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Biacore™ X100 {2 M ERA S EHE S IR{EIEME

F A Biacore™ X100 e MEHEEBEGRIFENN Ko EMHEEIE ks, keo AEIEFIF CM5
SCHERBHERA, EABFANPHMYKENEESNENN. EZENZ/MEES5AEAEEANE
e, AIRIEERBATH tag, ERBEANOEIRS U tag InENARE, BEBRERFTE
W, BRRIETSE (Biacore MRZMNMASNMEESIREIER) - AEMAEEBADFE
7 24kD, EH BB FEN 21kDo

—. B

EEE: LRANBFEARIRZER, FESFENIRAm. EENXEENUXESE, BF
MRELIAFEREKIR. £ BRNABRSNELRSH.

=. SEIRERNE. HmEs

« ASLIEFTARIAEL: Biacore™ X100, HEAEMAE, BIREI N EIRIEIREFTEEE
jZ.:.L’@ Biacore FmE R

2. CM5 &R Fo CM5 G HES: BR100399 (—H%E) , BR100012 ( =% ) , 29149604
(+H%) . & Cytivao

3. SEEIHIAHNE (&KS: BR-1000-50) , | KA Cytivao

4. BEXEDRK: 10mM BEER W pH4.0 (58S : BR-1003-49 ) , 10mM BEEREH pH4.5 (‘m*f
BR-1003-50 ) , 10mM E&EZ {0 pH5.0 ( 285 : BR-1003-51) , 10mM B&ER$M pH5.5 ( RS
BR-1003-52 ) , |7 & Cytivao

5. ZZ)RiK: 10 x HBS-EP+ (82 : BR-1006-69 ) , | & Cytivao

[=];

I--=

(BB AN Z4EEIEES LiR2/3/4/5/6FIEEMNER ) [=]
7. EBFK (0.22um ERIE, EAKNERZRT, ILFERIEEEER) -

[=l

6. BYEAM Glycine 1.5 ( 555 : BR-1003-54) o

8. BE=Z15mIEPE (£S: BR-1002-87) , | & A Cytivao

9. BARERA: RENFINANILNA, URIFHUCEDNR, BAERREREE > 200 pg/ml,
HPERE -20C 7F. ABRREAE Tris EFEHIEHANK D

10. RMENBEEAB: BRREREXRTF 1uM, HRAERE 200 uL LLE, 4B >80%.
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1. FFHIRIE

1) ¥TFF Biacore™ X100 R ZF1E AN AYEEJEFF 5o Biacore™ X100 BB BEA XU FEASEAIF Lo
s ETaEiR ENERITESESRE, SBRMESHER, Power IERITLHFERIK
&, Temperature IR F =R INIFIRZE, Sensor chip I8RITEF R KL INIFIRE, Run g
RITRFRIIKES

2) ¥JFF Biacore™ X100 &= H K14 ( Biacore™ X100 control software ) , EERIEIES, WABF
ZMZBHED OK. BITIERESBMINENRAEILIERE,

Biacore X100 Control Software
Version: 2.0.1

User name:
admin

Password

3) ERIZITE MK, SHY 50mL 10 x HBS-EP+ buffer. 450mL X8 F/K ( B2 0.22 ym RiZiE ) ,
BB 500 mL iR

4)IREFNE, BIAER, TFFH.

2. ZMRAINE

1) ¥ ELFHI F A E R IR A Biacore™ X100 RALMAYIEE Lo

2) BRREPREREBAZRPRAKSS, Fir LTANEF.

3) 48 500mL B9 E KR & 7E Biacore™ X100 RFAAMMIER L, Hir LEAMNEF-
3. THHEME

1) ST SRR ER L 2RO R A, A T E&ThAE IR ELERE Tools S8 FAJ Undock Chip
BIN, FTHFSHRIT.

) MBERBECHECHRA, AkTAERSH ] ®Eat%E Tools ZE I Undock Chip 1
N, SeRlit R EI#EfE S 2R Dock Chip XIEHE, BEHMYBRIERNERT FIERTSNFK. fiI
HS T, REIENTR. (ECREPRETH, WXEHERT)



Biacore X100 = 25 |

This will undock the sensor chip

Help | [gnduclc Chip] | Cancel |

3) MNBRERWEHT A, %IF New Chipo 7 Chip Type B FHI S H BRI R RS FFhE (It
XA CM5 TR ) , 7 Chipld FEAMG FEXHILREE, Chiplot No. FRIEBEATG RIS
(%E) - MRECKXFAIIHTE, B%E Reuse Chip, FH7E ChipIld FHIEEGF KI5
X R B FE B

