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FlE | REEE RS
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@ J\yIJ7—$antyhk *A 54 >H" main inlet tube
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w==| Biacore 8K Control Software
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m_, Biacore 8K Control Software
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1-2. AIERI DB FIRIE - 55 7E

Instrument Control 4J%%5Uv/%,

FlE | $#F1EE ==t
D | ey-FvIorys Change Chip h5t>Y—FyIR— MRl 3.
ue Change chip
@ | Sy NI —& BT i Chonge soltions
(=]
1t
® EEETE Flow cell / Sample Compartment NZNEKER]

a6
BEo

+
l Set flow cell temperature

+
l Set sample compartment temperature

oY —FvI0ORyIF|E

Change chip

m Existing chip

Dock chip

Type v

Id 11/17/2016 6:05:00 PM
Lot number

Dock chip

[Z) Run Change solutions when dock is completed

Open Chip Door &%
oY —-FyIztyh

oY —FVITD Type %IEIR
Dock Chip Z7Uw%

vV V V V

Open chip door
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FlE | #FIER IR

@ VI NADHUAN -[BHEAT Sample hotel door 39

m Samiple hotel door '5

Open
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% 96/384 FL— I 2 I DYRNTEZH> TFILRLAH,
8K T 2 ¥, 8K+T 6 Mz hTEXT,

( e DL COvFI LN -ZEEL TRY R LET,
R
Microplate type Microplate Foil Septa Plate

height
(mm)

96-well, normal, Microplate 96-well, 650201,Greiner | A Bt 15

U-bottom, polypropylene

96-well, deep-well, Microplate 96-well, 786201,Greiner | A Bt 27

V-bottom, polypropylene,

630 pL

96-well, deep-well, Microplate 96-well, 780201,Greiner | A B 42

U-bottom, polypropylene,

1mL

96-well, deep-well, Microplate 96-well, 219020, Porvair | A B 44

U-bottom, polypropylene,

2 mL

384-well, normal, flat Microplate 384-well, BR100505, GE | C - 14

bottom, polystyrene 100-pack

384-well, Microplate 384-well, 781280,Greiner | C - 14

V-bottom, polypropylene

384-well, deep-well, Microplate 384-well, 781270,Greiner | C - 22

V-bottom, polypropylene

96-well, standard, Microplate 96-well, BR100503, GE | A Bt 14

polystyrene, U-bottom 100-pack

96-well, standard, 96-well Microplate and Foil, BR100383, GE | - 14

polystyrene, U-bottom 50 —pack, aluminum foils for 48 wells

(perforated for 6 strips for 8 wells each)
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

SSBIRER T — M LU TL— =)L (Foil/Septa) . BHSAIEZ ST 3L, RUTOEL >R
TU—-heRWET, B> TILD Pooling (C(F Septa M ETY,
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Instrument Control 97 &D XYy RMER - iREEZ (ZUHS.

FlE | #FIER IR

® %ﬁfEX‘J“J I\OMIFEE % New method

@ EIFADYY RiREE mb Open method

New Method M3&IRT Method ATEIEA, Sty NNz RIEXVYRT> T — NEIRH ETEE,

ﬂ Biacore 8K Control Software

Biacore™ 8K Control Software

Instrument control ~ Activity history = Metheds Runs
© opn

-
& Surface preparation Kinetic screen Single concentration injections for rapid estimation of kinetic prope
% Assay development Single-cycle kinetics Single-cycle kinetics for protein samples.
b & Bindingscreen Multi-cycle kinetics/affinity Multi-cycle kinetics/affinity for protein samples. Includes regenerati
~ @ Kinetics /affinity Parallel kinetics Parallel kinetics for protein samples. Injection of the entire dilution <
> & Fragment 2D kinetics Kinetic analysis of protein samples diluted in a two dimensional ma
o= LMW Single-cycle kinetics using capture Single-cycle kinetics for protein samples using captured ligand.
~ @ Antibody /general Multi-cycle kinetics/affinity using capture  Multi-cycle kinetics/affinity for protein samples, using captured ligar
Parallel kinetics using capture Parallel kinetics for protein samples, using captured ligand. Injectior
& Kinetics / affinity using Biotin CAP 2D kinetics using capture Kinetic analysis of protein samples diluted in a two dimensional ma

@ Kinetics /affinity using Sensor Chip NTA
® Kinetics /affinity using GST capture

& Concentration

w PLA/EC50

® Epitope binning
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3-1. BNBIDRAED--/IJ0—-H

ZEOY S TILOAI ——H DG TNOFrIIPIE -3
(ka. kd. KpO&EH)
FkRY-=2 EDFAI-2>1 | EE (Fhdxy) |
AR
ERIME 2 DR Clean Screen YIPL S ARIMAEE UL
FERER 3 YIRS TILOBRST IR Mmax = IBEERIRmax
| 751 NREORER
— Binding Level Screen l
-Yes/No binding Sy -
BEEFORR
FFRIEORER l T |
ey Kinetics/Affinity BEE(L By IFr—
S e AT EBIE(LE) (ExvTFv—R)
H ' SR
| Epitope binning¥ | [ mATvEARE SHITE - ARAR RITE - BRA7T

3-2. MBI R BMBIVL> REIE(LE

BTN AOU-=29 FrH995314E—-33> (ka. kd. KDEH D)
itk ZiBHiACapture kit ZiBH{KRCapture kit
Sensor Chip Protein A/ Protein G Sensor Chip Protein A/ Protein G
Biotin CAPture kit

{E53F  Sensor Chip NA/SA Sensor Chip NA/SA

Biotin CAPture kit
& FE Capture kit
Amine Coupling Kit

#7& Capture kit

Toft Amine Coupling Kit

£ 3& Capture kit DEEL= 4-1 SR

A== 4-2 B8

Biotin CAPture kit ZFBV\cF 305U E 23> = 4-3 288

Amine Coupling ZRBVVZEIFEIL  (—HREICAV)IOBEZEHURIMPFL) = 6-1

$
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=1
e
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- UArkrety—FyT ECHEREE

o Analyte
o Analyte & Ligand
m Ligand U Capturing
molecule
STTTTT7777777777 STTTTTT777 777777
« BIEA o FrTFr—i%

(U~ FTENNS)

I Fr—BERVLEEOMEDRN

- I IFr-AH TR -FIT LICHERSE

- B REH OB T Fr -2 3

An'BB.
Ui FOBE LR ORI CHEIZE M,
—> R DOFHERE.

BEigE (Fz>hyg) T I Fv—iE
Pros | SHEEEYTTIE. BEEb(CEBUE Y ROEFUZINFEEALLL,
FvTFr—iE TCapturing moleculeDEE(LICELENN | BEZHFOETTE,
%, = PEUh T OR-TEE, g AN
SRBEMINE.
7> ROEEEND RO,
Cons | 7F 31 bERINTEBERAOERFTNIBE, BOUSnGuT— | BELCSENEEND L0 (ZOBSRERY) .

N> FOEEENZ N,

V> RO IHRTF . —BiotinfbIFFUR NS,
His#TDIFE, FrTFr—RON—254 > F)IMEECRS
CENBB.

4. B BIRIE AR FIER
4-1. 29 —FvI’ cM5 ADIEMFvI'Fr—ABIREDOEE(L

A. FIIERTES

FlE | #FIEE 27

@® oY -FyITDi&EIR

@ Method ZFUVZEIE(L v TFv— BRI Fe1 & Fe2 OmASICEIEILLET
(Immobilize in (Z, Fc1 and Fc2 series Zi%3R) 6-1 SR
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4-2, A9U—-=>%
EEOEELER. ST I RERITIBAICEMLET.
ZFI(C. His Capture Kit ZEBUEHITHRIBLEY

A. 20— Z> T AIE =R BRI (C

) RST4T> M-I E2RAWAERN Y N JEBOSRNESOMHESR (6-9 Z18)
@ *Method (C& General Screen

FiRe ESLARAOFESTEL IS

B. #f@ I B -H> Il

12/F18H R, %
WA 52N\ Ip— AV RMERREF OEIE NS B S 2R IIX TEENAIEROD
stanby flow TORBRFRIDELT 65mli/24hr
WA DAY RER
WA 7HIANBR BEHURW (25— BEZHT(ORNEE ZEETE

ATy | RSF4TIOMO-IL | BNERB VA REN D FOSEEHESE Control
Adjustment fIEFBELT (4-2DBEER)

AT23> | FAFT4TI>MO-)L | Control Adjustment #1EFE (4-2DBZR)

C. XY ROAERK
Method #7 M New &0, Binding Screen—Antibody/General—General Screen—>0pen

FlE | ##EEE AR

® Method definition XY ROEMERZRTE

) Variable and positioning | .variable ((F1Iy/Z ANIEBDEDA S
BUIIEBORE (6-8 2H3)

@ Cycle overview SHAINORTYT, VT, RIS OMER

@ Plate layout 3A90FL — hOY FIVRS S 3> OERR

® Send to queue Activity queue (CBIN (BIERBIADFHY)

® Method DIRFF

u FEERF u BlBRTT

& Biacore 3K Control Software

Biacore™ 8K Control Software

Instrument control ~ Activity history ~Methods Runs

Generalscreen @ WN=NTCUBER -+ @ @ @ @ @ @
Me‘thod Bu”der 2.Variables and positioning | 3.Cycle overview | 4.Plate layout u u

O~®NDIEZET Method DIYEREIEDD,




Method definition DE%TE

FlE | #FIER ER -5

©) Data Correction rate A==, 8E 1 Hz

® Concentration Unit 734 NEEDOEAM

® Running buffer NyJ7—2F¥RA S

@ Step TRIDIZE. Start up — Analysis

Control B2#/24cycle BIR% (4-2DBZHE)
* MWEB(SU TR T ZRIRL TR

Datacollectionrate | 1 w | Hz 4—@ Sample compartment temperature @ settofied | 25 °C Concentrationunit | nM — @
vary with flow cell temperature Running buffer BUMEl e @

[St rt
are @ g Control ®
L | Addstep v

Name Analysis Flow cell temperature | 25 °C

Purpose | Analysis -

Method definition / 2 Command Di%7E

FlE | #FER ER - A

@ % Command DiEIR TR T Analyte—>Regeneration

-Analyte : 7734 NARA

Contact Time,/ Dissociation time : Bi&5] (6-2 Sg)

