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Biacore™ X100 & MIEAS&ERESIRIFIEM

# A Biacore™ X100 5 SA G RGN ERSZEBRE SN ZHIE k. ke IFEMIEIE Koo
EBE RSN biotin iREAIHERFHN, AIEE$F Biotin CAPture Kit, SeriesS ( 595 : 28-9202-34)
RBETHRN. ALKFERANZKERA Lac 01 ( ZLIERMNFES 01) , H 23 W EWFBEIT LRI HE
DNA, DNARIS i B EMENIFE, DFELN N 145KD; EHEN Lac1 ( ZIERMNBIMNER ) ,
DFEN394KDo ALFIA SATRHREIEEMEMIEIHAY Lac O1 WHEDNA, Lac 1 EEEAD
R NEESHNHZMNENHEIE.

N © =

ERFEI: TRENSFARIRZIER, FESFHENKRAm. %ISR BT 8/IHE DNA. RNA,
MicroRNA FHmAYie i, EEFRSHIREREENULESE, BRAREIREmERE. FHE.
HRBBEMLIRS .

=. ERERNE. HmEs

1. ALIGFTARINEL: Biacore™ X100, HAEMIE, BREXY NN EAIRIERBHTA
¥  o%if Biacore FRE R,

2. SASH, $5: BR100398 (—kH %) . BR100032 (=K% ) , | &K A Cytivao

=)=l
Ol

3. £ MiK: 10xHBS-EP+ (85 : BR-1006-69 ) , WAL Cytivao

(ta3mA MR —HBiEES DR2BMERMINES )

4. Condition &M% : & 50 mM NaOH %1 1M NaCl &%, B4l 200 Lo

5. Wash EHi&: & 50% F&EE. 50 mM NaOH. 1M NaCl &%, B4l 200 ulo

6. ZBFK (0.22um RiFiE, BHAEKNEEZZRT, ILFTHAILRERFER) -

7. TE1.5mEPE (5 BR-1002-87 ) , | ZA Cytivao

8. EMRMEIHAIZE: BUKERNMHKR, BEBFKHERER 100pg/mL, DEREE -20°Co

9. EH lac1: BRREREAT 1uM, HRKIRME 200 uL ML, ME >80%. (BEEES
THEZNHBETR) .

Him

10. BEAK: 0.5%SDSo



M. ZLESRE
(—) uBas

1. FFHLIRE

1) $JFF Biacore™ X100 RS F1 B INAYERRFF % Biacore™ X100 (U RF XU FEZASEAI+
O MM EREFIIERLNVERITELB=E, SMBHESRER, Power ERITILGTS
IR, Temperature IERITEFERIEINIFIRZ, Sensor chip IERITF R KL NIFKE,
Run IERITE FIEIIKE,

2) ¥TFBiacore™ X100 = HIEX 4 ( Biacore™ X100 control software ) , FEERIEEHR, BA
BARENEBHESL OK. BITERHSENNENRZRILIER.

Biacore X100 Control Software
Version: 2.0.1

User name:
admin

Password

3) ERIZITE MK, SHL 50mL 10 x HBS-EP+ buffer. 450mL XEF7K (B4 0.22 pym EFIE ) |
BAEA 500 mL 29 iR HE

4)IREFNE, BIAER, TFFH.

2. FMKRAINE

1) ¥ E LR H 1F A E H R FLFE Biacore™ X100 RALMAYIEE Lo

2) BRREPRHREBAZRPRAKSS, Fir LEANEF.

3) 4% 500mL B E KR & TE Biacore™ X100 RAGMMIER L, Hir LEBENET-
3. THHEWE

) FTFHY R AR LS AR I], Sk TR KA KA Tools &I Undock Chip
BIN, FTHFSHRIT.

NMBEREGEESEIRR, akTESHH ] REEE Tools &R Undock Chip
BN, SRS A EEES SR Dock Chip MEHE, BAHYEFIERERS FIERITSINE.
RIS FER, BREIENGE. (B0ERTEETE, LEEENHT)



y
Biacore X100 u

This will undock the sensor chip

Help Undock Chip | Cancel ]

A ¥

3) MBFAMEH A, % New Chipo 7E Chip Type B F IS bk R X M A B FE (1t
A CM5 R ) , 7 Chip ld FIEAFE FEXLRES, Chiplot No. FEIEBEATGHALS
(BIE) » MREECLXFEAITHTS, Bk Reuse Chip, F7E Chip Id FRIEEDHI 5218
MM SHRES.