[ Dock Chip | 25—

@ New chip (") Reuse chip

New chip
Chip type: [Custom 7]

Chipid: 2112200956

[ Chip lot no: (optional) '

Help | Dock Chip | [ Cancel |

) FEER, CREFN—MEL, SFLHE, MATH, REENCHIENF, XATHRBIT,
= Dock Chip TRy %% o



5) =i Dock Chip %, SR EABRRESBEBIMENGFYL ( Standby ) KEo

6) £ Tools—Prime &5%, mif Start o B PR SLURSHIRIE P IEEA N EBAY R B
R, BNIEREN 6-7 0. &RE, =i Close, RZEBMENEH ( Standby )
K& FE: HEZAANIEIREDRE, YIRIEIT Prime FEFo. Prime IE MRS
BN RERS, AT —THOXLRMITFES.

4, WEHERE

1) Biacore™ X100 RY#¥ m 2R /9 Reagent Rack , W FEFTRo

Reagent Rack



2) mE T B @y ¥R, (iE#F Tool—Eject Rack, %fF Rack Locked 8/RATIEK, BXHHEMmER,

MBI / AL X
3) BHERREMNERERAERE, FHEESHAREEVSRY, RPERREELTERM
BHHE,
4) /=i Load Samples XHEHERH OK, TR mABE.

(=) £ Workflow IR &

1. FRHLRME

1) &5 Create Assay Workflow T A RY Kinetics/Affinity, BEHEiTH. E2HE0O, ESERE
B ¥R Ligand name, EIFACIRZER, KILIEIEIE another proteino

File View Tools Help

W T e
Creste Assay Woddlow Cther Options
 ———
(] iretics ity ] [L22] Bincing Anaiysis J [ )| wizards. 5] tanua @
-
Quick Fiter | Advanced Fiter Create Assay Workflow - Kinetics/Affinity —
A Ligand details Preview of recommended Assay Wordlow
=88 Users . !
B8 admirisrator Ligand name: Ligand A

30121 Training o

| - 130424 My ligand is... [ _]
= 140303 ...a biomolecule with a tag

: N an antibod

408 aning

ta1201 .2 nucleic acid

*20 LuoGuizhou df ...a vesicle/iposome
18 ...something else
n
macoretraining
RF sandira




2) EIRERER S, EHEMAY Ligand attachment approach RE, EREFNIE AR, 81
Capture using own antibody and Sensor Chip CM5. Immobilize ligand covalently using Sensor
Chip CM5, ARSI %#E Immobilize ligand covalently using Sensor Chip CM5, B3 S EIFEE
BB CM5 T R IEITEI .

Create Assay Workflow - Kinetics/Affinity . — ﬁ

Ligand details Preview of recommended Assay Woddlow
Ligand name: Ligand A

My ligand is... exitecnmisn - Stilsor Surface Preparation

Find Immobilization pH

Ligand attachmert approach Immobilize
Recommended

() Capture using own antibody and Sensor Chip CM5 ASS&V

@ Immobilize ligand covalently using Sensor Chip CM5
Find Sample Conditions

Find Regeneration Conditions

Assay overview Run Kinetics/Affinity Assay
Type of assay: Direct binding
»
()
\/
ligand
Selected chip: CM5
(o)

3) TAR Assay overview SEMIE Preview of recommended Assay Workflow jS#iEI 7
BRASSTNER AR ELIRRTE. & continue, MIAZFR S Save {FF LI Workflow
EXHE, (BRBITEE, IBTEETHBEERFNEEXHEEXHEFRTBERNFR) o

(=) BeirfBEX

1. BRENE
REUTAXTHEERBEKE

_ analyte MW

ax=—* —— XRixSa
ligand MW

Hef, Rmax AGRERARALEERE, EEANKXFBEELAN100RU- analyte MW # ligand
MW DRI AFRMEERBMEFRER ANSFE, SmAKZITELL, RMIFEKIAF 1, RL HE
KMBEXE . SLIATSLPRIBEAE N3-5 ZH9 RLo AR AM, EA A D FEN 24kD, EHABSD
FE7 21D, WRLA 114RU, EHARIBIRBEXEJ 300-600 RUo

F: ALRERTEHEESARIEDB, EREITINEEBHBEABREIERA, SHBERT
e, BABER TREEA—MILREITHR, IEEEEAZRERBR. (1F1EES%E Biacore
ZIFER ) o



2. BERBEHMEERMIER

1) B A M pH5.5, 5.0, 4.5, 40 NERMWDBIHBEE 10 ug/ml ( £ 5 EHRELL, @K
2 K7F 5000RU, A[IESIREZ 20pug/mILALE) , & 100 uL FH.

