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microarray analysis reveals low degree of intra-tumor variability

Karolin Trautmann, Christine Steudel, Dana Grossmann, Daniela Aust, Gerhard Ehninger, Stephan Miehlke, Christian Thiede

Karolin Trautmann, Christine Steudel, Dana Grossmann,
Gerhard Ehninger, Stephan Miehlke, Christian Thiede, Medical
Department I, University of Dresden, Dresden, Germany

Daniela Aust, Department of Pathology, University of Dresden,
Dresden, Germany

Supported by a MeDDrive grant From the University of Dresden
2003 and by a grant from the Dr. Mildred Scheel Stiftung No. 70-2923
Correspondence to: Dr. Christian Thiede, Medical Department
1, Fetscherstr. 74, 01307 Dresden,

Germany. thiede@mk1.med.tu-dresden.de

Telephone: +49-351458-4680 Fax: +49-351458-5362
Received: 2004-10-04 Accepted: 2004-12-23

Abstract

AIM: Gene expression profiling provides an unique
opportunity to gain insight into the development of different
types of gastric cancer. Tumor sample heterogeneity is
thought to decrease the sensitivity and tumor specificity of
microarray analysis. Thus, microdissection and preamp-
lification of RNA is frequently performed. However, this
technique may also induce considerable changes to the
expression profile. To assess the effect of gastric tumor
heterogeneity on expression profiling results, we measured
the variation in gene expression within the same gastric cancer
sample by performing a gene chip analysis with two RNA
preparations extracted from the same tumor specimen.

METHODS: Tumor samples from six intestinal T2 gastric
tumors were dissected under liquid nitrogen and RNA was
prepared from two separate tumor fragments. Each extraction
was individually processed and hybridized to an Affymetrix
U133A gene chip covering approximately 18 000 human
gene transcripts. Expression profiles were analyzed using
Microarray Suite 5.0 (Affymetrix) and GeneSpring 6.0
(Silicon Genetics).

RESULTS: All gastric cancers showed little variance in
expression profiles between different regions of the same
tumor sample. In this case, gene chips displayed mean
pair wise correlation coefficients of 0.94+0.02 (mean=SD),
compared to values of 0.61+0.1 for different tumor
samples. Expression of the variance between the two
expression profiles as a percentage of “total change”
(Affymetrix) revealed a remarkably low average value of
1.18+0.78 for comparing fragments of the same tumor sample.
In contrast, comparison of fragments from different tumors
revealed a percentage of 24.4+4.5.

CONCLUSION: Our study indicates a low degree of
expression profile variability within gastric tumor samples
isolated from one patient. These data suggest that tumor

tissue heterogeneity is not a dominant source of error for
microarray analysis of larger tumor samples, making total
RNA extraction an appropriate strategy for performing
gene chip expression profiling of gastric cancer.
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INTRODUCTION

Gastric cancer is one of the most common malignancies,
accounting for almost 10% of new cancer cases diagnosed
worldwide!"?. However, knowledge about the molecular
mechanisms undetlying tumor development and progression
is limited and molecular features of gastric cancer are not
commonly used for diagnosis and treatment.

cDNA and oligonucleotide microarrays are capable of
profiling gene expression patterns of tens of thousands of
genes in a single experiment. They are an ideal tool to study
cancer progression and development and to identify new
molecular markers for tumor classification and prognosis.
Microarrays have been successfully applied to study various
tumors, including gastric cancers® ",

Like most solid tumors, gastric cancer consists of many
different cell types including endothelium, different types of
stromal cells and inflaimmatory cells. Such tissue heterogeneity
is thought to decrease the sensitivity and tumor specificity
of the microarray analysis!'*'?. One strategy to overcome
the problem of tissue heterogeneity is the use of laser capture
microdissection (LCM) for isolation of a defined cell
population!""® followed by amplification of the RNA for
subsequent microatray analysis!'”*. However, amplification-
associated bias may induce considerable changes to the
expression profile!**'l. Depending on both the degree of
tissue heterogeneity and the robustness of the microarray
analysis protocol, it may therefore sometimes be advantageous
to avoid RNA amplification and instead extract total RNA
directly from a larger tumor sample.

To assess the influence of gastric tumor heterogeneity
on the outcome of the microarray analysis, we measured
the variation between gene expression profiles derived from
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two RNA preparations extracted from the same gastric
tumor specimen.

