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1. ty b7y 7

1-1. BEHLVVY 7 b 7 OEEE)
1-1-1. BRDIH kIS

KEDEFEHLIEDLTLBHLE

Step Action

1 EBTAHRBDO/ SRV EFRERYRZRKR Y TOLTOY 7 TH#EL %,

2 HKEDBREZ AND,

3 PC %1 H EIf 5,

4 Biacore 8K Control Software =25 (%,

5 user name, password * A 719 %,

6 12U LEDT = N=RTERTEHBIEIHFLDT — 2= X2 ERT 2,

7 Login 7 YU v 79§ 5,

8 FKEDELT7T R, PC EDERIEDD X THD, TIRIIEEESHEMEICE
T~END,

FKiED Standbymode D& =

HEH Standby mode D & = [ZEE®D T5IC Running standby flow & FK RSN TWE T,
fAISHD Activity Hf&bH -7 & & BHEHIC Standby mode (CH) ) Ebh>Tuxd, BEIC
Standby mode 7 o |4 L5C Step 1-8 I EDH Y FH A, TDX FHENAIBETY,
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R 1-1. RYURKXBEYTDr 57 12o0T

BEHARIE, 3 EDOVY IRV TICEY, Z— FIVEEDIDICT v = v TIRERPEBHIK
MNERINTVWET, FLLEICIGC THBERRCEFEIRDERINET, EIZ, 7A—
4+ JL ¥ liquid supply block 75 DEREHITWE T,

NYZRERYTIREFED THDIFNLDORICHY £9, Y RT Lz 2 BEUEFERLAE
WSEIERE OMA) L EE (NE) OmADRY 7070 TaBITET, BUY AT L%EE
BY 255k, ERMICEAE AL TIIEI L,

RIS E&E

A D & &

F) FRTARIEIIELTORYRZRYSIZOVWT, RBEFSEOMBADRY TFo 530S
AL TLRIINIELEY F8A, LEDKERLAVWSEIE. F2a -7 0%zl <CENT
2THVWTHEEEY,

1-1-2. Z V=V JEER, BiiKkDty b

KBEADD 3 KOFa—TEFa—T7R—-bHFHATEXT, £NZ N BUFFER, WATER,
REAGENT & 7 NLENTHEY | BRI L TLWEHE. 2TOF 2 —TIXARPICHEAIN
FARRBICL T T W AKICAD > TEBI LA 12T > = > TEERAR b, BfAKR b
ety L, ZNEHN BUFFER 71 —7, WATER F 21— 7 %A L T 723\ (BHfki%
4 BI21 ERECHEET, RhLIZEZHLTLEE W), REAGENT F 2 — 7 IZHEICHL
TERLET, FALAWVWE ZIEWATER F 2 — 7ICHEAL TLZE L,

FRT 2 —7 (WASTE 72 —7) FBERA MVICHALEY, BRE PALAZETHZH, Ml
EHICHTBRLTLRE L,
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3

HE 1-2. ZEEDORE

Part

Function

Sample hotel door

Sample compartment window

Sensor chip port

Tubing inlet panel

Rails for accessory holders

Waste tube

Fittings for lifting rods

Adjustable feet

Drip tray (under instrument)

= © 00 N O o b~ WO NN =

Peristaltic pumps
(behind hinged cover)

Part Function

Sample hotel

Sample hotel door

Lower sample tray position

Upper sample tray position

Sample loading carriage

Liquid supply block

Eight parallel injection needles

0 N oo o b~ 0w NN -

Sample compartment

Part
1

Function ‘
USB connector
(for connection to

controlling computer)

Mains power connector

Mains fuses

Mains power switch

i
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R 1-3. 7 v UEEROES

TYZvURERE LT, BEA S HBS BEEARE LU PBS BEEAE R L TWLWET,

HBS-EP+ 10X (1000 mI, BR100669)
0.1 M HEPES, 1.5 M NaCl, 30 mM EDTA, 0.5 % v/v Surfactant P 20

HBS-P+ 10X (1000 ml, BR100671)
0.1 M HEPES, 1.5 M NaCl, 0.5 % v/v Surfactant P 20

HBS-N 10X (1000 ml, BR100670)
0.1 M HEPES, 1.5 M NaCl

PBS 10X (1000 ml, BR100672)
0.1 M phosphate Buffer, 27 mM KCI, 1.37 M NaCl

PBS-P+ 10X (1000 ml, 28995084)
0.2 M phosphate Buffer, 27 mM KCI, 1.37 M NaCl, 0.5 % v/v Surfactant P 20

- FEDIX DT = v JEERIE. EAFNICBHAKTI0EICHERL TERLTTRI L,

- BIKTHERZIE, pH74 ERY FT,

MHEERANHERTE 2BEREMEER L TS W, (MIERUANOMEMKEEHRATEETT)
- RETHET ZIFEEITIE, 022um 74 ILEZ—TABLTLEE L,

- REVEERIE. BHEERICEEA LGV THhNIERMT S22 LET, R
DEN, [EAOKRELZNME TEET, FAFICIE. FEA AV HEORAEERZEER I ILE
E (CMC) U ETHRMLTLEEE UL,

- B EERRICIE. UTOREMMRICTE> TEAL TIEE L,

Solution Concentration Compatibility
Acetonitrile 50% Short term
Dimethyl formamide (DMF) = 50% Short term
v Dimethyl sulfoxide (DMSO) | 50% Short term
10% Long term
Ethanol 70% Short term
10% Long term
Ethylene glycol 100% Short term
Formic acid 70% Short term

Formamide 40% Long term
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1-1-3. Control Software D&

ZITIE, EFNLEBRICOVWTERL XY,

Biacore 8K Control Software # L&) 5 & XX — h X7 U —VEEIHE XY,

Biacore 8K Control Software DA > X —7 1 — R 4DOD T — 7 ZA_R—IAhSERINTWL
9,

=
T

Method shortcuts

G}
d

W :

B
B s

M) e

@) Biacore™ 8K Control Software

lyanilnl=ndee el Activity history  Methods  Runs

Work space SRR

Instrument control HEEOBEAREL £,
Y% —F v 7D Dock/ Undock, SZERTE. X>T Y ADENMEL
WomEROBENZELET, AEICHhDIHIEHLTEHEIL
Methods 7" S1/EEL L £ H. 2D Methods ~D> 35— rHvy bA
Intrument control ¥ 7NIZHEBEINTWET,

Activity history HEBEDENMEERE=ZF R L £, Abort L 7= Activity DEFH 5% ) £9,
Methods Ay FOERL. fREZITVWE T,

Runs BEERERRTLET,
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2 1-4. HELP H46E & BIEm OYLK - #iz/)h

Biacore 8K Control Software DBE[EA L (Z1E Help DR Z U ARESNTWE T, HECBEL
BERBEIRZEHINTOWETOT, (FERICERY OBRIFTAALCIES W, £, Z0XT
A TEE DK - BN EITAET, FEAR—IEEZZ—DRESITHEDELZVEIC A
A0,

Help
Create system report

About

100 % <>
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Instrument control
Instrumentcontrol 7 — 27 AR—X(E3 DO Y THhoERINTWHET,

1 ATy xeus Syhern s 1ooks Tan wearve took Matod Aericun

B &

-m_.\ ‘ 3 ,m u : - -y ' —] Q o -

1. Activity queue

RITHH 2 VIEFHPOEBOEE (Activities) NIV E T,
Activities & &, > % —F v 7D Dock/Undock, BERE, X~ TF > ADE, AEX Y
RANES S G S

Activity |3 Activity queue @ Add activity 7" >8I0 L 9,

Activity queue
T Add activity =7 Y v 7
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EBINTE 3 Activity [ZUUTDEHDTT,

System setup tools

+
l Set flow cell temperature

Set sample compartment temperature Yo ary—k X8 % E

Change solutions

1+

ue Change chip
o

e

Maintenance tools

'=‘ Desorb

>

Desorb and sanitize

tem check

o

W

Normalize

Shutdown

[ == ¢ &

Method shortcuts

@ New method

(+]

w Open method
(=]

oY —F v TOEA/EE L

SV IRBERICK B2 2T LOFEL

IFC&EF— b o 7o —5%%

70— R T LYE. ORE

R XYy FiIb Bl (Methods R 7D 3 —khwy k)

BEXAYy FiIb BT (Methods # 7D a—kAy )
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IBA0E 7172 Activity |$ Activity queue D _EA HJBEICSEITE N, E1T#£ (L Activity queue 1 D
HAET, W< DD D Activity Tld userinput "L ERHDAHY £§, BRIICAALTEH
(T ETHINICETINE T,

Activity |[$E/THIA 5A EDxIZ L Y Remove T X9,

EITHDIHZEIE Abort T X VLY EMEZ &R TIEILETEES, 2TCOBFEZZ DX =L
957 Activity (C K > TIHFIEREEZ K FT 2537 N D Abortwithwash % EIRTZ £
ERS

Remove Activity queue Ab(it ]
EB Change chip l’-® l %’é Desorb and sanitize i Ei
-
Totaltime Lmin ( 10min
1—HY—-ANBE

2. Main workspace

Activity queue £ D Activity ’NRIRENTVWAR W E & [FETAEEABEN R REINE T,

FFTE D Activity & #EIR L T2 & T IEFHAKTINET,
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3. Instrument status

BREDY AT LORELNRRINET, WO DREIZZDEREL HEEREETEET,

Current instrument activity
Running standby flaw

2days 23 hours |=ft | Hestart Stop

BEODEBOREARRLET, Ty —F v 7ABEAISATLWAWE, UTFICRTaT Y
REBIRTZZENATEEFE A,

Function Description

Start standby REENT7 A FILRED E X ICRRENFT, 727U v I TRR U /NAIREEICA

flow ) EF, RELSARREE 7 ABBELE T,
Restart EBNREZVANAREDEEITRREINET, 7Y v I TREAYANA 70—
2A<—%VEy bLET,
Stop BENAX U NARBDESITKRENET, 7Y v I TRAR N REZ
fFIEL £,
Temperature
1 Flow cell Efc w0
Sample compartment 250 2540

JA—RIRELY TNV R MY PADBRE L ZINENDOREREEHRRL £,
BENREREE CEEL TAWGEIIRTEREINET,
Z @ Instrument status " OREDHREZZLET 52 LIETE XA, Add activity 7 Set
flow cell temperature > Set sample compartment temperature % #1R L. Activity queue |
EMML TS0,

GCE) T Z TERTE L 7= sample compartment temperature & Method TR E L 72REN R 515
Ald. Method DEREICREVET (k).
JH—twLABLOY TNy =Xy b OREREHHEIL 4-40 'C TY, MENDOHIE
TANND LB EIEETREZUDET VT4 7B £,
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AEIFRERETEE L7BRICERL T T W,
BELNTEICRET SI1C1E. H2RERKEEZELET, AEREAER (25 C) L RE<R
B5%Eld. AEZBOLENC. HODNLCHEREL TSI W,

Sensor chip

n Sensor chip CHM5, S5IM1004388859, 000073
Chip datails

BERyZEnTWwsterY4—Fv70ERErAKRRTINET,

Sample hotel door

m Sample hotel door 's

{ :'F-'—I'l

Open #EIRT 20y 7NN D LET R T7HAHEZTOTCFEITCHEL LT TE
F9, Floo YU TIWERTIADD FLADBIHL TCWBETEFETGREIVUNIET VT4 7L
Y, BIFRZENTEEEA, HADBZEZTEFETCOYIADDDETIHLIAATLLESE
L

Sample illumination

o samphe illumingtion m off

e

YT ariS—kXy b ERTFIILRNOBIBD onloff RAAJEETT,
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1-2. AT LDOWEAIL

ZIHh B FRERDEREDVIEFICOVWTRNZE->TWEEXT,

1-2-1. EoHY—F v 7DHEA

Activity queue (Ct > Y —F v T EHIEAT S Activity Z:BN L £ 9, Instrument control
workspace 7> Add activity = 3# . £ ? Main workspace [Z3/~x & 117- Change Chip % &
RLTLEE W,

Method shortcuts

U System setup tools Maintenance tools
- I * =y
o b soramcetemperos = 2
i &
— e e e | @7 o
o, ... |
-

ooty —F v 7EERT L. New Chip (2. BB —F v S DiHFE L.
Existing Chip % #IR L. £/ 9 % Chiptype Z#EIRL £J, (BB Y —F v 7% EH
T5EE. [HE1-7. £ Y—F v 7ORTENEE] #5BLTLIEE0,)

Change chip
m Existing chip

[Z) Run Change solutions when dock is completed

Dock chip
Type v
Id 11/17/2016 6:05:00 PM

Lot number

Open chip door

!
Chipid (&, BF-FFR AT LU TFLF U R—PEBANSINE T, REICGL TEER
BETY ., HEIZSL. Lotnumber * AN LFT, oY —Fyv ooy hESIE, Y —
Fy T —RAFLFINRNTFICHBEH L TWETS,

Run Change solutions when dock is completed [CF = v 7 Z AN 5 &, ROEHE TR T

Change solutioins %# &%t L THECTEITL I O TEFTY,
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l SeriesS > % —F v 7 CM5

Openchipdoor #3f L., v ¥ —F v 72BALET,

{\ giocore Sensor Chip /\;
= M5 o
o

Series S

oY —F v TENFEORMOART, oY —F v 7R—FMIFALET, EP—F
vy TR— b EFTHLTEHDET, (RBOH 7 ZERNAMTEL TWD Y — D AZDTr—
ZIZL2DMYA->TWBR I EAZERLTHABEBICEY FLTLIEEW,)

B D DockChip z7 U v 7 LY,
HLFYTHRFEADLZE DockChip 27 Y v L7V, Fv 7 7% (C Dock chip
RLTLRE

~

«—

Dock 7'58 T 9 % & BE)HYIC Standby flow JRAE(C7 Y £ F,
Standby flow &3, v b L7777 V=V VREEREERRTRLEITS2E—FTT, 2O
ROFEMET DL XL BUFFER F 1 — 7% 7V Z vV JIRERICIEAL. b2 KOF 2 —7
FRBHAICHERAL T SV, K7 B L £, Restart "X V2| F & TRA v —
Z7HEICRTZENTEXT,

trY—Fy7ToL%

BUFFER 260mi/day  FHn 3

WATER 175mliday A7

REAGENT 25 mi/day S50 0 U
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HE 1-6. Y —F v THEABOTIESRE

CABEICREL WS —F v 7IE, BRBICELIZBICHEL TSN,
Y —F TR T IRFy o — b —FyTOAN—IZL oA YINRE > TN
BT EHREILTHLEALTLITE L,

s AT AERITERPRFMNMTEL TWAEWT & ZFEZEL TDock L TL7Z&E L,
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HE 1-7. Y —F v TOETEERE

—EFER Lty Y —F v 7E2ERT 255(E. AR, Existing Chip % #IR3 25 & LT
DEHIERREINET,

ZLEOE Y —Fy TERIRL, £ —F v 7%iEAL Dock selected chip #7 U v 7 L
T Dock Lij_o

LY —FyvTERYVHL TRET 2561E. £ —F v 7hNN—CidzEdqEZTAL L X
EfEART HERICid 2 BRL T <Al £7,

nH, BEMELA Y —F v 7EHBFBT S5BIC. Newchip & LT Dock 95 &, BilElFE
TOEELEEA Chip Properties ICESFRINT . BIET — X OBTRFICENTY 7 b7 2 71
VA FERAVRMENE LA, D7 BTN L 7-KkEEBEAEICERT 25T
Reuse chip TZHE T2 F v 7 id #3IR L T Dock L TL7Z& Ly,

Change chip

vor [

& wlen dock 4 COMpleted

s 3172016 BIBEIPM Lo uied 11/17/2016 22039 PM |

U37/2036 1S4 PN

™ CMS ! IU17/2016 10010e 14 AM 11272016 11212 AM
11737/2016 1000940 AM

(< " . 117162016 1:08:0% PM LU16/2016 33035 PM
1321212
(S 03 t ' 13/1€/201€ 10e1 3001 AM IV16201€ 123315 PM

1L16/2016 1001 :69 AM

! N o t 13462056 912009 AN 135672016 912 140 AM
11/16/2016 9:121:03 AM

(401 - 13/5672056 M3 0104 AN 15672056 Mibad AN

1116/2016 M110n63 AM

CME 2 dock 13862056 RIS IRT AM 13362036 Bkl l AN
1162016 B D0 AM

(4 23 et SL/15/2016 303200 M LUI5/2016 3:04043 P
113572036 30DA% PN

(< 23 2 . LL/16/2016 13749 PM L118/2016€ 2:10:00 PM
LUI6/2016 L36LE M

v CME b 11M4/2016 4:16:01 PM 11/4/2016 416240 PM
Dock selected chip
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HE1-8. v —F v 7OELS

B —F v 7OEMIL. Bt Web X AT ERTSBIEE W, w407 SeriesS X4 %
FERLTLESI L,

CANRFVINELAT (R RTE RTTF R ALEY R EDEEL)

Series S Sensor Chip CM5 11 29104988 3K BR100530
10 29149603

CHIVRFVNEEBRE XA 7 CM5 O 1/3 DEELE

Series S Sensor Chip CM4 18 29104989 3 BR100534
"CMTFR I VEVWZAT CM5 DY 1/3 DEELE

Series S Sensor Chip CM3 11 29104990 3K BR100536
CTERETUNENZA T CM5 O 110 DEELE

Series S Sensor Chip C1 18 29104944 31 BR100535
CHILRFVNESEELZA T, CM5 DK 3 EOEELE

Series S Sensor Chip CM7 18 28953828 31 29147020

CZARLTRTES Y247 (EFF UHEHD DNA PR T F R & 0EEL)
Series S Sensor Chip SA 112 29104992

Biotin CAPture Kit, Series S 158 28920234

CBOKERAT (U VERE. WIEE. BX /X ELEDOETE)
Series S Sensor Chip HPA 18 29104994

Series S Sensor Chip L1 11 29104993

EREFL— bZA 7 (Histag X /37 EDEE)

Series S Sensor Chip NTA 11 28994951 3K BR100532

* Protein A Z A4 77 (human antibody IgG1, IgG2, IgG4, Fc-tag X > /X7 B DEEAL)

Series S Sensor Chip Protein A 11 29127555 3 K 29127556
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“ProteinG % A 7' (%< @ 196G DEEAL -human(lgG3 % & &), rat, rabbit, mouse, guinea pig, goat,

sheep)

Series S Sensor Chip Protein G 11 29179315

* ProteinL XA 7" (Fab. scFv R EDIERT T 7 4 > FDEEI, B3E « 8% 25H)

Series S Sensor Chip Protein L 11 29205138
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1-2-2. Z VvV VEERICK 5 FEL

4R Change chip @ Activity ®FZ. Run Change solutions when dock is competed (ZF ©
v 7 % ANTWINIEERRIEIZRETY, EITT 5355 1E Activity queue |C Change solutions
%BIN9 5 7-%. Addactivity 7> Change solutions % 3R L T 72 & Ly,

(FEHE%EHE L 7= L 5E 121X, Change solutions #E#[EEML TL & W)

BUFFER F 2 — 72135 > = > 7 #EER. WATER F 1 — 7 [Z I3 #Bffi/k. REAGENT ¥ 21— 7
ICIZERORIEA. FALAWVIEAIZWATER 7 2 — 7 & — i ICBHiKISENA>TWEZ &
%%, Sendtoqueue =7 U v 7 LET,

Change solutions & T (X, BE)AJIC Standby flow IKEEIC7 Y £ 97,

RmED/NT7 =< XA TAE LIEZWHEEICIE, 27 < &N Standby flow THRE L TH
HREZETLTLIZE N,

R 1-9. EREPTOT v = v JIEER DN

Change solutions |3, N> 7~ A 7 ORKER, - b7 7 -F% 70 = v JEFEART
HE, BT 2RETT, ERORP TSI VDV IBERELEE T LIH5AEL. HTETLT
{TZE 0y,

FRIZ, 2V vV BEERTORMEEFIREZEE L2HEICIE. FELO 512 24 FHE
@ Standbyflow = E{T9 2 & xBEOHL T,

1-2-3. HloLy FERWVHEHL

TRTOFARHEI Y T IL b LA LD 96-% L < & 384-well plate (CtE Y b L. ¥ RTFLKNICHE
ALEFT, ¥ 70avRX= b XY FPRIZASTWEY Y TIL ML A ZERY HI T,
Instrumentstatus D7 KT/ K7D Open 27 Uy 7 LET, FmTARToOy 7AIETND
DTFHTIHLETTCrLAZRY B L TLEE
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R 1-10. Y b fE~xA4 0 7L —FIZDOWNT

Y7L b L ATl Upper & Lower ICZENZEN 2 D~ A 7 A | 5\
TL—bZBLZENTEES  vM7ATL— DRI 3>
EL () &R (A) 22T, TOMDLS ICOYF I L
N—%BIEL Ty FLET,

ETHAMELTLIEEN,

FMATES<A4 707 L—bO—&IZLULTOEY TF,

R 7oL vE 7L — MIBEAEAFERT 2 EZICHAVTLIEEN,

Microplate type Microplate Foil Septa Instrument Plate
compatibility  height
(mm)
96-well, normal, Microplate 96-well, 650201,Greiner | A Bl 1-7 15
U-bottom, polypropylene
96-well, deep-well, Microplate 96-well, 786201.Greiner | A Bl 3-7 27
V-bottom, polypropylene,
650 yL
96-well, deep-well, Microplate 96-well, 780201.Greiner | A B 7 42
U-bottom, polypropylene,
1mL
96-well, deep-well, Microplate 96-well, 219020, Porvair | A B 7 44
U-bottom, polypropylene,
2 mL
384-well, normal, flat Microplate 384-well, BR100505, GE | C - 3-7 14
bottom, polystyrene 100-pack
384-well, Microplate 384-well, 781280,Greiner | C - 3-7 14
V-bottom, polypropylene
384-well, deep-well, Microplate 384-well, 781270,Greiner | C - 3-7 22
V-bottom, polypropylene
96-well, standard, Microplate 96-well, BR100503, GE | A Bl 1-7 14
polystyrene, U-bottom 100-pack
96-well, standard, 96-well Microplate and Foil, BR100383, GE | - 1-7 14
polystyrene, U-bottom 50 —pack, aluminum folls for 48 wells
lperforated for & strips for 8 wells each)

1 For Biacore 8K only.

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

Instrument

Biacore 3000
Biacore C
Biacore 4000
Biacore T100
Biacore T200
Biacore S200
Biacore 8K

=~ W
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2. REOFih & EXNLEBZ

2-1. EXNEBE

AELAZVWENICEDE TEEDTECEROBAILTANKELEDLY £,

VeI A EITH O LHEY FENTWETF 7L — b2 FERATEET,

by
=®

BOD#

ZFil 1% System handbook SR L TL 23 W, UTO7A—F ¥ — MIIFEEBR~Y =27 b
(System Handbook) X}i6d 2 E & fHEARAN BRI N TLET,

ty b7y 7
(FE) 1. £y b7y 7

(35)3.1 Starting the system AT LDOEIAE
(3%)3.2 Preparing for a run BERE. NvT7r—tvy b, €YY —F v 7D Dock i &

