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LIS RIS

+ SEFCME L, ]S 29-1049-88( — % ). BR-1005-30( = 5% ). 29-1496-03( + %), &F
BS5/MSFHOFEHATF 100, A S R CM7 T E. (iF: SHSEE—RMER, Jal=
WARWEE, EBEREEFEH, REEQA—HAEEHE, My—BEFER).

o SEBESLFE (52 BR-1000-50).(3F: E@EHAYEDC I NHS, [AfR/E, 200ul BB H %, -20°CKTF,
[R4ESELEHY, % —ERCEFEREIT ).

o {BE£ Buffer: 10mM BEESHH pH4.0( £52: BR-1003-49) T 10mM EEEL $h pH4.5( 552 BR-1003-50)0

« ZhW: 10x PBS-P+ (55 28-9950-84),
(AT TR 4IRS £k 1/2/3 3§ 1/2/3/4 FREFEMIIER

& CMs BB ES & CM7T HREER

o D4 DMSO, EBEFK (022um EidiE, BHKNERZES, IEFEERXIRERER ).
« BH: RKE—RFEXTF 05mg/ml. EFREED 20pg A L,
o INDFLMW: BERIRERINATF 20mM, {(KFR7E 30 uL LA L, 4B >90%, SATE 100% DMSO B,

o HthiF#: TE 1.5mIEP & (£5S: BR-1002-87), BIRHREE 2 B (8= BR-1004-11), 96 LR ( %
=: BR-1005-03), 96 FLIRFI MR (555 : 28-9758-16), WISLHEA Cytivao

SERLR

ChHEMESEFRER
+ BTN (200 mL 1xPBS Buffer BIAT ), KR, RIS BIMEEEGERT, FENEMAS
R

« £33 Biacore T200 Control Software T B &by 5 :324|'5EE Eject Chip, ¥THTHMITo BEIF New
Chip, IL7E Chip type 9 CM5,

@ New chin ! O Reuse chip
Mew chip

Biacore T200 X e o >

Chipid: | CM5 21Feb-08 FiMa |

L] "_n., This will eject the sensaor chip Chip lot ro: [optional] | |
L]

[ Help ]q Eject Chip u Zancel ]




FRHTR, BFN—EHAL. B#BRORENSXHE, STRBEEREARE, RESLERRIE

iJo M5 Dock Chipo 45EES, IR Tools — Prime £, =i Start. 535, =i Close, Z%H

i N5 (Standby) Ko

ERABEL

T S 8R4 File FEAY Open/New wizard template, %1% immobilization, Y. £ Chip type

%5 CM5, £ Flow cells per cycle i%& 1o A% Flow cell 2 (81 2 EF3, TJi%IE 4), method % amine,
Ligand % N\ Bg {8 B ¥R, 1% B3 specify contact time and flow rate SE Il 5 {B BX, & T & A contact
time, ZORSCIGHIA 900s. ik 2 X Nexto

FRLEBRESRATERESSER

STELL
<50 50~100 >100
(BB /)M\HF)
Eye3is] CM5 CM7
BinBEE ~8000 RU ~15000 RU >20000 RU
BeR TIEIRE 20pg/mL 40 pug/mL 50 ug/mL
contact time 600s 900s 900s
Immaobilization - Immobilization Setup X
& Chiptype:  [CMS =
Flow cells per cycle: 1 v
Flow cel 1
|:| mmobiize flow cel 1 Method: | @) Amine
o S e 420 10
Fow cell 2
S T - e —

O Aim forimmobilized level
@ Speciy contact time and flow rate
O Blank immobilization

Fow cell 3

|:| immobiize flow cell 3

Fow cell 4
O Immobilize flow cel 4

Ugand: oo | Ditelond
Contacttme: (500 |(@) Fowrate: [10 | (u/min)

Method ﬁ Amine

e: 420

Method: | [f Amine

ct time: |420

Back Next>

Close

EAM FhISZe % Sample and Reagent Rack 1, £ Menu EBi% Automatic Positioning B s HE R

miUEHETEYRTERAEEME. RIETEPHFRBMRAR (KT ZEEERT) #1T
HRES. HRERAEEM pH40 BRI E 50 pg/mL (SR ERECHBNIRE )o REALT

= Ho

75 Eject Rack, BRHH£m2E,
(i*: FAIBEP ENSFBHYEX).

BESFIERREINNAE. S LXERSF, BEmREosmit.
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BH, FENEMBERKRS.
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RIEITEIMRIERE 5%DMSO A9 1xPBS-P+ ( M miAMRIERIEZE DMSO 88, &S

