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Bach1 is a transcriptional repressor of heme oxygenase-1 (HO-1,
a.k.a. HSP-32), which is an inducible enzyme and has anti-oxida-
tion/anti-inflammatory properties shown in various models of
organ injuries. Since oxidative stress plays a pivotal role in the
pathogenesis of nonalcoholic steatohepatitis (NASH), HO-1 induc-
tion would be expected to prevent the development of NASH. In
this study, we investigated the influence of Bach1 ablation in
mice on the progression of NASH in methionine-choline deficient
(MCD) diet model. Bach1 ablation resulted in significant induction
of HO-1 mRNA and its activity in the liver. When fed MCD diet,
Bach1-- mice exhibited negligible hepatic steatosis compared to
pronounced steatohepatitis in wild type mice with 6-fold increase
in hepatic triglyceride content. Whereas feeding of MCD diet
decreased mRNA expressions of peroxisome proliferator-activated
receptor (PPAR) o and microsomal triglyceride transfer protein
(MTP) in wild type mice, there were no change in Bach1~’- mice.
In addition, hepatic concentration of malondialdehyde (MDA), a
biomarker for oxidative stress as well as plasma alanine amino-
transferase (ALT) was significantly lower in Bach1-- mice. These
findings suggest that Bach1 ablation exerts hepatoprotective
effect against steatohepatitis presumably via HO-1 induction and
may be a potential therapeutic target.

Key Words: oxidative stress, steatohepatitis,

nonalcoholic fatty liver disease, heme oxygenase-1,
peroxisome proliferator-activated receptor o

onalcoholic fatty liver disease (NAFLD) is the most major
liver dysfunction in the world and its prevalence is increasing
with epidemics of obesity, diabetes, and metabolic syndrome.
NAFLD includes wide-ranging liver disorder from simple steatosis
through steatohepatitis to cirrhosis and possibly hepatocellular
carcinoma.® About one-third of NAFLD is regarded as non-
alcoholic steatohepatitis (NASH) which shows activity of steato-
hepatitis with the potential for a lethal outcome. In the develop-
ment of NASH, “two hit theory” is assumed to be required, with
the first hit being lipid accumulation in hepatocytes increasing the
sensitivity of the liver to the second hit such as oxidative stress.®
In this setting, emerging animal studies have demonstrated the
protective effects of antioxidant (e.g., vitamin E, 1-aminobenzo-
triazole, curcumin, N-acetylcysteine, angiotensin II type I receptor
blockers) in experimental models of NASH.*7? In human, small
clinical trials have revealed potential usefulness of vitamin E in
the treatment of NASH.®-'9 Interestingly, administration of fer-
mented green tea extract which exerts antioxidant activity reduced
hepatic triglyceride content in addition to necro/inflammation and
fibrosis in rat NASH model.""V These suggest that oxidative stress
plays a pivotal role in the pathogenesis of NASH and expected to
be one of the promising targets in the treatment of this disease.
Heme oxygenase (HO) is the rate limiting enzyme in the
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catabolism of heme, to yield biliverdin, carbon monoxide (CO),
and free iron. HO exhibits antioxidant properties derived from
the elimination of prooxidant heme as well as from biological
activities of its reaction products, CO, biliverdin, bitirubin, and
iron.0? In mammals three isoforms, designated as HO-1, HO-2
and HO-3 have been identified in the liver. Among these HO
isoforms, HO-3 is considered as processed pseudogenes derived
from HO-2 transcripts.?® While HO-2 is constitutively expressed
mainly in parenchymal cells, HO-1 is prominent in Kupffer cells
and is markedly induced in hepatocytes in the response to various
stimuli. Interestingly, it has been reported that HO-1 expression
was significantly increased in the liver from NASH patients and
the increase reflected the severity of the disease.!¥ These suggest
that HO-1 functions as a defense system against oxidative stress
in the liver. In fact, accumulating evidences have demonstrated
hepatoprotective effects of HO-1. The induction HO-1 by cobalt
protoporrphyrin (CoPP) protects human hepatocytes from ethanol-
induced cytotoxicity.'® Ginkgo biloba extract, a naturally occur-
ring HO-1 inducer has been proved to ameliorate ethanol-induced
sustained damage and redox imbalance on rat liver.09 In addition,
curcumin which has a beneficial effect on NASH has been
recently proved to be an HO-1 inducer.®'?

In addition to cytoprotective properties of HO-1, the regulatory
mechanisms of this gene have been revealed. A heme-binding
factor Bachl functions as a transcriptional repressor of the gene
encoding HO-1 (HmoxI). Bach! forms complexes with small Maf
proteins and competes against NF-E2 related factor (Nrf2), the
major transcriptional activator of Hmox/, for binding at the Maf
recognition elements (MARESs) of Hmox! enhancer. Consistently,
mice lacking Bachl exhibited constitutively high level of HO-1
expression in many tissues including the liver.!® Further studies
of Bach1™~ mice have revealed a hepatoprotective role of Bachl
ablation in LPS-induced liver injury.(

In the current study, we investigated the influence of Bachl
disruption in animal NASH model. Accompanied with marked up-
regulation of HO-1 in the liver, we observed reduced hepatic
steatosis in Bach1™~ mice with altered expressions of key genes
that regulate hepatic lipid metabolism. Consistent with these
findings, the absence of Bachl also exhibited hepatoprotection
confirmed by serum liver enzyme and hepatic malondialdehyde
(MDA) concentration. Collectively, these data suggest Bachl as a
potential target in the treatment of NASH presumably via induc-
tion of HO-1.

