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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 ]

PAZS 256 3 (51
FECH, 8F—EP L. BBETHREWNELSE, BTREREANEE, RESLETHEEHIRE
iJo M5 Dock Chipo £5EE[S, 3% Tools — Prime £, =i Start. 53[5, =i Close, Z%H
ENEE N5 (Standby) K&



KA LIE 76

« FETHR, EF0—E#BL. RBRTREWNSLEE, BOREREATE, RESLTHREHNR
7o md5 Dock Chipo Z53R [T, 1%#% Tools — Prime #p%, =i Starte %[5, =5 Close, R%H
s N5 (Standby) K7

EH A (B

o BEEESIEE File FEAY Open/New wizard template, i%E3% immobilization, ¥ #E Chip type Hik
CM5, fE Flow cells per cycle i% 1, 4% Flow cell 2, method i%&F3 amine, Ligand 8 NBCABZFR (K
5L 79 A), % aim for immobilized level, Target level I NECIABIRMBEBAE (SEFK—)o B2 X
Nexto

T1LEBRESRUEIERESEX

DFEL
<1 1~5 5~10 10~50 >50
(ESiR A/ DTHI B)
BirBEE 500 RU 1000 RU 2000 RU 5000 RU >10000 RU
ER TIERE 2 ug/mL 10 pg/mL 20 pg/mL 50 pg/mL
& immobilization - Immobilization Setup x
& Crptype:  [CMS 9
fow celspercycke: |7 =
Rowcel 1
O[E]  rmobiae fow cet 1 ot | () Amine
420
Fow cel 2
E Immobilze fiow cel 2 Method: | [ Amine ]
® Amfor mmcbized fevel Ligend F‘ |01 Dt igand

() Blank immobiization
+ J% Reagent Rack 29 Reagent Rack1, = FFZ /5 Menu [Fi% Automatic Positioning, Vial siza j%& IR
%EE Medium, EZ25FHE MR, pooling IEINIERE yes, =& OKo IRIBTEIFHRBIRRMAER (X
FZIEEARAA ) #HITHERESR. BRASEMA pH40 NERNARBEERENIIRE (5FF— ).
MEZA T Eject Rack, BRI MR, BESTFHIHESMAINNGE, ELHABERETF, BHERE
EEIHEmAE. (i¥: FIEEP EMNEFSYEX).

B immebilization - Rack Pesitions m] x
~ 1
Aeagent Fack 1 Position w Content Type
~ RZAL
R2 A2 6850 mM NaOH {Immob Fc2 |
R2 A3 99 EDC iImmob Fc2 |

R2 A4 99 NHS {immob Fc2 |

« mif Next, mistart, {R7F method 5 result Xff. RHEKBMESHREBKBIFBKEAIEA
BH, FENEMBERRS

c BERRERE, MAHEAT—2XE, THEFHFELTE.



ZEWFchHZEGEN
o SEESIEM File TERY Open/New wizard template, YW Kinetics/Affinityo ¥ Flow path &9 2-1
(IR EHBEXTE flow cell 4, Wi 4-3), Chip type & CM5, i Nexto

I Cpeniion Vcasd Termplie [ Kinetics/&ffinity - Injection Seguence k.
Delaction Lhe
] Sufece Preaeretion ook in: |3 Merhods And Templates @ - “‘“@
Hame Tie
O Ligand coptues
Sampe
REGENERATION 1 | o
(] Camy Over
€
o = = — e

+ Startup 91 Solution & HBS-EP+, Number of cycle 2 9 5, = 5 Nexto Sample &1 Contact time #J
180s (3} 120s), Dissociationtime i 300s, Regeneration # solution 3 Glycine 1.5, &5 Nexto

& Kinetics: Afinity - Setup b4
[ Fun condibioning cyde

Contact fme: s}  Mumber of pechiors: | 3

[ Kinetics/Affinity - Injection Parsmneters *

Sample
Captme: [ | @) Fowraee:[30_| jame) Dssocanmos: 300 | &)

L] Etra wash after injection with

Regeersion
[ Fun solvent comection Mumbar of impectiors: 8 <W f&"’““'s D [ Hiah viscosty solution

Contact tme- |30 |[s] Flow rate: |30 |[|.I.M|r|| Seabiization penisd: |0 L]

Help « Back et Clase Help < Back. Neut > [

 Kinetics/Affinity-Sample R, EESHYEE: Sample id IHEE#RBTR, Concentration IHE 917
MEINKRE (HEDS. AEHRE), TIRRERMEE, EERENT: BEKERE, BIT#HA
T2k, THEEEEEZTESE.

(B Kinetics/Atfinity - Samples ®

-
i

Sample id

ll.=|=i==|s‘m|“‘.‘im|m|.'|m|mlm
Do oe Do ne e o e n
=

|



e =5 2 % Nexto 1§ Reagent Rack 2{ /9 Sample and Reagent Rack1( Ei iR IEH mEE X IF EAth rack 3k
96/384 FLik ), BEFFZAZ T Menu [5i% Automatic Positioning, Vial siza i&IRi%#E Medium, EE&
HiEE#m, pooling IEINIEIE yes, Rt OKo RIBTEHEMBMRMAR (K FZIEEFIREAT ) #
THRES. EABBREAAERETNIETE DR 1x HBS-EP+ #FEZE 100uM, BH 1x HBS-EP+
175 (BB 5L T Eject Rack, BUEHF ML, RIBEERUEHTHE, S LXERETF,
BHEREEOERE. (iF: FAEEP EMEFFYHE ). SF Next, WHERTRT, BYHIE
B2 (AFERRSZ AR, BuETEE, IEMERFENNHERIEEN GBI REEFNFR)
BHITRE, NBESFREMIET.

