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o ASLIGFTAIRINLEL: Biacore T200 , EHAEMANE, BIZEXI M B AYIRIEL AR
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« SEICMET A, ]RS: 29-1049-88 (— % ). BR-1005-30 ( = 5% ). 29-1496-03 (+H%),
(iF: BRGREREFER, URU=NAENEE, EBEEEEEFRH, REEF—BEFAEH, iy
_Efiﬁﬁ )o

s [EMEEOAFKE (KS: BR-1000-50).(i¥: EME AY EDC #1 NHS, AfEfE, 200ul EEH %, -20°CKE,
B4 s, SN—E/MUEERRT ).

o {BEf Buffer: 10mM EEERH pH4.0 (£5S: BR-1003-49), I 10mM BEER$0 pH4.5 (552 : BR-1003-50),

© ZR: 10 x HBS-EP+ (£55: BR-1006-69), X F/KHHRE 105, BEcE 500 mL, EF T200 REAMIELR L,
BERERE A BARF.

+ BAXEAR Glycine 1.5 (£S5 BR-1003-54)o (R AI AN —HBERES LRAEBMIES)

e TE15mEPE ({S: BR-1002-87)o

« EHAMERB: BRKRE> 02mg/mL, EHDEELDE 20 g,

LS|
ShRENESEPRER
L BEFEMR, K, BRESREEEGRED, FHENMILOERE.

« /iF Biacore T200 Control Software IE?—]’EEF'E"JEQZ, =i Eject Chip, 3T EGHEIBITo IR
New Chip, IL{E Chiptype J§ CM5,

( @ Mew chip ! O Reuse chip
Mew chip

Biacore T200 : @ [

Chipid: | CMS 21-Feb03 FiMa |

' ': This will eject the sensaor chip Chip Iot o [optionl) | |
L B

[ Help ]G Eject Chip u Zancel

PAZSSEEE Ja 51

« FEGHR, BFN—EAH L. FBREHRLENESLSE, BERERENKE, RESLEHREHRIT.
&5 Dock Chipo 5[5, #1% Tools — Prime 654, =i5 Starte £53/5, &5 Close, RZEIENG
#l (Standby) JKZ.
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= & 5 &l 3% 5% File T [ B9 Open/New wizard template, 1% 2 immobilization, X &5. #£ Chip type & 1%
CM5, 7E Flow cells per cycle i%& 1o ‘Ai% Flow cell 2, method %3 amine, Ligand ¥ NBCIRZFR ( ANSLIGH
A), 1EH aim forimmobilized level, Target level I NECIRBEIRMBEAE (2K — ). =5 2 X Nexto
R1L.BHESREALERESEX

BEa 17
<1 1~5 5~10 10~50 50
( Btk A/ 51740 B ) g
BinfBEE 500 RU 1000 RU 2000 RU 5000 RU >10000 RU
BRATIERE 2 pg/mL 10 pg/mL 20 ug/mL 50 pug/mL
& immobilization - Immebilization Setup X
=2 Chip type: M5 ~

Fow cells percycle: |7

Flaw cell 1
m| E‘ Immobize flow cell 1 & Amine
Plaw cell 2
E immobilize flow cel 2 Method: | [ Amine o
(®) Am for mmobiized level Ligand: [A ] Do bgand

O Specty cornact time andflow rate  Targetlevel: [1000| | (RU) Wash solution: | 50mM NaOH
O Blank immobiization

» 4% Reagent Rack 2 9 Reagent Rack1, s FZ 5 Menu fgi% Automatic Positioning, Vial siza i IR 1% %
Medium, BHESHFHEBEER, pooling EINIERE yes, =& OKo RIBTEFHERBRRAER (KFizE
ERIRENE ) HITHERES. BEFREQRH rH40 NEBRNERBRENNIRE (2€%F— ). REETHA
Eject Rack, EXHFMEE, BESTFHIHERMEINNUE, £ LXBRETF, BHEREEEHRE.

(if: FREEP ERNEFSYHE )

1

& immobilization - Rack Pesitions ] x
Feagent Rack 1 “ " Pasition %e Content Type
@ O OO CEE—
R2 A2 68 50 mM NaOH Immob Fc 2
se O O O O R2 A3 93 EDC Immob Fc2
B2 A4 99 NHS tmmob Fc 2
i R2B1 Empty EDC/NHS, min. capacity 124l Immaob Fc2
R2 B2 139 Ethanolamine Immob Fc 2

i

* i Next, mistart, fR7F method 5 result X, RAEGBEMAECHEREBKEFBERENEAFER,
FHEDEMBERS.