Materials and Methods

Animals and experimental protocol. Male C57BL/6 mice

*To whom correspondence should be addressed.
E-mail: kkanno@hiroshima-u.ac.jp
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Table 1. Primer used for guantitative real-time PCR

Gene Forward Reverse

HO-1 acatcgacagcecccaccaagticaa ctgacgaagtgacgecatctgtgag
PPARo tgcaaacttggacttgaacg tgatgtcacagaacggcttc

MTP catgtcagccatectgtttg ctcgcgataccacagactga
aSMA tcctcecctggagaagagctac tataggtggtttcgtggatge
TGF-B tgcgcttgcagagattaaaa ctgccgtacaactccagtga
GAPDH agaacatcatccctgeatec ttgtcattgagagcaatgcc

HO-1, heme oxygenase-1; PPARc, peroxisome proliferator-activated receptor alpha; MTP,
microsomal triglyceride transfer protein; aSMA, alpha smooth muscle actin; TGF-B, trans-
forming growth factor beta; GAPDH, glyceraldehyde-3-phosphate dehydrogenase.
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Hepatic HO-1 expression and its activity in the absence of Bach1. (A) Wild type mice (open bar) and Bach1-- mice (closed bar) were fed

either regular chow or MCD diet for 8 w prior to quantification of hepatic expression of HO-1 mRNA by real-time PCR (n = 5/each group). (B) HO-1
activity in the liver from wild type (WT) or Bach1-- (KO) mice were determined with standardlized of protein concentration (n = 5/each group). ZnPP
was utilized as a HO-1 inhibitor for negative control. *p<0.05, wild type vs Bach1”- mice.

were obtained from Charles River Laboratories (Yokohama,
Japan). The generation of Bach1~~ mice on C57BL/6 background
was described previously." These mice at 10 weeks of age (5
mice per each group) were fed either methionine-choline deficient
(MCD) diet (Oriental Yeast Co., Tokyo, Japan) or standard chow
for 4 or 8 weeks with free access to drinking water. All animal
protocols and studies were performed according to the guidelines
of Institute of Laboratory Animal Science, Hiroshima University.

Histological studies. Liver samples were fixed in 10%
formalin, embedded in paraffin, and sliced into 4 pm thick. These
were subjected to standard procedure of hematoxylin and eosin
(HE) staining or Azan-Mallory staining.

Biochemical assays. Serum alanine aminotransferase (ALT)
levels were measured enzymatically. Hepatic triglyceride content
was determined using Wako E test triglyceride kit (Wako chemical,
Osaka, Japan) following lipid extraction.®” Hepatic MDA levels
were quantified using Lipid Peroxidation Assay Kit (Calbiochem,
Gibbstown, NJ) with standardization of tissue protein concentra-
tions.

HO activity. HO activity in the liver was determined as pre-
viously described.@?? In brief, microsome fraction isolated by
ultracentrifugation was reacted with hemin as substrate, and
bilirubin formation was measured using Beckman DU640 spectro-
photometer (450 nm; Beckman Coulter, Fullerton, CA). The
activity was expressed as nmol bilirubin formed per hour per mg
of protein. To inhibit HO activity for a negative control, zinc
protoporphyrin (ZnPP) in phosphate buffer was injected intra-
peritoneally at a dose of 7.5 mg/kg once a week for 8 weeks.

Quantitative real-time PCR. RNA was extracted from frozen
liver tissues using RNeasy Mini Kit (Qiagen, Hilden, Germany).
Complementary DNA was synthesized from 1 pg of total RNA
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with GeneAmp RNA PCR Core Kit (Applied Biosystems, Foster
City, CA). Specific primers (Table 1) were designed using Primer
3 (http:/frodo.wi.mit.edu/primer3/) on the basis of nucleotide
sequences from Genbank. Quantitative real-time PCR was per-
formed on Light Cycler system using Light Cycler FastStart
DNA Master Plus SYBR Green I (Roche Applied Science, Basel,
Switzerland). The mRNA expressions were normalized to the
housekeeping gene, GAPDH as an internal control.

Statistical analysis. The results are expressed as the means +
SE. The statistical analysis was performed using Student’s ¢ test
and differences were considered statistically significant when p
was less than 0.05.