[m} X

Position \ro(h'l;}ne Content Type
R1D1 99 EDC Immob Fc 2
R1D2 98 NHS Immob Fc 2
R1D3 Empty | EDC/NHS, min. capacity 124yl Immob Fc 2
R1D4 139| Ethanolamine Immob Fc2
Rl Ds 188 nro Immab Ec 2

Next > Close

M Next, =i start, {#7F method 5 result X4, RFEEESHFEESHEBERBE2NE R

P

EY 105 mL 10xPBS-P+ FI X E FKFHEEI 1L, Bohk 1.05xPBS-P+, HiZHE TR, A DMSO, BE
5%DMSO JZ1T& KN 4.5%. 5.8% BFIKIERR ( running buffer -7 DMSO iR EFIELHERT 5%, =]
MNDFHRBBEBRME, 0-10% Ao & running buffer 1 DMSO IREZE, MBHIRIES
WBERNZTE, RE cover running buffer 2 DMSO JRERIT ) o BRFALMNITEFHREITE DR
AL A 5%DMSO 9 1xPBS-P+, FHBEAMERMAIEHRE

4.5% DMSO 5.8% DMSO r:&?‘:ﬁ:xl sf:;
1.05 x PBS-P+ 9.5ml 9.5ml 950 ml
100% DMSO 0.45ml 0.58 ml 50ml
Final volume ~10ml ~10ml 1000




RETRIES 4.5% # 5.8% FRECE 5%DMSO iRERIEMEZ (DMSO iRERNMEFIF—EE 8 1,
BE 4-8 MYT. BAREHIE—FEE 1.4ml, XEYAIRBEIIRERETEE)

Buffer/Vial 1 2 3 4 5 6 8
4.5% DMSO 0 200 400 600 800 1000 1200 1400
5.8% DMSO 1400 1200 1000 800 600 400 200 0

© N\DFHRES

FJ 7 & DMSO {4 1.05xPBS-P+ £& ) i ¥ B 20 mM /9 F &% 20 £, 23] 1 mM & 5%DMSO {1
1xPBS-P+ AR/ F 400 uL, FBRAEIFHIA 5% DMSO B Running Buffer &3 ¥ @ T ={Z#1 10
NREBE (£ 200 ul), £ 3I2 1000 pM, 333.3 pM, 111.1 uM, 37 pM, 12.3 pM, 4.1 uM, 1.37 uM, 0.46
UM, 0.15 UM, 0.05 UM, [EIfFIRB— T EEIRE, EMN—1 0 KE.

SEIchHZEN
= i i %) 5% 44 File ™ E AY Open/New Method, #4 f& X &5 $J FF Biacore Methods, B W &5 LMW

kineticso

« 7E General Settings 5@, 4§ Concentration unit 29 uM, Detection {9 Dual, #& flow cell 2,3,4 £f
{BEX T EH, Detection FEALAIE Multi, FEXIRAYEE 5 &0Jik 2-1,3-14-1, HMBAMIER.

[ Methed Builder - Main ®

Sample companment temperature
EI:I Vary with analysis temperature

Name [

* £ Assay Steps FRE, A LAEEEE N IR B F1E SR ¥ Startup Flsample NEEREBEE SB35 1,
solvent correction BE QN FF AR —IX, LERIF—IR, BR 30cycle —Xo WNREIRIA 25 E, B
ARIBEFEHITIERE . WE control sample, BIFELLTAMEIESF control sample [, smEZ Ml Delete
1=, BEMIER.

e FE Cycle Types R M, % ¥ LMW kinetics, = 5 T 75 Sample1, 4§ Contacttime X J3 60s,
Dissociation time {3 120s, EMIRTLEE K Extra wash F§ 50%DMSO &5l & R B /ND F
(extrawash RiREGHERHE, FaBEEEME).



