@) cytiva
Biacore Insight Evaluation Software
Concentration and Potency YZ=17 )l
Version 1 2023/07

Insight version 5.0.18 Xt GhR

Biacore” Insight

Concentration and Potency Extension




1. ZARBRIDBERY ... —————— 4
2. Concentration measurement [COUNT .. snsassssssssnsnsasas 5
2-1. Concentration measurement MABLZZ ... s 5
2-2. Insight TIAO—F2 Assay format DERE.........uwwmmrmmmmsmmmsmsssssssssssssssssssssssss s 6
DireCt DiNAiNG @SSAYS (DBA) ..cuuieeeieeereeenssesssessesssssssssssssssssssssessssssssssssssssssssssssssssssssssssssssssssssassssssssssssssssssssssssssssssssssssssssns 6
Indirect assays D 1 D : Inhibition in SOIULION @SSAYS (ISA) .ucurruurrrrrreeeessssssmsssssssssssssssssssssssssssssssssssssssssssssseess 8
Indirect assays M 1 D : Surface competition assays .9
P I i e 0 N 10
2-4. Biacore INSight CONtrol SOFEWArE (IR T ... s ssssss s s s sssssssssssssssssssssssssssessssssssssssssssssssssssens 11
2-5. Serial concentration 0 Method BUilder DEREIT .......c.cowwrrmmressssesssessssssssssssssssssssssssssssssssssssssssssssssssessssens 13
T. METhOA AEfINITION v s 13
2.Variables and POSITIONING ...weeeeereerseersseessseesssesssseessssessssessssssssssesssseessssessssesssssessssesssssessssesssssessssessssssssssesssssssssesssssees 16
3. CYCIE OVEIVIEW ..ourevureeereeeseeessesssesesesssssassssesssssessssssssssasssse st ssessssesssssassssessssesssssassssesssssessssesssssessssesssssessssesssssessssessssassssesssssess 17
4. PIATE 1QYOUT ...eeereeeeseeseerseeesseesssesssssessssessssessssesss st esss st ees £ 588 8888 R E SRR RS E RS n e 17
2-6. Biacore Insight EValuation SOFEWAre MIET ... ssssssssssssssssssssssssssssssssssssssssessssssssssssssssssssssssees 18
2-7. Insight Evaluation Software M WOrkSpace MDFFEIL ... 19
L0711 o= Ao TE=T=1 1 g Vo [OOSR 21
TRUMDNAIIS PANEI ...ttt ssess bbbt 23
L 0 =3 o = o U= PP 24
JLIE=1 0 L= 0 Y= = PPN 25




3. Curve analysis (PLA & ECso)lCDUNT ... ss s ssssssssssssssnssssssssssssssssssssssssssssssssssasasanes 26

3-1. Potency measurements & Curve analysis MARZE ... ssssssssssssses 26
3-2. InSight TIATI =T 8SSAY fOIMAL ..ovvvveeeessssssssssssssssseeesssssssssssssssssssssssssssssssssssssssssssssessssssssssssssssssssssesssssssssssssssssssssseen 27
3-3. Biacore INSight CONIOl SOFEWArE DT T ... eeeeeseeeeesseeenssssssssssssssessessssssssssssssssssssesssssssssssessessssssssssssssesssssses 28
3-4. PLA/EC50 analysis using capture M Method Builder MBS ...........oomwvermmmssssmsssssssssesssssssssessssssssssseesss 29
T. MEENOT AEFINITION weverreeeereeer e sss e s s RS ER RS RERReRRnen 29
2.Variables @Nd POSITIONING ..ccieeeeeeerereseeseesseeeseessess et sesesssess et sssse st ss e s s s bR R bbbt 31
3. CYCIE OVEIVIBW ..ccerceeereeeeessseesssessssssssssssssse s st sssssssssss s bbb s8££ Rt 32
A, Platie [QYOUL ..o ceeeeeeteeeeeeseessees et tessess et eessess st sb s ess s b e s s8££ E 8488 E 8RR R R R bR 32
3-5. Biacore INSight EVAlUALion SOFEWAIE MZEAT ...oveeeeoseeeeesseeesssseessssmsessssssessssssssssssssesssesssesssssesssssesssssnsesssses 33
3-6. Evaluation item -PLA {2 EC50 @ workspace DfZsH 34
TADIE JUTRIL vt 36
PLA FESUILS w.coveeueeueeeeeeeeesseesessseesseessesssesssesessesssesssees s ss a8 E £ 2R84 R84 E 8484 R R RS E LR AR R bR 36
ECD0 FESUIES covureeereeruseeeseeerseeesseessseesseesssesssse st ssesssse st ese s e s s8££ 88888 E R EERER Rt 37
PLA SEEEINGS -.etuteueeeeeteeisseemseesse et eessesssesssesessesssess b esse s s b8R8 R84 84 RER R R R ARt 38
EC50 SEttiNGS @NU PAraMELETS ...ttt e es st sssss st st s s ss s ss s st s b et b bbbt b s ssnses 38




1. A&EROBEN

ARE#HI Biacore Insight Software (CAT>a>ELTGENIBIAER Concentration and Potency
Extension (CDWT. ZOFIRE AR ECDVWTAERERUIZED T Y . Concentration and Potency
Extension (& Biacore Insight Evaluation Software (AF Insight ES) J2l3 T/ Biacore Insight
Control Software (LAF Insight CS) (CBF> L —MHMhNIZNE T . Biacore T200/5200 Control
Software (CBIL TIFEDHR— MEREHTIIENEFFADTTERIZE,