« BERRERE, MAHEAT 2L, THEFHFELTE.



ZERDZEET
o BdEiEE G File FEIAY Open/New wizard template, XI5 Kinetics/Affinityo 4§ Flow path 14 2-1
(WNREEMBEXTE flow cell 4, Mi% 4-3), Chiptype % CM5, =i Nexto

Kinefics - Linked Reactions

& Open/Mew Wizard Ternplate [ Kinetics/&ffinity - Injection Saquence )
— Delictions i
sy | U (@ Ao TmEE e B

immobilization
50 Assay Develapment Hame e
Regenerabion Scouting
Buffer Scoutng
Suface Pedomance
(. Control Expentments [ Ligand captue:
Somvie

REGEMERATION 1 ] Regenerstion 1~

] Camy e

Heo || Bowss. Open i B > | [ G

 Startup # Solution & HBS-EP+, Numberofcycle {8 5, s Nexto Sample & Contact time 3 180s
(8K 120s), Dissociationtime /9 300s, Regeneration 51 solution g Glycine 1.5, s1d5 Nexto
& Kinatics/ &ffinity - Setup b

Condiioning
[ Fun cordiborng cyde

[ Kinetics/Affinity - Injection Perameters *

Sample
acttme: 190 | ) Powree: 30| Gémn) Dssosatentme: 300 | @)

[] Esira wash afber injection with

et TSU] o vece e

Comacttme: (30 | ) Fowrste:[30 | jimr) Stsbizston penisd: |0 =

Hele: < Back et > Qe Halp < Back Nt > Close

* Kinetics/Affinity-Sample RE, BESTYEE: Sample id HEE##mRE R, Concentration IHE ST R
FRE (RIS, AERR), TRRERWEE, HEFERENT: BERERE, MAHEANT—S LR,
EEEFEETE.

Kinetics/Affinty - Samples x
=]

" e,
Sample id 'mml@—]
pg/ml [+
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e
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e
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Run order
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e &5 2 )% Nexto 1§ Reagent Rack {9 Sample and Reagent Rack1( B} R IE# R = 1% F E {th rack Bf 96/384

iR ), BEFZE TS Menu f5i% Automatic Positioning, Vial siza iEINI%IE Medium, BESHEEHSR,
pooling IEINIEE yes, mE OKo RIFTEH@BMRMAIR (K FZEEAHIRET ) #ITHERES. EH
B BHR S RAIEEHRIIEITE MK 1x HBS-EP+ FEIEE 100pM, B 1x HBS-EP+ #17 5 EHE. mEA T
7 Eject Rack, BRI mIR. RBEERFERUBHITHE, SLXERETF, SHEREXEERE. (F:
FiE EP BMNEFS Y X ). R Next, MHEEBTRE, BNHIBER (AERRZ AR, BT
TiEE, IBFMRENXEEREEX RSN TRHENINER ) #HITRE, NBESFHEEMET.

E Kinetics/Affinity - Rack Positions O X
armple and Reagent Rack 1 v | volime Sample1 | Sample 1
Position | () Content VP | conc(um) | Mw (Da)
1 K R1D1
OO O‘ QO RiDZ 158 B Sample  |5.126-05
P : 13 1ZE-
W () O"O O R1D3 1538 Sample  |0.000258 .
RiD4 158 B Sample {0.00128 i
'O O O'O O RLDS 158 B Sample | D.00E4 i i
R1iDE 196 B Sample {0,032 i i
1 1 ] H
O O O O RLD7T 158 8 Sample 0,18 i i
’O O TR T e
W o) 1 ple L)
O O rR1 D% 158: B Sample 4
10 O Ono O R1D10 150 B Sample 120
R1D11 158: B Zample :'.IIII]

