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Biacore™ X100 {8 IEAS /My FESIRIEIER

#J A3 Biacore™ X100 &4 #] CM5 SR EN/N D FEERE SN NZEMNEMHEIE. AL
BERNNDFDFEN400Da, EADFEN 20D EEASNDFHDLFELLRTF
100, #&FH CM7 & E o

—. B

IEEIN: XRANSHFARIZIXER, FESKFENIRAmR. ZiEmNEENUIRESE, B
FARELRERRR. &4, BRNEARSRILBSH. MTRKELFNNDF, TFRES
EEH T RARRIERE.

« EREAME. HXFMEHM

1. RLIGFFANLEL: Biacore™ X100 , HAEMNE, SRBEIMIERERBE#HTEZE,
o}, %14 Biacore M E Ko

2. CM5 S RES: BR100399 (—H% ) , BR100012 (=FH% ) , 29149604 (+H%¥) . ' X
73 Cytivao

3. SEEIHKENE. S BR-1000-50, | &K Cytivao

4, (BELENKR: 10mM BEEREN pH4.0 ( 58S : BR-1003-49) , 3% 10mM EEER4N pH4.5 ( RS
BR-1003-50 ) , | & A Cytivao

5. & : 10x PBS-P+ (85 : 28-9950-84) , | ZKJ Cytivao

(EATRABETANZHEIERES ik 2/3/4 8 2/3/4/5 REFVHNES )

EE
[=]

B CMERES B CMTBRES

6. DHEE DMSO, BT K (022 um [RIZiE, BEKNERZET, ILFTBEBAIIREEF
B)o.

7. E0: REVWHMALMERAE, RE—RFEKXTF 500 ug/mle BAERREARAETisEHHIR
FEHFAED -

8. "pFLMW: BIRIKEZEBNKTF 10mM, KIRE0uL LAL, 45E >90%, ATE 100%DMSO
B, BRPAESEKRKE., EHE. HRHSESIERYE.

9. Hib#EM: £TZ1.5mEPE (£S: BR-1002-87 ) , BIKHAZ2E ( 52S: BR-1004-11) ,
L9 Cytivao



. LRPRE

(—) IXEBES

1. FRHLIRME

1) ¥TFF Biacore™ X100 RS FIE AR /R FF %o Biacore ™X100 MEEHF XM FEEEEAIF Lo

Mg IR ER LIERITELBERE, SWHREESTMER, Power IERITLFEER
&, Temperature IR F SRR INIFIRZE, Sensor chipigRI T FIBR L NIFIRZE, Runig
AT FRKRKE

2) $JFF Biacore™ X100 =44 ( Biacore™ X100 control software ) , FEERIIFEF, WA
P& (BABFP & admin ) F1EB ( BUAEE A administrator ) FF 8T OK. ETERHES
B EN RS EILIER

Biacore X100 Control Software
Version: 2.0.1

User name:
admin

Password.

3) ERZITITE MK, SH 50mL 10 x HBS-EP+ buffer. 450mL EEF7K ( B4 0.22 pym [RiTiE )
BB 500 mL & hmiE R

4)REFNE, BIAER, TFEFFH.

2. BIPRHIME

1) ¥ E LR HI IF R E R R HAE Biacore™ X100 RALMAIIEE Lo

2) BRREPRHREBAZZRRAKES, FirLEANEF.

3) ¥ 500mL B9E R & 7E Biacore™ X100 RAAMAITE L, His LERANETF-
3. THRHME

1) FTFHUEERER LT HRT], RETEZEPR ZRHEEER Tools EHAJ Undock Chip
I, FTHFSHRIT.

QMREZBCRECHER, KRETEFPTAI REEER Tools KE A Undock Chip IR,
SEAS B EL S 2 7R Dock Chip 3HIEHE, EIRMYEBRBIERAIERS BRI SRR SIHETH
A, BERNTR. (E8RRERHRESCH, WEERRT)



Biacore X100 u

This will undock the sensor chip

Help Undock Chip [ Cancel |

A A

) MBERWERIT A, % New Chipo TE Chip Type BI RIS 8 dhiE IR R A9 Ffp s (1t
XA CM5 R ) , 7 Chip Id FIEAMGFEXBIRES, Chiplot No. RFRIBEATG RIS
(BIE) » MRESLXFEAITHTS, 5% Reuse Chip, F7E ChipId FRIEEDHIN 5218
MM SHRES.

e ~
Dock Chip = 25|

@ New chip (7) Reuse chip

New chip

Chip type: |Custom i

Chipid:  211220-0956

| Chip lot no: (optional) '
I

|
[
Help | Dock Chip | | Cancel | \

i

4 FECH, BFN—EHL. RESRHRENGEXEE, BATH, REENTRERF, XA
SRR, =5 Dock Chip e E R ¥ H o



5) m i Dock Chip &2, THENRRREENEANFH (Standby ) RZ.