VA v FoEEL

(FKE) 41. 7IvHhy 7TV TiE: VHY FHERRED pH SR (pH scouting)
4-2, PIVHhy 7V 7% UHY FOEEIL (Immobilization)
(3€)7.2 Immobilization methodsControl Software £ TDIE{EHEA &

2D kinetics
(&%) 4.2Dkinetics #ffl& LI-7—2 70—

HENBESOMER - BEXRHGORE
(&%) 2-4-1.Assaydevelopment |Z & 3 ZREFHIRE
(¥%)3.6 Basic strategies LA D A

J =
HIE

(¥%)7.3 Analysis methods

(2%)8 Runs workspace

(F&E) 3-2. HIE Method DIFE

BIFEA Y v FOBRIITH, M
BT RDERTR

BRR
(&%) 3-3.Evaluation Software DHE
(3£)9.2 Opening runs for evaluation BTEmEORER
(3%)9.3 Evaluation workflow R DAL
(3%)9.4 Interface components AR B O FRER

(3%)10 Evaluation Home Workspace FRAT 77 R D FEAE
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20N 210N

2-2, BEm

HEER A=A T aviERT 8 FyRAAUITICHEEINES, BEDF v+
WIRTRDEMFE B/ YREZEZ Y IETTEEE A

cBTOF Y RIZIREL 7 v = JEERD AN E T, B2 & LT A-B-A injection Tld.
Y 7IBHRMEIEZRDONYy 7 7 —(ANERICEETEET,

s BTG 967384 T L—bORLITHALEEGINET, BLABEY FLAEWLY
TIDEFEETDE, WHTBF ¥ RIICITEIDRMEND Z &R Y £, FRLAWL
Fr IR T DL =D o ILZE, FVvyZ v IEEREE Y P LTLIZE 0,

CENENDTF v 2T 2 DD T A —EILeib, BE Reference (Fc1). Active (Fc2) & LT
AWwEd, 1v>zrvavideborhAL LAEMAICRT ZENTEET, FAD
TLEFICArY 2o a vy LTWAE, IRADEIIET V=V TEERN G-I N
TWET,

T 7L Y REILDT—LZDELF|E (referencesubtraction) (ZFE L F v #ILANTHAHER
TE, ZLBIITBIEFED F2-1 ERE-TVWET, BlOF v RILDT—RIFELF|ETE
FthA, Fo. ALTF Y RILALSELRDZ YA 7 ILDT—XDELF|EIXRIETT,

- AIEAHIE (solvent correction) (ZFEILF v RN TOAERTET T, BAEMEETT V=
v THEERFIZ DMSO I EDOBEAE A MR ABRICERLET (FITEDSF - 757X
FOAIEDHZEICAHWE ), FlIFBRL TUWET,
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#E2-1. Frxeyo—tiL

7A=Y RT LML 8EDF ¥ FIILTHERINTWET, ZNENDF ¥ 2L 2 D
D7A—tIL%EEFEL (Fe1 & Fc2), BE Fe1 13U 77 LRI EL, Fe2 12U A Y REEE
LEY,

2 007 O—wILIZIFBEYTER (Fe1—=Fc2) 322 &6, ERICER (Fe1l £7=14 Fe2) &
5T L HEEETT,

&S ELJ
1 FryvrlrRLET, SBOF v 2 ILITEFNEFNHMIITT,
2 120 70—vILEERLET,

3 BEZKy b TY,
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2-3. ElE(k

YHF
MEERZ®RET20FDH>Hb, BEMTZ2D0FEVAVYRFEFTVWET,
LET, 0%UEDOHRED

B 4ER
VA

DAY ROKBEE

I, HERREDHERTF 74 F DEEFFTEICKEL

Ay FOBELIE, > Y —F v FICEEEELT 2HEE. 275 BT BB CHED

F L) ENLTEELRTZHE (Fv 7Fv—ik) 2'HY 7,

BaI. BaH
-
o ) ()
S
\%_——Im_ - — ._;bn
antBody
Bk ﬁ“ S0 TF v — b
dextran makrx | dextran matx |
J i

£

ZITIE. B —F v 7 eMs I ERE CEENNT 2RERN A A EETEHL T,

EBEEILAE
EEMRIE. TEEERR~ = 2 7 /L. Biacore Sensor Surface Handbook 72 & # BB L T 2 & Ly,

TIvhy7T) v oi&

VA RRBEICFET 3T /% (N K

ALTEAENTEZHETT, CM (AILRFIXFIL) THEILFTVDODAILREFIIL
DAY FEBETELL ET,

W7/ EEFLFIVYY e T I/ E) BF

Ufg )7 X

H%A NHS (N-BE FAF> 27> A3 R) TFEMELL.
EEH, To/EENSEATI X/ — LTI vc7AayFr o LET,

DHYFFF—=—nhvy 7Y ok
DAY RORBEIFEET AEHAF A —IILEABANT, SSEATETELT 2 HE

T,

Y—T A RFF—Nhy TV 55E
UHY FOAILREFINEENL-SSHEET

oY —KREAICTFA—ILEEEA L,
EENT2HETT,
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RLAIFHY TV TE

oY —KRAICTLAIREEZBAL, UAY FOREICHFEET 2WEEHREF A —IL
EAAWTEENTSZHETT,

TILTFTeERAYy TV Tk

AKEOHEHZFHOLF RNV EFEOEZFMAL CEEET 25 ETT, HEH
DIEBTRIEE XA ZBIAVHEBRICL VRIS, 7T REZEHRLT. EFZ
UL ERSY I/ EAEBAL-E Y —Fy S ICvy 7IEETCETELE T,

2-3-1. PIvhy 7Yook

ZITIE BEEDHRTHRO—MNGT I Hy 7Y TRICODWTTRBNAMLET,
VAV PREICHEEST 27 I /8 NKETI/EFRBYYY &7 I/8) 2FBLTE
FLET CMTHFRANSIVDALREFLIILEENHS (N-E FAFS RIS A I F) TF
b, EELEERCERLIZUAY P ZEFE(LET, Ho7/FENHSEZ TR/ — )L
TIVvT7HRYFVILET,

Co0 000N§ CONH CON

COO (elele} Ccoo CcOo0

COO CcCO0 0 Co0o COO

Co0 COON coo~§ CONHCH,CH,OH
EEIHHD

TIvhy7ZUrs*v bk (BR-1000-50)
TIvAyTUY TRy MIE UTORAEAZENTVLET,
EDC (N-ethyl-N'- (3-dimethylaminopropyl) carbodiimide hydrochloride)
NHS  (N-hydroxysuccinimide)

1 M ethanolamine hydrochloride ;&7 (pH 8.5)
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Fv MIMIINTULBEHRAEICHKEL, EDC B L NHS (FZNLZ 4 10 ml DEBAEzK
IZVAfE L. 400mMEDC, 100mMNHS Z B L £9, 727252 150u 2 (EAXFER
ElFs1prF v L) ZoFE L., FRABAE T20 CTHEREFEL TSIV, &7
DF v 3D Fe2 zEENT 25 IEFERERNIC 8 T DOHELZIY HL T, &
PREETEALEY., BfFE AEOBRBIITEE A, TR/ —LT7IVE A
RTHBEEINIDTARE (4 C) REFELET, 200p T2 (ERFEHEEIX 124/ F v
) NFLTELD, EATIERICTELE T,

TV IRER

VAHVF

1JRT I vHEEFRWVEEREERL TSI,

(FURDS YL ABERIE, 1T 2> OEERTT,)

TIMF P Y LEORBEYBE AT HVHLOEEFL LIV, YAV KD
ZEACBHIDI-HITEAESNTWDS BSA (VMETINTIV) EDR /B
. BN LOBETEA. Ao TLWAEWLWEDEZEFL TLAI L,
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AEDKED RN EERNLEZTS

VAHY FORAR

VHY FHRE oy RIBDGHE

YAy FDFEER LY 05~2 1K\ pH DIEERZE AL T, #IRE 5~200 ug/ml 125
B E5. UAY FZHERLET, FEIA”PEMETHNIL, FRABERE
LT, 10mMEEEEF b U 7 LIEETR (pH4.0-55) #FAWVWE T, pH35E LUTDH DL
FRALBVWTLLEIW EBAMEEM THhNIE FRABE R L L T, 10mMHEPES
®BER (pH6.0-80, EIFEFAL) Z#AVLET,
EEANFTARGECHEAMDZETH->TH, BEHIC. HoH L& 2-3-2 D pH
scouting [IC& Y. EBERY A RERRKRD pH #FERL £9,

BH, BEDEIERTCEAVEREL NI BDOBEIF. Y—T 1 AFA—ILh Yy
TV TH LI A FEEFF A%, ¥ —F v 7 SA £721% CAP (Biotin
CAPture Kit) ICEELT 2 EERET L £7,

DHY FHERTF FRESFVEDIZE

100 pyg/ml U EDOEREDY A FaER L. 357 /LH U MHEEHE 10 mM Borate/1 M
NaCl ¥E&7% (pH85) THML I, JEUBRINHSEE 7 I/ H & DKIEHERA, pH
B5HIETH - HBWVZHTT,

BREMENED FEMEEENLT BICIE. DMSO 4 & DEBEFE T CHE
ElbzEREL £9, BERAEEZFATIBRICITEEMEZRERL TLZI 0,
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2-3-2. YAV FERBED pHEIR (ZPIvhy TV IiE)

LY —F v ICMEREICA—T A YT INTWVWBEHET FR T VITIEAILRFILEN
BAINTWS®H, RERBICHELTWES, YAY FEZEICHELARETHRNT 2
. BICHEBELTLWA M TR M7V EOBICHBINLBEENEL, YAV FE CM T
FRMTZUARICEMBIEDLZENTEES, CORBBWROZEE, LAyt bL—
aVHREVWWET, COXHERAVWDLZETEREDY A Y FEL Y —F v IREICS
RECHIETE, DERLICEELMTZZENTEET,

!
\ﬁ|

+
y -

EELHHFEMDY HY FDIgE

WAL B 05 UEEV pHEEAL ET, L, EBEPRMNOBATH>T

. BREBEORE, HNEXR FHAENLBERD B EICLY | BiESND pH
PFRINRED L b DB, EE(CHIIC pH scouting THERT 5 2 L& 5T
IHLET.

FERHI’THALES

pHscouting 21T L. HIED pH ZRFFT L £7, ZDRFEEF. AHAEL TLW7Z
w7R—tl (BEECEBFED L) ZEML T & pHICBIT 22T —KRE~
DYAY FORBEEVWEFTML £9, COREIT, UAY FFEEKSNELA,
DAY RFMETH, 72V BERICBRIND L. BFIEHENICEES LT
UAHY Fligter¥—F v 7RELORCMICHEBELET, LAL. I, UAVE
NTFRAETVICHEFENBRE XTI T7-%, pHscouting Tld, U Y FFMKET
B, AR (50mMNaOH) ZainL, W& L7 Y FEkEd 2R FEIEML
ENTVWEY,
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BE, REETSOmMM ULEDENEFNIIHEICIE. BHBENRERERANEESI NS -0,
TLaver bl —YarvHhREMREAEL, ST MEMBEW EADHY £3, ZTDIHFBAIC
. VA Y FBROFEREEA LIFEHh, Ny 77 —BBRTEEEATIF(hrobEA L
Uy,
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2-3-3. ElFE{t=

EBROEBNICELE CEBLREFE(EIIETNLET, UTONT, BEXEHNLBEELE
DA A=V HW|RATLIEE W, EEICEDE X5 DEEM T Biacore Assay Handbook & &5 3 <
72E 0,

R R RS S DRERD

= B AIE S ‘Y
»

Kinetics SE—

ZAN ;EJ = —— =
'f_JJ? |7E %

BENGBEASOEEDHE, RV —=v7
T+ T4 FOEAEL ARV ZPHHESNIETEENDEL LY £4, BEE{E
DFRE LT, BRIBAIEEE Roax (EEHLLAEUAYFICT S 4 PHERE
BaLLEEDLZARYR) A HIETH 20RU IHETY, ERILRAEEE
i, UFORXTEHTEET,

7354 POBRKEAL AR YR (BRUBAESE R
=T7F7AMDRFE x VAV FOBREREIVHY FOFFE xS
(pa) (RU) (pa)
XS IBUHYFDTF T4 MEREHIE

@) UHYRoHTFE 50,000 Da
VA FEEE 1,000 RU
U > FEEEIEK 1
THIA M RFE 20,000 Da

EHHNEAEESE (Rna) =20,000 x 1,000 /50,000 x 1 = 400 RU
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RIDEETE (kaks). BREEH (Ko) OHEH

EECBIITERRPINAET, YAFSYRKE—FY IF—> 2> (EELED
ZWNZEICEY, TFHFIA FOEBEABVWOALWRR) 2HET 50T, ¥
AT VRR=—FYIF—varvHpRECVWSE, ELLWEEFHIIEHTCEXH
Ao

ZEETHEIZ. UTORAISBEEHINIBRER/NOETENLE (RU) DEHELE A
W Ed,

=/MEELE (RU)
40x1/Sx (VHYFDHRFE/TF74 FORFE)
=XEELE (RU)
200x1/Sx (VHYFORFE/ T+ 74 LORFE)
X S BYHYFOTF 74 MEETIE

@) UAYRoHFE 50 kDa
TFHF74 FORTFE 100 kDa
D0 I o e i 1
sNEELE 40 x 1/1 x (50,000/100,000) = 20RU
=EABEEIE 200 x 1/1 x (50,000/100,000) = 100 RU

EEET(CEEEH 20~100RU
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2-4. BENEE L BEFRG DR
T7r74 b

VAV FZEE LIy —F vy 7T LT, VAV FEDEEZAET 2BHNTHRNT
2NFaiELET, MBECEELFZEDO /N — PR Y TLEZFERTEETH. NEMEDOK
FHFEEFEROARETHRELTLLEL, RINEEERCRBEEHEL BN E LELEROBZE
. 774 FORBREENEL. ELEENBMTHILELNHY £7,

BEMPRT Lo, 77408 (RPTF4+7arba—L) Z25KMLUATOZ & 2HER
9,

Step HME

1 DAY RIGBRMICESG L TWBHE S H

> U7 7L YREILADEFEIIEEN LT & DRER

2 YA FOREEEMREND E DD
> BEOREOT 74 M RMLIZBRICHEEL R XA EHR Rmax &V 6
NS WMETEFNRY 5 Z & DFERD
> RITATZ7AVEA—NERDBTFIAMPAFTELZGEEIHRET v A%
ITWESEMMIEMORER (BN T - 7704y boFa, BINDBEDLH
%)

3 BEOMEMOHER

BETHNIE, 5l EHE. BERHFZRTLET, BEXHIRE-Tn. A—RBEDTF 7
A rzRmL, BREZHERLET, B, Y ITILYATILET1I 20 TILIZONT
RETEH - MBEEHAEHT 2551013, BESTFOBRTIILESLY FH A,

X/ v FTlZ. Binding test simple (B4 %# &5 B RS2 a5). Interaction
characteristics (3> 7 /L% A 7 ILKIC K BiEEHEREER) . Bufferscoutingusing A-B-A (A-
B-Ainject ZF W=7 > = JIEERIEET). B L' Regeneration scouting (B4 HEE)
EERTEEY, FHMIFESER~= 27/ (System Handbook) % ZEL 72& Ly,
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7+ 741 FORE

T VIEERCTHERL TS L, HRTELWEREF, TIL58FEFERL. 7=
v OREREBVCTBERSERT 0. 7V IREREEE T F 74 NARREEICE
HhEBIENRELRY FT, BERNERIBEICIE. BRNE (Bulkeffect: 7> =>4
EEHREFNER (7574 b BY) OBEQECLYFET DL AR ROE) HREL
F¥, RICEEEHCHRETHROEHZBNE LE-RRICBLW T, A8 (774 b
%%M)t%%ﬁﬁ(?V:Vﬁ%@ﬁ)ﬁiﬁ%%@ﬁﬁﬁx#?@ﬂmutU\%ﬁ%%
ICHEx 5 Z RN DY £9,

N

j_

N

A FREFEAORS PHATFEICHLLY T4 M+ ngm~BE pgml THEL %
T, RSEEEREEIT 38ACIE, FASNS K (BEEH) HRED 110~10 0
EEETRITT 2 L RFLHERANBOoNE T, FRRAFKIE Bar'BnC e pBERNE (U
Ay RICREELETF 74 bead L, VAY FEE(ERAEZEEVERDIKEICEET S
1B1F) 2T 20EMEERL. @RE (X XVBETF 74 bDBE. B~H+ pg/ml)
ZRWSEDAEXLWTT,

UZr7LRENML

NG E B L OFEEENRELZE LS| =0IC. 2TV 77 LRt (Fe1) 126 T7F 54
EFMLTCEEN, U7 7L AL VERRBAISE LT, REOL L, Ei- 78
xiZZ3&&iﬁiiZiziﬂzkﬁiﬁzkﬁééﬂﬁgiix

BEBR
UAYFEHALETS 74 PERNNICRMS S HRIFETEL LT, REAEE
EERTIR, Y=V OBERSARND LT, BRETT 74 MPITRICEEET 5720
BEOKLELNHY £ A, BERENEVEEEAOBEICIE, BELIE B, 7LHVER
@zzzigﬁﬁgﬁgg@&ggﬁﬁwgﬁggézw5ﬁaﬁi%#<E®%ﬁTMA
. AEFRINT 2H) 3. A FETEICBR S0, ZTORERFTHNBEL ALY 3, LUTIC
WA ZBEBNREEREZBIEL TZE 0,

BENGBEEN
U Ay ROEED DN LA
TFo4 MR IREET DM

A R Y —F y TRED SR L AR
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e 2-2. BARKRDIESE

BEARIIBBEUTOL SO BREDONERINE T, BTDRBRIZIEITAIL RAEGEI ST L
TLIZEWw BAR-BAR-TINAVBER) ., AR, 1 2UATHRITLET, &t~
B —F v 7D Instructions @ Chemical resistance H T ZHETR L2 & Ly,

BEH DI pH
=1 NaCl <2M
[ZgeE oS 10 mM Gly-HCl >pH 1.5
HCI <100 mM
Phosphoric acid <100 mM
Formic acid <20%

TILAY FEH 10 mM Gly-NaOH <pH12
NaOH <100 mM
Ethanolamine <100 mM
Ethanolamine-HCI <1M

L — FHE EDTA <0.35M

(ZAfH F 4 IREERIGDIHE)

FRmEEHER Surfactant P-20  (Tween 20) <5%
Triton X-100 <5%
SDS <0.5%
Octylglucoside <40 mM

BAE Acetonitrile < 20%
DMSO < 8%
Ethylene glycol < 100%
Ethanol <20%
Form amide < 40%

Z A Guanidine-HClI < 5M

Urea <8M
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2-4-1. Assay development | & 2 BEZHRE

Z ZTld. Assaydevelopment N7 > 7L — FDBEREEAATEICOVWTHRALES,

Methods X 7% 27 U v 7 L. New O H D Assay development /' HbHERTZ £,

Binding test simple

THZ7A MDAV R ERET 2D, BENGHERZTVET, XV Y FORETEHZE
FITHIEHTEEFTH. 7740 bDTF VT L— Tl 1 BEDOTF 74 b &RIER
60 s. FRBENFEI 60s T Fel & 2 ISARML 7. BEBREARNT 270 Fa—LIilh>TL
£9, U777 LV RELD Fel ISSERENEENRONT. 777 4 7LD Fe2 IZDH5F
ENLEENRons 2R LET,

BEARBRDNBEMO & ZIXFEARLFML 9, RAMDIEZEIL Regeneration D17 K%
Remove L THHEWFH A, BERBREZARET 535514, %D Regeneration scouting % 3£
mLES,

Interaction characteristics

THEZ7A MR AY REREETDEFRIND L ZIC, BEKGFHE, BURT 74 DG
IEESF O Rmax OBEHREBLOICERLES, AV Yy ROBRECEKKE2LET
2ZEHLTEFTN, 7740 DT T L—FTIE, YU T A TIKICT S BREDT
F A b EFNERE 60 s. ARBERFRE 600s TFel & 2 ISRMT 278 Fa—ILiCh->TWE
T, Ml 1500 M £ > TH Y 5 FERRRINEILTLEEDT F 7 4 MEEZ RN
LTWEY, TTTTVH 74 MREZRENRENIE, RAEICKY £7,

) [4.2D kinetics Zfl& L7=7—2 70 —] THANLTWLWS 2D kinetics [ F5 W52 & T
ZHRD ERAEZRBICITOZEDLTEET,
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Buffer scouting using A-B-A

- 9{\
&
56’

Running Solution A Solution B Solution A Running
buffer buffer

oY —F v 7REAICHT ZHEEERAPRIFICER TE2RERER (R—XEhBNY 7
7—. pH EEE AR ) ORFAETW - WE T IERALET, 7> =~ 7 #EERIZ BUFFER 7
a—Th oI NETH ABRK BRARRIETA7A7L— b Z— FALTHE HINT
DT, BRBAIFIEOEEREEXD I ENTEET,

T7AIbDT T L — kTl Startup — Analysis @ 2step DB T. TNZEND step
Tl¥. A-B-A — Regeneration ® 2 command AMEEFNTWET, Fc1 & 2 DEAIC, 1 .RE
DTF 74L& ABARTE0s T ORMTHENITAMI—LICHE>TVET,

Regeneration scouting

BAEARROEHRTZITVWET, T74 L DT> 7L — b T FRICOARVEEDT F 5
A b EANE, BEAREZFNT 2 A7 0% 5EIEVIRT 703 —LIZAR>TWWET,
COBREICEY, BEBRRICEVTF 74 bHREIEBEL 2D E S D BLTUH Y FD
SEEIE SN TWENE S M EERTEET,
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2-5. tHE{EAAIE

EEBREMICIS LT L—b2FERAL T, Y 7LEA, FNMBHRELUOBERESE, 4E
EEAANDLTHEXY Y REHAITEHZ ENTEET,

CODETIE RIDEEEHS LUOBRBEEREEPENOT > 7L — b (v Ty A 7ILK)
ZRBL-EANEEEERNEZFOMICHBNANLEST, 2077V -3 v ORIER
EB LU FEIL. HEBER~ = 27 /L (System Handbook) % ZEL 723 Ly,

2-5-1. RIGRETEE - BREtEMOEH
TIUFHAINEKEES VY ITNB AL I IViE

1 REDT7 74 MRMEY A FOBEREZ 1 YA 7L LT, REVERSLT 74
FEBUELAE L., BNkt F—25 Lo RIGEERH - MECHEEHT 2 5%
EYLFYASNEEVNET, —F. BRAEBTF T4 MEERT SRR & EERM
L. Bofft s —25 LEFB L CRISREEH - REEHEEMT 3555 > 7L

<ILFY A JILE SV TIINYA T ILE

TF A LRM l

YA 7IIEENWNET,

.....