AE#I Biacore Insight Evaluation Software User Manual Z7clCCERALTHDET , LOFEMR AR
SHIELLT D web R—=TEDIERARREBIMRN Z 17 )L 245> 0— RUTTHESRTZE L,

https://www.cytivalifesciences.com/ja/jp/support/software/biacore-downloads/Biacore-Insight-

Evaluation-Software

Concentration and Potency Extension (& Permanent. 1year D34 2 ADWITNHEHROHUVEIENT
F9, MAS(CBE T 2EFM LA T D web R—S&ISHRZELN,

https://www.cytivalifesciences.co.jp/catalog/44011.html



https://www.cytivalifesciences.com/ja/jp/support/software/biacore-downloads/Biacore-Insight-Evaluation-Software
https://www.cytivalifesciences.com/ja/jp/support/software/biacore-downloads/Biacore-Insight-Evaluation-Software
https://www.cytivalifesciences.co.jp/catalog/44011.html

2. Concentration measurement [cD\L\T

2-1. Concentration measurement OB E

EETEMEEIE DU TV OBERRTET BCL(F. FMATLET TR EEMRTOm A (CHVWTHEER
HREFRTY, FREMFRPERE(CHBIIIMEEEDY-ILEUTHEETTY , Biacore ZFIFAU
EETEIIURE, BN, BEME. BMEERETEOMOIFELLLERL TEBAIMENHNFET .

Bradford 3T Lowry SEREDHHEETERWCAERTEIY > IICEFNZI ST\ VEDRE.
EEUTUEIHRFBELTVD (FEETEERROR) I2/\NIBEEFNTLEVEI L. IRNEEIE
(LT ZRERTRDOITERNIEREIFOY O TILDBE (T DOIRIBELOFZENB IFSNER Ao
ELISA SEICLDBITERT(E B/IF S3BEDIZHD wash out DIEZETRIERTARANRIBEL TLESAIHE
0, B - BERICREFRICED/NTDELHNET . FLNBOFAETIHESNDT —FFI> RRA
> NOTEEENL I ICEDIRR{TINREETT,

Biacore TOREEZE(F. UV RDFELEETEDT T M FOHNLARIRELTIFSNZ R, T
BOBSEEEEEENTETEAMFHTY , TFATBEAI report point ZFIFHI2EDD. BIET —
ABERE >IN -UT AL ATEENDID . RatBRT —FI7 I I TEUIKL, FEINOIERNE
SNIEREE Y-S ARG ZOIREZBIUT VEWS A MY®HDET

ANZ17) CIETRERIAOY > TV e e L TRVEB S OBIE S B EEIC DOV THRL
F9, (FERNSESNBZRERITAE R (C—EDRIPE THEDIRUITIE TPV A RO RYD e
BIDBUNTEEY . EDIRUITONBIREHR(Z calibration trends DYERLICAAVSIL, PvtA DN TA
N ANZEVZHIET DI, AITEYA I EDIREMRT — 525 I 2L TRUT M AZELE T,
—EDREPR TIENIRENS Control samples (7Y ADINTA-X > ANV A AR T—EMHENHZN
ZHESRI BIHICALBNET,

Ty hENTWST> L — M direct binding assays (DBA). inhibition in solution assays (ISA) T s
CHERITHBITU TS surface competition assays (37> T — ISV EE A

Note : Calibration-free concentration analysis (CFCA) (& Insight T(&HR— VT,
E50ERBISELLE,

https://cdn.cytivalifesciences.com/api/public/content/digi-33160-pdf



https://cdn.cytivalifesciences.com/api/public/content/digi-33160-pdf

2-2. Insight TJAO—9 % Assay format DfiF5i

Direct binding assays (DBA)

ROBEENRYIO-FTY. YN R FEEIY -FyITRAICEZEFELHDVWEFr T Fr—LUT
RIFUET . RINENLE 731 M FOEREFE S-S LD slope MFEDIAZITOREEL R
>R (reportpoint) TREINFT ., Ffz DBA DY TILIRINEIC(E 7y A DR EEPRBE R [E) b
SEZENT ORNBEEERME (I2/\DAAD NG F) ZRINEEETIN AT LABEROR
ENm LU agb@d3HEOFIAEN A

Analyte
! Y

' Ligand

Direct binding assays (DBA)

Enhancement
7 molecule

Nlu
Y Ligand Y
—_

Figure 1 Direct binding assays (DBA) DIA—YYDM (FRIVNIAAY NI FHD)

Analyte




Slope ZFIF T35S Y-S ANERNRFESHIEAZ VB CENZL, report point ZFIFET
BIEEEFP S TIN NIYIZADFZEICELD ) V% B T DI T4 NRINEZRVWRENLENTT, T
TAILRT stability @ report point N'EEIEUSEINEIDTIES5ZFALTERVWTIN. CEETIE
MUTHERVEE A,

Response

Binding
level

Time

o

Binding
rale

Figure 2 DBA DLARYADESSE



Indirect assays D 1 D : Inhibition in solution assays (ISA)

