filename [Z7 7 A )L&ZZAH LT, Save T2 &3
Eﬁi\zﬁ_ }\ L/ i‘a—o

B= Biacore T200Control Software - [SCK_antibdy antigen.blr]

i) Flle Edt  View Run Tools  Help
= | ‘%‘ l |+ ‘u:b ) E.J Cyde: 6 - | curve: — subtracted Fe=4-3 - |j-]
RU Sample [ Lock scale
546
544
542
540
le 538
=
E‘ 536
e
534
532
&30
528 - " " i i " " i " " & sk
0 200 400 600 800 1000 1200 1400 1600
Time =
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R 5-22. 7AJ 5 LDREEILE

Run — StopRun..z7 U v 7 L X9,
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/2 5-24. EEHDRA

% Biacore T200 Evaluation Software [Kinetics_antigen antibody.bir]
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Toolbar @ A0 Kinetics § Afinity - AL A1 surface bound 25Uy oLET,

!

Kinetics £ Affinity - Select Curves [Create] @
Select evaluation mode
(%) Single made () Batch mode
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Kinetics / Affinity - Select Curves [Create]

Select evaluation mode
() Single mode ) Batch mode
Curves
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Kinetics / Affinity - Fit Kinetics [Create]

Curve: Foc=4-3 Ligand: antibody Sample: antigen Temperature: 25 [°C]
Add Fit

Model:l - 1:1 Binding v| ‘

(Foom | g

Response
L8]

-200 0 200 400 500 goo 1000 1200 1400 1600
Time E

o C Co=)

Model:iC., 74 v T4 VY ZICHATAIRIGETARERIRLET .Y 270w 35L&,
TRCORBET MDERENET, ST T AATHAEH AN, 11 Binding ZERL T,

Add Fit

Model: | -+ 1:1 Binding

- Bivalent Analpte
- Heterogeneous Analpte
- Heterogeneous Ligand

U « Twno State Reaction

7T -

EIRE. Ftx 2 Uy o LET,

Biacore T200
HAREEIKIAAE



5. ME/ERAIE 115

e 5-26. RIiGET I

VAV %ZB 7774 b2AELET,

1:1 Binding A+B < AB
DAY RETFZ7A4A P 1 DFRLETHRET 2o L b EMARISETIL,
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BBEDE Y =TT LE TAavTAvTICEYBONT Ty T4 v T h—T T,
1:1 binding TEEAT L 72354 121X, Quality Control 7 — 7 /L AARR S M. BT R O FHEAZE
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'C-j Kinetic constants appear to be uniquely determined.

'C-j Mo zignificant bulk, contributionz [R1) found.

9 Check that zenzorgrams have sufficient curvature.
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9 Ewamine the residual plot. Pay attention to systematic and non-random deviations.
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Report X 7% 7 Vv o d5E, BHENARE NI A —ZHARREINTLET,

Kinetics f Affinity - Fit Kinetics [Create]

Curve: Fo=4-3 Ligand: antibody Sample: antigen Temperature: 25 ["C]
Add Fit Current Fitz
todel: | - 1:1 Binding 1: 1:1 Binding Description:

Fit [ Delete ] [ Tools V]
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Quality Contro|| Repart |F|esidua|s Parameters

Curve | ka(1/Ms) [kd(1/s) | kD (M) [ Rmax(RU) [Conc ™) | kc | Flow (ul/min) |kt (RU/Ms) | RI(RU) [ chiz (RU2) | U-value |
1.225E+6 0.003754 3.065E-9 6,018 4. 415E+11 0.0471 1
1.063E-9 30,00 1.572E+12 0.2945
Z.125E-9 0.2917
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R 5-29. h—7 7149y T14 7T EBER
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Kinetics / Affinity - Fit Kinetics [Create]

®

Curve: Fo=21 Ligand: antibody 10ug/ml pHS ~ Sample: antigen Temperature: 25(C)
Add Fit Current Fits
Modst | - 1.1 Binding o AT D-:cipton
(o] g o] =]
RU
90
o
50
30
=
10
10+
-100 -50 o 50 100 150 200 250 300 350
Time 3|
Quality Cantrel | Repart | Residuals | Parameters
Curve ka (1/M5) | kd (1/5) | KD (M) | Rmax (RU) [ Conc (M) | tc | Flow (ulémin) | KE (RU/Ms) | RI(RU) | Chiz (RUZ) | U-
1.531E+6 0.002610 1.705E-9 108.3 FATEEHT 0.1000
Cycle:5 1.1nM 1.100E-9 30.00 2.231E+8  -0.05105
Cycle:6 2.2nM 2.200E-9 30.00 2.231E+8  -0.2011
Cycle:7 43n0M 4.300E-9 30.00 2.231E+8 01985
Cycle:8 8.5nM 8.500E-9 30.00 2.231E+8 01167
Cycle:9 17 nM 1.700E-8 30.00 2.231E4+8  -0.1062
< >
(e o J[ o ][ oo

RIGETIVEZE LBENT 255E. Finshx 7 Uy 7H3,
Bl TE Uy L, IILWRISETILE

MLLEBITRERA R R INET,

l
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Add Fit 7~ v 7 X @ Model:

RLES, Fitx 27Uy o LET,

Kinetics / Affinity - Fit Kinetics [Create]
Curve: Fo=21 Ligand: antibocy 10ug/m pHS  Sample,anf@ent Temperatucg: 25(T)
AddFit Cunert Fits
Modek: | - Two State Reaction ~ : 1:1 Bin DAscription:
[P ] ZHN o) [
RU
g0
0
50
30
3
10
=10+
00 50 [ Ed 100 150 200 250 300 350
Time E
FReport | Residuals | Parameters
Curve ka1 {1/Ms) | kd1 (1/s) | kaz {1/} | kdz (1/s) | KD (M) \ Rmax (RU) | Conc (M) | tc | Flow {ul/min) | kt (RU/Ms)
1.594E+6 0.002932 6.060E-4 1.866E-6 5.790E-12 106.0 7. 145E+7
Cycle:5 1.1 nM 1,100E-9 30.00 2.220E+5|
Cycle:6 2.2 nM 2,200E-9 30.00 2.220E+5|
Cycle: 7 4.3nM 4,300E-9 30.00 2.220E+5|
Cycle: 8 8.5nM B.500E-9 30.00 2.220E+5|
Cycle:9 17nM 1,700E-5 30,00 2.220E+5|
< >
] T ) [ oo oo ]

BIT LI RTCOERIZ. BEE LT, CurrentFits 7Ry 7 X IZH% Y £ 37,
BIORBITIER % B 535455, CurrentFits Ry 7 AOBMNOKRGETILE Y v o4 5 L4
BARREINET, T, Finshxz27 Vv o LET,
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BRI /N7 X — 2 DTSR ERGDEE

Kinetice /7 Affinity - Fit Kinetics [Create]
Curve: Fo=2-1

Ligand: artibody 10ug/ml pHS ~ Sample: antigenl

Aadd Fit Current Fite
Modsk: | - 1:1 Binding Pl 1 1.1 Binding Desciription:

[Femom i N
RU

Temperature: 25 ('T]

Resparrse

-100 -50 ]

200
Time

Quality Cantrel | Report | Recidusls | Parameters

Curve ka (1/M5) | kd (1/5) | KD (M) | Rmax (RU) [ Conc (M)} |t | Flow (ul/min) | kt (RU/Ms) | RI(RU) | chiz (RUZ) | U-
1.531E+6 0.002610 1.705E-9 108.3 FATEE+T 0.1000
Cycle:5 1.1 nM 1.100E-3 30.00 2.231E+8 -0.05105
Cycle:6 2.2 nM 2.200E-3 30.00 Z.231E+8  -0.2011
Cycle:7 4.3n0M 4.300E-3 30.00 Z.231E+8 0.1965
Cycle:8 8.5n0M B8.500E-3 30.00 Z.231E+8 01167
Cycle:9 17 nM 1.700E-& 30.00 2.231E+8  -0.1062
< b3
] [ [ oo [ oo ]

%gjﬁ—/\oi )( - & (Rmax ,Rl) @%g*ﬁ—
Parameters 7 ) v 7 L ¥ 9,

Parameter Settings

A =]
axX &

ZUEEZE LBEENTT 525513, Add Fit Xy 7 2D

X

Two State Reaction

Name Fit Initial value

kal Fit global 1e5 Default
kdi1 Fit global 1e-2 Default
kaz Fit global 1e-3 Default
kdz Fit global 1e-3 Default
Rmax Fit global |- | ¥Max Default
tc Fit global |~ | 128 Defaul:
RI Fit lacal - | YMaxs Default
I (].8 l ’ Cancel ]

BRENGZY Ay FOFEEHETCPELD

ERZSZAZRERBELVEE,

RO Y -7 LEERTT 5ERIC
hbhod, Lo —JJLD02HkL
DFithZ7LD™% 7 1) v 7 L, Const
nxd,

THHIARERT, 2 rH¥—2F5 LIZHE VT, Rnax
Rmax DT Fit H 7 LD™% 7 Y v 7 L, Fit local &

CEE OO DEVyY—I T LEELEIVLWTWVWSICHD
ARVADENE R ELTHELTLESHEE. R
ant 7 &3R L £ 97, Initial value I BERIIC 0 AAAS &

Parameter Setting X 1 7R 7 HD OK =7 U v 732 FENERINET,
SlEmE, FitZ 7 ) v o9 5 LBAERNIRRINET,

Biacore T200
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{8 5-30. FRITEED L DHBERDEE

PRNTER A BN OEET 255X, CurrentFits Ry 7 AHDODEND T — X 2 EIR L £,

Current Fitz

1: 1:1 Binding Dezcription:

2 Twio State Reaction

Delete #7 ) v 7 L9,

Biacore T100 Evaluation

:.:/‘ Are you sure you want to delete this fit?

[ Ok ] [ Canicel

BRLATATHRRINET,
BET2HEIE0KET )y 7 LET,

Current Fitz

1: Two State Feaction Description:

FRITHRERDNBEENE T,

Biacore T200
HAAGEIIKGAE
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6. XV vy FIC&3707 5 LDIERK

TAY—FTHERTZ7ATZLICIE. U7 7Ly ZOERCBERROFMEL A IS
HRLHY ET, £Z T, VA= FTENIGTELRWEMRG T DS 7 LZ2ERALEVWS
BlE. XYy FPELZ—ZERLTAY y FZ2ERL £, 1FREICIE. Hoh CHER
BICIGLIe A =R T 7L =D 0EAREVWT AT I L FR L TRELE 7 7
ANEXAY Yy FELX—TCiRET 5 &, SEHREEVARY £7,

XYy FDER

Ay FELR—DEEXFZTEIEHE 3" Assay Steps” & “Cycle types' T9 .

