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Effect of nuclear receptor ligands on expression of OATP family in human
cryopreserved and chimeric mouse hepatocytes. '

The mRNA levels of transporter genes were measured by RT-PCR. mRNAs
were prepared from human cryopreserved and chimeric mouse hepatocytes.
Specific primers as described in the experimental section were used to
determine the levels of expression of each transporter mMRNA. Each chemicals
were solved in water, 0.1% DMSO or 0.1% EtOH, and each control were treated
counter solvent. Lot 59 was represented closed column. Lot NOG was
represented horizontal stripe column. Lot XPK was represented vertical stripe
column. Each points represent the mean = S. E. M. from three to seven
experiments. *Significantly different from the control by t-test (p < 0.05}).
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Figure 2 Expression of nuclear receptors (A) and drug transporters (B) in

rat hepatocytes.

RT-PCR was performed with total RNA isolated from fleshly isolated hepatocytes
(lane 1) and primary cultured rat hepatocytes for 36 h (lane 2). PCR products

were separated in 2.0% agarose gel.
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Figure 3 Expression induction of drug transporters mRNAs in primary
cultured rat hepatocytes exposed to several ligands of nuclear receptor.
Primary cultured rat hepatocytes were treated with several ligands of nuclear
receptors, including:CA (100 pM), CDCA (200 pM), DEX (100 uM), RA (100 uM),
HC (30 uM), RIFA (100 pM), ESTRA (100 uM), CIPRO (100 uM), TCPO (5 pM)
for 24 h before harvest. Each Chemicals were solved in water (dot column),
0.1% DMSO (closed column) or 0.1% EtOH (open column). RT-PCR was
performed with total RNA isolated from primary cultured rat hepatocytes for 36 h.
Drug transporters mRNA levels, including: Oatp1, Oatp2, Oatp4, Oatp9, Oatp11
and Mrp2 were analyzed by RT-PCR. PCR products were separated in 2.0%
agarose gel. Each points represent the mean * S. E. M. from three to seven
experiments. *Significantly different from the control by t-test (p < 0.05).
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(Nozawa et al., 2004; Kobayashi
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Table 5-1

Identity of expression pattern between OATPs in human

cryopreserved hepatocytes and OATPs in chimeric mouse hepatocytes.

CA CDCA DEX RA HC score
QATP-B O A O X 3
QATP-C A O O FAY 4
QATP-D FAY FAN O O X 4
OATP-E FAN O A 3
OATP8 O Fay O O 4

The score were exhibitive identity of expression pattern of between OATPs in
human cryopreserved liver and OATPs in chimera liver. The circle, delta and

cross were shown same patter, same tendency and opposite pattemn,

respectively.

Table 5-2 Identity of expression pattern between OATPs in human liver

and oatps in rat liver.

OATP-B OATP-C CATP-D OATP-E QATP8
Qatpi1 0 2 0 0
Oatp2 1 2 0 0
Qatp4 1 3 2 2
Qatps 0 3 0 0
Qatp11 2 1 3 3

Arabic numerals were shown the score that were exhibitive identity of

expression pattern of OATPs/oatps.
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ZAUEYRVAA - HEE
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L. 0% 0.2mg/min/kgbw
DEETEERHEZITO /2.

B-3. #4770y MICXBHFED
A & IBFE D ENT

MEN S FEAOR VA HIBE
DAZDELTHMTSE%2H
K&LT, Ba7oy bEEAN
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BREBIELEZEZATOBRTR

# (bile flow rate) « JHH HiEE
(Cope) » MEHIBE (Cp) - FFIR
FEE (C) ZHIC.

Ve = (bile flow rate) * C,,
CLanatcutar = Ve / Cs
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HH T2 (Nakai D, et al.,
Human organic
LST-1,
mediates uptake of pravastatin
hepatocytes. J
Pharmacol Exp Ther. 2001
Jun;297(3):861-7., Yamazaki M,
Na(+)-independent

multispecific anion transporter

liver-specific
anion transporter,

by human

et al.,

mediates active transport of
pravastatin into rat liver. Am J
Physiol. 1993 Jan;264(1 Pt
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Primary active transport

organic anions on
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Table 1-1. Pharmacokinetic parameters of DBSP

mL/min/g-liver Clua ClLie Cleanuboas Clasgtake Cyp, o (g/mL) Ch. o (mg/mL}
High 0.07+0.06 0.07x0.08 0.009+0.006 0.904 0.051+0.039 0.1810.04
Low 0.20+0.20 0.2410.24 0.028+0.003 1.47 0.044+0.036 0.19+0.04
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Figure 1-2. Bile flow rate (ul/min/kebw) of mice transplanted
with humanized liver with low (<1%) or high (>60%) replacement index
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Figure 1-3. DBESP concentration in bile (mg/ml) of mice transplanted
with humanized liver with low {<1%) or high (>60%) replacement index

293




mg/min/kgbw

0.60

0.40

e
n
o

0.00

-0.20

—e—High

] —T T 1|

L L

0:00- 0:15- 0:30- 0:45- 1:00- 1:15- 1:30- 1:45-
0:15  O:30 045 1:00 1:15%  1:30 1:45 2:00

time interval

Figure 1-4, Biliary excretion of DBSP (mg/min/kgbw) of mice transplanted
with humanized liver with low (<1%) or high (>60%) replacement index
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