(B Method Builder - Main x

Cyele types Description of selected cycle type
Solvent carrection e New This cycle is used in startup, samle and conirol sample steps.
| Low kimetics i k contains injections of samle and cany-over control funring buffer).
7< Delete An example of sample concentration senes. sutsbie for sssay development.is
Igiven i the Sampie tabie.
12 Copy
=] Rename |
Conmands Regort Points
o |
~ Method Variables  Evaksation Varisbles
[ trmet | [ Remove.
L L Set property as variable
Sample 1 [ Sample sohtion
Canmy 1 & [ Contacttime s)
Dissaciation time )
L ] Flow ate (i)
[ Extra wash solution
0 sohtio
Stabiization perod after max: [0 e
2 B o s pctn v
[ Stabikization period: 0@
Save | | Savers. | Close.

mMiE Verification, MIRGEBAM, EHHRESKRE, FRERBIRETREENSBHTER. A0
REi@#M, =i setup Runo 7E detection SRS Flow path |15 2-1 5 4-3 ( EFAMERBEKNEE
ME ) o

Method Builder - Detection X

Detection

Flow path: | 2-1 v

sEnext, HASFTYIE B EE, Startup B Sample solution 1 5 PBS-P+, Sample # Sample
solution IHEH#REFR, Conc HEENTMRINKRE (HRIES. ZEHRE) - IREREFEERE
MBRE. HEERENT:

LMW sop - Variables *
Assay steps
Startup
———
Variable values for Assay Step Sample
Sample 1
Sample solution | Conc (uM) | MW (Da)
1 MW 0:
2 |mMw 0.05:
3 |Mw 0.15;
4 |wmw 0.46°
5 |Mw 1.37
(6 |Lmw 41
7 [tvw 123
& |w 37
9 MW 1111
10 [LMw 3333
1 |LMw 1000
12 (MW '}
13 |Mw 111
-

Help Import < Back || Net> | Close




=35 3K Next, # N Rack Positions BRH, 15§ Reagent Rack 229 Sample and Reagent Rack1 ( & &
E [ 96/384 7L 4R , N i%$¥ Reagent Rack1 T§ 2, EATTE T /5 96 well microplate FREIE XS R A9 FLIRZEEY ),
= FF Menu [Fi%k Automatic Positioning N FTE R E S, Vial Size IRIFERKHITHEE, 1.5 mLEP &
151E#E medium, pooling &% Yes (1HEINHEREBMEH ) , =i OKe REZE T/ Eject Rack,
BEHERE. REBRTHERUEHITHE, MAFERARBXTEREREAT, *: MEEPEN
ETFSUEE. SFGRERLEESR, HIREENERE. S LAERET, BEREXEEERE.
=i Next, XA EH#HITHRE, BUHIEEE (IFERARS AN, BATBTEE, TEMEREN
XHEREEXHRENIEEINFH ) #HITHRE, NBESFHRBEMIET.

[E EasySOP Protein-LMW Multi-cycle kinetics - Rack Positions m] x
Sample and Reagent Rack 1 ~ - Volume Sample 1 Samg
Position [) Content Type Conc (M) MW (
.
00 0@ O ) B —r—
ample X
) O O”O O R1D3 128/ LMW Sample 0.15
R1D4 128: LMW i Sample i0.46
|O O O‘O O R R T R Ea -
R1D6 128 LMW Sample 4.1
1
O O O R1D7 128 LMW Sample 123
R1D9 236: LMW i Sample 1111
O Oso .Q R1D10 128 LMW Sample 3533
R1D11 128 LMW Sample 1000
0O 0,0 . R1D12 560, PBS-P+  Startup ]
R1E1 57850 % DMSO {wash
3 i
O O OG O R1E2 Full Solvent correctionl | Solvent correction (buffer A)
-,O O O O . R1E3 Full Solvent correction2  Solvent carrection (buffer A)
R1E4 Full: Solvent correction3 | Solvent corraction (buffer A) |
ao O O5O . R1ES Full: Solvent correct?nMESolvenl cnrrect?nn(buﬁ‘erAf
R1E6 Full| Solvent correctionS | Solvent correction (buffer A)
!O O 0.0 .Q R1E7 Full Solvent correctioné  Solvent correction (buffer &)
R1E8 Full: Solvent comdiun?ésalvenl correction (buffer A):
‘O O an . R1ES Full Solvent correction8 | Solvent correction (buffer A)
000 {)
O@
000 O
1
0O00@O
A B c E F
< >
Help < Back Next > Close
[E) Auvtomatic Positioning X

Change the order in which the samples are postioned by ordering the regions. The first regian in the list is pestioned first

Region Color Orientation | Anchor | Rack | MSloe | Poding Fiest Sort By Th | Movelp