/ Flow late : 30 pl/min.\_E£

*His-Capture kit D¥5& . {3E®D Glycine-HCI pH 1.5 % 60

@ YIIE St YA, FRINBSRE. AREERSRT. FOE. EE. DFERE
* Variable : Y2 TIL& ., DFERE Cycle BICERZHD

®©
N

f Analyte 1 @ rRegeneration 1 \
Flow cell 1 . ?:) ?;D
Add command v
Flow cell 2
Property Variable Value ~ Type Low sample consumption Predip
Solution v -
Flowpath @ bothflow cells Mie
Contact time 60 | s o el
Dissociation time 60 | s >_ @ flow cell 2
Flow rate 30 pl/min
Comment
Concentration nM
Molecular weight v -~
Dilution

10




I : Capture MIEMN

His Capture kit REDF YT Fr—EDHZE. Aalyte DFEIIC Capture ZENULET

FlE | #BFIEE =Ytk
) Add Command | Add Command—>Capture Z&3R, Command DFEIEARSWH
@ Flow Path Flow cell 2 Z3&4R
® EIIES RS YYDV, ARINBSR. ARBEEER. TR, BE. DTFERE
His Capture Kit DIZ &,
Contact Time : 60-180 ¥/ Flow late : 10 pl/min.
FlE | #BFEE AR -5A
@ % Command DiEIR TR T Capture—>Analyte—>Regeneration
-Capture : AR
Contact Time : 60-180 ¥/ Flow late : 10 pl/min.
-Analyte : FURZNM
Contact Time : 60-120 #2/Dissociation time : 120-180 ¥
/ Flow late : 30 pl/min}\_E£
-Regeneration : £ Kit 12 Sensor Chip @ IFU &8
@ TRINSAF BTN, RIS, ARBEESRD . TR, RE. HTERE
* Variable : Y FIV&. DFERE Cycle BICERZED
. Anlyte1 E) Regeneration 1 %
Property Variable Value e () e e e
Solution His Ab v S
Contacttime 60 | s o fowcez —— ()
Flow rate 10 | wtimin
Concentration nM @ R
Molecular weight oa

11




D. ZV—=H 70w DT —AT01w3 5 LRRAR

FlE | #FIER ER -5

O | ARV NEE

ATV D Insight Evaluation software FC&f
@ | Sselectruns RATEENES S RUN TP/ LOIEIR,
@ | Select evaluation | fZ47%52479% Method DEIR
method
@ | Predefined Tty NENIARAT Method Di%IR

* fREE AR B HD Method (& User defined &DiEIR

® | Method IR | ARITAZ. BHTITSRICANE T Method %R
TEIT(E General screen using capture (FvIFv—E=ERULEIVIN
HE—REDAI)—-=>7)

® Open JEIRUTZ Method DELT

z Biacore Insight Evaluation Software m} X

@+«

@ Biacore™ Insight Evaluation Software

Create new evaluation  Open existing evaluation

@ b B LLLINEN 3. Select evaluation method iR o @

Userdefined  Predefined 4—@

Selected runs in order

( Empt thod
@ Surface preparation Antibody screen - Evaluation method
) Path RootiDemeo data\Affinity screen
% Assay development General screen - Evaluation method 2016-04-27 17:39:29
v @ Bindingscreen General screen using capture - Evaluation method€=— @ Description ya
@ Fragment 4
@ '< = LMW
& Antibody / general
b & Kinetics /affinity Selected evaluation method
% Concentration General screen using capture - Evaluation method
w PLA/EC50
\ . Description Evaluation of general screen of macromolecules,
& Epitope binning using captured ligand. Identifies hits based on

binding level.

Show more columns @—’

12



F—A70tw<>% Evaluation - Binding

FlE | #FIER ER -5

@ | Adjustment | pTFo—LAJ, DY M-S INREICEDT —FHIE
- F52# 8 Adjustment/Boundaries 28

@ Boundaries - Cut-Off, Ranking IREDFETE . FEITIE. Negative Control @ 3SD T Cut-
off Z3XTE. Plot _£(C Threshold FR7R.
- F52# 8 Adjustment/Boundaries 28

® Table Y2 &. LARYA (RU) | Cut-Off. Ranking BEDFEREZR R,

@ | F-50 IR (K@) URIOYMOE Y —J S ARARERER., BRI RET 53
Exclude HJ)9IH5 Excludeo

Exclude Global : &T® Evaluation items N55%Z=H DT —5%BR%.

Exclude Local : IRTEFALTL\B Evaluation item DS DT —IH BRIt

® | B 0|70ty IERIET—9% Excel. /{T—HRAY N, PDF TIJAR-K,

Export Home — Export to

@ oc-semsorgam + @ Qc-Saseine [ OC-indingtorterence © vone ~ €— (5) ® corvermarkers
v Settings  ——

> > Datagrouping: Alltogether (1)

.
& p &

£ > injection assignment ] | & |

8

: ¥ < @ '

3

s

Analyte1  Analyte bindinglate 1 Anslyte 1 o
Cycle Channel Sensorgramtype Analysis steppurpose  Analysisstepname  Excluded  Curvemarkers Solution Adjusted relative Control type

o

>0

e e
#&HERD Export

[ Biscor nsight xsluation Software - L5 (arge) 20160316 5 x

Biacore™ Insight Evaluation Software

ac-semsorgom v @8 ac-Buseive v @ QC- Bindingtorefrence evietion-saies - XN €— (5 ® Curvemerters

Settings and preparation New evaluation items After evaluation

Lh rropecties Sansorgram B croste evaustion method
vaibles
P—— Concentraton 17 [—
Report points [} cpitope binning B rresentation
B soventcomaction: A Kinetic and ity a
Aty @ sovoron

13




##E : Adjustment/Boundaries

BIEEIERY> - | SRTEIEE 57BA
57
Brank 32 (0BE) LARYADZELUSIE
Subtraction
Blank

XH7472>80-)b, Fed, BTN OCOREE (Sample
Conc=0) N'5iEiR

Subtraction
settings

EUBIEREZTINAIIAZ1—-H5ER

Molecular
Weight
Adjustment

EITOYN AR A FET/—XTAR
100 x LARVR (RU) I DFE2 (Da)
JOvbo Y EAOEAT : 100 x RU/ Da

Capture/ligand
Adjustment

FIOYRL AR A% F v TFr—& T/ —XF1 X HLARIY
—Z I TRUERENS.

Adjustment For
Controls

Positive control

DA ROBA47)L (BfE) #BZBBROFEEMEDRT(CLD
LARSAD T %) -1
TFEC#lE Adjustment for controls 28

Negative control

T 5C#i8 Negative control, Blank D&\ \¢EFREFIS R

Positive/Negative

Fitting 73 EM1&3R

control Fit Linear: Y =aX+b ZiEMH
Polynomial: Y = aX2+ bX + ¢ Z1EF
Ranking/Cut-off
Ranking D Threshold Z:&KTE. &IVF I ICBI DT —F%IR
9, Table FA(C Ranking Value ZZR
Cut-Off Bi—@ Threshold Z:&TE. ZIF IV %2BI 2T —9%iR

9, Table H(C above/below cut-off ZZR~

8 : Negative control, Blank DEW\E E%TEH

IAH

st EA

Negative control

BRNESHIEVCEEEINZ YT
=Table [CBIFERDFEEEEAEL 0 TRUL,

Blank

R=E o Oy
SRR, YOI B(IRFE T (LRIRTES.

14




& Biacore Insight Evalustion Software - BLS (large) 20160316 - x

Biacore™ Insight Evaluation Software

wvaluation O ing e n  Evaluation - BLS (large) 20160316 E

QC-Baseline v

QC-Sensorgram v QC-Bindingtoreference v

Evaluation - Binding v ) Home

o

Run number Concent

1 ™M v

Analyte Analyte Analyte Analyte Analyte Analyte
Channel  Analysis step purpose  Analysis stepname  Solution Concentration Contacttime Di Flowrate Molecular weight
55 5 Analysis v Samples and Controls | DMSO 12 30 187 *
Not a control
55 6 Analysis v Samples and Controls  DMSO 12 30 187
55 7 Analysis v Samples and Controls  DMSO W Positive control | 12 30 187
55 8 Analysis v Samples and Controls  DMSO I Negative control | 12 30 187
56 1 Analysis v Samples and Controls  FRAG227 v Blank control | 12 30 176
56 2 Analysis v Samplesand Controls  DMSO 12 30 187
56 3 Analysis v Samples and Controls ~ FRAG228 v 1000 30 12 30 149
56 4 Analysis v Samples and Controls  FRAG229 v 1000 30 12 30 226
56 5 Analysis v Samples and Controls  FRAG230 v 1000 30 12 30 201
56 6 Analysis ~  Samples and Controls ~ FRAG231 ~ 1000 30 12 30 176
56 7 Analysis v Samples and Controls ~ FRAG232 v 1000 30 12 30 123
56 8 Analysis v Samples and Controls  FRAG233 v 1000 30 12 30 194
o7 1 Analysis v Samples and Controls  Filibuvir u 0.25 60 600 30 504
57 2 Analysis v Samples and Controls ~ Filibuvir 0.25 60 600 30 504
57 3 Analysis v Samples and Controls  Filibuvir B oes 60 600 30 504
57 4 Analysis v Samples and Controls  Filibuvir 0.25 60 600 30 504
57 5 Analysis v Samples and Controls  Filibuvir u 0.25 60 600 30 504
57 6 Analysis ~  Samples and Controls  Filibuvir 0.25 60 600 30 504
57 7 Analysis v Samples and Controls ~ Filibuvir 025 60 600 30 504
57 8 Analysis v Samples and Controls  Filibuvir u 025 60 600 30 504
o8 1 Analysis v  Samples and Controls  DMSO 1000 30 12 30 187 .
Cancel

Home — Variables &D. ~ &9Uwhd 3L, B> AOBENNEEINTVET,

##E : Adjustment for controls
MRST4ITIMO-ILORE (=1ZMN5>)\VEDFEDRE) %, /—N31X9 3.