2 ) fR#E Assay Workflow REIFIAZ, =I5 Find Immoblization pH HAJ Run to find out, JFFR
EEEF. REEKENMIEENANS, —— XN EREFHONNER, = nexto

File View Took Window Help
=N R
Assay Workflow: pr-pr CM5
Assay Overview
Type of assay: Direct binding
n aawte Ligend name: Ligand A
\/
igan
Selected chip: (=71
Edit Assay Worklow. .
Sensor Surface Preparation =
pa I. fization pH 'ngvSﬂ-\:p-_ “ Results reference |
Find Immobilization pH
- Detection
| DL Flow cell: |
Buffers
S Buffer Name pH |
[l Run 1 [10mM Acetate 55
i 2 |10 ™M Acetate 5 |
] 10 mM Acetate 4.5 |
4 |10 mM Acetate 3 |
Assay 5 Results reference
Find Sample Conditions
|
Find Regeneration Condl|
[ Runtosingont.. [l ) : Net> | [ Close
Run KinelicaAfinity Assay
|
I Help | Close ||

3) EMHERIXTIEES, ¥ prime before run BIAY "v" X318, Contact BTIEIEZKIAHY 180s 2k
120s, ERAZT. THAI50mM NaOH 2 AEBRKMESH ENER, KNESERBEKIGH
L, FEELEZEAT M. =i nexto



Immobilization pH Scouting - Injection Parameters ﬂ

Prime

|| Prime before run
Ligand

Name: Ligand A

Contacttime: 180  (s)

Surface regeneration
This surface wash will be run once at the end of each cycle.

Solution: 50mM NaOH

[ <Bsck ]| New> | [ Clse

4) £ Rack Positions RH, REFRMANUEXETESRIFEREIEEME. KF Load
Samples, EXHHFmER, REMTEABNNOFERINLR, ARBRATERERT. 55,

MA#EmIR, Rdinext, RELENMERXMGE, < starte fR7F method 5 result XHFEIX
fx (AIRAKBTIEE, TEAERTREERTFHEENHREXHEFRATERNFH) o
RS IETB#0I=1T pH scouting £ /%

— e B
E Immobilization pH Scouting - Rack Positions u@g

55:Ligand A
55iLigand A 110 mM Acetate 5 !
B T I Frtrna
55 Ligand A {Sample 10 mM Acetate 4 |
135, 50mM NaOH i i i
B e

ESEmp\e

[ < Back H Next > H Close I

10



X

5) iE1745% G, F Biacore™ X100 evaluation Software 3 FFIZ{TER X4 (WMTE ) , %k
XTI BrEBEHE, HEEZRH&RIBMAIIA pH BIBEER It 1T E LB

H)

RU Adjusted sensorgram

35000

30000 —+

25000 +
E 20000
E —— 10 mM Acetate 4
o
a _
I 15000 4 10 mM Acetate 4.5
=
2 —— 10 mM Acetate 5
=
Qo
o 10000 —— 10 mM Acetate 5.5
&

5000

" L
-5000 —— —t——— ——
-50 0 50 100 150 Z00 250 300 350
Time (0 = baseline) 5

6) NLIWHTE pHE.0 FEAREBEEY, HEWNEZS TERBEE. %A pH5.0 HESE
NISEAABRBERZE 2 yg/ml, 200 ul H1TEIA(BEL

3. ECiRMBEX

1) 1R Assay Workflow REIRINZE, =i Immoblization THHI Run, I HEAKBEHEF. &
BEH B9 IEIES, 45 prime before run BIRY “v" 12, 7E Flow cell 2 1, method %M Amine &,
EBEL, &XJ ligand BL{RB R, &M Aim for immobilize level, Target level # A Be{k B fr{BEX
£, J500RU, =i Nexto

|

Immobilization - Setup ———

=" Chip type: |[CM5 Prime before run
Flow cell 1

B immot . I Method:

Ligand solution:

Flow cell 2
[=]immobilize flow cell 2 Method: K] Amine -
|| @ Aim for immobilized level  Ligand solution: Ligand A
(©) Specify contact time Target level: 500 (RU) Wash solution: 50 mM NaOH

gack [ Mext> ][ Close

11



2) £ Rack Positions R, RIFHFRIMIAUEHBTEIRinEREIEEME. S Load Samples,
BEHERE, REMRBAERMERINLH, ARBXFERERIDT. RAFERE, =&
next, (REFEZMERNHE, =i starte fRTF method 5 result X EIXHFE ( ATBNIATHE
TiEE, IBEFERYHREERGHNEENHEEXHERTERNZER) « RFLEXBMIE

