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Abstract

Colorectal cancer is one of the most
common malignancies in Taiwan. Recent
advances in genetics have more clearly
defined the impact of inheritance in the
multistep process of the colorectal cancer.
Researchers have identified single genes that
confer a susceptibility to hereditary colorectal
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cancer: familial adenomatous polyposis
(FAP) and hereditary nonpolyposis colorectal
cancer (HNPCC). FAP is caused by mutation
of the adenomatous polyposis coli (APC)
gene. HNPCC is caused by mutation of one
of severa DNA mismatch repair genes
including hMSH2, hMLH1, hPMSI, hPMS&2
and AMSH6. Additionally, microsatellite
instability, also referred to as replication error
(RER), is observed in most cancers from
HNPCC patients. Loss of heterozygosity
(LOH) and RER are important phenomenain
tumor development, with diagnostic and
prognostic relevance. Therefore, screening
for LOH and RER is a desirable first step in
the molecular analysis of tumors. This study
was conducted to determine LOH and RER
with a set of 10 microsatellite loci linked to
APC, hMSHZ2, hMLH1, DCC, P53, NM23,
HPC1 and MET genes as well as tumor
suppressor gene(s) on 8p22 in colorectd
tumors and to ascertain the significance of
the genetic ateration at specific loci in the
clinical pathology, chronological progression
and prognosis of colorectal cancer.
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Colorecta carcinogenesis is a multistep
process in which the majority of carcinomas
arise from adenomatous polyps through
many consecutive steps. This involves the
accumulation of genetic alterations. the
mutational activation of oncogenes (e.g. K-
ras) and the mutational inactivation of tumor



suppressor genes (e.g. p53) [1,2]. About 80%
of patients with colorectal cancer have
sporadic disease, with no evidence of having
inherited the disorder. In the other 20% of
patients, there appears to be a genetic link.
There are two well known inherited colorectal
cancer: familia adenomatous polyposis
(FAP) and hereditary nonpolyposis colorecta
cancer (HNPCC) [3]. The recent
identification of specific genes associated
with a predisposition to colorectal cancer has
provided new insight, not only regarding
inherited colorectal cancer, but aso about the
underlying mechanisms of sporadic tumor
formation.

Microsatellite analysis is emerging as
an important tool in the study of cancer. The
addition of novel microsatellite alleles is
referred to as replication error (RER) or
microsatellite instability, indicating possible
mutations in the cell's DNA repair
mechanisms. Another phenotype, exhibited
by chromosome deletions, often referred to as
allelic lossor loss of heterozygosity (LOH), is
commonly believed to represent the second
genetic inactivation step consistent with the
"two-hit" theory of carcinogenesis. The
detection of either of these genetic changes
demonstrates the presence of a clond
population of cells that share altered genetic
information, which is characteristic of cancer
cells.

The presence of RER has been shown in
colorectal cancers, notably HNPCC and
gporadic tumors in other tissues such as
bladder and stomach [4,5]. Studying RER
and LOH phenomena in tumor vs. normal
tissues will help to elucidate which types of
cancer exhibit these phenotypes and their
possible relevance for future use as a
diagnostic tool. Tumors of the proximal
colon, which display RER, have been
reported to have a better clinical prognosis
[6]. Studies to date have aso indicated that
LOH of microsatellite markers near specific
loci in colorectal cancer can have some
prognostic significance [7]. Research in these
areas is ongoing. The main aim of this study
was to determine the incidence of LOH and
RER at specific loci, its associations, and
significance in the chronological course of

tumor progression in colorectal cancer.

Thirty-nine patients with sporadic
colorectal cancer were accumulated. The
stored frozen tissues were retrieved for
simultaneous analyses of RER and LOH at
10 distinct chromosoma loci via an
automated fluorescent microsatellite assay.
RER was observed in 8/39 (20.5%) of the
cases at one or more chromosomal loci. Five
of RER" tumors showed LOH at one to three
microsatellite loci linked to APC, hMSHZ2,
hMLH1, P53, NMZ23 and HPCI1 genes as
well as tumor suppressor gene(s) on 8p22.
RER" phenotype was associated with LOH
a the hAMLHI gene (P = 0.035). On the
other hand, LOH was detected at all
microsatellite loci studied, with the
exception of that linked to MET oncogene.
More than one third of informative tumors
showed LOH at P53, DCC and APC genes
with the frequency 57.9%, 35.3% and
33.3%, respectively. LOH a AMSHZ2 and
hMLH1 genes was present in 12.1% and
9.1% of informative tumors. Of 22
informative tumors, six showed LOH at
marker D8S254 that was suspected near one
or more tumor suppressor genes. The
frequencies of LOH a NM23 and HPCI1
genes were 18.5% and 7.4%, respectively.

We have established the automated
procedures of LOH and RER assay system
via ABI 377 automated sequencer as well as
GeneScan and Genotyper software. The
majority of sporadic colorectal cancer
studied showed RER and/or LOH at the
microsatellite loci linked to APC, hMSH?Z,
hMLH1, DCC, P53, NM23 and HPC1 genes
as well as tumor suppressor gene(s) on 8p22.
The significance of the genetic aterations at
specific loci in the clinical pathology,
chronological progression, tumor recurrence
and prognosis of colorectal cancer is being
ascertained.
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