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St b ko a o S
1 Startup buffer 1 1
2 Startup buiffer 1 1
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4 Solvent correction | - ) Negative Control 14 F
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14 Samnle A4 a0 214 Hing
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(O Immobilize ligand covalently using Sensor Chip CM5
Capturing molecule: [Biot'n CAPture reag.
Assay overview
‘-' analyte Type of assay: Capture assay
ligand
| M T
Help ® —» | Continue Cancel
] Run

YERRUTZ Workflow HV5. Assay—Run Kinetics/Affinity Assay—

Run
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C-1. AT LD%EA

FE | #BEEE FER -5
) Kinetics Type *Sigle-cycle. Multi-cycle H53&1R

*Kinetics FRHTDZA DI A, Sigle-cycle ZiEiR

Prime before run FCE)E. Prime RIMEH CHNEFIVIZIT

)
®
@

Conditioning Biotin CAPture kit @ CAP Chip
Startup B, SV UEERT 3 EME
[ Kinetics/Affinity - Injection Sequence x ‘
Detection Chip
Elow cell: 12 Chip type: |CAP
Kinetics type

®) Single-cycle OMcyde = @

Injections in analysis cycle

Flow Cell 1 Flow Cell2
C’P“"]fagg“' Caphre swagant [¥ Kinetics/Affinity - System Preparation X
[captre | Ugand cagture Pime
j !
‘Sample Concentration 1 Sample [[] Prime before run < @
lv 5 concentrations per cycle
Conditioning
4
[ Run conditioning cycle <€— @
4
Satp
I N
2 Bun starp ccls
B | - = -@ |
Number of cycles: 3+
-’
Help Next> Close Help i Mext > Close
C-2. INFHFDRTE
FlE | #BIFIER e V=R
) Capture Contact Time : 2485 (Biotin 1EUA> RiAxHN)
Stabilization period : F¥TFr—EOL AR AN EZ ERMEE(ERTE
@ Sample Contact Time,/ Dissociation time : ZBiR5Y (HFUR7F 354 Naw0)
@ | Regeneration | FyhDIFE, ¢HIEE
@Kmeticsmfﬁmty-Imection Parameters X ‘
Capture ~N
Ligand Biotin Ligand
S > @
Contact time: | 180 (s) Stabilization period: 0 (s)
Sample -~
Contact ime: 120 | (s) Dissociation time: (s) <E— @
First regeneration N
Solution: Regeneration soln
2B,
Contact time: 120 (s) Stabilization period: (s)
-’
Help < Back Next > Close
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C-4. Y2 TIUE RIS DETE

FlE | #FIER ER -5

® Concentration Unit | SR EEAIODEIR

@ | sample /MW | 7354 hp&FRED T

@ | Concentration -0 BE 2 YAIIVAETS
B2 =588 < TO37 N:::] =A==
R ERIREBEZANUT, BE 5 sERE
i [ s
@ Rack Position TR THE (2-1 288
N’ SRR L
7R Next—BIERLE
Exineticsﬂfﬁnity- Samples x |
Samples @
Highest Concentration | Conc(1) | Conc(2) | Conc(3) | Conc(4) | Conc(s)
| — o T T | (M) | (aM) | (M) | (aM) | (nM)
1 [sample1 30000 0 0 | 0 [] [ I 0
2 Sample 1 30000 0 0 i 0 0 0 0 0
3 Sample 1 30000 200 6.00 13 247 74 22 (667 200
| 1
A\ J ~— —
Y V
Help < Back Hext » Close
|
m] X
s Volume Sample 1 Sample 1
. — i MW (Da) | Conc (nM)
1
2 105: Sample 1 Sample 30000 247
3 105: Sample 1 Sample 30000 A7.41
4 105: Sample 1 Sample 30000 222
5 105: Sample 1 Sample 30000 766.7
6 105 Sample 1 Sample 30000 _200
7 1275  Buffer Startup
8 105: Buffer Startup
9 225 Biotin CAPture reag. Capture
10 255: Biotin Ligand Capture
11 285 Regeneration soln. Regeneration
12 120: Regeneration soln. Conditioning
H20 Full: Deionized water Water
Help Menu w @ < Back Next > Close
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D. f#AT (Ko. ko ks DEH)

FlE | #BEER paa=Y=CE i)
) BRATYINT Run J7 | -f#ATYJ D Biacore X100 Evaluation software
172K T JAJL N User : admin / Pass : administrator

-run & TR, BEINCIZI5 END
‘BB DIZE L blr FEERI71/IL) % Open

@ | BERNESOER | tUY—ISL0ER (6-7 SR)

@ | Kinetics/Affinity | >0 —)5 AORBHBORARD —EDBETIE R ko ks DEES
—Kinetics AR A CEA

® | Kinetics/ Affinity | &> —J 5 AOEFBIHBORARNBREFCPE FU TR THIHBAIC
Affinity Ko [BOHOE L% EIE T 154 (il

FIED~®

'&admin @ Biacore X100 Evaluation Software - [Single-cycle kinetics 2 analytes]

File View Evaluation TJools Window Help ©)
Q—» k1 ‘& 2 Sensorgram ] Plot i BarChart |l Kinetics / Affinity .- Concentration Analysis ~
Evaluation Explorer I

x| Remove Edit

- All sensorgrams

I Curve Name: Fc=2-1 v |» |4‘ Cycle Purpose: <Overday> v (M|« C
% Sensorgram
3 All sensorgrams RU Sensorgram
% Plot
= 470 —
@ | Baseline
% Report Point Table =1 @)
m Report Point Table 450 —F
{—{_iw
430 e o
: J N
]
§ 410
[+4 T —
P (PO
N Bl —

390
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FlE | 1BEIEH paay=V=RHl:)z]
) B RY > “Tool bar & 28 Kinetics / Affinity RRIR
IWEDIER

-Sample : BEATXISRODIEIR
-Curve : Fc=2-1 %&IR

735>7 (0 iR
E) DR

B IINER—BIRD 0 RENMEVNVSS. EHOS)-ZXHh5ER

® | EYH=YIILD | -TFIANRIMOYIDEZBEHCFEAET BRI )1 XIS
—EBHIBR (AT | -—BEBICRERARIR T Y —J S LEE OB
23>) A9y THEIgHETE—Remove Selection
@ Kinetics 1] Kinetics > IR
® | JqyFAIIEME | -Model : FRIFETILDBIR (6-9-1 BEB)
DFHTE—-FIT -Parameters : (6-9-1 £08)
-Fit : Fitting XIHROTH—J 5 LD3&EIR
© | BIEROHE | 6-10-1 288
FIEO~@
Csi:.e;a 2489 o] Tempetwe: [25  w| Cuve: [For2d ¥ «— @
e ] I - 0 0 -l el B