BE, VI YA 7ILETLEEAERL T, Y TLBEETOELTEET, ¥
VIONYATIETIEFI YA 7T, RKIEEZEGANTCEET,

T724=2T4—¢BMRT1IR

DFREPBEERT 2RICIE MHEICET 74 =74 — M) 1’52 RBLET, &
BEEHUE, 774 T4 —DMEARTREL LT—MHUICERSN, Ko (BRI M) LT
R INET, ZOFEH 1Ko (=Kae BAZL1UM) PHVLNDZEHH Y £F, BEEEHUL.
A+B&AB @ 1:1Binding €7 L TlE, RIGOFEIREE T, Ko= [A] [B] / [AB] & FE&EINEZE
T, BRI NZEEEHEOBEGNZWNIFE, DEY, TOBEANSWEET 74 =714 —1%
W ERIFTE XY, Biacore W2 WA XT 4 VABITTIE, 774274 =& ZDO9



2. IEDKEN RN EERNLEEZTS 37

FEORIGREERDNOEHLET (Ko=kilk )o BOVEES L CEVWEBEDOEEERIZ
ET74ZT4—38< BV ET, INORIGERE (WA 2T 47 R) ICHAT 218744
. BEREEH (k. BEIM's"), BEEREEH (ke BIs") LTRBEINET,

ka Ko = Ka /ka
A+B — AB = o

Ka

PREEER (Ko), RIGEEEH (ko ko) DEHFE
HAXT AV RABF TR, Sonlct >y Y =77 LICERERISREREH—T 74 v T 14>
s, FREERNZFELEICL Y EREEEHL £7 (Kinetics BEHT).

R=f (ka, ks, Rmax,C,...)

/ \

keZELSEB L ki ZElLS B L

T74Z2T4—DBV (SHEEREENSRY) BEFRAOHZE. RISIEEHSO GRCFEEIRRE

(Req) ~EBITLETH. EAFRORTERIEBW O, €Y -7 Ll [FEE] AV X
T, EEBEEBLOBBBESIEEZ LD TR, h—T774 v T4 v 7ICLBRIGREEHD
BHIZRE T,

_ . T74=T4—=DFVRIE
T7 4T 4 —DRURE v

h=T 714y T74 712k B80 Reqvs C D7 Ay b H o DOFEEEREM
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CDESEIFGE. T F T4 MEE (C) 12T 2 FEE (Req) D7 Oy bH 5 HMATEE (Ka)
HDWIRHETES (Ko) 2B L £ (Affinity B847), FEPREETIZ. UTOBERIAHA Y 3L
bLEI,

Req (RU)
Rm%x

50

1/2 Rmax.

30

Req = C x Rmax / (c + KD)

0 1e-6 2e-6 3e-6 4e-6 5e-6 6e-6 Te-6 8e-6 9e-6 Te-5

Ko c (m)

EB7F 741 bRE

BEFAEREBH 0L, FHRENDREER (Ko) B0 1/10~10 (O REHFT 5 2
REEE L $ 4, BETHEATHASAICIE. 1 nM~1 uM OB T, 5 EERRII0 58
EOTH54 FTHES L VBRIFES ZH U, BHSNAEENS KB > EHREGEE
KDBOHLELINTT, Z0BE. BERTELZOTHNEL UHY FEBELT, BET
F5A PRECBUECEET, BEANTEALOTHAL, VAL FEHL LT O—4L
CEELL. TETF A MEECHNEL TR,

£, BEOIOVWTHTF A R EA—SHTHELET,

EELFE

30 pl/min A FDERRICERE L £9,

7+ 74 b IRhNERR & AERER R

N2 HIRE. BB 2 PBRECHELET, 7L, BERENELLEAEHOt
VY =77 LABERNBEEICIE. A—T7HEoND LD RMEEEZMHIEL £9 (flowrate *
contact time /60 = 1-200 D), 7o, RELORENEL, BREBRHOMBEEATI LA EHERT
SHRWIHEICIE, BRI Z 10~30 D12E (HRK 1000min=167hr £T) THEL 7,

Biacore 8K Tl Kinetics/ Affinity DEH G EE L TERDOAELHY) 3, ATFTOT—T L%
sBLTLIZEn,
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Approach Considerations

Serial mode IFNFNOF v IICH L TEEDEL S 11888

DTF5A FERNTBHR o IAFA7 L BOSOEDED
B8] Il Iel le)
FEICHETILTFHA7ILEICENSLES, Jel lel le] le)
000Ce0eo

Palallel mode 4 DF/E 8 DOF v R L TEREDEL S

o = . : OOO00000
BHOTHI4 FERNT 25%. YATY17  HE585 000
IWEDHTHETLET, 888:829:

&S0 0Ce

2D mode Serial mode & Palallel mode # A &hHH 71-Hi%,
TEOEELZEDT F 5 P ZeHn 00000000
REFEORESEDODTF 74 b ERMT S h o:::ggg:
- it — B HhE BFE N::=lfe=d 72 - > )
TEEF, B ERE R ORI IZEL b 1@»00@0

BV BT -2 IEBBICRAT by TESR0000
9,




40 2. BIEDKREN AN EBERNBEZ S

2-6. Solvent correction CHIEHIE)

TV IV RRERICHBNEEEOERAE (DMSO %4 &) A& ENDHE ILAERMEN
BICARDZIENHYES, SPROVIFILIFE YT —F v 7RETORAL BEFE R) OE
e LTWES, ErH—F v 7RETOEEROIEIT TR, 7V v IgERe Y
YINEBRBELTVWAREDREITERDE, $4bb, BE (WNLY) HRLARCIAEEN
9,

BEZNRA/NT L (100RUUT) ERTIE, VA Y FEE(ELALY 77 Ly XD L
ARV REZLBIKLEITTZIONLY LARY RFHBTEET,

LA L. BEICIE. U AY FEEEMISHMLIZARIE. UAY RoFOSBEESHEBR
ENDBTD, U7 7Ly AEILDONILT LZARYRE, VAV FEEAELELY HBRELK
WET,

N O 8 0o O
s sy

UZ7L YR A FEELEL

TUZVTRBERET T 74 MARFD DMSO EE 1%DE W EH7 1,500 RU DNV T L ZR
VRICBELET, EEH LY TN EELICRET . DMSO EEDBRENERTER
WNILY LRR Y RADEZETAREEDNH Y £9,

ZDESIT, BERHENSKEL DMSO ZHWSERTIE, BHICELSIKZIFTlENLI L
2RV ZDEETHICHBRT DL TEEHA, BB CONLI LR ZOEFNE
<TH BE 10RULT). EDFALEYMIHEE LELBRIEONIBEEL AR R EERET
HDHIDH, NIV DEEFHET 20BN HY £,

BEBEIUTOIDDERALNBELLHSICHEERY £,
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CHFANBTFIA POEASL ZEYZANET L (100RU ULTF) B4
- UAY REEFZE (10,000RU U L) ICEEL LI5S

B TILERIZDMSO BEEND A E . NI L REYZAKEC (3000RULLE). BV
TILETENREL 2354 (DMSO EED"RE"HEH T)
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/B 2-3. AIED A E

AEAEIEDFE
Biacore 8K Evaluation Software Tld. BB TUTOEMEXEREL £J,

> AIEDRRIC, DMSO ARDEEY Y —X (7 v = v JEERIC aiﬂ%Dwm&Fﬂ%
BE) #, UAY FEEELBLRY 77 Ly RELICHRML. BEELEY 7
VABEILDONILT L AR ZADEZTDFELET,

> U77LYAEILDLRRYR%E X, BEEAEZILEY 7 7LV REILD/NIILY L AR
VADEEYEICOY bLTAEBERBREERLEZ T,

> EDFIAEYESTMLIRE, U7 7Ly 2ElLlnlL ARy R (MOD) % A6 EHhE
ICRAL T, EEZEHLET (HO),

BEERAE TR ONIEEL AR A OWEEZELSIZ 5T (RO), BERRIE
UFD&5hbnrERINE T, RIFDBEICET AL FAREIORETL TIZI W (ih
BR-BBR-T VDY BR) . MK, 1 2UATRETL £,

@ @ ®

| PNy
= K
0"‘\V0 RU 0T
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{2 2-4. AL IEF DMSO A7& O 5L

LUTFICT vy THEERD DMSO EEN 2% DIFEE 5% DIFEDREMIERADARS &

D7 vy v JEEROARNTERNNZLREH L FTDTSEICLTTIL,

<7 v v JHEE R = 2.0% DMSO, PBS-P+ >

1. 2L @ 1.02x PBS-P+ {5 : 204mL 10x PBS-P+ % Bfili/k T 2000mL (X R T v
2. 10mL @ 1.5%DMSO & 2.8%DMSO. H LU 1L @ 2.0% DMSO, 1x PBS-P+ % A&,

1.5% DMSO (~10mL)

2.8% DMSO (~10mL)

2.0% DMSO
running buffer (1L)

1.02x PBS-P+ 9.8mL 9.8mL 980mL
100% DMSO 0.15mL 0.28mL 20mL
3. 4 S DAIEFIIE AR & AR
Buffer 2 3 4
Nominal DMSO concentration 2.8% 2.3% 1.9% 1.5%
1.5% DMSO 1500 uL 2 x 1500 uL 2 x 1500 uL
2.8% DMSO 2 x 1500 uL 2 x 1500 uL 1500 uL 0
<7 v v JEEE R =5.0%DMSO, PBS-P+ >
1. 2L @ 1.05x PBS-P+ Z£{f : 204mL 10x PBS-P+ # #Bfli/K T 2000mL (A X T v 7
2. 10mL @ 45%DMSO & 5.8%DMSO. LU 1L D 5.0% DMSO, 1x PBS-P+ % A&,
4.5% DMSO (~10mL) 5.8% DMSO (~10mL) 5.0% DMSO

running buffer (1L)

1.02x PBS-P+ 9.5mL 9.5mL 950mL
100% DMSO 0.45mL 0.58mL 50mL
3. 4 ROREMIERS R HS
Buffer 2 3 4
Nominal DMSO concentration 5.8% 5.3% 4.9% 4.5%
4.5% DMSO 1500 uL 2 x 1500 uL 2 x 1500 uL
5.8% DMSO 2 x 1500 uL 2 x 1500 uL 1500 uL 0
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3. BAT v 7 DIFERE

. I Method DT> 7L —F

Biacore 8K M HITE Method 15 5 CORGFINTWEEET > L — b & TTICHAIL TS Z
EAAEETT, CZTIEZFOREBET L —MIZOWTTEBNLET,

Instrument control workspace ?® Add activity > NewMethod #7 J v 27 L £9, (H 3
L\, Methods % 7 >eNew %7 U v 7 L£Y)
P
o
rﬂwﬁ System setup toals Maintenance toals Method shortcuts
1 pesort

o, [

gy CFenmetne

Q
SAE &

Instrument control  Activity history Runs

0o

& Empty methods Name Description)
& Surface preparation

& Assay development
« @ Binding screen
& Fragment /LMW
& Antibody / general
~ @& Kinetics / affinity
~ & Fragment /LMW
@ Fragment affinity screen N
% LMW kinetics / affinity . 7_— b 7 L — }\
@ LMW kinetics / affinity using Biotin CAP
& LMW kinetics / affinity using Sensor Chip NTA
@ LMW kinetics / affinity using GST capture
~ & Antibody / general
& Kinetics / affinity
@ Kinetics / affinity using Biotin CAP
& Kinetics / affinity using Sensor Chip NTA

& Kinetics / affinity using GST capture

—_—

Biacore8K TOEIE X, 2 —H —DBIEBWICEHLE., oD T 7L —r2TICLTHR

THNVE—ZEZTNICA>TWVWERT YT L—bXYy FORBICOWTIH, BI@LED
Description &z Z & { 72 & Ly,
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3-2. JAI7E Method DHE

Z Z Tl%. Biacore 8K Control Software ® Method (Z D W TR L £ 9,

3-2-1. Method Builder D=

1. Method 2. Variables and 3.Cycle 4. Plate
o > o — _ »| Sendto queue
definition positioning overview layout
Step Variables D% E
| T
Command Positioning M & &

Method Builder [£E]®D £ 2 [Z 1. Method definition, 2. Variables and positioning, 3. Cycle overview, 4.
Plate layout. Ff%(C Sendto queue N SIS NTWE T,

1—4 DOJEICPEE Z S, 12 IC Send to queue % iEIR L T Activity queue (BN L THEITT
BMNICT > TWE T, Control software ETIELU T DL S ICRRENE T,

1. Method definition XV ROBMERERE

2. Variables and positioning Variable (CFIw/Zz ANZIEBEOEDO A
B TNEEBORE

3. Cycle overview 2HAINORTYT YT RS> OMER

4. Plate layout 10T = B> TIVRS 3> DR

Send to queue Activity queue (SEN

D o o r____/__"""""'“,
Method Builder (W 1 Method cefi |

Sample compartment temperature () set to fixed Concentration unit  nM v

2. Variables and positioning | 3. Cycle overview | 4.Plate layout

Data collectionrate | 10 v | Hz

‘ ® vary with flow cell temperature Running buffer Buffer
— o o o o o o -

BIERDERE -7 Lav— Xy MEEOKRT
-settofixed —> V7L av /N~ XY MBEZAERE & ILRICEKTE
$¢Add activity 7 5 X F T & % Set sample compertment temperature & V) H LI 5

- vary with flow cell temperature — H > 7L /— XV MBECHERE IR CRTE
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l

1. Method definition XXV v K OBIERBZRET HRE T,

Method definition (#8241 Step ZIBICAIE L TWWKBRKICAR > TWET,

TEITlE Startup—Analysis & LV 2 DO Step BRKIZHR > TWLWE T,

Step (X AddStep 1 BN TZE 3, Step (T 7 DIREDBR) (Purpose) ICHEL 9, flx
I Startup [ZAERTO X T —F > Analysis [ZFEITBHID T — X, Rmax control (&, R 7 4
ZJAVIA—LDTFIA M e@BETHRNTZIE T, HHMLHYAY FEDRKES

BT LHFETT,

Step DB

Step (EH BIBIZET)

@ Analysis @

rh Add step v

l

Add step v

Conditioning
Startup

Analysis

—

Solvent correction

Rmax control

General

= | Purpose

% Step DA ENFIL Command Ti%E L £ 9, Command (£ Add command 7 5 BH1T &
F9, 7O0—tILTE, HEWEHA VLT EICREDE CAKR. ININERECREER. &
W, EEAL) ZRELLWVWEEZE Variable ICF T v 7 EANTLLEE W,

(8 F v 2 IILBEENT B 78D, FINEFRE, BRI RRA I 7 -V EICIERETE

FHA)

Command DB

Command (EH HIBIZEFT)

Single cycle kinetics 1
Flow cell 1 0 SES @

I'ﬁ

Add command v

Flow cell 2

-
Property Varigble _ Value

Solution | @ :

Contact time |l O I 120 | s

Dissociation time I (] I 600 | s

Flow rate I 0 I 30 | pl/min
)

Malecular weight I (]

Add command v
—

Analyte

Single cycle kinetics
A-B-A

Capture
Enhancement
Regeneration

Carry over control
General

Wait

Wash

avw > kK
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CILREBEAANTEL S, £/, YA /ATL—FLOY L TLORBLEET 52 &
RTEET,

TDORTIE Solution @ Variable ([ZF = v 7 &% ANT-5E5 R KL TWET, PV 7 ILEOE

EhEDERe ANTEES,

— e o Em Em Em o Em Em Em = ommy
Usechannels @1 @2 W3 ¥a @5 ¥e @7 @gl

k_—_—_—_—_—_-

YTV ERNTEF v L ERIRTCEET
(NMERDTF v 2IAZENy 77 —FEy |)

Rz (Ehrn)
F w3 1~TF v 1)L 8 :
_ : — r S Hh 3 *
Single cycl avbhbA— ) T OUHRZH) 1%
Mo Solution Control  Concentration T TITCETIO S oI & [T T TTTCETTO o o T TR from
1 Sample 1 o] 0 o] lé file
Sample 1 o] 0 o]
Sample 1 0 0 o [N clipboard
Sample 1 o] N
YA 7 ILDENM
Sample 1 o
P \‘0 Add cycle
Sample 1 o] 0 o]
Sample 1 S R N 0 0 Remove cycle
ample AR AN ° :
Sample 1 0 0
Pt €3 Remove all cycles
2 Sample 1 017 0.34 0.69
Sample 1 0.51 1.03 2.06
Sample 1 154 3.09 6.17 Move |1 ~ | step
Sample 1 463 9.26 185 © Move up
Sample 1 13.9 27.8 55.6
Sample 1 41.7 83.3 166.7
Sample 1 123 250 500
Sample 1 B el 1500 ) show mgre columns

*) Kinetics SRtTDIZE L Blank DEF|EHTEL LK HEB =0,

Ly,

YA LDIEELEE

Control [IRELHZWVWTTX
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@R 3-1. B> TILAIE D Import

Yo 7B, LEREEmICUY B oA TEBNICKEINE T, HhorLot T
WMIBAREF>TWE L — b 2EAT 255 E. BELED Import from file £ L < I
clipboard ZF|B L £9, UTDHIZSEICLTTFE L,

BIET S Method IZL > THERT V7L — FBHEDH S 78, 2DKinetics ZHIIZEX Y Z2RRAZR
LEd,

1. Control software > Methods > New > Antibody / general > Kinetics / affinity > 2D kinetics
% &R, 1.Method definition |$RFICZE 9 2Variables and positioning % R

2. Startup & Analysis M 2 DD Step H'% % Y. Analysis D Step % iR

3. No, Solution, Control, Concentration 1(nM), Concentration 2(nM), Concentration 3(nM), Action &

W RNKEDITHH DD, No DETD1%27 )y L, Crl+A>Ctrl+C TREHAIE—
4, Excel> LW — FTATEILIZCtrl+V TEBOT — X #85Y {1
5. Excel LD FHLTICT L — bDELFRTH 5 Plate(Upper left) & AFI(¥)

6. Excel ED G HIFNCTHDLSICKRY Y 3 v DEFRE AT

A B C D E F G H | J

1 Sample 0 0 0 Plate(Upper loft) al a2 a3
2 Sample 0 0 0 Plate(Upperlefti bl b2 b3
3 Sample 1 0 0 0 Plate(Upperlaft) ¢l c2 c3
4 Sample 1 0 0 0 Plate(Upperls dl d2 d3
5 Sample 1 0 0 0 Plate(Upperleft) sl 82 &3
6 Sampls 0 0 0 Plate(Uppar lsft) 1 f2 3
7 Sample 0 0 0 Plate(Upperloft) gl g2 g3
8 Sample 1 0 0 0 Plate(Upperlsftl hl h2 h3
o 2 Sample 1 017 0.34 0.62 Plate(Upper left) ad a5 ab
10 Sample 1 0.51 103 2.06 Plate(Uppsrleft) b4 b5 b6
11 Sample 54 3.09 17 Plate(Upper loft) ¢4 ¢5 ¢b
12 Sample 463 9.26 18.5 Plate(Upper lsft) dd ds dé
13 Sample 1 39 278 55.6 Plate(Upperleft! &4 85 1
14 Sample 1 417 833 166.7 Plate(Upperlaft) 4 5 6
15 Sample 1 125 250 500 Plats(Upper ls g< g5 g6
16 Sample 1 375 750 1500 Plate(Upperls ha h5 hS
17

*)—=>5EIE T L — k DELFR% Plate(Upperleft) & Bk L £ L7z THEWLE B A,
(**)>A1,A2 DL S ICAXFICT HMEIEHY) A,
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10.

11.

12.

-
—

EEWZ /=T — X% CSV (Comma delimited) (*.csv) TI£7F  (C.D,E 7% 2D kinetics D EE
FHRTT, BEEIBEICLEETT,)

Control software IZF&R V). Remove all cycles % 3R
Import from T file Z3ER L. KBHFEFL/zcsv 7 7 M ILEIEE

Import into step Analysis DEE AL /=5, £ Includes column headers D F = v 7
CRANCE
—HLOREDITOTIVE T v EE

> & #H % JE T Ignore, Solution, Concentration1(nM), Concentration2(nM),

Concentration3(nM), Plate id, Position1, Position2, Position3
> 728, Plateid % 3EIR L 7-FF(C Plate selections DEEAF < HY. Type TERT 2 7L
— h%. Located T7 v 7R a % &R (Trayl H° Upper. Tray2 /' Lower &)
> S[Ald Tray1, left % 4R

Import into method % &R

NeZE|IC, KBEEZESHWMATT I,
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HE 32 Bl—7zihrondry 7Y voE

YU TNEIE, A=Y 7L TH-TH, BMEHD. MELTEEIND L ICHEN
TWET, A=Y >r7LzR7 b ofERLAEVWGEET Uy IleEzfBALET, B
H7%A O Positioning settings T:XE L ¥ 9,

2L, 7=V R ERT 2 L 2 RRBEORIEE = —FLoa vy 2 I <CERNT,
BROL72%ERAL TLIZE 0, i, A= 3 U TIEE well ~OEFAEHEICERY
hd 7=, contacttime variables |[$FEFICEAR LR WLTTI L,

Fro, YAV LEBILAKEOBEARARRE ZEART 2HEd~vA 787 L — Mo TlEA<
Reagentbottle "> DHIEGH AIEETT, 7 U v 7&K 7 v 7 T DAR % Reagent bottle (2 A
nTLEIN,

KEIZR—DBREFERT 2% E1E REAGENT F 12— 7(C

B2 S 1L 72 Reagent bottle 7 DR RIZ A AT AE

7 Vvl 2y Z el QL PRy 79RIERWL
1 I

77Uy T

il

e

-
! i Reagent bottle, empty ) Positioning settings \ I
Name  Plate1l . | Name |platez Reset positions | | Prevent auto-rearrange

Type | 96 well 280 pl v | Type |96 well 280 pl v
When a plate is full, continue with

. NN NN TN ST T Ty Y Y YT Y Y Y
T EARAAEE AR = = <= = = = @ corresponding plate in next tray
DI ISISINISIDIS! DI IDIDISISIS!
LA AN NN LA L L L WL WL
. FNFTY FTR ST ST AT e ey P N a N R T ') i
aOYOOOOOO0 10 OOO00O000 () next plate in same tray
LUA NI AN NN
Y YT iy YT Y o' Y Y Yy iy Y Y i
sy YOYOYOYOYOY g yCYOYOYOYOYOY (Y
ANV AN AN AN AW AW AN, AN NN AN
Y Yy yYaYaYaY FTN TN ST ST ST AT ST Y — —
YO ISISISISIDISID) NDISISISISISISID! ~
L N NI W WL WL W N LN N N N L WL W ) ~ . I I
NN AN NN NNy i
0000000 1QONONNNNN | |@ Sngegydekinetics1 | @ pooling

Q0000000 ( F—yUrrIEBARTFvoEANS | A
500000000 5C o
00000000 :{ (t7/x%EA)

g _. Analyte I ¥ Pooling
- Step Startup =

1 1L 1 | B I 1L 1 | B il

c@00®
@00

ra

Ty

-

=

-

Y

L

£y

L

Ty

W/

P

I\._l

Y

I\._I

Ir_‘l

L

Mame | Plate 3 Name | H
CETA2MRETEDS
=3 INIE fe new group
Type | 96 well 280 pl v | Type |9
am NNV SN TN Y Y P
DI ISIIDISISID] W AIDIDISIDISISIS!
12 ML) I
NN NN ST T Ty Y Y YT Y Y Y
10000 EOISISIDINISIIS
11 ) I U
YT Y Y Y Y Y NN NN TN NNy
ISISIDISISISIDIS! sEDISIDIDIDISISIS!
10 LM ) L L)
N N e N e N Y T Y i NN AN NN NNy
MYSISISISISIDISID] NISISISISISIS]

L) W\ )
NN NN TNy T NN TN TN TN NN Ty
N OIOISIOISIDIID] a0y OHYCH (Y
I U I
NN NN ST T Ty Y Y YT Y Y Y
7030YCYOYOHYOY YO FOYCYCYCYOYOYOY()
A L) \ I )
NN N N NNy ' P AN e N . W e Y "
10191181 A1l
L N N A L N L N A W \ L P N L L W
' NN NN N I P N N e N . T Y "
OIS IDISISISID] sCACYCACYONOYOA (Y
LU U \ MU
NN NN TNy T r NN TN TN TN NN Ty
1O IDIDISIDISISID) ITOIDISI0INISINID!
UL I
FN N TN ST T Ty Y T YT Y Y Y
HOIISISISISIls! sCYCYCYCYOYOYO YO
I L) LSS LW
LN NN N NNy NN AN NN NNy
EDISIDISISISIDIS! 20003030000 ()Y
L) W\ )
LYY AT Y Y Y Y NN AN NN NNy
OIS IDISIIIDIS! 1IDISIDISISISID!