Adjustment for controls
View adjustments for Before adjustment After adjustment

Analyte binding late_1 ¥

Report point Positive control Positive control fit  Negative control
e vt o o et PosiiveContrt Fibr Conc=025]

1 Corrected 2-1 NS5B1b Analyte binding late_1 v PositiveControl: Filibuvir [Conc=0.25] Linear v None ~ N/A ~
2 Corrected 21 NS5B1b  Analytebindinglate.1 v PositiveControl: Filibuvir [Conc=025] v Linear v None v NA v
3 Corrected 21 NS5B1b  Analyte bindinglate_.1 ~  PositiveControl: Filibuvir [Conc=0.25] v  Linear ~  None ¥ NA ~
4 Corrected 21 NS5B1b  Analytebindinglate 1 v  PositiveControl: Filibuvir [Conc=025] v Linear v None v NA v
5 Corrected 21 NS5B1b  Analytebindinglate .1 ~  PositiveControl: Filibuvir [Conc=0.25] v  Linear v None v  NA v
6 Corrected 21 NS5B1b  Analyte bindinglate.1 v PositiveControl: Filibuvir [Conc=0.25] v Linear v None v N/A v
7 Corrected 21 NS5B1b  Analytebindinglate.1 ~  PositiveControl: Filibuvir [Conc=0.25] ~  Linear ~  None v NA ~
8 Corrected 21 NS5B1b  Analytebindinglate 1 ~  PositiveControl: Filibuvir [Conc=0.25] ~  Linear ¥ None ¥ NA ~

15



4-3. ¥v3599U¥-33>

Z(C. Biotin Capture Kit Z{ERUEHITHIALEY,

A Fv 59598 -3V BIEZIB8HBHIIC

A-1. 7F 54 MOTNIIEE - BB 0RTE (6-2 SH8)
A-2. WRXVYRO&RST (FTRESR)
A-1

7754 bOFTHIEE - Bl DR TE 6-2 S

A-2

eY-FvT /b | Bk

Biotin CAPture Kit *Biotin #J{3%. Biotin {EEFNAIEE (6-4 SHR)
-BEECRATYTINARE

-Sensor Chip NTA -His A7 {3&

*Sensor Chip CM5
+ His Capture kit

-Sensor Chip NTA (JEIE{LATYIHAE

754 M NTA AFEFFRIEE I D155 Sensor Chip CM5 + His Capture
kit

Sensor Chip CM5
+ GST Capture kit

GST #J{1&

Sensor Chip CM5

TEIhvIUI ) (CLZEEE (6-1 SH8)

B. ¥ 3:8% - > T)l (Biotin Capture Kit Z{EFHIIIHS)

1REIER R, 8%
B Biotin CAPture Kit
WA H> KB’
WA 5= N\ Tp— AV MERLEF DB E NS B E 2R A TEENRIEROD
stanby flow TORLERFE>ELT 260 ml/24 hr
WA 7HIANER

16




C. XY POAERK
Method #7 M New &0, Kinetics / affinity—Antibody / general—kinetics / affinity using Biotin CAP
—single-cycle kinetics using Biotin CAPture kit—=>0Open  * £ XV ROEWS (L 6-2B S2

FlE | BFIEE TR -5
O Method definition A ROBMWERZIRTE
) Variable and positioning “Variable [CFTv % ANTEIEEOEO A S

“BUTIVEEDRE (6-8 )

® Cycle overview EYAINDORTYT BT, RS> ORER
@ Plate layout 1707 — MY TIVRS 33> DOFESR

® Send to queue Activity queue ([SBIN (BIWERIIADFHI)
® Method DIRTF

u FEERF u BlBRTF

&, Biacore 3K Control Software

Biacore™ 8K Control Software

Instrument control ~ Activity histery ~ Methods Runs

Single-cycle kinetics using Biotin CAPture kit €3 =] Dpen@ﬂ New @ @ @ @ @
Me‘thod Builder 2.Variables and positioning | 3.Cycle overview 4. Plate layout um

O~®NDIEET Method DIYEREIESD D,

Method definition DE%TE

FlE | #FER AR5

@ Data Correction rate Fr3759)8—23(3, iBH 10Hz

@) Concentration Unit 754 NEEDBAT

® Running buffer Iy TP —ZFA T

@ Step TEOIHE. Conditioning—>Start up — Analysis
* RMBIILU TR T BERL TiRse

Data collection rate 10 v  Hz 4— @ Sample compartment temperature set to fixed Concentrationunit nM 4— @
A @ varywith flow cell temperature Running buffer Buffer 4— @
Conditioning 3 Startup [l Analysis
[h [. Addstep »

Name Analysis Flow call temperature | 25 | ©C Repeat within

Purpose | Analysis -

17




Method definition / Analysis DE&TE

FlE | RFIEBE paa=Y=CE i)
) & Command DiER T TIZ Biotin CAPture Kit DIBE D% TE.

General1 : Biotin CAPture Reagent (Kit {1/&)

Capture1 : Biotin {EUA> ROZHN CAANNBFR . EARET)
Single cycle injection1 : Single cycle (C&B7F 54 MR
Regeneration : BAEAR (Kit {4/&8)

Wash : Fc IIMDTRRESEFE (5>/\VE(3EE Buffer)

@ T+ 54 RIS EYST)VRTR. RINBER, MREIEERD. TR, BE. DT E
AV
* Variable : Y TIV&. DFEREN Cycle BICERZHES
([CFTv)
® Concentration per cycle | &H44)L(Z$H51}3 Single cycle injection F2EmEX (5~9)
conditioning @ | | startup ® | ®

" . -

Name Analysis Flow cell temperature =~ 25 °C Repeat within
Purposz  Analysis - @
® ezt @ @ Single cycle kinetics 1 @ @ FRegenerstion1 (X | | @ wasn1 ®
Flow call 1 P & &
Add command v
Capturel (%)
Flow call 2 &
Property Variable Value Flowpath (@ both flow cells Predip
Solution 4 flow cell 1 Concentrations percycle | 5 =
Contact time 120 | s flow cell 2 ?
Dissociaton tme 600 | = ®@
Flow rate 30 | ulmin
Molecular welght Da
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Variable and positioning D% E

FlE | #FIER ER -5

Use Channel ERT 3 F v RILDER

& Cycle ZEZEULEVEBDER (FRITIE Analysis)

Single cycle Kinetics 7F+54 NED A
Solution

Single cycle Kinetics1 BREE (0BEY1IINEZED) OAND
Concentration

@ ® 00 e

Plate 3%7E BUIWVEBORE (6-8 SH)

B Biscore 8 Conro Sotware - o x

Biacore™ 8K Control Software

Instrument control  Activity history  Mathods  Runs
singlo-cyclo kinatics using Biotin cAPturo kit €3 [ill= J-TTUIINE + T
Method Builder 1. Method definition 3.Cycleoverview | 4. Plate layout (1]

T T IR TR L L L G n

startup Analysis

single cycle kinetics 1 ﬂ
Solution Control Concentration 1(nM) Concentration 2[nM] Concentration 3 (nM) Concentration & [nM] Concentration 5 (nt) [N
Wi clipboard
v a setus
Sample 3 = 0 o ! 0 Epitope binning
Sample s v o o o
samp v o o 0 © Addeycle
v a o o
v a o o
© Removeall cycles.
v ] 0 o
v 28 12 1500
A 2 12 1500 .
v 24 12 1500
v 24 12 150C \ j
v 24 12 0 1500
v 24 12 1500 @
v 24 12 1500
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D. BT (Ko. kaw ke DELH)

FlE | #FIER ER -5

D | #RAFTYT NES)
ATV D Insight Evaluation software FC&f

Select runs fRATZZERES D RUN J71)LDIEIR,

@
® Select evaluation | fZAF%# 324793 Method DIEIR
method

@ | Predefined Tty NENTARAT Method DR
* fREE AR B HD Method (& User defined &DiEIR

® | Method MEIR | ARITAZ. BHTITESRICANE T Method %5HEIR
TR TS single cycle kinetics using capture

® Open IEIRUIZ Method DET

a Biacore Insight Evaluation Software

Biacore™ Insight Evaluation Software

Create new evaluation  Open existing evaluation

@ PSRN 2. Select evaluation method @

Userdefined  Predefined 4—@

Selected runs in order

Empty mathod _ Kinetic screen 15013 2016-06-03 16:10:10AL €

=
® Surface preparation Kinetic screen - Evaluation method
w Assay development Single-cycle kinetics - Evaluation method Fe 2822%?%(; ?_ZTBK_{;E;T sereen 150
b & Bindingscreen Multi-cycle kinetics - Evaluation method Description P
v @ Kinetics /affinity Multi-cycle affinity - Evaluation method
@ '< @ Fragment Parallel kinetics - Evaluation method
= LMW 2D kinetics - Evaluation method
Single-cycle kinetics using capture - Evaluation method <= @
% Concentration Multi-cycle kinetics using capture - Evaluation method
® PLA/JECS0 Multi-cycle affinity using capture - Evaluation methed
\ % Epitope binning Parallel kinetics using capture - Evaluation method

2D kinetics using capture - Evaluation method
<
Selected evaluation method
Single-cycle kinetics using capture - Evaluation method

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

Show maore columns ©—>
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BRATDEIT. BT, LIR—T124
Metohd &7 54 BETIMVTA VT BRTHEITEINE T,

FlE | BFIER

ER -5

Thumbnail

BEIH-I5 00T LRAINRR

Sensorgram

Thumbnail MEIRULIEE Y —IS LD AR T

Fit detail

1T ITHER (6-12 S8

CSIKCIES

FEER 0 Export

FEMTFESR % Excel, /NJ—RA >, PDF TIVAMR—N,

Home — Export to

& Biacore Insi ight Evaluation Software - Single-cycle kinetics 011116 11/1/2016 3:40:51 PM - o x

Biacore™ Insight Evaluation Software User

Create new evaluation  Open existing evaluation  Evaluation - Single-cycle kinetics 011116 11/1/2016 3:40:51 PM E]m

4- 0 one - =@

@ qc-sensorgram v [ Qc-Baseline v

v Settings

> Blank settings

> Fitmodels

B Resulttable

KD chart

On-off rate chart

Open Layeut manager—

#EHERD Export

@ Biscore Insight Evalustion Softmare - BLS (lsrge) 20160316

Biacore™ Insight Evaluation Software

QC - Binding to reference

e T

] bnding [] bnding ['] [ ) Binging )

Check that sensorgrams have sufficient curvature.

Evaluation - BLS (large) 201

B oc-sensorgom @ Qc-Baseline

Settings and preparation

e u—
Variables
Curve markers
Report points

Sohent comection

@ oc-sindingt

New evaluation items After evaluation

P
B prsertton
Aty [

P——

@
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BETOEIT
B REL (T ZRITUREBILERIAETT,

FlE | 1BEIEH paa=Y=CE i)

@ Data grouping 6-2 B8

@ | mARE-R Kinetics / Affinity / Both (FEI/5SEHE) LDIBIR

® Blank Setting BYSTIVERATZTS) (0BE) (CLEELSISERTE

-Use blanks within same series : B—&¥# DI 5>%
-Use other blank : BRI, B, ELRENSEIR
*No Subtraction : IEE(FEVZWN

@ | Fit model TTAOTEFIRDBIR (6-11 28)
® | Initial Values T4y I RIS OWIERMERE (6-11 BER)
® | Perform Fit Thumbnail BETRRMTUIEVT —9%ZIRL . BRITEIT.

