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1 Hotel door release button RFIVRT7ZREIIES BNSIOZ I BEERIHIMTHD., BEZ— R
_ 1 Buffersupply PHEA-IRBILTVES
2 Sample hotel door with window YN owhEty NUET
\ BINSEBHIKNHAINTHED, BEZ— RILHMEA -
. Z—RIb. Uy RS TS TOvY, YT 2 Watersupply =)
3 Sample compartment with window Sy DB R T IRSILTVWET N -
4 Sensor chip port oY -—FvTEYNUETS (FE)) 3 Waste outlet port ggﬁi‘?s\\;’l@f ARE 2T T TR
5  Tubing panel ;\?LZT;T;(;%E%{%@?;E?;E?SEQE 4 Buffer inlet port NyIp—F1-ThBN\yIy—hitiganss

6  Rail for accessory holders ANVABEORIIREEERDF I ET Bl R BRUKT 1 - DSBRUK DRGNS
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1-3. Biacore™ Insight Control Software g

Instrument controlEH

T2 Biacore Insight Control Software

cytiva

Instrument control Methods Runs  Action history

Biacore™ Insight Control Software

Biacore

ﬁ' Interactive run

Activity queue

ZIEIVY FOFHY

ue Change chip

\- Wait

System setup
REERTE

Y -FvIDRyY
Iy Iy —EHIRE

Maintenance

Desorb (GE—)
Desorb and Sanitize (B—)
System Check (GEE)

/Activity queue \ 6ystem setup \ (Maintenance \ Start
- o . : o
.e Change solutions 1 Set flow cell temperature Q Desorb ﬂ Interactive run
- -
. & " =
[ 6 min 1_ Set sample compartment temperature = Desorb and sanitize é Method
& J
® H System check

Start

Interactive run

ZABAIEXVY R

Instrument states

Running Change solutions... i
Cytlva Current b
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Chip information
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1. Change chip/50pen chip door C/— MzFIT2 3. TypeZziZEIRU. Dock chip
Change chip
n@ Change chip
m Used chip
2. TIH-—FvIZR—NIyh La
il ) 1 ~ | Type CMS -
! Id 3/3/2023 7:12:51 PM
= Lot number

KENOEECHIN-Cty UFET IEZET  oven chip door

— 1

<1~ Biacore Sensor Chip iy
CM5

4, Change solutionsH*5SReady to start

Series S

]
te Change solutions
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1-6.Flow cellD1B Ak

Glass slide

Flow cellDF&ERK
o —-FVITOE IR (T EmO—HAR / . Sensor surface

IFC channels(C&DTFlow cell &R SN E T
R

l
IFC channels

* 1 series®Flow celllx6DHNFT

ann o e

Flow cells, formed by contact of the IFC

TK/TK+/15+ TK+/1S+ on the sensor surface
(Pairwise) (Serial)

]
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1-7. Flow path&Reference cellD5%E
Reference flow cell Bi ™qK Biacore™1K+ and
(k&) S Biacore™ 1S+
v

‘ Single

n In pairs 1,2 ﬂ
3,4 n v v
5,6 n v v
n_n In quadruples 1,2,3, 4 M M m nﬂ -
s IAIMNOANINA «
Cytiva m All together 1,2,3,4,5,6 m Mﬂ m m -

o o1 WDN =
L L L
L L L <

<<
<



1-8.5>=J N\VI7—ICD\T

ST BESSZO\wIr— (10

Sistia) OEDROHSHDFT S, -

BB — AN —SCTTHRRIE. = =9

Product | Package | Code | Contents  10/SBMRISRE

HBS-EP+ 10X 1X1,000 ml BR100669
HBS-EP+ 10X 4X50 ml BR100826
HBS-P+ 10X 1X1,000 ml BR100671
HBS-P+ 10X 4X50 ml BR100827
HBS-N 10X 1X1,000 ml BR100670
HBS-N 10X 4X50 ml BR100828
PBS 10X 1X1,000 ml BR100672
PBS-P+ 10X 1X1,000 ml 28995084

Cytiva

10 mM HEPES, 150 mM NaCl, 3 mM EDTA and 0.05% v/v Surfactant P20 (Tween 20)
pH 7.4

10 mM HEPES, 150 mM NaCl and 0.05% v/v Surfactant P20 (Tween 20)
pH 7.4

10 mM HEPES, 150 mM NaCl
pH 7.4

10 mM phosphate buffer with 2.7 mM KCl and 137 mM NaCl
pH 7.4

20 mM phosphate buffer with 2.7 mM KCI, 137 mM NaCl and 0.05% Surfactant P20 (Tween 20)
pH 7.4

x )\wIr7—%2B{EI2%E. 0.22 umI(ILA—TA1BL TLEE0N,
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52T oA 5> TI5v)
RTIVRP IR DIRI > THREFT, RO IINIYINSHDET

A(296/384TL— b, AICHTILSVIRTYRNUET . ©7mmVia 36 &
O ~w ~ N Az —_—— mm Via 2&
* AR 2AV D EFRICTRD LY b zfmmz: ) -

B
® 15 mm Vial 7K
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1-10. ¥ IHI L — M- Foil/Septalc DU\ T

ST —h

Microplate Working Foil/Septa | Plate height,
volume, pL

96-well, U-bottom, PS, Cytiva, BR100503
96-well, U-bottom, PP, Greiner, 650201

96-well, deep-well, V-bottom, PP, 0.5 mL,
Greiner, 786201

96-well, deep-well, U-bottom, PP, 1 mL,
Greiner, 780201

96-well, deep-well, U-bottom, PP, 2 mL,
Porvair, 219020MB

96-well, deep-well, U-bottom, PP, 2 mL,
Thermo Fisher, 278752

384-well,V-bottom, PP, Greiner, 781280

384-well, deep-well, V-bottom, PP, Greiner,

781270

Cytiva

250

650

1000

1850

1700

110

200

A/C

A/C

A/C

A/IC

A/C

B

B

15

27

42

45

44

14

22

Foil/Septa

A Microplate foil (96-well), 28975816, Cytiva, 100-pack, plastic foil
B Microplate foil (384-well), BR100577, Cytiva, 100-pack, plastic foil
C Microplate septa (96-well), 29192561, Cytiva, 10-pack, plastic/elastomer cover