282, AssaySteps THIEERED T 7 b7 A VAR ELET, —0 b L IFEHDBIEX
Ty T HEEBELET, TNZENDRIE R T v 74 Startup. Samples, Control Samples 72 & D
BEBRRITHRELET,

Cycletypes TlI. BIER T v 7RNIIEHEMA T 07 7 L CRE. RE. SR OFRMIER4E)
ZRELET,

Assay Steps Cycle Types

AR—b Ty

l T+ 74 b DFMEHS
5 min. 10 pl/min
+3 7L ORE 1 RERt
| 10 mM Gly-HCI 2.0, 20 pl/min
l Vil a2l XOF ) 1 E-S0S
10 min, 30 pl/min
~ ° N=lTE==l
B ZILDAE 2 HaEsE
50 mM NaOH. 60 pl/min
Biacore T200
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6-1. 74— FTIERREL-707 7 LOFUVHL

EREICEIFEOT > 7L — 2B Ed, BIFOT 7L — FALWEARICIE, R
UTOBIEICIE>TAY vy FZERL £,

Toolbar ® Run Method 7 1 3> ( &, ) F7:|% Menubar ® Run — Method..z= 7 Y v 7 L
£,

B Open/New Method |Z|@@

Look i |2 Methods And Templates v

Hame Type Modiied
(EBiacore Methods
[Can70s14
(070913
(Canm0314
(C0s04
(C0805

[hee ) [Corend ] D‘Shuwimuurlah\ewizavdw Wew. | [_open. [ Cencel

Show importable wizard templates [ZF7 = v 7 Z AN T,
!

T Open/New Method |;|@@

Loskirt | Methods And Templates ]

Name Type Madified

Biacaore Methods
(070814
(370913
(3080314

44242008
9M13/2007

ethod Builder
Method Builder

[7] Show importable wizsrd templates | New.. | [ Open.. | [ Cancel |

Methods and Templates 7 # L X NICREFEINTWB T4 = K7 7 M LB RRINET,
ENUND T A NVKIRE L7 74V EFUPHITHEIL. Browse.. ZFIAL £3, BHY
D7 7AN%EFERL, Open.. =7 Vv 7 LET,

!

Biacore T200
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= Method Builder - Main

i 3 Assay steps General settings
== "

Cancentration unit = nkd

Leneral Settings Startup Data collection rate = 10Hz
L 2= = ]

Sampl tmert b ture = 25 “C
[Startup] LI kinetics 3 times as entered. ample compariment lemperature

Detection = Dusl
oo ] .

L ]
Sample

Cycle Tvpes [Sample] LM kinekics 1 time as entered. Settings for assay step "Startup™
ekl

Temperature = 25 °C
WVariable Sgttings Solvent correction Buffer = 4,

[ veroon |

L= =

t [Solvent correction]  Solvent correction 1 time as entered. Eefore [ after | every

Control sample

t [Control sample] LM kinetics 1 time as entered. Before [ after | every Settings for cycle type "LMW kinetics”

ample 1: varies by cycle, B0z, B00s
+) Camp-over contral 1:

Setup Bun [+~ Report points

[ Ewpandan | [ Colapseal |

[ Help ] [ Save ][ Save bz, J

T AP — R TCANEINTWEBRAEENICA Y Y FORERICEHINES, 77/4/L%
HWAERILZ. XV vy FELLX—O Overview BEIN RSN TWE T,

6-2. XV v FOiRE

General Settings

— _ __ —
Azzay Steps

e |

—

" ariable Settingz
—
Werification
—_— 4

Overview

Cycle Types

BEASICERER Z > HTFEE L £ 3, General Settings 7 5 Verification £ TD LN 5 5D
DR TAY Y FEERL T,

Overview BEAB DR
General Settings AT LIRS DRE
Biacore T200
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Assay Steps BESEDT T b7 A4 DIERK
Cycle Types BERT Y 7T DFEMBR TR T 7 LOEE
Variable Settings BEANFEDHETE
Verification ERR AV v K DORERE
!
Overview =27 J v 7 L £9,

F= Method Builder, - Main

i 5| Assay steps General settings
- =

Cancentration unit = rkd

General Setlings Ctartu Data collection rate = 10Hz
P et N q Sample compartment temperature = 25 °C
[Skartup] LM kinetics 3 times as entered, Detection = Dual

Aseay Steps 1
L -
L —

sample

Temperature = 25 °C

T
[§

Wariable Settings colvent correction Buffer =4
i

t- [Solvent carrection]  Solvenk correction 1 time as entered, Befare [ after ¥ every

Werification \
L_—

Control sample i o /
t [Contral sample] LM kinetics 1 time as entered, Before [ after | ery Settings for cycle ype "LMW kinetics
G- Sample 1: varies by cycle, 60s. G00s

Cycle Tupes [Sample] LMy kinekics 1 time as entered, Settings for assay step "Startup”
Ve

Carmy-over control 1:

Setup Bun - Report paints

[ Espardal | [ Colapsesn |

(o ) (S ) Goen ]

FEBZ/Vy 2L AROBETHER Ty 7OFEMERERT LI ENTEET,
l
Generalsettings =7 ) v 7 L £,

Biacore T200
HAFEEIKAAAE
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= Method Builder - Main

e @ 3)

General Settings » [Drata collection rate Detection Sample compartment temperature
|1D v| Hz ‘ Dual v‘ [ Wary with analysis temperaturs

Dual

1 Multi

Cycle Tvpes @

L —
Varizble Settings faneous sethngs

L~

Concentration unit Buffer settings

[ eieoin |

PES, 5% DM30

[ smpan |

After run

a [[] Specify analysis temperature after n: l:l

[ Help ] [ Save ][Savegs.. ]

General settings CIZ 6 BEEZXEL X9,

@ Data Collection rate
MHzH LI 10Hz IR £,

FIGEETER., BHF/NRT A —2EHDHE 10Hz
ZNLUANDEERENDIZE 1Hz

2 Detection
MLIW 70 —ELIC]G L7-REE— FZ LT ® 32 (Single, Dual, Multi) 75

BIRL £,

Single 1.2, 3. 4

Dual 1.2, 34, 2-1. 4-3

Multi 1,2,34. 2-1,4-3. 2-1,3-1,4-1

(3 Sample compartment temperature
BTN R—h A FORE (4~45C) #RELEFT, Y7 Lav/i—t
AV bDOREIR, Y TLOREEEER L, 100CRREICRET S ZLbHY F
I AN DMSO Z B CY Y TILDHEIE BERTHHT 52 LA H2DTERN LR
T9,

Biacore T200
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Vary with analysis temperature
Analysis temperature & [@ UBEICERTE L7-WEEIC

7_1“/7%]\*1»&—3—0

@ Concentration unit
TyvtAEEZBL THWSEEEMEZEIRLET,

(B Buffer settings
FERT2IZ TRERLEANL THL L, BHRELTETENTEXT,

® Afterrun
COEBICFzv AR AMTELLE, BREIKRT LRI, vy —FKREADE
EAETE L BEICEHTEINET,

Biacore T200
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Assaysteps =7 U v 7 L X9,

= Method Builder - Main

[ oo |
[ o s |
[ osorsions |3
[ Coe es ]
[t s
[ vemaen ]

[ Setup Bun |

-:'— New
RKowme |
(o]

@

(et
(8 e |

Cycle Fun List...

Azzay step properties
Base settings

Startup
[Startup]

LI kinetics 3 times as entered.

1

sample
[Sample]

LI kinetics 1 kime as entered.

T

T

Solvent correction

[Solvent correction]  Solvent correction 1 bime as entered, Before [ after [ every 20 cycles, ‘

Control sample

[Control sample] LMW kinetics 1 time as entered, Before | after [ every 10 cycles, ‘

@ Recunence

MName: |Slaltup

| [] Repeat assay step within

Furposs: | Startup

v | Even

] aee

Cannect to [ L Kinetics

b | Distribute

OCCumences evenly

cpcle type:

Azzay step preparations
=)
o 9]

Temperature:

Buffer.

Run assay step once first

@ Murmber of replicates
times
(&) Ag entered [1,2,3,1,2.3]
O Order(11,22,3.3)
) Random

Run assay step once last

[ Help ] [ Save ][Savegs.. ]

Close

Assaysteps ClE 5 DDREBEENHY £T, Ty A ZELCEBETZ-DICIE. O. @
BLUOQDEBA BT,

WELIZWAERT Yy 720Uy oL, RIEEBZHRE

@ Assay Steps
BIERT Y 7OER EBBERT Y 7OREZ#ZEL 7,

BIER Ty 7%EBINT 5551 New

LEY,

( [—i— Mew

|) mofERTEET,

FRTIERT 2RERXT v 7ld. #%78F % Purpose & Cycle type DEEED T Hiuh

BT,

I, MR 6-3. EZRBL TSI,
EBHERT v 7 OREIE Move Up  ([f Movelp

]) $ £ ' Move Down

( [‘ Mowve Down ] ) ICTRAELET, AERXRTY 7Z2EIBRLIZWLEAICIE. X

LOFEY A 7 L% ERE, Delete ([ Delete

@ Base settings

Name

Biacore T200

HAFERLGAE

|) #oUvsLETS,

BIERT Yy 70&fE AL ET, &¥IL Purpose D
ZMER—TIN, BEETHZEHAETT,
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Purpose ERERT Y THEDI=DIT"ETTEIHIERELET,
Evaluationsoftware ICHFWTRBIERX T v 7% @Y IZER
HITD-DICHELODEERIER T, UTD 7 &

Nl £9,

Conditioning Startup

Solvent correction Calibration
Sample Control Sample
Undefined

Connect to cycle type

Cycle types BIHI CEER L=V A 71L& A T%EEDS
FT, YA IINUNEATETINE T A Z2—|Z—ET
FREINFEFT, YA 7024 7ICEL TE, BIRT 3
ZHEBEBEZSRBL LI L, 74— FTERRL
7077 L ERYHEIE. BYICEEDIITLoNT
WBDT, FHROT vEARTy 7HBMLEBEWVERY
FICKREZEET H20FEHY) FEA,

® Recurrence
Calibration. Control Sample. Solvent correction 72 &% %> 7ILAIE X 7 v 7N TE
HMICKRYRLETIT H7-DOXEEETY, BF. V4 ¥—FTER LR
77 LEGHPAATZHZBEIET TICEREINTWET, BREV’HNITATHEEDE
B, Yy TWVAERT Yy 7ORMERERICHET 2IEEZEMTE XY, Fif
X, R 6-1. S T2,

@ Assay step preparations
BEDODANL, vy TREREERLET, 7y JEERE 1 BELD
FEARALEVWSEIERET 2LEETHY FHEA, (T74ILFTIE ADEIRINT
WE)

® Number of replicates
R—H> 7L (avba—L8r FLeREFAHRELREL) ICOVLWTRYIRL
BEE#HZE AL £T, &bH1 T, AIEIEF% AsEntered. Order 35 &£ U Random
DEREMLFEIRL X,

Biacore T200
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fHE 6-1. MIERT v 7OEHRIEY EL D

£257v 713 () OAHEICETENET,

Startup 1

[Startup] Thermodynamics 5 times as entered.
!