DBA TIIMERAZEIZATELEDL AR AZEFCAVETH, IRAMED FOHBEDEERE T
L AR ANV NSLERATUICKWT T o COEIRT — A TIIARIARZDED TIIAL Indirect assays (BIHEE)
([CEDBITE - BEMTZEFELE T . ISA T detecting molecule DRENADIEEZPAEITZ7F51 M3 F
ZF)HAULE T, Detecting molecule (7751 MY FOESBEEXBA—ERE TH Y IIERESN
9, IBAEM(C(E detecting molecule (F—fli T 33T TN, HER(IC(E ZADIAREEHLEELE T
Immobilized analyte (CX393 detecting molecule DFES(CHRT BL AR R (. B TP DT FHS
1M FOELCREEFILET,

Detecting
molecule .
' () Analyte

N, Immobilized

. analyte

Response Response

Concentration log [concentration]

Figure 3 ISA DJA—YYbH



Indirect assays D 1 D : Surface competition assays
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Calibration trends D@

Calibration trends (3. E{THROEZ YA 7)UCHU TERI DIREIRZIBIE T DLICKD, IREIRDEK
DEZRIVRRYT MEAHIE T DEN TERHEEET T, Trend line (IR AEMEEDRIUVZRERE DL AR
AT REN. EHAIIOERIOMERRE trend line OEZFERULHERICIOTIEBERINET,
Trend line (& 2 5220 trend DIFBE(S Linear TIYT4JEN, 3 Ll EDIBE(L 4 parameter TIA
YT ENFET, Trend line DIfHCHDTOY Mz exclude TERIMNUIIHZE. trend line (JIERSINFEH
hio UTEHO TRYIDIREIREDERTSAIE UTARASH D VIR DIREIRLDBRRISAIEUIARAN
oolIZE R ENSORARDIRE (FFHEINEFEA.

Calibration trends Ti%#3R9J 3L, Calibration curve @ Thumbnails & Plots h' Calibration trends
[CESAZSNET,

@ a
. . . . . - . - . . . . . . . . . . . . Q
= - . . . . . . . . . . - . - . .
* . . . - . . - . . - . . . . - - . . .
. . . - . . -
S i i 7 i 7 i i P =
Calibration trends Calibration trends Calibration trends Calibration trends Calibration trends Calibration trends Calibration tre
T T T T
Control samples Conitral samples Control samples Contral samples Control samples Contral samples Control sampl
* L * ’ 1 4 [
® L] . * * L] ®
* * [ ] * . * *
.............................................................
Sampl Sampl Sampl Sampl Sampl Sampl Sampl
Channel 1 Channel Channel 3 Channel Channel Channel 6 Channel 7
>
[C]
RU Calibration trends pe/ml Control samples RU Sample:
. & 10 & . o
800 *
.- 500
9
[ . ] . 450 .
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Figure 12 Calibration trends ZBRAUEBES
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Thumbnails panel

ntrol samples Control samples Control samples

Samples Samples

Figure 13 Biacore 8 series T Serial concentration @D Thumbnails

Figure 10 M@ Settings (D Data grouping T EULANTERREINET , :EIRUI Thumbnail
(FT7IT1TIREELRRD, Plots panel (CFEHINERRSNE T, 821D Thumbnails %2774 TIREEICT
BCEBHOJEETHD., TDIHE(E Ctrl + click TiEIRL TZE L,

Serial concentration ZEUTUV3I55&(E channel BIZFEWTERICLDIEEHEL® control. &
KOT BRI I EETEER A

23



Plots panel

Calibration pg/m Control samples

g
‘A=

g
«

« E“@

Figure 14 Plots O—l

3 DDN\RIERRUET , EHSIZMRICEDIERELR. control. FRIADT -5 T,

Exclude (BfS) ER7E

" @
General Selection Chart settings
Exclude Curve markers
Exclude Global High interest
Exclude Local Identified binder e
«/| Show excluded data Ref. 4653ADS ‘v
¥ Show curve markers

Edit markers

Figure 15 Selection tab

JAZPZNA)DERET, EFNZLRITERICREZ S HFEOTOY MRS EE. EN

TNO Plots panel DA _E(CHBBEEEY—IN'S Selection tab ZFAE. BRIMNETEZITVE T,

Setting HaEsHEg

Exclude global BIRENZTOY ML TO Evaluation items h'BERIYI 2. ZEDH O
Evaluation items (CZAL>SBO[ | [N—IHNHIRT 3,

Exclude local BIRENTOY M IRTED Evaluation item RN TOHRIL T B,

X—/7T Plots panel RIcCERREN D,

Show excluded data | Z(DEYE(ICFTVIN A TVRIBE(L. BRIMNEESNIZTOY MIIREDX
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Table panel

(]
Analyte 1 Analyte 1 aﬁ
Cycle Channel Analysis Analysis Excluded Curve Solution Response Concentration Calculated Avg. calc. cv Calc. conc.vs
step purpose  step name markers (RU) (pg/ml) conc. (ug/ml)  conc. (ug/ml) expected (%) ¢
4 1 Active Calibration Calibration 1 Calib1 102,1 0,39 0,275 0,275 JO51 o
5 1 Active Calibration Calibration 1 Calib1 208,7 078 0,765 0,765 981
6 1 Active Calibration Calibration 1 Calib1 4255 1,56 164 164 105
7 1 Active Calibration Calibration 1 Calib1 857,2 3,12 323 323 103
8 1 Active Calibration Calibration 1 Calib1 1687 625 6,19 6,19 99,1
9 1 Active Calibration Calibration 1 Calib1 3304 125 12,4 124 994
10 1 Active Calibration Calibration 1 Calib 1 5826 25 251 251 100
11 1 Active Calibration Calibration 1 Calib1 8680 50 499 499 99,9
12 1 Active Analysis Control sample 1 Control 1 4105 159 158 141
13 1 Active Analysis Samples 1 Sample 1 6899 32,5 225 589
14 1 Active Analysis Samples 1 Sample 1 6803 318 225 589
15 1 Active Analysis Samples 1 Sample 1 2835 105 225 589

Figure 16 Table Dl

RATFEER(ETO Table (CFEFOTWVET, Columns ([CIRNB/ISTA—9ZENUWES([FA _EDiE
X—IN5ENL T2V, IBEREEBRICEENTIEETT,

Column HaEsag

Calib. curve

REBREAEEOIAEL CLWSIZE (MR HDIREIRNERT .