Foil : DTS 1EBIUNMDERLRVSGE

Septa : B2UIINSELEIDET 55
* Pooling I BFRICEARI 2T LR )L

I FRDS =)V 2ERATIE,
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SN ATINELVGFryT

n Rubber caps, 9 Rubber caps, Rubber caps,
type 3 type 2 . type 5

BR100502 BR100411 BR100655

N - Y-

| - -
Plastic Vials, Plastic Vials, Plastic Vials,
7 mm 1.5ml, 11 mm 15 mm
BR100212 BR100287 29266981

| 0.8 ml 1.5 ml 4.0 ml

@7 mm 211 mm 15 mm

NI BREDONA7ILEFry TR ERZEL,
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1-12. 2 EMethod \D 7 IR

Biacore CRITEZRIIAT B(C(X. Biacore Insight Control Software_t TRITE FHDMethod J71 )Lz FE.
HAIEZRMAZANTBRCENNETT,
1. Instrument controldJ &DMethod% 1w/

2. MethoddJBIEINFEDFE T, Newh'5 U ~

r‘ Method W
o SNERIEAYRTY T — NEIRAATEE.

P Biacore Insight Control Software

cytivu Biacore™ Insight Control Software Biacore @ HELP v

Instrument control ~ Methods Runs  Action history ﬂ Preferences

© Open

Biacore B series Biacnre 1 series
Empty methods L ET T Description Iltem details

-

% Surface preparation Kinetic screen Single concentration injections for rapid estimation of kinetic properties. Incluc -

& Assay development Single-cycle kinetics Single-cycle kinetics for protein samples.
P @ Binding screen Multi-cycle kinetics/affinity Multi-cycle kinetics/affinity for protein samples. Includes regeneration. BESciE el
~ & Kinetics/ affinity Single-cycle kinetics using capture Single-cycle kinetics for protein samples using captured ligand.

b @ Fragment Multi-cycle kinetics/affinity using capture Multi-cycle kinetics/affinity for protein samples, using captured ligand. Includes

P LMW Fast kinetics 10 Hz Multi-cycle kinetics for fast dissociating analytes. Using data collection rate 10

« @ Antibody/ general Fast kinetics 40 Hz Multi-cycle kinetics for fast dissociating analytes. Using data collection rate 40

K 1 affinity

% Kinetics / affinity using Biotin CAP
% Kinetics / affinity using Sensor Chip NTA
% Kinetics [/ affinity using GST capture

Cytiva
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1-13. Method{ERXEIEIDEAIE1E

cytivu Biacore™ Insight Control Software User user01 @ HELP v

Instrument control  Methods Runs  Action history ;,E‘IJ E EQE w $"IE ﬂ- Preferences
Single-cycle kinetics using Biacore cap-tag capture (Biacore 1 series) Q 9 New M et h Od{fﬁﬁi%@_jwé t&)@%ﬁ* ib\@4X7_"‘Jj®/97

Method Builder - 1 Series WA EOGGEE T 2. Variables and positioning | 3. Cycle overview | 4. Plate layout O Sendtoq u E @ ® © © Compatibility

v General settings ® | | conditioning (@) | | Startup (Bl Analysis MethOd dEfinitiOn(:Bw'éju -

. ) 25 oC ™ & Addstep Vv BB = i
Usefowsels 1.2 1= 3 " P Method definition A 7Y TN Assay step?DFJ
Reference 1
Change flow cells et Analysts e
Purpose | Analysis i

Data collection rate AnaIySiS(:a\Lj-5§37> F
10 | FAssay step (CDIHZE"Analysis”) A

Flow cell 1 Ref

P F=Hnsz N MEL=S
Running buffer Flow cell 2 Capture 1 @ Wash 1 @ Single cycle kinetics 1 @ | Regeneration 1 @ | Wash 2 @ - O))’J“}JDX4£F7B‘CODERIE

Buffer r. r. r. r. r. Add command W

Concentration unit varies

. Properties User defined variables
Change units
Property Variable Value
© Add variable
Solution « Flow path 1,2 - Concentrationspercycle | 5 =
Contact time 120 | s Comment L=
Dissociation time 600 | s
Flow rate 30 | plmin
Molccular weiaht Da

Cytiva * Insight Softwareld, 77 XYIDDPEEBAEEICHRO>TVET, -



1-14. T Y I MO I 7 DcED - i D Bin

AITERR T2, BTV I RNI1Y (Biacore Insight Evaluation Software) T3> I71 IV Z2RE.
BT 755(C&DIEvaluation MethodZIEIRU TR ZIGHFE T

1. Insight Evaluation SoftwareDCE) - 071> 2. Create new evaluation¥7 /Select runs7J

Bt Poght Beosson Sooare
Cl
o cytiva PN o iy i Aty
Biacore” Insight Evaluation Software
Version 50.16.21762
N: T
-

Biacore
Insight
Evaluation
Software

C‘_Vl:iVCI Biacore™ Insight Evaluation Software

Create new evaluation Open existing evaluation  Action history

|||||||

1. Select runs

* User id. Password(d. Insight Control
SoftwaredJ (> & i@

Select runs from multiple folders Show | 20 vI

o
s

b @& Demo Data I

Cytiva ——————————————— 1 8
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1-14.5rVYI N T 7 Dl E) - iR DRI (FRE)

Select runsYINSERTUIEVWT —5%ZEIRLT. 2. S ECH D IEMethodZERL TOpen
Select evaluation methodz 27w/

cytiva Biacore™ Insight Evaluation Software iz

User defined Predefined

Create new evaluation  Open existing evaluation  Action history §c) Show| 20 v items 1-20f2 -

