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* Solvent correction (IARE contacttime 10es0e
Dissociation time Os
° ﬁﬂi}%{"ﬁ%@i@L\G)Tﬁ%ﬁ?%%ﬁéb&?ﬁ%ﬁ@ﬂ Fragment concentration Typically T mM for all fragments
VI E RS Z2 (-TFRARNIORS (IS, Regeneration ot used
NOI—IUEEERIIUL AR 2R TS) oo
Startup cycles Include 1 to 3 startup cycles to equilibrate the system

before injecting the first sample

Reference subtraction Not used
Extra wash Optional (50% DMSO recommended)
Extra wash does not pass over the sensor surface
Solvent correction Not used
Control samples Not used
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Parameter Value
Flow rate 30 pL/min
Contact time 20to30s
Dissociation time Oto15s

Fragment concentration
Regeneration

Extra wash

Molecular weights

Startup cycles
Solvent correction

Positive controls

Negative controls

Blank cycles

Typically 1 mM for all fragments
Not used

Optional (50% DMSO recommended)
Extra wash does not pass over the sensor surface

In Biacore systems with dedicated support for Binding level screen, molecular weight of both immobilized
target and fragments are required for full evaluation functionality

Include 1 to 3 startup cycles to equilibrate the system before injecting the first sample

Repeated at regular intervals. The recommended interval differs in different systems. See the system-specific
documentation for details.

Known binder (not necessarily a fragment) that dissociates rapidly

Repeated at regular intervals. The recommended interval differs in different systems. See the system-specific
documentation for details.

Prepare negative controls in the same way as samples, using buffer instead of fragment. Do not use
running buffer.

Repeated at regular intervals. The recommended interval differs in different systems. See the system-specific
documentation for details.

Repeated at regular intervals. The recommended interval differs in different systems. See the system-specific
documentation for details.

Distinguish between blank cycles and negative controls. The cycles have different purposes even if they can
use the same sample.
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Parameter Value

Flow rate 30 pLimin

Afflnlty screen _C‘(j:*ﬁﬂljg/} \7 t@%ﬁg%ﬁﬁaﬂb Contact time 30s
aff|n|ty (KW&&EU M Ny&m M) % Il:l:ll Dissociation time 30s

Fragment concentration Typically 1.5-fold dilution series from 1000 to 50 pM

ﬁﬁgll‘ﬂzb IU\L\jjg X/ I\O)tw(ﬂ_RmaX COntrOlﬁﬁd) . gzi:ij{m%DMSOrecommended]

Extra wash

Q%H 3_5 tB@% Extra wash does not pass over the sensor surface
F— N <

Molecular weights In Biacore systems with dedicated support for Affinity screen, molecular weight of both immobilized target
and fragments are required for full evaluation functionality

ﬁl%d) afflnlty 5EUIEO)ED Solvent Correct|on %Z‘jﬁ Startup cycles Include 1 to 3 startup cycles to equilibrate the system before injecting the first sample
—_— < S — —_— Saolvent correction Repeated at regular intervals. The recommended interval differs in different systems. See the system-specific
770 >(/ |\(3:1 jd)j O%EQ 7 8 ,“\ , 0) 9 documentation for details.

%Hy?a Fositive controls Known binder (not necessarily a fragment) that dissociates rapidly

Repeated at regular intervals. The recommended interval differs in different systems. See the system-specific
documentation for details.

o AN VA
7|-\§] \/{ tl/El\q:% N *j] ] \/4 E/E\q:% BHR{%; MNegative contrals Prepare negative controls in the same way as samples, using buffer instead of fragment. Do not use running

buffer.

Repeated at regular intervals. The recommended interval differs in different systems. See the system-specific
documentation for details.

Rmax control Included or determined in a separate experiment

Blank cycles Repeated at regular intervals. The recommended interval differs in different systems. See the system-specific
documentation for details.

Distinguish between blank cycles and negative controls. The cycles have different purposes even if they can
use the same sample.
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LMW screen -assay setup

HBNLREYNPYTEER R

LMW screen CTIFERN Y INIE(CHU THHEENES

79 2EEYZIER
BB CTOZZHRINA A — b EY = BRI
BE1EE 30pM TRl

Cytiva

—

1R-JRP RNIKAICERD K—LANRD

Parameter Value

Flow rate 30 plfmin
Contact time 0stoB0s
Dissociation time 60s

Sample concentration

Regeneration
Carry-owverinjection

Extra wash

Molecular weights
Startup cycles

Solvent correction

Pesitive controls

Megative controls

Blank cycles

Recommended starting value 30 pM

May need to be adjusted according to the expected binding affinity. Use the same order of magnitude as the
expected affinity (for example, if uM affinities are expected, use uM concentrations.