<Command name> SAITE method TANUEERENEHINTUVS, BE(IMERDEEDH

concentration SELESNTLBN,. (BUASZLTWERS) RO FREE NG EHIN
TWAItEH 3.

<Command name> SAITE method TANUTVBIBEIHRIRMERNEH IN TS, KL A

dilution DIZBEE 1 ERDTUVVB . ARIKE control [CDHEHEND,

Response/Normalized | | ;R — R4 > MIHBIFBL AR ANKRRENTWVWS, Parallel

response concentration ZZEHELTHD channel BEID normalize ZEFELTL\D5
513 Normalized response H'EC&idN TLV3,

Measured conc. REFMEHEINCEEN L& IN TV,

Calculated conc. Measured conc. * Dilution factor N'&RREN D, ANTBEREE.

Avg. calc. conc.

WRREEEIETAEL TL\3I5E0 Calculated conc.DFIE,

Calc. conc. Vs
expected (%)

CRIE method TADULTWBIEE(L) REKDOTFRIREICHTS

Calculated conc.DE|E%RY,

Avg. vs expected (%)

GRITE method TAALTWVWRIEENR) RADFHEECKH TS
Calculated conc. DIHEDE|&E%#RT
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3. Curve analysis (PLA & ECs0)IcDW\T

3-1. Potency measurements & Curve analysis OIIE

Potency measurements (3/\1 AEZEFRDHRESLURIE THHEINZLKOHDFHERDIED 1 D%
16U, BET 2FEMN OB RUCEMZNNREZESLT DD T I . ENIEERHIFBRERRED)
A7V T, EROEY)EREMEEBTE I B EICEOT potency ZIEIBRETEFI, cNEEd
BREY(C, ELISA 1° SPR N—ZREDFEETYEA T AR D FADFEDREEZAE I HIEERD,
surrogate potency assays REEMFE(ENBENDDET , FESHEYFHIRNREEDIZEAERT I IN(C
LD TED potency measurements (CX39 3 surrogate assays DEMRIENREDET,

Biacore TISHERIGHIHER dose-response curve (SIEY)E reference substance EHZERERY)
H test substance DI ECEE (LI BL AR ADTOVE) DLEEICELST potency HEHEiENET
Insight ES (C$1F% Potency measurements Tl& 2 DOETEAEZAVBIENTIEET. TNEN
Parallel line analysis (PLA) &3 ¥ RIBRE (ECso) T . MENEEZXT—)L TD dose-response
curve (F—AZMICSTEARELITHD. LAIBLU T RIBHAMRE FF BRI R RBEIFHZRFEET,
PLA (CLB5HMi IHRAZ PRI DMES (CE DV TITHN. EC50 (CLB5Tl(E 4 parameter BAEERITET
—ACHT(E$HBEIC LD LAIB LU M AENEARORE(ARKIFLET .

Figure 17 WEHIREZEOZEFD dose-response curve DZRHA
E5DERBISEE,

https://cdn.cytivalifesciences.com/api/public/content/digi-33043-pdf
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3-2. Insight TJA0—9% assay format

Potency measurements (& DBA DJA—XYNeERDFE T, T2/\DAXY MY FIAVBNERA. v
Fr—EEEBCENTIRET TN, T TFv—ELBELETEBL (— EMETHINENHDET,

—HEEVICETF S NS 9 mORE TAE T ENHERIN, TANEIR, Popis, ERAMTHR
([CZENTN 3 MM RVSNBLINEEEE CERAENET Y, PLA TORFTIFFRIERDERIC. ECso
TOR(F EAIS LU T AR CEE N KOEINET .

DAY REFEZEE(CTBETIERREDYF 1 MTH dose-response curve D TAEHIIRZSFE1E
BCRET RN TEET, LRUBIRICHEE R REF 731 MOBEEZ VI BIEU.
dose-response curve O _FAIFEHEFRICEETZCEZ2MTET ., BUIRUA Y RE(E assay
development TREL TWEKEDBDEEAN, HREFTORI—T1 I RA> LT 50 kDa FZEDTY
FEUH> REF B35 2500-4000 RU FEEZFHER TENERVTLLD,

FJz Concentration measurements E(XERD Potency measurements Tl Reference cell Z3&XTE I
BONMBETY, LELINETF AN ON MR (GRFRES IR ETVRV\EEIEFR T BI28(C
BAEEN2EDOTH. assay development DiEFE CZIOUIIFFENES (FEDBRMNIEDE/IMES
NRFNERDFER A . BRATEF(C(E Reference subtraction (LB FE (EEESNEH A

BIENES Concentration measurements DEE(FEERD. Reference substance  test substance
HIREEMIEISRIELEYS (Figure 18 £88) . Potency assay (FTe{EADDHTHA V)L EE KI5
DRIENBEIRIEN S TyA DRI NOFEZER/INRICT 128, EOT>TI THIRBENSIIE
([SAIELTVEET, J327 (0IEE) b—MRIICEESUEEA.