MATERIALS AND METHODS

Gastric tumor samples

Tumor samples from six patients who underwent surgery
for gastric cancer at the University Hospital of Dresden were
used for microarray analysis. Immediately after gastrectomy,
a certified pathologist obtained representative samples of
1 cm’ from the tumor centers. Special care was taken to
avoid tumor necrosis. Tumors were snap-frozen in liquid
nitrogen and stored at -80 & To ensure consistency of the
study population, only tumors classified as intestinal and
T2 by pathology were included in the study®. Clinical and
histopathological tumor characteristics are summarized in

Table 1.

Table 1 Clinical data and histopathological features of gastric can-
cers included in the study

Tumor Age/Sex Site Lauren TNM
number

1 72/Female Antrum Intestinal T2N2G3
2 78/Male Body Intestinal T2 N1 G2
3 81/Male Antrum Intestinal T2 N1 G2
4 75/Female Antrum Intestinal T2 N0 G3
5 76/Male Cardia Intestinal T2N2G3
6 76/Male Cardia Intestinal T2NO0G3
RNA preparation

For RNA isolation, tumor samples were fragmented into
smaller pieces under liquid nitrogen using a mortar and
pestle. Subsequently, total RNA was extracted from two
independent, randomly selected tumor fragments using
RNAzol reagent according to the manufacturer’s instructions
(TelTest Inc., Friendswood, TX). Both extractions (extractions
A and B) were processed individually until hybridization on
two separate microarrays. To determine the influence of
experimental variability, RNA was extracted only once from
tumor no. 3 and aliquots of the same RNA preparation were
used for further processing.

High-density oligonucleotide microarray analysis

Microarray analysis was performed according to the Affymetrix
instructions for eukaryotic sample preparation®.. In summary,
double-stranded cDNA was synthesized from 5 Ug of total
RNA with oligo(dT),, T7 primer (Affymetrix), followed by
in vitro transcription of cRNA synthesis using Enzo BioArray
High Yield RNA Transcript Labeling Kit (Affymetrix) and
the biotinylated cRNA was hybridized to Affymetrix U133A
gene chip arrays containing 22 253 probe sets (approximately
18 000 human gene transcripts). The hybridized probe array
was stained with streptavidin—phycoerythrin conjugate and
scanned by the Affymetrix gene chip scanner.

Statistical analysis

Expression profiles were analyzed using Microarray Suite
5.0 (Affymetrix) and GeneSpring 6.0 (Silicon Genetics). We
used the Affymetrix software to identify changes in expression

levels between fragments of the same tumor specimen using
standard protocols recommended by Affymetrix. For
normalization, data from each expression array were scaled,
so that the overall fluorescence intensity across each chip
was equivalent (average target intensity set at 500). Only relative
changes equal or greater than twofold level of expression
were considered. For a given gene transcript in any chip-to-
chip comparison, Microarray Suite Software generates a
“change call” parameter (“Increase” or “Decrease”) based
on a consideration of signal specificity as well as intensity.
In other words, the “change call” is based on an evaluation
of the intensities of the signals generated from each gene
transcript on one chip relative to the corresponding signal
intensities on the other chip. Instances where the signal on
the higher intensity chip is falsely elevated are called “Increased”
in a comparison between two chips derived from the same
target preparation. “Decrease” calls represent instances where
the signal on the lower intensity array has been falsely elevated.
Consequently we define all “Increase” or “Decrease” calls
in a comparison between arrays derived from the same target
preparation as false positive. According to the Affymetrix
specification, a percentage of “total change” up to 2% between
two chips derived from the same hybridization cocktail is
acceptable. To confirm results derived by Microarray Suite,
GeneSpring was used to perform multiple compatisons between
atrays and to generate pairwise cotrelation coefficients (Spearman
correlation) for all arrays.

RESULTS

RNA and hybridization quality control parameters

Extracted total RNA was evaluated on a 2% agarose gel
for the presence of 28S and 18S rRNA bands, which were
cleatly visible in all RNA samples. RNA purity was assessed
by UV spectrophotometty. An _4yq/2 ratio >1.9 was achieved
in all samples. Total RNA was also used for RT-PCR of a
housekeeping mRNA species to assess RNA quality. Human
GAPDH (Applied Biosystems Inc., Foster City, CA, USA)
was robustly amplified in all cases.