Mot used
Included to detect “sticky” compounds

Optional (50% DMS0 recommended)
Extra wash does not pass over the sensor surface

Required for adjusting response levels for molecular size
Include 1to 3 startup cycles to equilibrate the system before injecting the first sample

Repeated at regular intervals. The recommended interval differs in different systems. See the system-specific
documentation for details.

Known binder that dissociates rapidly

Repeated at regular intervals. The recommended interval differs in different systems. See the system-specific
documentation for details.

Prepare negative controls in the same way as samples, using buffer instead of compound. Do not use
running buffer.

Repeated at regular intervals. The recommended interval differs in different systems_See the
system-specific documentation for details.

Repeated at reqular intervals. The recommended interval differs in different systems. See the system-specific
documentation for details.

Distinguish between blank cycles and negative controls. The cycles have different purposes even if they can
use the same sample.
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LMW kinetics / affinity DF= & 5l YLIEIRE 1RV DRRIRE A ANGES
Biacore 8K/8K+ Biacore S200 Biacore T200 Biacore X100PP
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LMW kinetics/affinity -assay setup
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LMW kinetics/affinity C(IMZBYA>NIE(ICITUT
kinetics T DL\ affinity Stz EHE
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IEERIRmax < 20 RU (HR)

Cytiva

o 7 &

1R—-JRD RNKAICERD K—LAERD

LMW Kkinetics/affinity

(Analyte) Flow rate > 30 uL/min

(Analyte) Injection type Single cycle kinetics

(Analyte) Contact time 60 sec

(Analyte) Dissociation time 180-600 sec

(Analyte) Pooling Optional
(Analyte) Concentration 0.1-10 X Kp
(Ligand) Flow rate 10 uL/min

(Ligand) Contact time 60-180 sec (Theoretical Rmax<20RU)

48



Cytiva

49



o [&r

(BI3E1) EDIRZZH>TINCDONT
. REMHBIFNEZOFERIRL CEALUTRIZERL
RISHEEFEINSUIL— RS> TV ISR ? . BE.IOIJEENR (HBS-EP+IfEEE) (LT 2~201E%12
_— : EAIRUCHIA
e J(JUR—YDEE LT
o e . —H5CRXTHED (14000rmm, SminfRE) HBL
- KIGRIBEELF LIV =S a AR EIC DR ERRIFERZEL TUVBRED
.l EENIBNS

- IRFENEEIESTZI5S(3 NSB Reducer (BR100691)
ZHEEE 1mg/mLICRR LSRN NIIHDFI TE 2R84
D (OYAEVNSEFERRBDOTINA AT LIRNSAIN)

IS A ORI TER]EE
* Fab

* sckv 5 ' '}
. ZOMYANLSDIT He L ¢ -

Cytiva 50




Cytiva

. : . S
(BIHE2) Multi cycle j&&Single cycle SEDIEL) o

RU 1-5 RU

90| ¢—
Multi cycle 3%

]
o

asuodsay
w ol
o o
/
{
‘}31@ "dsay

i
o

-10g

100 200 300 400 500 600 700 800 900 1000 1100

_5 T T T T T T T T T 1
100 200 300 400 500 600 700 800 900 1000 1100
Time S

Time S

Multi cycle & Single cycle i&
ZEEMERSA VI TRIET S ZEE>BE—Y1II) THET S
Pros - HHEBPGE, o BHEBREIRE (BERERVG > RCEEATIEE
o TPI1ZTA—FEMTIC(ELENNS o REENMEVY D) TEDIERHERRITEN TEEF
o FVIFVv—ECBIFBRUL Y RKEESHID RN
« 1 RUNODBFREIFEHET. UH> REIEOSZEZZIFIKL)
Cons |+ BEEHAORITNINE o FVITFV—BOR-2514> RUT MIZTE TR\ EEE
- BERE#LY>TIVUSERAT] (Biotin CAPture kit 9 9 &)
o  FREROIEE(GEVY YT TAF

laf

R—ANERD

51



Cytiva

DIURICHITD

o b= RRERPOHUK

- MRURE TR

o JuAREUAOREUSZFY T Fr—ik

Screening

S

HANRD-JJ0-ME o

- RBREHR
o HFUAZRUHN D REUIEFYTFY—iE
- NMREZTRE TR

Characterization

Yes/No Kinetic
binding screen

Epitope
binning
N\

Kinetic FcRn Active
analysis binding conc.
N\ N\

laf

K—ANRD

52



7 s

Kinetic screen DI E HBHCRS H-bnED
(2ffi725) IR ZUA >R, FRZUH > R
ERRETE
ENOHRAEEE I~ KRS RETEDSensor T D s
Chip Protein GRETF T Fr—
DR SR THITEN BT 54 ML TL @