W

Select sensorgrams

v Settings

Data grouping (8
m Parallel/2D «—— @
> Injection assignment

Kinetics/Affinity mode

Settings apply to selectad series

m Affinity  Both <——Q

> Blank settings «—0

~ Fit models «—®

Settings apply to selected series
Kinetics fit model [11 | 1:1 binding v —@

» Initial values «—0®
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5. AT FOR - SATAFIVI - SY NI
5-1.AFFVA

A BEDOXSTIVRA CATLGE) DX

=i Desorb (B> FILVREEDiFEE)

BH Desorb and Sanitize GARNMEINZERIEDTRHLNHE)

Instrument control
Boacore 8K Control Software &0, HIN

Maintenance

o

Desorb

W

?G Desorb and sanitize

E System check

B. B d i, R IR R
Desorb : (D) WEFE - JHFEMR
Desorb and Sanitize (D&S)
D. D&S Biacore Maintenance Kit, type 3
-Desorb solution 1 (IZR4RF
D. D&S Maintenance chip £Iz($fERFHOH—FvT
D&S IREIESREE T MDA (FRFTARER)
HRE 0.6~1.0%CFHERAZE,
D. D&S 5> =2 \yJyp—FIe(EBitK
D&S 10-50mM @ Hepes F/z(d Tris /Ny I7—
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TAVYTFVR 24

C-1.Desorb (HiA) DOFIIAE

FIE

athA

FyvID Ry

Maintenance Chip (FZ(ZERBH Y —F VD Dock

N=feat)
)z e A

200CBLE (GBE 25°C) (ST

Method D3E1T

?ﬂ Desorb

Method (CHEL) Desorb solution 1, 2 %Z Deep Well Plate (CtZw b

(FRrEBERs) 20 9
KR 0EERRT | - BENBVIC Stanby flow (260ml/24hr)

< IRDEERAC 3-4 BFRILL_ED Stanby flow H* Prime @ 3 [B]5EfE

C-2. Desorb and Sanitize (88) OFIE

FE sBA
FvITD Ry ﬂe Chonge chi

Maintenance Chip (FIZIZERBH Y —F VD Dock
e 200CAE (@E 25C) (CERTE

Method DZE1T

?0 Desorb and sanitize

FRBREEBEEGOM LY 1-TNSIREIENS AT AR ZTF

(FRERRE) 91 BERS
R DOEERFT | - BEIRIIC Stanby flow (260mi/24hr)

< IRDEBRA(C 3-4 BFRLL_ED Stanby flow H* Prime D 3 [B]5E
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5-2. YATLAFIVY

A EiSAE S

KhEsaE EEOBCZI. KEOHFIBOIENEEDNDLE RERNEULCRIETETL
BNVEIBIRY SIS DEHIN AR HESAE (R E

System Check | |nstrument control @ Maintenance—System check &2%Jw%,

Boacore 8K Control Software &bD. HIN

Maintenance

o

rf"aﬁ

=‘ Desorb

?ﬂ Desorb and sanitize

System check

B. #{md S5, Hitm TS

Desorb : (D) WHESE SHER

Desorb and Sanitize (D&S)

BlAtest solution Biacore Maintenance Kit, type 3 A
HBS-EP+ Buffer 10x 500 m! T2

Series S Sensor Chip  CM5 ¥im (E171&. EER(C{ERTIEE
BAEK
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C-1. System Check OFJIE

FIE

athA

FyvID Ry

Ue Change chip

ROt Y —FvT cM5 & Rw/

Change Solution

a
'e Change solutions

HBS-EP+%235> =>4 )\wJ7—ELT Change Solution

N=freat=)
)z e A

25°CITEHTE

Method D3E1T

H System check

Buffer A,C F1—J(3/\WwI7—R ML, Buffer BD F1—J(F#BHKARNIAL
WU T SATLAFIVIDET,

TEERDFERD

-IEEEEEA ; PASS  EEEIY) : FAIL
FAIL ORTRHHEES TR YR— METTEIEEE L,
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5-3. YYD

EERNME T UIZBRICIE ROVINDDITETI AT LT TEF T,
AT NIRETHE 7 BUAEAI %S
BREBLLTIET 7 BUEERLRWES

5-3-1. A9 N IRRET DB

BIENER T I5L. BENRIIC Standby flow JARECRDE T,

F1-T A CEYNUIESOZOJHBER T, 260 mi/ 24 B0 RERE 7 BEMELFI. 50>
I\ I7—ZBSERVESISERL TUZEN, BERRMNIOZEEEE(CEERUTZEN,

AV NAIRRETHANEMNE. T4 RITFD Instrument Status THEER CEF T,

5-3-2. BIRDELLS
EREELTHICE AVTFFYAERFLTEEW,

ITHS 297,

oY —FvIR— M BEEET,
oY —FvIREWHU. Biacore 8K control software #$2 TUE T,
JNVT>DIAY NI, Biacore 8K DAAKEIRZZELFT .

FE) BRERLIISEE. SATARENBIHK TESIENDOTOIHESNEZD L. BRZEL
LTI,
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5-3-3. LY - FvITDRF

EOHLIEE Y —FvT . LUTFD 2 DO5ETREFETEES .

A RHMRER(CEMET ZAEEENHZD T BERAOBRCIRS T3> M-8 > TILOL R
SZANBUH Y ROFEMZHESRL TZEW, Fz. B Dock BFEICIE, #RHHE. BE/CEISRBREDEN
MMIBU TORWVCEZHESRL TZE L,

RSTIRETORTF
DU S —FyI NS IV LEENT 4 CTRIFLET .
BEBY VI ZEEU Y —FyTORFCAVET,

1Y MREET DRTF
BB Ut Y —FvIDS — N E DN —DBIREE., > — MET2E2E (50 ml BOMNATETS
ZFYNRRONFI1—TZE) ([CD3FEUSE HBS-EP+IREDIBERRITZU. 4 CTRIFELETD,

>—bOEDHULLRTEF
TIY—FyTENN-ES— M BRBRRENTVET .

/\7 4_731\“_
RIBERES (552) ey

\//
I
-
~ /. /
v .’/
g 2
[
[
LY

2=~ FOEEMDZFATVSEEIAY FIEELSNTOVET . AR HE IR ENERRLF T >
REE(CEICEFAINBZVELIERL TS,

\ BECHITZEATLS (ER)
/
. - ' \

E>yMITE — bkt BERICSLTRELET,
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REFLTVES — M5 DOEERMI DBRZEEDIN—ADUNA
BAATZRE. BEROSL TV — M/ - (CIRDFT . > — bDKDZEDBRVTHSH/—(C
IRDHTLIZE NS

T52F Y DEBD ESUHREE
FATATTHE, BRKTESELF LD TTHBEREET . SB(HEVWFLTITTHEET.

EIE{CE
FATATREZTLORTHIKL T, EEAROPREFD (CHNBVELIC, TFENSKDZRURLET .

RISERULRIBHN - (CIRDFT . FTRDLSIC, AREBENRICRZEET, ESYMITHN-DE

BINSIEALFT .
* N> REECEZRCUTRAUS S EEERE TS — MADFEA.

29



6.51>TL\BEE IS TIPS

6-1. FEUIYTUZZ i 31
B-2. T T T N R T v et e ettt e 36
G2 S L) e 38
6-4. UBZRMD BIotin Al o v e 40
B, T R T i e 42
6-6. BIE (DMSO) HIE (Solvent COrreCtion) ...iiiivvvrvieeeeriiieeeeeriiineeeesiineeeeeninnns 43
6-7. Control Software MFBRB LU ACtiVILY QUEUE ....vvvvvieiiiieii e ee e 45
(I B | B 0y (S D ) = = < PR 46
B0, B R D .ot veeet e et e e e a e 48
6-10. Variables ([CERY > TINA BEREDIEIE ...t e 50
6-11. TaYTAITETIVIRE Parameters MFETE ...uucvvn i eeieee e e e e eee 51

6-11-1. KiNELICS AR cccvvvvvrrrrcrccrccrcrercrcrccncecenccsecsesssessessssssssseen 51

6-11-2. AFINILY BRI woovrveveeenseseeeessesesesssssesesssssssesssssssenneses 53
6-12. FRATHEERDEREEETAI ....vvvvvveeeeeeieeiiee e 55

6-12-1. KiNELICS AR ccccevvvrrrrercreccrcrrcccecercceneseseecsessssesesssssssssee 55

6-12-2. AFINILY BRI woovrveveeeerreseeeensssesesssssessesssssssesssssssensenes 57
D13, FHB R i 58
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6-1. 7= hvIVY

A. FBHEEE

FE | BFEE i

) DA~ REBFRED pH 1EIR A NIE  FERD pHO5~2.0 KL
Acetate

AEEMIYINIE - MR TS ORE—IRTIV%

SFLVPERER.