Control sample 1

[Contral sample] Thermodynarmics 1 time as entered,
i s

Thermo 1

[Sample] Thermodynamics 1 time as entered.,

FREBETIE, RE— b7 v 7 (Startup 1) HETEIN/E, 3> O —ILH > 7L (Control
Sample 1) DRIERT v 7%=EXEL £9, KTHE. BINICRXRELRY Y TLOHERT Y7
(Thermo 1) MEFTENET, 22T, A bE—ILY >V TILOREE Y > TILAIEHRICE
HARY (2 Y R L EfT L 2L 5412 1E. Recurrence %% E L £9,

Control Sample (Z5%24 9 % X7 v 7 (Control Sample 1) %R L £7,

Recurence
Repeat aszay step within: | Thermo 1 b
Startup 1 A
(%) Ewvery
Startup 2
) Dishribute Therma 2
.| Startup 3
[ ] Run aszay step once fir Thermn 3 hoe lazt
Startup 4
Murnber of replicates Thermo 4 M

Repeat assay step within (CF = v 7 % A#tl, EORIERT v 7OFRTELRIISHTE % E1T
TEDNEERMDTNE T A2 =D oERLEYT (TyvEART Yy 7TROTRTORE
2Ty TAHRRENET), BE. T FAO—LY > FILOBIE AR E BRSO BIE L
Y TIWRERT v 7AW (ZZTlk Thermo1) T,

Startup 1

[Startup] Thermodynamics S times as entered.
i s

Thermo 1

[Sample] Thermodynarmics 1 time as entered.

Control sample 1
t- [Contral sample] Thermodynarmics 1 time as entered,  Ewvery 15 cycles,

EED (QIFELAABEARLTCH Y KEIAAD > TWE R Ty 7 (Z ZTlE Thermo 1)
DRTEITEINET,

BIESEEICBI L TlE. Every B L < | Distribute (CF = v 7 2 ANTEYAEHEEX AL L F

Biacore T200
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¥, HEIZIH LT, Run assay step once first (KEIA AN > TWBED X T v THFHA S
NLHERICER) £ U Run assay step once first (KFIHD @A > TWBHED X T v THHR
TLERICERE) ITFzvy/a ANETS,

Recurence
Repeat azzap step within | Thermo 1 b
(%) Every 15 & cycle
) Distribute OCCUTENCES evenly
[] Pun asszay step once first [] RBun azzay step once last

FIBEOHEZRIZBI L TlE. Cycle RunlList #EEA W F 3, (EFAAEIL. R 6-2. 5BL T
=& 0N,

BE,CAERT Y THERGEET 2HEIE. EAOHAFIBICETINES, BEIISL
T. MoveUp 5 £ U Move Down Z W CIL OB R 9,

Startup 1
[Startup] Thermodynamics 5 times as entered.
i !
Thermo 1
[Sarple] Thermodynammics 1 time as entered.
Solvent correction 1
Conditioning Solvent correction 1 time as entered,  Every 15 cycles,
T |[conditioring] | g |
Control sample 1
Control sample Thermodynamics 1 time as entered,  Every 15 cycles,
t [ | le] h il s} |
- = _ - = N ~ o = AL S =g N =
FITRLTBITIE. 774 D30 TILniga. LTFTOL S ITHENERITENET,

| Startup 1

| Solvent correction 1

| Control Sample 1

| Thermo 1 120 15FEBEXTOTFZ74
| Solvent correction 1

| Control Sample 1

| Thermo 1 165530 FHDTFZ4 b

Biacore T200
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B6-2. Y1 7 ILVDAEIEFEDHERELEEE

YU TIWAERT Yy 7RICEWT, BAEMEAHR. 2 ba— LY TR EEY T
WEICIS U TEHERYIRLETLET, #YRLEZFKDEE L Recurrence 5 & U
Number of replicates TXE L £ 3, ERICEDIEF CAEMERAMR, 3 ho—iLy >
TR ENETINE D, Tyt ARXTy 7%/E L TUL3ERIC Cycle Run List... CHEFZ T

TEY,

[ General Settings ] [x Delete ]

e > [T

Yariable Settings

Werification

Cycle Run List...

BEMERMHBR. I bR — LYY LB EDRT v 7ICE L T Recurrence & & U
Number of replicates = 24 DEMBICH S & 5 ICfE/R EZ AT L. Cycle RunlList 7 U v
7 LET,

|

Cycle Run List Simulation Tool

Enter the rumber of cycles you plan ko run for each assay step in the left panel. The list of cycles for the run is displayed in the right panel
Assay Step Name ‘ # Cycles/Assay Step ‘ Cycle | Assay stepname | Assay step purpose \ Cycle type \ ~
1 |Startup 1 1 Startup Startup LMW Kinetics
2 |sample 7 F3 Startup Startup LMW/ Kinetics
|3 |Solvent correction 1 3 Startup Startup LI/ kinetics
|4 |Control sample 4 Solvent correction  Selvent correction Solvent correction
5 Contral sample Control sample LMW kinetics
6 Control sample Control sample LMW kinetics
i|7 Sample Sample LMW Kinetics
s Sample Sample LMW Kinetics
9 Sample Sample LMW kinetics
10 |sample Sample LI kinetics
1 |sample Sample LMW kinetics
12 |Sampls Sample LMW kinetics
13 |sample Sample LMW Kinetics
14 |Sobvertcorrection  Solvent correckion Salvent correction
15 |Contral sample Control samplz LMW Kinetics
16 Control sample Control sample LI inetics bl
] [

BRT v TEANFTRINET, # Cycles/Assay step |Z. ZRXT v 7RICHE T BEY >

IWE A AN L £J, #) Startup:1. Sample:7. Solventcorrection: 1. Control Sample:2

Enter the number of cycles you plan o tun for each assay step in the lft panel. The list of cycles for the un is displayed in the right panel.
Assay Step Name ‘ # Cycles/Assay Step ‘ Cycle | Assay stepname \ Assay step purpose \ Cycle type \ o}
1 |stamup 1 1 Startup Startup LMW Kinetics
|2 |sample 7 2 Startup Startup LM Kinetics
[3  |Solvertcorection 1 3 Startup Startup LI kintics
¢ |control samole 4 solvent comertion  Solvent correction Salvent correction
5 Cortrol sample Control sample L kinetics
3 Cortrol sample Control sample L kinetics
o7 sample Sample L kinetics
s Sample Sample LMW Kinetics
9 Sample Sample LMW Kinetics
10 [sample Sample LMW Kinetics
1L [sample Sample: LMW Kinetics
12 [sample Sample: LMW Kinetics
13 [sample Sample: LMW Kinetics
14 [sobventcomection  Solvent correction Solvert: correction
15 [Contral sample Control sample L Kinetics
16 |Control sample: Contral sample LM kinetics L]
(o] (o]

Biacore T200
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TAYETVROERICHEY A 7 LDIEENY R bRREINET, EADIEFICHED LD
2. HEIZJG LT Recurrence £ &£ U Number of replicates DX EZ#ZE L £ 9,
Cycletypes 27 ) v 7 L9,

F= Method Builder, - Main

. Cycle types Desciiption of selected cycle ype

Salvent correction This cycle is used in startup, sample and control sample steps.
General Settings LW kinetics Containg injection of sample and camy-over control running buffer).
Aseay Steps

Wariable Settings 2 @
L

ommands HepnltPnints‘
—

Method Wariables | Evaluation Variables |

_ 2 Sarmple solution: |5 wariable Set property a3 variable

Solution

( | Sample 1
[ Setwhun | e Cantact fime: fs] [ Cartact time ()

Cairp-over control 1
E] Dissociation time: [5) E Eliosfvo:;;:i?;:i:;:][S]
E] Flaw rate: [pl/min) [] Extra wash solution
Flow path: ~
[ Predip
[ Wi itk

Fraction [l [%) of mix salution

Stabilization period after mix: El (2]

Extra wash after injection with: |50 % D50
[ Stabilization period: EI [s]

(o ) (S ) Goen ]

Cycletypes CIIAZLL DT T4 >DERTEE,N DY £,

@© Y1024 7DEK. HIBR. BRIOEE
TAY =R THERLIZT AT 7 LEZZHRAATVWDEEIL, BB ZTHZR
A TNEATHEMTDHEEHY) A, (EREDOEMIL. HE 6-3. 21
L T2,

@ BYMI/LDAR Y FDREELVNTIA—Z2DAN

Commands | Repart Paints | Commands |HE’F":'” Paints |

Capture W | Capture w |

Sample [—i— Inzert ] [x Remove ]
Enhancement

R egeneration Sample 1

Carry-aver contral Carry-over contral 1

Saolvent comection @

Eiect&TdH ECover % @
enera

If...then

Biacore T200
HAFEEIKAAAE
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FEARY FETNLI Y AZa—H R, Insert ([LoInsen |) 22U v 2
LecemLEd, &avr FolEFR (f] &0 (8] cc@zLEy, &av
YRDONRTA—=2IF, ABEOBE@ TANLET, UTO9@EELHY £7,
FEREENS VDI Capture\ Sample\ Regeneratlon T9, EP’C%) Samgle BN
maw £7.

Sample

BES 7N (TF74 L) oFMavy Ry,

Types: w~mE—FR
Low Sample consumption
YU TIVDEBEEN DL Y TIVEBEIR. 7 mm
TIZRFy oA TIIAERK, HFINBE +28ul TI,
High performance
YU TR OFRRY Dm0 > TIVEEEIL, 7
mm 77 XF v 78 TIVERR, AINEE +58u T
9. EIS. RICEEEBCHERMEROEHKICAWE
ED
Single cycle kinetics
U TIUNY A TIVEIC K B RIGREE B HBEEERE
HEFICAWE T, &K 5 REETTY 74 FD&ERA
MAARETS, B TIVHEEBEIE Tmm T 7R F v 7
WA TIERR, HNINERE +58ul T,

Sample solution: 7 7 # )Lk F Is variable T,
Contact time: Yo TIVHRMEERE (s) ZAHLET,

Dissociation time: RIS (s) AN L EF T, 7Y A 7 ILETIE
BREICHRMT 2 v FILOREEREOEREE Y £7,

Flow rate: TR (pi/min) ZADL ET,

Flow path: Yo TV ZEIRL 9,
Detection # Dual ICEREL TW3HE, UTo7Oo—

Biacore T200
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Predip

Mix with:

Y TN ET, HEICIGCTERLET,

First 2-1 DIFEIE 1. 43 DHEIL3

Second 2-1 DIFEIL 2, 4-3 DIFHIL 4

Both 2-1 DIFEF1BLV2
4-3DHHIEI B LV 4

Detection % Multi [CEXE L TWSI5EIE, ZXET D7
O—btILBBEEZTINEI A2 —HH&IRLET,

YU TN ESERT BEIIC=— RILERSET 255I1CF
Ty IR ANDET,

B TILEEERELE T,
BEY VY TIVITEBESNIDBRREREGRISANEINET,
EBAELEWERDOZIRZE AN L £9, Fraction:(CH >~
TILEBELREREBARDES " EADLET,
BIZIE 20 (%) EAAT DL, BERABR 20%E H >~
7L 80%AEE I NE T, JBETE (L. Stabilization
period after mix | A7) & L7z BREIAYRIE L 7= 1270
INEY,
BEEEZAVWZEENEERRCERAL XY, 25, Mix
WA AT 2H5RICIIRTREAONA TAHBE
T,

Extra wash after injection with:

Stabilization period:

