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Backg round Impact of pre-analytical variables on tissue sample DNA integrity and performance

L . quality and subsequent molecular analyses in multiplex PCR
Molecular characterization of human disease
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several pre-analytical variables on the quality FFPE FFPE, PFPE, and snap-frozen (CRYO) samples of 5 human
i _ breast cancer cases was separated on 1% agarose gels and
of tissue-based molecular studies. visualized with ethidium bromide.
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comparable gRT-PCR performance with the cryo-preserved reference (green =
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I Preservation of morphology and antigenicity I (b) RIN values for all FFPE samples were comparably low (from 2,1 to 2,7), but gRT-
PCR analysis revealed that a prolonged time in fixation leads to a rise of ct-
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samples : visible protein bands of PFPE extracts are
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levels are well-preserved. After protein extraction from
mPAX corresponding FFPE, PFPE and cryopreserved (non-) malignant

human tissue samples, 15 g protein per lane was separated by
SDS-PAGE and western blot analysis was performed using

indicated antibodies.
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Fig. 1 (a-c) Human tissue samples were fixed in neutral buffered formalin &aaaococaocaaacaadcaaacaa antlgenICIIy resembllng FFPE Samples.
for 24h (FFPE), in PAXgene Tissue Fixative for 24h (followed by 24h of Patient number (P) and Time point (T) .
PAXgene Tissue Stabilization; PFPE) or snap-frozen (CRYO). = Excellent RNA quallty and Stl’Oﬂg
(a) PFPE samples show well-preserved morphology, comparab le to — : : : ;
FFPE samples. Standard H&E staining of human stomach tissue. (b) 00 05 10 correlation of mUItIpIe mR_NA proflles with
(b) Comparable preservation of antigenicity in PFPE and FFP E snap frozen samples in gPCR and
samples. Routinely used diagnostic antibodies were tested on H H
different PFPE tissues, e,g, CD 20 staining of human spleen tissue. mlcroarray anaIySIS'
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— = Comparable preservation of (phospho-)
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Fig. 2 High correlation of gene signature in PFPE and cryo- scanning station. Liver needle biopsies from 5 patients (P1-5), exposed to different clinical se Ing'
preserved sample_s (R2=0,99), wherea_s FFPE samples shqw a is_chemia time points (TO-3), were either snap-frozen (Cryo) or fixed and stabilised = molecular ana|yses of lesions where a
decreased correlation  (R?=0,89) and major gene-to-gene variations. with PAXgene Tissue (PAX). . . .
Gene expression of 96 cancer pathway-associated genes from PFPE, (a) Quality control using Agilent Bioanalyzer shows comparable RNA integrity (RIN collection of snap-frozen material is
FFPE, and snap-frozen human liver analyzed by gRT-PCR on predefined score) and purity (OD 260/280 ratio) of PFPE and cryo-preserved samples. i i i i icti
TagMan array “Human Molecular Mechanisms of Cancer” plate. Delta Cts (b) GDM analysis showing the Euclidian distance between samples based on ImpOSSIbIe for medlcal’ ethical or |OgIStIC
were calculated using the frozen sample as reference. expression values from all genes. The variable that contributes most to the reasons.

distance between samples is the individual and not ischemia time or sample
stabilization method.
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