-BEMEAINIE - Py AE]—Biotin 16
(6-4 2H8)

- Capture kit (I{I/ED Acetate

- ARBARIBE(E. Wizard N5 pH Scouting SEHE
(6-1Cc 218)

@ | EH-FvIDER «CM5— 7=y ) DE—EIR

-C1. CM3. CM4—=>TFANTADIFFFERZ RS T .
BIELITDDFHIREVGEE (HRRRL)

- PEG—EIE(LZBIRET FIFT. TFANSTOADIE
BRZRST

-CM7—CM5 TEFE(ENEDRVZSE

® | Wizard 7> —-MeAVEEEL | 6-1D B8

B. #{md 2 - Y T

£t H—FvID Instruction For Use (IFU)ZHE TTSIBZEN

Amine Coupling Kit (BR100050)*

Z1EUH > RBIRR

—ARINCEIEIL T BN\ VBRI pg/ml A—F—TZENMEHTIN, YOI BEZEETIEEL
S(CLDERBDFT,

* Amine Coupling Kit @ NHS LU EDC (IBFKISARRE . BRAERFLET . 100 pl BE/ A7)
(ZINNFHCT BT EHENDLET . Biacore 8K/8K+DIZE . PCR 8 :BF 1—THMEFITY,
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C.YIRDIRVEDIRA> N ~ pH Scouting

BERINREUH > REFRBRNIARBARIZS. (FUSIC pH Scouting ZITWET .
Method 77 M New &D. —Surface preparation—pH Scouting—Open

FlE | BFIEE

ER -5

UA> RADNETRE - iR

1BE 60 #. 5p1/9>

TIY-FYTHRER

18 50mM NaOH

Use Channel

ERTFv>RIUCTFIVY

Ligand &

B IINBIRAS

Immobilization buffer

©®0 e e

ERIHINRAINE LU pH

&, Biacore 8K Control Software

Biacore™ 8K Control Software

Instrument contral  Activity history ~ Methods ~ Runs

(ZESE SN O open  © New

Method Builder

Datacollectionrate | 1 ¥ | Hz

2. Variables and positioning

EL Biacore 8K Control Software

Biacore™ 8K Control Software

Instrument control  Activity history ~ Methods  Runs

[LET PN O open @ New

Method Builder

Sample compartment tem

1. Method definition FRVELELIEELL LS TLT

Usechannels | 1 W 2 ¥ 3 o 4 ¥ 5 ¥ E ¥ 7T vs<—®
Analysis ® Analysis
.
Impartfrom
Name Analysis Fio Analyte 1 R E
No Solution Control  Immobilization buffer [N YU
Purpose | Analysis - = N
1 Ligand1 v 10mM acetate pH 5.5 I". Clipboard
@ ® Ligand 1 v 10mMacetate pH 5.0 S
— * * Ligand 1 ~  10mM acetate pH 4.5 Epitope binning
Ligand 1 ~  10mM acetate pH 4.0
Analyte 1 Regeneration 1 B
Flow cell 2 O e % ® receneradon % Ligand 2 N 10 mM acetate pH 5.5 © Add cycle
Ligand 2 v 10mM acetate pH 5.0
Property variable value e Lowsar
B Ligand 2 v~ 10mM acetate pH 4.5
Salixion L Pt e © Remove all cycles
Ligand 2 ~ 10 mM acetate pH 4.0
130 flowesl
0 o fowesl ? ? Moy 1 ¥ step
10w

®

32

Show more columns




Insight Evaluation Software Z#2EIU. Select runs 7 &D, RUN F—45%3%iR,
Select evaluation method 77 M Predefined &0. Surface preparation—pH Scouting—>0Open

TROLSRET-ISLNMESNET, T M —2aVC LB AR AR TS HIRRD
5586 pH "EVEDZIERALET . COIHZE(E. 10 mM Acetate pH 5.0,

& Bizcore Insight Evaluation Software - pH scouting 12-5ep-16 5:36:23 PM

Biacore™ Insight Evaluation Software @ e

Create new evaluation ~ Open existing evaluation ~ Evaluation - pH scouting 12-Sep-16 5:36:29 PM [E]E

© rom -

v Settings

b0

Data grouping: Custom (2)

v
v

v

Injection assignment

v

Alignment Ligand 1 Lgand2

v

Sensorgram subtraction

v

Select sensorgrams

Color by

EHE#@

Analyte 1Immobiization buffer
10mMa H

10 mM acetate pt
M 10 mMacatate pH5S

Time

Analytel Analytel Analyte binding late_1

Sensorgramtype  Analysis step purpose  Analysis stepname  Immobilized ligand  Solution Immeobilization buffer  Relative (RU)
4 5 Active Analysis pH scouting Ligand2 10 mMacetate pH5.5 21026
4 6 Active Analysis pH scouting Ligand2 10 mMacetate pH 5.0 32856.9
4 7 Active Analysis pH scouting Ligand2 10 mMacetate pH 45 16472.2
4 8 Active Analysis pH scouting Ligand2 10 mMacetate pH 40 184116

openlayout mansger.. 4
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D. VI hDIRIEDIRA >N ~ Amine Coupling

Method 77D New &D. —Surface preparation—Immobilization—Open

FlE | #FIER ER -5

@ oY —FyTo&EIR ‘FIAINT CMB HEIRENTVET

@ Immobilize in ‘BEFEIL TS Fc OFEIR, BE(E Fe2
P TFr—RFUROETEIL(C(E Fe1 and Fc2 series Zi&IR
©) & Command DFESR -SA-Biotin Capture %&IR

@ D> RRDNBER - iR St Y-FvT IFU SR

VIRV, IBE 420 2. 1001153

-ZFE Capture Kit OFvITFv—RIAOBETELRMAEL. &
Fv ko IFU ZZBRU TIZEW,

® ChBIRUAY R B9 Ch (CFTv), UV RE AT,

& Biacore 8K Control Software

Biacore™ 8K Control Software

Instrument control  Activity history  Methods Runs

Immobilization € MR L RER+ LG

Immobilization PISRTPRPIP N 2. positioning and plate layout B Ea
chiptype CM5  Crwm—— @ sample compartment temperature 25 runningbuffer  Buffer
Flow cell temperature 25
Amine

®
®

A
— .
Immeabilize in / \
wash
Flow cell 1 Flow cell 1 .
® rowcsll2

Q ugnd @ Ehanclamine

FC1and 2in series

} @

Channel 2

Contact time 420
ow rate 0 plimi

Channel 4

Channel 3

Channel 1

Flow cell 1 ligand name

Flow cell 2 ligand name

Add molecular weights
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E. BIE L EDHEEBLIEREY Rmax D&

|
BEIEIEHHR T I5E Immobilization Result OEMmEICRDET,
BITEFESERDIA>RY (Response Bound & Response Final) THEERLE T .

. BE{CE05Hi
EE{LEZEEL T Response Bound & Final @ 2 FEXENERREN 2.
LARYADINEWAZBEIE(IEEELTRABT .

BEE{LE paa=Y=CE i)
Response Bound D> RRaigot Y—I5hA0Fs0E
Response Final NHS/EDC ZRANBINS I —IL I3 iR T 0DE

W, Biacore 8K Control Software

Biacore™ 8K Control Software

Instrument control ~ Activity history Methods  Runs

Immobilization SA 5/6/2021 4:06:27 PM Q © open

Immobilization SA 5/6/2021 4:06:27 PM Sensorgram | Run properties

Immobilization result =)
Chip SA
Date Channel Flowcell Chemistry Method Ligand Response bound (RU)  Response final (RU)
5/6/2021 4:06:51 PM 1 1 SA-biotincapture Immobilization  Activation/Deactivation
5/6/2021 4:06:51 PM 1 2 SA-biotincapture Immobilization  Ligand1_1.25 10.5 46.4
5/6/2021 4:06:51 PM 2 1 SA-biotincapture Immobilization  Activation/Deactivation
5/6/2021 4:06:51 PM 2 2 SA-biotincapture Immobilization  Ligand1_2.5 9.6 44.0
5/6/2021 4:06:51 PM 3 1 SA-biotincapture Immobilization  Activation/Deactivation
5/6/2021 4:06:51 PM 3 2  SA-biotincapture Immobilization  Ligand1_5 13.0 47.5
5/6/2021 4:06:51 PM 4 1 SA-biotincapture Immobilization  Activation/Deactivation
5/6/2021 4:06:51 PM 4 2 SA-biofincapture Immobilization  Ligand1_10 16.8 495
5/6/2021 £:06:51 PM 5 1 SA-biotincapture Immobilization  Activation/Deactivation
5/6/2021 4:06:51 PM 5 2 SA-biotincapture Immobilization  Ligand2_1.25 19.2 511
5/6/2021 4:06:51 PM 6 1 SA-biotincapture Immobilization  Activation/Deactivation
5/6/2021 4:06:51 PM 6 2 SA-biotincapture Immobilization  Ligand2_2.5 328 65.8
5/6/2021 4:06:51 PM 7 1 SA-biotincapture Immobilization  Activation/Deactivation
5/6/2021 4:06:51 PM 7 2 SA-biotincapture  Immobilization  Ligand2_5 65.8 103.4
5/6/2021 4:06:51 PM 8 1 SA-biotincapture Immobilization  Activation/Deactivation
5/6/2021 4:06:51 PM 8 2 SA-biotin capture  Immobilization  Ligand2_10 121.7 154.1

UA>RE7IU5 -3 L TWRIBE Pt Y —FyTREICRE T 3I5E(E I5/-IL 77 RINT
BECED, IEHBREE T Y —FYITRETROIUAY RIEZWFESN BI85, Final DLARDA(E
Bound &D/\&K72%.

e, B TERIE(LENMMRZE(F. NHS (EUTZEBZ ORI (—BBEUA> RIMEAZINTLS)
TA)=IWTZUHEAENBI8. Final DLAR>A(E Bound FDARELBRBZEN DD,
WINDIBEE. LARZANNEWSZETFE{CEEL THRAT %,
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BRI Rmax [RUI= BITE{LE[RUIx (F7F 51 MR FENARODFE) <UD ROFESMER
7T 54 NRINBFIC D RL AR ANMESN D EBRCTFI4 MeRINUEEEDOL AR ANEE S
AAFEANEIHRER BIBE2HICHABLET,

6-2. 7351 bDIRMSEHARTE

7T M BE. Rmax ESHBFUFUL AR ANESNZEEH T, ~3 HIEEORIIEEL >
THRINUEY ., iBE 5 m2E3I55E. 3 SHIR-ZE T,

A BNN. FREEIFEIDB %

Kinetics Affinity
gk gpEppleEe NS B 45, - | FES - EREENE AR YIS A
FhIRsRg | 25 min (HESHETEECRSRVGES) BAAT]
BRSNS Y-T5A FERFRFFERIOEVN Y -5
1-2 min 1-2 min
S BN AR Y-S A
~90 min
IS SR SR 5 s - RE (30 WIEEETHRE)
1~2 min
RERE |5 8 12E
] Kinetics ] Affinity
] =8 Rmax -
B 3 1
g ] g |
L S~— i
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B. 2D kinetics CHRLSRITE

Biacore 8K/8K+(C(&. 4 DDBIEE—RNHDET . EOHTH 2D Kinetics Tld. (FUHTIHEHEIER%Z
BV INTE, LEERNEE T —EIGHE I 2 eNTEET,

Biacore 8K/8K+ Tld. ZFIFEE— REIC Method 7T — My hENTWVET,

Multi-cycle kinetics

EET T34 bOFHIE(C, EIC. BEOVBRWMED FLEWDT 1 ZF1—FAFICRAVET,

Channel 1
Cyeck ~ 5
Cycled
g
Cycle 7 2 25
Cycle 6 > 2
Cycle 5 % 15
Cycle 4 2
Cycle3
Cycle 2
Cyclel
] 1 150 200 250 3 400 450 500
Timeis]

Single-cycle kinetics

BT >IN SDRGEHE, FRREDEWD > T E R T HE A BT E

Cycle 2

, ®
/ 2
[ ]
' [
le 2 8
g
3
3

Cycle 1

o 200 400 600 800 1000 1200 1400

* Multi-cycle kinetics & Single-cycle kinetics ZFESH T Serial kinetics EFFACENHDET

Parallel kinetics

NG TSGR (CETHE, 1 FEETHNISBEIRERE., FREEOIEVWY > JIUCEER.
Cycle 2

nse (RU)

Relathv e res|

o [CODOOSSS)|
Cyclel
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2D-kinetics

(FUHTHEERZITIY>TIVT, [LEERERE T—E(CFH,
Cycle 2

6-3. BEFEMHFDRE

P2 hy (2D Sensor Chip CM5 REDEIEETE. £/z(E. Sensor Chip SA ZAVEIZE. UH
JRETFF A MR RICHTBERGZHRTE T 2NENHDET,

BAEZRHLLT. ATFTOZAnEETY,

© TFIHAMERIIMTIN-ZS1ZFTRDBL.

