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Bridging Assay:
Biotinylated — S @
Infliximab Biotin

SR Murine HACA

3 Human
Infliximab

FIG. 3




4/31

IO0E = MIN

BPERIIUDY-; poBXB|Y -—
©
sisfjeuy 31dH-3S
<%

1051 = MIN aA0SL = MIN

VOVH

@ .

— +
uoneqnau|

SpEOIBY- yoEXafY

apesjwal Jo aduasald ay} ul sy om Aessy (p)

071dH-3S Aq xajdwoo ay3 jo uonesynuenp (g)

xa|dwod ay} woj 03 {YOVH) wnias Jusped yum uoizeqnou] (Z)

apesjwsy pajaqe|-,.eXaly Jo uonesedaid (})



S "Old

P~ z = - o - o . - ze = o e = - -
%\y\ . - (\ = ~, aﬂvq\\.{)\ .
B o R - s
1+aEXBIV-OPEITLIoY BUSZ' + HB| UEWINU-UY JE0S BUSZ L LvsEXOIY-opESIWBY BUGZ 9 + D] UBWNY-HUY JECD BUGZ9 {1
= - NS e -
o E - k..\/w\ g
weBX8ly-opesnusy Bugz'g + 9B} uewny-juy je0g Buz'LE (H) 1sgBX8ly-apeonuay Bugz g + 96| uewny-puy jeos) Bug'g (D)
J// \\v T — o
\ - -
o x.zw\ - -
S
3 ‘
reEXaly-8pedIWey Bugz g + HB} uewny-nuy Jeos Bug /(1) reXejy-epesjway Bugz'g + 96| uewny-uy jeos Bug's (3)
N/ oo / / .
s/w\ = \ / -
- 5 et T
reBX8V-8pediway Bugz g + 96| uewny-nuy jeon Bug'i (Q) eEXaly-apestwiay Bugz e (0)

96} uewny-puy jeon bugzl (g) {uonnz yueig) v'2 Hd ‘s8d Xt (V)



9 "9Id

Vi L wi Lo

& eXaly Faa

. e

08|-Iuy SUSZ'TE + /y9exa|y-apedtway 3usgg |+

S / . /\,m\\i 3 .
% g L

& 3
08|-nuy 8ug'GT + Ly9exs|y-apediway 8ugzg |

6/31

& »
93|-nuy 8ug’/ + Liy9ex3|y-apediway 8uggg |
» . v y . < S . .
Wu/y9 / \ ﬁ .
exaly L P,
K ﬁ/\um\ Yh .
’ Ly9EX3|Y-2peIWaY SUSZ9 |+
. ave




L °9id

[iwu] obi-puy 601 lwu] o61-nuy 6o
0} S0 0'0 §'0- o) 00’k S0 0570 SZ'0 00'C $2'0- 05°0- 8.0~ 00'}-

bbbl F VR 0 et e b e et e b 0|

-0z
7 _ 7
bsz 3 3 08 3
g3 oy S
a3 a
r3 ’ bos &
1681 0503 s 28 2
@ 3 g o
po SE06°0 | 3dOISTIH »0 mmm.m. 0503 09 %
™ TS >3 812} | 3dOISTIH S
= - mH plepuels . 0L ko
== F08 3
= pIEpUBlS = i -

pPIEPUEIS = 06

=00} ool

96} urWINH-BuY J0 UOTRIUBIUOY
jualagi(] uo asuasald ay; u xajdwoy
Ly9exaly-apesiwsy jo asuodsal-aso(

Apoquuy 96| uewny-guy jo
uoljefUSIUOY) JUSIBHI YIIM UOHBGNDU| ISIUY
Lpoexajy-apesiway buluieway jo saing asuodsai-asoQ

'd v




8/31

8 'Oid

I N . L S S S . A @z & & s s & O
o\ A

A @ ; & ?