Results

Hepatic HO-1 expression and its activity in the absence of
Bach1. Fig. | demonstrates the regulation of HO-1 expression
and its activity by Bachl. As shown in Fig. 1A, real-time PCR
quantified a 8-fold up-regulation of HO-1 mRNA in Bachi~ mice
on chow diet. Despite not being statistically significant, there was
2-fold up-regulation of mRNA by MCD diet in wild type mice.
Consistent with these changes in mRNA expressions, Fig. 1B
demonstrates 5-fold increase in hepatic HO-1 activity in the
absence of Bachl, which was entirely repressed by intraperitoneal
injection of ZnPP, an HO-1 inhibitor.

Influence of Bach1 ablation on hepatic lipid metabolism.
Eight weeks feeding of MCD diet induced moderate infiltration
of inflammatory cells with macrovesicular steatosis in the liver of
wild type mice as depicted in Fig. 2A (A, B). In contrast to wild
type mice, Bachl~~ mice appeared devoid of hepatic steatosis
(C, D). In keeping with these morphological changes, hepatic
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Influence of Bach1 ablation on hepatic lipid metabolism. (A) Liver sections from wild type (A and B) and Bach1-- mice (C and D) fed either

regular chow (left panels) or MCD diet (right panels) were processed for haematoxylin & eosin (HE) staining. (original magnification 200x). (B)
Hepatic triglyceride concentrations in wild type (open bars) and Bach 1 (closed bars) mice (n = 5/each group) were determined after feeding either
regular chow or MCD diet. (C) Hepatic mRNA expressions of PPARa and MTP were quantified (n = 5/each group) by quantitative real-time PCR.

*p<0.05, regular chow vs MCD diet. 'p<0.05, wild type vs Bach1-- mice.

triglyceride content increased by 6-fold in wild type mice following
MCD diet feeding whereas values remained unchanged in Bachl~
mice. To further explore the effect of Bachl ablation, mRNA
expressions of key genes involving in hepatic lipid metabolism
were investigated. This revealed marked down-regulation of
PPARa and MTP in wild type mice whereas there were no signifi-
cant changes in Bachl~~ mice, suggesting that fatty acid utiliza-
tion and excretion were preserved in Bach!~ mice on MCD diet.

M. Inoue et al.

Protective effect of Bach1 ablation on MCD diet-induced
liver injury. Feeding of MCD diet increased serum ALT levels
in wild type mice at 4 and 8 weeks whereas it remained the basal
level in Bach1~~ mice, implying protective effect of Bachl abla-
tion against liver injury (Fig. 3A). Consistent with these findings,
hepatic MDA concentration which reflects oxidative damage
elicited by lipid peroxidation in the liver remained unchanged in
Bach1-~ mice following MCD diet (Fig. 3B). This was in marked
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Fig. 3. Protective effect of Bach1 ablation on MCD diet-induced liver
injury. (A) Serum ALT levels were determined at indicated time points
by 8 w in wild type mice and Bach17- mice fed either reqgular chow or
MCD diet (n=5/each group). (B) Hepatic MDA concentration was
assessed with standarlization of protein concentration in wild type
(open bar) and Bach1- (closed bar) mice (n = 5/each group). *p<0.05,
regular chow vs MCD diet. 'p<0.05, wild type vs Bach1+ mice.

contrast to 4-fold increase in MDA level in wild type mice on
MCD diet.

Influence of Bach1-~ ablation on hepatic fibrogenesis.
As previously reported,® rodents fed MCD diet develops steato-
hepatitis mimicking human NASH. Fig. 4A depicts mild peri-
cellular fibrosis with fat deposition in the liver from wild type
mice fed MCD diet (upper panel). In contrast, Bach1~~ mice dis-
played no significant change in the liver (lower panel). Consistent
with these morphological changes, hepatic mRNA expression of o
smooth muscle actin (¢SMA) which is predominantly expressed
in activated stellate cells was up-regulated in the liver of wild type
mice on MCD diet while it remained unchanged in Bach1-" mice.

Discussion

The aim of this study was to explore the influence of Bachl
ablation in the development of NASH. As demonstrated in Fig. 1,
Bachl ablation in mice leads to significant up-regulation of HO-1
mRNA as well as its activity. This was in keeping with previous
data that hepatic expressions of HO-1 mRNA and protein were
constitutively high in the absence of Bach1.0® To date, HO-1, B-
globin, ferritin, thioredoxin reductase! and NADP(H) quinine
(oxido) reductase have been identified as a target genes of Bachl,
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but other downstream genes of Bachl have not been fully under-
stood.®¥ HO-1 has been reported to have cytoprotective, antj-
inflammatory and anti-oxidative properties. Emerging reports
have suggested protective roles of HO-1 in experimental-induced
hepatic damage including lipopolysaccharide-induced injury,
immune liver fibrosis model, and hepatic ischemia-reperfusion
injury.(21925-2 In addition, pathophysiological importance of HO-
1 has also been suggested by previous findings that HO-1 is
induced under various etiological conditions including human
NASH.49

