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Fig. 5. Acute hepatotoxic effects of flutamide in AdGCSh-shRNA infected rats. Flutamide was orally
administered 0, 1,000 or 1,500 mg/kg. AST (A),ALT (B) and total bilirubin concentration (C) were
measured 24 h after administration. Data are mean + SD (n=41t05)."P<0.01 compared with each

AdLuc-shRNA infected group.
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Fig. 6. Histopathological examination of liver 24 h after administration of flutamide in

AdGCSh-shRNA infected rats. Arrows indicate area
caused by flutamide (1,500 mg/kg).
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of degenerated hepatocyte in HE stained section
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AST B L OVALT fED E&H (AST: 28 + 2
U/L, ALT: 16 %= 1 U/L) 73 AdLuc-shRNA
B5RE (AST: 22 = 2 U/L, ALT: 9 + 1
U/L) LT O (Figs. 7A and
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Fig. 7. Subacute hepatotoxic effects of flutamide in AdGCSh-shRNA infected rats. Flutamide was
orally administrated 0, 100 or 500 mg/kg once a day for a week. AST (A),ALT (B) and total
bilirubin concentration (C) were measured 24 h after the last administration. Data are mean + SD (n

=3105). P<0.05and P < 0.01 compared with each AdLuc-shRNA infected group.
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. HE BB X 2 IFfkie ot 217 - HFIZE > TRAITRT L 512, fflao
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Fig. 8. Histopathological examination of liver 24 h after the last administration of flutamide in
AdGCSh-shRNA infected rats. Arrow indicates area of degenerated hepatocyte in HE stained section

caused by flutamide (500 mg/kg).
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DEERT D120, BMEOEE 2Kt AEHTIET GSH & &8 LTz
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Fig. 9. Effects of AdGCSh-shRNA infection on hepatic total GSH content in flutamide administered
rats in acute or subacute toxicity test. Hepatic total GSH content is measured 24 h after
administration in acute toxicity test (A) and 24 h after last administration in subacute toxicity test (B).
Data are mean + SD (n = 3 to 5). ““P <0.001 compared with each AdLuc-shRNA infected group. 'P
<0.05 and /P < 0.01 compared with each AdLuc-shRNA infected and no drug administered group

D. BE

ka7 Ny, vruard=Fr B ENEL, BELBREVWEDZEDOTAT
L7 v#  RITATERRRBRIZ W THF DEETEBZIERT L Z LIIRETH
BEENED SN TWRY, UL, Eif b, —J7. REIIEMLIC X > TAERL
®%ORE CITEE IR D ORFREE N 7= BOSHEREH DA FUG T K 2 w1,
WESNTRY, has )&y vEfiy BRI GSH & 22 AT D8RR
NHREGEL TS, ZTHHDFEMIZLY WS & SN TS, GSH iR L 42
BERINAFEELFMTE 28MET GSTICIIERERFREEORL D LM DT
IHES R TW R, FEERBROE  ENFET L2720, T XTORI L
ZDFRR E LT, EORHSOEDO—DT T5Z EIXHEETH B A5, GSH DA R
b DELE L OHA 7 & OBERIEIED 7= Z—oDHTH Y, GSH A FkEESE & HIH4
BRZEF oD, FEYORBETEEIZ HZETGSHIC K DffmREAMEICX 2
HE R EE & R OB 5T 5B EEZLND, Lo TAMFETIE, GSH

20



BILOZOAKBERICERL, —#ot
MIBWTEERFEENRET 2 L #
HINTWHANRDOEY % | GSH B E T
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protein 2 (MRP2) DOEETHY (Xiong
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RIMEOIE T CTAPAP D V7 v VEEES
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Table 1. Chimeric mice used in the troglitazone administering study.

Group Mice No. hAIDb in the blood Approximate RI
mg/mL %
CTL 1 8.7 77
2 114 85
3 9.1 78
Tro 4 124 87
5 104 82
6 75 73
BSO 7 14.7° 92
8 6.8 70
9 90 78
BSO+Tro 10 7.1 71
11 79 74
12 8.6 77
*Serum hAlb

< U ZDMF hAIb B & b MEREAGY A
b5 F L 8/18 HIRIL K D B R b
B U7 EB#ER (replacement index,
RD (HAERRBO LN TNDT®D
(Tateno et al., 2004) . Table 1 IZHiC
L7z,

