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Cancer Lysate Array Layout i PA10000

60 mm

Bl | C2 K3 | Lyl | O2 P3 | Mell | Lv2 | St3 ¢

B2 | C3 L1 | Ly2 | O3 | Prl | Mel2 | Lv3

B3 K1 L2 | Ly3 | P1 | Pr2 | Mel3 | Stl

.
_{ ci| k2| w3 |o1|pP2|P3|Lva|st2 \
Y .

4.5 mm Sub -arrays

[Barcode]

B1-B3 Breast (B) Lyl -Ly3 Lymphoma (Ly) Mell -Mel3 Melanoma (Mel)

C1-C3 Colon (C) 01-03 Ovary (O) Lvl -Lv3 Liver (Lv)
K1 -K3 Kidney (K) P1-P3 Pancreas (P) Stl -St3 Stomach (St)
L1-L3 Lung (L) Prl -Pr3 Prostate (Pr) .
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Layout - Sub Arrays X317 PA100002 Technologies
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Det ect I -achin ToPIA106002

ProteoScan Cancer Lysate Array  was probed with 1:200 dilution of

anti-b-actin monoclonal antibody followed by DyLight 649 conjugated

goat anti-mouse IgG at 1:400 dilution. The array was scanned with

GenePix Pro 4100A reader with Cy5 setting -
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Detection of TP53 1 PA100002

ProteoScan Cancer Lysate Array  was probed with 1:100 dilution of
anti-TP53 rabbit antibody and detected using TSA enhanced
flouremetric method. HRP-conjugated goat anti-rabbit IgG at 1:1,000
dilution was used followed by Alexa Flour 647 tyramide at 1:50 dilution.
The array was scanned with GenePix Pro 4100A reader with Cy5

setting

YOUR GENE COMPANY




Detection of TP53 i PA100002 CIRIGENE

The ProteoScan Cancer Lysate Array 1.0 was probed with 1:150
dilution of anti TP53 rabbit antibody and detected by the Colorimetric
TSA enhanced method.
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TP53 In Normal and Cancer Tissues

ProteoScan Cancer

Lysate Array (PA100002)

was probed with rabbit anti

TP53 antibody (1:100) and -
detected with the TSA

enhanced method.

Breast Cancer
"~ Kidney Cancer
Liver Cancer
Melanoma Cancer
Pancreas Cancer
‘Stomach Cancer

A cancer differential
expression index was
created by dividing the
readout for each cancer
sample with the median from
all normal samples of the
same tissue. The results
are presented as heat map

Liver Normal

Breast Normal
Kidney Normal

Melanoma Normal
Pancreas Normal
Stomach Normal

5 . N

3 3 ? g : % <0.75 format for all 4 protein

3 S 5 | O [ S i .

cg) S £ = o - concentrations (4 columns)

2 ¥ S 5 g : »

o | £ B £ 142 Particular cancertypes
2-3 with higher and lower
=4 expression (compare to

I normal) are easily

detected. ResUlts canss
be further analyz

for individual ¢ rs
and samples

Colon Normal
Lung Normal

Proatate Normal

Lymphoma Normal
Ovary Normal
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Survivin in Normal and Cancer Tissues

ProteoScan Cancer Lysate

Array was probed with rabbit

anti survivin (BIRC5) antibody
(1:200) and detected with -
the TSA enhanced method.

Liver Cancer

Breast Cancer
Kidney Cancer

Melanoma Cancer
Pancreas Cancer
Stomach Cancer

A cancer differential
expression index was created
by dividing the readout for
each cancer sample with the
median from all normal
samples of the same tissue.
The results are presented as
heat map format for all 4
protein concentrations (45
<075 columns)

Breast Normal
Liver Normal

Kidney Normal
Melanoma Normal
Pancreas Normal
Stomach Normal

-
075414 Particular cancer types
with higher and lower™
expression (compare to
normal) are easily
detected. Results can
be further analyzed s
for individual cag@ers
and samples

Colon Cancer
Lung Cancer
Ovarrian Cancer
Prostate Cancer

1.4-2

Lymphoma Cancer

Colon Normal
Lung Normal

Ovary Normal
Proatate Normal

Lymphoma Normal
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Liver Cancer