VBIanks from other sample series ' @

v 2 blank 0 30 180.0 1800.6
0
0
0 v
@0 — [] Zoom lock
4 N\
0 — /L SN
AL NN
0 — N N
H / ™
~ -
g 10— / ‘1 T
2 —
p T—
g1 P ——
|
10w —
Show concentration series Show blank(s) [[] Show average blankis)
Help Muttiple Rmax MNext > Cancel
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FIES~®D

A Kinetics / Affinity - Select Data [Create] X
Curves
Conc Flow Contact Time | Diss. Time
“I""" . | (aM) l (ul/min) | ) ) fem
v 4 Fe=2-1 1 30 180.0 1800.7
35
75
15
304
(B —b | RemoveSeecton || I
RU Blank Subtracted Sensorgrams [ Zoomlock
o — p
30 —_— ® >
20 —

5]

A0 —
20 | alm | I ! I | | |
o e o oo [ [ o
-500 0 500 1000 1500 2000 2500 3000 3500
Time @ S|
| Heb <Back | |l Afinty> || loiKnetics> | Cancel |
FIEGO~®
A Kinetics / Affinity - Fit Kinetics [Create] X
Add Fit Curent Fits

Model: | - 1:1 Binding

® | Paameten.. A Delete | | Components..

Response
'

L L L s L L L L

Quality Control ' Report Residuals Parameters

o Reported kinetic constants are within instrument specfications. A

o Kinetic constants appear to be uniquely determined

@ o signficant bulk contrbutions () found. > ©®
° Check that sensorgrams have sufficient curvature.

) Exanine the residual plot. Pay attention t systematic and nonandom deviations )

|t | Ccpsk |[ e || conce
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FlE@D-2 Affinity B#AT

FIE

RFIEE

ER -5

o)

AT RY>T
IVEDER

“Tool bar O Ad Kinetics / Affinity BEIR

-Sample : BEATXISRODIEIR
“Curve : Fc=2-1 miER

J3>49 (0 &
FE) iR

B IINER—BIRD 0 RENMEVNVSS. EHOS)-ZXHh5ER

©) Affinity i Affinity > IR
@ | Setting L= NRA> NDFRTE
‘TIAIVKNEETE @ IR T 4 MRIZME(SUTER
® | J4vF4>I %M | -Model : BRATETILOEIR (6-9-1 B8R
DFRE—EIT -Parameters : (6-9-1 £7)

-Fit : Fitting XIHROT Y —J 5 LD&EIR

®

FEATHEER DF T

6-10-1 S8

FIEDO~

Ad Kinetics / Affinity - Select Curves [Create] x
Curves
Sample: | Sample «  Temperature: |25 v Curve: | Fe=2-1 v| — @
Conc Flow Contact Time | Diss. Time
"‘““"‘1 ""'" Sample ‘ (aM1) | (pl/min) ‘ (s) \ D) Ugand ‘
v 5 Sample 0 30 120.0 1607 CarbonicAnhydrase €— (2)
v 6:Sample 125 30 120.1 180.5 | Carbonic Anhydrase
v 7 Sample 250 30 120.0 180.6 . Carbonic Anhydrase
v 8:Sample 500 30 120.0 180.6 | Carbonic Anhydrase
v 9! Sample 1000 30 120.0 180.6  Carbonic Anhydrase
v 10 Sample 2000 30 120.0 180.6  Carbonic Anhydrase
v 11: Sample 500 30 120.0 180.5 | Carbonic Anhydrase
= T i [ Zoom lock
T |
20 — — - ””J\
15 —
= I
E 10 — /
-]
2 4
H 1/ 7
« 5 — 17,
- s
0 — A g Ef it R
P S
[ Show concentration series Show blank(s) [[] Show average blank(s)
Help Muttiple Rmax Adjust Injection Start... Next > Cancel
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FlED

A Kinetics / Affinity - Select Affinity Data [Create]

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

Response
s

]
P I P ' T

] Report Point Settings

@ | oo st [ ] wons [T
i ‘ wihwindow [5 | seconds

X

| | Comed |

Response
L

FIEO~®

A Kinetics / Affinity - Fit Affinity [Create]
Add Fit
Model: | - Steady State Affinity

® o

8

S
I|I|I|I|I!III|I|I|

Response

Noa @

Repot  Parameters

KD (M) | Rmax (RU) | offset (RU) | chi* (RU%) |
1.541E-6 0203 @
33.08 0.8053

< Back

Finish
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5. AVFTFIR-SATLFIVI - SN

5-1.XAF7F>A
A BEONTIVA (SATLMEE) O

=3 Desorb  (Menu bar @ Tools — More Tools.. (&) (CREVELST
B8H Desorb and Sanitize (Menu bar ® Tools — More Tools..A( T [X]))
= D Maintenance Tools r
[%] Desorb
[%] Desorb and Sanitize
-2 Test Tools
System Check and Pump Calibration
= D Service Tools
@ Software Problem Repart
] Flow System Wash
4] Superdlean
] Clean Needle and Needle Wash Station
] Calibrate Needle
] Replace Needle
] Replace Peristaltic Pump Tube 3
This applicationprovides a standard formulafor reporting software
malfunction to Biacore.
Last run time: NfA
Start... ] ’ Cancel
B. Z{m 9 25, JHFEM TR R
Desorb: (D) WHEFEE HFEMm
Desorb and Sanitize (D&S)
D. D&S BIAmaintenance Kit
-Desorb solution 1 (IERIRF
D. D&S Maintenance chip £Iz($fERFHOH—FvT
D&S IREIRERIEFT MDA (FRFTAEE)
HBE 0.6~1.0%CFASHRAZE,
D. D&S S22 Ny T7—E Iz FRBHEK
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TAVYTF R 28

C-1.Desorb (HiA) DOFIIAE

FE 57BA
FyIDRyY Maintenance Chip (FlZ(ZERBH Y —F VD Dock
EESTE 20CUAE (BE 25C) (CBRTE

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

(FRERERE) # 20 9

EhegRDEERR] | - BEIRYIC Stanby flow (200 ml/ 7days)
< IROEERF(C 3-4 BEREILL_LED Stanby flow H Prime @ 3 [E1ZEHE

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

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

A4 —ROEIT FORBRIIEBEDA LY N 1—ThBIRE SN AT AR
(WODDRTY T TFEICAHIZR)

(FRE2RsR) # 1 BfE

ERERNELRA] | - BEIRIIC Stanby flow (200 ml/ 7days)
< IRDEBRA(C 3-4 BRI D Stanby flow N Prime @ 3 [B1ZEH

*(Step 1, 2)Desorb Solution ZERBEARIDI LYy F1-TH (10ml) (K&

Desorb and Sanitize E|

Step 1

Place 10 ml BlAdesorb Solution 1 on the left hand tray and insert the pump
inlet tubes.