[ Dock Chip 25|

@ New chip () Reuse chip

New chip
Chip type: |Custom -

Chipid:  211220-0956

| Chiplot no: (optional) '

T

4) FHTR, BFN—EH L. ZRERLNELLE, BATH, REENSHIEF, XF
TR, =& Dock Chip SER T A& #Ho



5) s Dock Chip £, SHEBEANGEEZRIBSBEMNENFV ( Standby ) K.

6) £ Tools—Prime &3 <, M Starte EZINPRE ARSI IEIFKEAD R ELRYIR
Ry, BIOUEREN 6-7 080 R, =& Close, RFEBMENRFH (Standby )
K& ER: SERFAFANKEHRENRE, LHRET Prime i2/Fo Prime FIEHIRE
PRBETREBRSE, AT —LHLRMFES.

4. WEHmRE

1) Biacore™ X100 R4 FZ2 9 Reagent Rack , 1 NE o

Reagent Rack



2) M T E @) %, %R Tool—Eject Rack, Z{F Rack Locked §/RITEXK, ENHEHRE,

HEMZRHIELE / AR R
3) BHEMENEREBAERE, HRRESHREEENERF, RPHREELSLTFIERM
BHFHE.
4) s Load Samples ISHFEIEFAY OK, ThAEmMABREE

(=) £ Workflow i &

1) B3 Create Assay Workflow T/ HI Kinetics/Affinity, m&HfTH. E2HEO, ESERF
B ¥R Ligand name, EIFEAZEER, AKRSLITIEE nucleic acido

-  —

File View Tools Window Help

SN TES

Create Assay Workflow Other Options
@neﬁcsmfﬁniw“) | l@ Binding Analysis... } [ wizars... ] (&) anual Run @

Quick ﬁ Create Assay Workflow - Kinetics/Affinity o

Ligand details Preview of recommended Assay Workflow
= 3; Ligand name: Ligand A
My ligand is... [ v]

...a biomolecule with a tag
...an antibody

...another protein

... vesicle/liposome
...something else




2) EFERARES, EHIAY Ligand attachment approach RE, EEEFHLRHKX, XX
SLI6 %2 Biotinylate ligand and Immobilize on Sensor Chip SA, B3 £ EFSERAEIKE SA
O ABTER (ZHIRARATERERK) -

r Bl
Create Assay Workflow - Kinetics/Affinity o o - ww ﬁ
Ligand details Preview of recommended Assay Workflow
Ligand name Ligand A
My ligand is... [ nuceic acd 3 Sensor Surface Preparation
Immabilize
Ligand attachment approach Assay
Recommended

Find Sample Conditions
@ Biotinylate ligand and immobilize on Sensor Chip SA

Find Regeneration Conditions

Run Kinetics/Affinity Assay

Assay overview
Type of assay: Direct binding
- Iyt
4 ; analyte
ligand
Selected chip: SA

L = = =

3) TR Assay overview SEIEY Preview of recommended Assay Workflow, i5#i R T EA
55N AXELIRTE. =F continue, MIABIRET Save (RFESLIE Workflow &
Bk, (BREFTEE, FEAERETPHEERFHEENHEEXGEBERATEFRXER) o

(=) %ERIBEX

1. BRENE
RFEUTAXT T EERBKE

_ analyte MW

Rux="r —
ligand MW

XRLX Sa

Hep, Rmax AR RERALZERE, EEANKXPBEEMRAN100RU. analyte MW #] ligand
MW B3I ARENEERMEAZKEBINS FE, Sm AKFEITELL, RIMBFBIAS 1, RL AERK
BEtE. LWRATSLIRBEXE N 3-5 ZHY RLo ARSI AAI, EAD FEH39.4kD, BKERH F=
7914.5kD, M RL A9 36.8RU, #ZERHIE FRIEEXE /9100-200 RU,

3. EoiR{BEE

1) 1R#E Assay Workflow REIFIAE, =i Immoblization T Run, I HEARBEREF. EHH
RIUSHEIES, 45 prime before run BIAY "v" 35, £ Flowcell 2 1, method ERIA SA-biotin capture,
Xt ligand BLARZ TR, % F Aim for immobilized level, Target level i NE A BIRBEE, B
100 RU, =& Nexto