L) 1 LI IR

|
.
I

nll
.
-
|
.




3. BRAT v T OBEAE 51

3.Cycle overview TEREDFN E BB L Z DRI ERE 2R L 7,

= mm =y

I Estimated run time &4&min l

Single cycle kinetics 1
Cycle Stepname Solution
1 Startup
2 | Analysis Sample 1
3 Analysis Sample 1

Position 1

Plate 1 A1

Plate 1 A4

Sort positions () Ascending ® Descending

Plate 1
Leftmost  Volume
position pl
@ 16 118
@1 118
@ rs 118
[ 1§ 118
[ J¥ 118
@ 118
Plate 2

Leftmost  Volume

position pl
@1 118
Buffer bottle
Volume Solution
ml
200 Buffer

A
Channel 1

Sample 1
0.69 nM

Sample 1
0.34 nM
Sample 1
0.17 nM

Sample 1
onM
Sample 1
OonM
Sample 1
onM

A
Channel 1

Buffer

B
Channel 2

Sample 1
2.06 nM
Sample 1
1.03 nM
Sample 1
0.51nM
Sample 1
onM
Sample 1
0nM
Sample 1
onM

B
Channel 2

Buffer

Concentration 1 (nM)

C
Channel 3

Sample 1
6.17 nM

Sample 1
3.09 nM
Sample 1
1.54 nM

Sample 1
OnM
Sample 1
OonM
Sample 1
onM

C
Channel 3

Buffer

D
Channel &

Sample 1
18.5nM
Sample 1
9.26 nM
Sample 1
463 nM
Sample 1
onM
Sample 1
OnM
Sample 1
onM

D
Channel 4

Buffer

Position 2

0.00 Plate 1A2

0.170 Plate 1A5

E
Channel 5

Sample 1
55.6 nM

Sample 1
27.8nM
Sample 1
13.9nM

Sample 1
OnM
Sample 1
OonM
Sample 1
onM

E
Channel 5

Buffer

Concentration 2 (nM}

Position 3
0.00 Plate 1 A3
0.340 Plate 1 A6
F G
Channel6 Channel 7
Sample1  Sample 1
166.7 nM 500 nM
Samplel Samplel
83.3nM 250 nM
Samplel  Sample 1
41.7nM 125 nM
Samplel Samplel
OnM onM
Samplel  Sample 1
OnM 0onM
Samplel Sample1
OonM onM
F G
Channel &6 Channel 7
Buffer Buffer

Concentration 3 (nM}

0.00

0.690

H
Channel 8

Sample 1
1500 nM
Sample 1
750 nM
Sample 1
375 nM
Sample 1
OnM
Sample 1
OnM
Sample 1
OnM

H
Channel 8

Buffer

4Plate layout THY > FILETA 707 L — Aty T 2EREZHEIELETT, COEBETIE

EEREZEETEHILIETEEFEA, 7T AAZN

HRITERIY % &R T,
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Send to queue = 7 ) v 79 % & Activity queue DBEEICHEY £, TNEFTDAY v FH
Activity queue [CIBIIZNTWDE Z & ZFERL TS W, 0, Sendtoqueue =7 1) v 7 L
TL %9 &, MethodBuilder DEEICRES Z &FTERLBY FITDTIY v o4 2F1IC+5
ICZRER T2 Wy,

Select tray positions. Run name % &% T Readytostart #7 U v 7 3 NILBIEREA L £,

[EIMENEINSE Activity history  Methods  Runs

a
bLALIE
Activity queue Activity properties
a Methed builder run ® Type Method builder U
er/Lower
Methodname 2D kinetics 7] pper/
Totaltime 35min State User input required

Preparations

Select tray positions

Description
@ Addactivity

Name Piate 1 (= v

Type 96 well 280 4l

ty
s |m position(s) for the required trayls) and place them accordinglyin the sample hotel
er the

i taken only once from each well.
Llsesp‘ta i with pooled itions that are used more than
Bottles
Buffer bottle  Water bottle Reagent bottle
[ ] [ ] [ ]
Suffer wat Not used FQF0090
Put tube in water bottle
200ml 200ml oml

\

T — X DIRTFIBFT DR TE & B ERA

Bl EHEERID activity & E1T L 72 W 5E 1L Add activity 7R X > () AGPEYIIS
TLEEE W, kB Y | Activity (Z EDSIBICETENE T,

2 3-3. AIERBEORAEIL

IWAEEITHD Activity |3, Activityqueue £ THIFIC Abort DR »HIRN E T, AIERKAEIC
REEFELELIZWEEIZIIE0ZFBLTLEIN, YXATLZRFTINEINBHEIRTE
£9,
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3-3. Evaluation Software D&

Z Z Tl&. Biacore 8K Evaluation Software [Z DWW TR L ¥ 9,

Biacore 8K Evaluation Software % Bl & & 9, Biacore 8K Evaluation Software (& 22D A > X —
T =AW LERINTWET,

€3 Biacore™ 8K Evaluation Software

(o= CLENESTLI [  Open existing evaluation

Workspace Description

Create new evaluation Run 7 — X %42 EICAVWET,

B O Run T — X Z#1TL T L7-ULW5E I Evaluation
Software #EH T H LIF T L& Ly,

Open existing evaluation BRI EAD T 7ANERCEZIZAWET,

Create new evaluation 7" > Select runs T Run 7 — X %33R L . Select evaluation method

TR Ay REEATENTL X7,

QFEHT Method %33R (User defined / Predefined)

(O CHEIEEVLI I~ Open existing evaluation

2. Select evaluation method

—W1.Select runs
O L7z
.
Run 5 — & % &4R User defined Predeﬁned

™ Empty method __ Name Description

™ Surface preparation

@ Assay development
v & Binding screen

™ Fragment /LMW

® Antibody / general B 77—t

v & Kinetics / affinity
™ Fragment /LMW

® Antibody / general
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BRAT Method 137> 7L — FEFIAT 22 b TEET, FLMETOT— & THBITAHE
TIH., TOBMERORFIITEEEA,

fZHT Method |£ Userdefined & Predefined @ 2 D7 H3#EIR L £ 97, Predefined (Z(%, & H 7
L BN Method 7> 7L — b Hy bEnTWET, Thod7 > 7L — biL, Biacore 8K
Control Software @BITE Method 7> 7L — MIMIGEL7ZH DB A-TVWET DT, D EE
FIFATE £9, Userdefined Tld1—H —DHEAIL T fEHT Method THEATY 5 FETT AN
FRAT Method 7> 7L — FZTTICL THREYA XT % E{EFTT, Predefined IZRTFES 1
TWBT7ANE—ZEZNICA>TVWET Y7L —bXYy FORBAICOVLWTIE, BELED

Description & Z& { 72 & LY,

Run 7 — X % f##T Method TEF < &. Create new evaluation. Open existing evaluation ® [

IZ. #77=IC Evaluation-OO GHIEXV v F&) »ENET,

Create new evaluation  Open existing evaluationl

P

} — ~4

QC - Sensorgram | v QC - Baseling

\

B A TZERHT Method THETE L 7cBRATIE B DREMTHER A 0.3
FRATIEE OB - WEE A BT

FZHT Method DRTFH Z T HHITH

Home Z (< & BTIEE (Item) DEMEMFBENTE £, BIAFER (EDT—XZHALT
EABAETHRNT 2074 E) BLUOBMBROII AFR— A TEET, T TERLT
FRHT Method ZRF L THL &, RICAKDAEZIT->7HE. £D Run T — 2= R7F LT
FRAT Method TRV IE. EUBITFRTRITLE T,
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FENTIER DRTF (L Evaluation - OODEICHIBE L/ RZ VAL RETEEY, REI N
£ (X Open existing evaluation 7 5#ERT 5 Z &EATE XY,

3-3-1. T DRN

Create new evaluation

Select runs

- BRMT L 72U Run T — X &R

Select evaluation method
- BRHT method % &3
Ty T L= R EEER A Y v R ER
I
Evaluation -OO
- BRI Method (/R > T BITHER AR RSN S

- Sensorgram, Plot, Kinetics and affinity 7% &

Home

- BRATIEE DIENN/fRE

Settings
- BITEHOEB ORE/EE

| ®EICISCTER

Evaluation Export

s Excel FER DL R— b+ Z/ERR

FRATHER DIRTF
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3-3-2. Evaluation Home
Evaluation Home % 3R ¥ % & LU D Home workspace B&ENE T, Z Z Tld. % Tool (2D
WTREICITHBELET,

Tool |& Settings and preparation. New evaluation items, After evaluation @ 3 D (Z KBS N T F
9, Settings and preparation TIZEIE DEARFER G EA BB IN (—EBILRERTEE). New
evaluation items TIEZE(INT: item T & DRITIERA LED X 7 ICFRRI 41, After evaluation
T4 Settings and preparation & New evaluation items TR L 7215 R CERATIE R % Export L 72
‘). Evaluation method ZRF CE £,

‘@’\ Biacore™ 8K Evaluation Software

Settings and preparation New evaluation items After evaluation
operties I
Curve markers Report points
"3
»
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LUTIZ4 Tools IZCDW T OE AT,

Settings a dpp atio

Properties Variables

Report points

C ve marker:

No. Tool

1 Propaties

2 Variables

3 Curve
markers

4 Report points

5 Solvent
correction

6 Sensorgram

7 Kinetics

8 Plots

New evu\uut\on items After evaluation

‘‘‘‘‘‘ @ o

te evaluation method

» @

and offinity

I—

I's

Description
AL A Y v K4
Y —F v TER

CAET — RIER

TFIA M BE. HTEL L OWS (BETE)

YA IILDOBE
- BICEOAHAMBEERICOVWTO 7 T TDERENTE S

- 84D evaluation items (25 > TBHR A BE

LR—bRA > F0BM, RE

CBREBIEOT—XOEREBERTOY FDRTE

Y =0T LIEROHFRR (BRITAA)

VYT T LDBEOER BHOT T X b ELFIE
- Kinetics f2AfT

=S S

ROV —Z v TR EICAWS

LR—brRA Y 2RV TTA Y FZVER

s TL— bt Y =05 LORIESE., L7 a3 VERE
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‘ No. Tool Description

9 Affinity - Affinity f&4T
- Affinity BT CRWS FEEDRD Y 3 VERE
BRI EDRTE

- Rmax #3587 L T (Steady state affinity IAZL D fEHT)

10 Kinetics and = - Kinetics ##4T & Affinity B24T Z [R5 1217 5
affinity

n Export ©1-10 CTEITLEBTOR AT I RR—FLIEZVWT =X E RS
results

Excel T TH

12 Create <111 TEITLEBAXY v FOHRA o RELIEVREZ EZOHT
luati y
evaluation KRR AYy K& LTHRE
method

R 3-4. BIERTHRDOANBRDOELE

BENET LT, BEOBRCY Y TLEREXZEBELZVWEEIL. LD Home EIHE
7> Variable Z BRI NISIREAGETT, EERIZELTD ApplyandClose =7 U v 7 L.
BEENTL THFIL,
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3-4. FRIIE B DFFMERTE

INFNOBFIEBA#AW-EEDA 2 —7 = — XD ML, System Handbook @ 9.4

Interface compornents Z S8 L T 72 & Ly,

Fo. TNENOERITIEE DM L. System Handbook @ 10. Evaluation Home workspace % £
BLTLEEL,

Sensorgram items. Plot items. Kinetics items TZ NZNEFTEE IZERY 35, 22Tl
Kinetics items ICDW T DAEIR L., ZOHRTH LK EAT 2D ITEIREE L THALE
ER

BmEEAKEL A EGRITOINTE Y., L£AIL Settings. Al IZEIR 72 Panel A'FIR
SNEJ,

Predefined O 1 D 4T Method % (£ L 7-35 8  BEICEITE TR T LIcKEETERRENE T,
PMHRED T EFTT &, BEDEMN L 7=\ Sensorgrams 2T model HMEIRE N TW 5B & (L
RS Wzo, £ IZED Settings H SHERPHRTEZITVWET,

Settings Panel

&8 Biacore™ 8K Evaluation Software

Create new evoluation  Open existing evaluation JESRITRELE T T3] m
R (S (RN I ... ... |~ BT

v Settings

(#9) Thumbnails %3R3 3 &

Z O Work space IZFR RSN 3

v Select sensorgrams ~ Data grouping (Y]
LR Parallel2D

Included: 24 096 sensorgrams
ssignr

~ Analysisstep purpose =

Settings apply to selected series

[ Kinciics [EUZEEE

> Blank settings

82m; 1:1 binding

> Fit models

> Initial values

)
>
) .

> Channel

> Cycles (Run 1)

> Regeneration 1 (Solution) [SUNEETEE Paameters | Residuals | Blanks

More options Cycle Channel Sensorgramtype  Cyclepurpose  Injection type Control type  SingleCyeleKineties 1 solution  Concentration [n) jicedigand || O
o I 3 1 Refere ted | Analysis ics Motacontrol  B2m
I 3 2 Referes Nof ntrol  B2m
B8 ko chart I

Referer ol | B2m

B Fitdetaits ’ g : :
— — —

HFETNA T4 b E N7z panel B
GEHEICEKTIND

inetics  Notacontrol | B2m
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Settings
2 1) v 7 T Selectsensorgrams % [E TZ £, Selectsensorgrams /o &, TS 5t >~

=77 LERRTEET,

Select sensorgrams

v Select sensorgrams

Included: 24 of 96 sensorgrams
Vv Analysis step purpose S

@ Startup
@) Analysis

v Analysis step name v
@ Startup 1
@ Analyte

Vv Sensorgram type =]
@ Active
O Reference
@) Reference subtracted

> Channel v
> Cycles(Run 1) V)

> Regeneration 1 (Solution) ¥

More options

BMTICAAWA Y =75 LAEBIRTEET,

Data grouping
Data grouping (1)

- Serial — BEEZMGE. B—F ¥ XA DERY A 7L THRET L 7=k
- Parallel/2D — EEZEH%, BEF v 2ILICEEZNYVE LY A 7L (parallel) F 7z 13K
Y42 (2D) THRETL 7B

Serial RERME, B—F v 2 VAN DEHY A 7L TIRET L7k

Parallel/2D | EELZM%A, EETF v 2 ELAYRLY A 2L (parallel)
F3EHY A 7L (2D) TS L 7-FF
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Injection assignment

Vv Injection assignment
Use variable information from | SingleCycleKinetics 1 v

Use response values from SingleCycleKinetics 1 v

Thumbnails panel TERRIND T—X AU Y BHY £7,

Use variable information from Methods T Variable |Z%7E L 7= command HEIRAIEET T,
Use response values from £ injection M L AR v AAEIRATEET T,

Kinetics/Affinity mode

Kinetics/Affinity mode
Settings apply to selected series

Pl Affinity Both

Kinetics f# 7. Affinity B2Hr. H2WEZDOMAERFICETLET,

Blank settings

v Blank settings

Settings apply to selected series
® Use blanks within same series
() Include blanks from other series

(O No subtraction

7520 (OBEQELBIEAT—4) 2LNICTBNBRTEET,

Fit models

Vv Fit models

Settings apply to selected series

Kinetics fit model [1] | 1:1 binding v

BITICAWSET AR ERIRTEE T, ETAROHEMIIFHEEISZITSE TS0,

EEAD Thumbnails panel TEIRE NIz H =7 T LERBITTEE I, RBERODH DI
TS NELT A
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f#HE 3-5. RIGET L

UAHY b %ZB 774 b2 AELET,

1:1 Binding A+B © AB
DAY RETFZA4A MM DFRELTHEET 20> L bEMBRIGET L.

1:1 dissociation A+B & AB
1DFRILTHEELIZUAY RETF 74 FORBEEBO A AT 2 ET )L,

Bivalent Analyte A+B & AB,AB+B & AB2
TFIAD2M0G LR E2BRORIGET Vo ABEGHEME, VAT B
B2 REICHEET 5 Rit.

Heterogeneous Ligand A+B1 & AB1,A+B2 & AB2
TFIAMIH L TEMEOERS 2 DOBATUEFEOUHN Y RIZTF74 bH
1T L THREET 2 RIGET Lo

Two state Reaction A+B & AB & AB*
UAYRETF 4 b0 1 HFRLOFEATH S, WEBHKLIY 7+ A=
3 VB ERITRIGET b,
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/i I2 3-6. Initial values

Vv Initial values

Changes apply to selected series with the same fit model

Modeltype Model name Parameter Fit Initial value

Kinetics 1:1binding  ka Fit global v le5 Reset
Kinetics 1:1binding  kd Fit global v le-3 Reset
Kinetics 1:1binding ~ Rmax Fitlocal w YMax Reset
Kinetics 1:1binding  tc Fit global v 1e8 Reset
Kinetics 1:1binding Rl Constant v 0 Reset

RATOEEEZRETCEET, oY —F S LDOBERDISFRINZEETHREIAE R
RBGEIC, EEREICEE L THENTT 5 Z & T False Negative (FE->7-fEDEH) % [0]#
THZENHFEET,

<RI{EDZEE >

BEIEWE Y =T T LZBITT 2RI BE0ODE Y —0 T L%EELEILWTWAICH
hrhbhod, trH—o 5 L0a8EL RBEYyZOERE R CBRME) &AL TBRFT
2BEICIE. RIEEYOICEEL TRBIFT 2 HED0 BT, COBEIE. RIDFith 7 L%57
) w7 L. Constant Z &R L £, Initialvalue IFBBINIC 0P ALEINET,

< Rmax DRI EDEEFE >

REFRA Y Y FOEHETCPHEEDR T2 IARERT, 212> H—77 LT R Z2F—D
BEABBRVEEIE, R DFit H 7 L% 2 ) v L Fitlocal ZFEIRL, Ko H—7 7 A
ICEE Riax 2 ERIICEH L X7, Parallel 847 2D BT D & 5 ICEBDO T v 2L e B
FRITOD & Zld, BT A Y v FTIE. 7T 7 4L b T Fitlocal PMERINTLE T,

Panel MR

E Result table
On-off rate chart
KD chart

E Fit details
BIRENTEHE NS T4 b7 Panel I[ZEIE A D Work space ICEEBE SN F T,

5 2 |7 DX TE Thumbnails, Sensorgrams, Fit details D A HFRRI N TWE T,
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Thumbnails panel

2 X

14 % x
14 ex 2
x X x

T T T T T T T

T T
0.0002 000035 0.0006 0.0002 000035 0.0006 0.0002 0.00035 0.0006

AC30928; CA HANO00371; CA KM01757; CA

BIRENTEHFLNA T4 FENTz Thumbnail DADERIFTOER ERY £3, FIZIFERTIE
Rl AAERINTUVWET,

B D Thumbnails %2R L 7= Wi5E s Ctri+ 2 U v 7

- Shift+ 7 U v o

27T ® Thumbnails Z &R L 7= WiHE * Thumbnails panel _E T Ctrl+A

CHEDODT A 3™ (Select all thumbnails)

#H /2 3-7. Thumbnail settings

General Thumbnail settings L

Accept selected

Reject selected

(¥ Show rejected series

Thumbnails panel DFHED 7 A 3~ o (Thumbnail settings) % EfiJ % & Accept/Reject tab
NERRTEE T, BITED Thumbnails (CBI L TIE Accept TZ ¥ 3, ETal. B ED
Thumbnails [ZB8 L Tl Reject TE £9, Accept 415 & Thumbnail DA T ICERE T A L FRIR
Sh, BEMATERLAEY £T, Reject N5 & Thumbnail DA FICFHRE TR &EFRRE 4.
LI OfETNTE R <A Y £3, Accept/Reject Z RS 2355 (X, ZE D Thumbnails % (1
) BIRLELNATA4 b7/, A2 Y v 7 —Clearacceptandrejected state % =R L
£9,

General = Accept/Reject Tﬁumbmﬁsetﬁhgs ﬁ
X-QXis y-axis Size Mode Sorting

@ Individual @ Individual © Small @® Sensorgrams v

) Same O Same ® Standard O Plots

) Manual O Manual () Detailed
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Thumbnail settings tab T (% Thumbnail panel [CFRRE N DD x B, y #i7e & #ERIICEKTE L
72U, WA TEDM, YA XDEELHVEZ A AIETT,

Result table

General Injection variables Quality 1:1 bindin,
Kinetics model ~ Curve markers Channel Immobilized ligand  SingleCycleKinetics 1 Solution  Kinetics Chi2 (RU?)  ka (1/Ms) kd(i/s) KD(M) Rmax (RU) tc

1:1 binding None B2m 165e-01 147e+06 2.10e-03 1.42e-09 8.61e+07

Resulttable 7 © & FEATHE R D Accept/Reject N AIBEZLfB. Resulttable (CFR/RE % columns
ZEARETT,

On-offrate chart

1/Ms On-off rate chart
1.00e8 +
5% . Name
j<
£ 1.00e4+ Cy5;Ligand 1 w
5 M Cy 7; Ligand 2
o Cy 9; Ligand 3
Il Cy 11; Ligand 4
1.00e0- : - ; :
1.00e-7 1.00e-5 1.00e-3 1.00e-1
Off-rate, kd 1fs