[ <Back | Start ][ Close ]

- (Step3) EHRICGAEEUIORIRIESRIE T NMULER (BIA Infectant solution (CHHE) ZFREZAID
1>2LbybFa-JH (15ml) (CERiE

Desorb and Sanitize

Step 3
‘wiipe the pump inlet tubes with 2 moist tissue.

Place 15 ml diluted BlAdisinfectant Sclution on the left hand tray and insert

the pump inlet tubes.

- (Step4) FERRICEBHEKZA>LYNF1-T(RE
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TAVYTF VR 29

5-2. YATLAFIVY

A. ESAE S

KisaE | KEDOBC 2. KEORHFHIBOCENEENDNDEE, RERNELCRIETETVLSNZ
BRI BHOTEHARIBENEIAE (CELE

Wizard Menu bar @ Tools — More Tools..l System Check and Pump Calibration

=21 Maintenance Tools A~

[«] Desorb
[+] Desorb and Sanitize
=2 Test Tools
System Check and Pump Calibration
=21 Service Tools

2
5] Flow System Wash
]

Superdean
4] Clean Needle and Needle Wash Station
5] Calibrate Needle
5] Replace Needle
ﬁ Replace Peristaltic Pump Tube

o mim C' remim i . b

This applicationprovides a standard formulafor reporting software

malfunction to Biacore.

Last run time: Nj&

Start... ] [ Cancel
B. # i d it JHFEm IR R
Desorb : (D) DB R
Desorb and Sanitize (D&S)
BlAtest solution BlAmaintenance Kit A
HBS-EP + Buffer 150 ml 2E
Sensor Chip CM5 R (BT, RRRCERETE
HBHEIK

29




C-1. System Check OFJIE

FIE B

FyvID Ry RO Y—FvTS CM5, HBS-EP+%&5> =>4 )\wI7—¢U Prime

= an—1 A1

TREEXTE 25°CICEHTE

1Y - ROELT

FEROMER -IEEEEEA ; PASS  EEIS) : FAIL
FAIL ORTHHEES B HR— METTEIEEE L,

System Check and Pump Calibration ﬁ

System Check and Pump Calibration

Name: Date:

Run Date: 10-May-2007

Temperature:  25.0°C

File: System Check and Pump Calibration 5/10/2007 11:08:51 All
Peristaltic Pump Calibration Pass
Response Pass
Injections Pass

Noise Pass

System Check and Pump Calibration

Name: Date:

(Created By: Biacore X100 Control Software Version: 1.0RC2
Inctrumant id: 13113

~
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5-3. YYD

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

5-3-1. A9 N RRET DME

BIENER T I5E. BENRIIC Standby flow JARE(CRDET,

F1—TJ A[CyNUIES>Z O J5BER T, 65 ml/ 24 BEREOFRZRE 7 BREMEGELET. 5>=>)
Ny Iy —ZESERVLIISERU TILEW, BERRNIOZEEETE(CEERLUTKILEL,
AIVNVIREETHINENE. 71> RUT O Status bar THEERTEFT,

5-3-2, BIRDEFEELLS

BREEETHICIE AVTFIRAERITUTCEZ L,
Toolbar M Eject 711> ( EI F/z(E Menu bar @ Tools — Undock Chip... Zi#RUE T,
!

Biacore X100

This will undock the sensar chip

[ Hep | [undockchip] [ cancel |

Undock Chip ZJyJULEY,
l
oY —FyIZEIDH L. Biacore X100 control software Z#& T UE T
Windows @ Start XZ1—/M5. All Programs— Oracle Database 11g Express Edition— Stop
Database ZE{TUE I,

—9 Stop Database
L0 Stor

IO M. Biacore X100 DAKRERZZELF T,
FR) BEEELITBEE SATLARENEBH/KTESRDO>TUAHNEINEZD £, ERZEE
LTI,
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5-3-3. LY -FYITDRF

EOHLIEE Y —FvT . LUTFD 2 DO5ETREFETEES .

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

RSTIRETORTF
DU S —FyI NS IV LEENT 4 CTRIFLET .
BEBRY VI ZEEU LY —FYTORFCAVET,

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

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

_I\ —_—

\I/

s

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

—

Vi,

=
EE\CEIZZEATLD (£E)

E>yMITE—heikEtL. BERICSLTRELET,
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RELTVES — M5 DEERMI DBRZE L DIN—ADUNA
BAATZRE. BEROSL TV — M/ - (CIRDFT . > — bDKDZEDBRVTHSH/—(C
IRDHTLIZE NS

T52F Y DEBD ESUHREE
FATATTHE, BRKTESELFLADITTHEREET . SB(HEVWFLTITTHEET.

EIE{CE
FATATREZ"TLDRTHIKL T, EEAROPREFD (CHNRVELIC, TBBNSKDZRURLET .

RISERULAIBHN - CIRDFT . FTROLSIC, REENRICRZMEET, ESYMCTHN-DE
BINSIEALFT .
* UNY REIECEZRICUTBAULISAICEREBETS — MADFEA.

S

S
Cy?vq

%
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6.51>TL\BEE IS TIPS

(o =075 1 1 L) 7 35
(T I i o fl %~ | B o 39
(I I8 -2 1) = 44
(o WY b s 70 0 N =TT a o X [ 46
LTI iz o e (7 47
6-6. BE (DMSO) #HIE (Solvent COrrection) ....cciiccevrerressrressrensrrnssrensrrnsseenss 48
(A & T L - 50
6-8. Keyword Table [C&BB U TINAE, IREREDIEIE ......oovvvreniirirrenins e rnass s naa 52
6-9. TAYTAVIETIVIE parameters DT ..cuuuevrrreenirrrrrenserrrrnnssssrrrnssssserennssns 53

6-9-1. KINELICS FRMT ...covvvvveeeeesssssseesseensssssssssseessssssssssssesssssssssssessssssssssssesssssssens 53

6-9-2. AFFINILY FEMT..ovvurreeveeesssseeseesssssssesssssssesssssssesssssssesssssssesssssssensssssssensssss 54
(o I -2 =TT 56

6-10-1. KiNQtICS FRMT .urvvvveerresereessssssesssssssensssssssesssssssnenssses 56

6-10-2. AFINILY FRAT w.oorveveeerresereensssssessessesesssssssesssssssessenes 58
(e T T < = -~ P 59
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6-1. 7= hvIVY

A. FBHEEE

FE | BFEE i

) DA~ REBFRED pH 1EIR -HEAINIE  FEAD pHO5~2.0 KL
Acetate

AEEMAVINIE MR TS ORE—IRTZY

ZEFRVPIERER.