We followed the Affymetrix guidelines for efficient
hybridization: Among the 22 253 probe sets, there was a
consistent percentage of “present” calls for each of the 12 cRNA
samples tested with a median of 50.68 (range 42.9-54.7).
No array image showed grossly visible artifacts. The ratio of
the 3’ probe set to the 5’ probe set of the GAPDH internal
control gene, which acts as an indicator for overall RNA
quality was below three in all cases. RNA and gene chip
hybridization quality control parameters are summartized in

Table 2.

Intra-tumor variability

Expression profiles from five gastric tumors were used to
determine the degree of intra-tumor variability. As shown
in Table 3, all gastric cancers demonstrated very little variance
in expression profiles between different regions of the same
tumor sample. In this case, expression arrays displayed mean
pairwise correlation coefficients of 0.9520.02, in contrast
to values of 0.6120.1 when different tumor samples were
compared to each other. In accordance, the variance between
two expression profiles calculated with the Affymetrix software
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Table 2 RNA and hybridization quality control parameters

Extraction Axeo/2s0 GAPDH CT Present calls (%) GAPDH 3’5
/Tumor ratio ratio
number

A/1 218 15.86 525 1.08
B/1 2.18 15.7 523 1.26
A/2 2.09 158 49.2 0.89
B/2 2.07 15.6 54.4 1.19
A/3 21 152 53.5 1.09
B/3 21 152 525 1.08
A/4 2.07 155 48.8 0.99
B/4 2.08 152 49.8 0.96
A/5 2.15 16.07 51.7 1.95
B/5 224 16.15 54.7 1.46
A/6 2.19 16.08 429 1.58
B/6 213 16.2 459 1.34

(percentage of “total change”) revealed a remarkably low
average value of 1.1820.78 for comparing fragments of the
same tumor sample. This result is even more striking in light
of the Affymetrix guidelines, which suggest that a percentage
of “total change” up to 2% is tolerable for comparing chips
derived from the same hybridization cocktail. In contrast,
when we compared tumor fragments from different tumors
the percentage of “total change” was 24.424.5. As an
example, Figure 1 illustrates different analyses results for
two regions of the same gastric cancer sample (Figure 1A)
and for two different gastric cancer samples (Figure 1B).
In conclusion, there is a surprisingly low degree of expression
profile variability within all gastric tumor samples studied.

A 100 000.0 r 0-39% of total change

10 000.0 -
1000.0 -

100.0
10.0

Extraction A, Tumor 6

1.0

O. 1 1 1 1 1 1 |
0.1 1.0 10.0 100.0 1000.0 10 000.0 100 000.0

Extraction B, Tumor 6

B 100 000.0 - 24% of total change

€ 10000.0 - 4

£

2 1 000.0

< 100.0

5

b= 10.0 -

o

§>3 1.0+

wl

0.1 ! | ! | | |
0.1 1.0 10.0 100.0 1 000.0 10 000.0 100 000.0

Extraction A, Tumor 2

Figure 1 Scatter plots of the expression profiles derived from two different
regions of the same gastric cancer sample (extraction A vs extraction B from
tumor no. 6) (B) and from two different gastric cancer samples (extraction A from
tumor no. 6 vs extraction A from tumor no. 2). The solid lines indicate 2-, 3-, 10-,
and 30-fold expression level differences. Red dots represent gene transcripts
detected in both arrays, yellow dots represent gene transcripts undetectable in
both arrays, and blue dots represent transcripts detectable in one but undetectable
in the other array. Gene transcripts detectable in both arrays (red dots) show a
high correlation and thus a low percentage of “total change” for two different
regions of the same tumor sample (B), whereas they show a poor correlation
and thus a high percentage of “total change” for fragments of different tumors (A).

Experimental variability

During the whole procedure of the microarray experiment,
so called experimental variability is generated by multiple
factors including chip manufacture, preparation of cRNA,
hybridization, washing steps, e#. To measute the degree of
experimental variability, RNA was extracted only once from
tumor no. 3. Subsequently, two aliquots from the same RINA
preparation were used for further processing and hybridization
on two separate Affymetrix U133A arrays. In this case, gene chip
expression profiles differed in only 0.18% of all genes analyzed.
Likewise the correlation coefficient was 0.99, respectively.
Table 3 summatizes compatison of results from all samples.