Capture

Yo PILENBED 7 O —twILUANDO R A R 515
BICFzvIEANET, KEEREEADLET,
oY —F v IREICERNELT A

RoATy FETE COFKEBRZRET 55T
Ty IHEANET, FHEER () AANLET,

DAY RoFxv 7Fr—FiMa~<y KTd,

Enhancement

T+ 74 POEETER. £ET I FIBIRE LT 2 RitEREZRNT 57

Biacore T200
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v K9,

Regeneration
BABRBRORMO<Y KT, #EAS VAR (40% 7)o —LLtE) #EH
9 %355 1. High viscosity solution (CF = v 7 & ANE T,

Carry-over control

Tyl —F—N=FzyIDHMIAYTY FTT,

40 pl/min T30 M7 > = v F¥EE®R%Z AL £ 9, Evaluation Software THEE L X
Ry A oF v U —F—N—%FHELET, BFIEWETF 74 FELTRH
My 2HEE. AEVA7ILOREICERT S EaHERLET,

Solvent correction

AEFIEAROFMIY Y FTY,

30 pl/min T 30 MAMAIEAR AN L £ 7, AEMEART AT 257215, 2
v REERALEY,

InjectAndRecover

wELT7FHF 74 boRINOY Y FTd,

General

Sample I~ ¥ N ERIFDOHEEE D £ 94 AT — FIC Dual Inject DIEEEN B
IENTUWET, Duallnject (Z. 1 DEHDOY > FTLRMKRTH, 7> = JEER
TOBEENESRZIEIO I eBL, 5lEHmE 2 DEHOY VY TULERNT 2 Z AT
SET. 7720, General AVY FTRITLAT —SBMITTEE LA,

If..Then

BE¥rigE 2~ > R TT,

BRELEZLR—=— RSV DD, TOROBEI~YY FDEBI, &R 7077
LR ERTSE2RENAETT,

Biacore T200
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@R BAEHA I NVDEHDERTE
ZHERTE IZ1Z. Method Variables & Evaluation Variables @ 2 DA% V) £ 9,

Method Varisbles | Evaluation Wariables Method Variables | Evaluation Varisbles
Set property az variable E valuation purpose:

Salution Kingticzdtffinity hd
[ Cantact time 5]

[ Dissociation time (5] Predefined wariables:

[T Flow rate [ulémin]

] Ewtra wash solution Name Value type
Conc Numeric
bl Murmeric

User-defined vanables:

MName Walue type

Method Variables

BHEY A NLDARY FELONTIA—ZOBEHEZZRETEET, BF. T~
Tnavwy ROEHOEE L. Solution ICF v M A->TWET, AEYA 7L
TEITRNERER EEEHE L THRET 25HE1E. FEBICFzv /2 ANET,

Evaluation Variables

AT 7 b7 2 TICRMRENZEHORES L UOBITENZREL £7,
TATILICEREINTVWEWAT X —REERT 255 (E. User defined
variables T® Add..x= 7 Y v 7 L{ERk L £ 9, Evaluation purpose |&. Sample 0
¥ FOFRERDHF RSN E S, Evaluation purpose |CIZLU T D 7 8L H Y %

ER

Kinetics/Affinity Thermodynamics
Concentration Affinity in solution
Kinetics - Heterogeneous analyte Calibration - free conc
General

Biacore T200
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@ LFE—FRAY FOIRE
Report Points X 7% 2 v 732 ¢, KRAXYRDOLE—FRA Y FO—B%2 B2 &N
=F9d, LIR—FRAV FOBMAEREITZLTO®EY T,

Commandsz | Feport Painks

Manne | Sec | Before/After | Start of /End of | Injeck | Window | Baseline |
1 baseline 10 :Before w | Start of » | Sample 1 - 5 iYes -
2 binding 5 | Before » Endaf » | Sample 1 - 5 Mo -
3 stability 10 : After w End of w» [ Sample 1 - 5 Mo -
4 co_baseline 10 :EBefore w | Start of » | Carry-over conkrol 1w 5 iYes -
5 co_hinding 5 Before » Endaf w | Carry-over conkrol 1w 5 Mo -
6 co_skability 10 : After w End of w [ Carry-over conkrol 1 | 5 Mo -
T - - - -

Name LR—bFRA bDEFREADLET,

Sec Start of / End of 5 & O Inject TERIND A XY FH 5
AIMBENT-BEZICL R— b RA Y P EERBAZERTE L
£,

Before / After Start of / End of 3 & (' Inject TEZRINDH A XV +DHE]
BELLANCLR—bRA VY b 2B EHRELET,

Start of / End of Inject TERINDA XY FORHBKELTKRTRO
EboaRESICTENEHRELET,

Inject BRELIZWLER—-FRAY MEBEBDITR2ARY M
TR I AZa—DoERLET,

Window LR—bRA > bOfE (RU) ZEHT 2 7= OEEREIE
HRELET, BF 5 HTY, BELFROFHIE
ZLR—bRAVMELET,

Baseline FZHTLHLER—PRA Vb ER=XF 4> (BHEO0)
I 2HhEEL XY,

!
Biacore T200
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HE 6-3. HA /N EZATEIUVTvEART Yy 7DEN

TYEARTY 7TIEZDAY Yy FICEETH2WITNHADOY A 7L EA T ETEEDITS
MEDNHY) EFT, FRIA I NLZATDEBIME, BEEDITRHRT v A XT v 70EM
OFNERLET, TITlH. EDFT7F 74 MAERICHERBERHIERBRROIERX
7 7" (Solvent correction) DEMZEFIE L THABL £,

Cycle types E|[H [T New ( ) o Uv o LET,

[ Overview ] Cycle types

Thermodynamics

[ General Settings ]

Conditioning

=
o Mew

[ Azzay Steps ]< Cyicle S

Fal

2 Copy

Delete

—

[ Cycle Types ][:‘;1

] Rename

Rename THMR Y A 7L XA TDZFE AN L £T (Z Z TlE Solvent correction) ,

l
Cycle twpes
Thermodynamics ] Mew
Conditioning
Control sample
Solvent carrection -

Commands | Report Points

Capture

Capture

Sample
Enhancement
Regeneration
Carry-over control
Solvent cormection
InjectindRecover
Gereral

If...then

v

Commands X 7 D 7L X 7> X = 21— Solvent correction % 323K L T. Insert

C [mset ) 27Uy LES,

!

BEMEARE AT 28T av >y FZEmL, SRy A 7La4( T 2E/RLET,

L T, Solventcorrection DA Ty S %7 vt A ATy FIZBMLET,

Assaysteps X 1 707 |ZT New ( ) o U w o LET,

!

Biacore T200
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: P ey Control sample 4
t [Cantral saniple] Cankral sample 1 kinie as entered. Every 15 cycles.,
75 Delete 1
o
— [Startup] Thermodynamics 3 bimes as entered,
. s
Thermo 5
ﬁ' tove Up [Sample] Thermodynamics 1 kime as entered,
Control sample 5
t [Control sample] Zonkrol sample 1 kime as entered, Every 15 cycles,
. B
Assay step 1
[1 Mok connecked 1 kime as entered,
Cycle Run List..

Agzay ztep properties

Baze zettings Recurrence

Hame: [] Repeat aszay step within:
Purpiose: L'

Connect to Mot Connected w

oycle tupe:

TYEART Yy TORBRICHEDORXT v 7 (I Tl Assay step 1) MiEASNET,
Assaystep1 &7 U v 7 L TEIR L. Basesettings DEXTEICHE Y £,

l
Baze zettings
M arne: Salvent carection]
Purpose: Solvent correction b
Connect to Sakvent comection v
cycle bpe:
Name Solvent correction
Purpose Solvent correction
Connect to cycle type Solvent correction
UETRT Yy 7OEMIZTET TY,
l

BMLAEZRTy 7IEZEICIS LT Recurrence. Number of replicates. Assay step
preparations = EYICERTE L £9,

Biacore T200
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Variable Settings =7 U v 7 L £,
T Method Builder - Main

Assay steps Define vanable handling for each Assay Step
L______—

Startup

General Settings Sample () Define all values at run time.

Salvent correction
fissay Steps Control sample (%) Define all values in method.
L -
) Define some values in method and others at iun time,
Cycle Tupes
L —

Varigble Settings [{ 3
L= - )

Enter values for the variables in thiz azzay step,

[ eicsin_|

Solution | Conc {n™M) | MW (Da)

T N e
BERT Vv TOEHE EDEATANT S0, BEALDOIBEEHLIOEIRL £7,

Define all values at run time
AEFRBERICANT2E—FTT,

Define all values in method
BEBLETANTZE-FTY, fERRLAXY v FEREICT Y7L —
FeELTERL, BEIZEEA LG WERIEZ, 22 TAALTHELE, AE
BRI COBERANDTEZLERY £,

Define some values in method and others at run time
EOHDERZHTEE ETANL., ZOMBOERITAERBERICAN
TH5E—FTYT,

Verification #7 Y v 7 L9,

Biacore T200
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= Method Builder - Main

Overview Verification results
L___ -
The method has been verified and can be used o setup arun.
General Settings
L= - - — ]
Assay Steps
L ]
Cycle Types
L=
WVariable Sgttings
ekl
Werification b
L === "

[ cawrn |

[ Help ] [ Save ][Savegs.. ]

Xy RDREICHMEDEE T 711X"The method has been verified and can be used to set up
arun"E RRINET, HEWVWDH D HEIEZHEOHNRRIND DT, FERICHE > TEIE
L¥d,

W%, SetupRunZ2 7 U v 7 LET,

B Method Builder - Detection

Detection

Flove path:

N Y T

Y7 Flow path Z3#RL, Next Z7 YU v 7 LE9d,
l

Biacore T200
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%= Method Builder - Variables X

Azzay steps

Skartup

Sample

Control sample
Wariable values for Azsay Step Sample

Sample 1 ~
Solution | Conc {n™} | MW (Da)

1 sample 1 i

b sample 1 1,95

3 sample 1 7.8l

4 sample 1 31.25

5 sample 1 1]

& sample 1 125

T sample 1 500

i sample 1 2000

a sample 1 125

10 |sample 1 0

11 sample 2 i}

12 sample 2 1.95

13 |samplz 2 7.8

14 |sample 2 31.25

15 |sample 2 i

16 |sample 2 125 -

[ < Back ][ Ment > ][ Llaze ]

Sample & Assay Setup DT X TD AT FITOVWTHERBEEXZ AN L ET,

“Define all values at run time" = ZIR L 7= X7 v &, ZOBETY Y 7ILIBERDO AL L
BERYVES, BXTv 7 x2 Yy o dRE, BE MY Y TIVERIPANTES LS IC
BYET, ANTHEIBEOHRWH T LNHTELGEIL. BEOFE FRICEAET,

f#HE 6-4.Excel 77 A NVTIER L=V 7T IVIEBDA A

Excel 7 7 A L THERR L 72U > T ILIER Z 17T 5 1214, Excel TOREFER., 2 7RXYY O F
FRET77400 (ERTFIE txt) ZFIRLET, F 7KUY CRELEZT—4 % ELZEE T
flx, a—_—X+FTABDLET,