= ® Root Name Type
m 2. Select evaluation method el
v @ New Folder Capture level scouting using Biacore cap-tag capture (Biacore 8 series) - Evaluation method ~ Evaluation method

% Kitty demo data Capture level scouting using Biacore cap-tag capture (Biacore 1 series) - Evaluation method  Evaluation method
4@ Select runs from multiplefolders Show 20 w items 1-20f2
v @ New Folder EXP-020572 SCK oligo-GST anti-GST_VHH 17017 2024-11-27

@ Kittydemodata EXP-020572 Capture level scouting oligo-GST 2024-10-31

) XERMESECDOWVWT(E, RV BUBERCSREE L,

Select evaluation method

Cytiva 19



1-15. 7—=HIJAK—H

1. BT, HomeZJUw% Spreadsheet
Excel workbook (*.xlIsx) : TOTJILHZT

Presentation
PowerPoint presentation (*.pptx) : /VD—iA> M2
o IVAR—NE. ND—RAVNTCEISTDRAT —

2. Export todDIEE DN T/RF

Export to . oY =I5 hADOEPKERERENTIEE,
EL Spreadsheet PDF
B o Portable document format (*.pdf) : PDFAZZ

JSON or XML (AT>3>)
Q JSON file (*.json). XML file (*.xml) : BBFEE&/— b
(ELN) fx(

Cytiva 20



1-16. €DIFHMHOMeEE CTEACE

Cytiva

iy Biacore Insight Evaluation Software - Fragment affinity screen 11/2/2016 3:33:31 PM - >

cytivu Biacore™ Insight Evaluation Software

Create new evaluation  Open existing evaluation  Evaluation - Fragment affinity screen 11/2/2016 3:33:31 PM BE Action history
\ ﬂ\lew evaluation items \

Settings and preparation (After evaluation )
ﬁ Properties Sensor: gram % Create evaluation method

\_ J

- Variables Plot Gport to \

Curve markers Kinetics and affinity Spreadsheet

Report points Kinetics Affinity a Presentation
[ - 7 a

[ Solvent correction - PDF
\_ ) &¥EEvaluation®E1T \_ J

Settings and preparation ZEExport

‘Properties : T—A0JO/\T4—UH > REEI/LEREDHESR

*Variables : *jjjo)l/%\/;ar_fﬁ\ Blank. Controld)nxmﬁtVarlableIEEODWIE
-Curve markers : T—HCIT) 2L TRIHE. TDIZTOVER - iRE

-Report point : L7k— R4 > MDIENN - HIBF - fREE

-Solvent correction : JAIEMHIEDELT
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2. XEDAR

2-1. Biacore™ cap-tag capture kit #iZ
2-2. Biacore™ cap-tag capture kitD &L

2-3. Biacore™ cap-tag capture kitiBl5E D fih
(1) UH > RADBiacore™ cap-tag A %Biacore> AT LN CITO/EZET T,
(2) &fFRET1 « RERUN> REDIRET (Capture level scouting)
(3) RAHARET2 & 15t T TRMARBILDOHDIEHRZEUS
(4) AHARET3 - RINEE - BFBORESZAORE (Simulsy—)LFEH)
(5) ASAITE @ Kinetics (Kp, k. k) BITEEBFEAT

2-4. Kinetics (K, k., k,)EEHT DF¥HH
(1) SettingsIEEH—&
(2) Fitting modelsDE%TE
(3) Initial valuesDEXTE
(4) Quality controlDFEER (T1v7 4> $ER D)
(5) KineticsBEATFESRE M/ NI X —H— (DT

Cytiva
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2-1. Biacore™ cap-tag capture kit I Z

FERI2FYh oY —FvIDIFU (Instruction For Use) (FA T SBRIICTHESRZE,

W Mt & Biacore™ cap-tagZz{dhnLrz T (4w Oy £
RSN U755 K e I MERHILTHIE, RN M YT LT CF — SRTE RN
Biacore™ cap—tag’i:ﬁ?]l] Sensor Chlp CAPICEIESL TYEES NR7F A hests

&> "*‘{’xw-u T tes * )
-0 W

V71> RRE EE(L AITE BE B {FRARIT
(5T DRSE)

FYI OEBEFIA


https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf

2-2. Biacore™ cap-tag capture kitDBhK

#J[E](X, Biacore™ cap-tag capture kit series s (29873737) . & LU Biacore regeneration kit CAP (29805821) MD2& Gz B ALIZEL\,
BRRmO~@DNNETT,

Biacore™ cap-tag capture Kit series s (29873737)

Xk MEBEES

®© £ - 3 Cap-tag EADKIE kit Biacore cap-tag conjugation kit 29805822

1._“':':’ I'ZE 3 o) @ o —FvT Series S Sensor Chip CAP 29805820

@ | p e ©) BERITA Amersham MicroSpin G50 columns 27533001
Rigidis e a0 capture ik sevies s By MERBO-OFERBAGIEETT, L0y MERRES TOEEA,

Biacore regeneration kit CAP (29805821)

Bk | EARE Hm#
@ / Regeneratlon stock 1 (8M GuHClI)

- T O UERMIEER TR B0,

: FARICERICERICRLTERLTAD @ BYEBR Biacore regeneration kit CAP
. fRALTESL, Eegeneration Stoct ég *ordered separately as it contains
i <\ egeneration stoc hazardous goods
- kﬁ Regeneration stock 2 (1M NaOH) 31 TRELTEA 9

Biacore regeneratlon kit CAP

Cytiva BRI FYN T2 —FvIDIFU (Instruction For Use) (AT CREERIEELY s 25



https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf

2-3. Biacore™ cap-tag capture kit

(1) UH> BADBiacore™ cap-tag I A
MAEZ(IBiacore> AT ©INCERMLET

I
(2) ARG 1 @RV > FEOIRET

(”E’_-*':bI( Y R)
(3) SHFARET 2 @ 1st IO T RBEI LD DIEHRZEUS
(EEIAYYR)

