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Abstract
Background: Gilbert syndrome is caused by defects in bilirubin UDP-glucuronosyltransferase (UGT1A1). The most 
common variation believed to be involved is A(TA)7TAA. Although several polymorphisms have been found to link 
with A(TA)7TAA, the combined effect of regulatory polymorphisms in the development of Gilbert syndrome remains 
unclear.

Methods: In an analysis of 15 patients and 60 normal subjects, we detected 14 polymorphisms and nine haplotypes in 
the regulatory region. We classified the 4-kbp regulatory region of the patients into: the TATA box including A(TA)7TAA; 
a phenobarbital responsive enhancer module including c.-3275T>G; and a region including other ten linked 
polymorphisms. The effect on transcription of these polymorphisms was studied.

Results: All haplotypes with A(TA)7TAA had c.-3275T>G and additional polymorphisms. In an in-vitro expression study 
of the 4-kbp regulatory region, A(TA)7TAA alone did not significantly reduce transcription. In contrast, c.-3275T>G 
reduced transcription to 69% of that of wild type, and the linked polymorphisms reduced transcription to 88% of wild 
type. Transcription of the typical regulatory region of the patients was 56% of wild type. Co-expression of constitutive 
androstane receptor (CAR) increased the transcription of wild type by a factor of 4.3. Each polymorphism by itself did 
not reduce transcription to the level of the patients, however, even in the presence of CAR.

Conclusions: These results imply that co-operation of A(TA)7TAA, c.-3275T>G and the linked polymorphisms is 
necessary in causing Gilbert syndrome.

Background
The elimination pathway of bilirubin in humans is cata-
lyzed exclusively by bilirubin UDP-glucuronosyltrans-
ferase (UGT1A1) [1]. Gilbert syndrome is a mild
hereditary unconjugated hyperbilirubinemia without
liver dysfunction or hemolytic anemia. It is caused by
defects of UGT1A1 and is one of the most prevalent con-
genital metabolic disorders; Gilbert syndrome is found
clinically in 3-10% of the population [2-5].

The UGT1A1 gene (UGT1A1) has the TATA box and a
phenobarbital responsive enhancer module (gtPBREM)
in its regulatory region [6,7]. The wild type of TATA box
has six repeats of TA, and is conventionally written as

A(TA)6TAA [6]. The gtPBREM is an important enhancer
module of UGT1A1, comprising a region of 290-bp. It is
located approximately 3.5 kbp upstream from the coding
region and works in the presence of nuclear receptors,
such as constitutive androstane receptor (CAR) [7].

Three variations are the most common polymorphisms
in patients with Gilbert syndrome: the TA-insertion (c.-
53TA[8]) in the TATA box, written as A(TA)7TAA; c.-
3275T>G in gtPBREM; and c.211G>A (p.G71R) in exon 1
[8-11]. In previous reports, c.-3275T>G has been written
as c.-3279T>G [12]. In the present report we adopted the
nucleotide sequence of UGT1A1 revealed in GenBank
Accession No. NG_002601, based on our gene analysis.
A(TA)7TAA is found in all ethnic groups, and its fre-
quency is 0.36-0.40 in Caucasians, 0.35-0.43 in Africans
and 0.15 in Japanese [11-15]. Most Caucasians and Afri-
cans with Gilbert syndrome have homozygous
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A(TA)7TAA [11]. Consequently, A(TA)7TAA is believed
to be the main cause of Gilbert syndrome.

UGT1A1 activity in patients with Gilbert syndrome
was about 30% of normal, based on studies involving
human liver samples [16-18]. In subsequent studies using
human liver samples of homozygous A(TA)7TAA,
UGT1A1 enzyme activity was 48% of wild type, and the
expression level of UGT1A1 protein was 42-50% of wild
type [18-20]. A(TA)7TAA reportedly has only one-third
of the transcriptional activity of wild type, based on a
gene expression study with the regulatory region from c.-
546 to c.-4 [11]. No statistically significant difference in
activity between A(TA)6TAA and A(TA)7TAA was
detected in our own earlier study, however, using six dif-
ferent lengths of regulatory region varying from 111 to
3188-bp in length [21]. Also, other groups reported that
transcriptional activity was not so drastically reduced by
A(TA)7TAA (to 70-86% of wild type, not by one-third)
[14,22].

The frequency of c.-3275T>G in gtPBREM is 0.26 in
Japanese, 0.47 in Caucasians and 0.85 in African-Ameri-
cans [12,23]. We found that all patients with Gilbert syn-
drome having homozygous A(TA)7TAA were also
homozygous for c.-3275T>G, and we suggested that a
combined effect of these polymorphisms on transcription
is essential to the syndrome [24]. Furthermore, the c.-
3152G>A and c.-364C>T polymorphisms, as well as c.-
3275T>G, were recently found to link with A(TA)7TAA
[12,23], and numerous single nucleotide polymorphisms
(SNPs) of UGT1A1 were also reported on GeneSNPs [25].
To determine the role of the regulatory polymorphisms in
Gilbert syndrome, we first analyzed haplotypes of the
patients and normal subjects. Based on the results, the
transcriptional activity of a continuous 4-kbp regulatory
region was studied in the presence and absence of CAR.