F5¢& kinetics BEATH TER0) \/
NIRZUA Y RETRRTE (EEEH) s RIEE

194
(BT EBHEELTUESENER) T T
+ [RLEDIBEFHAROUN>Y REEMRUR DT EHER — Act

AffinityEAvidity(c DWW T
LDRCERAFT S

Cytiva 53



TADF v I Fv—k

Sensor chip Protein A, G, (L)
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mammalian IgG

Protein A Stability of mouse IgG1 is quite low, so kinetic studies
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st © Human, rat, mouse, rabbit, sheep, goat, pig. cow, horse IgG
Not bind chicken IgG, human IgA, IgD, IgE and IgM

Protein L Kappa light chain subtypes 1,3 and 4

Not bind bovine immunoglobulins ( so useful for antibodies
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Stability early vs Capture level O
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Off-rate ranking
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Kinetic screening
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1R—-JRD RNKAICERD K—LAERD

o]

No

FeBMTH 353 FabBMiI'E2
No
higG3EST Yes
V
CM5 chip [Z CIM5 chip [Z
Human Antibody Capture Kit Protein G chip Protein A chip Human Fab Capture Kit

Tkt HMuEE =HE =HE THiFabinids
+aEEEL +aEEFEL

J,-, l i |
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Assay setup
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1R—-JRD RNKAICERD K—LAERD

=3

Mo
FcBMiN &2
No
migG1ESD
Y
CM5 chip [Z N
Mouse Antibody Capture Kit Protein G chip ?iﬂ;?i%gji

THY DA E =EE AR

+HEEEL =

J,-, l i
Cytiva [ Assay sotup @ ] 0




Protein A, G, LICDU\C

A CEFEMELYIT ISR, LUV CofA [CER

Protein A, G, L i'&pSHUSHEITE{ILESNTVBINSD
Sensor chip (& Ready-to-use TEFRD TIEMRAY(CF
FAB]gE

212U Protein A (3 higG3 LU migG1&. Protein G (&
migG1 EDFRFNIINBVHBNIEZTVZEH. INHDFY
J=FATREIIEHEL  FvTFv—Fybaifss

Protein L chip (IR=ZF4> RUTIEEZ I Lo
Characterization [C[3ZAR @)=

FTEGRD PrismA chip (3 V.3 EFEE TR0
Characterization [C[ZAR[E=

Protein G, L chip (&Certificate of Analysis NI TSN
L\2sb QC TOFIFHEIEHESR

Cytiva

Antibody species ProteinL* ProteinA Protein G

Human lgG1 4+ -+ 4+
Human lgG2 i+ +H++ +++
Human IgG3 +H++ © .
Human lgG4 N 4 et
Human IgGA S ++

Human IgGD S ++

Human IgGE it ++

Human IgGM e+ ++ -
Mouse lgG1 F—— © ©
Mouse lgG2a 4+ 4+ -+
Mouse lgG2b e+t 4+ +H
Mouse IgG3 it ++ +++
Mouse IgGM ++ +-

Rat IgG1 e+ - +
Rat 1gG2a R - 4
Rat 1gG2b St - ++
Rat 1gG2c +H++ + T+
Rat IgGM + H-

Rabbit Ig + i+ -+
Hamster Ig R + ++
Guinea Piglg ++ 4+ 4+
Bovine Ig - ++ +H+4
SheepIg - +- ++
Goat Ig - +/- ++
Piglg it F HHE
Chicken Ig + - =

o 7 &

1R—-JRD RNKAICERD K—LAERD

Antibody fragments Proteinl* ProteinA ProteinG

Human Fab FS + +
Human Flab')2 ++++ + +
Human scFv ++ +

Human Fc - ++ ++
Human K 4+

Human A

* It should be noted that recombinant Protein L binding is restricted to specific subclasses of

the k domain. Thus the affinity indicated in the table is not general for the IgG subclass but
accounts only for those antibodies carrying the right kappa light chain [see table below).