@ Reference Reference
Lowest Reference
concentrations Test 1 substance Reference
l Test 2 l @ Reference
@ Reference Test 1
Intermedi?te Test 1 Test Test 1
concentrations substance
Test 2 Test 1
l @ Reference i Test 2
Highest Test 1 Tést @ Test2
concentrations Test 2 substance @ Test 2
Group the sample run order by concentration Do not group the sample run order by
(low to high) regardless of sample name. sample name, even if this is more intuitive.

Figure 18 AIZEIR
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3-3. Biacore Insight Control Software D347

Insight CS (CT method OF> L —MeEITUET . BH. cNBOT> T — MTRERCFYIREm TYUH
Y ROBEIEEHTT TUTWBECANSRIAL RO THDFET (FvTFr—EDBOLISY) o LIeh>THI
M method (CTERIICUAY ROBEIE{LIFTE TEETZE,

cytiva  Biacore™ Insight Control Software (02

Instrument control Methods Runs  Action history

© oren

% Empty methods Name Description

® Surface preparation PLA/ECS0 analysis PLA/ECS0 analysis with reference sample as positive control.
% Assay development PLAJECS0 analysis using capture PLA/EC50 analysis with reference sample as positive control. Capture included.
P & Binding screen PLA/ECS0 analysis using enhancement PLA/EC50 analysis with reference sample as positive control. Enhancement step included.

P @ Kinetics/ affinity

% Concentration

% PLA/ECS0

& Epitope binning

Figure 19 Potency assay D method D¥EHF

PLA/EC50 DT> L — NI TFTOEONAEEINTVEY,

Method name HeEsRAE

PLA/ECS50 analysis ROBEARNBDTFE,

PLA/EC50 analysis using capture PLA/EC50 analysis D¥vJFv—iEhR,

PLA/ECS50 analysis using enhancement | p| A/EC50 analysis DI >/\>ZAX> MY FRNNAR.




3-4. PLA/EC50 analysis using capture ) Method Builder DfiZsk

1. Method definition

Instrument control ~ Methods Runs  Action history

PLAJECS0 analysis using capture 0 © Open © New
Mfe\thod Builder - 8 Series @ 2.Variables and positioning | 3. Cycle overview 4. Plate layout |'UB B
\4,'/

v General settings @ ® | | startup ® [ )
25 °C : & Addstep v
1 v Hz
Name Analysis vithin
ng buff
Buffer Purpose  Analysis hd
it ug/m
©)
Change units Flow cell 1 Capture 1 ® Analyte 1 ® Regeneration1 (®)
. . .
Flow cell 2
Property Variable Value Flowpath 2 - 3
Capture solution ~
mmen
tact time 60
10 'mi
ntrati imi
[ lar weight

Figure 20 Method definition D5%E

CCT(IRZFRABIEL T Biacore 8 series (CH1F3 PLA/EC50 analysis using capture O method Zf#

FUET

B= 2 e

@ Method
management steps

ENBIECERIBEEDEEZITD, Send to queue ZIF T I 3L
Method Builder QEE(CENRBLRIDTEFRI D,

@ Steps Method DEAIEBKZTEER T D. TNEND step DIENRUEIER
REJIRD 2. Variables and positioning Ti%EI2 (HIX(E
Startup DFENIRUEIERE) .

® Commands 18 <2 DIRVEZTEE I . Potency M method (CHULT(E Reference

cell ZVERE T\ Active cell DH TRITE - BT ZITORICSEE I 3.,
COEIT(& Fe2 DHNFIFENTLS (Biacore 1 series THEIE
(C 1 2070-IOHTHITE - B#ITNEITEND) . Reference
cell ZE&XTE I BI5E(d Flow path DIEEZZE I B,

Variables DFIYIRYIRCFIVIN A TVWBRIZEEFEZ T IILT
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ERZ2MEZANTBENTTEETHD. IRD 2. Variables and
positioning TFFHlZERTET Do

@ General settings Data collection rate (3 1 F2RCAIm DT —H%EEETDHEE

FI D kinetics BRATDISCE Y —I S LAORIREFIFAU AR
MTEIRVES. TIAILMDERARD 1 Hz TR,

Running buffer (3EHAT2350 B EROEIVESTALTS
<0

Concentration unit (HEBEZEEI 3N, FrTFr—aFPIV/N
DAY MY FOEE BN ZE R (CERERIRE THD.

@Steps i

@ Startup @ Analysis @

l 25 °C
25 °C

L "

Add step W

Purpose

Set temperatures

AERESLUY YTV - MY NREDRTE.