BRSO NDE T2 hyTIS I AR B - Biotin

1t (6-4 SH8)

- Capture kit (I{I/ED Acetate

- RNBARMZE(E. Wizard H5 pH Scouting 3/t
(6-1c 288)

@ | EH-FvIDER «CM5— 722y ) DE—EIR

-C1. CM3, CM4—=>TFARSOADIFFFRZIRS
9, BEILT DD FHAREVNEES (HRERE) .
-PEG—EIE(LZMMRET FIFT. TFANIIAD
SERFRERST

-CM7—CM5 TEFE(ENEDRVEZS

® | Wizard 7> I — MeBVEEESL 6-1D SR

B. #{md 2 - Y T

£t Y —FvID Instruction For Use (IFU)ZHE TTSIBIZE N

Amine Coupling Kit (BR100050)*

BN RBIRR

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

* Amine Coupling Kit @ NHS LU EDC (IBFKISARRE . BRAERFLET . 100 pl BE/ (7L
(ZINNFHTT BT EHENDLET . Biacore 8K/8K+DIZE . PCR 8 :BF 1—THMEFITY,
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C.YIRDIRVEDIRA> N ~ pH Scouting
BERINREUH > REFRBRNIARBARIZS. (FUSIC pH Scouting ZITWET .

L] Wizards ..
Wizards H'5. Surface preparation—Immobilization pH Scouting—New

Assay Workflow Z/ER&L TL\3I5E (. Find Immobilization pH—Run to find out

FlE | #BFIEE R -5A
@ Fc DR
© Buffer name ERS 3L
® pH ERS 3FIED pH
@ B> RRHIBERT - R | 38 60 7. 5u1/9)
® T —Fy TR &% 50mM NaOH
E Immobilization pH Scouting - Setup =
Detection
Elow path: | 2 | — @
Buffers
Buffer Name pH
1 10 mM Acetate 5.5 E Immcbilization pH Scouting - Injection Parameters >
2 10 mM Acetate 3 mear -~
3 10 mM Acetate 4.5 Salution: |Ligand |
4 10 mM Acetate 4 > @
5 Contact (z  Flow rate {p
-
Surface regeneration
Thiz surface wazh will be run once at the end of each cvcle.
@ ©)
Salution: S0mbd MaCH 4—'—_ @
Help Hext > Cloze Help < Back Mext > Cloze

TROISB/EH-ISANESNE T, LI M —3aUCEBL AR AN R TEZHBIERD
5586 pH NEWVWBOEIEALE T, COIHZE(E. 10 mM Acetate pH 5.0,

RU Adjusted sensorgram

3000

2000
@

——— 10 mM Acetate 4

% 1000
@
‘I:I’ 0 ——— 10 mM Acetate 4.5
S
3 ——— 10 mM Acetate 5
2 -1000
o
Q.
] ——— 10 mM Acetate 5.5
X  .2000

8000 +——+————+—+f——+—f——f+——t+———|

50 0 50 100 150 200 250

Time (0 = baseline) s
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D. VI hDIEIEDRA >N~ Amine Coupling

L] Wizards ..
Wizards H'5. Surface preparation—Immobilization—New
FlE | #FIEE R -5
@ Y —FyT DR
@ Prime before run KB, Prime EHEHH THNEFTVIEINT
©® EIEAL Fe DR * FrTFr—FNTF GUAERE) OBERE. ERTZETO

Fc Z3#iR, [A—RF CEIE1L,

) BEEt7IO0-FOR | BEbEs T CEELEVESE Aim: - - 2E3EEH5

® B XUy ROEIR Amine Z&IR

® UH> REFR-TRONEERE | 385 420 1

\E Immobilization - Setup X
_="  Chip type: |CM5 +—Q v [] Prime before run «—Q
Flow cell 1
O Ellmmobilize flow cell 1 Method X Amine
Capturing molecule /
ligand solution
Target level (RU) Wash solution: | 50 mM NaOH
Flow cell 2
—>[] Ellmmobilize flow cell 2 Method: ’@Amine v‘ “«— (5
Capturing molecule /
(O Aim for immobilized level  ligand solution: \Ugand ‘
®
(® Specify contact time Contact time: 420 (s)
(O Blank immobilization
Help Custom Methods... Next> Close

E. BIE{LEDHEEBLIEREY Rmax DEH

L | KRR BT L EOHERE
@ Wizard %% AITEREERDIA>RY (Response Bound & Response Final)
THESRT 3,
@) |
Manual run 218 Py 2 ERITHRSS (6-5 £H8)
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. BE{CE05Hi
EE{LEEL T Response Bound & Final @ 2 FEXENERREN 2.
LARYADINE WA ZBEIE(ICELELTRABT .

BEE{LE AR
Response Bound UA> REIRIgOt Y —J5 A0EE0E
Response Final NHS/EDC SRINBINS IS )=V P RmNIf& T 0E
[ immobilization Results O X
Chip: CM5
Flow cells per cycle:
Response Response
Flow cell Procedure Method Ligand Bound (RU) Final (RU)
| 4 Time and flow Amine anti-betaZmico 111414 8957.7
Help Print..

DAY RE7IV5 -3 L TWBIBEP oY —FyTREICRE T 3IHEE I/ -7 Z2RINT
BELED, IFRHBREETEOY —FYITRETRORUAY RIEZWFEN B8, Final DLARDA(E
Bound &D/\&<72%,

e, B TEIE(CENDRMZE(E. NHS EUIZEBZOXRFEC (—EBEUH> RIEAZNTLS)
T4 )= 7ZohE AN BT, Final DL AR AL Bound KDAERBEN DD
WINDIZBEE. LIRS ZNVNEWAZEFECELL TERAT 3.