Antibody Protein L
k light chains

Human kappal +++

Human kappalll

Human kappallll FRTES
Human kappa IV +HH+
Mouse kappa | +H++
Mouse kappa Il

Mouse kappa V +
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Kinetic screen -Assay setup

Cytiva

Protein G @

Ref(Fc1)

Report point-based screening

Blank "M &

Act(Fc2)

Sensorgram-based screening
FEBlank

7 s

DZHICRD K—LARD

SSES * Capture level « Off-rate ranking

* Stability early, Stability late * Kinetics screening
(Analyte) Flow rate > 30 uL/min > 30 uL/min
(Analyte) Injection type Low sample consumption High performance
(Analyte) Contact time 60 sec 60-120 sec
(Analyte) Dissociation time 120 sec 180 sec
(Analyte) Pooling Optional Optional

(Analyte) Concentration

Use the same conc. In all cycles

Use the same conc. In all cycles

(Ligand) Flow rate

10 uL/min

10 uL/min

(Ligand) Contact time

60-180 sec

60-180 sec
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Screening ([CHIFTBDIEDEE (& ?

100 nM TR

o FUEN—ARBIRYIOINIBDGZS. TUETUARIGD
kinetics (FH&Z ka = 1045 kd = 10-5~-3<BLNYNF D

o FAX(F ka=10%kd =10, Rmax = 500 RU £UTzEE(C
7oA M ENENOREE CRILEZEEDSZ1L—

23> 54

« M&D1RORERITHRBLARYAZBBIHICIE

100 nM TRIITNIEE+DEERD

Cytiva

Response(RU)

1700
1600
1500
1400
1300
1200
1100
1000

900

800

5

1R-JRD NKBIICRSD

Sensorgram

1000 nM

e 100 nM

lat

R—ALNRD

_____________

-------------

/ 10 nM

30 60 90 120 150 180 210 240 270 300

Time (seconds)
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(Sensorgram-based screening(c$113)
Blank MEXTEICDUNT

Blank 3BV > FBICHUSTEINED ?

* SensorgramZfEAT 9 BER(E. 7F 351 MOEREDT -4
(=Blank) ZEUSUI LTV F 314 M3FADDT—5H
SBlankZZ=UBIKCET. RUT N, #tEY )1 A FE4FE
MFEE DR EZINZ 2 ENDD
« ZOELKT. £2TOVAARICDOVWTOOREDT —4E
QT F A NI FADDT —A%ZEUS T BENEFLL

o — A TEFURICDOWTBlankZERDEZ L — T MO EL R
DT, [5-100 1 BE(CRRBIBTUUARRep) 2TV
Fr—Ule L TOREZED, ENZBlankkd B 1ELVD A
SEZENBCEBTEE

Cytiva

IR Setup

o 7 &

1R-IRP NKEICERD K—LAERD

AN=TYRER

Cycle 04
Cycle 05
Cycle 06
Cycle 07
Cycle 08
Cycle 09
Cycle 10
Cycle 11
Cycle 12
Cycle 13
Cycle 14
Cycle 15

Ligand Analyte

CNCNONON N NONONONON N

OBIank

CNONCNONCNONCNONCRON)

Ligand Analyte

'Rep OBIank
@ O

Cycle 04
Cycle 05
Cycle 06

O
&)

Cycle 07
Cycle 08
Cycle 09

Cycle 10
Cycle 11
Cycle 12
Cycle 13
Cycle 14
Cycle 15

Q00000000
)

\

Q00000000
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Kinetic analysis D1 E

YA ITA—=IY NI Screening EFIEFREIU

« NURIRBRREOEDZ(ER

« ETRNINFHAINEZRUTWDIH S 2IINBAIIVE
eHED (NS ROBEEE. BIUIEHER kd BHO
E=N5)

« UL ROFYITFv—ENSIEmAIRmaxZE LU, 77
1M EDFOBZEF <50RU (B%R) #2819

Cytiva

LI 1777777777

Fre s or YORHLAK
Protein Aor G

MAYTHUR BE

I

7

laf

DZHICRD K—LARD
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N=IR?D DIFFIICRD HK—LARD

o]

No
FeBMTH 353 FabBMiI'E2
No
higG3EST Yes
V
CM5 chip [Z CIM5 chip [Z
Human Antibody Capture Kit Protein G chip Protein A chip Human Fab Capture Kit

Tkt HMuEE =HE =HE THiFabinids
+aEEEL +aEEFEL

; l i J,-,




AADYIZFUKRICHFDHERIYR Characterization D—7J0-4y 7| [&f

«MN=IRP NDIEEIICRD K—ANRD

=2

Mo
FcBMiN &2
No
migG1ESD
Y
CM5 chip [Z N
Mouse Antibody Capture Kit Protein G chip ?iﬂ;?i%gji

