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Localization of mutations on MIR3 cDNA. Exons 6 —12 and 25— 28 are represented by boxes. Black boxes represent the transmembrane
domains (TM 6-11}. The different MDR3I mutations are localized on the ¢cDNA by bars.
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mutations; o, without the gene mutations). The abundance of GAPDH mRNA was determined as an internal standard. PCR was performed
in triplicate. The data are expressed as averaged percentages of the amounts of GAPDH mRNA present in specimens, =P <0.05,

significantly different from contrel subjects.



2. MDRI&GE S JUEBRRL ANILOBEIF

X 2 i$ FFMDR3DIEE. L~V BIE 164 & JFABHE
EEEFLLVWHBREFA B LD THE, K
FEVZ BV AMDR3EEE L~V RICH L THE
B THo7e LALEHME, RIEH DS B, i
GTERTRO 25 L BEREBD L b - 72140
DVTIEEFDEFE L _RNVICHBELETBD e h o7,
RIEHBEEICB VT, MDR3ZEH I AT CidfE
SR I BF & R izdiffusels, F 7B BIE IZught
W EDREBRIEDHLNDEDEH LT, REOHKAHE
TIIMDR 3 DEEBICBITARBARTLTED,
ZHILEFORINFREL T HE49 b BE X fhet-
erogeneousZ B ERL TWwWiz (H3), T4EE
FERYEOL 2B EERELZTFO Lo 2140120
WTid, MDR3DSEMMAHABICIEHE L 27
FrAROLho7 (F3),

3. XY 7475 — bOE MFHIRIZE (F BDMDR3
DHRBEPHEEICS 2 288

NYFET 4 77— bOBEIZLOHe pG2HfaT
2. MDR3m R N A I3 B D HK150% (P<0.05)

T THINFREO oA, FHARESEICBITAEN
EREUVANVIIEFELERZZO R o7 (K

WHC X A RBURBIE I T % AT Tik. REfROB
THE B2 547 2MDR 3 2 H Odensity AN L TE
D, MDR3/CD26HIUEAEIZEME T -7z (AR
14 R_¥T7 4 75— 121, P<005) (K5). AH
FalZB13BANBD—C 6 — P COBIRERE~ D%
SFENEIZ BT, N¥ 7 4 77— MISMDR3
DEFEL NN TS24 5 L 03t LA, MDR3
# 1 O LT Oredistribution 2 2£ 5 =
&y Brithan) ARESWR{EET HEER
LBtz (R6).

D. &

AEOFHFER LD . FEEHIFREREICBITA
JFMDR3IDFEBURF 0 A # = X L IZAMDR3SHE T
EEERCBITAERIZIZLOTUR LW A
bk hoi, 7OE—F —Er &UIFEEHEE
DBEFERD B W IIMDRIDIEE % HIf T 2 4

3

)

A .
-?%«_a"ﬁ_;iég L et Wi

T E R T PPL 4
ot S TR
'iz; T L .': L |_j . E
AR WS . . .
= LG i:‘ sl }' B
RN A

TS
PR g W
iR il

Sl
*‘“-‘ﬁg.;f“éw

[ 3

Immunohistochemical localizations of MDRE3 in the livers. Immunostaining of MDR3 shows a diffuse and linear pattern outlining the
canalicular membrane domain of the liver section from a control subject (1: original magnification x 60). However, in sections of the livers
from an HL patient with the MDR3 gene mutations (2: original magnification x 60) and an HL patient without the mutations (3: original
magnification x 60), the staining pattern of MDRE3 outlines the canalicular membrane domain but is less defined and focally absent. No
significant difference was found between hepatic localization of MDR3 in the HL patients with and those without the MDRZ gene

mutations.
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Effects of bezafibrate on expression levels of MDR3. (A) Steady-state mRNA levels of MDEZ in HepG2 cells treated with vehicle or
bezafibrate, The mRNA levels were quantified by real-time quantitative PCR using specific primers and double-dye probes. MDR3 mRNA
levels were significantly increased in the cells treated with bezafibrate (100 or 300 4 mol/L) for 16 and 24 hours, Data are presented as
means + SEM of 4-6 experiments. *, 2 <0.05 ™, P <0.01 vs. vehicle-treated cells. {B) Representative bands of MDR3 and CP26 proteins in
immunoblot analysis of the lysates of HepG2 cells treated with vehicle or bezafibrate for 24 hours. (C} Densitometrical analysis of MDR3
/CDZ6 ratios in HepG2 cells treated with vehicle or bezafibrate for 24 hours. Data are. presenied as means+ SEM of 4 experiments.
bezafibrate treatment had no effect on the protein levels of MDK3 in HepG2 cells.
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Effects of bezafibrate on redistribution of MER3 in HepG2 cells, Immunoftuorescent images by CLSM of MDR2 and CD26 in HepG2 cells
treated with vehicle or 300 mmol/L of bezafibrate for 24 hours. The treatment increased the immunostaining intensity of MDR? in
pseudocanaliculi of the cells.
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Accumulation of NBD-labeled PC (C6-NBD-PC) in pseudocanaliculi of HepG2 cells. (B) Effects of bezafibrate on time-dependent
changes in C6-NBD-PC accumulation in pseudecanaliculi. HepG2 cells were treated with vehicle or 300 mmol/L of bezafibrate for 24 hours.
C6-NBD-PC was added to the cells (at a final concentration of | mmel/L). Fluorescence images were obtained using CLSM every 1
minute over a period of 20 minutes. The fluorescence intensity of C6-NBD-PC in pseudocanaliculi was determined by calculating the ratio
of [fluorescence of pseudocanaliculil/fluorescence of visual field}. Time course of changes in the fluorescence intensity in pseudocanaliculi
was monitored. The fluorescence intensities of C6-NBD-PC at i. 2 and 3 minutes were significantly increased in bezafibrate-treated cells
compared to those in vehicle-treated cells. Data are presented as means £ SEM of 6 experiments.
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