IR Rmax [RU]= BEITFEILERUIx (7F31 MR FEMNHYRODFE) xUA> RoiEEMER
7F 54 NI+ RL AR ZNMESNZH. ERRICT T34 MERINUREESDL AR ADEE S
AFEANEIHREZBIBEAHICFAELETD.
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6-2. 7351 bDIRMSEHARTE

7FIANE BE. Rmax ESHSFIFIL AR ANMEEN2EE T, ~3 HIIZEORINEEL >
THRIMUET . RBE 5 mZEBHAE. 3 BRRSU-XIEETY,

A NN, ARSI OB &R

Kinetics Affinity
S FRBINEDHREI Y-S5 . | S BRRMEPHB LY -I5 40
s esRg | 275 min \ (FEEHETHECRSRVMES) BAAR]
FBECEVESY =I5 FEEF SRRV TS Y -3
1-2 min 1-2 min
f&a - RREME RIS A
~90 min
i st SRR NS 5 s - AE (30 WIEE THIE)
1~2 min
RERE |5 8 12E

Response

Kinetics

=3 Rmax -
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B. Manual Run (C&BSAFA&RET

‘ Manual Run...

Manual run (2-2 288) #FE1TLFET,
FlE | 1#FEE R -5A
@ Flow rate FUSHITRINT Y TN OFEERDET .
@) Flow path {#EH9 3 Flow path D3&IR,
@ Start SBITERAsA
% Manual Run X
Flow

| & Eovee [EI V|l +—— O

Flow path

O@ Flow path 1
O [=] Flowpsth2  Beference @

sublraction:

@@memz 24 v a

| Hep | [ LoadSamples.. | | Stat || Close |

R=ZF1>DEB =I5 LNIRNEY .

admin @ Biacore X100 Control Software - [Manual Run 10/27/2008 2:14:43 PM]
EZ] Bie Edt Yiew Commands Run Tooks Help Serviced

+ B ‘ Cucle: Curve: | — Sensorgram Fe=1

ESAAIR (e [ M
HER=IP AN LN
=]

20000

15000

10000

Respt

5000 -

-5000

-10000
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#IFIEE

ER -5

=

bORROEE

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

=

EBOYIDEX

UH>Y R TFV(ETIT4T 2D (Fe2.4 BE)  7FH34
NARINCEUTPL O R- 797470 (Fea-3. 2-1 RE)

f (FR) B> T

FrTFr—UI-J1> M AR, 7354 bR
*x w3 BE. RIS U BREMET TEFT .

} (B) BER/RRI

BABRORM
*x JUvIgBE. RIS U BREMET TEFT .

IROBAEIN> MeRITI BT TOR B ZER TRIE

3 (i

A synpmnmL

B2 INODFETI.

Sy nomnesz

RE I OZEESRIEE

BOREDRR T

L —BFFLE

TIHY-J3A

VPR PO74T . PO74T=UIPL >R

LiR—MRA> b

BT BEERTIACLIR—MRA> MSET,

admin @ Biacore X100 CantrolSoftware - [Manual Run 10/27/2008 2:14:43 PM] DEE
E21Fle Edit Yiew Commands Run Tools Help Serviced NEES
+ B ‘ Cycle: [1 v Curve: [— Sensorgram Fe=t o &~
F&‘}f‘g | D) Help RU [ Lock scale
4J, — 25000
HEV =P
=]
\ 20000 1
@ 15000
10000
8
4
i
i
5000
o]
-5000 @
-10000 t t t t t t T T t 1
o 5 10 15 20 25 30 35 40 45 50
Time
Fc Time| Window| AbsResp SD LRSD  Slope| RelResp| Bassine Id Kepwords incycle 1 Yalue
Heh
P30 Fow g 12
Onling - COM1 Temperature: 25,00 °C Running manual run,
A
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(f51) Biotin CAPture Kit, & 5 pl/min.. Flow path 2-1 TRIIALIIZS
Ftz>H—FwIT O Instruction For Use (IFU) 2B TS BB Z&0)
Sensor chip CAP (3#])[E] Rehydration. Conditioning "AETY,

) } w7y AEED/\ATILT Biotin CAPture Reagent Z 543 (5 pl/min) SRIIT 3RO
EExHER.

@ & %/)1)w/). Biotin CAPture Reagent ZIAEE W,

®
%

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

@ Fc1. Fc2 [C 2500~5000 RU F2E D Biotin CAPture Reagent L ARV AWHER TEF T,

L [

® ZJ)y7. g% Flow path 2 DHICLET
F=—
® *  ZJUY), HRER%E 10 pl/min BEELET,

@ } z7v7. Biotin {ELUH> RN RO EBEE=ZMER (281 pg/ml. 60-120secF2E

©
%

2w @ Ty NUIERS IV ERECRHEVHD RV EZTESEL. 0K,
Fc2 (CBAZD Biotin {EUH > ROL AR ZAHH 2HVHER

;

7w, iRis% Flow path 4-3 (CUE Y,

I

2. FRiEZ 30 pl/min LLEELFT .

(E) } U 754 Nl g 2RO EBEE%2iE:R (BEVLBDEE T, 60-120secZENS
RET) .

®@ 1’&’7')“}’7 T A NEREnESEYh,

® } ZJUy), @TEY NIIRS 23> ERECREEVNIBVEZFETEL . 0K,

® Fc1 [CIEASEMFEENBVTE, Fc2-1 TR Rmax JAETLARY AN TWB L ZFESS
(6-6 BH) .
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=
@ & EYUY FRER 5~30 pl/min ELEFS ((EE) .

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

‘.
f

® | Aanwy T aREEES N,

@ f Z7U), OTEY NIIRS 2> ERE(CEEVN BV EZRESEL. 0K,
@ Fel, Fe2 T A=ZFA N EUSHDESCRDEZHEZILET .

Biotin CAPture Kit CTld. 79747l (Fc2) [CBVWTTROLIRt YIS ANESNET,

11900 -
9900 -
__ 7900 -
=5
& 4 4
) Biotinylated  Analyte
& 5900 - molecule level
Q
o level
o
3900 -
1900 - Biotin CAPture
-100 , , : : : )
-50 -50 350 550 750 950 1150

Time (s)

43



6-3. BEFEMHFDERE

Ty (CEB Sensor Chip CM5 REDIEIEEITE. /(3. Sensor Chip SA ZFEVVEIBE. US
JRETFF I M RRICH T BERGZHTE T 2NENHDET,

BAEZRHLLT. ATFTOZANEETY,

© TFIHAMTERIIMTIN-ZS/ZFTRDBL.