‘O O OTO O RID12 | 710 H:B‘S-EFH- Sartup :
R1E1 B66: Glycingl.5 Regensration |
HOOOOOQ( ] yeinel.s egeneratio
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Help  (( Mew ¥) ¢ Back Nest Close
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* FTFF Biacore T200 Evaluation Software, =& [, HBARENERXE. SEH LM Plot 1 AY Binding to

reference, MBZENMNEEE BT —HE/\T binding level 3T Rz A N {ERT 20%, B E binding level &
RN ESSFERENRERD. 2, BEMRIT—L. iE: & Binding to reference F™ R AY NI
R {8 th 7 2 iR B K H B KX F binding level XS ITR{ERY 20%, BIFEIFFEUES. KNTRHRES
ETEARPHREFIRENRIRS P20 (£25: BR-1000-54) iRERET 1%, HEFBFIREAS2HY, EB
BERESCHL, BAEADTY. & baseline PENTSRINGRE LI, AEHIEK glycine 1.5 A KAIHE
FERTIE)

R LA FEMER Kinetics/Affinity, £ FHIFZE =& Surface bound, EBHEMNEOPEERBDINIRE
BHITHE. BERREN: NRBSKEMREAT 500 RU, EREHN 5 MNREST, NRERSIRENN
fB/NF 50RU, EHREMN 5 MREHTEIESH, NTREFRE, BEES MNEZNRERTON. 1F
ZRRE, TEMHRIRERSTELIKRERINSEIHAT,

Ad Kinetics / Affinity - Select Curves [Create] x

Seledt evalstion mode

(@) Single mode () Balch mode
Curves
Curve: | Fos-1 e Ligand: | NAA Sampla: B e Temperatura: | 25 e
Tockde | Cyteg | T Flow | ContactTime| Diss, Time A
(w#1) {walfmin}) (s) (s) |
[ 1] o 180.0; 3001
7 00054 k1] 180.0 300.1
a8 0.032 30 180.1 300.1
] 0.16 30 180.1 300.1
10 0.8 30 180.1 300.1
1 4 £ 180.1 00,1
................ L= . . S ... B
13 100 ki 180.1 300.1
14 0 30 180.1 300.1 =
e
I [] Zoom lack
] 50 — Ceon — —-—\_- = -
E_ 30 - — __,_,_.--'—'_'_'_F_ﬂ_\_\_\_ '—_—————__:_ e
] et e e —
T 10 e e ——
e ——
10 t f t t t i
-106 1] 100 200 00 400 500
Time 5
[ Show cancentration serdes [ Show blank(s) [[] Show average blank fs)
Help Muitiple Rimax Adijust Irjection Evenis., - Mes » Cancel

MEATA Next, BRHEATA Kinetics ( HERE D "R EWT "B, £ Affinity ), mEA LM Fit #1T
HIBME, SEATA Finish THo

¢ AFETHBBETRIZE, Quality Control NRIZIEREKT RGN EIELF; WR=EKT, RRHIEREE

2, MRRANT, TFREIBEFES, SEMMALE. FIEEREM Report MEREFNOHEE, &
BN NZEIE ka. kd, FEMADEIE KD Fo ARSI AB, shHZEEIE: Ka=3672M's”, Kd=0.001807s",
EMS: KD=4.921%x10" Mo

. 5)ERIEHMEERL, SEEETLIERE copy graph (small, medium, large) BFNELkE, tholla%E

mif exportcurve, S txt X ABBITRHE=ZFREEE.



@ Kinetics [ Affinity - Fit Kinetics [Create]

Curwe: Fe=2-1 Ligand: W/A Sample: B Temperalure: 25 (T}
Add R
Model; | - 1:1 Binding
| Parameters.. .
AU
80 -
80
s 4@
B
2 =
= 5
=20 t } t } }
-100 o 100 200 300 400

Quaty Cotro Repont Residusls  Parametes

o }G-mcmmmarw be uniquely detemined.

\¢ /mwummmm.

e Chiach that senaorgrams have sufficient curvature.

o Examine the residual plot. Pay sttertion 1o systematic and nonrandam deviaions,

cBack | Fmsh ||

Pmelm

Cycle: 7 00064 pM

(Cycle: 9 0.16pM
Cycle: 10 0.8 M

Cycle: 11 4 pM

MmAEIE,

3672 l}ﬂlD{l?’ 4.9 IE'-‘
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*F cytiva (BIFR)

ERLBREGRZTWALTE, Cytiva BATFRHSIMESKRETHA
fEo Cytiva FIHETET 33 12£7T, HERIK 40 2/MEXRFAIR 7000 &
RT. (EREBEBRINEIENE, Cytiva REEAEFRAARSEFSRIE
RREE . WRSEEH, WEEIFBESYNERINEF, BREKERE,

sEL 4. 400-810-9118
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