Methods
Sequencing of the UGT1A1 transcriptional regulatory 
region
The upstream region of UGT1A1 were analyzed in a ran-
dom population of 50 Japanese subjects and in four Japa-
nese with Gilbert syndrome having homozygous
A(TA)7TAA, as well as in ten healthy normal Caucasians
and 11 unrelated Caucasians with Gilbert syndrome; all
gave informed consent. The study was approved by the
ethics committee of Shiga University of Medical Science.
We amplified the regulatory region as four separate DNA
fragments, using the polymerase chain reaction (PCR).
Prime Star HS (TaKaRa BIO INC., Shiga, Japan) was used
for PCR of fragment 1 (c.-3559 to c.-2614). Ex Taq
(TaKaRa BIO INC) was used for PCR of fragment 2 (c.-
2670 to c.-883), fragment 3 (c.-950 to c.-314) and frag-
ment 4 (c.-446 to c.879 + 78). The D buffer of a PCR
Optimizer Kit (Invitrogen Corporation, Carlsbad, CA)

was used instead of the attached buffer of Ex Taq in the
PCR of fragment 3. PCR products were sequenced
directly using an ABI PRISM® Big Dye® Terminator v1.1
Cycle Sequencing Kit (Applied Biosystems, Foster City,
CA). Tables -A1-A and -D1-D show all primers and con-
ditions used in this study.

Construction of expression vectors
To study the effect of the TATA box, gtPBREM, and the
other polymorphisms in the regulatory region, we con-
structed luciferase expression vectors including the regu-
latory regions with differing combinations of these
polymorphisms. We also constructed a CAR expression
vector, to investigate the effect of CAR on transcription of
the regulatory region with gtPBREM.
Cloning of the regulatory region in two separate DNA 
fragments
Two types of genomic DNA were chosen to construct
expression vectors. One is a Gilbert-syndrome type from
a Japanese patient with Gilbert syndrome having
homozygous A(TA)7TAA. The other is wild type from a
normal subject having identical sequence, reported in
GenBank Accession No. NG_002601. The distal region
(c.-4076 to c.-1945) and proximal region (c.-2483 to
c.247) were amplified with PCR, using TaKaRa LA Taq®

Hot Start Version (TaKaRa BIO INC) (Table -B1-B). The
PCR products were cloned into a pCR®-XL-TOPO® vector
with a TOPO XL PCR cloning kit (Invitrogen Corpora-
tion), and the entire regions involved were checked by
sequencing so as to eliminate any mistakes arising in the
PCR amplification (Table -E1-E).
Construction of expression vectors
Restriction sites for ligation into an expression vector
were introduced into the proximal and distal regulatory
regions by PCR of the cloned regulatory region, using
PCR primers with the restriction sites (Table -C1-C).
Each PCR product (proximal; c.-2323 to c.-1: distal; c.-
4076 to c.-1945) was inserted into the PCR®-XL-TOPO®

vector. PGV-B2 expression vectors (TOYO B-Net CO.,
LTD, Tokyo, Japan) having wild-type or Gilbert-syn-
drome-type continuous 4-kbp regulatory region (c.-4076
to c.-1) were constructed by restriction and ligation using
a Ligation-Convenience Kit (NIPPON GENE CO., LTD.,
Tokyo, Japan), as listed in Figure 1: Vectors No.1 and 2 are
wild and Gilbert-syndrome types, respectively.

We found that the typical region between gtPBREM
and A(TA)7TAA of the patient included ten linked poly-
morphisms, c.-3152G>A, c.-2951A>G, c.-2743T>C, c.-
2737T>C, c.-2726G>A, c.-2724AT[8], c.-2473T>G, c.-
1352A>C, c.-689A>C and c.-364C>T (Table 2). The effect
of the region on the transcriptional activity was deter-
mined as a unit. We classified the regulatory region of
UGT1A1 with the detected polymorphisms into the fol-
lowing three regions: the TATA box including
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Table 1: Primers for amplification and sequencing of UGT1A

Primer name Sequence (5' to 3') Condition

Amplification of UGT1A1 transcriptional regulatory region for direct sequence

Amp1-F CACCTCCTCCTTATTCTCTTa fragment 1

Amp1-R CCTTGAATTTCCAAAATCCCAGA 3 min at 96°C, 35 cycles (20 sec at 96°C, 15 sec at 57°C, 90 sec at 
72°C), 5 min at 72°C

Amp2-F GATACAAGGCAGAACAGAAC fragment 2

Amp2-R AGGTCACACGGTTACTCTGA 2 min at 94°C, 35 cycles (20 sec at 94°C, 30 sec at 61°C, 70 sec at 
72°C), 5 min at 72°C

Amp3-F TGAGCGCTGAAAATCTCAAC fragment 3

Amp3-R AGAGAGGAAGAAGGACGACT 3 min at 94°C, 32 cycles (30 sec at 94°C, 45 sec at 59°C, 60 sec at 
72°C), 10 min at 72°C

Amp4-F ACAGGTTTCCATGGCGAAAG fragment 4

Amp4-R GCTTGCTCAGCATATATCTCTGGGb 2 min at 94°C, 35 cycles (20 sec at 94°C, 30 sec at 61°C, 60 sec at 
72°C), 5 min at 72°C

Amplification of proximal and distal regulatory regions from genome DNA for cloning

Proximal-F1 GACTGCCATCCAGTAGGGCTCACACGTT

Proximal-R1 CGCCTTTGCTCCTGCCAGAGGTTCG 2 min at 94°C, 30 cycles (20 sec at 94°C, 5 min at 68°C), 10 min at 
68°C

Distal-F1 GAGATCTGAGTTCTCTTCACCTCCTCCT

Distal-R1 GCAGAGCTTCCAAGCTTTTTGAGGCTG 2 min at 94°C, 30 cycles (20 sec at 94°C, 30 sec at 63°C, 2 min at 72°C), 
5 min at 72°C

Addition of restriction enzyme site of cloned transcriptional regulatory regions by PCR
(underline: Sac I site on Proximal-F2 and Distal-F2; Xho I site on Proximal-R2)

Proximal-F2 GAGAGCTCCCTCAGCCCCTAGAGCACCATC

Proximal-R2 CTCTCGAGGCGCCTTTGCTCCTGCCAGAGG 2 min at 94°C, 8 cycles (20 sec at 94°C, 30 sec at 60°C, 90 sec at 72°C), 
5 min at 72°C