TARTHDEHZ ANE, Next>Z2 7 v 7 LET,
l

Biacore T200
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B Method Builder - Cycle run list

Cycle | Assay stepname | Sample 1 Solution | Sample 1 Conc {nM) | Sample 1 MW (Da) |
1 Startup buffer o

g Startup buffer 1]

3 Startup buffer i}

4 Solvent correckion

5 Control sample negative control 125
[ Conkrol sample positive control 125
7 Sample sample 1 i}

8 Sample sample 1 1.95
9 Sample sample 1 7.81
10 Sample sample 1 31,25
11 Sample sample 1 i}

12 Sample sample 1 125
13 Sample sample 1 500
14 Sample sample 1 2000
15 Sample sample 1 125
16 Sample sample 1 o

17 Control sample negative contral 125
18 Conkrol sample positive control 125
19 Sample sample 2 i}

20 Sample sample 2 1.95
21 Sample sample 2 7.81
22 Sample sample 2 31,25
23 Sample sample 2 i}

24 Sample sample 2 125

[ Help ] [ Deverview ] [ Print ] [ < Back ][ Heut » ] [ Close

YA 7LV UXIDERTRENET, EXDIRFISHELEITEINET,
MENEITNIL, Next>z 7 Uy 7 LET,

Biacore T200
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6-3. XV v FOET

F= Kinetics/Affinity - System Preparations g|

Prime befare run

[] Mormalize detectar

Temperature settings

Analysis temperature: 25 ['E)
Sample compartment temperature; 25 [*C]
[ Help ] [Cyc\e Run List.. ] [ < Back ][ Hest » ] [ Close ]

BIE #1285 2 E7IC. Prime 3 & U Normalize # £ d 2585 F v 7 &2 ANE T,
REH. Next>x 27 w7 LET,

B2 Method Builder - Rack Positions

Reagent Rack 2 v e Yolume Sample 1 Sa
Position (ul) Content Type Conc (M) ™
3 @ 'Y ] 58 negative control  Control sample
.50 QO R1 A2 88 negative control Control sample 125

R1A3 &3 negative cantrol Cankral sample 125

3 .40 040 R1 A4 &3 negative control Control sample 125
.JO QO R1AS % posttive contral Contral sample 125
.2. OZO R1 A6 88 positive control Control sample 125

1 R1 A7 68 positive control Control sample 125

Q.I.OO‘O R1 A3 83 positive control Control sample 125
P e e 1 =0 T

r1EL %8 sample 1 Sample 0
96 el Microplate ¥ |R1B2 83 sample 1 Sample 1.95
R1E3 88 sample 1 Sampls 7.81

R1EB4 &3 sample 1 Sample 3125
i O . . O O O O O R1ES 83 sample 1 Sample 1]
i O . . O O O O O R1E6 53 sample 1 Sample 125
" O . . O O O O O R1E7 88 sample 1 Sampls 500
R1ES &8 sample 1 Sampls 2000
. 8 : :8 8 88 8 R1EB9 83 sample 1 Sample 125
i R1E10 &3 sample 1 Sample i}
7 Q..QOOQO R1B11 83 sample 2 Sample il
R1EB1Z &8 sample 2 Sampls 1,95
: O . . . O O O O R1C1 3 sample 2 Sample 7.81
@ O . . . O Q Q O R1CZ 38 sample 2 Sample 31,25
4 Q . . . O O Q O R1C3 83 sample 2 Sample il

R1C4 83 sample 2 Sample 125

: O . . . O O O O R1CS 83 sample 2 Sample 500
B O . . . O Q Q O R1CE 38 sample 2 Sample 2000
! O L 1 1 1 ISISle] Ricr 88 sample 2 Sample 125
AR R e RiC8 88 sample 2 Sample i B
< >

[t i J [ B0 ]

ARORTY Y TILOREE Y TILE (W) #HRLET, XPOY > TILE T v 7T
HEZENICHINT DTy LOUBNBRRAFRRINE T, MBEEAREZHEZ LA H/NA
TILBELOY T EZy ity FLET,

WE 6-5. Y TIGBOLEH

B TUMEIE. FREBEEICYIYBL TR CEBNICEEINET, Hor oY
TIMEEBENREF - TWB 7L -2 EBRT 251, BIEALZT D Menu — Export
Positions..Zz 1T L. Y TINEBZ X 7XKPYYDTF X774 )L LTRFELE T, &
EFEEALTE LR T 7 4L %R7E L. Menu — Simple Position Import.. TZ D7 7 { JL

Biacore T200
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ARG E, YUY TIVMBLAEREINET,
EjectRack #7 ') v 7 L T, Racktrayport ZfHZ 7,
!
Ty hLAZREFTHEHAL,. OK%EZ27 U v o L%, EjectRackTray ¥4 7O 7 HE L 7=
#. RackPositions X 1 7O ETDONext #7 Jv 7 LX9,
!

1= Kinetics/iffinity - Prepare Run Protocol
Tahoma -w =-|/B Z U

IPreEare Run Protocol

« Make sure the comect senser chip is docked.
e Make sure all samples & reagents are loaded in the rack and micraplate according to the Rack
Positions setup. (Vials should be sealed with rubber caps and microplate with adhesive fail J
e Place the buffers) on the left hand tray and insert the correct tubing(s), see below.

Mote! Standby after run will use buffer &,
« Make sure there is fresh water in the water bottle on the right hand tray
« Ifnecessary, empty the waste buttle before start of the run

Estimated run time: 4 h 23 min [excluding conditional statements, temperature changes and standby flow)
Estimated buffer consumption:
e ) A

At least 200 ml

plus 85 ml/day for
standby after run

e ) i o] P T

AERFOEAN G IETEEE CANTERRH., WEL7 v TEERRENKRTINE T,
Startz7 )v o7 LET,

!
BELIZAV Y FET Y TL—bELTRET 2O A v E—UDRTRINET, REDH
&1, Save as T Methods and Templates 7 # /L %X £ 7= (3 BiaUsers DEE D 7 # L X (TR
FLEY, REFELAVIESIL. Don'tSave ZiERL £,

!
Save in:|[CAIERRDRFHEHE L. Filename (7 7 A LEZ% A LT, Save § 5 & A
ENFBLET,

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

l
AET —RIEANLT=7 74 LZ THENZREF S N, Biacore T200 Evaluation Software H'H
BMICEEL T, STA7ILORERBENEREERRINET,
BITB LT —20OFHAIEZEEZEZSBL TLEE 0,

Biacore T200
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HE 6-6. RI— M T7ILHoDY Y7V ITRE

Yo TIAEIZ, B—Y > 7ILTh-TH, HmNEES. %;EL’C@EE'SM%&N:%H&

nTWET BIZIEE—D Control Sample TH > TH, R1AT 75 R1IA12 (212 /XA 7

DI TEY FFBELSICEREINET), A—HY > TIULZRENA TN LERLEZWEEIL
TV oeEEFRLES,

(usier tromo ok vosons LB

Reagent Rack 2
[Resgent Roc =1 pasition content

L A 3 |
Q Q R1 22 148 Negative contral

Control sampie 40

|
]
. Q R1AZ 148 Negatie contral Control sample a0
3 R1Ad4 145 Megatie contral  Control sample 40
OO OO R1A4S 148 Negatie contral Control sample 40
.( ;OOQO RLAS 149 Megatie contrel Control sample a0
i
R147 148 Positive control Contral sample 40
ry @‘, T Q‘Q 5 ||r1se 148 Positive control Contral sample 0
96 Deep Well Microplate <] |[R1s0 143 Positive contral Control sample 40
R1410 148 Positive control Contral sample 40
R1ALL 148 Positive control Control sample a0
2O@OQO000 |k 143 Positive contral Contral sample 40
nO@OOO0OO0  ||me 148 Aralyte & Sampie a
R1E2 148 Arialyte A sample 160
"C@000000 " o
0000000 R1BE3 143 Analyte A Sample 10
R1B4 148 Analyte A Sarmple 20
0000 |k 148 Analyte & Sample a0
O O O O R1E6 148 Analyte A Sample 80
OOO0 ||ue 148 Analyte A Sarmple 160
R1ES 143 Analyte A sample [}
QOO0 |Ries 148 Analyte A Sample 160
OO0 ||riew 148 Analyte & Sample 10
OO0 |Rreu 143 Analyte & sample 20
0000 (e 148 Analyte A Sample 40
R1C1 148 Analyte & Sample a0
Q000 ke 143 Analyte & sample 160
EF D N AN Nmaliem Ry n b
< >

Help < Back Mext > Close 4

Menu 7 > Automatic Positioning...Z &R L £ 9,
l

B= Automatic Positioning E‘
Change the order in which the samples are positioned by ordering the regions. The first region in the list is positioned Ffirst
Region | Color Drientation ‘ Anchor | Rack | ¥ial Si#e | Pooling ,\ First Sort By |
Cantrol sarmple [ cvan - Columin ~ | Botom left |+ | Sample |+ Small antent - Ascending .|k
Sample I D:rkElue - £ Column - | Bottom left [+ | Sample [+ | Small onkent - Ascending -k
Startup I Crimson = £ Column - | Bottom left [+ | Sample [+ | Small ontent - Ascending -k
Wash [ vellow » £ Columnn ~ | Botkom left |+ | Reagent |« | Large = JContent - Ascending v |k
Solvent correction (buffer A) [l Blue v : Column - | Bottom left |« | Reagent |« | Small Content - Ascending v |h
< >
[ oo J[ Em ] o [ Coresl ]

;ZT\¢&T@ﬂ77wtﬁ%[@?%ﬁ%%iﬁﬂ%?To

“Pooling"MIEH |F. BH. Auto [T > TLWET,

B—NATLDLH > TY T Lizunwh 7L, REOEMHICDOLT, "Pooling"D 7' IL X
T AZa—hbYes EERL, FATOTAETOOKEI YUy 7 LET,

72 ¥, Automatic Positioning X1 7 0 7 TIZEPNA TILDY A XDHKREDH TEHD T,
INOHIREISLCTEEREZZELET,

Biacore T200
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W 6-7. 7AV 7 LOREEL

Run — StopRun..z7 U v 7 L X9,

Biacore T200

1 E This will stop the run
L3

[ Help H Skop Run H Cancel

Ry 7 XAFRD StopRun =7 U 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 77,

Biacore T200
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7. XVT7TF R

S 27 LRBICEBENTLS YA 2 ORER (FC) [HERRTHY, BRT LT 71
DU PEREEICE LT, MABKPELY £T, LYEL Y/ ORBREEATS
LB, YRATLERZEDAYTHY RORMERELET,

VRATFLDAVTFF UV RIEFBEEOX T F 27027 L (Menu bar @ Tools — More
Tools... — Maintenance Tools...) ([Zft> TETL F T,

TV IURERE LT, BHAKZERLES, £/l XY TFYRAREA YT RA
AECLV Y —F vy 7REICAEHMLTWD YA Y FdBEIATLES DT, 4T

Sensor Chip Maintenance (H L < (I{ERFA LY —F v ) ZERLTLLEI WL,

AVFFvRATY FOBRUHL
Menu bar @ Tools — More Tools... 7 =R L £ 7,
l

Tools X 4 7 AU HARREINET,

=23 Maintenance Toals
¥ fCesorb
+] Desorb and Sanitize
+| Empty Buffer Tubing
+| Mormalize
+] Wwash Buffer Tubing
=23 Test Toals
Syskem Check,
=1 Service Tools
=% Software Problem Report
] Flow System Wash
] Superclean

This procedure removes adsorbed material From the Flow system.
Tokal run time is abouk 20 minukes.