@ RBUT7FIA NS0  UIBRICAIEOL AR ZANESNS (U RISTELRLY) C&

A. F BT R
Fg | &F1EE S|

W

O | UAYREFELEHFOE Y —FyvTE | -7y TULY (6-1 BEB)
AR -Sensor Chip SA (4-1 £E8)

@ | Method 7> FL — b%F W | 6-3D S8
Regeneration Scouting

B. %@ 9 25 - H> T

Regeneration Scouting Kit @ Instruction For Use (IFU)ZfE TZSBEZA0)
Regeneration Scouting Kit (BR100556)

A REE(CEHO Y —FvT

74 NBR

SOV EER
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C. VI hDRVEORA> b
Method 97 M New &0, —Assay Development—Regeneration Scouting—Open

FlE | #FIER ER -5

Analyte1 7F354 N&FR, EBE 60-120 #., 30u1/53

Regeneration1 TR, 12457 NF

Use Channels BRI ZFr>RIVCTFTIVD

CSIKCIES

Regeneration1 Solution BESROZIN
THETE 8 FroRILT 8 FBRADBERE Rz,
5 BAOIN T, 7754 MEGE . BEZEDEUFHM.

& Biscore 8K Control Software & Biacore 8K Control Software

Biacore™ 8K Control Software Biacore™ 8K Control Software

Instrument control  Activity history ~ Methods  Runs Instrument control  Activity history ~ Methods Runs

P, 0 oree  © e © oven || © e
Method Builder 2.Variables and pesitioning Method Builder 1. Method definition

Detacollectionrate | 1 ¥ Hz Sample compartment temperature @ set to fieed usechanncls W/ 1 W 2 W 3 W a2 Wt Ve ¥T W= 4— @

varywith flow
Startup
Startup
Add step v

Regeneration 1 =i E
No Solution Control K, Fie
Meme  Analysis Flowcell temperstre 25 °C 1 Regsolution1 v 4 Nl Clipboard
rwpose | Analysis . Reg solution 2 \ v £
Reg solution 3 v Epitope binning
@ @ Reg solution & v
e * * Reg solution 5 v © Add cydle
Reg solution 6 v
Flowrcell 2 el @ Reg solution 7 v
™ ™ © Removeall cycles
Reg solution 8 ~
Property Variable Value Flow path both flow cells 2 Regsolution1 ~ v [ 1 = | 520
solusen d Hiowcall 2 Reg solution 2 v i )
Oxtacomss R @ ® flowcellz Reg solution 3 v
Flow rate 30 phimin Reg solution & v
comment
Reg solution 5 v
Rez solution & - Show more columns
Reg solution 7 ~
Reg solution 8 ~
3 Regsolution 1 @
Reg solution 2 v
Reg solution 3 ~
Reg solution 4 ~
Reg solution 5 ~
Reg solution 6 v
Res solution 7 ) w v
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Insight Evaluation Software Z#2EIU. Select runs 7LD, RUN F—45%3%iR,
Select evaluation method 77 M Predefined &1, Assay Development—Regeneration Scouting—

Open

TRIOLSR Result NMESNET , EEXEID Injection (CLD. Baseline £TREN. BUF7F51 MNeA>
1733 UEBRICRIEOL AR ANMESN 24 %2 RALET .

& Biscore Insight Evaluation Software - Regeneration scouting 6/21/2016 12:1%:11 PM

Biacore™ Insight Evaluation Software

Create new evaluation  Open existing evaluation ~ Evaluation - Regeneration scouting 6/21/2016 12:19:11 PM E]E

QC-Sensorgram v Evaluation - Analyte response v Evaluation - Baseline o Home v

v Settings

3150
1300

> Data grouping: Channel (3)

R

150

> Injection assignment

o
o0 > Axis settings chl ch2 ch3
g > Adjustments: None @
= /U
@ > Boundaries: None * &
v 31850
> Curve analysis: None o

a 31825 .

@

S

> Colorby 2 11800 ¥
] Regeneration 1 Solution
£
S Reg solution 3

2 31775 M Reg

F]

@ 31750

31725 .
4 6 8
Cycle

6-4. U%4i> R® Biotin 1k
Biotin {LiXE 2L\ e— Bl R~UFE T,

A. FIIEHEEE

FlE | #FIER AR50

@ Biotin 1Lt < INDEY > T)HNS-Biotin=1:1.5 (EJLLL) TEH
-Z8 1 BFfE. F21E. 4°CT o/n

@ | 58 Biotin MIRE S BBICEBRRE, F(E. PRINEBIEIC LD
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B. %@ 9 B - H> T

EZ-Link™ NHS-LC-Biotin (21336 *Thermo Fisher, 50 mg)

EZ-Link™ Sulfo-NHS-LC-Biotin, No-Weigh™ Format (A39257 * Thermo Fisher Scientific, 10 x 1 mg)
PD SpinTrap G-25 (28918004)

Vivaspin 500-3K (28932218)

HBS-N 10X (BR100670)

C. Biotin 1b. ##5f Biotin DFRETFIE

@ Biotin L&
10mM NHS-Biotin in DMSO X M/EHRIER
B> 9EH > TIVHNS-Biotin=1:1.5 (EJLEL) TREAN
R 1 5[, FeE 4°CA-N—FA NTEFE

@ itzEt Biotin DFRE
©-1 PD SpinTrap G-25 [c &2 TU—-EAF > DBRE
Sephadex G-25 1BAD A DIz hT A% Vortex
Foifz T Ty Z2I0EE 1.5ml F1—-J(Ctyh
1 min at 800 x g TIRIEARIRE
400 pl HBS-N %0, 1 min at 800 x g TEE1L, 5 [BIFENIRL
EECEFONT L%, ARBOEUREF1-T Ty
Biotin {6H> Il 140-180 pl %Z. 2 min at 800 x g THER
N3 L%BFRVT, MEOF vy I ZHEDD.

@-2 Vivaspin 500-3K ([CEBTU—EAF>DRRE (EAF ALY T ILDIESE)
Biotin {b&RIG4#&. 500 pl (CPYT
30 min at 12,000 x g Ci=Ha
TRE 100 pl FBECRBLIIC+10 DIEE
EERAOBREXAI0F 1T (BN, BEDRE(TRDES(C HBS-N ZiB,

* ZEREB LURBRNDT LD Instruction For Use (IFU)EHETTSEEZE0)
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6-5.UIJ7LIARSA>

Insight Evaluation Software T. L AR ZADFFHHRMEZHEZLIZWVGE. UIPL 2 R51 > 2BVET,

FlE | BFIEE

ER -5

® QC - Sensorgram

TIY IS hAOFREHEELET .

@) Alignment

g Y-I5L,0MEEDE.
T A KNT Y Bl Analyte Baseline T 0 &DESNTLET,

©

Chart Setting

EJ:D\ TIY -3 LRROFFHRE

Show reference line

©@®

UIPLYASAUHERN. XUXTRIWIIBLCLD, 3ERUIZ
ook (1) BIULZARYR (RU) OBUENFR RSN
9,

& Biacore Insight Evaluation Software - Kinetics serial and parallel

Biacore™ Insight Evaluation Software

Create new evaluation  Open existing evaluation  Evaluation - Kinetics serial and parallel E]E

O R ® oo oo -

Vv Settings

> Datagrouping: Channel (8) *

v
58,88

QC-Bindingto reference v

1

[® Evaluation -Kinetics v | ) Home v

=

i {——
g

> Injection assignment
v Alignment \ ch3
%-3Xis <

Align to injection event -

Analyte 1 start - : ®

150

Select sensorgrams

y-axis
Align to report point - 125
Analyte baseline_1 - 100

cha cns che cn7 chg

General Selection Removerange  Chartsettings

€]
Reportpoints | No report points shown ~ ®

Show injections

@ =P v/ showreterence ine ¥

\

y-axis normalization

Use normalization

Copy image to clipboard

As shown Small Medium Large

Save tofile

Response [0 = Analyte baseline_1)

0
Sensorgrams
B Table 2
0 25 s0 75 100
Time
©Open

(5) _> | Reference line 29.45 50.4RU Sensorgram Cycle=4 Ch=7 Fe=2-1 |

Reference line 2945 504 RU Sensorgram Cycle=4 Ch=7 Fo=2-1
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6-6. 81 (DMSO) fIE (Solvent Correction)

EDFALEMDR MNIERIE. ZLDIBE DMSO (SBRESNTWVBIS. 7731 NEREL TE%IE
FE DMSO ZEATRRETRITE I BCL(CRNET , SOZUITBEIRET 51 NARHPD DMSO GEE
1%DEWNEKT 1,200 RU OJULIL ARV RICHEHE T B8, T BERET T4 NERFD
DMSO IEEZRIA TV ENEETT,

ZNTH. TRIDLIIC 5% DMSO ZED IOV EERTIC 5.1% DMSO 2S5 7F 351 NERNR
Nn3&. 120 RU BBEO/NIVILZAR ANERTEET, T, BEICR2E. U RIMEE(LEnzt
W (FO747)) (& VA RBEEED Y —FyREATILATES DMSO ENNRKDI8H., /A
ESIROINIEFNE T INEFHIE T DHEEEN, JBIRMHIE (Solvent Correction) T,