Distal-F2 GAGAGCTCGAAGGGATTAGTTTAGGACAACCCTCCTTC

Distal-R1 GCAGAGCTTCCAAGCTTTTTGAGGCTG 2 min at 94°C, 8 cycles (20 sec at 94°C, 30 sec at 60°C, 90 sec at 72°C), 
5 min at 72°C

Sequencing primers for transcriptional regulatory region of UGT1A1

Seq1-1 TATTCTCTTTTTGACACTGG

Seq1-2 GACCAAGGTTCCAGAAGTGGTGGTGA

Seq1-3 CAATTACAGGGGATGGTGCTCTAG

Seq1-4 CTTCCAATTCTGGCTGCACA 5 min at 96°C, 25 cycles (10 sec at 96°C, 5 sec at 50°C, 4 min at 60°C) c

Seq1-5 GACGAAGGAATGAAACACAT

Amp4-F ACAGGTTTCCATGGCGAAAG
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A(TA)7TAA, gtPBREM including c.-3275T>G, and the
remaining region with the ten linked polymorphisms,
according to their locations in the regulatory sequence
and previous studies. To study the effects of the three
regions on transcription, either solely or in combination,
vectors with different combinations of polymorphisms
were constructed by restriction and ligation, as listed in
Figure 1. Vectors Nos. 3-8 are combination types.
Construction of CAR expression vector
CAR-cDNA was isolated from a human liver cDNA
library (TaKaRa BIO INC) by PCR, as described by Auer-
bach et al [26]. The PCR product was cloned into pCR2.1
vector (Invitrogen Corporation). CAR-cDNA was cut out
by EcoR I and EcoR V, and ligated into the pCR3.1 vector
(Invitrogen Corporation).

Transfection and luciferase assay
HepG2 cells from the Riken Cell Bank (Tsukuba, Japan)
were cultured in the minimal essential medium, which
includes Earle's salts, non-essential amino acids but not -
L-Glutamine (MEM, Invitrogen Corporation), supple-
mented with 10% fetal bovine serum (Invitrogen Corpo-
ration), 50 U of penicillin/ml and 50 μg of streptomycin/
ml. The cells were transferred to a 24-well culture plate (7
× 104 cells/well) at 25 hours before transfection. For the
transfection, 250 μl of MEM, 3.0 μl of GenePORTER®

Transfection Reagent (GeneLantis, San Diego, CA) and
plasmid vectors were poured onto the cells in each well.
The composition of the plasmid vectors for transfection
was: luciferase reporter plasmid PGV-B2 with a tran-
scriptional regulatory region (400 ng), the CAR-pCR3.1
expression plasmid or mock plasmid (200 ng), and the
Renilla luciferase expression plasmid pRL-SV40 (6 ng) for
normalization. After 3 hours, 250 μl of MEM containing
20% fetal bovine serum was added to each well. After 28
hours the transfected cells in each well were lysed, and

the dual luciferase activities were immediately measured
with a PicaGene Dual SeaPansy Luminescence Kit
(TOYO B-Net CO., LTD).

Data analysis
Haplotype analysis was carried out using Haploview 3.32
software [27]. Changes in transcriptional activity due to
the polymorphisms were analyzed by multiple regression
analysis (see Additional file 1, Table S1), using
SPSS16.0.1J software (SPSS Japan Inc., Tokyo, Japan). For
dummy coding, we defined the wild-type and mutant-
type polymorphisms as 0 and 1, respectively.

Results
Sequencing and haplotype analysis in the regulatory 
region of UGT1A1
The upstream region of UGT1A1 was analyzed in
patients with Gilbert syndrome and in normal Japanese
and Caucasian subjects. The regulatory region of wild
type was consistent with NG_002601, which is stated to
be the sequence of UGT1A1 by the US National Center
for Biotechnology Information (Table 2, type I). Fourteen
polymorphic variations with distinct combinations were
identified (Table 2). A(TA)7TAA always linked with c.-
3275T>G, c.-2951A>G, c.-2743T>C, c.-2726G>A, c.-
2473T>G, c.-1352A>C, c.-689A>C and c.-364C>T. In
addition, the alleles with A(TA)7TAA had variants of the
AT-repeat number from c.-2724. The AT-repeat number
at c.-2724 of the wild type was three; we denote this as c.-
2724AT [3]. The variant of Japanese patients having
homozygous A(TA)7TAA was eight AT-repeats: c.-
2724AT[8]. The repeat number was greater than eight in
Caucasian patients, but could not be determined exactly
because of the difficulty involved in reliable amplification
with PCR. These variants are described here as c.-
2724AT[>8]. Also, A(TA)7TAA was linked mostly with

Sequencing primers for cloned transcriptional regulatory regions

Seq2-1 TCTGCTGTTGGCTGAATCTG

Seq2-2 TATACACACGGCCTGCAAGT

Seq2-3 CAGAATGGCTAGAGGGTAAG

Seq2-4 ACAGAAACATGTCCAGAGCACTT

Seq2-5 TGTCTGATGGTGGCCTACTA

Seq2-6 TTGCTGCCCTGCTGTGTG 5 min at 96°C, 25 cycles (10 sec at 96°C, 5 sec at 50°C, 4 min at 60°C) c

Seq2-7 CATCCAGGTACACAGCAGAA

Seq2-8 TCATTCCACTGGCCCAAGAT

Seq2-9 GGTTCCCAATCAGGTCCATT

Seq2-10 TCACATGCGCTCCAGTGAAT

Seq1-2, Seq1-4, Amp4-F

aSugatani et al. [10]bMaruo et al. [15]cYamada et al. [35]

Table 1: Primers for amplification and sequencing of UGT1A (Continued)
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c.-3152G>A (c.-3156G>A in a previous report (10)) and
c.-2737T>C. From the analysis, nine different haplotypes
were identified, with distinct combinations of the 14
polymorphic variations (Table 2) and 14 kinds of diplo-
type (see Additional file 2, Table S2).