Do mot run this procedure below 20°C,

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

Last run kime: 5/20/2008 9:25 4M

)

FAYY FZBERTDE, VAV RV T TCHREERERANVHER TE £,

Blacore 120U
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AVTFVRICHELRE

BEDA YT F v ATHERFIEIL, Biacore Maintenance Kit, type 2 (BR-1006-51) (25 %

nNTWEd,
BlIAdesorb solution 1 95 mlx2
BlIAdesorb solution 2 95 mlx2
BlAtest solution 65 ml
BlAdisinfectant solution (conc. )  10mix3
BlAnormalizing solution 90 mi
HBS-N Buffer 10X 50 ml
Sensor Chip Maintenance 18
BlAdesorb solution 1 |% 4 ‘CTREFET % & SDS AMTH L £ 9, BlAdesorb
solution 1 DAEEBTREFEL TLEEE W (Fofboxy PRI IZ, 4 C
TIRIFELTLEE W),
Sensor Chip Maintenance (3% BF v 7 T9,
JRERICIE. BAFELBEWVWES I, T 74 VLA TEVWTERTRE
LTS, BEARKICIK, A7 AAISENAHGELTVWAERW &%
L TH B Dock LTLEZE W, £/, THICHLLWSHDICKERL T
a0,

Biacore T200
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R 7-1. AVTFYRF v TADOTHRE

Toolbar ® Eject 7 A 3~ (El) ¥ 7=l Menu bar ® Tools — Eject Chip...= &R L £9,
l

Biacore T 200

1 E This will eject the sensor chip
L

[ Help H Eject Chip H Cancel

EjectChip #7 ) v 7 L9,

l
oY —Fy TR PR DTE VY —F v TERVEL, X TH Y RAE VY —F
v 7" (Sensor Chip Maintenance) #t v FLET, HbHET. 7=V FEERK ML ZB
AR B IV L £,

l
Insert Chip gl
(&) Mew chip ) Reuse chip
Mews chip
Chip type: | Maintenance b

Chip id: 030609-0135:1387521|

Chip lat no: [optional]

I Dock Chip I[ Cancel ]

Insert Chip X A 7 0 7 A& /R X 4115 O T Chip type: Maintenance % &R #%. Chipid;x A7/
L. DockChipz7 U v Z7 L%d,

Dock 2'5E T4 % & BEIRYIC Standby flow KE&IC4 Y £,

Dock KT 412, BT Prime 1T L £ T,

Biacore T200
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7-1. AT LD%E

7-1-1. Desorb
IFCHELV, 4 FNFa—TIHBLILBENGEEZ LSS 57077 LTY,
FrERRIE. 820 9T, BIERES & U Sample compartment 2 (%, 20 CUL ET=E
LTS,
A
Biacore Maintenance Kit, type 2

BlAdesorb solution 1 (0.5 % SDS)

BIAdesorb solution 2 (50 mM Gly-NaOH. pH 9.5)

IV IRBER
Bt
Tools — More Tools.. — Maintenance Tools — Desorb % &R [ Start..z7 YU v 7 L X
ER
!
Desorh (x)

Thiz procedure removes adzorbed material from the flow system. Taotal run time
is about 20 minutes.

MOTE:

Use the Maintenance Chip for thiz procedure. The suface on other sensor
chipz may be damaged by the zolutions uzed.

Do not run this procedure below 20°C.

Mest » ] [ LCloze

NABEHERE. Next>2 27 U v o LET,

Required solutions [fram Maintenance Kit):

Bladesor solution 1
Bladezorh solution 2

[ < Back " Mest > l[ LCloze

NAZEZE. Next>z 7 v LET,
!
BlAdesorb solution 1 35 £ U}, BlAdesorb solution2 %, fERIN/EMELTTZ v ZICtE v b
L. Startz7 YUy 7 LE9d,
!
Desorb & 71, #E|d BEAYIC Standby flow DIRFEIC/ Y £, ZDF £ DIRFET 3~4

Biacore T200
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7-1-2. Desorb and Sanitize
TRTCOT7A—YXTLOBEBLVNEET 27077 LTY,
17 A1\ BTEEL TSV, FIEREIE 81 KEETT, AIEEES £ U sample
compartment J2E (3. 20 CUETEmBL T LT L,
Ny Z77—=Fa2—7 (F2—7ABCD) DEHE ALNDF2L—7 (F2—7B,CD)
ZICLTRTLES,
A
Biacore Maintenance Kit, type 2
BlAdesorb solution 1 (0.5 % SDS)
BIAdesorb solution 2 (50 mM Gly-NaOH. pH 9.5)
BlAdisinfectant solution 5% 6 ml % iBifizk 80 ml THMR
IV IBER
Btk

Maintenance Tools — Desorb and Sanitize # 2R L C Start..=7 U v 7 L ¥,
l
Desorb and Sanitize El

This procedure removes adsarbed matenial and disinfects the low system. The
procedure is divided into five steps. Total run time iz about one hour followed by
a recommended standby time of 3-4 hours.

MOTE:

Uze the Maintenance Chip for this procedure. The surface on ather zenzar
chips may be damaged by the solutions used.

Do nat run this procedure below 20°C.

Do not abort thiz procedure after it is started.

Mext > ] [ Cloze

NAZFERE, Next>x 27 v 7 LET,

Desorb and Sanitize

Fequired zolutions [from Maintenance Kit):

Bladesorb solution 1: one volume of 25 ml ahd one volume of 15 ml
Bladesorb solution 2: ohe volume of 25 ml and one volurme of 15 ml
Bladisinfectant solution:  one volume of 50 ml and one wolume of 30 ml

[ < Back H Mest > H LCloze

NABEWERE. Next>2 27 v o LET,

Biacore T200
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X

Desorb and Sanitize

Step 1

Flace 25 ml BlAdesorb Solution 1 on the left hand tray and insert all four
pump inlet tubes.

Flace 15 ml BlAdesorb Saolution 1 an the right hand tray and ingert the water
inlet tube.

[ < Back ][ Start ][ Cloze ]

BlAdesorb Solution 1 % 25ml, 15ml ® 2 RIZHFEL £,
F21—7 AB,CD & T T BIAdesorbSolution1 7~ ~JL (25ml) ICt v b L FT, 8Btk
F 21— 7% BlAdesorb Solution1 7R kL (15ml) (Zt v b L ET,
Start 7 Vv LEd,
!
ATy 710 TH, BEMNICRTy 2084707 KR RENET,
Desorb and Sanitize X

Step 2
Wipe the pump inlet tubes with a maist tizsue.

Place 25 ml Bladeszorb Solution 2 on the left hand tray and insert all four
pump inlet tubes,
Place 15 ml BlAdezorh Solution 2 an the right hand tray and inzert the water

inlet tube.

BlAdesorb Solution 2 % 25ml, 15 ml ® 2 RIZHFET 5,
F2—7 AB,CD & T T BIAdesorbSolution2 7~ hJL (25ml) ICt v b L FT, Btk
F 12— 7% BlAdesorbSolution2 7~ kL (15ml) (Zt v L ET,

Start =z 7 YUv 7 LX9d,

!
ATy 7208 TH, BBNICAT Y7304 TATHRRINET,
Desorb and Sanitize [‘S_<|

Step 3
Wipe the pump inlet tubes with a maist tizsue.

Place 50 ml diluted Bladizinfectant Solution on the left hand tray and inzert all
four pump inlet tubes.
Place 30 ml diluted BlAdizinfectant Salution on the right hand tray and inzert the

water inlet tube.

BIAdisinfectant Solution & 50 ml, 30 ml @ 2 KIZH»EL £ 9,
F a2 —7 AB,C, D Il&. 3T BIAdisinfectant Solution 7~ k)L (50ml) (v b L £9, 8
JKTF 12— 7 % BlAdisinfectant Solution /R kJL (30ml) (2w F L EFT,

Start 7Y v 2o LFET,

Biacore T200
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ATy 7 30RTH, BENICAT Yy 7408 A4 707 hRrEnNtd,

Desorb and Sanitize f'5__<|

Step 4
Wipe the pump inlet tubes with a moist tizsue,

Place water an the left hand tray and insert all four purmp inlet tubes.
Place water on the nght hand tray and inzert the water inlet tube.

Fa21—7ABCDIE TRTBMARIL (T EBERRML) (CEYy PLET,
BIAKF 2 — 7%, BRARMLICEY PLET,
Startz7Uv /7 LE9d,

!
ATy 7T 4ADKTHR BBNICAT Yy 750X TATHERRINET,
Desorb and Sanitize rz|
Step b

Place tube & in a HEPES or TRIS buffer.

Recommended concentration 10-50 mmal /.
Let tubes B.C and D hang in the air.

Fa1—7 AZEER (10~50 mM HEPES X° Tris f@17%&) A A-7=R bLicEy FLET,
Fa2—7BCDIE. BERARZDLSITHRRMLAGEYHLET,
Start #7 Y v o LET,

Desorb and Sanitize

The Degorb and S anitize procedure iz completed.

Allows the spstem to run in standby mode for at least 3-4 hours before
perfarming a min.

2797 5 OB TH, EEEAHNI Standby flow DRI Y £F, ZORET 3~4
!

Close #7 U v 7 LT, JFE&ETLET,

BB, FFENHAVE L Desorb and Sanitize THDRIFMNRNFZ LN WIHEICIE, Tools—
More Tools—Service Tools @ Superclean & 31T L T 72 & Ly,

Biacore T200
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7-1-3. Empty Buffer Tubing
BCD DNy 77 —Fa— 7% BMAKTEEE. F2—T70ORFZZEICTHTATTLTT,
BEICERTLET, FAERMIE. 9209 TT,
YV BER
Bt
70% T X%/ —ILiBK

Tools — More Tools... — Maintenance Tools — Empty Buffer Tubing % %1k L Start...x
g0y o LEY,

Empty Buffer Tubing [‘s__<|

Thiz procedure empties all four buffer selector inlet tubes. The procedure iz
divided into three steps. Total run time iz about 20 minutes.

Fequired zolutions:

Deionized water
70% ethanol

Mext > ] ’ LCloze

Next>% 27 U v 7 L %9,

Empty Buffer Tubing

Step 1

Flace a bottle containing deionized water on the left hand plate and insert the
fiour buffer inlet tubes.

[ < Back H Start l[ LCloze ]

REERDF 2—7 ABCD Z§ RTEBIIAKR MILICEY P LET, Start 7 U v o7 L &
ER

!
2Ty T1ETH, BBNICRT Yy 72084 T7ATHARRENET,

Empty Buffer Tubing

Step 2

Flace a bottle containing at least 10 ml 70% ethanaol an the left hand plate and
ingert the four buffer inlet tubes.

st |
AEEROF 2 —7ABCDTRTHET0%LR/ —/LBKAOmM) DA FLiZEy b LET,
Start =7 Y v o LET,

Biacore T200
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ATy 728 TH%, BENICAT Y 7 3DXAT7AIHARTREINET,

Empty Buffer Tubing b_(l

Step 3
Fiemove the tubes from the ethanol bottle and allow them ta hang in the air.