Breast Cancer
Kidney Cancer

Liver Normal

Breast Normal
Kidney Normal

Colon Cancer
Lung Cancer
Lymphoma Cancer

Colon Normal

Lung Normal
Lymphoma Normal

YOUR GENE COMPANY

Ovarrian Cancer

Ovary Normal

Melanoma Cancer

Melanoma Normal

Prostate Cancer Pancreas Normal Pancreas Cancer

Proatate Normal

Stomach Cancer

Stomach Normal

<0.75

0.75-1.4

1.4-2
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ProteoScan Cancer Lysate
Array (PA100002) was probed
with rabbit anti Phospho c-Myc
(pT58/S62) monoclonal
antibody (1:100) and
detected with the TSA
enhanced method.

A cancer differential

expression index was created
by dividing the readout for
each cancer sample with the
median from all normal
samples of the same tissue.
The results are presented as
heat map format for all 4
protein concentrations (4 .
columns)

Particular cancertypes
with higher and lower
expression (compare to
normal) are easily

detected. ResuUlts canss
be further analyz
for individual ci rs

and samples(



Quantitative Data Analysis

Linear SuperCurve

To derive one specific expression value for each cancer sample

across all 4 dilutions in replicates, array reading and curve fitting

was performed with Microvigene ™ software and the RPPA module
from VigeneTech Inc. The expression level value is represented by
the YO value for each curve.
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HER?Z2 in Normal and Cancer Tissues | {JJORIGENE
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(Heat map view before curve fitting)

ProteoScan Cancer Lysate

Array (PA100002) was

probed with rabbit anti-
HER2-ERBB2 antibody -
(1:50) and detected with

the TSA enhanced method.

Breast Cancer
* Kidney Cancer
‘L‘i\vlér‘(;:‘;:‘mcér
Melanoma Cancer
Pancreas Cancer
Stomach Cancer

A cancer differential

expression index was

created by dividing the

readout for each cancer
sample with the median from
all normal samples of the

same tissue. The results

are presented as heat

format for all 4 protein

0.75-1.4 concentrations (4 columns).

Liver Normal

Breast Normal
Kidney Normal
Pancreas Normal

Melanoma Normal
Stomach Normal

<0.75

Colon Cancer

1.4-2 Particular cancer types
23 with higher and lower
53 expression (compare to
N normal) are easily

detected. Results can
be further analyze

for individual caleers
and samples

a

" Lung Cancer
Lymphoma Cancer
- 'd\;affiaﬁ VC<an-cer -
Prostate Cancer

Colon Normal

Prostate Normal

Lung Normal
Lymphoma Normal
Ovary Normal
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. o Technologies
(Heat map view after curve fitting)

ProteoScan Cancer Lysate
Array (PA100002) was probed
with rabbit anti- HER2-ERBB2
antibody (1:50) and detected
with the TSA enhanced method.

Breast Cancer
Kidney Cancer
Liver Cancer
Melanoma Cancer
Pancreas Cancer
Stomach Cancer

Expression level were
calculated using the
SuperCurve curve fitting mode
of the RPPA module from
VigeneTech Inc.

Breast Normal
Kidney Normal
Liver Normal
Melanoma Normal
Pancreas Normal
Stomach Normal

A cancer differential expression
index was created by dividing
the readout for each cancer
sample with the median from-all
normal samples of the same
<05 tissue. The results are
presented as heat map format
after curve fitting (one column).

Colon Cancer
Lung Cancer
Lymphoma Cancer
Ovarian Cancer
Prostate Cancer

4-8 A Curve fitting model is the
812 preferred analysis method
>12 and provide a more acculféie
relative expression Itls

results
A

Colon Normal
Lung Normal
Lymphoma Normal
Ovary Normal
Prostate Normal
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HERZ2 Expression in Breast Tissue (YO valti Toe!}\'ngufé\i'ei

HER2/ ERBB2 Expresion level in Breast tissue

$50000 ProteoScan Cancer
Lysate Array (PA100002)
80000 was probed with rabbit -
20000 anti HER2-ERBB2 as
before. o
60000
E Results were calculated ,
P using the RPPA module
| P from VigeneTech Inc and
3 the expression level

30000 value (YO) determined. \\
- I _ I III I- Al _le muan. \\
N
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Sample

17 cancer samples and two normal samples have higher expression
of HER2 -ERBB2.
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HER2 Expression Validated by IHC Data

Over Expression level

HER2 Expression in breast cancer
and normal tissues
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ProteoScan Cancer Lysate Array
(PA100002) was probed with rabbit anti-
ERBB2 as before.

