WO 2008/067091 PCT/US2007/082732

1/5
A B C
Antibody Arrays Antigen Arrays Sample processing Flow
Substrate  Color Blocking

w Substrate Color ﬂ
w Sample addition

U

Bigtin-binding protein
Enzyme conjugate

Enzy/::;i ﬂ%gam Antibody-adapter
Bictinylated antibody ) ( ‘;‘i%ﬂlggam
(Secondary) an OOI{amY)
) Antibody-enzyme
Antigen Antibody conjugate
or Ligand (from sampie) (antigen array)

{from sample)

Antigen ﬂ

or Ligand i
(Printed) Enzyme conjugate
(antibody array)

U

Enzyme substrate

Capture antibody
(Printed)

FIG. 1



WO 2008/067091 PCT/US2007/082732

2/5

Color Color Color
Color No color Color

Subsirats MMM N

Hapten-binding
Protein enzyme
conjugate

Secondary
Antibody-
Hapten conjugate

Sampie

Arrayed
proteins

Antibody  Hapten-binding Anti-igG Anti-secondary  Non-specific  Test antibody

hapten protein-enzyme antibody-gG antibody
w
oFr QPP  QFr 9OF Ly 2o
5 28 5 5 g 38 EBE ERE 273
3 S A 5 g
= —t
_ ~_~ N
S5 & =28 8k <
o (IZ_‘; e e

FIG. 2



WO 2008/067091 PCT/US2007/082732

3/5

20000 -
+ anti-hubictin, Strep-HRP
16000 + artiight m!
‘ o anti-TNF
g 1200 * antihuHRP
s
£ A + IgM
8000 Tpositive ML
spot
4000 signals ¢ 19G
L _2XS8D o __. CAHEN - o e e e m -
) « Buffer * antidL4g
0 2 4 6 8 10 12
FIG. 3
7000000 -
6000000 + HepBad
HepB
5000000 =
ey
‘» 4000000
s
E
3000000
2000000 o anti-huHFee @nti-nulgM
Positive
1000000 S22
signals . anti—hngG' hulgs
2X 8D _
R T R e A
0 2 4 6 8 10 12 14

FIG. 4



WO 2008/067091 PCT/US2007/082732

4/5

Signal Intensity of Fiduciary Marker
700000 -
600000 %
500000
e *
& 400000
£
E I
& 300000
” |
200000 %
100000 %
0 . : : : r
0 1 2 3 4 5 8
[concentration of printed marker]
FIG. 5
Upper Respiratory Viral Antigen Array DAdeno
600000 BCMY
— BFIuA
500000 ! OFLe
BPaal
> ORSV
£ 400000
2 :
g
= 300000 T
'Q 3
o ;
200000 : M
; _
100000 - j ‘ 7 ] =
# 5 | |
oLl mdE | [ .H-:-: i i Rk B
1 2 3 4 5 12
Serum Number

FIG. 6



WO 2008/067091 PCT/US2007/082732

5/5

Hepatitis B Antigen array
[ERI

0ac
| B3
| 20000 3 ]
] Qe
] Qo
10000 _
t

2 :
2 R [l
g
Lt
£
e O
g’ [
w (

4000 l

2000 I

B v T . E
1 2 a 4 5
Sample Number

FIG. 7