S - &7 ”

\/ i o

S : :

B DIEIBOE S W EDEEAOHETD)ORIBEE IR

EX3|y-2pediuay WUz v + Wniag jusiied psjood % 'd

TETETEENE S 4L (BT AOHE T P=-RIBESE I

wniag jusljed pajood %y "0

we 2. .. % & % 3 0 g ¢ &= & % 3. . .°
i e hd
. . A B
o \ %wo oﬁw.&m
i " T 4 "
\ k\ g o
/ M +80 80
o
4 b
p : :
i (0

TOMIETEDES AL COPBOHETHIAIREBERYID
EX9]y-apedlay NUZ v + WIS UeWny |BWION %V g

OEIDBTEES L EOEEAOHETIIAIIEIH YIGA

wnisg ueuny [eUWUION %V 'V



9/31

6 'OId

190> £¥9-4N1 Buogt
cko Lrg-opeolussy Bugzg
ose sz0 alIsOd aAsOd 197 £8/092905S
vt 80 anpisod oANISOd sLee £6009Z800S
190> 520 SAlSOd aAsog z6 2Z202Z180MS
vie £20 sAIsag aAlISOd 6v'Z L0€02080%S
68t 18 SANSOd BARISOd 28 $E0150804S
190> yuys sleidwos aAgIsod 2Aisod 172z 9910¥080XS
190> 170 aApIs0d aARISOd vre 6v101EL0MS
veL s sleidwod SANISOd eAmISOd 8s's2 QLZLEZLONS
190> g0 aAYsOd 2ARISOd 9z'6 0LZ012L0S
vez ¥20 aAlsOd sASOY €00l S60LLLLONS
652 z0'8t aARIsod oANSOd Lok 6501 LLLONS
ez o annsog anpsog 434 LPVIPLLONS
1'99< g1'e ansod sngeboN WL SE001L1LLONS
00¢ 8z'0 aNHIsOd aANSOd e LZVLBOLONS
oe's a0 SApsOd 2ANSOd gr'e SIZLIOLONS
se8 56 SASO snjetaN WL S650L0L05S
veL 90 oAsOd onyeboN W S0E0L0L0%S
198 5] aaneban angebaN W £800L0L0MS
90y vo anyeBon anjeboN Wl £80090.L0S
€ee 8.0 ansad aAmsog gzze LIVOL0L0%S
(Wu) spesiuwey —opeomoneany vovn | AESSY HIuS vOVH erneRD ormmm—D # voissaoy
(windeg %) Kesey BIug AHNGow VSIg eBpug




10/31

Biotin and DIG-Based HACA Assay of the
Bridge HACA Assay Homogeneous Bridging Present Invention
ELISA
Fl-Remicade HACA
HRP-Avidin HRP-arti-DIG
e} -
Bie-
Remicade DIG-Remicade
Assay Format
HACA HACA
Bio-Remicad, a ,
Remicade ‘} mieace (4
Avidia Complex
Nonr-specific
Background High High Low
Interference
Sensitivity Low Medium High
Possibility of False-
Paositive and False- High High Low
Negative
1gG4 HI.‘(A No No Yes
Detection
Ig Isotype
identification No No Yes
Tolerance of
. Poor Poor Good
Drug in the Sample

FIG. 10




11/31

LL ol
Ui pg [44 114 81 9l 1A 4] oro uiw g 144 0Z 8l 9 ¥l 2l 0 5
A Y les 2 0 e T - ol
1O (€D = Sl ov9'1Z 720 €0 1Sl
[4-X41 A oz
334 ._ﬁ-xu_ 1 P i E.M,c_ M_,.xu_ t 9 g
punog nl 9914 Uzsom 1
{4-Xd1 BUG"ZE + SHN %Z + SdH %T ’ I4-X41 UG LE + SHN %S°€ + SdH %S0
U 47 [44 {4 8l 9l 143 Zl ofo Ui g 144 4 81 9} A2 14 0 9
—~ |.<
= £ N £ S
3 o g p: ol
Gl Gl
R 0C 0z
he 174 e %
WA, 9 nm M
14-X41 .
[4-XdI SuS'L€ + SHN %Y SHN %t

2914



12/31

uoHN|IQ WINJAS [043U0D SAIUSO YOVH

S &y Sy s 8
foas s bestod besssrss. Sestatte bt bttt et
-0l

=02

-0¢

07

=05

09

0.