5.1% DMSO
120 1 T 1

5.1% DMSO

A TBIRAHIE DEE (R

5 % DMSO SHEY> IV ZRV2IHE0AIEEIER DMSO SBROIERKTT ERIZTEEUET . 4.5%
~6%NEI 5%ZIRA TRLLEHDEF T DMSO iBRZ 4 m~8 mIEE Y NI 3ENMEEN T
F, 4F(C Biacore8K/8K+ T (LTRESIBED T KR(CLNREBMRNBHOREIRINC IR D6, iZHERTEE
UT 4 mICRDET, TN OBIET(S. F8TE TS DMSO BEDEFEDLS. MREFOERRE. Bl
E(kDZEEEAERER/ (7 IERERPTONTO R, BREDERZERU CRE REERELT
AN

IATDH DMSO BRITIASERARLFT,

(D1.05x PBS-P+&HBILF T,
210 ml 10x PBS-P+ %, #8##i7K T 2000 ml (CRBISICHIRUET .
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=~ -~

QAREMHIER 4.5 %. 6% DMSO SBRB LU 5.0% DMSO S>> B@EmaARLEd,

Nominal DMSO 4.5% DMSO 6.0% DMSO 5.0% DMSO running
concentration (~ 10 mL) (~10mL) buffer (1000 mL)
1.05% PBS-P+ 9.5mL 9.5mL 950 mL

100% DMSO 0.45 mL 0.60 mL 50 mL

@RAMIERZ TERROENIETREEUT. 4.5%~6%DERMEIEA DMSO iERZFAKLFT
8 EXFEDIAIEMHIEA DMSO B RZAR T I15E !

4.5% DMSO 100 200 300 400 500 600 700
6% DMSO 700 600 500 400 300 200 100
700 700 700 700 700 700 700 700 (pl)

4 ERPEDIAIEAHEIERA DMSO ARz I 5155 (F(C Biacore 8K/BK+)

4.5% DMSO 1500  2x1500 3x1500
6% DMSO 3x1500 2x1500 1500 0
4500 4500 4500 4500 (pI)

AITERSF(C Solvent Correction ZFU\, fZATZEITIBET FRIDL S IESROVERR D LU T7
LR -7HOF4 TV BEOHIENE TSN,

RU
201
10 Report point
.\ range
= -
o 0 e
5 .
g Correction N
g -10+ range \\\
o RN
S .
w 1l N
2 -20 \\\
O ~
& A
7]
© -301
,40..
-500 0 500 1000 1500 2000

Response (Reference) RU

X 8l : UIPLOZCIDOLZRV ALY B UAY REEIEIL-UI7L A DL AR X, Report
point range : AAIEDZIRIANRUIZI LIV AR AVIFPL>ZA)L) DEEE. Correction range : 1@
[EEN25KMHIEME (RU) ~&/IMELEME (RU) DEEH
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6-7. Control Software DB H LU Activity queue

Biacore 8K Control Software DEAM B ZEEBALET .

T (& LMW single-cycle kinetics using Biotin CAPture kit ® Method ZFBWV\T. AIFEDERTE(CHITS
P MO 3> &R ELTVDEE CF . T—IAR—R(IFTX DL ZPEEEEICRD
THEH, ENSTOREBALERRULVEEZIEIRL. ENSAAEEITYTOMHR - BEZ{TOTVE
F9, /131 FENTLBDIERIRENTLBFT T,

& Biacore 2K Control Software

Biacore™ 8K Control Software

Instrument control  Activityhistory | Methods Runs == @ Method 7&4’F5§b7z—_b\
Som 0w 4 @ [T Method DR

Method Builder PRTTTRREE S > Variables and positioning | 3.Cycle overview | 4. Plate layout ks

D colecionrs: 10 v He Semple comparimenemperstue | seviofeed Concentrationunic | M -
@ M eth Od @%IE E ® varywith fiow cell tampsraure Running bufier Buffer
=

Conditioning  (®) | | Startup

[

H <+ @% Cycle DBE

izme Analysis Flow celltemperature 25 °C

Purpose  Analysis -

ey @ Gl ® @ singecycekineis 1 (30 [ JESESEERCIIRE RIS ® | @ weshz ®
B ] [] ] ]
copurel @
Flow cell 2 r.
=iy Variable Value Fiowpath @ both fiowcells Predip
. v flow call 1 Concentrationspercycle | 5 ¥
120 = flow cell 2
600
Comment
30

®Analyte 1> 133> D% TE

N TEIE D Instrument Control (T3, SREEERTE. Fv AL, \wI7—ZE, FFEADTFIA XAVY

RADZ3— MY MREDRIZ N GHDET . FIZARN Activity queue D 7&’]‘)\‘1’73732&

T. & Activitiy ZF I3 B2 ENTEET . Change Chip—>Change Solution—>0pen Mehod &LV ESIC
MNRDIET, & Activitiy DIE T ZFF DL RCRTEZEDHDIEN'BIRET T .

o Soft - 0

Biacore™ 8K Control Software User DESKTOP-81KIBEB\Biacore8K

Instrument control  Activity history  Methods  Runs

Actiity.gusve System setup Maintenance Method shortcuts
© Add activity

* setflow coll temperaturo & Dosord B} Newmethod
I v - o

& ’ . ratur v ’ y o moth
b setsamplo compartment tomperature ¥, Desorband sanitize B} openmathod
B, changs cip Bl svstomchock

B cranposoitons @ oo

[ R — B, shdomn

B v
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Fe, BE AN, SATADRAT—IANRRENTVEFT,

IS R -5

) Current instrument activity | Fwh4&E AZN 3L, Standby flow DFFEEFEERUET .
7 BRI 6.

&) Current buffer REFEAL TV I7—F1- T RUET,

® Sensor chip IERYIENTVR Y —Fy T DBERERRUE T,

@ Temperature JO0-EG>TINADIN— XD MNDRTERELIRTED
BEERRLET.
1 RERECKE. fk | SSEREZRE.

® Sample hotel door YO IIRT IR DIREERRUET . Open £7UvIT3
CETLRFBTENTEET,

® Sample illumination YT — A NERTIVRDEEEA on/off NTEE T

) ‘® ©) @ ® ®
0048 a == 1= sl = °

6-8. YN SVIRI AV DEE - BE

Rack Position OFESBLINS, N1 7). TU—NMIRBRY > TN EDELET RISV EEE. &
Metod Builder @ Variable and posotioning (ZF/z(& Positioning and Plate layout) TEMELEY

& Biacore 8K Control Software

Biacore™ 8K Control Software

Instrument control ~ Activity history Methods Runs
LMW single-cycle kinetics using Biotin CAPture kit € [lill= N - LN+ R Y

M ethod BU | | der 1. Method definitiof p. Cycle overview 4. Plate layout “ B
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Y IWALEE B—H> TV THoTh. REIESS. 927FL TEREEINALSHRFNTVETS, B—
YN ERDIIIHDSERUEWSER>T-U I HEEZFALET . BIEAD Positioning settings T
ERTELFT, x T Eea E RIS (38218 E —— RILOO> A%z, BROET9%28E0FT .

FlE | #BFIEE EE-5A

® Positioning Setting RS TE ) —)LOBFE

@ Pooling BE—YINET-UI S BBAICF IV,

*96 JL—h0d -Microplate Septa (29192561) Z{ERAULZEI,

® Positioning Direction LTV —-MOEDAEICH Y TV EELB I DNRET 3.
. l! DIBE. NLABERIOTL - hOFHRICEELET

@ Move up / Move down Positioning Direction (&. Positioning Setting EIH C_L(C
srantussongeanss. © O <« memn
ZRHFT

® Reagent bottle B—OBERERNMDSHIET2IHE. &ZEY> T eU:
NS RIYT & ROYILET .

Id

Type

Reagent bottle, empty <+«— () Positioning settings D — E
Number oftrays | Auto populate hd
Plate 1 4 Plate 2 Reset positions Prevent auto-rearrange
96 well 250 pl - Type 96 deep-well 650 pl -
% Keep concentration ssries together within plats
200000000 20000000 , _ o : .
11 OO O O OOOO 1 O OOOOO O O When a plate is full, continue with corresponding plate in next tray
]'DOOOOOOOO ]'DOOOOOOOO ® nextplate in same tray
00000000 00000000
: 00000000 :00000000 s
00000000 0000000 R
‘00000000 00000000 ® ... 7] o - )
:00000000 :00000000
00000000 00000000 ' N0
;00000000 00000000 —
:00000000 00000000
100000000 100000000 )
A B C DEF G H A B CDEF G H —
Step Solvent correction 0
O Capture 1 ¥/ Pooling
Step Startup l!
Capture 1
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Step Analysis

Capture 1
Step Solvent correction o 0 <+ @
. Analyte 1 V| Poling
Step Startup l!
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6-9. FENZES DR

BIEMBOSHI. J1y74 > JEREITIFIC. BUSLIt Y =I5 AN A SIS RN A B EA
ZRBRUIEED THAINMER T DENEETY .

A ZUBIFBOT YIS LN5 DR (Fc2-1)

BT OFHEREINEE . IHRRN BRSO NEEFNTVIEEASNET,

Flg | #BIRE AR5
O | EEEORHR FEHBEISELTVBNREEIY—JSAT. FICRREFOREAEIET

EEHEOZELRWTYTFSE EFUTORLN ?