[ L immobilization - Setup [

| ——
=" Chiptype: | SA [¥] Prime before run
Flow cell 1
\E’ nmobilize flow cell 1 Method:
Ligand solution: i
|
Flow cell 2
| Ig]lrnrnobilize flow cell 2 Method: X&) SA-biotin capture
@ Aim for immobilized level  Ligand solution: Ligand A
) Specify contact time Target level: 100 (RU)

st [ Bew ][ Qose |

2) £ Rack Positions R H, RIEFFERMAUEZBTELSRirfeBIIEEME. RE Load
Samples, BV ME, REMABABNNOERINER, ARBXTFERAERRDT. MAER
28 S next, REHZMERNEG, =i starto {R7F method Sresult XHRXHE (5
HKINFBETEE, FEFEETPHBEERFHNEEXHESNHFBERUTERNFRF ) « RAIL
=B E1IZ1T Immobilization I2Fo

.
‘ Immobilization - Rack Positions B

1405 g flmmublllzanun
3 31!50%IsopropanclfS0mMNa0OH/1MNaCl Immobilization: ||
H20 Full’ Deionized water | Water

([ tele ] [ Bomu ] [ Losd Sampies <Back ]| New> ][ Cose

) MERERRE, WHBHMERAETBKER, MEBKER, BAUHAT—
FERETE

i
M
cH
#
4

(=) FRENIE
1. #R1E Assay Workflow REIFINZ, =5 Run Kinetics/Affinity Assay T Run, 3JFF# @G NFE
Fo EPHBIXIEED, Kinetics type % Multi-cycle, = Nexto



i ™
Kinetics/Affinity - Injection Sequence E

Detection Chip

Elow cell: (12 - Reference subtraction Chip type: |SA
Kinetics type

() Single-cycle @ Multi-cycle

Injections in analysis cycle

FowCell1 |  FlowCell2
Sample Ligand capture
Regeneration Sample
u Begeneration
\
"
\

S e ] (e

2. {E System Preparation XIEHES, ¥F prime before run BIfY “v" &35, Startup £B% = Solution
A TRIE HBS-EP+, HFRAZE, =ik Nexto

10



Kinetics/Affinity - System Preparation u

Prime

Prime before run

Conditioning

Startup
Run startup cycles

Solution: HBS-EP+

Number of cycles:

Help | <Back | MNext> |[ Close

3. fE Kinetics/Affinity-Injection Parameters R E F, £ Sample —#=H Contact time /3 180s,
Dissociation time /9300s, Regeneration # solution JJ 0.5% SDS, Contact time JJ 30so m;Nexto

Kinetics/Affinity - Injection Parameters g

Sample
Contact time: 180 (s) Dissociation time: 300 (s)

First regeneration
Solution: 0.5% SDS|

Contact time: 30 (s) Stabilization period: 0 (s)

[ <k | New> |[ Cose |

4. 7E Kinetics/Affinity-Samples REF, EESHPEE: Sampleid EEHREZIR, MW(Da) E
B9 FE, — Concentration HEERE, B— Concentration NERIRE, HFRKERHK
ISEE (REREFERREE—MY, S—HEXASENHE) . IREREFERE

MERE. BRESNT:

11



@ Kinetics/Affinity - Samples u

Samples

Concentration |

oM - wg/ml -

Sample id MW (Da)

[ | [

([ <Back || MNeat> ][ Close ]

5. B Next # A\ Kinetics/Affinity-Rack Position £, FIFEIANUERBTEILRiriEEAE

EUE. EEAHEBR#ER, =FF Menu f5i% Automatic Positioning, pooling EIRi%EF yes,
=& OKo

Kinetics/Affinity - Rack Posltl_c.\ns =H 0
position | Y F— e | ion | conctom

1
2 135 Lacl sample [0.78125
3 135 Lacl  Sample 15625
4 255 Lact ‘sample 3.125
5 135 Lacl | Sample 625
e e e Fo
7 135: Lacl Sample 25
8 135: Lacl Sample 50
9 135: Lacl Sample 100
o e R —
11 375 HBS-EP+ startup
12 495 0.5% sDs | Regeneration
H20 Full: Deionized water Water