Effect of regulatory polymorphisms on transcription
Based on haplotype analysis of Gilbert patients in Japa-
nese and Caucasians, we selected the most typical regula-
tory regions of wild and Gilbert-syndrome type for in-
vitro expression studies: in Table 2, type I and type V
respectively. The regulatory region for Gilbert syndrome
was cloned from a Japanese patient because of the uncer-
tain number of AT-repeat in Caucasians, since all
homozygotes with A(TA)7TAA were Gilbert syndrome
irrespective of c.-2724AT[8] or c.-2724AT[>8]. To sim-
plify the analysis, the regulatory region with the detected
polymorphisms was classified into three categories: the
TATA box including A(TA)7TAA; gtPBREM including c.-
3275T>G; and the region with the ten linked polymor-
phisms specified in the Materials and Methods section
above.

The gray bars in Figure 2 show transcriptional activities
without co-expression of CAR. A(TA)7TAA did not sig-
nificantly reduce transcriptional activity (94% of wild
type, p = 0.14). In contrast, c.-3275T>G and the ten
linked polymorphisms significantly reduced the activity,
to 69% and 88% of wild type respectively (p < 0.001 and p
= 0.001). Our study shows that c.-3275T>G exerts the
greatest reduction in transcription. The typical haplotype
of Gilbert patients (G-m-(TA)7_Gilbert in Figure 2)
reduced transcriptional activity to 56% of wild type.

The white bars in Figure 2 show transcriptional activi-
ties with co-expression of CAR. The activity of wild-type
haplotype was increased with CAR by a factor of 4.27
(S.D. = 0.18, p < 0.001). The ten linked polymorphisms
alone did not reduce transcriptional activity. In contrast,
c.-3275T>G and A(TA)7TAA significantly reduced the
activity, to 85% and 83% of wild type respectively (p <
0.001 and p < 0.001). The typical haplotype of Gilbert
syndrome patients (G-m-(TA)7_Gilbert in Figure 2)
reduced transcriptional activity to 68% of wild type.
These results suggest that AT(TA)7TAA by itself does not
reduce transcriptional activity enough to cause Gilbert
syndrome, and that co-operation of c.-3275T>G and the
ten linked polymorphisms with AT(TA)7TAA is neces-
sary to cause the syndrome.

Discussion
By reducing the transcription of UGT1A1, A(TA)7TAA is
acknowledged to be one of the most important causes of
Gilbert syndrome. Further polymorphisms located
upstream of the UGT1A1-coding region have recently
been detected but, apart from A(TA)7TAA and -
3275T>G at gtPBREM, the role of these polymorphisms
in the development of Gilbert syndrome is currently
unclear.

In the present analysis of the regulatory region of
UGT1A1, nine haplotypes were detected with differing
combinations of 14 polymorphic variations (Table 2).
From this analysis we were able to determine the typical
haplotype of the regulatory region of patients with
A(TA)7TAA as c.-3275G,.c-3152A, c.-2951G, c.-2743C,
c.-2737C, c.-2726A, c.-2724AT[8] or [>8], c.-2473G, c.-
1352C, c.-1125C, c.-997G, c.-689C, c.-364T and
A(TA)7TAA. In addition, the regulatory region of wild
type was identical with NG_002601 in all Japanese and
Caucasian cases, and different from the sequence used in
previous expression studies, namely AF297093 in Gen-
Bank [12,28]. Specifically, four base-pairs (c.-3043T, c.-
3032G, c.-2985C and c.-2982G) downstream near gtP-
BREM in AF297093 do not exist in NG_002601.

We classified the regulatory region into three catego-
ries so as to simplify the analysis, taking account of previ-
ous studies and the locations found in the regulatory
sequence. Those three categories are: gtPBREM includ-

Figure 1 List of vectors constructed. UGT1A1 regulatory regions (c.-
4076 to c.-1, Nos. 1 - 8), with differing combinations of polymorphic 
variations, were inserted into the luciferase reporter plasmid PGV-B2. 
The wild-type vector is No.1, and No.2 is a typical vector with regulato-
ry regions showing Gilbert syndrome. The open box is a wild-type re-
gion between gtPBREM and the TATA box, including ten linked 
polymorphisms: c.-3152G>A, c.-2951A>G, c.-2743T>C, c.-2737T>C, c.-
2726G>A, c.-2724AT[8], c.-2473T>G, c.-1352A>C, c.-689A>C and c.-
364C>T. The gray box is a mutant-type region having mutant-type se-
quence corresponding to the wild-type region. Luc is luciferase cDNA. 
The name of the expression vector corresponds to the polymorphisms 
included and the type of vector. In the first part of the name, T and G 
respectively denote c.-3275T and c.-3275G. In the second part of the 
name, w and m refer to wild type and mutant-type region between gt-
PBREM and the TATA box. In the third part, (TA)6 and (TA)7 denote 
A(TA)6TAA and A(TA)7TAA. In the fourth part, wild, Gilbert and combi-
nation indicate that each vector has wild-type sequence, or typical mu-
tant-type sequence in subjects suffering from Gilbert syndrome, or an 
artificial sequence constructed for this study.
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Table 2: Haplotypes in the UGT1A1 transcriptional regulatory region

type Number of allele gtPBREM Polymorphisms in the region between gtPBREM and TATA box TATA box

JRSa

(100) e
JG7b

(8) e
NCc

(20) e
CGd

(22)e
-3275 -3152 -2951 -2743 -2737 2726 -2724AT[n] -2473 -1352 -1125 -997 -689 -364 A(TA)nTAA