THY DA E =EE AR

+HEEEL =

i b
Cytiva [ Assay setup @ ] o




Kinetic analysis -Assay setup

Cytiva

0 200 400 600  BOD 1000 1200 1400
Time (5]

Kinetic analysis

Blank Setup

A

DIERICERS

(Analyte) Flow rate > 30 uL/min
(Analyte) Injection type Single cycle kinetics
(Analyte) Contact time 60-120 sec

(Analyte) Dissociation time 180-600 sec

(Analyte) Pooling Optional
(Analyte) Concentration 0.1-10 X K,
(Ligand) Flow rate 10 uL/min

(Ligand) Contact time 60-180 sec (Theoretical Rmax<50RU)

Cycle 04
Cycle 05
Cycle 06
Cycle 07
Cycle 08
Cycle 09
Cycle 10
Cycle 11
Cycle 12
Cycle 13
Cycle 14
Cycle 15

Ligand Analyte

N NONON N NONONONON

OBIank

CNONCNONCNONCRONCRON)

lat

R—ALNRD
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Concentration & Potencl:_x

Biacore COiHIE=E I ERIE

Cytiva
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(SEEL L)

TOMBDTF:

Ho#HESEEEIOYIIINDREES

Bradford i&. Lowry EREDNEEHZAVCAIER

- N\ EBEZETEE

- KEUTWBRI)IIEEEFNTLED
IRXEZIBIEICTHAIER

- EBREIF DY T )T OB ELOFZEHD
ELISA [CKBREES

- Wash out DVEZETRIERITARAEHIINTLEDS

- 1Zi. BERICBREFICLBNGDOE
- I RRA> Ry A RO TEBEMEOER I FEIEE

Biacore Ic&d (EEmEfEO) BEES
— ELISA OF Xw MEARL

- REUVERBAROEMEEENEE O TVREIELL
EEEENTER

Cytiva

Relative response

o [&r

1N—I=RD R—ALNRD

29

e aees
ae - F:1. 1.3

Standard curve that should be
RU used to correctly determined the
14007 concentration of the samples

12007

10007

Standard curve
800 1 (always) used
600 7
400 =

200 7

200+ t ' | r y 1 . ' {
-50 4] 50 100 150 200 250
Concentration ng/ml
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Report point and sensorgram-based assays

Report point-based concentration assay @

Cytiva

Response (RU)

Response (RU)

1000

800

600

400

200

0

1000

800

600

400

200

T Standard
] 2
Sample E=

b (@]

| o
4

| —
o

- o
(D)

] o

] l l l ' l l |

0 50 100 150 200 250 300

Time (s)

Standard report point responses
fit to four-parameter model

Sample conc
25 nM

0 5 10 15 20 25 30 35 40
Conc (nM)

S [&r

1R—-YRD h—=ALANRD
Sensorgram-based concentration assay (CFCA)
160 ] .

+ Sample analyzed 100uL/min
) 120 at two flow rates
°
2 80
o
Qo
3
o 40

0
-5 0 5 10 15 20 25 30 35
Time (s)
160 Curve fit to CFCA model

_ 120 /
2 1 Sample conc //"/
2 g0 25 nM
§ T __/
S _—

| !___.-P‘ _______d—"

| | 73
-5 0 5 10 15 20 25 30 35
Time (s)
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* Active cell DHZFIFHT S (reference cell (FAE)
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L)

Assay design C—))

Sample

Detector
Antibody

— JEH I

/=

Sensor chip

Cytiva

=3

Relative response (RU)

3000

2000

1000

ITEDE ARG

Sensorgram

Injection

Standard Regeneration
(ng/mL)

50

20

8

3.2
1.3

0.5 |

1 1 I 1 1 1
60 80 100 120 140 160
Time (s)

o 7 &

1R-JRP RNIKAICERD K—LANRD

Data evaluation C—))

Standard curve

3000
2000

1000

Relative response (RU)

15 pg/mL

T T T T T 1
0 10 20 30 40 50 60

Concentration (ug/mL)

(IRERZAVER)
i=PERTECH TS Tips
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o 7 &

BEO——RILEIFOIAFTAICBITR v ( % I A VED AMMIED A BAED

Serial assay format

I EF P RILATITONBHENENDOF v RILTE

(C Calibrant "AHELRS

Cytiva

00 O 000 @
00 000 0

00 000 O
00000 00
900 | 00
o 90 O O
. 900 000
9 000 00
o0 . 00 ©

@, 000 09

(O@OOOOOQ
0, 900 00

Parallel assay format

« BRB3FvRINTERBEED Calibrant ZAITE
o ZAREBIRYA)LEIIC normalization B4 )L E

One cycle
callbration

]
Cantrols{ ’ . . .