Startup

ROOY > TINERTESZFICTIO0-S AT ARSI Y —KREZFEH1E
I DIRIVE UL REEIE(C U BER P FYIZ Ry LB RS Y -3 A
DRUTMFAELT L. RUTMY analysis cycle ((S5X287&%85 1518
(CRVIDEH AN %EHZ—529 3, Startup cycles (& analysis steps EREIU
EHCTBZONLEELLN, BB TN EERGEREERINERZS
DIUIEEIRICBEIRZBEN DD T IAINTIL Startup with analyte &
VORI TARESINTLS,

Analysis

Reference substance 2 test substance ZH|E Y B step.
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2.Variables and positioning

@

LY
<R <B<H<H<HM<H<]:

#S &

@ Steps

200000000
100000000
"00000000
00000000
00000000
‘20000000 20000000
00000000 00000000

i 1) 0000 @
<@ eoee e
: 00 (11 1]
00 o000
1] (11 1]

ABCDEFGH  ABCDEFGH

Positioning settings A

Figure 21 Variables and positioning DF%E

eS8

HID 1. Method definition T Variables OFIYIHRYIR(CFTvI%" AN

commands ([COWCEEHIRERTEZITD. BH. 1 20D step AD 1 Y14 J)LHh
[SRIMENZBERIE 1 2D tray EICARSNTORIThERSBW. L —
MeSYOICE D DD IEREIRER W,

ZD step (CBIFBRHA1IIINEERT . BEEHEDTICURSTEUL, Startup
OYA I\ EEIEPURVBE(EED Add cycle #IFT I3 (RR) .

® Control

FRATESICRIFA TE2 05w RS TE T D, [P T(E Reference substance (CXT
U TEREED Positive control DIV HEETESN TS, BRAFEF(CTZOD Positive
control MDISVIHEERTESINIEY A% Reference substance &L TRk
Do

@ Positioning
settings

EDIDIVI AP BB B RZFAR I DNERE I . Biacore 8 series (CHIF
% PLA/EC50 using capture TI3ZXEN/3[E(C reference substance 1 test
substance ZH2{iI9 3. Biacore 1 series TIETERIDTL - NBOHIVIDE
RICBOTWS, £I2ERIASEE Vertical TER< Horizontal Zi#IRAIEETH
do

B DHREE(L reference substance Z7RU TV, AIERESRMFE 6 =&
RT3, 3-2. CREaRUIEEDIC. BAR(L 9 sazifiiEd 3, FhLAIEE R
([N I L substance HNEEFOTLBN, EBRSHRING 2B HREE
HBIEICIEOTVS (DD NoZHERR) o

FTIAIRT 1 MOTL—RTIIEL 2 MOTL—MNefER T 2REICROTLD
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RICHEBET 3., UL, Capture ° Regeneration DR AEFEUITIVINC
A T7)IHBEME T 3 pooling DEXENT IAN NTC A TWBIEH THD. TL—b
FIFABRE LT — MCRIERRZ 1% (C foil H septa TEEIDNENHD.
Pooling MEETENNNBITIVEIAZBHLEDTHTLARID septa TEZI B
ERHERL TV, UIeh T EOTL— M3 foil 2. HOTL — M septa %F)
FA931=8ICBfEL TLV3. Biacore 1 series DIHE I\ PIUFIFE T B+ vy
TREILABUNEC DAZBELE (LR TUS,

3. Cycle overview

N—AILICH'H\BBEREI® Reference substance HNECISIBEASN TVWIHHEERT D,

4. Plate layout

BiEAR A RBOCERI D,

Method Builder - 8 Series 1. Method definition | 2.Variables and positioning | 3. Cycle overview © Sendto queue
i Bottles Sort by Solution Number of wells ® \Volume
Buff 400 ml Buffer
] (T Solution Concentration Number ofwells Total volume
wl
- Capture solution - 32 6696
View Trays m Regeneration solution - 32 6696
Startup with analyte - 8 1080
Reference 1 0.313 pg/ml 1 55
Reference 1 0.625 pg/mi 1 55
Reference 1 1.25 pg/ml 1 55
Reference 1 2.5 pg/ml 1 55
Reference 1 5 pg/ml 1 55
Reference 1 10 pg/ml 1 55
Reference 1 20 pg/ml 1 55

Figure 22 Plate layout @ Volume summary DF%7E

KD &3 View (BT Volume summary ZEIRI 3¢ ZBERDONEBENTRREN DD T EEfw@(IC
&I T3,

@58 TUIES Send to queue TRITEZENMT B,
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3-5. Biacore Insight Evaluation Software D&{T

Insight ES (CTCRITERI7M I OE#TZEMUET . 1. Select runs (CTEEAMTUIZW I IV EEIRUE
. 2. Select evaluation method (CT Predefined Ti#iRU. PLA/EC50 OF N SRIERFCFIAL
127> T — MR IGUIERAT XY REIEIRL Open ZFRTF L TR,

cytiva Biacore™ Insight Evaluation Software

Create new evaluation  Open existing evaluation  Action history

1.Select runs VR ETREAENTE LT T G LT

User defined | Predefined
@ Surface preparation PLA/ECS0 analysis - Evaluation method Evaluation of PLA/EC50 analysis witt
@ Assay development PLA/ECS50 analysis using capture - Evaluation method Evaluation of PLA/EC50 analysis witt
> @& Bindingscreen PLA/EC50 analysis using enhancement - Evaluation method  Evaluation of PLA/EC50 analysis witt
> @& Kinetics/ affinity <
@ Concentration

& PLA/ECS0

@ Epitope binning

Figure 23 Insight ES TOf#rDIaHT
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3-6. Evaluation item -PLA ® EC50 @D workspace Dfi#si