The pathogenesis of NASH is widely recognized as two hit
theory, in which the first hit is an initial metabolic disturbance
causes steatosis and second pathogenic stimulus such as free
radical and cytokines triggers necro/inflammation leading to the
progression of steatohepatitis. The current study was undertaken
on the basis of our initial hypothesis that HO-1 induction by Bach1
ablation may ameliorate oxidative stress and inflammation, the
second hit in NASH pathogenesis and may repress the transition
from bland steatosis to steatohepatitis. Surprisingly, in addition
to reduction in hepatic damage, Bachl ablation significantly
diminished hepatic steatosis following MCD feeding. This was
explained by the finding in this study that hepatic expression of
PPARa and MTP, that are involved in hepatic fatty acid oxidation
and hepatic secretion of triglyceride-rich VLDL, remained un-
changed in MCD diet-fed Bach1~~ mice in comparison to signifi-
cant reduction in wild type mice. These changes were inversely
paralleled with hepatic MDA concentrations, suggesting the possi-
bility that relief from oxidative damage in Bachl~ mice con-
served hepatic lipid metabolism. Along a similar line, the previous
study of ob/ob mice fed MCD diet has revealed that YHK, a
naturally derived herbal medicine that is reported to reduce reac-
tive oxygen species declined hepatic steatosis via induction of
hepatic mRNAs of PPARo. and MTP.%2) This suggests a
potential mechanism of the previous findings that antioxidant
agents have beneficial effects not only on hepatic necro/inlflam-
mation but also on hepatic steatosis.**® Since mice assigned to
high fat diet or dietary choline restriction exhibited mitochondrial
dysfunction which negatively affects the bioenergenetics of liver,
antioxidative status observed in Bach™ mice might preserve the
integrity of the mitochondria from oxidative damage and help
to maintain cellular functions including hepatic lipid metabo-
lism.@%3) However, the current study lacks the direct evidence that
hepatoprotective property against NASH in Bach1- mice was due
to reduction in oxidative stress attributed to HO-1 induction, and
further investigations are needed.

As shown in Fig.4, MCD diet caused modest pericellular
fibrosis with significant induction of aSMA mRNA in wild type
mice whereas Bachl mice exhibited almost normal in liver
histology as well as aSMA expression. Reduction in hepatic
fibrosis is likely to be elicited by relief of hepatic damage and
inflammation in Bachl”~ mice. However, previous report has
demonstrated that HO-1 is expressed in human hepatic myofibro-
blast and induction of HO-1 leads to inhibition of collagen
synthesis and to reduction in proliferation of myofibroblast.®?
This suggests direct role for HO-1 induction against the develop-
ment of hepatic fibrosis and might be a possible explanation for
our finding.

In the current study, MCD dietary model was utilized as a
NASH animal model. Although this model is widely used on the
basis that morphological changes of the liver resembles human
NASH with induction of oxidative stress, this does not entirely
reflect the etiological background of human NASH such as
obesity and insulin resistance. Alternative dietary models for
NASH include high fat diet, which develops obesity and insulin
resistance but not remarkable steatohepatitis as seen in MCD diet
model.®? Interestingly, recent study has reported that feeding rats
with choline-deficient fat-rich diet for 8 w lead to marked steato-
hepatitis. 9
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Influence of Bach1-- ablation on hepatic fibrogenesis. (A) Liver sections from wild type (A and B) and Bach1-~ mice (C and D) fed either

regular chow (left panels) or MCD diet (right panels) were processed for Azan-Mallory staining. (original magnification 200x). (B) Following 4 w of
either regular chow or MCD diet, hepatic mRNA expressions of aSMA were quantified (n = 5/each group) by quantitative real-time PCR. *p<0.05,
regular chow vs MCD diet. 'p<0.05, wild type (open bar) vs Bach1- mice (closed bar).

In conclusion, Bach1~~ mice are resistant to the development of
hepatic steatohepatitis with concomitant induction of HO-1 in
MCD diet-induced NASH model. Reduced steatosis in Bachl=~
mice following MCD diet might be attributable to preserved
expressions of PPARc. and MTP that play an important role in
hepatic fatty acid oxidation and triglyceride secretion respectively.
Hepatic levels of MDA, a biomarker of oxidative stress, as well
as serum ALT, an indicator of liver injury were significantly
decreased Bach1~~ mice compared to wild type mice, suggesting
anti-oxidative effect of HO-1 induction in the absence of Bachl.
Since oxidative stress, the second hit in NASH pathogenesis
causes impairment of cellular bioenergetics leading to further
disruption of hepatic lipid metabolism, abatement of oxidative
stress by Bachl inhibition might be one of therapeutic strategies
for the treatment of NASH/NAFLD.