Table 3 Comparison results for all tumor samples analyzed

Comparison Pairwise correlation Percentage of
coefficient “total change”
Tumor 1, extraction A vs B 0.96 1.07
Tumor 2, extraction A vs B 0.91 2.65
Tumor 3, extraction A vs B 0.99 0.08
Tumor 4, extraction A vs B 0.96 0.55
Tumor 5, extraction A vs B 0.94 1.28
Tumor 6, extraction A vs B 0.95 0.39

Tumor no. 3 was used to evaluate experimental variability.

DISCUSSION

Microarray studies on gastric cancer are currently based on
two main methods of RNA preparation: the recently developed
technique of LCM allows for the isolation of cancer cells
and other subpopulations of interest from a heterogeneous
piece of tumor tissue. The advantage of microdissection is
that it directly focuses on the gastric cancer cells®'". The
disadvantage of LCM is at the level of resources and expertise.
A certified pathologist is required to select the cells to be
microdissected under the microscope, and microdissection
itself requires an expensive technology and special training,
Furthermore the amount of RNA obtained after LCM is
not sufficient for microarray analysis and generally requires
amplification. However, the amplification of small amounts of
RNA from laset-captured samples is difficult and has been proved
to be less reproducible than measurement of unamplified
mRNA"?!, Even a minor degree of amplification bias might
result in a substantial variation to the expression profile.
The approach we used here is based on total RNA
extraction with RNA isolated directly from the gastric tumor
tissue without the need for subsequent amplification. Hence,
the microarray profile reflects all different tissue components
present in the tumor. Most gasttic cancer microarray studies
are based on this method of RNA extraction®*¢-*!"%l This
strategy is less laborious, because it does not requite isolation
of specific cell types. Moreover, there is usually a sufficient
amount of high quality RNA obtained for microarray analysis.
However, since the actual proportion of tumor cells in the
gastric cancer tissue studied remains unknown, expression
profiling based on this strategy may not reliably represent
“true” tumor changes. In other words, the level of intra-tumor
variability is crucial for the sensitivity and tumor specificity
of the microarray experiment. If there is a significant amount
of intra-tumor vatiability, LCM becomes the strategy of choice.
In this study we found an unexpectedly low degree of
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expression profile variability within all gastric tumor
samples studied. Randomly selected fragments from the
same tumor sample displayed a striking similarity in
expression profiles, while expression profiles derived from
distinct tumor samples differed significantly. These data
suggest that tissue heterogeneity is not a dominant source
of error for microarray analysis of larger gastric tumor
samples, making total RNA extraction an appropriate
strategy for performing gene chip expression profiling of
gastric cancer.

Our findings are in contrast to a recently published
microarray study on human muscle biopsies™, where tissue
heterogeneity was a major source of expression profile variability.
This indicates that our results may be exclusive for larger
tumor samples and should not be generalized. It might also
reflect the influence of study design and appropriate material
selection on the outcome of any microarray experiment. We
believe that an experienced pathologist who is able to carefully
select an appropriate piece of gastric tumor for microarray
experiments directly from a large tumor avoiding necrosis
and infiltration by normal gastric mucosa is crucial for the
quality of our results.

In our study, the degree of expetimental variability was only
minimal. In the early times of gene chip technology, Mills
and Gordon?? found a substantial level of expetimental vatiability,
with an average of 12% increase/decrease calls between the
same RINA processed in parallel and hybridized on two Mul1k-
A Affymetrix arrays. Howevet, studies using newer, mote robust
Affymetrix array generations have achieved results consistent
with our studies™?". The low degree of expetimental variability
reflects the inherent advantage of the Affymetrix Gene
Chip technology. Due to commertcial mass production, they
contain a robust series of controls designed to minimize chip-
to-chip variation. The availability of standardized protocols
together with the use of stringent laboratory quality control
parameters also helps to reduce experimental variability.

In conclusion, we assume that gastric tumor expression
profiling based on total RNA extraction reliably represents
“true” tumor changes. Therefore, total RNA extraction may
be the strategy of choice for microarray studies including
large gastric cancer samples.
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