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Procedure/major steps for QPCR-based analyses
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e.g. Oncotype DX

— 16 test genes & 5 control genes

= Recurrence Score (RS)

— prognostic for patients with primary
breast cancer (stage | or Il, NO, ER+)
commercial test is available
(~3'000% per test)

— RS is also predictive for response to
chemotherapy
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Experimental design
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14 breast cancers R
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14 breast cancers R
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RNA quality is critical: comparison of different protocols u
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GAPDH
(gene-specific, single-primer)

—— A =kryo
—0— B = Qiagen
—0— C =ncLysis
—— D =own
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Comparison of own protocol with different commercial kits u
Stratagene, RecoverAll (Ambion)
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—e— De-mod. (1) —+— De-mod. (3)

—=— De-mod. (2) —e—De-mod. (1)

—+— De-mod. (3) —a— De-mod. (2)

—x— RecoverAll —x— RecowerAll

—e— Stratagene FFPE Kit —e— Stratagene FFPE Kit

1 . 1

ng RNA input ng RNA input
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Comparison of results with different de-modification protocols (1) u
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Comparison of estrogen receptor expression and results based on u
immunohistochemistry

w
o

N
a1

N
o

JERN
al

=
o

—
N
(@]
o
=
)
=
c
=}
>
-
@®
—
=
o]
=
@©

gl

o

b
UNIVERSITAT
BERN

— A— kryo (A_gs)
~W— FFPE (D_gs)

15

neg

18

neg

20

neg

+

27.03.07

F:\..\070327_Talk gPCR Meeting Munich (qPCR + FFPE).ppt

10



b
UNIVERSITAT
BERN

27.03.07 F:\..\070327_Talk gPCR Meeting Munich (qPCR + FFPE).ppt 11




Proliferation score: results from 14 tumors
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ER score vs. HER2 score ER score vs. HER2 score
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Normalization based on reference genes u
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DNA chips
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Application of FFPE-derived RNA to DNA chips
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CombiMatrix 12k chips: Technical replicates u
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53785_#4avs. 4a BERN
standard prot.

standard protocol

technical = compare
replicates o : kryo vs. FFPE

10 12 14
FFPE
Correlation: ~0.4 — 0.58

modified protocol

technical
replicates

compare
kryo vs. FFPE

10
FFPE

Correlation: 0.82 - 0.87

Correlation: ~0.98
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b
Agilent chips: kryo vs. FFPE tumor RNA (Scatterplot) u
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Tumor #2 Tumor #2
kryo vs. FFPE, standard protocol kryo vs. FFPE, modified protocol
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ER Expression in 6 tumors u
DNA chip FFPE kryo/RNAlater .

- \
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Summarization of results: correlations u
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41'000 genes ZR-75-1 ZR-75-1 Tu #1 Tu #1 Tu #2 Tu #2 Tu #3 Tu #4
standard modified standard modified standard modified modified modified

Pearson

0.932 0.908 0.661 0.845 0.622 0.838 0.829 0.862
(all genes)

Spearman
(ranks)
(all genes)

21 Paik genes ZR-75-1 ZR-75-1 Tu #1 Tu #1 Tu #2 Tu #2 Tu #3 Tu #4
standard modified standard modified standard modified modified modified

Pearson

(116) 0.923 0.962 0.581 0.897 0.459 0.889 0.92 0.936

Spearman
(ranks) (116)
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Summary
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