6) E1F Tools—Prime 5%, mih Starte BPRSIURSHIRIE P IEEANWEBAYRE R
%, BNIEER6-7 9. ERg, =& Close, Z&BIENEN (Standby ) Ik
o FE: HEZFNIERE DN RE, YRIEIT Prime #2Fo. Prime B & MRS P %k
BINRBERES, I T—SHLEMTFES.

4, MEHERE

1) Biacore™ X100 HY4¥ faZ8 /3 Reagent Rack , SN FEfRo

Reagent Rack



2) MET A O, ik Tool—~Eject Rack, 1§ Rack Locked JERITER, BUEFERL,

BRENEE / HAS
3) BEmARMERERAFRE, FRRESHERREEMEGRIF, RXBERREELTER
N EFHHE.

4) s Load Samples SIEEFHI OK, TRAERMEER.

(=) Boih{BEk

1. FFHLIEME

1) s Create Assay Workflow T HY Kinetics/Affinity, mEiIH. EL2HEO, BESERAS
FR Ligand name, EIFE(AER | ASLITIEREE another protein,

admin @ Biacore X100 Control
—

File View Tools Window Help

=X AEd

Create Assay Workflow

—
‘@ Kinetics/Affinity... ’ ‘@ Binding Analysis... ’ {Jb




admin @ Biacore X%ltrol
File View Tools Window Help

=i TES
Create Assay Workflow Other Options
- e —.
[@ Kinetics/Affinity... l [ Binding Analysis. . ] (| ) wizards... ) Manual Run @
—_—
Open/New Wizard Template u
{7 Surface Preparation Name Modfied Created By *
il lmmebilizationgH Scouting . ]
Modified: Today ‘
-~ A anc

)EBHEHIXIEED, 45 prime before run Bifd “v" X3, £ Flow cell 2 8, method i%&F3 amine
R[UEBEL, ZXJ ligand ECRETR, & specify contact time and flow rate LIMSBEL, K TFE
B contact time, AJRZLIGHIAN 900s, #EE = Nexto

F— (BERRESTATIERE. HEEREIRC T REXIRR

DFELL
<50 50~100 > 100
(BEIINDF)
Sl CMs M7
BinMBEE ~8000 RU ~15000 RU >20000 RU
B TIERE 20pg/mL 40 pg/mL 50 ug/mL
contact time 600s 900s 900s

=

Immobilization - Setup

 — ~
=" Chip type: |CM5 v Prime before run
Flow cell 1
EI mmobilize flow cell 1 Method: v
Aim for immobilized leve Ligand solution:
|
Flow cell 2 i
| [=]mmobilize flowcell 2 Method: ] Amine .
() Aim for immobilized level  Ligand solution: Ligand A
@ Specify contact time Contact time: 900 (s)
|
b [t ) [




3) 7£ Rack Positions RH, RIFIERMINMUESBTEIRIMEHFIIEEMNE. = Load Samples,
B RE, REFMAREANENAERINNK, AREAXTFERAEREA, EPEAZEBERA pH4.0
MR NFEEZE 50 pg/mL ( IR EREFIBRIRE ) o MABRE, =E next, RERIENE
RXHE, Mifstarto 7 method 5 result XEEINXHEE (BN BITIEE, TEAXRIERH
FFIEERGHEEXHESENHEARATERXFR ) « KRARIEXBIZTT Immobilization F2Fo

Immobilization - Rack Positions s L@ﬂ
Ligand A Immobilization
e e
85:NHS Mix Fc 2
Empty | EDC/NHS, min, capacity 130pl Mix Fc 2
Full; Deionized water Water
i
< Back ][ Next > } [ Clese ]
|\

4 BERERRE, WEBNERFERBIKER, KIRLIRBEKEN 500 RU ( BMBEXEVSLIR
HEmME ) o

5) BIXARE, BNATEANT—LXR, TESFHFELTFE.