E Kinetics/Affintty - Rack Positions O x
v
0OO@O( )

RiDZ 1588 Sample {5.12E-05
QOO@ () mos T mes T sampleosooss
RiD4 158'B Sample 10.00128 |
'O O O'O O R1DS 1588 Samgple | 0.0064 i i
R1DE 296 B Sample 10.032 i |
1 1 1 !
O O O O R1D7 158 B Sample 10,16 | |
’O O T B o S Py
OO O |

R1 Do 158: B Sample 14
w ) () Oso OO R1 D10 1588 Samole (20
R1D11 158: B Sample :'.l]l]

‘O O OIO O RIDLZ 710! HBS-EP+ Startup [

Q RIEL 866, Glycinels Regenaration |

000
OO0
*OO@OCK)

BSOS =)

log
OO0
slo ol 1O
sleleY 1@

Help  (( Mew ~]) < Back Next > Clos=



SRS

« FT7FF Biacore T200 Evaluation Software, mir [ HERTFHEEREXH. =EHAM Plot A Binding

to reference, WBEEZNMNEEEMF—Hak/NF binding level X3 57 11 B {EAY 20%, BIEE binding
level ET SN NBERSFEBRENKRKERG. 12, BENRI T—2L. iF: & Bindingto
reference & SRR R E B FEIREMXB B KX T binding level XSGR {ERT 20%, BIEFEEIERGR
MES, BRNTEHRESETERRPHEBFIRELRIRS P20 (55S: BR-1000-54) iIKEREBII 1%,
FERREASHOTY, BBBRESH L, B AEARITY. & baseline P HAINGRE LI,
A& HIE K glycine 1.5 A TRAVHERT Ao

- mE EABEMIER Kinetics/Affinity, £ FHf=E &= Surface bound, EBFEMNEOSEEARADN

RERITING. BERER: MRESREMMEAKXT 500 RU, ERMEN 5 MREDH, WREK
EIRENMNE/NT 50 RU, ERERI 5 MNRERTHRESH, NTREHRE, BEEE S MELR
E#HTHH. FHRENRE, IEFMRERETELRENNXNSEZT.

Ad Kinetics / Affinity - Select Curves [Create] x
Seled evaluation mode
(@ Single mode () Balch mode
Curvea
Curve: | Fg=2-1 ~| Lgand: [N/A Sampla: B ~| Temperature: |25 -
— 7 tonc Flow | Contoct Time | Diss. Time ~
Cycled (] {wl{min) (s) | (s}
[ 1] k1] 180.0 : 300.1
7 0.0064 30 180.0 300.1
8 0.032 30 180.1 300.1
9 0.16 30 180.1 300.1
10 0.8 30 180.1 300.1
11 4 Jn 180.1 3001
................ S 0 N L0 s S
13 100 k1] 180.1 300.1
14 ] 30 180.1 300.1 v
e ——
@ [ Zoom lack
50 —_— T '
: et ——
2 - - " NN R - R
3 £ - 3 _F'_,_..,-—""' e
2 10 e
'!q T T T T T T 1
-100 1} 100 200 00 4040 500
Time 5
[#] Show concentration sedies ] Show blankis) [ Shew average blankis)
Help Muitiple Rmax Adjust Irjection Everis., 8 Nexd > Cancel

MEATA Next, BaEHA TA Kinetics ( HERKEN " R ERT "B, & Affinity), mEZEZ LA Fit
HITHIRINEG, =mEH T Finish BAko

© ETHHEEREE, Quality Control IBIZIEM S EKT R NEIET; MRTENT, RT-EE

BEIES,; WRRAYT, TRVBEIFEES, FEMHLE. HIBERIEN Report FEREFND
WEE, SEMAFHIE ka. kd, FEMADEE KD Fo LIRS HE, shHZEE: Ka=3672M's7,
Kd =0.001807s", FEF]/1: KD=4.921x10" M,

BRAFKERL, SHEE#TLIERE copy graph (small, medium, large) BFXEAZE, tBballlA
#aE exportcurve, S txt XAEBEITHEE=FRHEEE,



#d Kimetics / Affinity - Fit Kinetics [Create] b4

Curve: Fe=2-1 Ligand: N/A Sample: B Temperature: 25 (T)
Add Rt
Model: | - 1:1 Binding Description:
| Parameters. Delete Tocks *
AU
8a .
&0
g
[
2 =
2 g
‘20 T T T T : : :
-100 o 100 200 300 400 S00
Time 5

@m Fesidusls | Parametess

0 }(rm:mmwxmbeumdmwm.
Q/‘awummmm.

E Chieck that senacegrams have sufficient curvature.

e [Examine the residual plot. Pay sttertion 1o systematic and non+andom deviatians,

Cycle: 7 0.0064 M|

Cycle: 8 0.032uM = P i -

Cycle: 9 0.16 uM LENE7. 000 LESIET|

Cyele: 10 0.8 uM 800087 30.00f  LE91E+T] |
Cycle: 11 4 pM A000E6T 000 LESIEHT|  L002!

MBS, BkITRER AN
54k 400-810-9118
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ERLBREGRZTWALTE, Cytiva BATRHSMESKRETHA
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RT. (EAEBEBRIEIENE, Cytiva REEAEFREAARSEFSRIE
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