B-2  EFM B L UREK

L-7FF = AEF I (BSO)
BEOUI7 U #ZXE/Lid Signa-Aldrich
(St. Louis, MO) £V, T FL~TH

~—_ RNAiso., SYBR® Premix Ex Taq ¥ K&

A

TN ROX Reference Dye ILiX¥ 734 4
(Shiga, Japan) X V. WzEEER
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ReverTra Ace IXHP¥#5 (Osaka, Japan)
IVBALKL, AV IxX7 LAF N
WEE > AT LY A = A (Sapporo,
Japan) I[CEEEKE L, VI ¥H
CYP2C8 il H A E (Yokohama,
Japan) V. ¥ ¥HiCYP3A Hiffid Santa
Cruz Biotechnology (Santa Cruz, CA) X
D, EFF ALY Y X g6, AT AL
Fiv ¥ Ig6, ~NAF U F—BE#T B
Vet F AT Vector
(Burlingame, CA) X ¥ . PVDF J&
(Immobilon-P) % Millipore (Bedford,
MA) LVEEA LTz, 68 -KE(LT A MA

T 3 — bR (Tokyo, Japan)



Ev. 6a-KEE(7FXFELEBLOE
k CYP2C8 3 & OV CYP3A4 2 RHL S H 7=/
Xan A NVAFEHRRKZI 71 Y — LI BD
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2R T2 (Tokyo, Japan) &9, 1-7nm
-2, 4-Y= ka2 ¥ (CDNB), 7%
YA UREIOT R AT TR
Wi3E (Osaka, Japan) K VEEAL7-, RNA
D & B2 1% NanoDrop Technologies
(Wilmington, DE) ¢> ND-1000 Z{HMH L 7=,
Real-time RT-PCR {Zi% STRATAGENE (La
Jolla, CA) @ Mx3000° Real-Time PCR
System Z il L7z, BRIKEIIEE I3/ 3A
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BSO & EBEZRBWTIE, hr s Y & %
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Table 2. Sequence of primers for real-time RT-PCR.

Primer Sequence
CYP2C8 §* 5'-AGATCAGAATTTTCTCACCC-3'
CYP2C8 AS* 5'-AACTTCGTGTAAGAGCAACA-3'
CYP3A4 S§* 5'-CCAAGCTATGCTCTTCACCG-3'
CYP3A4 AS® 5" TCAGGCTCCACTTACGGTGC-3'
SAALS 5'-GGGAACTATGATGCTGCCAAAAGG-3'
SAAIL AS 5-TGATCAGCCAGCGAGTCCTC-3'
SAA2S 5'-GCTACAGCACAGATCAGCACCATG-3'
SAA2 AS 5"TAGGCTCTCCACATGTCCCGAG-3'
SULTI1ALS 5'-ATGGAGACTCTGAAAGACACACCGG-3'
SULTIA1 AS 5" TGTGCTGAACCACGAAGTCCACG-3'
UGT1A1S° 5'-CCTTGCCTCAGAATTCCTTC-3'
UGT1A1 AS® 5-ATTGATCCCAAAGAGAAAACCAC-3'
GAPDH §* 5'-CCAGGGCTTTTAACTC-3'
GAPDH AS* 5'-GCTCCCCCCTGCAAATGA-3'

S, Sense primer, AS, Antisense primer.

SAA, Serum amyloid A.

*From Katoh et al. (2004). "From Izukawa et al. (2009).

(15,000 g) . 4° CIZC 5 4L BEL .
Fhy Mg =F ) —NVEFERICREL
7o T DULE % AFL L, DEPC ALBRRFEIK
AR SE, 260 nm (BT DWNEE
NanoDrop ND-1000 = & 9 #lI%E L7z,

B-6 WHREEEFRIC KD cDNA DAL
B-5ic k&L total RNADDHELT
DFHEIZE Y cDNA % &AL L7z, Total RNA
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70° CKISHIC 10 Sy BV EE, KL
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72, 5 X Reaction buffer for ReverTra
Ace 8 pL, 2.5 mM dNTPs 8 pL, Wi#nEE%
# ReverTra Ace 1 pl 12 TEE% 40
pL & L, —<nP A7 7 —2HNT
30° C C 10 4>fE. 42° C T 60 47fH. 98°
C T 10 4RI S8, oDNA ZERL LT,

B-7 Real-time RT-PCRIT X % mRNA DJE

=N
==X

B-6 T#57- cDNA > 7L 1 uL {Z 10
pmol/uL @ Sense primer X

Antisense primer &% {41 0.8 uL,