(=) EmEngiz

1) BB BT & P RAB TR IE %

INDFHERNEFTEDRIERS 5% DMSO i 1xPBS-P+ ( M R AMEMETIEAZE DMSO B2, &
S4B 10%)

BY 105 mL 10xPBS-P+ FAEBE FK#HREE 1L, Behk 1.05xPBS-P+. FIZHB T, A DMSO, Ee
B 5%DMSO E1TE MR 4.5%. 5.8% AFKRIEFHRK (running buffer 7 DMSO iR E HIEHE Xt
5%, A R/NDFHRBBIBREBRME, 0-10% 7. & running buffer F DMSO iKEZ K, T
BRIRERRBENZTH, RZ cover running buffer 8 DMSO JREBITE] ) o

4.5% DMSO 5.89% DMSO SRl D
running buffer
1.05 x PBS-P+ 9.5 ml 9.5ml 950 ml
100 % DMSO 0.45 ml 0.58ml 50ml
Final volume ~10ml ~10ml 1000

IRIBTERIES 4.5% F1 5.8% B AL E 5%DMSO ({RERIEMLZ (DMSO fERNHBEHIE—FE
8N, BE 48 1M, BB HIE—FEE 1.4ml, XL AIRBELIFERZBTREAE)

Buffer/Vial 1 2 = 4 5 6 7 8
4.5% DMSO 0 200 400 600 800 1000 1200 1400
5.8% DMSO 1400 1200 1000 800 600 400 200 0




2) INDFHEMIES

A E DMSO H9 1.05xPBS-P+ & 1R R 10 mM /NS F & 20 5, B3 500 yM & 5%DMSO
B9 1xPBS-P+ IR/ F, BFEIFHIE 5% DMSO B9 Running Buffer &9 17 4iR E# 722 100 uM
EREEHIFRE, ATYEEEELONMREBE, FIE1100 uM, 50 pM, 25 uM, 12.5 uM, 6.25 pM,
3.125 uM (IRIBXIFHFRFEMNESBHTREBERE) . BRRE—EERE, EBMN—1
0ikE,

50 pl 100 pl 250 pl 250 pl 250 pl 250 pl 250 pl
10 mM
compound | 1 ] ]
meound | 19112l (3] 4] |5| 6] |7
solution
1.05 x PBS-P+ buffer: 950 pl - - - - -
Running buffer: - 400 pl 250l 2504l 250l 250l 250 pl
Compound conc. (uM}: 500 100 50 25 125 6.25 312

(£E: B9 1.05xPBS-P+ buffer 7& DMSO, running buffer & 5% DMSO )

3) fE¥T FF /Y Biacore™ X100 Control Software 8 s Other Options, 38 i AYIEIR R IEE Wizards,
FIAFFIR LI EIR - 1E Open/New Wizard Template B2 38 B #xt=E 525 Custom Assay Wizard
BEXRHTFFo

admin @ Biacore
P

File View Tools Window Help

=1 1ER

Create Assay Workflow OtherO tions
[ rescsmny.. | [Jsoaraioarss.. | ( B

IE Open/New Wizard Template
—

i Surface Preparation Name Modified
il Immobilization pH Scouting
“[4 Immobilization

i Assay Development

-[i7] Assay Condtions Capture
-[43 Assay Condtions Sample

-1 Regeneration Scouting

it Assay

-7 Concentration !

1- [ij Using calibration
- fi Callbm‘llnnfree (CFCA)
IZ

Help ] [ Browse |- ] (B Bizcore Templates..

4) 7£ Custom Assay Wizard-System Preparation &, Flow cell %% 1, 2, [EBJ 4% Reference
substration, Chip type 1% CM5, Evaluation purpose #%3% Kinetics/Affnity, 4§ prime before run

BIAY "v" £1E, =i Nexto

10



r 3
Custom Assay Wizard - System Preparation ﬂ
Detection Chip
Elow cell: Reference subtraction Chip type:
Purpose
Evaluation purpose: [I‘Gnetics/l’u‘ﬁrity v]
] Prime Condtioning i
[#] Prime before run Run conditioning cycle l
|
feci [ Ned> [ Close |
| ]

5) #£ Cycle Definition R, =5 Cycle types A new, FIE—NEIR, FH =5 Rename 5
¥ H s B A solvent correction 5 analyte. 1EH Cycle types 1Y solvent correction [, EZ&
T 7 Available EIREH =& Solvent correction, mEEHE Add 73R, EBIIANMERHFEDS.

r N
E Custom Assay Wizard - Cycle Definition = ﬂ
Cycle types New.
solvent correction Delete
\__./“’"a'“e ( Benzme
Rename
i
Ll
Commands in solvent correction Settings for Solvent comection 1
Available Selected The Solvent correction injection will be run for 30 seconds with a flow rate of 30 I
T !
Sample Solvent comection 2
Enhancemert s— Solvent comection 3
HpgererEm | Jolvent comection 4
olvent comection 5 \
Solvent correction 6
Ll
Ll
|
Ll
Hel, < Back Next > Cl
kielp [ <Back | Bed> |[ Cose ]|