I
(4) %’ﬁ%ﬁgq 3 : /J\\b”/}Er_ H%Fﬂﬁo)ﬂ_ﬁ%ﬁ:o)/%m

(Biacore™ Simul8 Y—J1)
\ %

(5) ASBITE @ K, ky, KZEUS

Cytiva

HITE D

26



(1) Y RADBiacore™ cap-tag B A

Biacore™ cap-tagi& A DVEZ(EBiacore > AT LA TEMUET

BRI RIEVEFIEIC DUV TIE, Biacore™ cap-tag capture kit® IFU  (Instruction For Use) (CCCHEERLIEEW,
HAZOZZEBRCHEEE N HDET,

#])sb TBiacore™3EE& /— N Biacore™ cap-tag capture kitx BV E/EFRIE

UAYR  UBYR7HOF4AN—%H—  Biacore™ cap-tag

4 @

w v ¥
& 4 ﬁ & ﬁ &

{

/
1>FINR—-p AEYhSLFER AEYhSLFER
25°C 103k

AYE1R—F Serle%igf\ng%ru%]/l\p CAP
25°C 185f5 4

Cytiva
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https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://d3.cytivalifesciences.com/prod/IFU/29752323.pdf
https://www.cytivalifesciences.co.jp/contact/biacore-concierge/contents-library/biacore-lab-notebooks.html
https://www.cytivalifesciences.co.jp/contact/biacore-concierge/contents-library/biacore-lab-notebooks.html
https://www.cytivalifesciences.co.jp/contact/biacore-concierge/contents-library/biacore-lab-notebooks.html
https://www.cytivalifesciences.co.jp/contact/biacore-concierge/contents-library/biacore-lab-notebooks.html
https://www.cytivalifesciences.co.jp/contact/biacore-concierge/contents-library/biacore-lab-notebooks.html
https://www.cytivalifesciences.co.jp/contact/biacore-concierge/contents-library/biacore-lab-notebooks.html
https://www.cytivalifesciences.co.jp/contact/biacore-concierge/contents-library/biacore-lab-notebooks.html
https://www.cytivalifesciences.co.jp/contact/biacore-concierge/contents-library/biacore-lab-notebooks.html
https://www.cytivalifesciences.co.jp/contact/biacore-concierge/contents-library/biacore-lab-notebooks.html
https://www.cytivalifesciences.co.jp/contact/biacore-concierge/contents-library/biacore-lab-notebooks.html

(2) &Rt 1 - RERUB> FEDIRET Capture level scouting

N FrIFr—LAN
Ijjjjl\ﬁ%R\/IJ_Z/d\\}J[l 2000 + ) 1 ?l‘iEFR:/U—Z“
Cap-tag BASZI\JE. 40 ~ 5,120 f57HR E —
| N owl -
S =
o _ D
L A AR I e B RS

-250 1 —
0 250 500

I Time (s)
e

-
5

B RREREES :
A 1004
L

5 KineticsfBHT T(3. UH> REZIIZZAHEELL) \rE - \
o ’ 0 10 1000 'm"'{dboo
HIRIV-X

Cytiva 28



(2) SFHRET 1 RERYD>Y REDIREY

Capture level scoutingiBlFE D EiE

Capture level scoutingggFHMMethod (EE!DMethod®h) ZRIE. BIEZEMLET
1. MethodZzJUw)

@ Method

2. TFi2DMethodZiEIRL TOpen

Name Type

Capture level scouting using Biacore cap-tag capture (Biacore 1 series)  Analysis method

*Capture level scoutingEE FlDMethod (38t R— AR—SEDEETHI>OO—-RTEET, (Biacore 1 series/8 series)
https://www.cytivalifesciences.com/en/us/support/software/biacore-downloads

*Biacore™ T200/5200 (M Capture level scoutingBEFAMethod(d FEER—T&DAD>0—-RTEET,
Biacore T200/S200 3 Biacore cap-tag capture kit;8ITE * ¥/ v K | Cytiva

Cytiva
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https://www.cytivalifesciences.com/en/us/support/software/biacore-downloads
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KRAECHEITTIFIAMNEEDREULNME,
>ZMREEORY FREBEMAZEEREELL TR ?) RIBTEYIIL—-33>

>EMREEOD, RIBTEIZ1L—-33>

104
| — A=
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! . . 2 o] e Kinetics f#tfr VYRR
| SUEESOLARSRCOTVS k,=6.92x10°M's
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(Biacore™ Simul8 W—JL%{EH)

A>S54>Y—)Biacore™ Simul8 T Y —9ISAZEFIVE
1st IODFER (STMBELTEHUEUIZKka, kd ) ZTTlCSZa1lb—23> %170\,
754 ROTIEE - sl O &REZ A% RTET D,

FIIE :
@®Biacore™ Simul8 ZfI< (R TFHIFHT]EE

https://apps.cytivalifesciences.com/spr/
*2Z &R Biacore Simul8 user guide

(@ Biacore™ Simul8 T1st S2DFER ( ITRBEELTEUSUIZK,, ky) Z AT,
oY -J3 L0321 —-232%TF B

Q RERMZEEEEL YIS0 RBEORERZRET D

Cytiva

&

iRTE

Start menu

Biacore™ Simul8

SPR sensorgram simulation tool

Welcome to Biacore™ Simul8 — Cytiva's
surface plasmon resonance (SPR) sensorgram
simulation tool. Learn how interaction kinetics
affect sensorgrams generated by our Biacore™
systems. Use Biacore™ Simul8 to:

= optimize assay parameters
= verify affinity and kinetics constants

= check all optical biosensors publication
results

Biacore™ Simul8 creates sensorgrams based
on your assay parameters such as injection
time, dissociation time and sample
concentration — while taking into
consideration the selected assay format and
binding model.