L 11
Samples - B ®

Calibration curve 2 . .' .
Channel 1 . . . .

normalization 4 8 ¢ D E F G H

77



MREMRZ L CAREAIED YA IA—-NYH

Direct binding assay (DBA) & Inhibition in solution assay (ISA)

DBA (IRGEZBNLYIO—F
I\ ZAX MSBAIERNADE LK RIETF5A
NEE (CHHIT3

Inhibition in solution assay HELU Surface competition

assay (FEEICPEEELELTHEEEIND

RN FOREAIETEL AR ADERENSFE
FHuLsndgin

PBEEETEL AR R ET S TINFOT7 51 MDBEE
gl RS

=EN

Cytiva

S

A

h—

1R—-IRD NERIICRESD
@ enhancement
molecule
. analyte ’ analyte H
& ligand & ligand A
Direct binding assay @ @
Direct binding assay
DBA with enhancement
@detec‘mg @ ﬁggglng
molecule
= @ analyte ‘ analyte
’ ligand @ﬁ ligand
Inhibition assay »
(solution competition) Surface competition assay
A

Inhibition in solution assay

(ISA) &6

lat

LNARD
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DBA (ZDL\_C 1R-SR3 DEHIRD K—h RS

%@ .RNAnalyte
U R —Fy T RECEEH D W\NEFr T Fr— Y
U RS
751 NREIE Y =TS LD slope MFEDTAZ>
/j\_@@ﬁ"-%/ﬁ\l/xl_ﬁ\/x_@‘;%ﬁéng . Analyte ﬁhancement

7 molecule
Slope (317> 515 LN BRI BIES LAV SIL 'V OY
D\‘%L\ Y Ligand
—_—
AL AR RAFE > TINN NIIADEZEICEL D)V )%
BT BIeD T F 54 NI Z WS IENZ oo e e
DBA DY TIVRNIZIC(E. vt/ DIFERMERRE R Response o
B FSEZENT ORNBABEERME (T2 - ﬁ\
AV NITF) BANIBTRERA, R LU O TR S
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124/EEH (operating range) %A% 9 3 -DBA

DBA D&

7y DIRESEEF. SAERIEER T BRIEE _EFRIET
EEIND

REFREREL TPV A DES LT D E 2T D
AN REIPUN S FEZRETL THITUVVELRIFEEHEID

ZRITIGZABNBWSE @IS ROy AIr—<y b
DIERZRIET

RAMTA—NX> A% 15 3(C(3 DBA DIRVFEEHI# IR =
FROBIRIACEEIZINENDD (ERIEIEE
E TOREHFROZ VD 0OERIIFSINS)

DBA DiEVEEEFID_LREAEN5ELEL TR

> UH> ROEZIENT

> EVERFSEZF UL > R B

Cytiva

Response [
_;-'—"'_'__'_'__
Increasing
amount of ligand
)
L]
|
|
Concentration
Response o _
Increasing ., _——_ __—
. - ) _--""'-'- - ail
affinity —

Concentration

7 s

1R-IRP NKEICERD K—LAERD

VA ROEZIEDT
7T 54 MOL ARV R ([FE<R BN
REFROANEDUEETD

MAMEORNIH> REfER
FEIHNMERERICS NS
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DBA RERIE D7y A R DIFEERTT set up INTTRS ARBICRS

Step

Action

1.
2.

Cytiva

W) Sensor chip & RwJ 93,

1-10[BIOBAEIRIEADD startup B4 2EITI B, mieED Calibrant ZIRUIZ 7314 MRl g 3.,
D5, DBARSIEEEEDT 31 M ISARBSIHEERE (H2VWITOEE) OF7F 31 MAIET S

Parallel DBA assay Z{T235&1(32.0 startup DE4Z(C normalization cycle 23179 3. Calibrant H'EXX[
EEDT T4 MREFROFODDEE TEFvRIVSRINT 3,

2-8mDIEE D Calibrant ZFHVVARERRZEITE I 5. iMRELRI YT RIICU TREMRZ B\ TEEZLCHEIE
93, Parallel DBA assay Z{T2 CL\DIZS(FREHRDBI(C normalization cycle Z3E1T9 %,