6) & Cycle types K] analyte fEIRfG, TEZ /5 Available IBIER =3 Sample, =d5H[E Add,

BM—N oS . mi Selected EBIR-EH A Sample1, EEHAMTTLMERESBERATE. FiE
EHHESH, AL Contact time 828 60s, Dissociation time 37120s, NS FEBELTE
B4, EMIRTEBK. A% Extra wash, Extra wash F§ 50% DMSO 5B BRTHRBIND F
(extrawash ARECHERH, FoHMEAKIELE ) o REMIR Nexto

11



[¥e] Custom Assay Wizard - Cycle Definition S— =
- -
Cycle types New.
solvent correction Delete
—— [ Rengme |
i
i
Commands in analyte Settings for Sample 1 |
Available Selected Solution: varies by cycle |||
- [] Single-cycle kinetics f
Agd > Contact time: &0 (s) [7] varies by cycle i
Solvent comection T m—
Dissociation time: 120 Jis) [T varies by cycle
Flow rate: 30 Wimin) [ varies by cycle \
i
Elow path: |:= -
p—— l
Extra wash after injection with{ 50% DMSO| N
.
i
Help [ <Beck | MNext> |[ Close ]'
i)

7) 7£ Sample Table &, Concentration unit iE#% pM, =5 Add Row IEINER. BI=MEIR Cycle
TypeJganalyte, Cycle purposegStartup, Solution ZFRIEN PBS-P+. fELIIRERIFEEMA
AN EIRHIA R LE Cycle Type 5 Cycle purpose $#i%3% solvent correction, SLI&IREEERSY Cycle
Type 9 analyte, Cycle purpose J9 Sample, Solution BE#REZHR, Conc EEHFERE (HR
REBRISES) . IREREEERENTRE. EFESUT:

|§ Custom Assay Wizard - Sample Table E
Conoenhaﬁongn'( M ; - i ﬁddRaws ﬂamveRowl
Cycle Type Cycle Purpose analyte
R 3 = Sample 1
o (=] o
¥T| 3| 5|28 2| £ _
2188 5| 228 B3 Solution | MW (Da) | Conc (pM)
555 5 [538 &8 2
"= SR BN KORROR ROR KON Lai it MU N
2 @@ O OO PSPt |
e S P e T e
[l 3 vy H @ @ L, -
| 5l e oo o 00 nu———
5| 0 ®@|0 0 ® 058 400 0
s8]0 @®|lo o0 ®@0e 500 3125 |
| z @00 ®Oos 400 6.25 !
| 2 ©10.0 ©0F° W 2 o)
9 @O0 ® OB 00 25
T ®|o o @ o a0 s '
1 |0 0 ® Os 400 100 '
|12 ®@ |00 ® OB i
|| 13 @|C.0O. @ O:" .
( o o]o e o o NN
|
|
|
|

12



8) =5 Next # A\ Kinetics/Affinity-Rack Position B, RiFEIAMIBE BT EE BiriERIEE
NE. BESHBERER, =FF Menu Fi% Automatic Positioning, pooling BEIREIR yes, =i
OKo

~
Custom Assay Wizard - Rack Positions - E S|
Position V"(':;;“ Content Type S '("[:5 =
1
2 75:B Sample 400 3.125
3 75'B Sample 400 6.25
4 135:B Sample 400 12,5
5 758 Sample 400 25
3 758 Ssample 400 50 |F
7 75'B Sample 400 100
8 195:PBS-P+ Startup N
9 567:50% DMSO Wash i
10 Full: Solvent correctionl: Solvent correction (buffer )
11 Full} Solvent correction2 Solvent correction (buffer ) \
12 ) Full: Solvent correction3 : Solvent correction (buffer ) i
13 Full Solvent correction4: Solvent correction (buffer )
14 Full: Solvent correction5 | Solvent correction (buffer ) ~ [
< | n » i
= merm )

9) R Load Samples, ML MR, ERESETESHENFR, RAERERBXTETRAF
RE . SEFBREMILER, FREEVENE. RAFERR, = Next/5, WHEHTRE,
BYEREHITREF. < start, (BRESABBEDIET.

