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Biotin and DiG-Based HACA Assay of the
Bridge HACA Assay Homogeneous Fresant Invention

Bridging ELISA
S

HR?»ant§=§.‘)§§

&8

Rep . DiG-Remicade
Assay Format
HACA HACA
Remicade B;G-R;ef'me:ade &
Avidin Complex
Non-specific
Background High High Low
interference
Sensitivity Low Medium High
Possibility of False-
Positive and False- High High Low
Negative
igG4 HACA
Detection No No Yes
ig isotype
identification No No Yes
Talerance of Poor Poor Good

Drug in the Sample
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A. Non-neutralizing HACA Assay

F2-TNF-a,
HACA

immuno-Complex

immune-Complex
12

Free F{-Ramicade

Free F2-THNF-a

JA

B. Neutralizing HACA Assay

F'§~Re§cade HACA

F&-TNF-a

F‘E&émicade

immuno-Complex Fres F2-TNF-a

[a)

Z

Free Fi-Remicads

Vi
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Serum [FX Levels in Patient Treated
with Infliximab (Sample dilution 1:25)
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Serum IFX Levels in Patient Treated
with Infliximab (Sample dilution 1:100)

FiG. 30

SUBSTITUTE SHEET (RULE 26)



WO 2012/154253 PCT/US2012/025437

31741

with infli

TNF-o (pg/mi)

HG. 31

SUBSTITUTE SHEET (RULE 26)



WO 2012/154253 PCT/US2012/025437

32/41
EX-FL C-F

e

{

e

3
W

o
b

13,451

o
/,‘::”””

r__
f-
s

oy N
RO
; ol e N
1 G iy “‘: v-t Q-
k < o) tohes
- N I
10 T VAUV SV SRS St S ¢ ; =)

<
[3%]
N

3
N
N
N
N
N
3
S

us
e
N
<t
Nl

o

Siseriaistd

]
L

0 HACANEX-FISIF

X
Y
Y
3
N
H
N
it
1Y
§
B

o 2 4 B 10 12 14 16 18 mn
HACA/IFX-F]

§!\-

L1 3

14, A
12

M g o
9

SUBSTITUTE SHEET (RULE 26)



WO 2012/154253 PCT/US2012/025437

RS
L g8
<& § =
- i
TR i

D D (P O
; <

};

o

o

&

ps

i

\CA Levels

HACA/IFX- FE

I

i X-Fi

S8 18 min

EFX Loavels

2()
4}'3

18,

12.5 FX/TNFa-F]
10 T
7.5 W=
6 =
2’3 »»»»»» e ---‘n«‘-»»»»»»»»rw»»»ﬁ‘

Loms
)
.
L
foe)

E’J 12 14 16 18 min

IFX-F1 1C-H

HACA Levels 8 Vi
i & s
40 ) =
%8 HACA/?FX FE

%(5) Che&eqtemi;\_w‘ g g
1n. R S LI NER [
19, = £G’ T u

6 2 4 6 8 10 12 14 18 18 min

X Levels &
LU; |
30
23 / )
5. IFXTNFa-F
pES \§¢"
10,

5i

0246816 12 14 16 ‘Smn
FiG. 33

SUBSTITUTE SHEET (RULE 26)



WO 2012/154253 PCT/US2012/025437

34/41

B = T
T S

Cytokine Concentration {pg/ml)
oh
P

Samples

FiG. 34

SUBSTITUTE SHEET (RULE 26)



WO 2012/154253 PCT/US2012/025437

35/41

o3
P
A
<t

o
LU = K
) 25 ng TNF-Alexad88, 2.93 ng o
1 . . T i1
3 Rernicade, PMTGain =12 A H
o A ‘

10;
; .

g 2.5 ng TNF-Alexad8§, 2.92 3
5 ng Remicade, PMTGain =12
5

5

1,25/
: 3 . BN A
1 NN A
e —— '

<
[V
.
o
o
—
P
———th
1R
—
rs
—
(w3

18 min

014 126

1607 | 2.5 np TNF-Alexad8s, 2.93 8 i}
) Py
14 ng Remicade, PMTGain =18 i_’ o L
120 i A t
s T~ oo
W R
A AN
7N

FiG, 35
SUBSTITUTE SHEET (RULE 26)



2222222222222222222222222222




WO 2012/154253 PCT/US2012/025437

37141

LU

PMT 12
{(Ex=494,
Fim=519)

1273
Arsa: 60,1598

N T

(28]

\.\:,—.-.,-».\‘\.\:N:?}.?:-\‘-.».\\-.@.-.\.-.\.\\.\:-*\o.\.\.\.,r\-\_»\\w\\; N

PMT 12
(Ex=494,
Em=325)

&

2 4 B8 8 40 12 14 16 18 mn

0

=
Top: PMT 12 s
(Ex=494, =l

=t
Em=319) =
N

Bottom: PMT 12
(Ex=494,

L @
Em=325) &
(e o)

FiG. 37

SUBSTITUTE SHEET (RULE 26)




WO 2012/154253 PCT/US2012/025437

38/41

Standard Curve

o Standards
= LoB
& LoD

R$S =0.00066

loBlarea]=U0d o
LoBfeonc] = NaN

oldfconel = 8613

64 05 086 07 08 038

on shifted arsa/total area

Progort
0.3

0.2

G0 0641

001 002 005 040 020 050 100 200 500
{Remicade] ug/mb

FiG. 38

SUBSTITUTE SHEET (RULE 26)



T
N&\m - i
# RN\@” w\\ \\\m :
: s

1014

PCT/US2012/025437

o 2
L
* \w\\\\ 7 3

s gk B \K 2

1012

10

39141

¢ i %
% % Ao i
e T
B2 o 7]
: \\\\\Nv\\ i
o
Mo W
# i e Z ]
| L
T R
\ ki
A

4008
ELISA ug/mi
FiG. 39

1008

WO 2012/154253

2 i P L2
| # m\ e .ov e
@ 3 o |
g ?
\ A 4
g SR
= = T
Ay
s
2 o
E
%
s s
% %y ik
PR I G i AR SO o ﬁiﬂggg{ggiiﬁvggiagg
R B RS s P\\..\\\\\.\.\\\.\\\\\A Pk s W\v el Ol /A el Vi m A, | 772! B AR /5
o « - « < w0
> et > == <> ==
b we g

/BT US AIgon O 1dH

1004

SUBSTITUTE SHEET (RULE 26)

1002




WO 2012/154253 PCT/US2012/025437

40/41

R

s

%

102

e

1015

HPLC Mobility Shift U/iml

e =
§ = -
i
& 3 \\‘:"”M
S
b3 S S5
g ¥ o
b M
w
“EO': b S MM
= Ry ey 3
& M oy
g. ,&’M B 5 R
Ry
: p»""'d T s &
& M B sls s S8 &
3 o = i -
kS M i W B
3 B e
i S bs b bl

§

!

|

!

!

!

i

!

|

i

!

!

!

|

!

i

!

!

i

!

i
T
1004 1008 1008 40 1012

Bridge ELISA ug/mi

FiG. 40

SUBSTITUTE SHEET (RULE 26)



WO 2012/154253

Mumber of HACA+ samples

80

&)

40

41/41

PCT/US2012/025437

SUBSTITUTE SHEET (RULE 26)

/‘
@
// »d
ot
Wl ~ I
/ o9 "
...‘...-.-..'"
10 20 30 48 50 60
Waek
FiGs, 41

Assay
—_— S
== ELISA