-08

~06

~ -00L

I4-Xdipunog v =0LL

(%) 14-X41 punog jo abejuasiad

2L 'Oid

uoIN[IQ WINJAG [04JUOD BANSO VOVH

N QN N N N
5° <« v §v R
Lasascassliassssssabosssissbbbdddobitadadcbdot budeduiiod
I4-XdI 9844 v
e

(%) 14-Xd1 9944 jo abejuasiag



&t O

3 é m or
g
i % 14-04NL punog u 4-D3NL 2944 14-04N1 punog H
[4-DINL 8244 P ’ o}
o 14-04NL BUQOT + SHN %t + XdI 8upg [4-P4NJ BUQOT + SHN % +X4dI 8UQ0E
o
Py -0 ] Id
W = m P
y » -
14-04N1 9344 q b a3

(4-D4NL BUQOT + SHN %P SHN %t



14/31

¥i "Old

[iwBr] 41 6o
§1 01 S0 00 S0 0l §I- 02 g1 0L S0 00 S0
st bt sttt St ML SIS b ()
=01
a4
=0
nli
alsd
09
0.
=08
~06

igr
- UC_)_O [ ]

%) 14-ANL punog jo sjeuadiad

4-INL ©914 =

[lw/Bd] x4 BoT

ol-

gl

0
0
01

=02
al3
-0
=05
=09
0L
08
=06
-00

4
011

(%) 14-4AN L 2242 jo aBeyuaolad



15/31

uo199]09 sdwes Jo aw|
VvIA =m> ZA

XdI Yim pajeasy
Juaied Jo WINJAS Ul [9A3] X4

hd
=]

=G'C

14l

©
~

ewixi

SL 91

uo129|02 djdwes Jo awil

147, OLA 14,
e 4 e vl . 000
. e
S
-G0°0
PS4
v
oeds vevo boro
000000000 v v
I v 510
00“0
*® . 44
oq ~02°0
* N ¢
¢ =GZ0
.
=0¢°0
%0, om
. B Loeo

X4l yim pajeasy juahed
JO winJasul [2A3] YOVH 2Aneay

I4-Xd| 8214 pue punog jo ofjey



9L 'O

1i01)38](09 Sjduwes J0 3w |
PIA OlA

L01308]j03 sjdwes Jo auil}

e IR U0 - )
i N = \
gTHID = ehID
ez f s W2
orEm to OVEd
vem | s vem |
4 o N
- HrrEE ‘B L 2 HrEE N
g N 3 ovES
- oW P
via = va
0003 = 0o0E3
avoEEm E: 7 )

a1y = qvEm O

9 b q Leeo € Lo
Xif (im Juauseal | joye winios sjused X4 Yiim Jusuneal | Jsye JusuRas X4 Jo 9s.n02 syj Bupinp

[eNpIAIPUI || Uf UCHRAU3DUOT qRullXIjju] wnJas sjuaged L Ul [2A9] YOVH 2ABeIRY wnJas juaned | vl [9A3] YOVH aAlR0Y




17/31

A. Non-neutralizing HACA Assay

F2-TNF-a

F1-Remicade F2-TNF-0 HACA

X F1-Remicade
+ J + ' e W
+

fmmuno-Complex

Immuno-Complex
1 2

Free F1-Remicade Free F2-TNF-a

A

B. Neutralizing HACA Assay
HACA

F1-Remicade F2-TNF-o
F2-TNF-o. HALA

Y- 2- N — -

F1-Remicade

Free F2-TNF-o
Immuno-Complex

2

Free F1-Remicade

Vi

FIG. 17
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Ratio (FI-ADL/FI-BioCyt}

1.00+

0.754

0.504

0.25+

0.00+
0.001
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0.01 0.1 1 10 100
Anti-Human IgG [ra/mi]

FIG. 20




21/31

i F qav6rigoooo |3
ANLAS |2
SHN |-
Y m — o
B} =3
\_ M/% H Jav Briv000 [
ANLAA [
\ SHN =
i y
N jey
H i Tav Brigoo
ANL4
SHN
5
\m _w\ﬁ i Y i av biico |2
ANLAd
SHN |=
P
B &)
m\ E -
ANLE o
SHN =
£ q
o 2
5&3,@% F&wzvu

12 'oid

m/ \_ w m\ H Tav 611000 |2
, ANL (e
| SHN [2
P L
o 13 o
i £ ; Qv BZ100 =
dNLIE
SHN [=
A 6 I,
N 33
H _m* Yy B Jav Bt %
ANLAE [
SHN |=
» I
* 33
SHN i=
e ™




Ratio {(FI-TNF/FI-BioCyt)

22131

0.75+

0.504

0.254

7 o
0001 001 04 1 10 100

Adalimumab [pg/mi]

HILLSLOPE -1.813
ECS0 1.213

FIG. 22
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Mean of Control Samples (n=100)

ims

FIG. 24
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Mean of Positive Samples (n=100)

Primary
peak

Control
peak
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Primary Peak
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ROC Curve for primary peak
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FIG. 27
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Posltive Samples (n=100)
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