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LIS RIS

« SEFICMSES, RS 29-1049-88 (—H 25 ). BR-1005-30 (= H%E). 29-1496-03 (+ %),
(GF: BRCREXEFER, IRN=XNARNEE, EBEEEEFH, REEQA—EEEH,
AT —EER o

FEMBEOXFE (85 BR-1000-50),(;F: 2@ AY EDC #1 NHS, AR, 200ul BEH %, -20°CK
F, REXie, SE—S/MUEFERER ).

o {BE£ Buffer: 10mM BEERHH pH4.0 (552 BR-1003-49), 5§ 10mM BEERHH pH4.5 (58S BR-1003-50)0

ZiMiR: 10x HBS-EP+ (5= BR-1006-69), FIEEF/K#ERE 10 %, BLE 500 mL, BETF T200 R%E
EMFERE, BEDRHRE A BAIESF.

« HB4AR Glycine 1.5 ( 885 : BR-1003-54 ),
e TE15mIEPE (85 : BR-1002-87),

- EHAFIEAB: B&KKE> 02mg/mL, EASE2ELDE 20 pgo

5 = RS DATERMNES
SRR
SRIMESE R RER
 BEFERE, KE, ERESRBEEAEET, FHENEROERE,

= Biacore T200 Control Software TEZgE o 52, S Eect Chip, HFTHHBIT. BiF

New Chip, II#E Chip type 73 CM5,
@ New chip ! O Reuse chip
Mew chip

Biacore T200 X @ >

Chipid: | CM5 21-Feb03 FiMa |

' "_n., This will eject the sensar chip Chip lot nc: [optional] | |
L

[ Help ]q Eject Chip u Zancel ]




« FETH, EF—E#L. BRBRTRHFENSLSE, BTREREANTE, RESLTHREHRE
iJo M5 Dock Chipo 45EES, IR Tools — Prime £, =i Start. 535, =i Close, Z%H
e N (Standby) Ko

EH A {BE

o BEiREI 4 File TEIAY Open/New wizard template, %32 immobilization, 5. #E Chip type Hi%k
CM5, 7 Flow cells per cycle i 1o 4% Flow cell 2, method i%F3 amine, Ligand B NECIABZFR (K
LIS A), 1%EF aim for immobilized level, Target level M NE A BIRBEE (822K —)o 2FH2 X
Nexto

F1LEBRKRESREIERESEX

DFEL

<1 1~5 5~10 10~50 >50
(Beik Al T4 B)
BiRBIKE 500 RU 1000 RU 2000 RU 5000 RU >10000 RU
R TAEIRE 2 ug/mL 10 pg/mL 20 pg/mL 50 pg/mL
& Immobilization - Immebilization Setup b
g Chip type: CM5 w
Fow cells per cyele: |1 -
Fow cell 1
D Immobiize flow cel 1 o | [ Amine
420
Pow cell 2
E Immabilze flaw cell 2 Method; | [ Amine ~
(®) Amfor mmablized level Ligend: [A | ] Dikste ligand

() Blank immobiization
« & Reagent Rack £ /9 Reagent Rack1, = FF7Z 75 Menu f§i% Automatic Positioning, Vial siza 1% IR
% Medium, HEESHBRER, pooling IBIUERE yes, R OKo RIBTEPHERBIRRATR (K
FiZigEAHREE ) #ITHEMRES. BRAEEAR pHA0 NERMARBEENNIRE (2E%X—).
MEAZ T Eject Rack, ERHHEF ML, BESIFIERKEINNUE, SLHEREF, BERE
EEIHmE. (if: FMEEP ENEFSYEE)

[ immebilization - Rack Pesitions m] x

Aeagent Fack 1 | Position “{*"Fe I Content Type
4 o
RZ A2 68 50 mM NalH iimmob Fc2 |
R2A3 99 EDC iImmob Fc2 |
R2 A4 99 NHS {immob Fe2 |
B e e T ebrdd
R
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+ s Next, mistart, {77 method 5 result X, RAEGEMESHRE BB RBKERERF
BH, FENERBERIRS.

© BERERE, MTHEAT LR, THESEELFE.



BEFzh D ZESE
= 5 12 4 2% {4 File &1 B9 Open/New Method, %X f5 X &5 T FF Biacore Methods, XY &5 Single-cycle
kineticso

E Biacore T200 Control Software

File | View FRun Tools Help

: Open/Mew Wizard Termplate...
| Open/New Method...