(M) EBRERDH

1) ¥JFF Biacore™ X100 Evaluation Software, s, HEMRFHERH. SH M Plot FAY Binding
to reference, BEZENMNEE2E#F—H /T binding level B3I R IR {ER 20%, B E binding
Ievel ENTENNAERSEFERENRERS. M2, BEMEIT—2, iF: & Binding to reference
AN S N E B FEE R E A H KT binding level I R IE M ERY 20%, BIEEIFSSELE
Bo N TEHREETENRPEBEFRERRS P20 (K55S BR-1000-54 ) IREARBII 1% o
% baseline PENRRMMNELR, JTESERKBEARNBHENE.
2) =i solvent correction BT AFIRIED . BFIRIEME —KEKZETE- 500 E/ +1000RU,
MEBEEZEFEMLZTERN, MEN Chi2/\VF 2, MRBHIEERZ, £HTF DMSO iKE
BEEAERER. =&, =i OKo

13



File View Evaly ls  Window  Help
[ bl | 5 | @2l Solvent Correction )3 Sensargram g Plot ~ ] Bar Char( | A] Kinetics / Affinity)~ 5 Concentration Analysis ~ = Thermodynamics | i Immunogenicity + | AJ Screening «
P —

RU
100

Response (Act-Ref)

o0 L

180 L

-200 f f f f
-600 -100 100 a00 1400
Response (Ref) RU

3) Mk LA HEIER Kinetics/Affinity, & FHif=E =& Surface boundo TE Kinetics/Affinity
-Select Curves R EAY Select evaluation mode FEEE Single mode, (EASBHILKWER, H
BHLE 4, BIiE batch mode ) o EHHMIBOFIXESERN. EED 5 MELREHITHE.
FEENKRE, TEERKEREPELLRERNXNSEEEIA . Curve & FC=2-1corr (T
FC=4-3corr ) o

#d Kinetics / Affinity - Select Curves [Create] X
Curve: |Fe=2-1cor ~| Ligand: pro v | Sample: LMW v Temperature: |25 v
Conc Flow Contact Time | Diss. Time A
"‘“‘“"‘|c"‘""| (M) ‘ (ol/min) ‘ s) ‘ )
v 5 0 30 60.1 1200
v 6 1.5625 300 60.0 120.1
v 7 3.125 30 60.0 1201
s esw el
v 9 125 30 60.0 1200
ANLBL s e e
2 11 50 300 60.0 120.1}
v 12 100 30! 60.0 1200}
] 13 0 30 60.0 120.1 \
[ Zoom lock

Response

-5 T T \ T 1 T 1

-100 -50 0 50 100 150 200 250
Time 8|

Show concentration sefies /] Show blank(s) ] Show average blank(s)

Help | Mutiple Rmax Adust Injection Events.. Back Next > Cancel

14



4) REA TR Next, EEATA Affinity ( H{ERKE N "B EMKERAIZI D F4FAE" B, 1E Kinetics,
FRUAZASCIS BBl A kinetic #0& ) , =5 Next, Model %#% Steady State Affinity, mdsZ L Fit
HITHIEMNS, SEATA Finish Bik. £ME, MDD F LMW 5iZERBRIFEIIKo=4.618x10° Mo
(MFENMAUE, ELZRIFEEFRIRETER, FRENTERESREN—FMUE, HKo
BE>HaRE, WTRSHEKRERE, IEL—SEEFSREN. EXL0 5 NMELERER
HRETHE.

A

RU

35
30 +
25 —+
20 +
15—+
10 —+
5 —

0 i i
2e-5 4e-5
Concentration M

0
Parameters

KD (M) | Rmax (RU) | offset (RU) | Chiz (RUZ)
St e s
e T RS

Response

5) BRIAEER L, SHEARTLIEE copygraph BFXEAE, WAILABER ST export curve,
S txt XAEBEITRE=FRXEGEE

MBI, BRITRERARNSE

5% 400-810-9118

15



X F cytiva BiG M

Cytiva (B Fl ) RE2EREGREIZMFRISLITE, 2 Danaher (FNHFEHR )iE
THIZIEEAR. (EAEGERISIENE, Cytiva RIIEFERRELE
ZAENARAR . EMRAFALRENTES, EXTTEDESY. ABRSE
E 7 EZUAR LA mRNARK R —RFCIFRANHAR, BESRAZMH LN
EYMIZRIEHD. BE. EMREHE, IEREKREEFRKNETTEY
YT Eo

MRIBiF 8 cytiva.com.cndkENE Z{E 8,

Z%& 4 400-810-9118
MiTIRS: Cytiva
MRS S: CytivaChina

m m} il
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