M. Inoue et al.
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Abbreviations

HO heme oxygenase
nonalcoholic steatohepatitis

MCD diet methionine-choline deficient diet

PPARa.  peroxisome proliferator-activated receptor o
MTP microsomal triglyceride transfer protein
MDA malondialdehyde

ALT alanine aminotransferase

NAFLD nonalcoholic fatty liver disease

Co carbon monoxide
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CoPP cobalt protoporrphyrin
Nrf2 NF-E2 related factor
MAREs Maf recognition elements
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Lysophosphatidylcholine {2 & % & R LR REMIg R T
7E M- A HEERE

JE AT B ETY RREL BT AR HEE AE R
Bl WY ORE OBAY kR S0 FE AW mE 8

BE  BEAF1—%— & LCIEH SN 5 lysophosphatidylcholine (LPC) &, #t4 ZHiluiC
HLT7HEP— Y RFFHETLIERREESN TS, —F, IBEHEZERICA0ET A IENES
WMEEECHFAREICBWT, B H LPCRENEVWI LML ShTWwa, SHEEKL I,
JIREE b Bz Ak HuCCT-1 & v LPC OEBIC >\ T %17 -7z, LPC1d HuCCT-1 7
RP—T A %FL UMBEEEERZ RO, WERENLHE TS, LPCORMTTRb—2 A
R B EARE DT, 351, TR P Y ARERBIIB W T Fas S840 5IH LF & caspase-
3,89 OEBRIEMAL L ED - LPC BEZARTH 5 G HERIHETZEE G2A OFFIATLPC
DORMTHECHFESH, FOBESPHM SN UL Ly, JBHS LPC o LIRS LR

43 : 637

FICHE L, BEEHEICES LTe s RS E R Sz

5&5|F5E ©  lysophosphatidylcholine

phospholipase A:

WIS OREY TR

A G2A (G protein-coupled receptor 132)

FoOW

I P A i e S A L PR K 7 & OHRIT 5 -
R B IIEE SRR EEIIS VT, B - N2
DY R 7 BB ZOBEROREEA S =X
L& LG, B @ B3 phospholipase A:(PLA»)
e, HERFTOBEMMENBBIIES LT3 b
DEHFEP I TS, BHEFHEFECBV T,
BB & OB O b DIFEREE RS 2028,
R & SR % A LA R UM R AT % & 60% Bkt
EREEEETHo - L ME I T LY B LM
WL E I BB SN Tw b0, I OB
B OBEALAIRE LEBEECHEBICKESFS LTS
LYORE 3 B3 (WL N

) MRE SISO FEBEM RS THh B &3k, HE
b BEEEEETS. U VREORTHREG%

VIR BT EHESR AR

IR BRI R AL

Y IRERERERGNE - REBRE
ZAFE PR 2327 24 H

FRHER K 2344 5 26 10

5% % phosphatidylcholine (PC) &, PLA:IZX Y sn-
2 DRI A F MR GIR S 4L, )oY Vg
T& 5 lysophosphatidylcholine (LPC) & i8NG HH B4
EFRENS (K1), LPC I3 b ic Rais ke A
FELTWAENY Th, 2 odBiittEoT
Wi I EAEHEIsho0H ), MEHREEERH
L7 Fu—aEBIClE L Tna 2 809, flitn
RIS L7 A b — 2 AHESEAT RN L A
BENTVE INHLDLPCOREATF s -5~k L
TOHEBIEEC G BAERE 254 G2A (G protein-
coupled receptor 132) 255 L Tw 5 & O#HENDH
W TPC I G2A ZHAEOV Y P LTIk L
bW G2A ZHREORBAFEL, 7R —
VAELBRIIEEL TWAE I EAREI R TV,

ABF5E T, RO EEBIRESCTH S PC ZHH
ELTCPLAC K D AR SIS LPC DR ERZ ML
B 8B onORET2EHT, BE LEHEM
¥ HuCCT-1 12 LPC % i LM RE B 78 b — 3
AHEL FDAH =X, EHIZGA TEEOBEGZ
DVt 2T o 72
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Phosphatidylcholine

¢ CHCOOR,
R,C-0-CH

(Free fatty acid)
R~COOH

l 50 Ho-{H
-0y om, 1,0~ PO,-(CH,), N-(CH,
- 5

Phospholipase 4,

Lysophosphatidylcholine

CHy COOR,

Ry, Ry racyl group

B 1 Lysophosphatidylcholine (LPC) @4 iR

(%>
120

100 #

[wed
<

Cell viability (% of control)
on
Lol

40 F - 1PCt

20 b =& oM %P 2001 vs. vehicte.
=8 100 uM Mean * 3E. (0=6)

0 ' 5 ' 10
Time (hr)
2 LPCIZ & pililulEE/Em
ERAE
1. fHpREE

I P B R Sle O AR HuCCT-1 (Health Science
Research Resources Bank, Japan) % H >, 10% fetal
bovine serum, 1% HEPES, 1% penicillin, 1% strep-
tomycin (Gibco), % & # ¥ 5% Dulbecco’s modified
Eagle's medium (DMEM) T37C, 5% CO.4&fFF ¢
Hgg L2 =ML 70~80% @ pre-confluent
BIRETIT o 72,

2. RN

LPC (Sigma-Aldrich Co) 1 ethanol % il & LT 10
mM BHEERER L, HEMREER T RIS
ETo7z o d, BIEIC BT 5 80 ethanol B
JEIX20% DTICRD L IR L 7