Open... Ctrl+ 0

Print... Ctrl+P

Open/New Method O *

Look in: |["_‘| Methods And Templates v|

Mame Type Maodified

Biacore Methods

N

Open/Mew Method O X
Look in: | [[1] Biacore Methods ol | £
MName Type Modffied
F_E Affinity in solution Method Builder 318213
F_z Calibrationfree concentration Method Builder 318/213
F_z CAP single-cycle kinetics Method Builder 37182013
F_z Fragment Affinity Screen Method Builder 34182013
F_z Fragment Binding Level Screen Method Builder 3/18/2013
F_z Fragment Clean Screen Method Builder 318/213
F_z GST kinetics Method Builder 318/2013
M’ j Method Builder 3/18/2013
= Kinetic Screen Method Builder 3/18/2013
F_E Kinetics heterogeneous analyte Method Builder 31852013
F_z L1 liposome capture Method Builder 3/18/2013
F_z LMW kinetics Method Builder 318:2013
j_?j_z LMW screen Method Builder 3/18/2013
F_E LMW single-cycle kinetics Method Builder 31852013
Single-cycle kinetics Method Builder 34182013

| Help || Browse... | [] Show importable wizard templates MNew... || Open... || Cancel




« 7E General Settings RE, AJLMERDITMIRERMN. HRCERE. HIEREMNEXETEM, & flow
cell 2,3,4 #3{BELTEH, Detection FEAJLAE Multi, SEXTMAIE 4 £ 7% 2-1,3-1,4-10

[ 2 Single-cyche Kinetics - Main x

« fECycleTypes RE T, &£ L F ik sample, A T 55 commands § % ¥ Sample1, Contact
time 79 120s, Dissociation time J3 600s. 1% commands A fiJ Regeneration1, 7 {lll Regeneration
solution /9 Glycine1.5, BEtZ LK Startup, MM TAHASS sample 22—,

[ Method Bullder - Main *

Desscription of ssiected cycle tpe
This cycle & used in sample steps, and coniol sample steps if used).
r of sampie ard ]

Helps Save Save P Oose |

Mk Verification, IRGZEBNAEXRNRNESKE, HRERERNREERSEHITER. 0
RiZIEM, s setup Rune 7E detection REIEZFE[EFAY Flow path, XEBiER 2-1 (MRERB
BE7E flow cell 4, MKk 4-3) o

Method Builder - Detection X

Detection

o i




=5 nexto Startup IS HBS-EP+ B E], %1% Sample, £ sample solution FIESHEEZFR B, Conc
ESEDITMRIIKE (HRES. AEHRE) . EERENT:

& 2. Single-cycle Kinetics - Variables *

<[§a;§|'¢—]

Variable values for Assay Step Sample

sample 1 |
Sample solution | Conc (1) (M) | Conc (2) (uM) | Conc (3) (uM) | Conc (4) (uM) | Conc (5) (uM) | MW (Da) |
B i (1] o 1] 0 (1]

1
2 B i 5.12E-|:5| ﬂ.ﬂﬂﬂz56| 0.00128 0.0064 0.032
B 1 0.16 0B & 20! 100
T | ; i i | i
Help « Back Mest = Close

=35 3 )% Next # N\ Rack Positions 1, 1§ Reagent Rack {7 Sample and Reagent Rack1 ( &%
FH 96/384 FL#k, MJi%#F Reagent Rack1 &% 2, EBF7E 75 96 well microplate 5735 3 X iz 19 FL 4R 2
B ), EFFA T/ Menu f5i% Automatic Positioning N\ FEIRE G, Vial Size iRIEZEKFHTIEE, 1.5
mL EP E151%# medium, pooling i%#E Yes (1HEMNHEMEBMNEH ) , =& OK. RIETEHERS
MRRAER ( KFZISEMWIRANT ) #iTHERES. B0 B BREBEREHPINEITE PR 1x HBS-
EP+ #GREE 100uM, B 1x HBS-EP+ 1T 5 (&% mEZA 5 Eject Rack, BRHHMIE. RIEE
THRUBHTHE, SLHAEREF, SERREEEHFRE. (i1 MEEPENEFILHEE).
R Next, XHXHTHRE, BYHIREER (IERER AN, LTBTEE, TEMREN
YHEEREEXHREHUREERINFR ) #HITHRE, NBEESHFHEMET.