{-\ Get started
S
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(Biacore™ Simul8 WY—J)L%{EH)
Biacore™ Simul8 Y—=ILD A 5E

e iy i C}
1 Kinetics 1
1 1
1 N 1
| Single-cycle $ '
1 1
1 1
1 1
I Model 1
1 1~
: 1 D
A

1 1 v : 9_:_
1 1 o
1 1 w
1 1 C
1 1 8_
1 1 5
1 [
1 I
| Contact time '
1 1
1 1
: — 120 Seconds —|— :
1 1
1 1
1 1 1 1 1 1 1 1 1 1
1 Dissociation time : 0 500 1000 1500 2000 2500 3000 3500 4000
H ' Time (s)
i — 600 Seconds = 4 H e
| 1 : P =~ = Nz | + = \ A= =

' i 7FANEE -FER ( fBEELTH I A
] | i e seSimulation1 st 535N 54 NEE -4 SIIMEELTHISUIZK,, Ky a
| Baseline time H !
1 1
1 1 1
: — 10 Seconds —|— : : k, (1/Ms) kq(1/s) Highest concentration (nM) Rinax (RU) Concentrations per sample series Dilution factor
1 HE
b e ————— (. 6.92e45 3.35¢-7 1.6e+3 10

1

AERFTOEE INSA=5-T7F 54 NEEFDEE

Cytiva
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(Biacore™ Simul8 W—)LZ{EH)
Biacore™ Simul8 ¥Y—=)lZ{EHUI> 21 -3 4

Kinetics

M= E - 15 [E] D B S F DR TE

Single-cycle

Simulation 1

1905507 F 54 NEE - 58
( STBMBELTEBUIZK,, ky) BAT

nse (RU)

Respol

Contacttime

— REFEZAL

X !
7754 NREBTL AR ANTETS (4 5BEETOLAK A ERERAALY |

- ™ sas oY —h—TRARN BRI
Di iation timi Jn; 530 m‘oo LS‘GD ZTD\nane )
- 600 Seconds |-
Baseline tim: e e 4
— 10 Secon + K, (17Ms) ky(1/s) Highest concentration (nM} Roax (RU) Concentrations per sample series Dilution factor
SimUIation 2 Kinetics LS ‘
Simulation 10> Y =I5 M\ ETIGRERMZEEZEE
— 1 e . - 5 ) SR -
O T MEEEEZ TS (1500 nM = 30 nM) < fREENETRZ3
@ HREEFEZEZE (1/5HIR T = 1/35FRTs5:)
:;§ il g — N N O\ » —_—
@ BMEHTES (1208180 ~ PF5A NREEF CREKENAL AR 2 LRARAS.,
@ fREiRsEZER (60012=3,0008% - m sew

Dissociation time
‘ - 3843 seconds |

ABERDBIESRAFEL TERA T v = S

Cytiva Ky (1Ms)

- D-TRRIABEBU TS

000
Time (s)

kg (1/s) Highest concentration {nM) Rmex (RU) Concentrations per sample series Dilution factor

33667 20.099999099999996 10 5 3
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1. CAIER®OMethodZ <

2. @FTCOFERMFEFITERBILL

Method definition

Instrument control Methods Runs  Action history

Single-cycle kinetics using Biacore cap-tag capture (Biacore 1 series)

SAITES4 %R Method(C A S

Analysis method

Method Builder - 1 Series

v General settings

Use flow cells 1.2

Reference
Change flow cells
Data collection rate
10 = Hz

Running buffer

HBS-EP+

Concentration unit varies
Change units @

Single-cycle kinetics using Biacore cap-tag capture (Biacore 1 series) 0 © Open

B EOLL ST 2. Variables and positioning | 3. Cycle overview | 4. Plate layout © Sendito que

Foly

® | | Conditioning () | | Startup ®
l 25 °C & &
25 °C
Name Analysis
Purpose  Analysis v

@

Flow cell 1 Ref

@

Wash 1

I Y

Flow cell 2 Capture 1 ®
Properties

Property Variable Value

Solution v

Contact time 120 s
Dissociation time 600 s

Flow rate 30 | wpimin
Molecular weight Da

Cytiva

©@ @& © © ©

£ Preferences

© New

® ©® © Compatibility

R 2

Analysis

& Add step Vv

Repeat within

©, @ ®

@ [ Single cycle kinetics 1 @ ]

“ Regeneration1 ) | Wash 2 ®

UB>REYTFr— @ DI NEFRIZESE (T4 ME3005)

SIS TR (FEE 2ul/min.
Wash 1 SO N\ TP —TRi&RSE. T IAIMDEE

=R REL 025 NEfE FRBEIFRZ S TE . R (L@ FE 30ul/min.
AN EBIHESEA(CLUIRVEE(F(EvVariable(CFTv)

BABERRM. TIAIOFE
222Ny TP— TS, T IAINMDOFE
IN> RBICERUWEE B ZZEE

Single cycle
kinetics 1

Regeneration 1
Wash 2

Change units
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Variables and positioning

Instrument control ~ Methods

Method Builder - 1 Series

~v Settings

Actions for selected step
Impert from

E, File

Nf Clipboard

Manage cycles

© Add cycle

© Removeall

Cytiva

Runs  Action history

Single-cycle kinetics using Biotin CAPture kit Q e Open

Q@ New

1. Method definition |REGEVEEENZLEGENOTIGE 31Cycle overview | 4. Plate layout © Send to queue u B

£ Preferences

. . Compatibility

( Conditioning Startup Analysis \ (
Type

\

Solution
1 Sample 1

2  Samplel

Plate 1

96 well 250 pl

-

Single cycle kinetics 1-

Control Concentration 1(nM) Concentration 2 (nM) Concentration 3 (nM) Concentration 4(nM) Concentration 5 (nM)

v 24

60 300

Show maore columns

® 06

200000000
100000000
w@O0O000000
s@0000000
s@0000000
7@0C00000
s@O000000
s@0000000
+@0000000
:@0000000
200000000

C1=

Sﬁ

Hﬂ 1@0000000

AB CDEFGH

'
Id Rack 1 é
Type | ReagentRackA = E

2000 =

1100007 %

10000@6 K
(GROR0)