Haplotypes with A(TA)6TAA

I 68 0 11 0 T G A T T G 3 T A C G A C 6

II 19 0 4 0 G G A T T A >8 G C C A C C 6

III 0 0 1 0 T G A T T G 3 G C C A C C 6

IV 2 0 0 0 T G A T T G 3 T C C A A C 6

Haplotypes with A(TA)7TAA

V 10 8 0 0 G A* G* C* C* A* 8* G* C* C G C* T* 7

VI 1 0 3 12 G A G C C A >8 G C C G C T 7

VII 0 0 1 5 G G G C T A >8 G C C G C T 7

VIII 0 0 0 4 G G G C C A >8 G C T G C T 7

IX 0 0 0 1 G A G C C A >8 G C T G C T 7

Boldfaces indicate variations.
aJRS, Japanese random subjects; bJG7, Japanese patients with Gilbert syndrome having homozygous A(TA)7TAA; cNC, normal Caucasians; dCG, Caucasian patients with Gilbert syndrome; 
eNumbers in parentheses indicate the number of total alleles in each group
*Ten linked polymorphisms between gtPBREM and TATA box



Matsui et al. BMC Gastroenterology 2010, 10:57
http://www.biomedcentral.com/1471-230X/10/57

Page 7 of 9
ing c.-3275T>G; the region including ten linked polymor-
phisms; and the TATA box including A(TA)7TAA. We
further examined their effect on transcription, both in
the presence and absence of CAR. This was done for
three reasons. First, enhancer activity of gtPBREM is ele-
vated by CAR in in-vitro experiments using culture cells
[10]. Second, CAR has been proposed as a key regulator
of bilirubin clearance in the liver in wild type and human-
ized CAR transgenic mice [29]. Third, c.-3275T>G is
reported to be a further factor for the development of
hyperbilirubinemia [30].

Transcription of the wild-type regulatory region was
enhanced 4.3 times by co-expression of CAR (Figure 2).
This was a similar factor to that in previous studies of
UGT1A1 [10]. There were differences in transcription
between A(TA)7TAA, c.-3275T>G and the ten linked
polymorphisms, both in the presence and the absence of
CAR. A(TA)7TAA by itself reduced transcription to 94%

of wild type (p = 0.14, not significant) without CAR, and
to 83% (p < 0.001) with CAR. By itself, then, A(TA)7TAA
does not reduce transcriptional activity to 42-50%, which
is the value estimated from the enzyme activity and the
amount of enzyme protein in human liver samples of
homozygous A(TA)7TAA [18-20]. A(TA)7TAA likewise
does not reduce transcription down to the values found
in human samples in our experiment using shorter regu-
latory regions (c.-2323 to c.-1 and c.-274 to c.-1) (data not
shown). These results suggest that further mutations/
variations linked to A(TA)7TAA participate in reducing
the transcription.

The ten linked polymorphisms located between
A(TA)7TAA and c.-3275T>G together reduced tran-
scription to 88% (p = 0.001) of wild type without CAR.
This reduction might be due mainly to c.-1352A>C, since
this variation reduced the activity to 85% of wild type in
our previous study with a 3-kbp regulatory region [21].
The ten linked polymorphisms did not induce any signifi-
cant change in transcription with CAR. It is not clear why
there was no significant reduction of transcription in the
presence of CAR, but the 4.3-fold enhancement of the
activity with CAR might mask the inhibitory effect of c.-
1352A>C.

Unlike A(TA)7TAA and the ten linked polymorphisms,
c.-3275T>G noticeably reduced transcriptional activity
both with and without CAR, to 69% (p < 0.001) and 85%
(p < 0.001) of wild type respectively. This result is consis-
tent with the report that c.-3275T>G is a factor for the
development of hyperbilirubinemia [30].

Sugatani et al. recently reported that the TATA box
reduced transcription to a greater extent than c.-
3275T>G (c.-3279T>G on their sequence), in a study
using the regulatory region from c.-3570 to c.-1 [28]. This
regulatory region has two significant differences in their
work and ours. First, they did not consider the ten poly-
morphisms between gtPBREM and the TATA box. Sec-
ond, their study used the sequence of AF297093 whereas
we used NG_002601. At least part of the discrepancy
between their results and ours might stem from these dif-
ferences.

Without CAR, the typical haplotype of Gilbert syn-
drome patients was effective in reducing transcription, to
56% of wild type, and with CAR to 68% of wild type (Fig-
ure 2). The results without CAR are almost compatible
with previous in vivo data: UGT1A1 enzyme activity was
48%, and the expression level of UGT1A1 protein was 42-
50%, of wild type in studies using human liver samples of
carriers with homozygous A(TA)7TAA [18-20]. There is
only a small amount of CAR in the nuclei of human pri-
mary hepatocytes [31], but it has been reported that
defects in bilirubin clearance are not observed in CAR-
null mice until the appropriate stress is applied, and that
nuclear CAR increases in the presence of activators such

Figure 2 Transcriptional activity of the continuous 4-kbp regula-
tory region (c.-4076 to c.-1) with/without the CAR expression 
plasmid. The combination of variations in each expression vector is 
shown in Figure 1. Name of expression vector represents polymor-
phisms included and vector type. In the first part of the name, T and G 
respectively denote c.-3275T and c.-3275G. In the second part of the 
name, w and m refer to wild type and mutant-type region between gt-
PBREM and the TATA box. In the third part, (TA)6 and (TA)7 denote 
A(TA)6TAA and A(TA)7TAA. In the fourth part, wild, Gilbert and combi-
nation indicate that each vector has wild-type sequence, or typical mu-
tant-type sequence in subjects suffering from Gilbert syndrome, or an 
artificial sequence constructed for this study. The mean transcriptional 
activity of the wild-type vector, T-w-(TA)6_wild, without the CAR ex-
pression plasmid was chosen as 1.00. Each column and bar represents 
the mean and SD of four independent determinations. The vector with 
typical regulatory region showing Gilbert syndrome is G-m-
(TA)7_Gilbert. The open box is a wild-type region between gtPBREM 
and the TATA box, including ten linked polymorphisms: c.-3152G>A, 
c.-2951A>G, c.-2743T>C, c.-2737T>C, c.-2726G>A, c.-2724AT[8], c.-
2473T>G, c.-1352A>C, c.-689A>C and c.-364C>T. The gray box is a mu-
tant-type region having mutant-type sequence corresponding to the 
wild-type inner region. Luc is luciferase cDNA.
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as a large concentration of bilirubin [29]. Consequently
the CAR state of the patients may be similar to those in
the experiment without CAR, in which case CAR is not
important to serum bilirubin levels of the patient. Even if
the amount of nuclear CAR in the patients is intermedi-
ate between the values in the experiments with and with-
out CAR, A(TA)7TAA by itself is not enough to reduce
transcription to the level found in the liver of patients
with homozygous A(TA)7TAA [18-20].