FEMT method ZBEA I L. LT DLSK workspace NMHEHIRLET

ac- Sens

 Sattings

> Boundaries: None fs\
5 |

Select se

> Curve analysis: PLA

« Bel

> Binder prediction: None

(B)tisole PLAresuits FLacsiiings o

Group Control  Sample  Relative potency  95% confidence Commeonslope CommonR* Controlslope Samplesiope Control R* SampleR”  Slope ratio S/C
Tow

high

Figure 24 Evaluation -PLA (D workspace
&S B PRESREA

@ Evaluation | nsight ES (CH1F% 5 DDEARIR item types (. NEN Sensorgram,
items Plot, Concentration, Epitope binning, Kinetics and affinity T3,
Sensorgram (IO Y-S5 L\ ZHER I BIz8. Plot (I screening 1°
ranking, PLA X2 ECso DIRTEBRED LR~ MRA > MR- DI
Concentration (I{Z2EZFAVCEE EEHTDIZ8. Epitope binning (&
epitope binning DEEATDTZ8. Kinetics and affinity (3 kinetics 1° affinity
FRATDIZHICAAVBN S, B#AT method ZIEAI2ELKONEBEEITHIRT
20 BEHBNIL item DHEKREINS Clone ZEUSUIZD. Home h'55%

@ item 7AI>%7IIUTEINT BIENTES.,

@ | settings ERUEVWEIY -5 APBATUE WL R — MRA Y RDBTERITS (18

i) .

@ Panel Thumbnails: @0 Settings T:XEUIN\IA—%EFRRIT S,

Plot: @D Thumbnails TiEIRENIZ channel Z®TIA—HA9I3 (&

i) .

Sensorgrams: ®0 Plots TR&N3T -5 TFUBRZLVKEBD7I71T
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IRRE(CTBTET, DT —HDTTERB T IS5 0% FRRT B,

Table: ©0 Plots %Z7t(C PLA 12 ECso CRRMTESNIAERZ®(CERRID (18

i) o

PLA fRHFICE(TS Plot JSRIVAID Settings D Curve analysis

PLA OFEMTICHWVTIE Plot /URILDBEEEY—INS Curve analysis HEIRTEEFY, TIAINNTE
Plot /UL (S reference substance & test substance TEIED slope NMANML TWEI N, Individual
fit ZIEIRIBEENTND slope NHIRUET

=
=)

- -
- =] X
23] =1 o
= = =
| |

-

ability @arly_1 Relative

i
=

Analyte st

(]
o
=]

=]
-
o

T
001 0
Analyte 1 Concentration pgim

Show
ol Comman fit
ndividual fit
Analyte 1 Solution
Reference 1

M Sampls

Figure 25 Slope DR
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Table /AL

@
Plottable PLAresults PLA settings Q
Group ,  Control Sample  Relative potency Commonslope CommonR? Controlslope Samplesiope ControlR? SampleR> SloperatioS/C  Fit mes
Cch1 Reference 1 Sample 1 Referen *
Cch2 Reference2  Sample 2 9,73 -8510 0,512 4840 -2,19e4 0,469 0,555 -4,52
Ch3 Reference 3 Sample 3 49,5 2750 0,700 2940 1520 0,400 1,00 0,516
Ché4 Reference 4  Sample 4 -1330 1,00 Referen
Chs Reference 5 Sample 5 1680 -1020 0,540 -850 -2260 0,0806 1,00 2,66
Che Reference6  Sample 6 3970 1,00 Referen |
“ »

Curve analysis HSEHEN S, Table /URIVICIE 3 DOYTHHIRLET .

Plot table Plot /\RJLICRRENTVS/\SA-INEE &SN D.

PLA/ECSOresults | p|A fEAFTHESR$H DU\ ECso FRITIERNRREND (#3k)

PLA/ECS0 settings | Fit mode #J> A #EAUIBEOEN T REND (k) .
(and parameters)

PLA results

Plottable PLAresults PLA settings Q

Group ,  Control Sample  Relativepotency Commonslope CommonR? Controlslope Samplesiope ControlR? SampleR? SloperatioS/C  Fit meg

Ch1 Reference1  Sample 1 Referen

Ch2 Reference2  Sample 2 9,73 -8510 0,512 4840 -2,19e4 0,469 0,555 -4,52

Cch3 Reference 3  Sample 3 49,5 2750 0,700 2940 1520 0,400 1,00 0,516

Ché Reference 4  Sample 4 -1330 1,00 Referen

Chs Reference 5 Sample 5 1680 -1020 0,540 -850 -2260 0,0806 1,00 2,66

ché Reference6  Sample 6 3970 1,00 Referen _

< »
Parameter HepESHER

Relative potency | Reference substance (CX19 3 test substance DRI N R REN B,

95% confidence XD 95%EFEX D T BRE LR, HXtMHA 1 DB, reference
substance & test substance ([FFER(CEAUMNNZRTEVNDITETHINS.
95%SFEXEN 1 ZEFRVEFERS 2 DD substance DN AFERICE
B3GR ITITEND.
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Slope BEFJ1YT74>) DAEE, Common. Control. Sample [CDVWTERREN B,
R BRIy T4 > OEE%REL. Common. Control, Sample [CDWVWTERRSN
Do
Slope ratio S/C Sample & Control DEEDLE,
EC50 results

Plottable ECS50results EC50 settings and parameters

Group , Control
Ch1 Reference 1
Cch2 Reference 2
Ch3 Reference 3
Chs4 Reference &
chs Reference 5
~hc NDafaranca =
<
Parameter
Relative potency

-

Sample  Relative potency 95% confidence Fit message
% low high
Sample 1 142 0,107 1890 =
Sample 2 716 0,0871 588e4  Reference 2 EC50 value outside data range; Sample
Sample 3 2,26 3,35e-12 1,53e12  Sample 3 EC50 value outside data range
Sample & 181 6,34e-4 5,16e7
Sample 5 346 0,00
Cramnla € 11N £ TIOA O 2 70AIN Nafaranca € CACNAvnliin Ankrida Aata ranan: Camnla v
»
HERESHEA

Reference substance (CX1 93 test substance O IHTRTREN S,

95% confidence

X SEAD 95%EFAX D T IRE LR, I MMM 1 DEF. reference
substance & test substance ([FTER(CEAUMNNZRTEVDITETHINS.
95%SFEX BN 1 ZZFRVEEFERS 2 DD substance DR AFERICE
R3LEERITIIEND.