@ ie!
000 /N,
S350 | @
s@ OO 3
1@00
: @00 2
2000 ™,
@00
A B C D /

Solution 734 AN \
ORESLIUREE
NIARECERC B R E

ACEI-IEE

Concentration
Positioning

Positioning settings

Rack 2
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B> I zty s, RIERE

1. Plate layout(CTEDT#E R

2. Sendto queue GHITERIIE (B) Sendto queuex UL CAIERIIA% S 3L . TTOBEIEICRED LG TEE A,

Instrument control  Methods Runs  Action history

ﬁ- Preferences

Single-cycle kinetics using Biotin CAPture kit €3 [i=J:EUREN+ N B

Method Builder - 1 Series 1. Method definition | 2.Variables and positioning | 3. Cycle overview |[l-N Y5 CY BV © Sendto queue ]n m |=| @ © Compatibility
i Bottles Sort positions Ascending ® Descending @ Estimated runtime 2 h 41 min

Buffer bottle 200 ml Buffer =
Water bottle 200 ml Water Plate 1 #
View Volume summary @ A 5 € D ; F ¢ H
Sample 1
Id Plate 1 Id Rack 1 h 150?0“;;
Type 96 well 250 pl Type Reagent Rack A Sample 1
200000000 | | 2000 (7, ’ ® oo
100000000 nQ QOO0
189332998 | 1888C 1 . &
E 9 =
100000000 | | 1006 ()3 o - IRH anaA
@0000000 Q00 . ?gmzew — -
s@0 000000 sO0O0 7 " N1 ISR EN Ny 1=} —
1999999000 || 999 ( )s hile 6D Trays / Volume summary 'ﬁig@mjjajbdiU'{iimﬁ_m
100000000 | | 800 ( ) o IEBERON-HINOKBERFRR
:@0000000 | | 2000 103, e — oy
100000000 @00\ 5 sempie @) E /= RIS TEE R
103l — — SEI ==
- ©) Send to queue T—ADT A IV & - RIFEFRZIEEL T, RIERE
‘ DM:DS;JI
Sample 1

3 0nM
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Software

1. Select runs¥ IS AGRITEDT —H7%1EIRU T, 2.  Predefinedd7h'5. Evaluation methodZiEIR .

Select evaluation methodZz 27w OpenZ /v’

cytiva Biacore™ Insight Evaluation Software

m 2. Select evaluation method Userdefined  Predefined

§C; Select runs from multiplefolders  Show | 20 w | items  1-20f2 ® Empty method
® Surface preparation
v & New Folder EXP-020572 SCK oligo-GST anti-GST VHH 17017 2024-11-27 b & Binding screen
EXP-020572 Capture level scouting oligo-GST 2024-10-31 v @ Kinstics/ affinity
“ ® Fragment
= LMW

Select evaluation method

Cytiva

cytivu Biacore™ Insight Evaluation Software

Create new evaluation  Open existing evaluation  Action history

Create new evaluation = Open existing evaluation  Action history
1.Select runs R TR FATETTE DRG]

Kinetic screen - Evaluation method
Single-cycle kinetics - Evaluation methed
Multi-cycle kinetics - Evaluation method
Multi-cycle affinity - Evaluation method
Parallel kinetics - Evaluation method

2D kinetics - Evaluation method

Single-cycle kinetics using capture - Evaluation method
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Settings
BRI 0
DFFiH
WA=

BABEA

Cytiva

cytiva

Biacore™ Insight Evaluation Software

User user01

Create new evaluation  Open existing evaluation ~ Evaluation - EXP-020572 SCK oligo-GST anti-GST_VHH 17017 2024-11-27 EE Action history

QC-Binding to reference Vv Evaluation-Kinetics o Home Vv

QC-Sensorgram VvV

QC-Capture baseline Vv

@ttings

> > Injection assignment

Kinetics/Affinity mode

Settings apply to selected series
[ Kinctce [

> Blank settings
Show
> Fitmodels

> Initial values

\ > Color by

/

00

anti-GST VHH; oligo-GST
®  (1:1:1binding

QC-Capture level v

Thumbnails »

YIS NETYTAOTh—T0—&

~

o

o

¥
o

Relative response

o

anti-GST VHH; oligo-GST (1) 1:1 binding

:“Eag

28 Thumbnails

E Result table
KD chart
On-off rate chart

Sensorgrams

B Fitdetails

Open layout manager...

-

. Sensorgrams

T T T
100 200 300 400 500 600 700

1:1 binding: ka=4.23e+05; kd=4.47e-03; Rmax=8.6; KD=1.06e-08

Sample table

1:1 binding
Series parameters

ka (1/Ms)

Parameters Re

4.23e+05

© SERUET A0S —5 DIy h—T

Blanks Qua

1:1 binding
Sensorgram parameters
Curve

Conc (M) f (pl/min)

kd (17s) 447603 #6: Sensorgram Fc=2-1  3.125E-09 6.25E-09 1.25E-08 2.5E-08 5E-08 30
Rmax (RU) 8.6

- -
e a0secs Fit detail

EIRUILT — YOS RaFH
Kk J2EZTBITA—H, Quality Control/2&
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(1) SettingsIHE—E5

[v Settings ] @

S

Select sensorgrams

Cytiva

Data grouping (8)

m Parallel/2D @

2 Injection assignment

Kinetics/Affinity mode @

Settings apply to selected series

Affinity Both
# Blank settings @
~ Fit models Perform fit [8] @

Settings apply to selected series

Kinetics fit model (81 | 1:1 binding @

» Initial values

©®

@

@

IHH

Settings

Data grouping

Kinetics/Affinity
mode

Blank settings

Fit models

Initial values

Perform fit

5168
REREA BRI CaEY,

* 8 seriesT —AEEATIFDH
Serial : NIWFHAOIEZRETADIVE
Parallel/2D : \SLIVEF(F2DDAMRT1I Ak