1T Immobilization I2F o

r Al
Immobilization - Rack Positions ﬂlﬂ
70:50 mM NaOH Immol ation
126 Ethanoclamine Immobilization
85 EDC Mix Fc2
85 NHS Mix Fc2
Empty EDC[NHS mm capacity 130pl Mix Fc 2
Full: Deionized water Water
W
A

IMEKERE, REBNERAETRBHKER, FXLIMBIXEN 500 RU ( BIFMEEKENLIR
H@MmE) o

4) BERRERRE, MAHRAT—ZXLE, THESFEEELZTE

RU Sensorgram
52000 —

50000 —
48000 —
46000 —+

44000 —

42000 —

Response

40000 —

38000 —+

T I
0 500 1000 1500 2000 2500

Time s

12



(P9) HmEngiz
1. IR1E Assay Workflow REHINZ, =3 Run Kinetics/Affinity Assay ~ Run, TFF# @G NE
Fo FEBKHBINIFEIES, Kinetics type i%3% Multi-cycle, 25 Nexto

(X Kinetics/Affinity - Injection Sequence 23|
Detection Chip
Eloweell: (12 Reference subtraction Chip type: |CM5
Hinetics type
) Single-cycle @ Multi-cycle
Injections in analysis cycle

Flow Cell 1 [ Flow Cell 2

Sample Ligand capture
Regeneration Sample

V| Begeneration E]

13



2. £ System Preparation STIEHESR, 45 prime before run HifY “v" £, Startup 284 & Solution
FZFRIE HBS-EP+, HRAZE, = Nexto

r Kinetics/Affinity - System Preparation E
Prime
[7] Prime before run
Conditioning
. Run conditioning cycle
Startup
Run startup cycles
Solution: HBS-EP+
Number of cycles: E
Help | <Back | MNext> || Close

3. TE Kinetics/Affinity-Injection Parameters R, 7& Sample —#=H Contact time /3 180s,
Dissociation time 3 300s, Regeneration H solution /9 Glycine 1.5, Contact time 4 30s. Fh
exto

—
Kinetics/Affinity - Injection Parameters E

Sample

Contacttime: 180  (s) Dissociationtime: 300  (s)

First reqeneration
Solution: Glycine 1.5/

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

Help <Back | Next> |[ Close |

14



4. TZ Kinetics/Affinity-Samples REF, EESITWER: Sampleid BEEFmEFR, MW(Da) H
573 F&E, —1 Concentration ARERE, 5— Concentration HERIRE, FRIKERKE
ISES (REREXERREE—TEY, Z—MEXZBNITE) . TIEEREEERE
MERE. BERESWT:

Kinetics/Affinity - Samples

Samples

Sample id

1 Analyte B

3 'J\Iﬁ';i}'t'é B

3 e a——

3 'Aﬁ';i}'t'é ——

2 T

3 P —

= 'ﬁﬁ';i;{é G
Analyte e

3 'Aﬁ';iﬁé g
P ——

'Aﬁ';i}'{é B

11
12

[<Back

5. =5 Next #H A Kinetics/Affinity-Rack Position R, RIFRIANUEDBTEE RicEEEIE
ENE. EESHERER,
&£ OKo

= FF Menu f5i% Automatic Positioning, pooling BEIRIEE yes,

Sample 1
MW (Da)

| ¥ Kinetics/Affinity - Rack Positions
|

Position

Type

255 Analyte B
135 Analyte B
135 Analyte B
135! Analyte B

Tee [ ~ilon & b

T

I Sample

Sample
Sample

“Full| Deionized water

21000
121000

21000
‘21000

Sample

Sample

Regeneration T
Water

21000 i

1.5625
3.125

6.25
125

6. B Load Samples, HXH#H R,
BiE{78& MKk HBS-EP+ I {TELLH . MAEREE,
TIREF. =i start, ({EESHRBENET.

=1

i

Next f&, XJ

15
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(R) LERERDF

1) T FF Biacore™ X100 Evaluation Software, s 7 ERTFHNE R H. mEZM Plot FHY
Binding to reference, MEBZENEEEB T —HE/NTF binding level FIXT N NI EAY 20%, BRE
binding level 1M RN EREGFEBEARERH. N2, BEMIIT—L, iF: EBindingto
reference Z = I N (BB FE IR E K B AT binding level 3TN IR ER 20%, BIFEEIEES
MEG, KRN TEHRSETEMNRPERFIRERIRS P20 (££S: BR-1000-54 ) iIRKE B
3 1%, ZEFBRBEEASSITY, SEOBEERGCHL, BEB AEADH. & baseline
ZETEMNE LR, TEKBERNE.