Bilirubin levels are found to be related to polymor-
phisms of UGT1A1; c.-3275T>G, A(TA)7TAA and
c.211G>A in epidemiological genetic studies [30,32].

Epidemiological evaluation of the effect of each poly-
morphism on the development of Gilbert syndrome is
difficult, because almost all haplotypes with A(TA)7TAA
also have c.-3275T>G and other polymorphisms such as
c.-1352A>C.

Our in-vitro studies imply the existence of combined
effects of the polymorphisms on transcriptional activity
in the development of Gilbert syndrome; these studies
use vectors with combinations of the polymorphisms
designed specifically to analyze the role of the individual
polymorphisms. Our results may explain why almost all
patients with Gilbert syndrome are double homozygous
for A(TA)7TAA and c.-3275T>G [24,33,34]. Since c.-
3275T>G alone is not enough to reduce the transcription
level to that of the patients, less frequent A(TA)7TAA
may play a determinant role in the etiology of Gilbert
syndrome. Exceptional patients, such as one who is
homozygous for A(TA)7TAA and heterozygous for c.-
3275T>G, heterozygous for A(TA)7TAA and homozy-
gous for c.-3275T>G, and homozygous only for c.-
3275T>G, may have further variations of UGT1A1 that
have not yet been investigated, or have variations of the
other enzyme(s) related to bilirubin metabolism
[28,33,34]. Further studies of the relation between serum
bilirubin concentration and genotype that include
enough patients with minor haplotypes, based on this
analysis, should identify accurately the involvement of
each polymorphic mutation in the development of Gil-
bert syndrome.

Conclusions
All haplotypes of Gilbert syndrome patients with
A(TA)7TAA have both c.-3275T>G and 8-11 polymor-
phisms between gtPBREM and A(TA)7TAA. CAR
increases transcription and changes the amount of inhibi-
tion exerted by each polymorphism on transcription.
Regardless of the presence of CAR, A(TA)7TAA did not
by itself reduce transcriptional activity enough to cause
Gilbert syndrome. Our study shows that c.-3275T>G and
the ten polymorphisms detected in the patients are also
important for the decrease of transcription of UGT1A1 in
addition to A(TA)7TAA, and that Gilbert syndrome is

likely to be caused by the combined effects of these poly-
morphisms.
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UGT1A1: bilirubin UDP-glucuronosyltransferase; UGT1A1: bilirubin UDP-
glucuronosyltransferase gene; gtPBREM: phenobarbital responsive enhancer
module of UGT1A1; CAR: constitutive androstane receptor; SNP: single nucle-
otide polymorphism.

Competing interests
The authors declare that they have no competing interests.

Authors' contributions
KM took part in the design of the study, performed the experiments and the
statistical analysis, and drafted the manuscript. YM and HS took part in the
design of the study, coordinated the study and helped to draft the manuscript.
YT helped to draft the manuscript. All authors read and approved the final
manuscript prior to submission.

Acknowledgements
This work was supported by Grants-in-aid for Scientific Research from the Min-
istry of Education, Science, and Culture of Japan (nos. 14704032, 18590508 and 
19591248) and the Mother and Child Health Foundation in Japan. We thank Dr. 
H. Inoue of the Division of Microbiology and Infectious Diseases, Shiga Univer-
sity of Medical Science, for a critical reading of our manuscript, and Dr. C. 
D'Addario of Ex-Medico Residente Hospital, Argentina, for providing us with 
DNA samples (with informed consent). We also thank Mr. M. Suzaki of the Cen-
tral Research Laboratory, Shiga University of Medical Science, for technical 
assistance.

Author Details
1Department of Pediatrics, Shiga University of Medical Science, Tsukinowa, 
Seta, Otsu, Shiga 520-2192, Japan and 2Department of Bioscience, Shiga 
University of Medical Science, Tsukinowa, Seta, Otsu, Shiga 520-2192, Japan

References
1. Bosma PJ, Seppen J, Goldhoorn B, Bakker C, Oude Elferink RP, Chowdhury 

JR, Chowdhury NR, Jansen PL: Bilirubin UDP-glucuronosyltransferase 1 
is the only relevant bilirubin glucuronidating isoform in man.  J Biol 
Chem 1994, 269:17960-17964.

2. Owens D, Evans J: Population studies on Gilbert's syndrome.  J Med 
Genet 1975, 12:152-156.

3. Carey RG, Balistreri WF: Inherited Deficient Conjugation of Bilirubin 
(Familial Nonhemolytic Unconjugated Hyperbilirubinemia).  In Nelson 
textbook of pediatrics 18th edition. Edited by: Kliegman RM, Behrman RD, 
Jenson HB, Stanton BF. Philadelphia: Saunders; 2007:1676-1677. 

