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ABSTRACT BACKGROUND AND AIM: To evaluate the expression of UDP- glucuronosyltransferase (UGT) 2B subfamily
and hepatic nuclear factorla (HNFla) in colorectal cancer, and to explore its significance in colorectal tissue
carcinogenesis. MATERIALS AND METHODS: RT-PCR was used to determine the mRNA levels of four UGT isoforms and
hepatic nuclear factorla (HNFla) in 32 samples of colorectal cancer and 14 normal colorectal sambles.UGT2B protein
was measured by western blot analysis and immunochemistry was used for HNFla protein. RESULTS: Polymorphic
regulation of UGT2B isoforms expression was found in colorectal tissue; compared to control group, UGT2B4 mRNA level
of the 32 samples of colorectal cancer and its surrounding healthy tissue was not significantly different(P > 0.05)
UGT2B7,UGT2B15 mRNA level were significantly down-regulated in colorectal cancer and its surrounding healthy tissues
when compared to control group(P < 0.05). UGT2B7 protein level was significantly decreased in colorectal cancer and
its surrounding healthy tissues(P < 0.05). Compared to control group, mRNA and protein levels of HNFla were not
significantly changed in colorectal cancer and its surrounding healthy tissues(P > 0.05) . CONCLUSION: Decreased
expression level of UGT isoform may be one cause of colorectal tissue carcinogenesis. As an upstream regulator of UGT
genes, mRNA and protein levels of HNFla were not significantly changed. This may be related to complicated control
mechanisms in vivo .
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RNA DEPC 0.5 ml EP
3 RNA 1 ptg, M-MLV 1 ¢, 7 11,
i P2 1 1, RNase 20 w1,
37 C 1 h,95 °C 10 min M-MLV 20 #1 RT
II EP PCR 19 ¢l
P11 ul 58 ¢, 95 C
5 min 2 1(1U/1) Taqg DNA
2 100 w1
2B UGT2B4 28 UGT2B10 30 UGT2B7
(UGT2B) HNFla mRNA UGT2B15  B-actin 26 95 °C 1 min
72 °C 1 min B-actin
60 C 1 min UGT2B4 UGT2B10 UGT2B7 UGT2B15
55 C 1 min, 72 C 7 min cDNA
1 PCR B-actin 8 11 PCR
1.1 32 2003 2 1.5% (65 V 60 min)
2004 4
Kodak ID Image Analysis Software
58.4 14 UGT/ B-actin
1.5 Western blot UGT2B7
54.6 -70 C
4 °C 12 000 r/min 4 °C 30 min,
1.2 PCR PE BEKMAN Du530
2400 Pharmacia Biotech 50 pg 12% SDS- (100
Trizol ~ RNA GIBCO V 4 h) 3% (PBS
(AMV) Taq DNA dNTP pH 7.4) 30 min, 1 500
Promega -2B7(UGT2B7) 37
UGT2B7 WB-UGT2B7 Gentest 2 h
FITC IeG Sigma Bandscan 5.0 Demo
1.3 1 UGT2B7 UGT2B7
1.4 RT-PCR UGT2B7
1.6 HNFla
1
Table 1 Sequence of primes PBS 5 min 3 309
Ug;;; F: 5'@AGmcf(e;(g;;ZeTTATCAAGCAGcs' Iﬁngztgfbp) H0, 1:50 30 min
R 5TAGCCAGGAGAGAAGCGAGGC3' 3
UGT2B7 F 5'CAAAGGAHCTAAACACCTTCGG-3’ 407 20 min
R 5-CCGTAGTGTTTTCTTCATTGCG3'
UGT2BI0  F 5'-GCTCACTTATCCTATCTCCTTGGC-3' 388 PBS 4C
R 5-GGGTAGAAGGATTGGATGCC3' PBS 5 min 3 1eG
I s s e s S
HNF 1o F 5'GTTGGATGGCAGCAGGTG-3' 173 SABC 37 C 30 min PBS 5 min 3
R 5-ATGAGGCGTCGTCTCCAG-3' DAB 1 ml,
B-actin F 5-ATCATGTTTGAGACCTTCAACA-3’ 539
R _5-CATCTCTTGCTCGAAGTCCA-3'
(I (I | |
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1.7 SPSS10.0 t
ANOVA  Fish’s ,a=0.05
2
2.1 UGT2B mRNA
RT-PCR 32
UGT2B4 25  UGT2B7 21  UGT2BI10 3
UGT2BI15 18 14
UGT2B4 12 UGT2B7 10  UGT2B10
1 UGT2BI15 11
UGT2B4 mRNA (P>0.05)
UGT2B10
UGT2B7 UGT2B15 mRNA
(P<0.05), 1 2
UGT2B15 UGT2B7 UGT2B4

C NT CNT C N T B-actin M

1 UGT2B4 UGT2B7 UGT2B15 mRNA
C N T:

Figure 1 Expression of UGT2B4,UGT2B7,UGT2B15 mRNA in 3 tissues
C colorectal cancer; N: surrounding healthy tissues of colorectal
cancer; T: normal colorectal tissues

2 UGT2B mR-
NA (x =5)
Table 2 Expression of UGT2B4,UGT2B7,UGT2B15 mRNA in colorectal
cancer, surrounding healthy tissues of colorectal cancer(SCRC) and nor-
mal colorectal tissues (¥ +s)

UGT2B4 UGT2B7 UGT2B15
0.370+0.182 0.304+0.160" 0.214+0.126"
SCRC 0.426+0.154 0.438+0.162" 0.339+0.151"
Normal colorectal tissues 0.345+0.211 0.589+0.272 0.544+0.196

Compared with normal colorectal tissues, * P < 0.01 *P<0.05.

Group
Colorectal cancer

2.2  Western blot UGT2B7
2
55 ~ 56 kD
0.186+0.109
I [
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)
0.409+0.171 0.684+0.117
(P<0.01)
(P<0.01,)
(P<0.01) UGT2B7
26
— - < 55 kD
C N Control
2 Western blot UGT2B7
C s N ;3 Control

Figure 2 Western blot analysis of UGT2B7 in 3 tissues C
colorectal cancer; N: surrounding healthy tissues of colorectal cancer;
Control: normal colorectal tissues

2.3 HNFla
mRNA
HNFla mRNA
0.225 + 0.095 0.339 +
0.101 0.345+0.126
(P >0.05), 3

C N

Control B-actin  Marker

3 HNFlamRNA
C s N ;3 Control
Figure 3 Expression of HNFlo. mRNA in 3 tissues C colorectal
cancer; N: surrounding healthy tissues of colorectal cancer; Control:
normal colorectal tissues

2.4
HNFla 0.267 +
0.107 0.315+0.121
0.325+0.098

(P>0.05), 4

UGT2B
UGT
cDNA UGT

UGT1
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Figure 4 Immunohistochemical staining for HNFlo in 3 tissues

T,

x 100) A ; C 5

(immunohistochemical analysis, x 100) A: colorectal cancer; B: surrounding

healthy tissues of colorectal cancer; C: normal colorectal tissues; D:negative control
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