Kinetics : HARTA AR (k, kK, DEHL)
Affinity : 7I1Z71— At (CEEMBEREAT : K,OHEH)
Both : NARTAIREET. 77471 —FRAT DM 5% E e

Blank (0EE) (CLBRUJNHEIE,
7734 MeRI—ZFR, BRI B, EMROYA7)LH15iEIR

EERINICREOTEIR
Kinetics#MT CIEZ<DIHE1:1 binding  * SEFRIE

1974 > BT DX IAE
FITIAINT *FFHXRIA

EXTERR . BfEITEIT
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(2) Fit modelsDE%TE

Cytiva

v Settings
> > Injection assignment
g Kinetics/Affinity mode
E Settings apply to selected series
o
o m Affinity = Both
0
o
7] > Blank settings
o

v Fit models

¥

Settings apply to selected series

Kinetics®# AT C FE (C{E I BFit models

1:1 binding A+B & AB
UARETFTIAMD 1 DFRLTHEHEID
ot EEHBRIGET .

SE . ZOMMOFit models

1:1 dissociation A+B & AB

AV RETTSA4 D1 D FRLTTHET S L EMAURKEETIL,

* RHEDOAET 4 VT4 LTkDAHEHED

Kinetics fit model [1] | 1:1 binding v Bivalent analyte A+B & AB, AB + B < AB2

. TFTZ24r8 23 LLEARE 2 EXOREETIL,
R 1:1 binding v ABEEWREEZ. VAL FBA 2 RMICHET 5 R,

] " Heterogeneous A+B1< AB1,A +B2 < AB2
— g ¢ dishotiEton ligand FFIA MR LTRAMORLES 2 DORAMULER DU AL FIZTHS
83 Thumbnaiis [ ] A b B LTRAT SRIBET L,
ivalent analyte
Two state reaction A +B & AB < AB*
[H Resulttable| Heterogeneous ligand DAVRETFTZA4A MDD 1 R FRTOHFEETH LI, EEAREHZEI LT+
A=A ELEEREITRISET V.

KD chart Two state reaction
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SJLre=

(3) Initial valuesD&%iE
Kinetics@ATICH(FBInitial Value

IHH anBA
i Fit Fit Global : #EHUREOTY—IJSLT 1 DOfFERDET
. . Fit Local : FREDEHY—ISATENTNHEERDET,
> v Initial values Constant : Elirﬁ_o
g Changes apply to selected series with the same fit model |n|t|a| Va|ues F|tt|ngﬁ@*ﬁ%(it}&)é*}]ﬂﬂ{ﬁ%%ﬁio
o
c Kinetics 11binding  ka Fitglobal v | 1e5 Reset > — B _A\ —
E Kinetics 1:1 binding kd Fit global v 1e-3 Reset EE%” [I Zéi’w_ = (%< (j:j- 77I-) [/ I\O) i i)
f‘%’ Kinetics 1:1 binding Rmax Fitglobal v  YMax Reset Hﬂ
Kinetics 1:1 binding tc Fit global Vv 1e8 Reset
= . k, ZDIHE ZEFULRL,
Kinetics 1:1 binding RI Constant v O Reset S— - = . - - - .
R e Or—— — Ky REESEVNEO T, EECIABNCRABENLBA. 1e-5<5LNBEUHBTEEHS.
" Rmax 1EFEIIFit Global. BENRTDTHAVILTECRMaxHZENBER. Fit LocalZ{EAI 3
7_Zh“@50
tc ZDIGE. ZBEEULRL,
RI FIAI K TConstant 0 o JULINKEL HINYTRSI232 % TOTETFIA M1

DAV EIEICERZENT%R %A Fit global. Initial Value=Ymax/5,

Drift T AN TConstant 0 « RUTMVKEL ATIVBT RS2 3% T2 TER—AS5A A
WTL\BI5E. Fit global. Initial Value=0,
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2-4. Kinetics (Ky, k., k,)EZtr D 5¥4H
(4) Quality controlDIE:R (T1vTA > ¥ERDFi)
1:1 binding modelZ FHL\cKinetics BTG SRICDW T,

(ZUS(CIEIE T &BCdBQuality control¥J DZIEH .__

ZhERLET, EETHNSATAD K, =~3e9 (52)UE) | ~5e1 (EHTFALEM)
ARYIEEHERAN ? ky=1e-6~1 (Biacore 1K/1K+) . 1e-6~6 (Biacore 15+)
Sampletable  Parameters Residuals Blanks References 5 BITA—GRIUT Ky, kBEY Rmax ORIARBIHE B
0 Kinetic constants are within instrument specifications. @ %Hﬂéﬂt“%b\ ? 71 |\5>Z7ﬁ_ I\IJEj___:/EI\/—F-Ck k (‘jﬁﬁa |$ 73“%‘3“50
@ BRHRBROME (RI)  FTIALBTOLLTVWSH, 7F5A I\/J\JJ[IE«&(L SURBL AR
0 Kinetic constants appear to be uniquely determined. @ @ﬂ'é'l‘l:t Xxiﬂh‘ié?b@%ﬁﬂ’\]@ﬁ% jJ 77)‘::':1'{%[/_((/\78&\(_&%
Bulk contributions (R]) were not evaluated. The Rl parameter is set to constant. @ E*EEE; 3‘50
Check that sensorgrams have sufficient curvature. @ @ t’)b‘—’JﬁA(EUJ - j I_J/)Er_ﬂ'/j”/(c_/IE ° t’:/b‘—’J5A®fﬁ:§é'ﬁgﬁﬁﬁﬁiﬁb‘_ﬁﬁ
Examine the residual plot. Pay attention to systematic and non-random deviations. @ ﬁ}ﬁ“tlﬂ%b\ ? H"]Z—ﬁi%é\\ Fitting%ﬁ%@{%iﬁﬁ'l‘i(iﬁﬁb\o
TAYTASTN=T(C3F ResidualsH I 2R RIFRBI(YTAIITE T-INS2H A
G UCAEIOYMZ>Y  (COEL. FZEOHA RI/>HICEEERTOTOY MUNES,
D (1) JAUTA—TEAASNICALTVET, MEDBUTUED 2 FEISR.
(1) () HAYFTA—=T LI NOFSERISAVNTT FtuRe5|duals for a good fit ) Residuals for a poor fit

O (7R) JAVFA—TFERAZNMICZALTVER A, - .
(%) REEIHERLET, .