Additional file 1 Table S1: Results of multiple regression analyses. 
Changes in transcriptional activity due to the polymorphisms were ana-
lyzed by multiple regression analysis. ACT = A1

X1A2
X2A3

X3 ACT0. Notation: 
ACT: transcriptional activity; ACT0: transcriptional activity of the wild type 
vector, that is fixed to 1 in our study; A1, A2 and A3: coefficient of c.-3275T>G, 
of the ten linked polymorphisms and of A(TA)7TAA, respectively; X1, X2 and 
X3: numbers for dummy coding, defined as 1 in the case of mutant-type 
polymorphism and 0 in the case of wild-type polymorphism. In the study 
without CAR, A1, A2 and A3 are 0.693 (p < 0.001), 0.876 (p = 0.001) and 0.944 
(p = 0.141) respectively. In the study with CAR, A1, A2 and A3 are 0.854 (p < 
0.001), 0.997 (p = 0.839) and 0.829 (p < 0.001) respectively. P: p value.
Additional file 2 Table S2: Diplotype of Caucasians and Japanese. We 
detected 14 kinds of diplotypes in our study from four different groups: Jap-
anese random subjects, Japanese patients with Gilbert syndrome having 
homozygous A(TA)7TAA, normal Caucasians, and Caucasian patients with 
Gilbert syndrome.

Received: 6 November 2009 Accepted: 8 June 2010 
Published: 8 June 2010
This article is available from: http://www.biomedcentral.com/1471-230X/10/57© 2010 Matsui et al; licensee BioMed Central Ltd. This is an Open Access article distributed under the terms of the Creative Commons Attribution License (http://creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and reproduction in any medium, provided the original work is properly cited.BMC Gastroenterology 2010, 10:57

http://www.biomedcentral.com/content/supplementary/1471-230X-10-57-S1.DOC
http://www.biomedcentral.com/content/supplementary/1471-230X-10-57-S2.DOC
http://www.biomedcentral.com/1471-230X/10/57
http://creativecommons.org/licenses/by/2.0
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8027054
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1142378


Matsui et al. BMC Gastroenterology 2010, 10:57
http://www.biomedcentral.com/1471-230X/10/57

Page 9 of 9
4. Pratt DS, Kaplan MM: Jaundice.  In Harrison's Principles of Internal Medicine 
17th edition. Edited by: Fauci AS, Braunwald E, Kasper DL, Hauser SL, 
Longo DL, Jameson JL, Loscalzo J. New York: McGraw-Hill; 2008:261-266. 

5. Sieg A, Arab L, Schlierf G, Stiehl A, Kommerell B: Prevalence of Gilbert's 
syndrome in Germany.  Deutsch Med Wochenschr 1987, 112:1206-1208.

6. Ritter JK, Chen F, Sheen YY, Tran HM, Kimura S, Yeatman MT, Owens IS: A 
novel complex locus UGT1 encodes human bilirubin, phenol, and 
other UDP-glucuronosyltransferase isozymes with identical carboxyl 
termini.  J Biol Chem 1992, 267:3257-3261.

7. Sugatani J, Kojima H, Ueda A, Kakizaki S, Yoshinari K, Gong QH, Owens IS, 
Negishi M, Sueyoshi T: The phenobarbital response enhancer module in 
the human bilirubin UDP-glucuronosyltransferase UGT1A1 gene and 
regulation by the nuclear receptor CAR.  Hepatology 2001, 
33:1232-1238.

8. den Dunnen JT, Antonarakis SE: Mutation nomenclature extensions and 
suggestions to describe complex mutations: a discussion.  Hum Mutat 
2000, 15:7-12.

9. Sato H, Adachi Y, Koiwai O: The genetic basis of Gilbert's syndrome.  
Lancet 1996, 34:557-558.

10. Sugatani J, Yamakawa K, Yoshinari K, Machida T, Takagi H, Mori M, Kakizaki 
S, Sueyoshi T, Negishi M, Miwa M: Identification of a defect in the 
UGT1A1 gene promoter and its association with hyperbilirubinemia.  
Biochem Biophys Res Commun 2002, 292:492-497.

11. Bosma PJ, Chowdhury JR, Bakker C, Gantla S, de Boer A, Oostra BA, 
Lindhout D, Tytgat GN, Jansen PL, Oude Elferink RP, Chowdhury NR: The 
genetic basis of the reduced expression of bilirubin UDP-
glucuronosyltransferase 1 in Gilbert's syndrome.  N Engl J Med 1995, 
333:1171-1175.

12. Innocenti F, Grimsley C, Das S, Ramirez J, Cheng C, Kuttab-Boulos H, Ratain 
MJ, Rienzo AD: Haplotype structure of the UDP-
glucuronosyltransferase 1A1 promoter in different ethnic groups.  
Pharmacogenetics 2002, 12:725-733.

13. Monaghan G, Ryan M, Seddon R, Hume R, Burchell B: Genetic variation in 
bilirubin UPD-glucuronosyltransferase gene promoter and Gilbert's 
syndrome.  Lancet 1996, 347:578-581.

14. Beutler E, Gelbart T, Demina A: Racial variability in the UDP-
glucuronosyltransferase 1 (UGT1A1) promoter: a balanced 
polymorphism for regulation of bilirubin metabolism?  Proc Natl Acad 
Sci USA 1998, 95:8170-8174.

15. Maruo Y, Nishizawa K, Sato H, Sawa H, Shimada M: Association of 
neonatal hyperbilirubinemia with bilirubin UDP-
glucuronosyltransferase polymorphism.  Pediatrics 1999, 
103:1224-1227.

16. Black M, Billing BH: Hepatic bilirubin UDP-glucuronyl transferase activity 
in liver disease and Gilbert's syndrome.  N Engl J Med 1969, 
280:1266-1271.

17. Adachi Y, Yamamoto T: Hepatic bilirubin-conjugating enzymes of man 
in the normal state and in liver disease.  Gastroenterol Jpn 1982, 
17:235-240.

18. Raijmakers MT, Jansen PL, Steegers EA, Peters WH: Association of human 
liver bilirubin UDP-glucuronyltransferase activity with a polymorphism 
in the promoter region of the UGT1A1 gene.  J Hepatol 2000, 
33:348-351.