-
Results were calculated as ratio of YO of each

sample divided by the median of YO from all ot
normal breast samples. For comparison with

IHC data on record the data was converted to I

three expression levels.
RPPA expression converted to IHC \
0 - 5 fold = 1(Normal expression)
5.17 20 fold = 2 (Moderate over-expressi
> 20 fold = 3 (High over-expression) ‘
21 of the 25 samples (84%) \ -
matched the IHC data.
two samples had higher expre%sion
than detected by IHC and two

samples had positive IHG.not
detected by our panel

IHC expression scale:

1= Normal expression

2= Moderate over-expression
3= High over-expression

.



HERZ2 Expression in Breast Tissues
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Quantitative Results of ERBB2r2 expression measured with the
ProteoScan Cancer Lysate Array (RPPA) were confirmed by Western

blot analysis of breast samples (10 ug) and matches the IHC data from 2

the donor pathology report.
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1gG mix Results

3,500,000

A mix of Human, Mouse

and Rabbit IgG each at -
0-10 ug/ml are spotted

1,800,000 on each 39 sub-array.

o I ProteoScan Cancer

Lysate Array

(PA100002) was probed '

with 1:400 dilution of .

| | DyLight 649 conjugated )

0 : 2 3 goat anti- mouse IgG ~

ug/ml IgG

N ‘ , ‘ ‘ and scanned with ~
° ° 10 15 20 2 GenePix Pro 4100A \

LgimiigS reader with Cy5 setting. \

The graph present the

3,000,000 -

2,500,000 A

2,000,000 A

RFU

1,200,000 A

D 1,000,000 A
'8

X 800,000 1

600,000 1

400,000 1

200,000

0

1,500,000 1

1,000,000 A

500,000 1

The IgG curve is linear from 0 - 5 ug/ml with average and SD of each .
outstanding repetition concentration of spots

. : from the entire array (33
The results from the IgG positive control mix can be each) | Y

used to convert the array results to actual protein
concentrations .

YOUR GENE COMPANY
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Purified b-actin Control Technologies

Purified Recombinantb-actin

3,000,000 Purified recombinant b-

actin at 0-10 ug / ml are -
spotted on each 3 sub-

array.

ProteoScan Cancer

T 1,500,000 | Lysate Array

i (PA100002) was '
1,000,000 1 probed with anti a-actin -
diluted 1:200 and

500,000 1 detected with 1:400 ~
dilution of DyLight 649 ~
o , . . . 0 12 conjugated goat anti-

ug/mlb-actin mouse antibOdy. \
-

The graph present the

y = 215875x + 66138
2,500,000 - R?=0.9851

2,000,000 A

0

outstanding repetition concentration for spots
N ) from the entire array (33

The results from the a-actin control can be used to each) y(

convert the array results to actual protein

concentrations a

YOUR GENE COMPANY



Assay Validation Array Layout T PA1000C gﬁ'ﬁuf&'&

51 mm
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Detection of TP53 1T PA100001 Technologies

The Assay Validation Array was probed with 1:200 dilution of anti TP53
rabbit antibody and detected using TSA enhanced flouremetric method.
HRP-conjugated goat anti-rabbit IgG at 1:1,000 dilution was used
followed by Alexa Flour 647 tyramide at 1:50 dilution. The array was
scanned with GenePix Pro 4100A reader with Cy5 setting

YOUR GENE COMPANY



Detection of TP53 7 PA100001 ORIGENE
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The ProteoScan Assay Validation Array was probed with 1:150 dilution

of anti TP53 rabbit antibody and detected by the Colorimetric TSA

-~
enhanced method.
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Det ect I -achn i1oPA10G001
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The ProteoScan Assay Validation Array was probed with 1:200 dilution
of anti b-actin mouse monoclonal antibody followed by DyLight 649
conjugated goat anti-mouse IgG at 1:400 dilution. TSA enhanced

method was used. The array was scanned with GenePix Pro 4100A
reader with Cy5 setting
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