T 7 # ) TIEHER T — L CiE S L CREERE T, ftihe L TREAERETHENEHIN.
1:1 bindingmodel DEMIER DA% 7Oy b SEF T, RIOAEICFI AN IKEDRRIL.
KD ZRLET, AN > TELIFEREMAIFE Y £,

KD chart

M KD chart

KD

1 2 2 4 4 5
Sample

e LT 7L fitie LT KD AN, BITHERZ 7 0y b X X9, Kinetics/Affinity
mode T Affinity H L < |& Both Z & A& T DARRABETT,
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Sensorgrams

RU B2m; 1:1 binding

50

N
o

Relative response

T T T T T
0 250 500 750 1000
Time H

1:1 binding; ka=1.47e+06; kd=2.10e-03; ; KD=1.42¢-09

Thumbnails panel TREZICERINZT - (BHBEBVETNHNA 74 FEINfT—X) HERR
ENFET, AEEBIEEAZEDT —XTRRENET, Kinetics/Affinitymode THRAT L 72272 5
i, BOEBTI7A v TA4 VI DEREIPERTERREINET,

i /£ 3-8. Sensorgrams M FEiR

< Sensorgrams &R >

IR X MN7= Sensorgrams IEFF L NA 74 bEnFE T,

& 4 @ Sensorgram % IR %A D Sensorgram E T Y v 7

B D Sensorgrams % 3R « %4 D Sensorgram ETO U o
- HDT A3 - (Areaselect) TIHETE

- Fit details panel 7 Ctri+ 27 U v &7 TER

AN

& 4 ? Sensorgram DIEIRFRFR | % H D Sensorgram % 7 U v 7 T 1 A&7 DRk

B D Sensorgrams D EIRFEFR | Fit details panel TE% 2 D Sensorgrams % Ctrl+%7 U v &

2T D Sensorgrams D IR | - Sensorgrams panel L T#H 2 U v 7 — Deselect all
curves

- HOTA YV (Deselect all)

<¥K - JTICRT >

LR - EDT A3 5 (Zoommode) AHEIRE T L BEE, Sensorgrams L4k
OEE, L, RI-VWEEZ 7Y v /& FT v (BYIRLETARE) (BB,
7 7 # )L b TlE Zoom mode NBIRINTWBIZDBONOLFLNA T A
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FENTWET)
Undo LK X 7= IRAE T Sensorgrams UADFEE A X 7L o U v &

TCICRRY HRYVBRLETNTY v

- EDOTA v (Zoom out max)

1@ 2 3-9. Sensorgrams DFRAIZ DU T

. beta-2micro; Ligand 4 General Remove range = Chart settings
y Exclude Curve markers
) Exclude Global ¥) Show curve markers
(0) Exclude Local Edit markers

2.54
) Show excluded data

Relative response

T
0 250 500

Time S

FEFTICF W W R E D ERER THFTE @ Sensorgrams % BRAk L 7= WS E 1E. 3% D Sensorgrams %
BEIR L 7=1%. Sensrogramspanel ETHZ U v 7 $H % L |4 Selectiontab 7* 5 Exclude Global
% L < |Z Exclude Local %3#iR L £ 7,

Exclude Global 2T D Evaluationitems B HEZE DT — X HBEA SN T T,

Exclude Local AR UL T UV S Evaluationitem B S EZE DT — XA BRAINE T,
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@ 2 3-10. Sensorgrams D EIFRIC DL T

<Sensorgrams D HlJfk(

Relative response

=
o
I

beta-2micro; Ligand 3

ZDOWT>

General = Selection [ERENGEVEREREEE Chart settings

¥) Remove ranges at start & end of injections

1/
y/

Remove marked range

Remove range from selected sensorgrams

Distribute range removal

) Remove range in selected series with matching cycle

) Remove range in selected series with matching channel

RATICAWAE WR EDEBR THE®D Sensorgrams D —ER0 % Bk L 7= WiHE 4.

T T
250 500
Time s

EEI

Sensorgrams % 33 L 7-7%. Remove range tab %5 = ¥ 3, Bk L 7= WLWBElE%E 2 KOIIRT
A, UTOBKICHK > TIREDEEZHIKRL £,

Remove ranges at
start & end of
injections

T7HNETTF oy 7EH

ANINFALE &R T ORI BRI N E T,

Remove range from
selected sensorgram

IR7E Sensorgrams panel I[CERRSINTH Y, D, BREFAD
Sensorgrams M. Remove range (Z& £ N2 HEHDOAHIFRINFE T,

Remove range in
selected series with
matching cycle

Frv IRy I RIIF vy 7% A7, Distribute range removal

to selected series % &IRT 5 &,
 Thumbnails panel THUYE TR & AL Thumbnall 221 C.

- [@A LY A 2D Removerange IZE EN 2O AEIBRENE T,

Remove
selected series with
matching channel

range in

Frv IRy RIIF vy 7% A7, Distribute range removal

to selected series % =R T 2 &
- Thumbnails panel CEUVE TS A Thumbnail 12210 C

- [@A L F + F /LD Removerange |IZ& £ N 2O AEIRENE T,

Restore all ranges in
selected series

Remove range from seleceted sensorgrams/Distribute range
removal to selected series THIFR L 7-1BZz1ETL 9, Bt n

2 DV TEIRS 172 Thumbnail D % T3, 2T D Sensorgrams
% T8It 9 % & (3 Thumbnails panel [T Thumbnails % &R

#. Restore allrangesinselectedseries 7 ') v 7 L ¥9,
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Fit details
Fitdetailspanel I3FZIEREINT2T—X (RHEEVE TN T4 bENi=T7—%) OEFEHRD
HFRIN, 42D tab M HERLINTVLET,

<Sample table >

Thumbnails panel TEIRE N/ T — XA FMICEKTRENTWET,

< Paramerters >

Sample table Parameters Residuals | Blanks

1:1 binding 1:1 binding
Series parameters Sensorgram parameters
ka(1/Ms) 1.47e+06 Curve Rmax (RU) T(Rmax)  Conc (M) f(pl/min)  RI(RU)
kd (1/s) 2.10e-03 “
#3: Sensorgram Ch=3 Fc=2-1 59.8 8.39e+02 1.3E-10 2.6E-10 5.3E-10 30 0.00000
tc 8.61e+07
#3: Sensorgram Ch=4 Fc=2-1 53.4 1.62e+03 4E-10 7.9E-10 1.58E-09 30 0.0 0000
Chi? (RU?) 1.65e-01
#3: Sensorgram Ch=>5 Fc=2-1 57.7 2.69e+03 1.19E-09 2.37E-09 4.74E-09 30 0.0 0.0 00
T(ka) 9.60e+02
#3: Sensorgram Ch=6 Fc=2-1 55.4 4.80e+03 3.56E-09 7.11E-09 1.422E-08 30 0.00000
T(kd) 1.68e+03
#3: Sensorgram Ch=7 Fc=2-1 533 7.61e+03 1.067E-08 2.133E-08 4.267E-08 30 0.0 0000
T(tc) 2.03e+02
#3: Sensorgram Ch=8 Fc=2-1 549 1.03e+04 3.2E-08 6.4E-08 1.28E-07 30 000000

TAYT A TDREREFETNT A —=ZHRRSINTWET, 1:1 binding model T® Kinetics
FEMNTIC 1T 5 Parameterstab (25 1T B ENTHER (LT D@EY TF,

ka (1/Ms) HEEERETEH
kd (1/s) FRBERE TE#L
tc TA T AR— MRE

chiz  (RU?) hA %
T(ka), T(kd), T(tc) K/¥T7 X — X HIZHLE (SE) TH| - 7-HTERE
Rmax (RU) TF+54 FDEERARE

T(Rmax) (RU) Rmax #1Z#:87% (SE) TE| - 1-HEERE

Rl (RU) AR (bulk effect)
KD (M) FRBETE IR

< Residuals >

HREZ7OyY PEERTETET, FHMIIEE3I12E2ZET L,
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<Blanks >

ELAZICALIEYRREDT — ZOREHNTETT,

HE3-11. 74 v T4 VIHRIFTHEWER

O 74 vTAVTICERALELEETADNEL>TWLD
(¥7-13. BELCWETLERRDIRIEARETND)
@ HwEOL Y- T LTHD

@ BREMLBUAY ROFEEETAEZSND

@ BELPFR+DTH D

® 774 MREORBIIAAEZOND F

OHPEREEZ oNZ2HEIE. ZELERISET LV ERL THEBITL TS0,

OV ERDIBZE, BIFTHEROR ALY~ T LDOL ARV ZAOA¥EE HDBEICKRD I &
AHYET, Thid, BFEREEHOEMAL ARy ZOZEHER EARLTLEIAST
¥, ZDOHEIE. RI=0 (Constant) & L THEEMTL T,

BEREEDOL Y =T Z L0 1 DOEREELET 5BNAETIE. IXTOREDE VY
— 7' 7 LIZHEWT ka,kd,Rmax DE—D/XT A =R THBHZ EHFHREAY £, L L. £
LO~ODEBRRRTIE, FREDELY Y =TI JLIZEVWT, INHLD/NT X —R(F0HT L
HE—HLEHA,

B Z L. Rmax &, UA Y FIZHT 27+ 74 bogAEEE RU) THY., BENAERSR
Tl B L CR—ELZERLTVWSERY, EDREDEYY—7 T LI L THR—E
LY ET, £2AD. UAY FOBENRTDRIHEC. BEREICKY VAV FOEE
N AN EITETLTWRHEICIE, Rmax ZY A LT EIETLES, 74 v T4~
THBIFTHRWERAD, AIEERD SIS HIC Rmax I2H B35E1E. Rmax HE—/XF7 X — &
THHZEEBBRLBRTL TIZE 0,
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R 3-12. 74 v T 4 > 7RO

T4y TAVINRERIGE, Co =07 LET74 vy T4 TIl&oTHENEZT74yT
AV Th=THEEERY ET, V=TT LDBEENRELERZBE. 74V T4V

JIERIF TRV EHIMT L £ 9, 1:1binding TEAT L 72355 Parameters X 7 1C 1L LU O FHEIE
BALOET,

tc
TALIVAR=FYITFT—avOFEOEEVWEHMT S 1 DOBIETT, KEWILE
T+ 54 FOILEHEL, BT LEEELRNRSA—ZTIE W EABKL FT,

(B#) HDFES0kDa IREDIK KL v X/ BDOHBE 10 REOA —K—% &Y 9,

Chi? (RU?)
BET—RETAvT AV H—TREOBREDFEYESARLET, BELR 74 v T 47
TlE, YT F N/ AXDFHEHEIHEY L £7,

T(ka). T(kd). T(tc)

Tvalue EMFUNE T, /8T X — R %HIZHRE (SE) TEI-7-{ETT, BLE L T T(ka), T(kd)IE
MWUETHNET7 4 v T4V TIERFRZENEZNTT, —H T, YA ZVRKR—FY I
T—2avVIlBERTE/NNTA—RTHD tc ICEALTIEIRELRSENBONTLEIZIARL
=&, TR NS BEDIFIDRTFRT A v T 4T EWRDBITENEZ VT,

Residuals
KREZOy FEERLET, 7Oy PR YHEOD O ICHL., 7YX LICHEL TWBIHEIL.
T4y TAVYTIIRFEHILES,

Residuals for a good fit Residuals for a poor fit
RU — RU
06 .
06 - 45 {
0.4
§ 02
-
04
H
0.2 1
04 45
06 t t t t + 1 -6

t + t t +
-100 o 100 200 300 400 S00 100 o 100 200 300 400
Time g Time -3
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3-5. T — 4 Export

HREOBMIFBEHOLTH L L IFEEDEFH % MicrosoftExcel® D7 +—< v b THAOTE X3,
Z NF D New evaluation items % Excel = THlJ4 @ Sheet ICHADENF T,

Step Action

1 Home [EBIE & ) Exportresults % #iRT 5,
2 REREYy Y a v Il O2WTEF vy Iv—7 %47,
3 BEPHNIEKOKE S, BEAH K BROXTAERED LYy T AV I %EET
%,
4 Export % #IRL., 77 A ILEEANT B,
° o=
® 3 )
R -
: | =
- e

r A

- )
— |
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4. EiEFEDNT7—o 70—

2T UHA Y R&yR0BRTIvhy ) vy IETEEZERBRTENL, 7F74 F&DIE
HEERZITW, BT 2F TCO—EDTENEES>TWVWEET, TNENDODXT v TOFEMIC
DWTIE, BIED (3. ERT v 7 DREAE] #TET I,

4-1. PIVhy 7V 5E ) H Y FERED pH #EER (pH scouting)

7 v = v JHEERIC HBS % Buffer X°> PBS % Buffer # AR L £ 9,
Instrument control workspace — Add activity — New Method
# % UL E Instrument control workspace — Methods % 7

— New — Surface preparation — pH scouting

Instrument control  Activity history Runs
0 onr

& Empty methods Name Description

PH scouting Scouting of ligand pre-concentration in immobilization buffers with different pH.
= Assay development Immabilization Standard covalent coupling immobilization.

~ @ Binding screen Immabilization low levels = Covalent coupling immobilization for obtaining low ligand levels.

® Fragment /LMW
& Antibody /general
« @ Kinetics /affinity
~ @ Fragment /LMW
w Fragment affinity screen
& LMW kinetics / affinity
& LMW kinetics / affinity using Biotin CAP
& LMW kinetics / affinity using Sensor Chip NTA
& LMW kinetics / affinity using GST capture
~ @ Antibody / general
& Kinetics / affinity
& Kinetics / affinity using Biotin CAP
& Kinetics / affinity using Sensor Chip NTA

& Kinetics / affinity using GST capture
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e e ey ey o
Qi | Qe
Method Builder N - e

Datstwlentonrae |1 v
w p—
Meme | anmn

Fupe |aravaz =

@
2 N '
Method Bu”der @ VGGG ELTGOE 2. Variables and positioning | 3. Cycle overview | 4. Plate layout o Send to queue u E
Datacollectionrate |1 v Hz @ Sample compartment temperature @ set to fixed 25 °C @ Concentration unit | nM
@ ) vary with flow cell temperature @ Running buffer Buffer

@O & 7 1.Method definition DFREN IR - 725 2,34, T2 Sendto queue ~EDH 5,
@ 1¥MEOT—2EBER, (EETRE)
1Hz * For yes/no screening assays, fragment screening and steady-state affinity analysis
10Hz : For most kinetic analyses
@ Hr7arvs—tAY MRERE, CREDBEEERE)
settofixed : 4-40°C £ TEXE AlAE, /NIRAAL,
vary with flow cell temperature : B TERE & RS54,
@ INnhoRTYUHY FOREEMDFRE,

® BLWTWB 7 vy EBEARDOELIR (EBS-EP+A &) (CIRE,
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Flow cell 1
— (OFLES NI @ Regeneration1 (X)
1 © i

Property Variable Value Type Low sample consumption v O Predip
Solution 4] ) Flow path () both flow cells 0 Mix
Contact time (] s O flowcell 1
Dissociation time (] 0 s @ flow cell 2
Flow rate (] 10 | pl/min
Concentration (] @
Molecular weight 0]

® YA FDOFMEER 180s — 60s (CEFE,

D® FrviEANDERDAKT (2. Variables and positioning) TY 57> K DEREER & o
FEERZ ANATEE,

@ Sensor chip &XE%* 50mM NaOH Tik/%, (EEARE)

Method Builder 1. Method definition 3.Cycle overview = 4. Plate layout o Send to queue u E

Usechannels @1 @2 @3 @4 @5 @6 W7 @8

Analysis
Analyte a
No  Solution Control  Immobilization buffer Import from
1 Ligand 1 \E] 10 mM acetate pH 5.5 Fo file
Ligand 1 [v]  10mMacetate pH 5.0
Ligand 1 @ 10 mM acetate pH 4.5 r-. clipboard
Ligand 1 E] 10 mM acetate pH 4.0
Ligand 2 (C 10 mM acetate pH 5.5
f:] ° Add cycle
Ligand 2 ‘\i] 10 mM acetate pH 5.0
Ligand 2 [¥] 10mMacetatepras @ Removecycle
Ligand 2 E] 10 mM acetate pH 4.0

€ Remove all cycles

Move |1 v  step
© Move up
© Move down

() show more columns

0 27%ET 5,

@ FEALEVWFYRILADHIGEETTF vy 7520 T, ZOBEITQDY H Y FLIRC®T
AN L 7= Buffer BN A I NS,

@ YAV FEFEAN, DICTF v 72 ANBWNSEIZZZICY Ay FEEBRLZH TS
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ERWL,

@ BNy T77—%Z2AW5EEREFIVREDNHNITITRER B,

0o O 16)
Method Builder 1. Method definition | 2.Variables and positioning | 3. T5ce overvie RS Wk &
Sertpositions. () Ascending ® Deseending § R i ttie, 200l
late 1 iate 2
5 ; 96 well 260
nnnnnnn a annel & -

£ 7" 3.Cycle overview TRIERIRICH A 2 R Z R, X 7 4. Platelayout THR¥ > 3~
DIFFREFERL. TL—MIEHoEELY T 5,

B RYyavFZEEARA, X7 2 Variables and positioning | R ALIEFRERIEE,

K7 1-4 £ TeARE LKA IO Sendtoqueue DR X v BB INT %, KX %Zifd &

g Do
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Send to queue

ZDREVETY v 3 B E Method builder DEBIE A 53k 1T T Instrument control workspace
ICER Y 3, Activity queue (Z1ERK L 7= Method ZYBIISNTWLWD Z & & THER 2Ly,

[Vl Activity history  Methods  Runs

Activity queue Activity properties
& Method builder run ® e Method builder
Method name  pH scouting 7]
Total time Srmin State Userinput required
Description
© Add activity
Preparations Select tray positions

Before starting the activity, check the following:

- The correct chip is docked Name Platel
- The bottles contain at least the volumes specified below
- The waste bottleis empty

Upper v

Type 96 wall 2801

-Select position(s) for the required tray(s) and place them accordingly in the sample hatel 200000000
- Cover the microplates. Use foil for mi sample is taken only hwell. :00000000
i it itic 200000000
Use septa for pooled sample pasition: more than once ceacaeag)
00000000
Bottles 700000000
00000000
Buffer bottle  Water bottle Reagent bottle :00000000
00000000
i i i 00000600
. . . ‘00000000
:00000000
Notused
Buffer WAt puttube in water bottle
200mI 200mI oml
Run name

Not defined | g Browse

© Readytosta ,

@ Upper: K7L Z7yvI7DEERICTL—bEatLy T 5,

Lower : RTILT v IDTERICTL—bety b33,
Browse K& V& L THERT —REZDANB L ORESZHZEET %,
Readytostart K% > %1 L CRIERET %,

pH Scouting & T, % E !X Standby flow REEICH Y £§, SEIDIER 7 7 4 /L 1L Runs (C
BEnhTuwxEd,
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A EFER DR

Biacore 8K Evaluation Software — 1.Selectruns MO HEIFEET LT —XEBIRL 7,
1

2.Select evaluation method — Predefined — Surface preparation — pH scouting

[T ICH VGV il Open existing evaluation

IR ULl 2. Select evaluation method
User defined

® Empty methods Name Description

® Surface preparation pH scouting - Evaluation method  Evaluation of ligand pre-concentration in immobilization buffers with different pH.

@ Assay development

w @ Binding screen
W Fragment /LMW
W Antibody / general
w @ Kinetics / affinity
W Fragment /LMW

W Antibody / general

BIESNRMEONTWD, EEFGEHEIREL T, (R4

W
0d

<

)

Z£fM| Biacore Assay Handbook # ZE& < 72& Ly,
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{f /E4-1. pH scouting D FF|

BIEL NLE, RINBBRERDARRNRICEDEZRN—A T A VETREN . HINKRTERID
LARVYZAOS I TIHEL 9,

TORERTIE, pHA D' H > L HRBEBMERASVTT AL pH AMEWIFZETEMR NHS & T 2/
ELDhy 7TV ISRIFETLET CEEMNHS EE T I/ EOEBRICEAIE pHES T
T)e Eoe VRV BOREMIE., —MRAOICHEISEVERETY, pH ZELIETH, B
MR ORMEEOMESE) ICBIRARENRVWHEIL. pH A BVWEHFZRIRT2OHNEEL LT
¥, LERERTIE. RBEENVHBTHNIL pHS ZEIRL £,

753, pHScouting ICH T 2 EMEL NIV EDBEEN IZHEE T,

BIzIE, &—7v b DEEILEH 10000RU T, 1 2H72 Y OEFEEH 100RU DIFE, EE
LEFICY A FORNEEZ 7 2 ICEE L72HE. BEINDEMEILZ < TH 700 RU T,
R—y NEBEERTHILIETEEEAL)

MR LIREL N (RUmMIn) o BESNIEECEL YN ZCOEEMEZLELHE L.

UAY EADOEENRITNIEL VIEpHZRAT 20U H > FEE% EI1FT#50~100 ug/ml
Z). BE pHScouting #EHE LIEMEL NIV AL TLEE L,

BpHEHET, oY —F v 7REICUH Y FHARETIREIL. UAHY RABREELTWS
AREMN B D -DFERIZETITOHTE FH A,

RU Adjusted sensorgram

3000 - [ Zoom Lock
A pH4
2000 1
pH4.5
pH4 @
10001 g g B pHS

— 10 mhd Acetate 4
— 10 m Acetate 4.5
— 10 mh Acetate 5

— 10 mM Acetate 5.5

Response (0 = baseline)

|
1000 ] iﬁiﬁziﬁ)%:
[

-2000 +

pH5.5

-3000
-0 1} =0 100 150 200 250
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4-2. PIvhAy 7Y% UHY FORBEEIL (Immobilization)

EE{LDET
Z v = JHEERIC HBS % Buffer *° PBS % Buffer # AE L £ 3, 7 I > % Buffer TH 5. Tris
*° Glycine IH{FRTE F A, (EAEEZITT I R Buffer 2FBLTHHEWEHA)

Biacore 8K Control Software — Methods % 7 — Surface preparation — Immobilization

oo O
Immobilization ERCSRSPRATISE :. positioning and plate layout (T
Chiptype | CM3 ~ Sam et temperature z
o
9 Flow cell temperature. 5 o
Amine ®
.