[ <Back ][ Next > ][ Close

12



6. i Load Samples, BitFm#iR, KREEERESHENFm, FREEMNENRE. EAB
FIET& MR HBS-EP+ RITRELLFRR. MAEMIE, = Next/5, WHZEHITRE, BUHEH
TR7F. miistart, XBRESFKRBENIET

(M) XRERDF

1) ¥TFF Biacore™ X100 Evaluation Software, =i 7, HWEIREFENERXH. SEHEM Plot AT
Binding to reference, IBZ PN RGBT —a/NF binding level BT IR ER] 20%, &
binding level M RN EREFEBENREK. 2, BEHRIT—2. iF: & Binding
to reference F KRBV N BB FEIREMKBE KX TF binding level FXI IR ERY 20%, BIFHE
EEEMES. NSRS ETEMNRPHEE FRELIES P20 (S BR-1000-54 ) iRE
T8 1%, HEFEREASHTY, BEEABHKECMS &R L, BZEIEADTH. & baseline
FENSNIAELR, TESERKBEIAR 0.5% SDS RYHFATE .

2) miE E A HEMER Kinetics/Affinity, £ FHI#ZE = Surface bound, EBFERIE O iEEF
FTERREHTNEG. BEMEN: RESREMWLEAXNT 500 RU, ERIEH 5-6 MRER
W, MRESREWLENTF 50RU, E&EH 5-6 MRERHTEIEST, NTRESE, BE
% 5-6 MEZRNIRERTON. FHRENKRE, UEERIREREPERRERNNXN S EERD
Ao

Curve: |Fec=2-1 v Ligand: |biotin-A v Sample: | Lac 1 ~ Temperature: | 25 ~
I Cycle# Conc Flow Contact Time | Diss. Time A
(nM) (pl/min) (s) (s)
[ e 6: 0 30 180.0 300.1
v 7 3.125 30 180.0 300.1
v/ 8 625 30 180.1! 300.1
v g 125 30 180.1; 300.1
v 10 25 30 180.1} 300.1
\ v 11 50 30 180.1 300.1
\d/ 12 100! 30 180.0 300.1
N 13| 200 30 180.1} 300.1
14 0 30 180.11 300.1 v
RU
_ [] Zoom lock
70
50
H E
H
g
2
x 10 J
10 t t t t t |

-100 0 100 200 300 400 500
Time S|

Show concentration series Show blank(s) [[] Show average blankis)

Help Multiple Rmax Adjust Injection Events.. Next > Cancel

3) M AT Next, BRthA T Kinetics ( H{ERKE N "R ERT RS, i& Affinity ) , =REZAL
L& Fit BITEUEN S, SEEA T/ Finish THo

) ETHHIEESREE, Quality Control SRIZINEA=RITEZTRENEKIET; NREET, £
HIREEIES,; MRRLLNT, TRVEFRES, FEMHIR. FIEERZR Report PERE
KD ITEE, BEMNNZHE k. ki, ZEMHEIE KEF. AL AG, ShHZHIE: ka-=
3.947 x 10° M7's™, kd =1.984x103s", FEF/J: KD =5.025x 10° M,

13



5) BRIINEER L, SEAELIEIRE copy graph BFXEEER, BALIAR ST export curve,

St xt XARBITRE=ZSTRHEEE.

A Lac o[- ]
Curve: Fc=2-1 Ligand: biotin-A Sample: Lac 1 Temperature: 25 (C)
Fits: | 1. 1:1 Bndng ~ Tools *
RU
20 .
60
g 40
5
2 20 -
]
= 9
-20 t f f f t i
-100 ] 100 200 300 400 500
Time E
uality Contrg)  Report  Residuals  Parameters

)\ Kinetic constants are within instrument specifications.

@ |\‘Gnetic constants appear to be uniquely determined.

<y No significant bulk contributions (RI) found.

° Check that sensorgrams have sufficient curvature.

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

Qualtty Cont eport siduals Parameters

Curve ka (1/Ms) | kd (1/s) | KD (M) | Rmax (RU) [ Cone (M) tc Flow (ul/min)

Kt (RU/Ms)

RI(RU) | chi (RU2) | U-value

3.947E+5

0.001984; 5.025E-9 84.38 2.951E+7

Cycle: 7 3.125 nM
Cycle: 8 6.25 nM
Cycle: 9 12.5 nM
Cycle: 10 25 nM
Cycle: 11 50 nM

MAEEE, BRITRERARRZ

51k 400-810-9118

cytiva.com.cn
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