7wt A R(CISU T Control sample Z3E4T9 %, 185E . 7Y/ DRIREREIR TEFOM., EfRzEVTERRR
(SAIEET D, 7YA DR EEZE_A—-F 3,

HENHIE Reference sample ZRITE T D, Vv DIEMEMZAREET B,

RERMOY>ITNEAET D, AIESNTAENMREROEENCADLIBIRG Do ARNHBIRLIT 4
ZARABLUT DB ROT—IMREFRDEER THNEENZANTLL,

h—

lat

LNRD
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ISA (Inhibition in solution assays) [CDWT INTIRS PRRICES A-hNRD
50
« ISATOPBHZE(J. Detecting molecule DREADIES Ejlzzreg .

FHE 93 Analyte ZFIHU. @FEAKD FDHTICFIH

N
» Detecting molecule (& Analyte DEBEZEBAL—IE N Immobilized

BETYILEREENS @ “nev
- IEABAY(C(L Detecting molecule (11 Tdpd (39 TN\,
EIR(C(F2ffDIABIEET D

* Immobilized analyte (CX$9 3 Detecting molecule Df&
BICHFEIBLARIR(E, YT HD Analyte DEI(C
gl RS

. Analyte

Response Response
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I21/FEEH (operatingrange) ZHHEE I D -PHEE  ome sumems ssnms

[HEZEDRZS

FREHR(L DBA EF(CRD, RV FHS M NEETEL)
LA ANESNS

BZhEEFH (X detecting molecule DFF 54 M9 2%
FME CBERPOEREF 74 MeERAIRTTFINTWS
HOOMA) ([C&HTRED

Detecting molecule DFRFNIHEVAREE 7T 51 b
DBITENBIEE 2D — T3 CIRIEEE ] (FIRRD
Detecting molecule Z&Ei=E CAAR I d¢2HAMICL
AN ASEREZ— A CTaeERAlORERENEHEEIN
2

detecting
molecule

== @ analyte

!

’ ligand
Cytiva

Mormalized

response Detecting molecule DN

S8, IR FEERNMEREICS TN
SEFERTED

Increasing affin
f detedting molecu

Detecting molecule DiRE
ERElCI UM FEIENSRE
RS IR

log [concentration]

Increasing concentration
of detecting molecule

Detecting molecule DiEE

« N/ FHAALTVRT—H

. SRR EIFENSE
ERICS TN

- (REERIEM FEEEHLR

log [concentration] 83



5

== J-1 < HH N = WA o R
BH%/%”E’EI/\IJ}\:O)?“J _4‘?0} /J\—I— H,\J@ Set u p 1R-IYRS NEHIRD

Step Action

1. 1 Sensor chip (C7F 514 hp2WE7FOJ % EEIL T 3.

2. 7F 54 MTL 29I AB T detecting molecule ZiE X R ERF TN D, 52U ANNBRFRE] CERYAY(C(3100-
2000 RU FZEDEIRL AN A2 5 X DEEZRET Do

3. 2. CTREUTRED detecting molecule EBFRNRE DY 354 Mz TL WAL, 7y DB RIRIEEEFH %
AN—-Ule—8DOY > TV 7m0 3,

4, tUEREEEDTF 514 M detecting molecule Z+ 3 (CPAETERVMGE(E EREM(C(IZFER-ZTF12E
BIUL AR AICIRBNRE) detecting molecule DIREZ 13, BNUCED YA E2AEDL AR ZHVINER
BIGE(IRNNFREZRERBETHD, e, BICEERBAENINISNBLIBESRVCEEHNIED.

5. L AR A7 FH 54 NEEOTOY MeigsE . iIESEHOEREAIHEEREERAIICBVLT T RO EREENESN
TLWAH'EER T B,

6. EU detecting molecule DIEWRRINEEIZZEEL CEMERTVYEZANTA-—NDANMESNRWNEZE (.

Cytiva

7F 54 MG 925 EZE B U detecting molecule DiEIRZBIRETI 3,

h—

lat

LNRD
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Surface competition assays ([CDUVC 1A-SRE MREICRS H—hNRE
B

Analyte DS D F=FELUEA (Competing analyte. ’ Competing

BE (T 7NN IE(HEE U Analyte) HYHITES Analyte @ analyte

N3 U —TFESHMEN3 N7

Analyte (3. Ligand ADFGFEICDLVT Competing . Ligand
analyte £35S 93

L AM> A& Analyte & Competing analyte D&ETERD

Analyte H' Competing analyte ELEER T F=H7)\E0)