%) Channel 2 @ Channels % Channel ¥l Channel s ¥ Channel 6 ¥ Channel 7 ) Channel 8

O T7#ILEFTIE CM5 MERINTWD, RIOF v TR EHBEATEINAENEEIND,
(EELRE)

@ T7#NLEDOEE/TEE LT Amine HHEIRI N TS, Addstep 7' CM5 &L= %

OMOEENHEDT V7L — b EFVHT I ENTE S, (TRELE)
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@ Ligand ® % 7 % &R L. AHIIRFREICTRR % #E5E. EDC+NHS *X° Ethanolamine O 7RANAFfE X2
MRIIEEARR], (BT 2BRITEHEA LD Custommode KhZ > %7 U 7)

Mix solution with : U 7> R 2B CILIEE R CRMERIICHFRT 2, UH > RHAEREET
&Iﬁib%h\i% 7&(\:. {Eﬁﬁo

@ Flowcell1/2: EBboh—HD7A—tLDAEEL,

Fcland2inseries : AN 7 O —wILICE LY A~ FZEEEL,

Fc2, activate/deactivate in 1 : Fc2 D& YU H> RZEE. Fel ILFEMEE. U H Y FIER
MENTLR/ —LT7IvyTT7ayFrIansg,
® [EE{L L7\ Channel ($F = v 7 24T,
® UH¥F2EAHN,
@ =TRLYAY F=EEIT 555 1L Copy editing to all channels [CF = v 7 Z A5 &
TREAMEN 27 5,
& 7 2.Positioning and plate layout CHEER L. 7L — M IZEHEE v b L 7= 5. Sendto queue
M oETECFEBT 5, EEMLMKTE, &£E X Standby mode |27 5,

/e 4-2. EELE DFRE

BED W DOHD Biacore ¥ AT LTIEAIEEL > BEENEZ BBFAENT % 5F Aim for
immobilized level (£ Biacore 8K TIIMIG L THY FH A, 8 FrxILIZETHELEEEZITS
e, BEAT 2T TILOREY pH RRNMKEHEEZZEZ THIG L £9, 71337 L <EM
X M7= Immobilizationlowlevels O 7> 7L — L ERATE X, BMInizZDT 7L
— F TIZNHS:EDC=8:2 |TRBHERZZX TEEI R TILOEIGZ D75 < ARINEREZ 28 <
THIETEARTAPI- ML Z2EENMELY LEEREMEICHMA S EATEET,
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A EFER DR

Biacore 8K Control Software — Runs X 7 — I EDOETILT — X #&IRL £9,

— Sensorgrams h X > CSEIDAET —R&#FzrL £,
instrument control  Activity history \vei'mkm

=TT oo

Immobilization 111/1/2016 1:59:23 PM  sess un propertes

v View settings
: o [

Ethanolamine

UAYRoRm | —

+—>

EDC/NHS

Response

Response
bound

final

— Results h % > TSRIOBIET — X 2R TEET,

Instrument control  Activity history  Methods

.

Immobilization 111/1/2016 1:59:23 PM ([ ~ se

Immobilization result

Date Channels  Flow Cell~ Response Bound (RUI  Response Final (RU]  Molecular Weight

Amine custom | immoblization 1 Ligand 1 1005
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— Run propaties TS EDAIEFRzERETEET,

Instrument control  Activity history ~ Methods m
Immobilization 1 11/1/2016 1:59:23 PM €3 [l = X

Immobilization 1 11/1/2016 1:59:23 PM  resuits | sensorgem ([ i)

Run name Immabilization 1 11/1/2016 1:59:23 PM @ Open in Evaluation Software
Run state Ready

Start date 11/1/2016 1:59:32 PM

Stop date 11/1/2016 2:32:23 PM

Instrument id 15016
Chip name 11/1/2016 1:34:29 PM View chip info

Method Immabilization 1 Open method

@ OpeninEvaluation Software "R % > TZ D F Ff##Hr 7 b % :#IRATEE (Biacore 8K Evaluation
Software ZBILNT Run T— X & IRL THREWLY),

@ Z® Run T — & D Method % FEZZRIHE,

2 4-3. BEIELEDHER

EE{LE & L T Response Bound & Response Final @ 2 ffEARRENFE T,

Bound UAY RSNty —4o5 L5 nE
Final NHS/EDC FRINBIA D T X / — LT I VIR T D=

UHY ERT VT —>a v L TWBHEEYPE Yy —F v 7REICKRET 25615, T4/
—LTIVERMNTEZEICLY, ERBEREE Ty Y —F v TRAICEST2U AV N3
WRENB7-8, Final DL ZXR> Xt Bound K W/NE <Y EFF, £/, EELEN D AN
BEIE. NHS L LB DRFIC (—FFUH Y FABAINTNWDE) TX/ —ILTIVH
BAIND®H, Final DL AR XE Bound & W AELHRZZENHY £F, WThDIHFE
b LARY ZANELHEEEREL LTRAL TCEE L,
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4-3. 2D Kinetics L 7-tHE {EHRIE

MEERDREAEE L Tld, BESXE IR F > TUvLIE Multi-cycle kinetics/affinity % ) T
= 5, BEREDTEE, H 5 W ITEE LA WLIEE L Single-cycle kinetics % 2D kinetics % )
FAT&%d, 22 TlL. Biacore8K ICHT/-ITIBIN X ML7-14BETH 5 2D kinetics Z 11 ZEAA L
9,

Biacore 8K Control Software — Methods # 7 — New — Kinetics/Affinity

— Antibody/ general — Kinetics/ affinity — 2D kinetics

B o o @
Method Builder PIRTRIOSPERONY , . .tics and positicning | 3. Cycle overview | & Plate layou Bk
Data collectionrate 10 v b2 ple compartment temperet ncentratio ~
Running buffer ”
peatich
voriable  value Flaw path ® both flowecells ) predip User defined variobles
120] = flow eell2
© Addvariabie
30/ pimim
Molecular wsight

@D Analysis % &R,
@ Contacttime & Dissociationtime ZEEZ ¥, Flowrate |7 7 # /L k 30ul/min T% £ D5
BEBRE,
@ Concentration percycle ZEEZ &,
@ F‘EH. XDK T (2.Variables and positioning) % &R,

l
Method Builder 1. Mathor deiiion 5 Cycleoverview . Piate ayout

Usechannels @1 @2 @3 P4 @5 W6 B7 @8

Startup Analysis

No  Importfrom

: E; file
Wi clipboard
© Add cycle @
Q Remove cycle

© Remove all cycles

Move |1 v step

® Addcycle T Startup DRI ZIECT, (7 7+/0 b 1[E]) #IZ : 3-10 ARE,
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pre————— ... P38

EXER o~ o-

Method Builder 1. Method

2 @3 B EE BT BE

definition [ERVISISEURTSSORNY 3, Cycle overview

i Plate layout

>

& ks

i Reagent bottle, empty

No  Solution
1 samplel
Sample 1
Sample 1
sample 1
Sample 1
Sample 1
sample 1
sample 1
2 ssmplel
Sample 1
Sample 1
Sample 1
Sample 1
Sample 1
Sample 1

samplo 1

Single cycle kinetics 1

Control € 1(nM) 2inM) ion 3 (M)
0 0 o

o 0 o

o 0 o

0 0 ]

® : :
o 0 o

0 0 o

0 ) o

07 034 069

0s1 103 206

156 308 617

463 8.26 185
139 218 556

L7 23 1867

125 250 500

75 750 1500

imgartfrom
K, fiie
[r—

Show more columns

© Q @

te,

&

Q@ HBrTNoRyyarvEIYyI&RTy I TEERRE, (M1 /O —hIEFED

7-1%0H D)

EZLBIERADO0EEDT—%, (F74/ 1)
Add cycle TO®. @DEI#KZIECT, @R 2 [ E, OFEH,

TF+FI5A4AMDEESY —X, T74ILETIEFvyRILRT2ENE, FvRUBET3E

LI N F TERBR. X 7 3.Cycle overview % &R L 2IERD RN EZER L £,

LW TR 7 4.Platelayout ZFEIRL 7L — M IZH > T IL%E Ly b L7, Sendtoqueue 158

ERBELTTRFEW, BIERTE, £EIZBEMNIC standbymode (Z72 1) £ 7,
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4-4. 2D Kinetics DRI

Biacore 8K Evaluation Software — Create new evaluation X 7 — Run 7 — & % 3R

—

7¥) Biacore 8K Control Software T Runs X 7 Hh b2 D7 — X % # ', Run propaties — Open
in Evaluation Software THRIERD Z & A TE £,

Search...

« % Root

& Training

@ APAC training 15Nov2016pmc

Create new evaluat Open existing evaluaticn

2. Select evaluation method

@ 0 [Z) Select runs from multiple folders Show |20 ~ | items 1-12 0f 12 < First n Last =
Mame Status Date medified +  Modified by
Regeneration scouting 6/21/2016 12:19:11PM  Ready 6/21/2016 1:00:29 PM DESKTOP-5393900\Biacore
Clean screen (large) 2016-06-03 Failed 6/3/2016 5:00:07 AM DESKTOP-5393900\Biacore
Affinity Screen Analogues 2016-05-04 Ready 5/4/2016 9:31:50 AM Resource other z8salab
Affinity screen 2016-04-27 17:39:29 Ready 4272016 10:04:59 AM  Resource other z8salab
BLS (small) 2016-04-24 Ready 4[24/2016 11:10:41 AM  Resource other z3salab
Clean Screen {small) 2016-04-24 Ready 4242016 10:29:23 AM  Resource other z8salab
BLS (largel 20160316 Ready 3/16/2016 3:14:26 PM Resource other z8salab
Fragment screen GX Ready 2/16/2016 11:01:51 AM = Resource other z8salab
BLS software exercise Ready 2/16/2016 10:12:53 AM  Resource other z8salab
Kinetic screen large Ready 1/28/2016 11:46:14 AM  Resource other z8salab
Kinetics 2D Aborted  1/26/2016 8:47:05 AM Resource other z8salab
Kinetics serial and parallel Ready 12/14/2015 9:54:49 AM  administrator

RIZ. BT AEEENE T, Control Software DT > 7 L — b A HAERL X 117= Method 7 & 1E.
FN SIS L =BT 55D Predefined ICH D LEHA->TWE T,

Predefined — Kinetics/affinity — Antibody/general — 2D Kinetics Z =R L £,

1. Select runs

USSRl Open existing evaluation

2. Select evaluation method

® Empty methods
® Surface preparation
® Assay development
~ ® Binding screen
® Fragment /LMW
® Antibody / general
~ & Kinetics / affinity

® Fragment /LMW

% Antibody /general

Name

Kinetic screen - Evaluation method

Parallel kinetics using capture - Evaluation method
2D kinetics using capture - Evaluation method
single-cycle kinetics - Evaluation method

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
Multi-cycle kinetics using capture - Evaluation method

Multi-cycle affinity using capture - Evaluation method

Description

Evaluation of an antigen binding kinetics to various captured antibodies. Provides information on which antibody species to prioritize for further analysis.

Evaluation of parallel kinetics for protein samples binding to captured ligand, to calculate kinetic rate constants. Sample has been diluted with one concentration per channel,
Evaluation of 2D kinetics for protein samples binding to captured ligand, to calculate kinetic rate constants. Sample has been diluted in a two-dimensional matrix.

Evaluation of single-cycle kinetics for protein samples, to calculate kinetic rate constants.

Evaluation of multi-cycle kinetics for protein samples, to calculate kinetic rate constants.

Evaluation of multi-cycle affinity for protein samples, to calculate equilibrium dissociation constant.

evaluation of parallel kinetics for protein samples, to calculate kinetic . sample with one perchannel,
Evaluation of 2D Kinetics for protein samples, to calculate kinetic rate constants. Sample has been diluted in a two-dimensional matrix.

Evaluation of single-cycle kinetics for protein samples binding to captured ligand, to calculate kinetic rate constants.

Evaluation of multi-cycle kinetics for protein samples binding to captured ligand, to calculate kinetic rate constants.

Evaluation of multi-cycle affinity for protein samples binding to captured ligand, to calculate equilibrium dissociation constant.
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87

F—R®DQC X 7 THEUEEIR, Evaluation X 7 CORBITE Y T4 VI EE, BFTHERE7 74
IWDRFE, TV RR— bR ERTS>TLIEE L,

BFEEDORBHICOWVWTIEERE [3-4. BFIERD

Create new evaluation

po—

v Settings

v

Select sensorgroms

Dota grouping (11
...
> Injection assignment
Kinetics/Affinity mode
e

inet

Afinity | Bath
> Blank settings

> Fitmodels Porform fit (0

> o

Open existing evaluation

Relative rasponsa

B2m; 1:1 binding,

FHHERE] EZEBT W,

88 thumbnails

[ resuitabie

Onoffrate cran

21 binding: ka=1.478+06; kei=2.106-03: ; KD=1.42¢-09

Bl Parameters | Residuals

Cyde Channel  Sensorgram type
3 Reference subtracted
3 2 | Refarance subtractsd
3 3 Reference subtracted
3 4 Refarence subtracted
3 5 Reference subtracted
3 & | Reference subtracted
3 7 Reference sublracted
3 8  Reference subtracted

Blsris
Cyclepurpose
Aralysis
sniysis
Analysis
analyss
Analysis
analysis
analysis

Analysis

Injection type
SingleCyriakinetics
Singlecyciskinetics
SinglecycieKinetics

SingleCyeiek

SingleCyclekinet

singlecycleki

SingkCyelekinets

SingleCyeleki

Controltype

Not.a control

Not 3 control
Nota control

Not a control

Mot cantral

Nota contral

Mot a control

£ - o B B
1 solution Exchuded
&2 0,01 0.03 006
Bzm 008 008 018
B2m 013 026 053
Bam 04079 158
Bzm 118 237 474
B52m 358 711 1422
Bem 1057 2133 8267

32 64 128

Blank cycles  Temperature

12 25
2] 2
2] 2s
[ 25
12 2
2] 2
2] 2

B
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5, ¥ v 7 F v —iFkn7—o 70—

ZITE VAV RRUNRBZF v TFv—RZTHEFY T Fv—L. 7H74 FEDHEEE
a1\, BT 2EFTO—EDRNEZE->TWEET, TNZNDXT v 7OFMHICDOWN
T3, BIED [3. FRT v 7OREAE] #ZTET I,

FTIE 2 BEOEF FUE#EAZ 7B (UAVF) ICHLT ZnEh s BEDH
RV 0B (TFH 54 k) &b kinetics BT &S 261% TRNMLET, UAY REF¥
TF v —F BRIV ONHY FFTH. T I TIEEEL D Biotin CAPture Kit, Series S (Code:
28920234) =FA LA EEZERNLET,

5-1. YAV FOF v 7F v —EDFMH&EE

32000 Analyte

. 30000 Biotinylated ligand
. 28000

260001 Biotin CAPture
24000 Reagent
22000

S & Regeneration 20000
18000

Analyte

Biotinylated ligand - *

Biotin CAPture Reagent =

asuodsay

Regeneration
Back to baseline

L

0 200 400 600 800 1000 1200
Time 5

Sensor Chip CAP S s

Biotin CAPture Kit, Series S @ instruction (ZfELY, Series S Sensor Chip CAP @ Fc1 35 & U Fe2 (C
Biotin CAPture Reagent Z/RML/NA 7 U XA XX FT, Z0H. #@URY S FEEXZF ¥
TFv—9 27D Fv 7 F v —IN5MoAb DRECHNMFEOFHFDORNZITVET,
Z DL, Kinetics / affinity BD T > 7L — h A2 RET % LEHN T,

Instrument control workspace — Add activity — New Method
& % LM Instrument control workspace — Methods X 7

— New — Antibody/ general — Kinetics / affinity using Biotin CAP

— Single-cycle kinetics using Biotin CAPture kit
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89

Single-cycle kinetics using Biotin CAPture kit €3 [l = RO NINE + NY5%
Method Bu”der BREE LGSl 2. Variables and positioning | 3. Cycle overview | 4. Plate layout o Send to queue u B
Data collectionrate 10 v Hz Sample compartment temperature () set to fixed @ Concentration unit ~ pg/ml v
® vary with flow cell temperature Running buffer Buffer
Conditioning 3  Startup [N Analysis ®
r. r. r‘ Add step V'
Name Analysis Flow cell temperature 25 °C () Repeat within
Purpose | Analysis v
® Generall. ® @ Regeneration1 (X) @ Wash1 ®
Flow cell 1 rh rh rh
Capture 1
Flow cell 2 . = ®
M
Property Variable Value Flow path () both flow cells () Predip
Solution 4] O flow cell 1
Contact time 7] ® flow cell 2
Flow rate a 10| pl/min
Concentration )
Molecular weight (@]

@ Concentration Unit % ug/mL

@ Conditioning step |55 ICZEE 7 L, Startup, Analysis step (C DWW CTEBRDIRE = 1T

(BE) £¥7 2,

Do

® Capture1command IC2W T, UTD LS GBE) £EIT 5,

Propaty Startup | Analysis
Solution Variable | Variable
Contacttime | 60s Variable
Concentration | Variable | Variable

@
command ZHIRT 5,

Z DD step X° command ICDWTIZZBEOSREITH Y £ A,

Startup step (C3¥1F% Analyte 1 command. Analysis step (Z$ 17 % Single cycle kinetics 1
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l
& 7" 2.Variables and positioning T Startup ¥ Analysis (CDW T, UTDLHICEBL FT,

Conditioning Analysis Conditioning Startup Analysis
Capture 1 © Capture 1 o
No  Solution Control  Concentration (ug/ml) Import from No  Solution Control  Concentration (ug/ml)  Contact time import from
1 Biotinylatedligand1 V) 1 " Biotinylated ligand 1 [~/] 1 0 - g
o i .E [:,| B, file 1 iotinylated ligan \;\ B, e
Biotinylated ligand 1 1 Biotinylated ligand 1 84 1
@ Biotinylated ligand 1 1| Wi clipboard Botinylated ligand 1 [/ @ i Wi clipboard
Biotinylated ligand 1 1 Biotinylated ligand 1 ( 1
Biotinylated ligand 2 1 Biotinylated ligand 2 (~) 1
) © Add cycle s & — © Add cycle
Biotinylated ligand 2 1 Biotinylated ligand 2 184} 1
Biotinylated ligand 2 1 () TR T Biotinylated ligand 2 \z 1 € Remove cycle
Biotinylated ligand 2 1 Biotinylated ligand 2 (~] 1
€ Remove all cycles ylated ligan L © Removeallc
. ; ycles
2 Biotinylated ligand 1 1 2 Biotinylated ligand 1 ( 1 60
Biotinylated ligand 1 1 Biotinylated ligand 1 ‘ ] 1
Biotinylated ligand 1 1 Move [1 v ] step Biotinylated ligand 1 ] 1 Move |1 v step
Biotinylated ligand 1 1 O Move up Biotinylated ligand 1 [ 1 © Move up
Biotinylated ligand 2 1 o Biotinylated ligand 2 ‘i 1
Biotinylated ligand 2 1 Bt otinyited igand 2 [~] s © Move down
Biotinylated ligand 2 1 Biotinylated ligand 2 ‘z 1
Biotinylated ligand 2 1 - ) pry
otinylated ligan: (2) Show more columns Biotinylated ligand 2 (2] 1 ) Shew more columns
3 Biotinylated ligand 1 \ 5 30
Biotinylated ligand 1 \V\ 5
Biotinylated ligand 1 \C\ 5 =

® Channel 1-4 — Biotinylated ligand 1. Channel 5-8 — Biotinylated ligand 2 & %,

® BE. ANERAEEEAD, KTIE1,5ug/ml $ &30, 60sec DIERE & R DR E
& L7,

l
@EF v 7Fr—BPF v 7T v —ROLERICEDETEEEELTTE L, MUEEIH
F CTLEBRIC. X 7 3.Cycle overview. 4. Plate layout. Sendto queue ~HE®H TTF X Ly,

l
AIE# I EHEE Control software A"HBEYIAF v 7'F v —BEHNB N EEEZBEKT 5 H,

Evaluation software D b HEER L TTF & Ly,
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5-2. Single-cycle kinetics using Biotin CAPture kit TDIRE{EREITE

FWT, SRELTzF v 7 F v —%E% JTIZ. Single-cycle kinetics using Biotin CAPture kit | T#H
EERBAELET,

Instrument control workspace — Add activity — New Method
% % UL E Instrument control workspace — Methods % 7

— New — Antibody/ general — Kinetics/ affinity using Biotin CAPture

— Single-cycle kinetics using Biotin CAPture kit

IR [5-1. UAY FOF v 7F v —BORHIKRE] 0O, QUEERICRELET, QIFRE
Licx vy 7Fv—&H2 AN LES,
@IFHIBRE TR L £, Startup step @ Analyte 1 command I¥Z % L £t A, Analysis step D
Single cycle kinetics 1 command (% 300sec IC GEE) Z% L £, Concentrations per cycle (&
Single-cycle kinetics D EFAMEIIDEETT, 7 74/ M TIE 5 EREINTWET, B
7% KD ARG EIE 9 B EICEREL, KWBEOT7F 74 PREDT —XZBBLTTS
LY,
1. Method definition D% E A &A1 IL, 2. Variables and positioning [ZH#E&H £ F,

l
Startup @ cycle #8ld 3 Bl E & L 9, Analysisstep (ZF 0BEAZBTEL T,

Method Buider R -~ — [ Wi

am
Samp o
ample o
Sample @ a a o
Sample o o a
mple o o [ ©
mple o
e o o o 0 :
Sample 0z 16 [ Ll o
mple s 81
wple 04 15 & 256 02 o5 | mowe v
Samph . & ; .
. s 3 5 5

@ Analysisstep (w0 0 REZAIET %,

Single cycle i% T3 Concentration 1 " BIBICEEEDY > Tty b§ 5,
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R, RIEEEZ 01 nM ERE LR, 2345 BALTI ROBEEHZFET L.
NENOEREREIL 25.6, 656.1, 6553.6, 39062.5 nM & W) £9, KD EANTBTEBERT F 7
1 FDEBEANRETERWVFGAICSEICLTTEL,

l
LRI Z N E TEEERIC, 3.Cycle overview. 4. Plate layout. Sendto queue & A TTF & Ly,

BIER TR, EBIZEHIIC standby mode (272 £ 3,

4-4. Single-cycle kinetics using Biotin CAPture kit D f#ifr

Biacore 8K Evaluation Software — Create new evaluation X 7 — Run 7 — & % 53R

7¥) Biacore 8K Control Software T Runs % 7 Hh b2 D7 — X % #U', Run propaties — Open
in Evaluation Software CTHEIBRD Z & A TE £,

Predefined — Kinetics/affinity — Antibody/general

— Single-cycle kinetics using capture

F—R®DQC X 7 THEUEEIR, Evaluation X 7 CORBITE Y T4 Vv IEE, BFTHER7 74
IWORFE. TVAR— MR EETSTLLEE L,

BMTBEEORAICONWTIEIARE [3-4. BTEBOFMERTE] #ZET W,
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6. MIEDRI )V —=v5D7—o 70—

ZITIE, MEBEELBLED I L FRY Y TILBRPICEENDYIVRE/ 7B —F L
ik (mouseMoAb) # > H—F v 7 ETHFv Fr—L, B—REDTF 74 FEDIER
ERZITW, BT 2EFTCO—EORNZEB>TWEET, TNETNDOXT v 7OFFMICD
WTIE, BIED [3. BRT v 7OBIEAE] ZZET I,

LR TlE 16 B@ED/NA 7Y F—<#lfdiEE LB D mouseMoAb (U A F) I L T,
EDREOHBRR YNNG (774 b)) LOMEERATEITV. R -2V 7@in%
Eed 20 BN LET, VAV FEF v 7Fr—9575KE LT 2 I TIHEHD Mouse
Antibody Capture Kit, type 2(Code: 29215281 = FfH L 7= A 7%% TN L £9, A FH. Mouse
Antibody Capture Kit, type 2 I& Mouse Antibody Capture Kit(Code: BR100838) & [k D & T HY,
HEDEN S V-8, Biacore 8K ICAIWNz/Xy 7 —2 T,