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

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

A. FEBIRE
FIE | BEEE S5
O | Uy REECEHOE Y —Fy Sa = TFEHYTUSY (6-1 BER)

*Sensor Chip SA (4-1 £88)

® Wizard 7> L -— Mz ALz Regeneration Scouting 6-3D 28

B. %9 %5 - H> T

Regeneration Scouting Kit @ Instruction For Use (IFU)ZfHB TZSBRIZEW
Regeneration Scouting Kit (BR100556)

VA REECEHOE S —FvT

7HIANER

SRR ER

C. YT MDEEDRA > b

]| Wizards...
Wizards N'5. Assay Development—Regeneration Scouting—New

Assay Workflow Z/ER&L CTL\3355 (. Find Regeneration Condition—Run to find out

FlE | #FIRE AR - SR

© Injection Sequence Fc/ Sensor Chip MDi&1R

@) System Preparation B KADOEE

® Injection Parameter 754 N&FF. 385 60-120 7

@ Stabilization period IRHA ) ADFFHERF R

® Number of Condition ST BB AL DAL

© Number of Cycle for each EE 5 IIZEHRDRL, FEOREFREEIHUTS 3,
@ Setting AAETARETR. 1249 NSRS
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IERegeneration Scouting - Experimental Parameters X
Regeneration parameters
Swbilization period: [0 | (5) ——— (@)
Experimental design
Number of conditions: ;7 . ——@O® Lock: [] Solutions
[] Contact times
Number of cycles for each condition|5 v ——— @
Settings
Condition Regeneration solution Contact time (s)
1 [GyomeHapH30 | [60 | )
2 [Gycne-HOIpH25  |[60 |
3 [Giycine-HI pH 20 | [s0 |
4 [GyoneHOoH15 ][50 > ®@
5 [Mgci230M | [s0 |
6 [NaOH 15mM | 60 |
1 [NaOH30mM | [s0 |
Help < Back Next > Close

TEROLSE Result MESNE T, #EEXEID Injection (CLD. Baseline FTHED. EUTFH31 MeA>
19230 UIEBRICRE DL AR ANMESN 24 % ALET,

ﬁ Regeneration Scouting - Results X

Trend Chart | Sensorgrams

—8— Sample Response + Baseline

RU RU
45700

: %ka&&é—ém —

45500
] 0 ©
H 45400 %
& e S
3 H
3 45300
510
500 \‘_' WH—O 45200
B Attt f——f——F——F——F—+—1 510
0 23 46 6.9 92 1.5 138 16.1 18.4 207 23
Cycle
Display Sensorgram
£4 st sample cycle  Condtions: [EREREN Sensorgram Fo=d v
Help Print.... Close
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6-4. UH> RM Biotin 4t
Biotin {LiRZEZ AW E—HlZRUFET,

A. FBHEEE

FlE | BFEE ==l

) Biotin 1L < AINNDEYST)HNS-Biotin=1:15 ()LL) TEF
=@ 1 B, F2(E. 4°CT o/n

@ | s8¢ Biotin DBRZ - FBBCEBRRE. T BRINEBIEIC L3R

B. #fwd 2 - 4> Il

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

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

Vivaspin 500-3K (28932218)

HBS-N 10X (BR100670)

C. Biotin 1. %5 Biotin DBRZEFIIE

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

@ iEEE Biotin DFRE
2-1PD SpinTrap G-25 [c&BIV—EAF>DBRE
Sephadex G-25 IB{AD A Iz 3% Vortex
FeimzEITo T, Sy ZYIDEDE 1.5mI F1—JCtyh
1 min at 800 x g C/RTEARIRE
400 pl HBS-N Z550. 1 min at 800 x g Tk, 5 EIFENIRL .
EEHEEHONZ L%, AABOEUXREF1-T Ty
Biotin 15> Il 140-180 pl %&. 2 min at 800 x g THa2
N3 L%BRVT, BOFryI %D,

@-2 Vivaspin 500-3K [CEBIU—EAF O DRRZE (EAF ALY T 0iEsE)
Biotin 1L 544, 500 pl (7Y

30 min at 12,000 x g T
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FRE2 100 pl IBE(CRBLIC+10 DIEE
R AOBRENAI0F1—J(Z[EIUR, EEDREICRDELSIC HBS-N ZiEN,

* ZEREBLURBRNDT LD Instruction For Use (IFU)EHETTSEEZE0)

6-5.UIJ7LOARSA>

RZATIVCELBETEL. RSOOSR REZITOIIHE . UTrL Y XS54 22 FAVWTL AR A2 b
FLET,

FlE | 12FEES = V=RE L)
@ Reference Line 4=
EIUILET.
@ R=Z54 038R LAY 2RI — I S ADR—Z 51 2%y
® F9 &4y BIRENIIRSaVN 0 (RU) EBDET.
£5—E F9 VT I BLAEIMBEICRDE T,
@ LIRS ZDHESR LARYZ (RU) #&HERURWERIAUIFL Y254 > %i8 8
BET. O0OU1> RIICHBNFRENET .

ES1Fle Edt View Commands Run Tools Help Services -8 x
Eal-S [ e Curver | — Sensorgem Fo=2 5 &~
T ¢ @ [] Lock soale
156.0 (5] 0.01RW)
‘
;

24500,

\
®

24000

Reference Line ]
156.0 [z] 0.0 [RLU]

23000

]
£ 22500

4

/\

Zbassiine_1

22000 +

21500 +

21000

20500

20000 t A L Em— t t At Attt At 1
0 100 200 300 400 500 600 700 600 00 1000
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6-6. 81 (DMSO) fIE (Solvent Correction)

BEDFEEMDRMNTBRIE. ZLDIBE DMSO (SBREESNTWVBIo. 7751 NEREL TE%IE
FE DMSO ZEAIRRETRITE T BCL(CRNET , SOZUITBERET 51 NARHPD DMSO FEE
1%DEWNEKT 1,200 RU OJULIL AR RICHEHE T B, IO T BERET T I1ANERFPO
DMSO IREZRIA TV ENEETT,

ZNTH. TRIDLIIC 5% DMSO ZEZL IV EERTIC 5.1% DMSO 2S5 7T 351 NERNTR
Nn3&. 120 RU BBEO/IVILZAR ANERTEE T, £l BEICR 2. VA RIEE(LEnt
W (7o7471)) (& UL REECSE A -FVHEEATILITES DMSO ENEILD. A
ESIROINIEFNE T INEFHIE T DHEEEN ., JBIRMHIE (Solvent Correction) T,