@ | EERH0 Rmax OFEER | ZOLEFHIERE Rmax (TR EBEUROEVSER) %88

ZTORULH ?
©® | mREEBORESR (S RESOMBIETRYLRONCTEIZ0C. Z0HER
MEIDR=ZSA > FTESRVZABEOAARICEOTOROD ?
OFEHEORER
LT QEEREIRMax DR
D W——C T
| o
i -,f:
|
! = Act-Ref
— m————— B -J5A

B. UI7L 2 ALK T BIFF RIS S OIS
SR I BIHICF, FI\ VIPLOAUINOHEREZDZLET o

FlE | #BIEE AR -5

) Curve Type DR QC - Sensorgram O Setting N'5. Sensorgram Type &L T
Reference & Active BRI Y —I5 L0 &EIRLET

@ Reference DR Reference DY —JSAICFEELD)LIL AR A0, FEESE
EENIEO\CLEERLETD,

(@ oo swrn | I

v Select sensorgrams

Included: 192 of 288 sensorgrams

“ Sensorgram type —

| Active @
¥ Reference

Reference subtracted
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RU

07 . Reference (Fc1)
1 i OK
150 — @ EK
JULOL RS R SFEBLC 0T L
z oo L l )f//,]“ ]
5 / i .. Reference (Fc1)
NG
=0 t f t i t t t t i _Cx_

Reference (Fc1) / Active (Fc2)

C. W& EMFEN RS THAN DIESR
BVWT, COREEIMEESEMUAFENRED THINEVIREEETY, /31 MNIEERER SRS
TBF(C. 2B Rmax A, IEB5&AY Rmax (4-1E 288) LIT TEEMII B xR LET S

O

- Rmax

A W W W

Req (RU)

a & 8 "Wy 8 8 3 =2

AN W T

S 3. 35eT 47 4587

TFHANEE (M)

49



6-10. Variables [C&D YT )4, iBEREDIEIE

YOI WBESLIVEEEEAL YO TINDOZFREANIZANGOIZHE. Insight Evaluation Software
@ Home H5 Tools... — Keyword Table..27)vIU%E T,

Flg | #BIRE EB -5

@ | Concentration Unit | EEEBSICANIANGORIBE . BATSRITHICIRELET.

@ | Table SYTIEE . O IINOEHREANZAN GBS, FRTEST
HICIRELET,

z Biacore Insight Evaluation Software - Kinetics serial and parallel

Biacore™ Insight Evaluation Software User @

Create new evaluation  Open existing evaluation ~ Evaluation - Kinetics serial and parallel EE
QC-Sensorgram v QC-Baseline v QC - Binding to reference v @ Evaluation - Kinetics = v o Home v
'l >
.

1 nM ce— O

Analyte Analyte
Channel Analysis step purpose  Analysis step name  Solution Concentration

5 4 Analysis ~  antibodies b v 0 “ \

5 5 Analysis v antibodies wt v 025

5 6 Analysis ~  antibodies rigéa v 25

5 7 Analysis v  antibodies y52a v 25

5 8 Analysis ~  antibodies b v 0

] 1 Analysis v antibodies wt v 105

6 2 Analysis ~  antibodies rigéa v 5

6 3 Analysis v  antibodies y52a v 50 > @

6 4 Analysis ~  antibodies b v 0

] 5 Analysis v antibodies wt v 05

6 6 Analysis ~  antibodies rigéa v 5

6 7 Analysis v  antibodies y52a v 50

6 8 Analysis ~  antibodies b v 0

7 1 Analysis v antibodies wt v o1

7 2 Analysis ~  antibodies rigéa v 10 )

7 3 Analysis ~  antibodies y52a v 100 v
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6-11. J1YT1 VI ETIE parameters DERFE

TavT4 TR Method Z3&IRT BET AN NEETRITINEIN, sFMlZBSTEL CH#FZE
TURSBCEET]EETY (4-3D 288)

6-11-1. Kinetics fi##f

A. T1YTAHETIVIE parameters DERTESE
Evaluation 57 ® Settings &b, Kinetics £/z(d Both %R

FIg | HeRIEE SRR - SRR
@ | Fit models OSBRSS EETIREEIR (6-11-1B SIR)
@ T Serial Kinetics (C85(73 Default {& (6-11-1C S8)

Kinetics/Affinity mode

settings apply to selected series

» Blank settings

~ Fit models Perform fit [1]

Settings apply to selected series

Kineticsfitmodel [1] | 1-1 binding * «—O

w Initial valuas

Changes apply to selected series with the same fit modsal

Model type Model name Parameter Fit Initial value

Kinetics 11 binding ka Fit global w 1les Resat N
Kimetics 1:1 binding kd Fit global le-3 Resat

Kinetics 1:1 binding Rmax Fitlocal ~  YMax Resst

Kinetics 1:1 binding ic Fit global 1=8 Resst >®
Kinetics 1:1 binding Rl Constant w 0 Resst

Kinetics 1.1 binding Drift Constant w 0 Resat
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B. Kinetics SFATORIGET IV

Ko fB(E 1:1 $EED_ETHRRDIIDEMBED=8. TIREREDYEA%Z 1:1 DRICUTWVEIZE, 1:1 Binding
DETINANEHEIRT L2 BEIDHLET

LK Eh):
1:1 Binding A+B & AB

UHY REFF54 MR 1 TR TRATSEEEEIRRITET )L,
1:1 Dissociation A+B& AB

UB>RETFIA M BFETTHRE T 20266 BMRRIGET )L,
* FRREEDHE T 19712 U T ke DHZE

Bivalent Analyte

A+BS AB,AB+B & AB2
7F54 M 2 B ULIIRE 2 EROKRISET IV, AB IEESHRIZME. VT >
RB O 2 RMHES T DG

Heterogeneous
Analyte

A1+B© A1B,A2+B ¢ A2B
ARG, VA2 R ED 1 BEADIESEMIZ 2 AT 51 MBS
BRI

Heterogeneous Ligand

A+B1& AB1,A+ B2 AB2
754 MU TRINMEDR RS 2 DORESEIIZFT DA RICPF51 b
MAAITLU TREE I BRILET o

Two state Reaction

A+B & AB & AB*
UHYRETFSA DD 1 DFRLOEETHIN, WEARZAEIS TAX
— 23 B ERIIRILET ).

C. Parameter Setting D5 E

B\ GA=HHUTA T OFENBIHETT .

B8 Bz
Fit Fit Global : HEUREDOT Y —JSAT 1 DOfFERHET
Fit Local : HIREDEY-JSLTENTNEZRDFT .
Constant : EE(E.,
Initial Value Fitting fi#ATZ (KU UIHMEZ S TE
Constant LHE CEEEZELTE

BIGA=HH T BEREE R, Default DFFEMI DT —A6Z U\ TT,

LK AR

ka %(0)17/%@\ g%(ibmb\o

ka FRBENNEVEDT, BEELIASHCERIMENLEIIHE. 16-5 <BLNSEUHB
tEHD.
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Rmax BE(L Fit Globalo BENRTDTHA I TEIC Rmax D3R, Fit Local %
BRI ZT-ANH5.

tc ZDFE . TEELRO,
RI FEROEWREEI Y —ISADRARICEO TIEBRDOL AR 2% R ELTETEL

TULFSCEN®HBT28. Constant O (CUTZFDIH VWIS EN G,

6-11-2. Affinity fi#4f

A. T1vT4 I ETIVIRE parameters DFRTESTE
Evaluation #J® Settings &D. Affinity F/z(& Both %3&EiR

FIE | HRIEE SER - B
@ | Model KEORSARR(SAEET IR EEIR (6-11-2B £08)
@ | Calculate response | Affinity BEHT% S BER(CABREVIS T BEIFR.

at Position THROZE. 7754 NRIFR T 5 #E10 5 T (Default)
@ | Parameter T Default {8 (6-11-2¢ B

Kinetics/Affinity mode

settings apply to selected series
Kinetics Both

» Blank settings

~ Fit models Perform fit [1]

Settings apply to selected series
Affnity fit moded [4] Steady state affinity - —

o  Show sffinity range for ell seriss

settings apply to selected series

Calculate response gt position
5 s | before injectionend -

withwindow | 5 -

Resst range to defaults Apply range [1]

~  Initial values

Changes apply to selected series with the same fit model

Model type  Model name Parameter Fit Initial value

Affinity Steady state affinity KD Fit global v XMax Resat

Affinity Steady state affinity Rmax Fit global »  YMax Resat @
Affinity Steady state affinity  offset Fitglobal »  YMax/s Resat
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B. Affinity BEATORISET )L

JBE. Steady State Affinity DNE(INE T, Ko Bl 1:1 FESDEETROSNZEMETIDT, 1:1 OFE
BN THIELTI1YT I DETENENET,

LK =BA
Steady State Affinit CR.. ..
Y d Reg = kj—m:‘ +offset
q P\D +C
1:1 Binding €7 JL . Rmax (& Fitting /T X—4,
Steady State Affinity Steady State Affinity EBIUETILIN T RZIDOL AR ANSETES

Constant Rmax

NIz 100 Da HEODD Rmax ZAUT. BENZITI. mieE A7+
1 NEREDT -4 > MBS TERVSE(IER,

C. Parameter Sett

ing DIEAYE

B)(GA=BTHU T T O TENBIHET T

I5H A

Fit Fit Global : #BEUEE DT Y~ I AT 1 DOfFERDET .
Fit Local : ZREDE Y-S LATENENFHEZRDET
Constant : EE{E,

Initial Value

Fitting f#TZ (LU D YIRREZ ERTE
Constant EHB CETEEZRTE -

BINGA=HTHT

BEREE A, Default DEFEMIT DT —A6Z U\ TY,

TR anhA

ks ZDIFE. BERULBL,

Rmax BE(F Fit Global, BEN R T TYA7ILTEIC Rmax HZENDBER. Fit Local 2
ERIZT—AN'H3,

offset ZDiFE. BERFULBL,
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6-12. AR ¥E SR D aa B T4

Evaluation Software (. 7174 > DB FHMIZITIMEBENHDE T . +TSERVVEEEVRREL
T SNEBKETTYTAOIETECHBIIRRETHMETY . IR REVEDERIRLTVWRE Y-S
LAZRICEBOTVSD, ZDROO7YEA Ty NPy TMAILDEETY (6-9 SH8)

6-12-1. Kinetics f#ifr
A. Quality Control 47
FlE | HERIES SEE - 5i0A
O | EEEHNSRTLDZYYEEE | Biacore T200 DAYEH]
Ah ? ka=1e3~1e9. ky=1e-5~1
@ | BISA—IITIUTEHENT | kow ke BEU Rmax ORIIHEBI IR,
Wdh ? RARNTDAR—NZF =230 F T ko ko [CHEBIME DR
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@ Kinetic constants are within instrument specifications. +«—Q

@ Kinetic constants appearto be uniquely determinad. 4—@

@ Mo significant bulk contributions (RI) found. “«—0
Check that sensorgrams have sufficient curvature. «—@®

Examine the residual plot. Pay attention to systematic and non-random deviations. 4—@
AT—HAN=Y
& .
(#&) IAUTA=TEZIADNICALTVET,
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B. Residuals 77
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SOALCTOY M EILTHED. A4 RSA>RICEFRTOTOY MYUREL>TVET, = TOYNIRD
NESNZIHE. BIFRI(YT1 I THLEEZEFA.

RU

Relative response

%]

Residuals for a good fit

C. Report H&U Parameters 47
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Residuals for a poor fit
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6-13. FHEE
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