PLA settings

2O tab AITI Fit mode AT>3YET1yT4>JIR5R (BERMEOEE) OFRENTREINET, Ty
TAIBRREL AR ATERRENZ @D TNEND L FENAIRNSOEIE TRRENET

Plottable PLAresults

Group , Low High
Ch1 -2697,1 -1263,5
Ch2 -277183 40039,0
Ch3 -9806,5 10667,6
Ch4 -8469,8 -4710,3
Chs -7612,7 -2801,7
Ché 48306,9 1926233

PLA settings Fit mode

® Original data

Lo (%) ngh (%) B Mossage Normalized data

20,0 80,0 Reference 1 not enough data; Sample 1 not enoughdata  *
20,0 80,0

20,0 80,0

20,0 80,0 Reference 4 not enough data

20,0 80,0

20,0 80,0 Reference 6 not enough data

@
o

Original data TEDLVARZZANST4974>7 S 3,
Normalized data | =3, & Ri—J ZEERY (CIER LENTT — (T RlE HAMLERE D«

wh&EtE3,

EC50 settings and parameters

ZD tab AT Fit mode A7>3>¢ 4-parameter fitting D/NIA—IHRRENE T,

Plottable EC50 results

Group , Curve

Ch1 Reference 1
Ch1 Sample 1
Ch2 Reference 2
Ch2 Sample 2
ch3 Reference 3
~h7 Camnla 7

4

EC50 settings and parameters Fit mode

EC50

1,30
9,10
0,189
0,264

2,75

177

® Original data
Lower asymptote Upperasymptote Hillcoeff Chi? Function Fit message

Normalized data

Restricted fit

-1920 -4070 178 2,33e7 4param

-2280 352 141 1,14e7 4param
-9,75e4 -3180 459 9,63e6 4 param Reference 2 EC
1,28e5 -3070 491 2,50e7 4 param Sample 2 EC50
-1,31e4 -8370 1,64 9,34e7 4param

SAtAn LZhAL ACCZ  CONAT 4 nar - CamnlazCren Y

»

&
&

Fit mode HaEsHAE

Original data TEDOL AR ZANST1YT41>T T3,
Normalized data | &3,/J¥4 Rp—JZE(ABBIICIERR LN T —A(C TRl _ERIERASRE T4
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yhatE3,

Restricted fit Reference substance b test substance BEIU_E T ERAARE. BIUEIREE
E2LFNFIENTZT1vT4>4 , Test substance DT —HCDVWTI1wTA(>Y
ZITICHIED, TDREREDOT —INEUS TERVGESDERATICIRII D,

Parameter HpEsHEg

EC50 ECso DEZZRTRT Do

Lower asymptote | T{A#mHaiRE

Upper asymptote | +{I#iiis

Hill coeff EILFRER
Chi? A —ZAfE
Function I1YTAZIETIWERI N, BRAE(L 4-parameter ([CUNFIBLTLRL,

Table J{RJVAID Settings M Curve analysis

o]

- (G
Curve analysis m

® Ratio percent
Ratio

Logarithmic

Setting HEEsHEg

Ratio percent | Test substance 0 reference substance (CX19 248Xt Hfliz% TRRT 3.

Ratio Test substance @ reference substance (CX1 9 24X Dz EMETERRT 3.

Logarithmic Test substance @ reference substance (CX1 9 248X S flixEEEL 10 DXTER
T&xRI 3,
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TEL:03-5331-9336

@ Higs 7 JA—-H—-EX
(EXH®D 9:00~17:30. EEZERNICIEVDZIEIR)

FAX:03-5331-9324 (E8532(7)

® BB EIHIBERICALT

(SNAAFALIRS4> EEBD 9:00~12:00. 13:00~17:30)
BRAICIEVOZERE. WRORBHIOES 2L THIZE,

O : AKTA. JOYN 571 —BaER e

O : L7I7EER M

© : EXABEER M. BERFETRE

@ : IN Cell Analyzer. DyhY >R, ZOME R

e-mail : Tech-JP@cytiva.com (E54)

@ iNHR TEESHEEE

(EZHO 9:00~12:00. 13:00~17:30. FEZERNICREVOEEIR)

) BEIARICBRUTEZSFLNVLLEVLIERE, BESFAOEE, BT -E20Mm £, MO
EROHICH BB TVWEEEGENHNFT.

F) 7F0JERRE TES BRI TERVMGERBZOFESFFEIIEN ARL—F—(OBHDET,

www.cytivalifesciences.co.jp
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Cytiva / Tokyo, Japan

JO-)VSATBAIORT)03-ZX2v )Rt

T169-0073

BRREPHTIEX B AR 3-25-1 Y2 VBN FU)
BEIEE  NAAFTILIRSA>
TEL:03-5331-9336

e-mail : Tech-JP@cytiva.com
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