5.1% DMSO
120 1 T 1

5.1% DMSO

A TBIRAHIE DEE (R

5 % DMSO SHEY> IV ZRV2IHE0AIEEIER DMSO SBROIERKTT ERIZTEEUET . 4.5%
~6%NEIR 5%ZIRA TRLLEHDEF T DMSO iBRZ 4 m~8 mIEE Y NI 3ENEEN T
F, 4F(C Biacore8K/8K+ T (LRESIBIE D T KRICLNVIRERNBHORBEIRINC IR D6, iZHERTEE
UT 4 mICRDET, TN OBIET(S. F8TETS DMSO BEDEFEDLS. MREFOELRRE. Bl
E(CkHDZIEECAERER/ A V7IERERPTONT R, BREDERZERU CEE REERELT
AN

IATDH DMSO BRITIASBRARLFT,

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

QAEMHIER 4.5 %. 6% DMSO SB&RB LU 5.0% DMSO S>> B@EmaARLEd,

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

100% DMSO 0.45mL 0.60 mL 50 mL

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

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

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

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

AITERSF(C Solvent Correction ZFU\, fEATZEITIBET FRIDL S IESROVERR S LN TP
LR -7HOF4 T IV BEOHIENE TSN,

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

Response (Reference) RU

X 8l : UIPLOZCIDOL ARV ALY B UAY REEIEIL-UI7L A DL AR X, Report
point range : AEIEDZRIAKNRUIZI LIV AR AUT7L > ZIL) DEEE. Correction range :
[EEN25KMHIEME (RU) ~&/IMELEME (RU) DEEH
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6-7. RN WS OHEED
RITEBOSHE. 297> RATEATIRIC, BUSUI Y Y5 At A SIS R A B AR
ERBRUIEDTHINERT SN EETY.

A ZUBIEE0tE YIS DSOS (Fc2-1)
BUFOMFHERSNIEBE. IEFRNRERER OIS TN TVREEZSNET,

Flg | #BIRE AR5
O | EEEORHR FEHBEISELTVBNREEIY I SAT. FICRREFOFEEIET

EEHEOZELRWTYTFSE EFUTORLN ?

@ | 1B#%HH Rmax OFESR. | Z0 L SHIEHE Rmax (CNULEESURVEVSEIFNE) %8
ZTLRLH?

® fEBEARODIESR B CERERORBE TR LEONITEIZDC., Z0OHER
MEDR=ZS54 D FTESRVW_ABEORZR (B> TULRLN ?

OFEEDHEER

T QIBERERMax DR

/;:-, P—CY sl

e, Act-Ref

-5 4
B. UJ7L > AV I 2IFAF RN FES DR
MR I BIH(CE, £ UTPL AN DHEHERLET
Flig | #RIEE =Y i
) Curve Type DiER Curve Type EUT Reference & Active fERIDE Y -5 L1 %&EIR
LEd,

@ Reference DR Reference DY —JSAICFEELD)LIL AR AL D, FEESE
EEIEO\CLEERLETD,

1~

44 Gurve Mames: <0verlay> ¥ ||| [ 44) A

al Curve Name = Curve Type

Fc=1 Reference

Fc=2 Active } @
Fc=2-1 ReferanceSubtracted
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RU

07 . Reference (Fc1)
1 i OK
150 — @ EK
JULOL RS R SFEBLC 0T L
z oo L l )f//,]“ ]
5 / i .. Reference (Fc1)
NG
=0 t f t i t t t t i _Cx_

Reference (Fc1) / Active (Fc2)

C. W& EMFEN RS THAN DIESR
VT, ZOREANMNESEMUIFEARBREDTHINEVOISEEE T, 71371 MNEEZER =D
TBF(C. B Rmax A, IEB5&AY Rmax (4-1E 288) LIT TEEMII B xR LET

O

- Rmax

A W W W

Req (RU)

a & 8 "Wy 8 8 3 =2

AN W T

S 3. 35eT 47 4587

TFHANEE (M)
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6-8. Keyword Table [c&3Y VT4, iBEREDIEIE

B TWBESLIVREREAL O TINOAIREANIANGHOIZIHE. Evaluation Software H'5
Tools... = Keyword Table..Z22UwIUET,

Flg | #BIRE AR5

@ Concentration Unit | S@EFBAf7(C A NZRNG0IBE . BTEITRICIRELE Y,

@ | Table SYTIEE . O TINOELMBEANIAN GBS . SRATEST
HICIRELET,

& Keyword Table X
Cycle Cycle Purpose Sample Conc_£1 Conc_#2 Conc_#3 Conc_#4 Conc_£5 M/ [Da]
Reset Al Fitters
h'd o v o h'd o o o v \
1: Startup running buffer 0 0 0 0
2 Sample “blank 0 0 0 0
3 Sample blank 0 0 0 0 Add Keyword
4 Sample 2489 1 35 75 15 30
5 Sample blank 0 0 0 0 > @ Rename Keyword
6: Sample " blank 0 ) 0 0
7 Sample blank 0 0 0 0 0 Remove Keyword
8 Sample 17342 06 125 25 5 10
9 Sample running buffer 0 0 0 0 0 J

Concentration Unit
@ —— o 3

Help Finish Cancel
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6-9. J1YT1 I EFT N E parameters DERTE

6-9-1. Kinetics fZ#fr

A. 174> IETIVE parameters DERTE A

A I 1 l'r 1 I kN IA-“_ m d' > 7— 73
Tool bar D *= Kinetics / Affinity ZIEIR, 5 Kinefics %#E1T (4-3D 2H8)

FIg | HeRIEE SRR - SRR
@ | Model ERORSERCTAEETIREEIR (6-9-1B BIR)
@ | Parameters FE(& Default fB (6-9-1C SHR)

Add Fit
Model: | -

\@

Ad Kinetics / Affinity - Fit Kinetics [Create]

1:1 Binding

A< Parameter Settings X
1:1 Binding

Name Fit Initial value
ka :Fit global i1e5 Default
| kd Fit global le-3 Default
@ | Rmax Fit global |~ | YMax Default
tc Fit global |« | 1e8 Default
Fit RI Fitlocal |- | YMax/5 Default