6-1. VY FD#l(E

REDBRIETAHAWLHEE LBIE. HoD LORLDBEC 7 4L L —2 3 (2K ViR
THRETDLENDY £7,

AER L, MEE L BERICEENIMEDOREICHEREL X I 7 v =V TRERD A,
H L < IFHBE 1 mg/mL 12 & 72 52 THH%E L 7= NSBReducer (Code:BR100691) % EH'7-
YV REERICTIEREICHERLAHRESELFZEALET. (NM 7Y F—<EE
EEROHEEIL 001 ~ 0.5 mg/ml F2E T3 ,) NSBReducer IT ¥R F 7 VTR D7-8,
Series S Sensor Chip CM5 RED HILRF S A FILTF R M7 VIEBENICHEES T 20 %
mELET,

6-2. Antibody screen TODIEEERAIE

Mouse Antibody Capture Kit, type 2 @ instruction [ZfELY, Series S Sensor Chip CM5 78 &£ (27 I &~
Hy TV TRICTHRY Y A EEEL LR T UBEOBREEZITVWET, TITE &
Channel ® Fc1 B & Fe2 ICMY YV RAHiEaE T I Ay 77U v 7 LIcRED o UEDBREZ
TWET,
MRDEREIDFECHELDFEMNIKEL TEDY £9, UL AR INRoND
EETAELTTFI L,
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Instrument control workspace — Add activity — New Method

% % UL E Instrument control workspace — Methods % 7

— New — Binding screen — Antibody/ general — Antibody screen

Analysis step @ Capture 1 command (Z T, Contacttime Z 1-3min BEHL HEEZE
BLTHFIL,

EZEEY) oo o
Method Builder vathod defn e overview | 4Pl o

(D Capture 1solution & L THIfaE&E EEA2 XKL T D,

l
LIBEIZ N F TERBRIC. 3.Cycle overview, 4. Plate layout. Sendto queue & A TT &Ly,

BIER T, EBIZBEHIIIC standby mode (273 £ 3,

6-3. Antibody screen Df##f

Biacore 8K Evaluation Software — Create new evaluation X 7 — Run 7 — X % 3R

7E) Biacore 8K Control Software T Runs X 7 b &% DT — X % &', Run propaties — Open
in Evaluation Software CTHLREIBRD Z & A TE £,

Predefined — Binding screen — Antibody/general — Antibody screen
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F—R®DQC X 7 THEUEZEIR, Evaluation X 7 CORBITE Y T4 VI EE, BFTHERE7 74
IWDIRTFE, TV RAR— R EET->TLIEE L,

FATEEORAICOWTIEERE [3-4 BITEBDFMARE] 2ZEBT I,
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7.FBDD D77 — 7 A—

- =

Z ZTlE. Biacore (CH T B HAIFNA FBDD D7 —7 7 O —
EORNEEB-TWEET, TNENDRT Y TOFEMIC
DIFERE] #ZET S,

HAIRAFBDD D7 — 27 70— ZLLTFTONE ZSBT XL,

Clean Screen

« Single concentration screen

i)

THE - BT 25 ETD—

DWW, BIED 3. HERXTv 7/

e Goal: Removal of residual binding (sticky) fragments

Binding Level Screen

Affinity Screen

Validation

» Single concentration screen against target &
» Goal: Identification of primary hits binding to the target

dextran

« Steady state analysis based on concentration series
» Goal: Validate primary hits and analyze their affinities

* Single concentration
screen against target &
dextran in the presence of
an active site inhibitor,

» Goal: Identify site specific
binders

*  Orthogonal biophysical method to cross-validate Biacore™ hits

Structural

Med Chem

e Structuralinformation on fragment binding mode serving as
basis for further chemical optimization
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7-1. Clean screen

Sticky BiEGE T 2770 AV b aBRI 2L BENE LRI Y- v o TT, oY
—FyvT7EOVHYFIZH L, —RBEOEBODT 74 (777X F) EDRIY—=
v %R L £, Baseline DL R— bRA > N TEHIEL £9, BEIC Fe2 ICU > FZ2EEL
BHADE Y —F v FITB T2 hEE TRNALES,

Instrument control workspace — Add activity — New Method
& % L\ (E Instrument control workspace — Methods % 7'

— New — Binding screen — Fragment/LMW — Fragment clean screen

LUF. Startup A BJEIC, £ Step ® Command DB AR L TWE X3,

Startup ® Analysis @

Startup

Flow cell 1

Add command Vv

Flow cell 2

Property Variable Value

Solution Buffer

Contact time 10| s

Dissociation time

o
w

Flow rate 30 pl/min

Concentration

Molecular weight

FICEBEOKREIEIDHY £ A,

Analysis
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Flow cell 1

Flow cell 2

Property Variable Value

Solution 4]

Contact time ] 10| s
Dissociation time ] 0 s
Flow rate (] 30 pl/min
Concentration (]

Molecular weight )]

CHOLLRICEEDOREIIHY £ A

B A

Biacore 8K Evaluation Software — Create new evaluation X 7 — Run 7 — X % 3R

7¥) Biacore 8K Control Software T Runs X 7 H 5% DT — X %332 (', Run propaties — Open
in Evaluation Software CHREKD Z &N TE £ T,

Predefined — Binding screen — Fragment/LMW — Fragment clean screen

€3 Biacore” 8K Evaluation Software Resource bloassay. tc JP

Creote new evaluation  Open existing evoluation

Evaluation - Clean screen (large) 2016-06-03 m

v s o] (N © -

w Settings e & o L
T DICRILCR P e, e eten, (3] (=)
> > Datagrouping: All together (1) ey, e e Nt e O R
50-
9 3 Injection assignment g ¥ ¥
D > Auis settings & o SOTGram typa
Q - W Active
@ > Adjustments H M Reference
o i
< .
G o . . 2
O > Boundaries: Manual ot I T | b
&
> Color by
o s00 1000 000 2500 3000 o
Run, Channel, Cycle, Curve 3 i 2 3 H 5 6 7 8 9 10
Analyte 1 o
Cyde Channel Sensorgimmiype Analysis step purpose  Analysis stepname  Excluded  Curve markers  Solution  Baseline difference [RU)  Cut-off a
v
1 1 Active Analysis Clean screen None 1 03914 Below *
2 1 Active Analysis Clean screen None 9 05999 Below
3 1 Active Analysis Clean screen None 17 05400 Below
4 1 Active Analysis Clean screen None 25 07246 Below
28 Thumbnails . .
L] 5 1 Active Analysis Clean screen None 33 07341 Below
_ 6 0| ees fE— F— N a1 07561 Below
7 1 Active Analysis Clean screen None 49 07644 Below
8 1 Active Analysis Clean screen None s7 07655 Below
9 1 Active Analysis Clean screen None a5 06912 Below ~

Evaluation - Baseline difference:
NTEELETIEBECT 74 bE2RMLULIBHT2BDOR—I T4 D5 DEZMEIC L 7=
BT —2AKRRKTINTWET, F7-. Activecell & Referencecell DFNEFND T — X HEBEHD
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ITEINTHEY, T 74/ FTIEZ5RU DL XKV RD cut-off ABIANTWET, BE cut-off D
BAEAZEEL, 777 A 27— LTFEW, (Table D Work space H » ZHESRTA
 EEFTT)
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7-2. Binding level screen

ERYU A FIZH LT Primary hit E2 7 204X M E2RET DI EZ2zBHNELZRX7 U —
=TT, Y —F v T EOVAH Y FHLLETEFR I VICH L, —REOEHDOT
FIAR(TI0AVR) EDRVV ==V TRRRBLET, Ev =07 LORRKRI S, T
FRMTVERBENAEEZET. VIV FERENICHEET2BER 777X b &R
ALET,

F2 ICIFBEICY AV REBEEAEADE Y —F v FICB T35 E5TBNLET,

Instrument control workspace — Add activity — New Method
# % LM Instrument control workspace — Methods X 7

— New — Binding screen — Fragment/LMW — Fragment binding level screen 2

Fragment binding level screen 1 TIEARIMEINE 7 77X MY e ary ba—y 7L
M[E L step TEMEIAEF, Fragment binding level screen 2 TlEZ 415 D step A H AT L
F9, A b TIFE ) H Y FOEEEIRIET 2720 ICREIANIC 1 BT ORIET S
TEEWRELTWET (F 7 4L b TIE Negative control 72 15 16 cycles . Positive control 72
» 24cycles %), Fragment binding screen 1 &, Method Builder @ [2.Variables and positioning |
IZBEWT, ZNoDY A 7V BICEDTANTI2HLENHY £, BETHT7 77X MK
NZ2ZETELLARWEEP, A ba—LY 7L ERAETERWVWESIL Fragment binding
screen 1 THEBEWEH AN, ZNLUNDIHE L Fragment binding screen 2 D5 HMEFI T,

Method Builder 1. Mothod dafinition [ERTMINESEREPS g |5 verview | 4. Plate layout (TP
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LUF. Startup 2 HIEIC, & Step ® Command DR ZHEZZ L TWLWEET,

Solvent correction ® Negative control @ Positive control @
™ ™ ™ Add step v
First/Every 48 cycles/Lost ] First/Every 16 cycles/Lost ] First/Every 24 cycles/Lost ]

Startup @ samples

Startup
Wash 1 Analyte 1
Flow cell 1 . ® Flow cell 1 . e @ O
s &
Add command v

Flow cell 2 Flow cell 2
Property Variable WValue This command washes all parts of the flow system, except the sensor chip flow cells
Solution ] Buffer Property Variable Value
Contacttime (] 30| s Solution O 50% DMSO
Dissociation time (] 15| s
Flow rate (] 30| pl/min
Concentration (]
Molecular weight (]}

Analyte 1:

FICEBEOREIEHY) £H A,

Wash 1:

Solution & L TT 7 # /L b T 50% DMSO ARG ENTWEY, D Wash 1 D Solution |+ >~
Y—F v 7O70—wIL EIERNT  REED A% 5% T 5 Command & 78 > CTLE 9 ,Samples
D Step WIZH [FEERD Command H'H Y £ 4. RICAKATT,

Samples

(ORI @ \Wash1 ®
[ ]

Flow cell 1

Flow cell 2

Property Variable Value
Solution ¥

Contact time 30| s
Dissociation time 15| s
Flow rate 30| pl/min

Concentration

/= O OO0 O

Molecular weight

Analyte 1:
FICEEOLEEHY F8A,. DFEZRLAT S L. BAKICHFETOMENRIRRICARY
£9,
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Solvent correction / Negative control / Positive control B DERE

¥ Repeat within  Samples v | @every 43 % cycles

() distribute

#) Run once first ¥ Run once last

ZNZ N, Samples D step |ZHHF LNz step I > TWLWE T,

every:

T 7 I RERETIE, Y7 ILH 48116 1 24 cycles & |2 % 4L Z 11 Solvent correction / Negative
control / Positive control @ cycle B EEN B L DI >TWWET,

Run once first / Run once last:

FryvI&ANDE, Samples D step NIAE D BRI KD I BERICERINE T,

¥ Repeat within | Samples v | (Devery

@ distribute 3 4 occurences evenly

) Run once first ¥ Run once last

distribute:
) Z |£ Samples @ cycle (A" 40 & - 7=FF, KD £ 512 3 (TERE T AL, 40 cycles F(1Z 3 @D
step MIFEXL cycle MBICHEND LS ITHY £7,

Solvent correction

@ sSolvent correction 1

Flow cell 1

Flow cell 2

Mumber of solutions per cycle 4 W

Solvent correction 1:
BIEBIEAOBA®KREZ Y b L EJ, Numberofsolutions per cycle T Solvent correction & (38 7E
TORBROEEIEELEF T, T 74N FERETIHA4EIT, HFICEBOLEIEIHY) A,
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Negative control

@ Analyte 1 @ @ Wwash1 @
[ &

Flow cell 1

Flow cell 2

Property Varigble Wvalue

Solution ]

Contact time (] 30| s

Dissociation time (] 15| s

Flow rate 30| pl/min

Concentration

Molecular weight

=

Analyte 1:
BICEEORZEIEDHY FEA.DTFEEANT S & BNEICHOFERENAREICAY £,

Positive control

@ Analyte1 @ @ Wwash1 @

Flow cell 1

! ﬁ
Flow cell 2
Property Varioble Value
Solution ]
Contact time (] 60| s
Dissociation time (] 300 s
Flow rate (] 30 | pl/min

Concentration

Molecular weight [c4]

Analyte 1:

CITHNFEXZANT D2 ENFERMENTED LS IR Y £9, HIMNEEH. BEERREILE
HZ® L £ 79, Positivecontrol (ZfthDH > 7L E KB L THMAMNBWZ EAFEINET D
T, BEERICEWTU A Y R oMY 2 X THoBRBEZE-> TTFE L,

l
LIRIZ Z & TERAERIC, 3.Cycle overview. 4.Plate layout. Sendto queue & A TTF & Ly,
HIERT %, EEIZEEIRIC standby mode (2721 £ 9,

!
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B

Biacore 8K Evaluation Software — Create new evaluation X 7 — Run 7 — & % 3R

7¥) Biacore 8K Control Software T Runs X 7 5% DT — X %332 ', Run propaties — Open
in Evaluation Software CHREHKND Z &AW TE £ T,

Predefined — Binding screen — Fragment/LMW — Fragment binding level screen

Fragment binding level screen % #&IR 3 % &, HEIT Solvent correction workspace H'FFZ. 3 2
D panel NERINE T,

Solvent correction:
Included  #Excluded Cycle Channel Chiz(RUZ] YO(RU] Immobilization level (RU) @ Extrapolate 0 R o
0o 4 1 o1 02 20609 ° e =
0 1 1 0094 02 20609 ¥
o 4 2 o018 13 30007 .
o 12 2 0.0808 06 3000.7 ;:
o 4 3 0200 05 20702 £
0 1 3 o9 o5 20702 @
o 4 4 015 00 30847
o 12 4 0.0581 04 3034.7 . .
\
o 4 5 00%8 10 30523 u
0 12 5 00210 15 30523 0 1000 2000 3000 4000
- Response (Reference) RU
nu o
P =
@ ‘
s . . B [ \ _ _— _ S .
@ 0 50 100 150 200 250 300
Time

DO ZMNZMNOD Solvent correctioncycle DT — X HFRRINTWS, TT7—DFHNMNAEDER
TR HHEIBR L 72 WA R ERIR A $ 5355, Included DF = v 7 ZNT & ZHDORER
ERRAHIBRE N B,

@ ZMNZMNOD Solvent correctioncycle DT —X MW7 'Oy b I, AEMIERAHRIRET RS
NTWs, 70y b EREFERBKRLRIFICER > TV HHERT 5, OD ChifBA 2 AT
TBRET D, H—T7OFRRCEE L, AERHFICLE > TRELELRD D IF VT4 —D
EHEIZIEH SRV, FiRIEE channel TOY 7 7 LY AL LICHIFEL ARy ZDNIL TG

(BAELH/IME) NRRINTEY, ZOEABEMEMIROEENCH DT~ TV

g0 h oI N 5,

@ Extrapolate |[CHEER T HEAANT S Z & CARBEREMBGEERTES, Y7L LL
LB EFIEA DMSO ABRDOARDOEET, BIEY > 7ID/NILY L ZR v RO AR IE R
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DMSO ARDEEANICINE o LA > THJBEICHATE S, 772 L. BRINAEMERH
ROBHTOMIEIT, BAEL IZRB OB EEORIRICITTIEEZES 5,

@ OTFzv7ZANBEMERBOITOT —ZHRRINTWL D,

® Applyandclose TREMIEZEET 5, UEDORRITIC, BEMEZADT — X HERTE
5L %,
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Evaluation - Binding level:

fRATIEIE ETIEBEIC

Blank subtraction, Molecular weight adjustment, Capture/ligand adjustment,

Adjustment for controls DIENEHEZ . F 7= Binding behavior IC & > TED T I HUEH D,
BEBERAT —ZHERRINTVET,

S [V

v Settings

> > Datagrouping: All together (1)
;’ > Injection assignment

2

D > s settings

o

g

@ > Adjustments

g

@ > Boundaries: Binding level screen
]

@

~

Color by

88 Thumbnails

[

B Table

Create new evaluation  Open existing evaluotion [MNITLELEEEIEUR TR EEEIS L) | Eg | €

ce| v | QC-Contrelbinding| v Evdmrnn-ﬁndmglaval @ Home
. .

& o o
500
75 :
=, -~ - Binding behavior mark
ltipl
ne
£ Slow dissocitior
25
500
o 5 10 20 s W 35 &0 0 il
Fun, Channal, Cycks, Cu 0 1 2 3 4 s [ 7 8 9 10
Analyte1  Analyte bindingearly 1 Analyte 1
Cydle Channel Sensorgramtype Analysis step purpose Excluded G Solution  Adjusted Controltype  Cutoff S a
10 1 Corrected Analysis Analysis Solvent corr. out of range 2% DMSO Negative control i
7 3 Corrected Analysis Analysis clvent corr. out of range  AW00426 Not a control Nii
9 5 Comected Analysis Analysi Solvent corr. out of range  Buffer Not a control Ni
7 6 Corrected Analysis Analy Solvent corr. out of range  BTB04799 Not a control N
9 [ Analysis Anal Non Buffer 565.1 Nota con Above  No
9 8 Analysis An Non Buffer 5404 Above  No
7 1 Analysis An Mane KMO1757 80.26 Above  No
7 2 Analysis Anal Mane HANOO371 ETAS lot & cont Below No

BEICHRATIE A DFEERIZ DL T, Settings @ Adjustments [CDWTEREL £,

Blank subtraction

@ channel N CRIE L7 7V 7 RAT—4&%=L5l&Fd, 777
T — X % #EIRFE . Nearest, Average nearest, Preceding, Following /52 L
I HEZEATTIIN,

Molecular weight

adjustment

LF8 100Da H7-Y DL AR RICHE L TRHIEL £,

Capture/ligand
adjustment

YA LEDOY Ay FE2@MIELET, U K= 1000RU H7=H DL
ARV AICHBEL THELET,

Adjustment for

controls

BERICKRELZRY T4 73y A=, Z AT 73 bE—IL
DY > TIDL XK X% Linear (y=ax+b) H L < & Polynomial (y=
axttbx+c) DR TT7A4vT4>7 L. ZOFHERITA> TR T4 7
AV FA—=ILDL RRYR%E 100%, +HT 473> bE—ILDL R
VA% 0%ICIME L THELEY, A HTA 73 FA—LEZEELR
WESIE, AT 473> bO—LDLRRVRIZ 0 ELTHEbONE
9, Polynomial DXz BAT RIEA e 4a_UE0ay bAa—IL
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YU TILDL AR ADNBEIZEYEFTOTITEETFTI,

%5\ T Settings @ Boundaries |22 WTHE L £3,

Color by # ® Binding behavior marker IC DWW TCHE L £9, Plot panel. Sensorgram panel (5
ElOBITEHDT —XHAFRINTVET,

. 5 4] [« o
5004
O - Ol
()
20 -ﬂ
.
o % ., % Binding behavior marker
04 o o %0 #00 %0 *co ®*co0 oco%o

W Multiple
W None
Slow dissociation

Analyte binding early_1 Adjusted

Response (0 = Analyte baseline_1)
=
S

ICAandiyte baseline_1
[CAnalyte binding earhf 1

(
\
1

-500 .