2) | E A HIEZERY Kinetics/Affinity, £ FHIt=E = Surface boundo 7E Kinetics/Affinity-
Select Curves R, HEESEN. EL 5 PMELREHTHE. ERIZEN: NRRSIKENMD
RZ{EXF 500 RU, EHIKAY 5-6 DREDHT, MRESREMME/NTF 50RU, EHRSH 5-6
MREFTEIBESH, NTHEEDE, BEEES-6 MNELKNIKEHRITHON. FTEENRE, IF
HRREREPERERNYSEERIT,

r N
A Kinetics / Affinity - Select Curves [Create] ﬂ
Curves
Sample: [MaMeB v] Temperature: [25 -I Curve ch=2~‘\ vl
Conc Flow Contact Time | Diss. Time N -
‘lé')il Cycles sample ‘ (M) ‘ (ol min) [ ) ©) S ‘
v 4 Analyte B i 0 30 180.0 300.6 : anti-beta2micro i
v 5:Analyte B 15625 180.0° 3007 anti-beta2micro i =
v 3.125 180.0: 300.6! anti-bata2micro
v 7:Analyte B 6.25 180.0 300.7: anti-beta2micro
v 8:Analyte B 125 180.0: 300.5: anti-beta2micro — ||
v 9:Analyte B 25 180.0° 300.6 anti-beta2micro o
\ y
u
[] Zoom lock
30
20
®
g0
I3
4
0 P
-10
-20
-100 0 100 200 300 400 500
Time El
Show concentration sefies Show blank(s) [] Show average blankis)
[ Heo | [ mutiple Rmasc | [ Adiust Injection Start.. | ach Cancel
(8 =

3) mEATA Next, BEA A Kinetics ( HERKE RN "R EWRTEF, & Affinity ) , mEkE
A Fit #BTEIENS, SEATA Finish T

4 ETHFHIEEREZE, Quality Control I ZIME=ZFIT R RENEIELT; MRSEIT, £
HIEEEIES, MRRLNT, TRYEFRES, FEMNMUXR. HIERTIEZR Report FERE
KD EE, BEMNZEHIE k. ki, FNHEE KEF. UARLR G, sShHZFHIE: ka-=
1.389x10° M's”", kd =0.004409s™", FEFMH: Kb =3.175x10° Mo

5) BRInMEE L, SEGRILIER copy graph BFXERE, toJLAG#E =S export curve,
S txt XAEBITRE=ZFRHEEE.

16



R
- Analyte B =8 Eol =5
Sample: Analte B Temperature: 25°C  Curve: Fc=2-1
Fits: (1. 1:1 Binding
RU
30__

251
20+

|

e
ot
‘5 -
=10+
-15 + t + + + d
-100 0 100 200 300 400 500

Time E

ualty Cortrol )Report | Residuals | Parameters |

Reported kinetic constants are within instrument specifications.

@ |Kinetic constants appear to be uniquely determined.

No significant bulk contributions (RI) found.

° Check that sensorgrams have sufficient curvature.

e Examine the residual plot. Pay attention to systematic and non+andom deviations.

e
| Qualty Conflal| Report_| Hesiduals | Parameters |

Curve ka (1/Ms) | kd (1/s) | kD (M) | Rmax (RU) | Conc (M) | tc | Flow (ul/min) | kt
1.389E+6 . 0.004409 3.175E-9 1.046E+7

Cycle: 5 1.5625 nM : 15.87:  1.563E-9 30.00

Cycle: 6 3.125 nM : 1572 3.125E-% 30.00

Cycle: 7 6.25nM 14891  6.250E-9 30.00

Cycle: 8 12.5nM 15.16; 1.250E-8 30.00

Cycle: 9 25 nM 16.55: 2.500E-8 30.00

MBEE, BRITEERARE
{54k 400-810-9118

17



X F cytiva Big M

Cytiva (B Fl ) RE2EREGREIZMFRISLITE, 2 Danaher (FNHFEHR )iE
THIZIEEAR. (EAEGERISIENE, Cytiva RIIEFERRELE
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YT Eo

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