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A 160°C — A polymorphism in the promoter region of E-cadherin has been
reported to decrease gene transcription. This allelic variation might be a potential
genetic marker for identifying individuals at risk for colorectal cancer. Up to date,
only very few reports were published the regarding clarification of the association
between the polymorphism of E-cadherim and colorectal cancer. A hospital-based
case-control study, including 200 colorectal cancer patients and 200 unaffected
controls, was performed. DNA from peripheral blood samples was examined by
polymerase chain reaction-restriction fragment length polymorphism. Logistic
regression analyses were used to computed odds ratio (OR) and 95% confidence
interval (Cl) after adjusted for the influence from diet and life-style factors (e.g. red
meat, smoking, drinking, obesity, and diabetes mellitus). In 200 healthy Taiwanese,
the distribution of genotype C/C was 42% (n=84), C/A was 48.0% (n=96), and AA
was 10% (n=20). The frequency of variant A/A genotype in colorectal cancer cases (4
of 200, 2%) was significantly lower than that of controls (20 of 200, 10%) (p<0.005),
conferring a 5-hold decrease in the risk of colorectal cancer (OR, 0.20 : 95% ClI,
0.06-0.56) compared with the C/C genotype. Stratification of the colorectal cancer
cases according to their location (left-sided vs. right-sided colon), histology (well,
moderate, and poor differentiation), tumor stage (stage O, I vs. stagell ,1II,IV), and
lymph node metastasis(positive and negative) fail to reveal any heterogeneity with
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resped to E-cadherin genotype. The present data suggest that individuals with
E-cadherin-160 A/A genotype have a decreased risk of colorectal cancer. Further
study is mandatory to clarify the functional relevance of the A allele in vivo and to
confirm the inverse association of the A/A genotype with colorectal cancer in large
epidemiologic studies.
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The experiment was sequentially conducted as follows :

1. Patients and Samples
We will recruit more than 200 cases of colorectal cancer and more than 200 cases of
control group for this study. The patients’ life style and clinicopathological data will
be well recorded. The specimens were surgically obtained from the colorectal surgical
department in the National Taiwan University Hospital. Clinical information was
obtained from medical records. Samples were taken from the representative cancerous
lesions including adjacent non-cancerous mucosa and were handled according to the
guidelines of the Japanese Research Society for colorectal Cancer. Tissue for
microscopic examination was formalin fixed and paraffin embedded following the
routine procedures in the laboratory. Histological examination was done on
hematoxylin-eosin-stained sections.

2. Genotyping analysis of E-cadherin Promoter
Laboratory personnel were blinded to the case-control status of the subjects. DNA
was purified from peripheral blood Ilymphocytes by SDS/ proteinase K treatment and
phenol/chloroform extraction. PCR-RFLP analysis of the E-caderin originally
described by Li er a (41). Was modified to identify its genotype. The two primers
were 5’-TCCCAGGTCTTAGTGAGCCA-3’ and 5°-GGCCACAGCCAATCAGCA-3".
Each PCR reaction mixture (50 pl) contained 8 pmol of each primer, 200 nM each
dNTP, 2 unit of Tag polymerase and 150ng genomic DNA. Reaction mixtures were
preincubated for 5 min at 96°C .PCR conditions were 10 cycles of 96°C for 30s, 60°C
for 30s, and 72°C for 30s. A final extension of 72°C for 5 min was performed. After
confirmation of the amplified fragment of the expected size on an agarose gel, the
PCR products were digested with 5 units of restriction enzyme Hph I or AfITI site.
DNA fragments were then eletrophoresed on a 7% polyacrylamide gel. Those subjects
with inadequate quantity of DNA sample or unsatisfactory genetic analysis were also
excluded form analysis. Finally, atotal of 200 cases and 200 controls were included in
further statistical analysis.

3. Statistical Analysis
They 2 test for association was used to test differences in the distribution of the
genotypes or demographic variables. Exact 95% confidence intervals (Cls) for odds
ratios (ORs) were computed by Cornifield’s method. Unconditional logistic
regression was used to compute ORs and 95% Cls, with adjustment for several
covariates found associated with risk. All these tests were performed by SPSS
software. A p value less than 0.05 was considered statistically significant.
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Tablel:Demographic Characteristics of Colorectal Cancer Patients and

Controls
Characteristics Patients Control P-value
(n=200) (n=200)
Gender
Male 124 120 NS
Female 76 80 NS
Age, yrs(meantSD) 62.4£14.0  61.4%12.6 NS
Ethic group
Fukien Taiwanese 141 132 NS
Hakka Taiwanese 24 22 NS
Mainland Chinese 35 46 NS
Education L evel
Primary school or lower 72 84 P<0.05
Junior high school 47 67
Seniot higt school and above 82 49
Cigarette Smoking
No 56 138 P<0.05
Yes 144 62
Diabetes Mellitus
No 174 189 P<0.05
Yes 26 11
Red Meat Consumer
Very frequency 44 18 P<0.05
Frequency 84 94
Rare 72 88
Body-Mass | ndex(kg/m?)
MeanzSD 28.611.4 21.4%2.2 P<0.05

*NS: Not significant




Table2: Distribution of E-cadherin -160°C —A Polymorphism in Controls
and colorectal Cancer Patients

Characteristic E-cadherin Polymorphoism

cC CA AA P-value
Control 84 96 20 P<0.05
Cases 94 102
Sites
Right Colon 34 36 6 NS
Left Colon 144 162 18
Histology
Well 20 19 2
moderate 150 167 20 NS
Poor 8 12 2
Stage
Early(0, 1) 18 22 5 NS
Advance(II ,1I,IV) 160 176 19
Lymph node metastasis
Positive 90 104 14 NS
Negative 88 94 10

*NS: Not significant
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