Thiz step empties the buffer zelector of liquid.

N

AEEBOF 2 —7 ABCD %, ZIHARZDLHORMLALHLET,
Start #7 Y v o LET,

Empty Buffer Tubing

The Empty Buffer Tubing procedure iz completed.

LCloze

Close 7 Vv 27 LFF3d, BCD DFa—7F. FLT7AT7THWT, Fa—T7FRILE—I(C
IR L TR E 0,

Biacore T200
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7-1-4. Wash Buffer Tubing
ABCD DNy 77 —Fa—7%fFd 57077 LTY,
PRI, #9930 0T,
A
Biacore Maintenance Kit, type 2
BlAdesorb solution 1 (0.5 % SDS)
BlAdesorb solution 2 (50 mM Gly-NaOH. pH 9.5)
IV IRBER
ABHEK

Tools — More Tools... — Maintenance Tools — Wash Buffer Tubing % 3E1R L Start...%x
Uy LET,

X

\Wash Buffer, Tubing

Select tubes to wash.

All four tubes

[ Mext > l[ LCloze
FETHF 2 —T%EIRL, Next>z 27 v 7 LET,
1

This procedure removes adsorbed material from the fow system. The procedure
iz divided into three steps. Taotal run time iz about 30 minutes.

MOTE:

Use the Maintenance Chip for thiz procedure. The surface on other sensor
chips may be damaged by the solutions used,

Do nat run this procedure below 20°C.

Do niot abort this procedure after it is started.

[ < Back ][ MNest » ][ LCloze

NBZHERE, Next>x2 27 vy 7 LFET,

Biacore T200
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Wash Buffer Tubing

Step 1

Place 20 ml BlAdesorb Solution 1 on the left hand trap and insert tube A,

[ < Back H Start l’ LCloze ]

BAICE’IR L 7=F 2 — 7 % BlAdesorb Solution 1 (20 ml) R RJLICAN, Start &7 1) v 7 L
9,

l
2Ty T1ETH, BBNICRT Yy 72084 T7ATHERRENE T,

Wash Buffer Tubing

Step 2
wipe the tube with a moist Hesue.

Place 20 ml BlAdesorb Solution 2 on the left hand trap and inzert the tube.

(St ]

F 2 — 7 % BIAdesorb Solution2 (20ml) R hILICAN, Start Z27 U v 7 LFT,
!
ATy 72 TH, BENICRAT Yy 730X AT7RIHARRENET,

Wash Buffer Tubing

Step 3
wipe the tube with a moist Hesue.

Place buffer or water on the left hand trap and insert the tube.

(St ]

Fa—T7HBMIAKMIVIZAN, Start 27 U v 7 LET,
!
ATy 73T, BEWICUTORA 7RI ARRENET,

Wash Buffer Tubing

The "w'azh Buffer Tubing procedurs is completed.

LCloze

Close #7 ) v 7 L%d,
FRLAEWF2—7FFa—T7FRILE—IZIEAL TL S0,

Biacore T200
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7-2. 7 FNLDRIE

7-2-1. Normalize
oY —FyTEFRICEY FLIZBRICERT A EA2HRL T,
FE

Biacore Maintenance Kit, type 2

BIAnormalizing solution
Y —Fyv 7LV =V TRBER

Tools — More Tools... — Maintenance Tools... — Normalize % %#3R L Start..> 7 ') v 7
L*xd,

Normalize

X

Thiz procedure nomalizes the detector signal. Total run time is about 3
minubes.

Fequired solution [from Maintenance Kit):

Blanarmalizing solution

[ Mext > ] [ LCloze

Next>Z2 7 Uv 27 LEY,

!
NRATILEEy b, Start 7 Vv o7 LET,
!

Maormalizing, please wait.

Time left: 00:08:16

BT®, TELATRAITNRRINET,

Normalize

The Haormalize procedure iz completed.

LCloze

BRI Standby flow JRREICA Y T,

Biacore T200
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7-3. VATLFxvY

REDZMEL BT RI T LTS, ZOZ A 7 LI Desorb and Sanitize 1< & % 75
ICRTTLTLES W, YT FLDRY TR, TT7 =R TDREADHEL WHEREIC
XL &9, EREENEVEE, ERNICEITI L2 HEL X3, MERRIE. 91
KE T,

LS

Biacore Maintenance Kit, type 2

BlAtest solution
VYV IRER
HBS-N Buffer 150 mI 2E (X~ 7+ > X F v k@ 10X Buffer %R L TEAL £ 9)
RBATAK
DHELHER
Han D SeriesSSensor Chip M5 (F = v 71, EERICHERAAIARE

BlAtest solution
15ml 77 RFy 734 T I)L

HmDt % —F v 7 CM5 % Dock . HBS-N #EE/R T Prime XL £7,
Tools — MoreTools... — TestTools — System Check % &R L Start.. =27 U v 7 L £,
l

System Check §|

Select test(z] to run.

Thiz procedure zhould be run at 25°C with a new Sensar Chip CHMS and with
HES-M az running buffer. Chooze Cloze if pou need to change the senzar chip,
reget the temperature or change running buffer.

If any injection is delayed, adjustments can be made by the software. The
required test iz Injections and refractometer.

Reagent pumps and blank injection
Injections and Fefractometer

Mix

Moise

[] Merged and Dual injections [optional]
[ Buffer selectar (optianal]

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

[ Hest > ][ Cloze ]

System Check X 1 7 AU/ AFRENET, 774/ FTlE, Eh o 4EENARIRINATH
F9,.Next>% 7 U v L%, Merged and Dual injections ¥ & U Buffer Selector =R 3 3
BEICETFzy 7 EANET,

Biacore T200
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System Check

X

I the buffer selectar shall be tested, put tube B.C and D in water.
If all inlet tubes are not intended to be used after System Check, don't
forget to run Empty Buffer Tubing after the test.

’ < Back " Mest » ][ Cloze l

A @ F 21— 7 % HBS-N Buffer /K M JLICAMNZE T, Buffer Selector 7 X b %175 3HEIC1E, BC
BELUEDDF a2 —THBIADA>TzR FILICELIAHF T, (Buffer Selector 7 X k A%dA
BERIINIE BCD OF 21— 7 HBHMAR FLICANDHEIZH Y FHAL)

Next>z 7 U v 2o L%9d,

® System Check - Rack Positions

Yolume
b Content Typ:

Paosition

795 B Jution g

RZEB1 Empty Emply vial(BR-1004-11) with cap(BR-1002-87), min, capacity 4004 Reage
RZBZ Emply Emply viallBR-1004-11) with cap(BR-1002-87), min, capacity 2004 Reage
RZEB3 Empty Emply vialBR-1004-11) with cap(BR-1002-87), min, capacity 100 Reage

. O . O O O RZ B4 Empty Empty vial(BR-1004-11) with cap(BR-1002-87), min. capacky 1004 Reage

>

[ Hem ][ meru =] [ EiectRack | [ <Back | st | [ cClse |

BlAtest Solution Z, 1.5ml 77 X F v Z/NA FILIZ795uELTCT v 7R avilty
FLET, 720 ZDO1E M TITRFYINATINARE, Fv v T2 LTEHEEDT v 7
RYTavilty bLEF, Merged and Dual injections 7 X b 5 Z 7 5 3FEZ1L. BlAtest
Solution Z 995l EZZNA T %E TRy FLET, Start 27U v 7 LET,

!

Biacore T200
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Sove hs Fx
Saweir: | (7 Biallsers ¥ &2 E-
e
Lb [ Methods and Templates
My Recert
Documents
Deskiop
My Documents
=
w58
My Computer
\-_‘] Eba Kinelicsaffiniy - 1.1 ineraction.bme ~
. ]
MyMetwok | Save as lype Biacore T100 Evvalustion Files [*.bme) -

N T, AIERERDIRFLRAZIEEL £9, Filename # A1 L T, Save 95 & BIENR LK —
DDF 1—7 %ML 755 (d Empty Buffer Tubing % 3217 L T 728y,
l

3

Results - System Check

AMENRTIDE, T

WABEAICIFEA RN Y — EXERIC THEK LIS 0,

System Check -
Mame: Date:
Instrument: Biacare T200 Instrument id: 12114
Created By, Biacore T200 Control Software Version: 1.0
Date: 02-Sep-2010 Temperature: 250°C
File: SysCheck 20100902
Reagent pump
Mater -Z2141 (-2600to0 -1400RL)  Pass
Buffer -z [-50to 50 RLY Pass
Merged Injections

Min Max
Injection 1 4925 E73E (4000 to 9000 RLY Pass
Injection 2 Q603 1319% (9000 to 15000 RLIY Pass
Mixing
hdiz: 1 47.8 (450 t035.0 %) Pass
hdiz 2 47.8 (450 t035.0 %) Pass
Difference 0.0 [==5.0 %] Pass
Refractometer
Fc1 Fc 2 Fc3 Fc4

Biatest solution Z2303 ZZZES zzz07 ZZE94 (2140010 23600 RU)  Pass
“ariation loz [==600 RLI) Pass
Baseline level 36001 35893 35843 I6LTE
ariation 333 [==3000 RL) Pass
Injections v
(e J (o= ]

B

Ty VRERVBEBNICEKRRINET, EF v 7EHBICOWTHE

BN IEBEEAN THIIL'PASS", EENTHNILFAIL"E ZHTES N FE T, FAIL AARREINT

Biacore T200
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8. KERDIET

EEBRHANMRT LIZBRICIE, ROWTNHADAETCY AT LEHIETEET,

RAZVINLIRRETHE 7 BURICERT %455
BRZEELLTRY 7 BULEERLBWES

8-1. AZX VY NAIKEETOHE

BEMIRT I 5 &, BEINIC Standby flow IKEEICA Y T,

Fa—TAICEY FLIETZ VYD RBER T, 65ml/24 FEOMR%E &K 7 BRI L £
£
2R UNARETH D HED L. 74~ F 7T Statusbar THERTEET,

8-2. BEDEL LA

BREFLTRICIH, XXTF/RERTLTCESL,
TmMr@ﬂmf7437(§ﬂ)it@MmmMMDNMSﬁEmdmmméﬁﬁbiﬁo

Biacore T200
! 'j This will gject the sensor chip
[ Help ] [ Eject Chip l [ Cancel

EjectChip 27 ) v 7 L £9,

!
oY —F v TR IPHEEET, LY —F v 7 ZEY H L. Biacore T200 control software
ERTLET, /XVaAvYD¥ vy X7 Biacore 200 DAKEREEZE LT,
FR) BRZE L THAIL. VAT LRI BHIAKTEZIRD > TWEHE S DHERD L,
BREZEE L TLIEE W,

Biacore T200
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YLz —F v 7E UTD2 205K TREFETEEY,