0 5 10 15 20 25 30 35 40 45 50 55
Run, Channel, Cycle, Curve

°
o ]
3
8

150
Time s

Plot panel Tl&. fHIEFAD L 7R— F7RA > b Analytebindingearly 1 DL XK XA 70w b
ENTVWET  FRETEITULTUNS 7Oy k7 — &L Analyte 1 Control type H* Not a control
ERELI=Y 7L, BiRITD 7 Ay b7 — & E Positive control %> Negative control & 2% L
=% 7IL7Td,

Binding behavior marker Tld. £ > ¥ —2'5 LOFRICKE LB D T E2ITVWET, £/ 2D
BRI EL#E ($ Settings — Boundaries: Binding level screen — Binding level screen cut-off @ Binding

behavior sensitivity 7" > ZE RIEET T,

Slope Y TURMPICELL L AR ZD LRET 25E8 %15 -
9, Slope | binding early(RIIBIZATE) & binding late(7x Shope
T TERND DREIND,

Slowdiss | 4 > ZULEINEICRERICY » TN ERE L L WA T 15
9, Slow diss [dN—X T A > & stability early(FINFE T B Slow diss

-
-

R>Rmax | L XRY AHEHAY Rmax #BBT 2HE%IET,

TILVHEMBPORHRERL AR X EEBH Rmax 5

RESIND, YT ILDOHDFEPEENMEDERL 4L

EEHI N WAL Chip information D HIRETZ 5,

oo TONRTA=ZIEVHY FAF ¥ 7Fr—nTn
BIEFATERL,

Multiple FENEETIEEEET,
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Binding level screen cut-off Tld, UTDREDHEFE TCEET,

Response EBREDD Y bFTDLZRY R,

% above hy bFT7RIEST-Y Y TILOEIE,

% total without | 1 hF 7&ICFKRST=H > TILTH Y. H D slope. slowdiss. R>Rmax 72
inding behavi . o ° &
binding behavior COEFE L BEVEFHOANY Y FILOEE,
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7-3. Affinity screen

ZRY ) A2 R LT Primaryhit &7 >727 7 7 X > MIZDWT Affinity BT 217U A4S
EFAETSHILZBMNE LRIV -2 TY, v ¥—Fv7LDUAYFIZHL, R
EZtzIR272T7F 740 (77742 F) EORBEEZTVWES, LY UHY FEe@EER
TE5770 4 FERERLET,

F2 ICIFBEICY Ay FEBETEAZADE Y Y —F v L ICB T HEEEZBNLET,

Instrument control workspace — Add activity — New Method

# % UL [E Instrument control workspace — Methods % 7

— New — Kinetics/ affinity — Fragment/LMW — Fragment affinity screen

Method Builder TRIOPPRRIINY . risies and positioning | 3. Cycle overview | & Plate lout | () Lk
Datacollectionrate 1 v | Hz Sample compartment temperature @ settofixed 25 °C Concentration unit M v
vary with flow cell temperature Running buffer Buffer
tartup ) olvent carrection 1 (0 | ISl Analys ® ~
Pasitive contro ® Solvent comection2 @
& i [ i Postvecontiel & Sobve R —
Name Rmax control Flow celltemperature 25 °C Repeat within
Purpose J i
@ anaer @ [ RUCEIES ®
Flow cell 1
[] [
Add command v
Flow call 2
Property Varicble Volue Type High performance v Pradip User defined variables
Solution Rmax control Flowpath @ both flow cells Mix - . Rermove
Contact time & s flows cell 1
© Add variable
Dissociation time 180/ s flows cell 2
Flow rate l
Concentrat
Molecular weight

LUF. Startup H* o JEIC, % Step @ Command PNABZHERL TWLWE £,

Startup ®  Solventcorrection1 (X  [Ghietq= U MMCN  Analysis ®
M & & & Positive control ® Solvent correction 2 ®
[] L [ ] [ ] Sl ~ddstep v
First/Every 12 cycles/Last [h Every 48 cycles/Last rh

Startup
BICZBEOLEIH Y FH A,

Solvent correction 1

FICEEOREEIDHY A,

Rmax control
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@ rnayer () I NEZEE ®
Flow cell 1 ' -
' I
Add command Vv
Flow cell 2
Property Variable Value Type High performance v
Solution @] Rmax control Flow path (® both flow cells
Contact time (0] 60 s O flow cell 1
Dissociation time (] 180 s O flow cell 2
Flowrate @] 30 pl/min
Concentration ]
Molecular weight ]

BHU Ay FEEET AN FE2SEEN D 1VEETHRMNT 2 IC&Y, 7774 +D
BRABREZRET 27HICEBINE T, HMNHNBWTF 74 boija, EEEOEWL
steady state affinity ST DIER A8 2 7-DICHBRESBED T+ 74 bHBEETERAWI L
AHYEITH, ZOLIBBEICIDHEADFH O/ SN Rmax DIEZAVWTHEITYT 5 Z
ETCEEMEZRALIELZENTEET,

YA R oBERDF A BEES 2 £ TDO+4% 7% Dissociationtime Z BEHKEL TTF L, *
7=. Molecularweight DEH SN T ICATI L TFE LY,

Rmax control THW2HFld, I DHICH T < % Positive control L[ UH > 7L THEWE
Tho 772l Rmax DMEOND LI BREDY V7L E THBETI L,

Analysis / Positive control / Solvent correction 2

%c7k @ Binding level screen = 88 L TTF & LY, Positive control %> Solvent correction 2 % {A][A] 5
TICERT AN EZBEERT 52 LLUANE, BICEBOMEITHY £ A,
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B

Biacore 8K Evaluation Software — Create new evaluation X 7 — Run 7 — & % 3R

7¥) Biacore 8K Control Software T Runs X 7 b &% DT — X %332 ', Run propaties — Open
in Evaluation Software CHREHKND Z &N TE £ T,

Predefined — Kinetics/ affinity — Fragment/LMW — Fragment affinity screen

Fragment affinity screen %3 %&3R9 % &, BT Solvent correction workspace ' & ¥ 3 D T,
Binding level screen DiFE & FIERICEENT L THF X Ly,

(S R EEN I DR P E RN T Ul Evoluation - Affinity Screen Analogues 2016-05-04 | B ]I X
- sensorgram| v | | oC- Bosstine| v | | oc-Binding toreference| w | | - conral binding | v | | Evaluation-Rmas contral | v n © vor
~ Settings . [ B &
y  Datogrouping [24) - L = L L . L ;
o o : e . :
S > Injection assignment o am T wm e v wom  am || o o om | 5 ewm | um : | T e
o Anal; NSSB1b Ana2; NSSBIb Analo; NSSBIb Ana1&NSSB1D Ana3:;NS5B1b Anall:NSsB1b Ana19:NSse
S  Kinetics/Affinity mode
S sectings apply to salected series
5 B e B Ru R 8w o
T
N a2 &
> Blank settings M o P
£ o E————e %\ . 4 .
£ S e —— g
> Fit models 1] s ———— ¥ ! ¥
2 ~ — — £ .
] _— 5
> Initial volues 21 g
) 000: aooes 000 o0
Cancentratian
arameters | Residuals | Blanks
Cycle Channel Sensorgramtype Cyelepurpose Injectiontype Controltype  Analyte 1solution Concentration (sM] Immobilizad hgand Excluded Curve markers  Blank cycles  Temperature o
Sk Nor
17 Notacontrol  Ana1 39 nNsseln Nor
s ! Nor
KD char
sa1b Non

Evaluation - Rmax control:
fEATIEE £ TIZBLIC Rmax Controls @ Step THITE LT — 4R RENTWET, BoNiz
LARVRICHBUEDH DN E D DHEZR L THFI 0,

RRENIZT—XHED Report point ESB L TWBHHERT ZHEEIIUTEEITLET,

Settings — Axis settings — y-axis — Report point

. % Reportpoint DFFMIZUATZSRBL £,

Home — Settings and preparation — Report points

Rmaxcontrol DY > FILIERE L THFEEXEAN L TWBIETTTH. H LERADDHEIFL
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TOAEICTERICADLTTEU,

Home — Settings and preparation — Variables

Evaluation - Affinity:
FEATEE ECTIEBEIC, &7 F 74 MIHBITSE, BEICHTALARVYRADT 7 7HEHINT
WEzd,

0 BEDT—2ZEBLTULNIE, LRAKRYRIFBICELSIEATHONIHDARRINT
WET, YD 0REDT—ZAELAIZICALVLNTWLWEAHERT 25HEIE. UTZ2SHEL
TR,

Settings — Blank settings

BMNTCT Ay TAVITIEETFIA MU TLEETARAZRIRLET, BROT S 74
MIOWTHIADET LR EZERT 256 RILET VA TRENTZT7 74 b Tz,
Thumbnails 7° 5 Ctri+ 27 U v 7 TER L. IBZEIC Fitmodels TEX 2 E7 LA % RA TH
MrLxd,

120T7F 74 MY TN DOWTERDET LA TEIT L 72W5EIE. #7274 Evaluation -
Affinity @ Tool 35 EIF 2 EAH 1) £ 9, Evaluation -Affinity ® Tool DHDKE] (TH) %
21w 2 L. Clone 3R L TF XLy, L L\ Evaluation -Affinity clonel (CT. BIDET L%
FEIRL THITL TR E L,

EEZN ©

Remove
Rename

Clone

Settings — Fit models

o, BT ETLHERERLTTFI L,
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@ B 7-1. Affinity BRAT 51T % Fit models (2D W T

Affinity B# 4T (Z 3 1T % Fitmodels Tld. Steady state affinity. Steady state affinity (constant Rmax).
Steady state affinity (constant Rmax and multi-site) "R TZ £ 9, &= HEARH A Steady state
affinity DF|BTELEFU T EHY TT,

CHETELONLTOY FABIT TR ONIZA—T7 L LKER>TLEALES A

- B OoMNT- Rmax ICEZEENH BN E D W

—H EDFOAETIIESREETINERLAW Ay b 2 WIIINEL £ 9 HEHH Rmax %
BETsLH507Oy PAREONBZENHYET, ZDLIA T A Y % Steady state
affinity CEEMT T A&, Rmax IEL K BEHINT IERE L (HBBEHRL EL<EHINEE
Ao

Rmax DR L7 WEBHE LT, ROZRNEZ oNE T,

THZ7A4 DAY A P EFRIOBMICHERENICHEA L TLWBRAIEMY, 7+ 74 A

RET T7UTS—2aY L TWAAEENHY £9., £/ VAV FLICBULEAY A b
EFRNC, BWEEY A PAFEEL TV AARREDH Y £,

EETA M EIFRDOBMICERENICHEE L TWAHBERT 74 77U —2a v L

TWBIHRIE, 7YV THREROEBZEES 54, ERFGDRELAVHETY, R

FHEFENRDITONT @BREDT — 2 AR L 7% W I5EICIE Rmax control TEERDF D

Rmax " EH L7z Rmax ZAHAWT, EEBED 7Oy FEIFTHEIT T % Steady state affinity

(constant Rmax)Z FL\\ 5 Z & AR E T,

o WEEYA D1 DULEHBIHEIE. BEDEWY A FORBBERZ & U RIFICIENTT

% 7= % |C Steady state affinity (constant Rmax and multi-site)Z FB\\ 5 Z &E BN TE £ T,

Settings apply to selected series

Affinity fit model [24] | Steady state affinity (constant Rmax)

@ Constant Rmax 10 | RUper | 100 Da
@ Adjust Rmax for ligand decay for all series
) Show affinity range for all series

Settings apply to selected series

Calculate response at position
@ 6 s | afterinjection start »

with window | 5 v s

Reset range to defaults Apply range [24]

D Rmaxcontrol 5B 547 100Da H7=H) DL AR X &% AT %, 3 %\ [E Rmaxcontrol
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DOBONIL ARV REDFEZZDEFEANLTH L,

@ 1 Run #IC Positive control ZE#[ELRIE L T 5155 1L. Positive control D L X7 > XD
@R % L L 7= X CHRER B,

@ LRARYADEUST S84 IV T %RETE S, Applyrange 7% > TEMA,

@ Performfit TERLIZET VA TENT 5, BFILER X415 Thumbnails D%,
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5. XVTF VR

S 27 LRBICRBENTVS YA 2 OFER (FC) 12, BESTHY., ERT T 71
DURPERBEICEL T, MAABPEAY £5, LYRC A7 ORBREGEET 57
DI, YRTLERBOA Y TSV RORBERELET.

SRATLDAVTFVRIEBEDA VT F YR TAT S LI -TCEITLES, 7075 4

|& Control Software — Instrument control workspace [E[H > Maintenance Tools (Zd ) £ 9,

XTFF U ABEA T RABEARICLYV Y —Fy TRAICETELLTVWE YAV K

IEIEINTLE S DT, 443 Sensor Chip Maintenance (6 L < |Z{FRAFA LY —F v

AVFFRATY FORUHL

Instrument control workspace [E|[H ? Maintenance Tool % ER L £ 9,

nstrument coatrl om mm mm = = -
tivity q wslem setup tools Mainte took \ Method shortcuts
— — = X
R = ©
: [+~
E. " I o I o
[ I .. I
3
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AVFFVRICHELRRE

BEDOA YT F ¥ RHBERAFED—ERIL, Biacore Maintenance Kit,type3  (29229054) (25
FNTWET, F£7-. FI& BlAdisinfectantsolution I BIET 2L EBAH Y £F, UTICHEEH
LTITTVETA, FHlIEEER—LR—=IUD 5 THRLTEE W,

https://www.cytivalifesciences.co.jp/products/change/pdf/info 191108 discon biacore
maintenance kit.pdf

Biacore Maintenance Kit, type 3  (29229054)

ERICEBAT SERD
a—-FES
BlAtest solution, 65 mL 15% (w/w) sucrose in HBS-EP | 29207949
14 buffer
BlAnormalizing solution (70%), 90 mL 70% (w/w) glycerol 29207950
14
Series S Maintenance chip Series S Maintenance chip BR100562
118
BlAdesorb solution 1, 500 mL 0.5% (w/v) sodium dodecyl BR100823
2K sulphate (SDS) (500mL @ BlAdesorb
BlAdesorb solution 2, 500 mL 50 mM glycine-NaOH, pH 9.5 solution1 & 2 A% 12
BN ERSIOREAN)

BlAdesorb solution 1 [ 4 ‘CTRIFE % LiEMmAMTH L £, BlAdesorb solution 1 DA ZE R T
RELTCREEY (ZofoFy PRSI, 4 CTRELTCRS L),

Sensor Chip Maintenance (&, SRENBASNTVAWNT Y TREDH, SPR > 7 F VISR
HTEERA, RBEDENNFELBWE IS, *y PROFHORIANSD, /S77
ANLTENTREFL TSRS e (DT RERICHENASE LI E XEHT B &, RNHTHA
DEREBY ET o)


https://www.cytivalifesciences.co.jp/products/change/pdf/info_191108_discon_biacore_maintenance_kit.pdf
https://www.cytivalifesciences.co.jp/products/change/pdf/info_191108_discon_biacore_maintenance_kit.pdf
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F v PN TERH BER I © Sodium hypochlorite solution (8%-15%)
UTFoWInhromRaMEAT 200MEN TS, +2HREORBIERES Y 7 LTHRL
EVRTLZRBETCEEFA, BEOKRBE L HITHEMEN B ARDD, FERORE
ERE12 7 BUADLOEEAL T L,

RS RE W BEI—
Sodiumhypochlorite, 10-15% 250 mL Sigma-Aldrich 425044

Sodiumhypochlorite, 10-15% 250 mL Acros Organics 219255000
Sodiumhypochlorite, 10-15% 500 mL Alfa Aesar 33369

(. Desorb & Sanitize DFRIC 13 _EEED AR % Sodium hypochlorite solution, 0.6-1.0% F TH R
LTRWVWRRENHY £9, FIRITUTOREICH > TL/ZI W,

Sodiumhypochlorite, 10-15% 27 mL

[ LTS 360 mL

Desorbsolution 1 O#ARKIL SDS T AL SDSIEHY TLXRF MU T LEELEEAF > TR
LET, ZD/O, VYV ITHBERIIINSZESETFHWVAR (BiikE#HELET) (2T
B2 IETAVTFUREFERLTLEE L,
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5-1. Y AT LD%%

5-1-1. Desorb
IFCHELVA— YV T T —ICHBLIE NI BAEET L7007 LTT,

ZHFEIE. % 20 99 TT, Desorb solution 1 D SDS MERTHTHT 272D RIERES LV
Sample compartment R (X, 20 CUETERL TL7ZE 0,

HE, HHEm
BlAdesorb solution 1 880 ul x8 well
BlAdesorb solution 2 880 ul x8 well

96deepwell ¥4 707 L — b xi

Y=V IRER

Sensor Chip Maintenance (Ct] 1) & X 7= . Desorb FJIZ#8#fi7k T Change solutions %
EITLTLIZE W,

1 BIAdesorb solution 1 5 X U* 2 % 96 deepwell ¥4 27 A7 L — (2880 ul 92 81ED

7 £ JLIZ5E L Desorb & E{T

2 3-4 [ Standby flow IREEIC L TH <L
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5-1-2. Desorb and Sanitize

TRTCO7O0—V AT LEZBRESSIONEETH2707 7 LT,

17 RIC1E, dEBL TSIV, FIERREIE. 81 KRTY, BERES & U Sample
compartment JRE L. 20 CUETERBL TS0,

EES

BlAdesorb solution 1
BlAdesorb solution 2

BlAdisinfectant solution, 0.6-1.0%

HEPES X 7= 1% Tris B &R

TV TRER

Sensor Chip Maintenance (Y] 1) & X 7= _E. Desorband Sanitize 71| iB#fi7k T Change
solutions Z E1TL T /2Ly,

A S HEPES £ 7213 Tris BBEIRAZ WX 9,

BE

1 BIAdesorb solution 1 IC 3 AL TDF 2 — 7 %RIF. ER

2 BIAdesorb solution2 IC 3 AL TDF 12 —7%RIF. ER

3 BlAdisinfectant solution, 0.6-1.0% (= 3 AL TDTF 1 — 7 %2}, ER

4 WATER 7 2 — 7, REAGENT 7 1 — 7 % #8#7K(Z)2(F. BUFFER 7 1 — 7 (3 HEPES *

7o1d Tris #EERISR T, ER&

5 3-4 [5# standby flow JXFEIC L TH <
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5-1-3. System Check

KEBEODH 21T 7AT 7 LTT, TDT AT 7 L3 DesorbandSanitize |C & 253 ICE
TLTLEEW, YTFLDRY TR, TT7 =L 7 DRBADNHL WBAFICERL £
T, EABEENBVES. EHNICETTL I EAHELEY, FREREIE. 01 KRBT,

EES
Biacore Maintenance Kit, type 3

BlAtest solution

HBS-EP+ Buffer (BIS&HiE % ZHE < 72 & L\, HBS-EP+ 10X; O — F&2 BR100669)

BBtk

HELHEM
T aa D Series S Sensor Chip CM5 (System Check #. =B CHERETE£9)

BlAtest solution

#Fomnt Y —F v 7 CM5 % Dock #. HBS-EP+ Buffer T Change solution = £/ L £ 3,

Maintenance Tools — System Check % iR L. BIEIDIERBY ICEDH T /2T L,

System Check H*#& 7 L 7= 5. Biacore 8K Control software =T Runs " 5 E DT — X 2B T
T &Ly, SystemCheck MIEE A Pass L ah > 725513, ZHEDAET — X % XA — )L TEIEA
BiE T 0,

Biacore 8K Control Software — Runs X 7 — ZEOBIET —4 — [EE F&B Show additional

columns 7 % > % ¥R — Export

17 /2 5-1. System Check IZ1E 8 L 72#T1& @D Sensor Chip CM5 (2D WL\ T

System Check |ZFH L 7= Sensor Chip CM5 [, R[E]?D System Check ~DEAIFHERE L £ A,
FEVRREAFTRIRAE & B B AJBEMED B B /=8, System Check Z /XX L7 WENAH Y £7,
T v 7RI E HBS-EP+ Buffer & 15%sucrose 2Vt & L7 DT, BP Y aEDTH 2 <CH
T, ZEZBHMAKTEELIZE, FI7MRBTREL TCTEZLITERPAMISAEICAWT
TEULy,
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5-1-4. Normalize

oY —F v T TEOHNREICH L THREYRTLEZRBELES, BBICRRD/X7 + —
T RERDDGEE Y —F v TEEY B X B 7-NZER L 9, BlAnormalizing solution
BERIELTHOEALTREEL,

B
BlAnormalizing solution 105 ul x 8 well
Y IRER
HBS-EP+
S
1 BIAnormalizing solution % 105 ul § 22 TDF v 1 LI L E4T

5-1-5. Shutdown
IXRETDTF 21— 7 %K, 200X/ —ILTHRER, 74 042RBKICBHBRST 237 KT
70La%gzaigzﬁﬁzéiiﬁﬁagég%ﬁgézw%%%%i # 22 5T

Btz

20% TR/ —ILER 200 mL X E
B
1 200 ML LU EDBHAA A ST=R P ILIZ3ERETOF 2 — 7521, ¥R
2 200mL U ED 20% TR/ =LA AST2RMILICIARETOF 12— 7% =T, &K
3 2TCDF1—7%E[HITH L. emptyflowsystem % E1T
4 TR, £ —F v 7HBEET Undock SNBZOTERYVH L, Fv 7 FT7 %D 2
5 SEDRYRARYTOREESLIVEED Y 70 T2 ED S

(RERLEEFICIZ. 2 TORYZREXEYTOr 5y THED 3 & ENEY)

uu[\

6 KBEDEBREELY
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6. RERDIRT

EBRARKRT LIZBRICIE. ROWTNADHETCY AT LA TCE £,

ARV INAIREETHE 7 BUARICERT 555
BRZELLTRY 7 AU LR LBWGES

6-1. R XV NAIREETDONE

BIEART S5 &, BHRYIC Standby flow IRFEICA Y 37,

BUFFER F 2 — 7ty b L7277 v = JHEER T, 260ml/24 KA DR % &K 7 B E##EGE
LET.
BICHIBLTLLE W, XU ANAIRETH 2 HED L, InstrumentStatus THERTE £
T (REVNAREDERDABETT),

AR INA HHRT 3 HERICIE, Stop Standby % IR L TL 72 & Ly,

6-2. BREDEEL LA

BiRZ%& L THIICIE, Desorband Sanitize THEFZRITL TS,

Instrument control workspace @ Change chip % Activity queue (Z3B/0 L Undock % &R L £
ER

l
oY —F v TR—- PO TE Y Y —F v 7% EY H L. Biacore 8K Control Software %
BTLES, Xv/aAYD¥ vy F XU Biacore8K DAKERAEL LET,

IR) BREELTHEIEF. Y AT LRELBHAKTES D> TWEHE D HHERD L.
BREZEEL TSV, Ny T77—DFEE, BAPNMEL TRENVFEEY £9,
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6-3. T —F v TDRE

BYVHLIzEy Y —F v 7. UTD2 D0 ETCTRETEET,

DAY RIZREFRICEET 2RI H 20T, BEAOKRICIIRY T4 7av ba—iy
YTNDLRRYZADS ) Ay ROEREHETRL TLLEEL,
BE BECEyY FTBRICH, T ABRECRPRT R CAMELTOAL S & AR

F Z 1 IRETDIRTF
WYH LIy —F v TR T4V LEENTACTIRELET,

RELAY TN EBRELEFE Y —F v TOREICBLWET,

7z vy MRETORE

BRYH LIz —F v 70— B Z A= 0IRERY ., >— 2T 2REE G0m A
DIFATETZRF v 7@LF 2 —7%) ITF LT HBS-EP+FDEERICZL. 4 CTRR
TFLET,

—rORYHL LRTE
oY —FySlEhAN— T — b SEBREINTWET,

Sensor Chip ﬁ

i 3 ; i
’. CM5 BIA%QORE A

- FOEEROEATWSIEIRY HY FHABEEILEINTWET,

FoBERRHENERLET, VY FEECECEBAGLESEELTCEE L, F
MoL5iIcerty MoToy—bEREHL, BERIOZELTRELE T,
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ﬁ' . Sensor Chip {r

5 series'.:“ CM5 su?:%ns

RELTWEY— oo DRERRD DRE L H /38— ~DULH

BT B, EERIOELTU Y — b D A— LB ET, ¥ — FOKDEIRY BL

77 AF v DES B LR HE

FLTATTCHE, BAKTESELFLTIA T TCEEREZ S, SoIC8WXLTAT
THEET,

& E{LmE

FLTATHEZ" L YRICHC LT EEROFRED (SN WL SIS, EED 5K
R L £9,

BEE{E (MATWSAH)

BRISCER LG OAN—ICRGET, TROLD I, REHALIRICASZAMET, £ty b
ICTHN—DEMDSEALXT,

) # Y FEEREERIC L TRALEBEICEREE T — FHAY £EA,

_ ‘ ﬁ Sensor Chip i

se;igs'.:’ CM5 BIAE?)RE
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.%b\ %\Fﬂﬂéﬁ?‘gxm

TEL:03-5331-9336
@ KET 7 X—Y—EX
(B%A D 9:00~17:30, SHFE

FAX:03-5331-9324 (##5%E(1)
@ ZmBAiEHRICEAL T

(RAFHZAL T b T4, EZEHOD 9:00~12:00,

IRV D% ER)

13:00~17:30)

EEERNICKVQZRIRE, TROHUFFOESZIHL TLIEE W,

O :AKTA, 7 A< 57 4 —BEERS
9 : E‘g §?DD
O EXAHFEENR. BERETEE

@ : INCell Analyzer, 7 v b~ &G ZOMHELSE

e-mail : Tech-JP@cytiva.com (##s3z2(t)

@ Nl EELHEEY

(2% 80 9:00~12:00. 13:00~17:30.

F) BEEGEICBRLTEREIF LN WAEWEERIZ, BESIF~0EE,
WET,

BREZOFEFEBFL LI,

DTBEDI=-DICHBI BTV IGELH
F) THOJERETCESERATELRL
www.cytivalifesciences.co.jp

I E W K BRD AR -

Cytiva

FRTEHE

Tokyo, Japan

JA—=—NLIZA4 74TV RTF /Y —-X

R SAPZ S w-r

T 169-0073
EREWMHEXE AR 3-25-1 o7y ELFr s
BEAE N FLAL I RS
TEL:03-5331-9336
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