E PIP Single-cycle Kinetics - Rack Positions =] X
ample and Reagent Rack 1 w
0 OC . : O R1DZ 123 B  Sample 5.12505
W) ) O“O O R1D3 12818 | Bample 0.000256
R1D4 128/ B [ Semple 0.00128 i
'O O O‘O O R1DS 1288 | sample 0.0064 i
R1DE 128/ B | Sample 0.032 |
1 ) i i
O O O O R1D7 1288 | Sample 0.16 i
SO O T T P
1 ample .
O O O R1D% 128/ B | sample 4
W) () OSO O R1D10 1288 | Sample 2
R1D11 128 B | sample 100

O 0,0 O R1DI2 164/ HES EP+ lstartp

RIEL 161; Glyeinel5 iR i i
0008 < iz mimn mm
O 0O
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¥ JF Biacore T200 Evaluation Software, mifF [% , HAREFHNERXHF. SEHZM Plot /Y
Binding to reference, # B & R 2% /T binding level XY R Nd R {EHY 20%. 812, BEEHEIT—Fo
iE: 75 Binding to reference & m AU N {8 A F binding level B34 Rz N R {EHI 20%, BIfF/EIEER
MES. BRNTRHRESETEFRFPEBFIRELIRS P20 ( 555: BR-1000-54 ) IREF#EE 1%,
NEFFGERAS DY, BBBHKESGHEL, B ALY,

o |mELEFFEMER Kinetics/Affinity, £ NHIFZE M5 Surface bound, EBFEINEOFEERDH
REHTHE. BEREN: NRESKREMMNEKTF 500 RU, EERIRER; MRESREN
RBI{E/NF 100 RU, EEFREH. NTFREPE, ERE—HREHTON. FEENRESR,
AEH mIRE RSB IR EHRRIX S XIER0T .

A Kinetics / Affinity - Select Curves [Create] X
Select evaluation mode
®) Single mode (O Batch made
Curves
Curve: |Fe=2-1 w|  Llgand: A o Sample: B w|  Temperstue: |25 e
Conc | Flow | ContactTime| Diss.Time |
"“*""“"“‘" M) | (limin) ‘ s) )
v s [] 30 120.1 500.1
0
i
i
[
< IE I > & S5.12E-05 30 120.11 &00.0
0.000256 |
H 0.00128 |
0.0064 |
: 0.032 ! |
i~ 7 0.16 30 120.1 £00.0

0.8

20
100

© REATA Next, BRERTA Kinetics ( HERER "RERT "B, & Affinity) , REELA
Fit #HTEIEING, <&EH T Finish STM.

« ETHHIERRZE, Quality Control MBI =IEZZ KT R G NEIELF,; MR=EKT, RREE
BES, IRSLNT, XRHEFEES, FENNIR. HBEERZH Report FEREFRNS
WEIE, BIENHZHIE ka. kd, FEMAOHIE KD Fo LUARZIRAE, shHZHE: Ka=1.333x
10*M7's", Kd=0.001343s", EFf/3: KD=1.008x% 10" M,

- BEIRHMEERL, SEAERLIER copy graph (small, medium, large) BFXELKZE, BATLL
LAHE ST exportcurve, B txt X KEEITRHE=SREEE.



Curve: Fc=2-1 Ligand: A Sample: B Temperature: 25 ('C)

Fis: | 1. 1:1 Binding ][ Tods |
RU
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QQuality Control Report  Residuals ~ Parameters

Kinetic constants are within instrument speciffications.

Response

@ Kinetic constants appear to be uniquely detemined.

No signfficant bulk contributions (RI) found.

° Check that sensorgrams have sufficient curvature.

° Examine the residual plot. Pay attention to systematic and non-+andom deviations.

mwcm Residuals Parameters

curve | ka(1/Ms) | kd (1/5) | kD (M) | Rmax (RU) [ Conc (M) |t Flow (ul/min) | kt (RU/Ms) | RI(RU) | Chi
1.333E+4 0.001343| 1.008E-7] 89,89 o i 4.0?95-_!:155 i ]

-S00E
8.0008-7
000
2.000E-5:
Lo00E4. L

MBS, BkITRER AN
54k 400-810-9118
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