> || e Cancel

B. Kinetics SRATDORIGET IV

Ko fB(E 1:1 #EED_ETHRDIIDEMBEDZ6. AIEERIRD 7Y (% 1:1 DRRICUTULEIEZE, 1:1 Binding
DETINAEEIRT L2 HBEDHULET

LR

tBA

1:1 Binding

A+B& AB
UR>YRET TS MY DFRELETHRE I 26 E BB RIGET o

Bivalent Analyte

A+BS AB,AB+B S AB2
7334 " 2 B ULIERE 2 ERORIEET IV, AB IEESHZRE. UH>
RBH 2 RICHEE T DS

Heterogeneous

Analyte

A1+B< A1B,A2+B & A2B
RERIb. VAV RED 1 FEEOESEMIZ 2 ROV 51 MRS
5& iCro

Heterogeneous Ligand

A+B16 AB1,A+ B2 & AB2
7754 NSHU TRINMEDR RS 2 DOFEEEMUZFFOUH> RIT7F51 b
PAATUTREE I BRIGET o

Two state Reaction

A+B& AB & AB*
UBYRETFSA DD 1 DFRALOEETHIN EEARZAEIS TAX
— 23 B ERIIRILET ).
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C. Parameter Setting DI T5E

B/ GA=BTHU T T O TENBIFET T

I5H Bl

Fit Fit Global : HBEUEEDT Y-S AT 1 DOfFERDET .
Fit Local : ZiEEOT Y-S LATENENIHRZRDFT,
Constant : EE{E,

Initial Value

Fitting f#ATZ (ZUSH B HHRER S TE .
Constant HE CETEEZERTE .

BINSA=HTHHT

BEREE A, Default DEFEMIT T —AHZ U\ TY,

I iEA

ks ZDIEE ., ZERULAL,

ka REENMEVNED T, EMELBASHNCERBMENHIEIZE. 1e-5 <BLINSIZUSHBC
E65HB.

Rmax BE(L Fit Globale BENRTDTHAIITEIC Rmax NENDBPR. Fit Local %&
ERTIT—ANH 3.

tc ZDIgE. BEFULRL,

RI FERUIEVREESIY - IS ADFARCEIOTEIEBROL AR A% Rl ELTETEL
TUFESZEN BTz, Constant O [CUZIEDIHVWHEDHB.

6-9-2. Affinity BF4fT

A. TYTAHETIVRE parameters DFRTESE

Ad Kinetics / Affinity BRIR UL Affinity >

Tool bar O * %#E1T (4-3D 2H08)

FIg | HRIEE SRR - 5B

@ | Model ERORSERTAEETIREEIR (6-9-2B BIR)
@ | Parameters TR Default & (6-9-2¢ BH8)

'\@

Ad Kinetics / Affinity - Fit Affinity [Create] /< Parameter Settings X
Add Fit Steady State Affinity
Name Fit Initial value
Model: | - Steady State Affinity 4—@ v] KD Fit global <1 XMax/10 BaFaci
Rmax “Fit local {YMax Default
Fit offset Fitlocal |+ | YMax/5 Default

v
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B. Affinity BEATORISET )L
Steady State Affinity NME(INE T, Ko fB(E 1:1 FEEDELTROSNZEYETIDT. 1:1 DFEERR
R THIELTIT1YTAIDETENENET,

R sitBA

Steady State Affinity CRyax ..
Req = o— - + Offset
4 Kp+C

1:1 Binding €5 JL . Rmax (& Fitting /{\TX—4,

C. Parameter Setting V{5 E
ZISGA=FTU T T OEENBIGETT

=] S5BA

Fit Fit Global : #EEEEDt Y —JSAT 1 DORERHFT,
Fit Local : ZEE DL Y —ISATENENERZROFET,
Constant : [E7EfE,

Initial Value - Fitting AT E(IUDHZERIEZ SR TE
Constant ¢ HB CEIEEZFKTE .

BINGA-HH T BEREE R, Default DFFEMI DT —A6Z U\ TT,

TR EA

ka ZDIZE BEIFURL,

Rmax BEI(L Fit Global, BENTDTHAIILEIC Rmax h"ENDBPE. Fit Local %
ERT 2T -2AhH3.

offset ZDIZBE BEFURL,
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6-10. BRAr &SR O on &5 54

Evaluation Software (. J1V74 > DB FHMIZITIMEBENHDE T . +TSERVVEEE VL
T SNEEKETITAOIETECHIIRRETHMETY . TR REVEDERIRLTVWRE Y-S
LAZRICEBOTVSD, ZDROBO7YEA Ty NPy TMAILDEETY (6-7 SH8)

6-10-1. Kinetics f#ifr
A. Quality Control 47
FlE | HERIES SEE - 5i0A
O | EEEHNSRTLAOZRYYEEE | Biacore T200 DARYETH]
Ah ? ka=1e3~1e9. ky=1e-5~1
@ | BISA—INTIUTEHENT | kow ke BEU Rmax ORIIHEBI TR,
Wdh ? RARNTDAR—NZF =230 F T ko ko [CHEBIME DR
5N3.

® BRNERDME (RI) OZHM DI7L 2 AIB LV TFS1 MOPOREZZUSICED
TRIFEOGAVMEERD(ET

@ | Y-S ARI-TEBOTVS | BEEYS IVGER. toY -5 A0S - fREISE
h? A BRI RISE. Fitting FEROEFEMEHEL,

® TvT4T =IO TRIETD | Residuals %32 (6-10-1B 2H8)
YIS IALICHEILTLSHD ?

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

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

e (B) BEBNHEBLET,
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B. Residuals 57
I49F4 I h—J =P O—ERICUIBROR T —IDEB DEEEERULET . BRIFRI1vF1> I Tl
SYANITOYIIDBEILTHD. HA RSAOARICEFEFLTOTOY MIUNF->TVET , ATy MIRD

NRENZIGE. BRIFRIWT( I THILEEXERA.

RU
0.8 Ll
ik 45

3 .
04 -
15

0.2+

0

Response

-0.2 4

0.4 -

Residuals for a good fit

C. Report H&U Parameters 47

RU

04
-1.5 4
A

Response

100 200
Time s

Residuals for a poor fit

FEATREREVTUA T ONSXA-INEHENF T,

BAfif teA
HEORETER s HEEATZRRE. IM D A & B TREUBRCAZAR
ks I EERDE.
AREREE TERY " EEROLZTEN. EEHN 1 LRICRERETSEIS.
kg ks =0.015s-1= 1% 1 BHLDEEERN 1%A75ET 3.
ARERTERY v 77454 — (FFEEIREBICBVWTENL T OESHMN
Ko RSN TL\BHERT ,
141 binding Rmax RU 71 MRAFEEE.
model TN CULILZRS 2%B|IWBF (S EOnshIThCcITNS
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