19. Fang JL, Lazarus P: Correlation between the UDP-
glucuronosyltransferase (UGT1A1) TATAA box polymorphism and 
carcinogen detoxification phenotype significantly decreased 
glucuronidating activity against benzo(a)pyrene-7,8-dihydrodiol(-) in 
liver microsomes from subjects with the UGT1A1*28 variant.  Cancer 
Epidemiology, Biomarkers & Prevention 2004, 13:102-109.

20. Girard H, Thibaudeau J, Court MH, Fortier LC, Villeneuve L, Caron P, Hao Q, 
von Moltke LL, Greenblatt DJ, Guillemette C: UGT1A1 polymorphisms are 
important determinants of dietary carcinogen detoxification in the 
liver.  Hepatology 2005, 42:448-457.

21. Ueyama H, Koiwai O, Soeda Y, Sato H, Satoh Y, Ohkubo I, Doida Y: Analysis 
of the promoter of human bilirubin UDP-glucuronosyltransferase gene 
(UGT1*1) in relevance to Gilbert's syndrome.  Hepatol Res 1997, 
9:152-163.

22. Brierley CH, Senafi SB, Clarke D, Hsu MH, Johnson EF, Burchell B: 
Regulation of the human bilirubin UDP-glucuronosyltransferase gene.  
Adv Enzyme Regul 1996, 36:85-97.

23. Sai K, Kaniwa N, Itoda M, Saito Y, Hasegawa R, Komamura K, Ueno K, 
Kamakura S, Kitakaze M, Kitamura Y, Kamatani N, Kamatani N, Minami H, 

Ohtsu A, Shirao K, Yoshida T, Saijo N: UGT1A1 haplotypes associated 
with reduced glucuronidation and increased serum bilirubin in 
irinotecan-administered Japanese patients with cancer.  Clin Pharmacol 
Ther 2004, 75:501-15.

24. Maruo Y, D'Addario C, Mori A, Iwai M, Takahashi H, Sato H, Takeuchi Y: Two 
linked polymorphic mutations (A(TA)7TAA and T-3279G) of UGT1A1 as 
the principal cause of Gilbert syndrome.  Hum Genet 2004, 115:525-526.

25. GeneSNPs   [http://www.genome.utah.edu/genesnps/]
26. Auerbach SS, Ramsden R, Stoner MA, Verlinde C, Hassett C, Omiecinski CJ: 

Alternatively spliced isoforms of the human constitutive androstane 
receptor.  Nucleic Acids Res 2003, 31:3194-3207.

27. Barrett JC, Fry B, Maller J, Daly MJ: Haploview: analysis and visualization 
of LD and haplotype maps.  Bioinformatics 2005, 21:263-265.

28. Sugatani J, Mizushima K, Osabe M, Yamakawa K, Kakizaki S, Takagi H, Mori 
M, Ikari A, Miwa M: Transcriptional regulation of human UGT1A1 gene 
expression through distal and proximal promoter motifs: implication 
of defects in the UGT1A1 gene promoter.  Naunyn-Schmiedeberg's Arch 
Pharmacol 2008, 377:597-605.

29. Huang W, Zhang J, Chua SS, Qatanani M, Han Y, Granata R, Moore DD: 
Induction of bilirubin clearance by the constitutive androstane 
receptor (CAR).  Proc Natl Acad Sci USA 2003, 100:4156-4161.

30. Huang YY, Huang MJ, Yang SS, Teng HC, Huang CS: Variations in the UDP- 
glucuronosyltransferase 1A1 gene for the development of 
unconjugated hyperbilirubinemia in Taiwanese.  Pharmacogenomics 
2008, 9:1229-1235.

31. Pascussi JM, Drocourt L, Gerbal-Chaloin S, Fabre JM, Maurel P, Vilarem MJ: 
Dual effect of dexamethasone on CYP3A4 gene expression in human 
hepatocytes. Sequential role of glucocorticoid receptor and pregnane 
× receptor.  Eur J Biochem 2001, 268:6346-6358.

32. Borucki K, Weikert C, Fisher E, Jakubiczka S, Luley C, Westphal S, Dierkes J: 
Haplotypes in the UGT1A1 gene and their role as genetic determinants 
of bilirubin concentration in healthy German volunteers.  Clin Biochem 
2009:1635-1641.

33. Costa E, Vieira E, Dos Santos R: The polymorphism c.-3279T>G in the 
phenobarbital-responsive enhancer module of the bilirubin UDP-
glucuronosyltransferase gene is associated with Gilbert syndrome.  
Clin Chem 2005, 21:2204-2206.

34. Jirsa M, Petrasek J, Vitek L: Linkage between A(TA)7TAA and -3279T>G 
mutations in UGT1A1 is not essential for pathogenesis of Gilbert 
syndrome.  Liver Int 2006, 26:1302-1303.

35. Yamada Y, Goto H, Suzumori K, Adachi R, Ogasawara N, Ogasawara N: 
Molecular analysis of five independent Japanese mutant genes 
responsible for hypoxanthine guanine phosphoribosyltransferase 
(HPRT) deficiency.  Hum Genet 1992, 90:379-384.

Pre-publication history
The pre-publication history for this paper can be accessed here:
http://www.biomedcentral.com/1471-230X/10/57/prepub

doi: 10.1186/1471-230X-10-57
Cite this article as: Matsui et al., Combined effect of regulatory polymor-
phisms on transcription of UGT1A1 as a cause of Gilbert syndrome BMC Gas-
troenterology 2010, 10:57

http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1339448
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11343253
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10612815
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11906189
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7565971
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12464801
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8596320
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9653159
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10353933
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=5770050
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6214447
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11019988
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15986396
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8869742
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15179405
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15378351
http://www.genome.utah.edu/genesnps/
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12799447
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15297300
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12644704
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18781851
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11737189
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19732760
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17105600
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1483694
http://www.biomedcentral.com/1471-230X/10/57/prepub


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