Sample [ cyan »| Column |~ | Bottom left |~ | Sample Medium ~ | Yes |~ ontent - Ascending > None
Startup I Crimson | Column |- | Bottom left [~ | Sample Medium [« | Yes [« | Fontent - Ascending ~ None
Regeneration [l Brown =] Column [+ ] Bottom left [+ | Reagent [« Wdedium » | Yes LA Content - Ascending [= ] None

ERDHh

] FF Biacore T200 Evaluation Software, mdr %, LB FREFHNERXH. SEHEZ M PotHH
Binding to reference, B EZE N2 T —8/\TF binding level TR NI EH] 20%, BEE
binding level EM RN EREFEHENRERS. N2, BEWEIT—2, iF: & Binding to
reference & = HINE N {E 2 FEIRE K B KT binding level XS Rz IE R {ERT 20%, BIFHEIFRR
HES. ERNTRHRSETEARFTEBFIRELIRS P20 ( 555 BR-1000-54 ) iRE R 1%,
# baseline F NN E LM, AIIMABELSR.

i solvent correction T AR IE Do AFUIRIEM L —ARERTETE -500 E +1000RU, FHEHEE

SEEFIIHEZTEAR, a0 Cchi2 /M F 2, NRBEILTEERSZ, SHTF DMSO KERERE
WiEm. &E, miE OKo



& Biacore T200 Evaluation Saftware 3.1 [Pro-LMV.bir)
Fle View Evalustion Tools Window Help

2 H S& §Iv\=||l Correcham)| 1 Sensorgram | g Plot = i) Bar Chart (G Kinetics / ARy . Concentration Analysis A Thermedynamics | s Immunogenicty - | 1] Sereening +

RU

nso (Act:Rof)
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RU

mr LA E BRI Kinetics/Affinity, £ FHIf=E st Surface bound. FEBVEAIEOFIEESE
EDOSNEZREHITUE. FTHFEENRE, TAEFRREREPBHIRETNNN S EEAT,
Curve %1% FC=2-1corr ( 8 FC=4-3corr ) o

A Kinetics / Affinity - Select Curves [Create] X
Select evaluation mode
® Snge mode O Batchmode
Curves
Curve: |Fe=2-1comr  w| Lgand: |pm w| Sample: LMW Temperature:
Conc Flow Contact Time | Diss. Time A
"‘"“"'l S ‘ M) ] Gljmin) | (s) )
28 0! 30 120.0 1205]
29 137 30 1200 1204
30 43 30 120.0/ 1204/
31 123 30 120.1 1204
32 7 30 120.1 1204!
33 1111 30 120.0 1204 !
3 3333 30 1200 120.4"
s w0 1L 104
m] 36! i 30! 1204/ 1204 v
RU
Zoom lock
- O
30
25
g 20
5§ 15
2 10
z s
0 —_— -
S t t t t t t i
-100 -S0 0 50 100 150 200 250
Time 8
[4] Show concentration series ] Show blank(s) [[] Show average blankis)
Help Mutiple Rmax Adjust Injection Events... Neaxt > Cancel

S

REATA Next, EEATA Affinity ( HERKER " FEKBRE D Z4HE " BF, 1 Kinetics, BT
AR SCIS AT F kinetic #1& ) , =5 Next, Model %3% Steady State Affinity, Sd57Z 3 Fit #4T
B S, STEEG T A Finish T &S, D F LMW 5iZE R pro RIS/ KD=1.427x10-4 Mo ( X
FHEHNOUSE, KD BEFEFEEERIRETCERN, FRENTFESKREN—F{UE, & KD B
Z20 5 NMELRENHERHT

>EERE, URSHERERE, i LS REESREN

ME. )

~ ED



Respon e

m
.
X X

Time

Fits: | 1. Steady State Afiiniy

Response

1 T 1 1
0 2e-4 48-4 Ge-4
Concentration

Be-4 18-3

Report  Parameters

KD (M) | Rmax (RU) | offset (RU) | chi* (RU?) |
1"‘2:{'4, i 0.675

29.93 2,608

- BRITHERL, SEARITLUIEE copy graph (small, medium, large) AFXELR%E, tBETLL

AfEsmds exportcurve, S txt X AEBTRE=ZHFREIEE,

mBnE, BRITRERARE
i&1% 400-810-9118
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