12 2~ : - A p FrU7HIOINIE
. LA AL Competing analyte [CSZBCRYERD T Hamtoglobulin BEORETES

(CAFTERIV/IIENRVSNBTEN L,

Competing analyte H* Analyte [C&DTBWHENBT28. Sorum albumin (1B DIESS g Bt
LZRDAEH > TIHD Analyte DE(C EEHITS FALBNAL,

Competing analyte (CBAULT(E. BF. FvU75>2/)\)
B17F3ED Analyte 173 FERDLIFEELANINHR
Gz3
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ﬁg*ﬁ( OLYC —}HQ EI’\:] 7@% 2% 1R-SRB DRAICRD K—ANED

* Evaluation software TSN USHTE FRSNIZEEZ0OFHE /5 752 AW TITHhNS

« 7T Calibrant. control samples. samples DFERZZFR(CUTIERKREND

* DBA TH ISA TORREIRNBOY > TN OL AR R KIS T DiRE 2 AR ICT
fRRICFZIZ BRI RETEICO VT

- BFTFEOLTY— ’J“iAb“ﬁﬁﬁ(:% WSNAR—Z 51 >PLR— M1 > MOWITNNCES
Ex5 2235558, TOUA(II\ZERIVNT B

o« FEMTIBILHDOLIN—NRA> MMER OB A VI TEYITRWGE. BTFOLR—
MRA > MERRTZICERET D

o R=XFA>2T0YM2FERL. AN T+DRBLE. VY ROARXA-ZRERUNEERL. 4t
NEZFRIN T3

* Parallel assays Z{T2CL\33% & (3 channel normalization DY A )L Z1REET S
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Calibration trends ([CDUL\C IN-TRE ARHICRS -ANES
REBENMMETIREEIRECHR
. BBEEENEEELTVBIES I BRIOBRSES o
ERT30N. RSO AERETZONEINTIEE —
» 1 2DV EAPISHIESNTZ

« Calibration trends &(&. JAIESNTAREHRNA > NAE ? : 3 EIDIRETT Y
[CIHRE TV T1>) FTBHIET. FRDIRUDIREFROIEE] a0,
ZMTIBET, control samples Y2FREND samples
(F. RITESNFRREID R YA V) 2T UTARIE DR T
SiRzAVCGHEEN3 Conceai .

o REVEEDKTRECLD, 7yizA DBtz TIREHR(C
BASH R LD HENDIGZEICERTS

ENENDIRBIA NOIER
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BiaCO e _C‘O)ﬁ*ﬁ'(: =] E@’léfﬁg, ~Jd~= (1 ) 1R—JR?P PDIKFEICRD K—LARS

N

Specificity (3FR21¥) &3, HENFEINIARGEY). DEEYD. X NIRRT
EDTFEIE T T 7514 M ERECRIE TS 38E %389

&7 54 MEAIEE S 385525 TSN Biacore Tld NEERDITISRYIE 5

Mormalized

OEIEEHEN BB S compunen
Selectivity GBIRME) t(3&3PHTECIOTRAMERGT NYIZHOFED N o
775’( |\%\ ¢ﬁ1u®§§b%/%g_4mo)ﬁiﬁ(:yﬁcfgnéztjat(‘;ﬂuET%%%&EE%*E? 50 Compound B

Cross-reactivity (RRZERIGE) &(& FEELEREOEZENRIEZRTHD. /
Biacore ZRHWLC 7Y A DIZE(L 50% faa i Zz6ic5d (B,,) EMRS7FI1b

DEENLTERINS |
5., DIBEICERET BB 754 M) 100 FEOREESEETBILAYIE 19% D32
ERIGEERIEEZS * By, DB Compound ATR5 1,

Compound B 725 100
¢ Compound B (& Compound A (C

U 1% DR ERIGEZRT

3% ICH recommendations Q2(R1) Validation of analytical procedures: text and methodology(2006) (CEDV\E%E
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Biacore CODATICEBDEEERE (2)

Accuracy (BE) &3 BIESNCEENRISMELEDIEE U TL\SHEIET

M7 UTE reference assay DfESRE (4 reference sample DRIE(E (quoted
values) ELEBRUT. reference sample TTODNITRIENSREIND

BERmREUTIE reference sample DRIEEE  (quoted concentration) ZIRTE
IBRSHDFETHD

Biacore (IF&E TS HRIARDHZRITE T B2, BIZERIAE A5, TRIELZIVIN
NESHBEDAITEIELEERRDZEN DD
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