3. H%EIEE

DOMiBEE/ER - M7 v 4 F v b (Tetra-
Color ONE, Seikagaku Biobusiness Co, Japan) % Fiv>C
BRI L 7>, LPC1, 10, 100uM O & T, 5, 10
PR L, EE 450nm UG 2 #la L7

@7 R P=3 A 1 LPCIE B TR M= AGHEIER

i MEBCYTOR® Apoptosis Kit(Medical and Biological
Laboratories Co, Japan) # JE\Vy, FITC #7 Annexin
VEPIT2HEREELAMEE 70— b X b)) —i2
0B Lz 7R =Y A0 EEN .
DAPI (4’ 6-diamidine-2-phenylindole dihydrochloride)
% (Roche) THeB I HH A L — 0 BRIMSE (B2 -
360nm, #%E : 460nm) CTEAZ L7

BT HF b — YA Y ¥ IEERE - Caspase-3, 8, 9
iitkid APOPCYTO caspase-3, 8, 9 colorimetric Assay
Kit (Medical and Biological Laboratorics Co, Japan) %
JEvs, #E 405nm T pNA OURERZMET B Z &1
& D caspase ik & KD,

@7 F b — 2 ABESF ORI realtime PCR (Fas,
G2A) & western blot # (G2A) {2 X Y IRE L7z, real-
time PCR &, Genbank 05— ¥ < — 2 OiFIERN % b
L4z, primer3 version 040 (http://frodo.wimit.edu/
primer3/) I CT7 5 4 v — % il L (FASF:
caagggattggaattgagga, R | tggaagaaaaatgggctttg,
G2A F © cteteteeateategectte, R getttgacgaggagaac-
cag), LightCysler 1.5 system (Roche) & JH\V: THT - 7=,
western blot Tid, rabbit anti-human GPR132 polyclo-
nal antibody (ProteinTech Group, Inc, IL, USA) % —¥K
PifkE LML,

4. HEEtERET

WG = R TR L7, BEHEN LR
7112 Dunnett test 12 X D TV, p<005 ZHELEHD &
L7

# =X

1. LPC (& 2 #BapEE1EH

HuCCT-1 a2 % LPC OMBLREE/EH 4 HE L
7z D). LPC 100uM ## 1 MR Tl be s e
HERD SN hdo720% 5, 10 BHEET 5 & #lnlE
EAEH SNz —T7, LPC1, 10uM O EERInE
BB R AR S o2 (H2).

Presented by Medical*Online

- 1464 -
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(a) Control, 5hr

Late|apoptosis
21.41%

“|Apoptosis
22.45%

. [b) LPC 100 uM. 5hr
£
i

Latejapoptosis
3792%

Lpoptosis
48 57%

¥ &? 3

e Aninezin V- FITC

(Fold)

HF ANk CO TR b — o AHER 45 1 639

(c)

Apoptosis cells

1hr

10 hr

*p=0.05 vs. control.
Mean * 3E. (n=86)

B3 LPCIZLA7H b— AFFEAHA

(z) Dm’tro (b1 LPC 100 pbd, 5 b

4 LPCBEEZ & B OBE TR

2. IPCHFEMT R b—T X

HuCCT-1 iz 3 5 LPC OMIEREICB VT, 7
R M=V AFLUPAE L Th A2 ERE L (TR®).
LPC1O0uM % 5, 10RMIBEL/-& 25, K3, b
DFA NS ACHTA G ARERD TR -V R
AL 7., TheERLE 2 A 2/ I
HEICHEINL T2 (8 3c). DAPI 422 CIRESEW
LALEMREF L2 L 25, LPC 100uM, 5 BHBEIZ X -
TT7 R M= ZAMMBL I 2 OB b g S h
7= (0 4).

3. TR b=V AT HIVRERR

FAVETF —Thb Fas ZEMAEO mRNA BHES
real-time PCR THE L7z 2%, LPC100pM, 18X
VS EMBRE TR 7T E LA L7 (5). Caspase
EHOME (FEG) TE, LPC 100pM T 5 BRBRE
THIEIZX Y, caspase3, 8, 9 (|4 6ac) BNHEIZ
EHALsniz. —7F, REBE LPC (10, 50uM) T,
caspase-3, 8, 9 (2iEMAL S 9" LPC il fifalEE 0L

(Fold)
£ 10| .
v *
A
& o8l
pal
% 61
o
o 4L
(=]
:l—J) A -
gl [

Control 1hr 5hr

*p<0.05 vs. control
Mean + BE. (n=6)

5 LPCIZ& 5 Fas THUHORHEFHE

BrE—FH LT,

4. LPCHFEM TR b —  XEESEEK GZA O
LPCHEWT & b— ¥ 2ICH5T 5 G2A S5 EN3E
BUZ2WT real-time PCR # & U western blot #:(2Thi
L7z LPCI00uM, 1B XU SHMOBE TGA
ZEF mRNA OFBBUEH 5 FHIcFE Lo g,
G2A E5EHIHEE Td 2 Mg B U ¥ /S EARLER Raji
2B 5 G2A ZBFE mRNA BREELREETh - /2
(H7a). BE L XWVIZHEWT S LPCBIERTFINIZSEI
so#EInerRS7: (H7h).