VA FRBERICENT ATMERASH0T, BERAOKICERYT (7Y ba—L
YU TNDLREY ZD D H Y FOEEERRBL TS, E7o, B Dock BHiicid,
BEHE, BECECRREOFNIHRL TORNC LERBLTIREY,

FZ M4 IREETORE
WYLy —F v IR T T4V LEENTACTRELET,
BERY YTV EBRELE-E VY —F v TOREBEICEVWES,

7y MAETORE

BMUH LYY —F v 70— oA HNRN—hHRERY, ¥— MIFER2E (50 ml
BOSNAAETZRF v 7@OLF 2—7%F) (597 L7- HBS-EP+7R E DFEERICE L. 4 °C
THRELET,

—rORY HLERTE
oY —F v TlEhAN—— b OERENTWET,

Sg_nsor Chip ﬁ

H N — mﬁuhn5' %)
s BIACORE

~

=k

v— bOEERODEATHSIEIZ) Ay FABEELESNTWES,
FoORESREBIEMLET, VA Y FERCECEMNEN L SERL T
I, TEOLSICEY 2y MCTY—bEREBH L, BERICOZL TREL
EJCEN

Biacore T200
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ﬁ Sensor Chip ﬁ

.7. w@t(S“n5 m&m

RELTWEY— D5 ORERKD DREE H/—~DIRH
BHAT 2RI, BERICRL TV Y — bEAN—ICROET, ¥ — DK

T I ATy DR L CIREE FLTATTHE, BRATESEBLF LY
A7 TBERTET., IollWcFLTA
TTHEEY,

i FLTATHRERTE YR LT,
SEARORREEAICHNA VLS IS, T
DAk EBIRL £,
18 HH
[ L

WIEELADDLAN—ICHET, TROLSIZ, REEARICA S EE T,
Yty MCTAN—DOERIALBIEALET,
DAY FEEEERICL TEALEZSEICEEREET TCY— DAY T EA,

¥ ﬁ Sensor Chip ﬁ

-:wms CHM5 s&%

Biacore T200
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9. oY -7 LDEE

TAY—RFELEAY Yy FERBWZAE 07 7 LR T #. Biacore T200 Evaluation Software
FBEEWICIIH LAY, BT -4 NET, BEICEE LT — X2 RERTT 5
&L, Evaluation V 7 b7z T EEREIL., 77 AN ERUOHL TLES 0,

9-1. Y7 b7 7 DICE)

E|E T @ Start — All programs — Biacore — Biacore T200 Evaluation Software % 7/
U V2 7 [./ i—g—o

Biacore T200 Evaluation Software

w  Tools  Window  Help

3 Sensorgram || Plob[ua] Bar Chart: 1 Kinetics [ Affinity > L] Concentration analysis » L Thermadynamics

Ewaluation Explorer a
Remove Edit

Biacore T200
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9-2. 771 IDOFEVH L

74a¥ (%) 6 L<IEFile > Open.. 27 Uy oL, BNOZ7 7 A LZBRL ET. (&
w77 AL, C/BIAusers/ ICIRFEENTWET,)
Z ZTlE. EEA T — & C/BIA users/T200 demo File / Binding Analysis Z332R L £ 3,

OK=z=Z7 Vv LET,

% Biacore T200 Evaluation Software [KineticsAffinity - 1.1 interaction. bir]

File  View Ewvaluation Tools  Window  Help

P b | e | oD sensorgramPlot i Bar Chart | 0 Kinetics |/ Affinity = % Concenkration Analysis = Thermodynanics |

%Evamamn By % B Allsensorgrams
ﬁ Remove | Edit
= Curve Mame: Foc=2-1 EE] Aszay Step Purpose: <Overlay> E@

Cycle: <Overlay>

[7% Sensorgram
1~ Al sensorgrams R Sensorgram [ Zoom Lack
[ Plot
@ | Baseline: Sample
-~ | Binding level 1650
@ | Binding stability
@ | Binding to reference
(% Repart Paint T able
~m Report Point Table
o 1550
1450 é
E — Sample
— Start
I artup
1350

Biacore T200
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i/ 9-1. EEDEA

% Biacore T200 Evaluation Software [Kinetics_antigen antibody. bir]
Menubar =

File  Vew Evalgtion Tools  Window  Help

Toolbar Evutin b 9] CEx
x| Remave || T
=Y = J[1 ] |[#] s sy Step Purpose: <Overays (7 ]P0 ] [44] Cycle: <Overays =

1 Allsnsorgrams . [ Zoom Lock
BE‘JD‘B ‘ . Sensorgram window
aseline: Sample
5] Bind
al

Report Poirk Table
) Report Paint Table

Evaluation Explorer

Work area
Menubar TRTCOEEAT Y REEDREAZ 2 —FK
Toolbar FREEIDEMEEa<Y Y FE 742t L TER
Evaluation Explorer TRCOAET — X, BFTEBEOT —RDFR
E:’Sensorgram BIEICLYVEE LY =0T A
“piot BIEEHCEYS L LR — F A Y F 2RO T a Y b
Baseline Y TILEINER] D AbsResp
Binding level H > TILEINEF D Baseline 1 5 @ RelResp
Binding stability Y TILEINER O Baseline 75 @ RelResp
Binding to reference U7 7L v REILIZXT B Binding level

A AL 4 = 1 Il = ! A=T=] —
VWOTR dItd Evaltuatiom CXpioTer C 25 R bjg_ ~ T A% &?E/ N

Biacore T200
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9-3. Y -5 LDRE

Evaluation Explorer T Sensorgram 7 #+ /L Z /5. All sensorgrams %= 7 ') v 7 L. Work

area NJ(Z Sensorgram window * & <L £ 9,

9-3-1. Y -7 7 LDOFXRT

Sensorgram window FZDtE L 7> 3 vy — L EFERAL X,

Curve Mame: Fo=2-1 E]@ | Agzay Step Purpoze: <Owverlay: E] | Cycle: <Owerlay: E][E

70—t LjleryY—oF5 LDER

[(44) curve Name: Fe=2-1 oy Lcl®™esyysrl. Banrn—eres
RUES,

O 70—t ERRICERT 2igat. CDaEmLET,

= m [«

Curye Mame A| Curve Type
Fr=1 Reference

Fc=2 Active

Fr=z-1 Referencesubtracked

F—AhR—Fo ctrl ¥F—Z LA, BRO 78—tz oV wv 7 LET, ELA-70
— I EEIRT BIEEIE. YTRADR Ty J1BEICL > THEIRAIRETT,

All sensorgrams E|E|E|
Curve Mames: <Owerlaps EE] Assay Step Purpoge: <Dver|ay>E]@ Cycle: ¢Owverlays E]E]
RU Sensorgram
[] Zoom Lock

3a000

37500
Froag
36500

— Sample
E 36000 -

— Startup
-3

33500

35000

34500 il

34000

1} 100 200 300 400 S00 G0 700
Time =

Biacore T200
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BEDE LY —55 LOER
[ Cycte: <Overtays N I I I P I A =l o P AP
£,

!

EHROY A 2 L ERRICERT 2840, TlaEmL £,

- || | Fr - || | Fr -
Included | Cycle# | Assay Step Purpose | Sample Name | Conc. =| MW
Yes 1 iStarkup Buffer
Yes 2 Startup Buffer
Yes 3 i Startup Buffer

1ves 2 Sample Betazmicro 32 11800
Yes g i Sample Betazmicro 16: 11800
Yes 7 i Sample BetaZrmicro g: 11800

F—Hh—FoD ctl F—Z2W LA, BRDY A I LEs7 )y LET, @El/c7A—
TV EBERT 2HEE. YTRAD KT v TIRFICK > THERABETT,

Allsensorgrams |Z||E\E|
E Curve MName: Fo=2-1 E] Agzap Step Purpoze: <Dver|ay>E][E] Cpecle: <Owverlay: E]E]
RU Sensorgram
] Zoom Lock

1630

1550

1450
E - =

1350

R

1250

1130

Biacore T200
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9-3-2, Y —JF LORTDEE

Sensorgramwindow tEDt L 7> 3 Y —ILOHREKICH %)[E%ﬁﬁﬁ L9,

BORTDEE
Tools — ColorBy — Sample =z 7 U v 7 L£4,
Yo TN EIC, BEMNICE VY-S LDENEELET,

RU Sensorgram ™ Zoom Lock
11200
10700
— Beta2micro-high2
E — Beta2micro-hight
T 10000 — Betalmicro-low?2
—— Betalmicro-low
a700 i i z:l
9200
o 50 100 150 200 250 300 350 400
Time s

ZoM, BAIEREZ P T7A— LI LI BETET A EATEET,

LER—bFRA Y FDORT
Tools — ReportPoint — IdandMarker =7 U v 7 L £9,

RU Sensorgram

1235 [] Zoom Lack
o
1230 £ =z
£ =
F- I
had
o
1225 £ =
£ juf
= hil
o oz
1220 -
% =
£
2 425 3
= ]
= 2
5
1210 2
: o B
£ =
h
£ %
1205
1200
0 50 100 150 200 250
Time s

LR—bFRA Y D idHARTREINET,

Biacore T200
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9-3-3. Y =77 LOGRIMBEKBRER. A—X7M4vE8bHt

Sensorgramwindow FEDt L 72 3 vy —IILDEIRICH %@%@ﬁﬁ Lxd,

Tools — Sensorgram Adjustment..=7 ) v 7 L9,

Adjust Sensorgram &

Hebdjustment

® of
i © Repert Pint (ime=0]

() Injection Event (time=0]

‘Y-ddjustment

-I/\ ® off
© Repot Point [1esponse=0]

© Injsction Event {response=0)

Blank Subtraction

/™| [ Enabie Blenk subtiaction

N

Yy 7 VinnFEEEEEhE

X-Adjustment v [C Report point (time=0) %7 ) v 7 L. (7)< baseline 2R L £ 5.

-tdjustment

O Off
1—/\- (=) Repart Paint [time=0) baszeline “
) Injection Event [time=0) binding
stability

OKZ7VUvZLEY,

RU Adjusted sensorgram
1230

T hindir
stabilty

1225

hinding
“stabilty

1220

ity

Rttimming

1215

Response

hindinggbinding
L stabiltgEtabiliy:

1210 ¢

hinding
 stanilty

1205

1200
-50 o £0 100 150 200 250
Time (0 = baseline) 3

Biacore T200
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R=XF7A4 0 Hht
Y-Adjustment 1 [@#%(C. Report point (response=0) %*7 U v 7 L. T T baseline % &
RLEF,

“r-tdjusztrent

1 -I-/\\ O oif
(%) Report Point [response=0)

() Imjection Event [response=0]

OK%7VUv o LEd,

RU Adjusted sensorgram [
30

25

% hinding
Habilty

20

£ binding

= baseline)
o

e timing

7
2
7

wanity ety Ftabiity

Response (0
=
hinding fkinding

Fetahilityg

haseline

o
%binding % binding 3
stabilty

-50 a 50 100 150 200 250 300
Time (0 = baseline) 5

9-3-4. Y -7 7 LOFRLETRS DHIER

Mlpe 2 EEE, v UREESY v LEE R Ty S LTRIRLET,

RU Adjusted sensorgram

450

350

bassline)
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