0. 2500

Relative response
Relative response

Q
-25

-2500+
-50

Time 5 Time =
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(5) 1:1 binding modelZ A U\lzKineticsfEtT¥E R LA/ (S A= —[CDWNT

1. 1:1 binding model’Z FBU\fzKinetics B#HTHE SR 2. Fitting BR(CXT I B5FAM/ (S X—4—

e RETELN EERERIRE . IMOALBZ RS URIR. 1#2RICHEKR IS h{—5 SBIET —AET4vT4 0 h—TRICHIT B EDFISE S {E,

1/M . : - A
k, AR chi? RV BRI I Tl SIFNIA RO TS B,
REBREER | EAKORE. AR BRI SEA, K, K ORRNSEBILTORLN (uniqueTHah)  BIERMAN
K, ky=0.01s-1= 1% 1 HDEEERNM %iEEE T 2. U-value - MTLERIE T TRUNZFFE I 3 dICERESN/INTA=4,
o o N 7= B — Y R 1) S é DEET\ og 8 :E gE“ =\ \o
BRER | IS MU TREBRECR I, U kORI e 1SRIRBL. 225 RSB EIRIEHEL
Ko BARZEHRUTVBEDEEZ R, g B/ SA=FIOVT SEEF .,
- _ o \ A - ko« kJREDBRATRERICOVT(&. —f%AYC10% LA T TRIZERL
Rmax Ry SAIDTFSA MRAKEER. EamiIRmax 1-IBR)% 2 FHITESNRTENS,

BAEE. FENBESTRVIENEZSNS.

FTIAINTOICEESNTWS, 7F 3714 NRIIBE&ICEERL

’épi'f”% RU ARV AEBIES CHS. RIS H—THHIEL T
RV &% BEHERT 3,
ol RU-M-1s D F=50kDatZE DOERIAY > I\ E T(H10812E
c B e REVDCEMTLEERBUREERVEHIFTES
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Instrument ControlBIEIDTEEIA TF > AZELT

Maintenance

Desorb

(13

Desorb and sanitize

W

System check

Biacore Maintenance Kit, type 3 (2“9229054)
AT F ORI RAT LAFIVICERKItHE

Desorb Kit (BR100823)
Desorb Solution 1, Desorb Solution 2(%&500ml)DFH
ENNEBANTEET,

Cytiva

Desorb : 1JE(C 1 [O]

Series S Sensor Chip Maintenance *
Desorb Solution 1

Desorb Solution 2 *
)\wIp—F1-7 : BftiK

Desorb and sanitize : H(C 1[0]

Series S Sensor Chip Maintenance *
Desorb Solution 1 *

Desorb Solution 2 *

FRIBE0.6-1.0% RIS ZREE T N L
FBHEK, 10~50mM HEPESY TrisiBEI®

System Check : E#ZRUUIHF

Series S Sensor Chip CM5  (Checkf®. SEITEEROK)
Biacore test solution *

J\wIy7—F1—TJA. C : HBS-EP+

J\wI7—F1—JB. D : Bffi/K

* FyNMCESFENBZED

56



3-2 Al EROEE

7HEAICBEERYZIES
FyI® ANILEFRY>)\4J0-H'A]EE

J\WwI7—HES : 130 ml/24hr
BiKGEES © 95 ml/24hr

Instrument states C#xXi8 e 2 HESE

Running standby flow i

6 days 10 hours 1est  Restart Stop Current buffer

Cytiva

SATLESYYNIVOTRIEE
ARBREA T OIF2 =ML E T

1.

N o o &~ L b

NIy —F1—JZ#BHEKRNLALY ~
Series S Sensor Chip Maintenance’ Fv%)
Change solutionZEftE

Series S Sensor Chip Maintenancez 7> Rwv/
Biacore Insight Softwarez/70—X

PCOAY NI

Biacore AMANERZ ]S
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3-3.FYvI DIRE

RS IRRET DRTF FvI OB{ER

B Uz Y —FvIINS D1V LA E W T4 CTIRTE BENRIOEURY - MIEEREZIEEO THN-ANRT
* ERRE (FEES RV TLZEW

1Y MRRETDRTF
1. 25-50mBRIOF1—J(CHBS-EP+RERDE HS5AE

N o T v ECOREDBEE- AT TRETIELS
2. T H—FvIDS—Neh\N—H5iREES >— M ‘ vy MRE. RS SRS

3. J—MIBeaaPOEERIS=ZU. 4 °CTRTF T T

TI32FvIERSY EiEm (ZEATULSA)
v EStyhTEOH T v S RNCE
v UTyMRER. FRRIEIUMENS
FLAIATRETKDEIRVERDIZE
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ElABiacoreih—47 )L Y1 b

https://www.cytivalifesciences.co.jp/technologies/biacore/

Biacore™h—4Jl
TR

HiERBiacoreBAGENZ17)L (Z7JUT—23>RIRAE)
Knowledge Center. Biacore FAQIREDHAZEYTV7 )

Cytiva

AEBiacorelki—F I HA b

https://www.cytivalifesciences.com/en/se/solutions/protein-

research/interaction-analysis-with-biacore-surface-plasmon-
resonance-spr

Biacore™ SPR - surface
plasmon resonance
interaction analysis

-
- d
t generation SPR platform %9 Q? ? ?

Biacore™ software downloads (REEBIRYZ17IET)
Key SPR application &4}, AZ5A> KN —_>)J—-X
Online tools (Simul8 : k,. kNIRRT —0 5 L% $HEE)
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