E I

AFFEIZ BT, LPCIZ HuCCT-1 M L 7R b —
VARHEL, MBEBEELREEITIEINEHSR
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(a)  (Fold)

2

2 L

E 1.5 |

E -

AT I e

pal

K

&

Sost

Control Vehicle 101 50 uM 100 4
LPC Shr

&) 25

|

E

B 151

3

[&a] -

: o1 =

o 3

&

S ost

o ld L
Control Vehicle 10 1M 50 yM 100 M
LPC Shr

{c) 2 *

B 1st

o 1T

A

&

& osf

0 o
Control Vehicle 10 30 M 100 i
LBC Shr
Mean £ B.E. (n=0)
*p<0.05 vs. control.
B6 LPCIZ X % caspase3 (a), 8 (), 9 (¢) if
i3

Fo. TRV AV ZFMEERBRONE TE, FA
L7y —CHd Fas ZEEDHEBFHE L caspase-3
OWEMAL 2R D &2, 3 3 v B THEN: caspase-
9 DIFMALE B, FAL LTy — kA LRl E 3 b
IV FYT R LIEROTERT K b — 2 ZAELTH
+ caspase-3 ZiEMALL, 7R M — Y AXTEFE R T

25% 4% (2011)

LHDEEZ BT

LPC W9#Ab# I RUH AR 2 75 oz,
BETRBEA T4 -7 — & LCEKNTHEELT
WA LA Eo0h A, FEL MR
HL, ESEELPC (Z100uM) 37 b= R 2HE
L, EBEE LPC (Z20uM) B 7R =YX ¥ 7 F )0
WCH5 3 5 0FO mRNA BEAFET 2 Z &GS
NTwaY, S50, 7y FEMRR-S e BT EIR A
Bz BT caspase-3 &4 LT, 5 v MEEMK
BWTRFALVE T — %A LT caspase-3, 8 ik
e, 7RIV AZFHESEL I LAHEENT
Wh., IhEDHEZTIY invitro DFHTH Y,
HEPUCBIT AFEREEETO LPC ORI DOWTIZE
AP LEEELNE D, SBICERENICELT
LPCRIEEELTPLAICLDELEENS B LPCHUE
BAF 4 T—7—L LTHETLI L2 EMNITBET
BETHA.

i, BAGCBIT 5 LPCRBER, 7LV 72 V220
MOBHEAEWELTHET S D Db &8 10-150uM
EENTWARE, LRI IME LaFE LS
WEVHhRTWAEY. 77, IV v oo,
WIS o, BIEFEWMETE FASEECBY
THEFH LPCIRED LA D TE D, 2, BE A
WREBICBIT S LPC IR O 1052 T
ALTWAHEVNIH|ERH LY. S50, WAKBARER
B v 7o B 2 MeEt T, AR R
® LPC A FEED MIVS IR i L THEISE L, =
DELIESEENE PLA & L TAIS A sPLAMIA Ot
OB 2 IR L T2 BRI PLA, O3
HLhd) YREPEBICHEETL2 800, KNE
BB E TR gD sPLAAB 75, NSRRI S
W SN sPLASIIA 28 LPC HEAICE S L, RSN
DI AT EBE LCHRAS N WEREONERE
ELFERLTWLIEPHEEENS.

BEA I YIRS O L AT O — L EOREE
SCMA, SRS EBEICEREL TR, o
7, MR O BB BRI 0 2L A% LPC 3558 75K | —
VARBHT AMEENE X NS, PRI BY
B AATBAUANE ERHENARE & H V22T B3 T,
BKPERRY B CH D GCDC 1B LA b L ADFEE T 4
LCHfaREE? 2727 —4 T, TUDC I3MIR R
B L EEO — T, B E 2R T
BRMIR B O BT b CDCA 1IN 224 farnesoid
X receptor (FXR) OFEHALZ AL CT7R b= 2%
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Lysophosphatidylcholine {2 & 2 b b HE ERBMIEECO 7 A b — ¥ AHEHE

(a)
(Fold) *
o 6 - -
2
£
g 4 L
v
2
g 2 L
g Mean = SE.
0 * p<0.05 vs. control.
Control Vehicle  Llhr Shr Spleen  Baji
LPC 100 plf positive control
Raji: Human Burkitt's lymphoma cell line.
(v

€« 43kDa

Control Wehicls 10 4 50 bt 100 i
LPC Shr

B7 LPCIZE % G2A ZREDFEHZED)

PC = fiee fatty acid + LPC

/ A

Ox-FFA up-regulation

w

[ 3

v k . Fas

death recepior

call membrane

S B cvoveosis

™8 HuCCT-1MMalzBiT 5 LPC HF&tk7 8 b— ¥ 2 ¥ 7 F MBEk (K
B}
JHF s BEICEET S PCIE PLA2 I X DRSS R, LPC L BN
Widshs A S N 5. EEERR B LB L S BB I5EE (Ox-FFA) &
LTGAD 7Y P& LCHfEd 5. —7, LPCIX G2A SHkORB %
EREE GAYIFNINI VAT Y v a v OWIRIZEEL, THEIM—Y
AHEHELT 5.
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BIL 72 DD H 25, I R, BT
RESKSHLRETCARBRE2REL TS
LR EET LY, LPC & F OO 2 HEER
OBFPEEL Bbh3.

G2A SEMITFAE Y ¥ BRI B CHIBIETE % B8
5 G BRI EEG L LT THERRE S 1,
BHIPCHZDY H Y Fe LTEZ SR TN, £
D, BALIBIEEDS G2A ZAMITHT LMk ) 7> FiF
HEEL LPC B GA SHEoYF Y FE LT
FEH L vz &S s h/i2®. —F T, LPCiE G2A
SHREOFERLFEL, 7HF -V ARFETLIL
PIEOMBETHRE ShT VAW, T2, Hela MlLIZ
G2A RBHIRBT AL TT R b=V ADFES R,
ELIZLPCARRMT A ETTRM— Y ADHHIN
TZEWIHMELHHY, BHIEICE VT, LPCEEM
120 G2A Z2HMHORTUIEE B L URA LSV TH
Ex ERE2#EOL. MEKEE,S, WE LMD
LPC #HE T b — 3 2B B GRA ZBRMKOREND
W, E8OEEI RS RS, Tabh, B PC
ERIT O 40 F AR SO PLALIC & DBk GRS
N, LPC &itsesiimesd i s h s, Wk R
A4 7 SIRRET AFEA b LA L ) B bR
Belile (Ox-FFA) 7Y G2A @) # ¥ F& LTk
4. 7 LPC &, RIFROER T G2A ZHADFRI
BEEE - d 0, VA Y Fizabd b RS A IR
THI L OMBMITR =Y ARES LT
S EDHEN S NG JLEREII BT A GZA ORENZD
WTHR, BEEATIEEALNRERD 2V 0N, )
WIS & B U 72 BRI B B G2A OF
F1%3 % western blot THRE L7-& 25, BERILL
DEBICEELER RO (F- S HELL). 5%,
G2A SHEEO TR Y FF VO & & b1, I
BHEIZBIT B G2A OREHB L8 — VT OWTHRD

EbhIZ

ALY, LPC I2EE LEMRIZE LT R b—
YAEEKL T AR EEE b O ETEHER,
JHEAE DTS LT 2T RRMEASRIR S hoit.
NE TR A, MR 5 O T AR ERE O
BAEMAE NIRRT 5 LT, BEHEROZRrERTHL
T EERGEHLTELON KR D TN ELFT HRR
Thh, EEEECSITLEEB R > 7O/
BT BEETH DL LERD.

-
L

25% 4% (2011)

s
i
il

LB

FA BT B 10h 72 D BT R B2 IR BRI
AHEEIR, BWHRERIK, L BRFRERGHH - 4
B TEEFRCBRHTLIT. &b, THRIE
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Lysophosphatidylcholine induces apoptosis in human bile
duct carcinoma cell HuCCT-1

Kasumi Ohtoshi®, Keiko Fujita?, Takanori Taogoshi®, Yasuhiro Kimura?,
Kenji Kihira®, Nobusuke Kishikawa®, Sousuke Matuda®, Takuya Tkuta®,
Keishi Kanno®, Susumu Tazuma®

Lysophosphatidylcholine (LPC), recently recognized as a lipid mediator, has been reported to induce apopto-
sis in several different cells, and to be increased in the bile of patients with anomalous arrangement of the pan-
creaticobiliary duct and intrahepatic cholelithiasis, both of which are well-known risk factors for biliary tract
cancers. Since biliary epithelial cells (BECs) are exposed (o bile, an increase in biliary LPC concentration is sug-
gested to be involved in BECs injury and carcinogenesis. This study aimed to examine the biological effects of
LPC on BECs and its underlying mechanism using human bile duct carcinoma cell line HuCCT-1. LPC at 100uM
concentration induced significant cytotoxicity and apoptosis in HuCCT-1 in time-dependent manner as deter-
mined by MTT assay and Annexin V-FITC/PI staining [low cytometric analysis. Fluorescent microscopic
analysis of LPC-treated cells stained with DAPT also depicted the typical morphological changes seen in apop-
totic cells such as the condensed chromatin gathering. These changes were paralleled with the significant acti-
vation of caspase 3, 8, and 9, as well as up-regulation of Fas receptor mRNA. Interestingly, LPC induced the ex-
pression of LPC-related receptor G2ZA at mRNA and protein levels. These data suggests that LPC plays an im-
portant role in BECs injury and carcinogenesis.
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