REEREER (SULT). N~-7E&F)
LBEE (NAT) BXUOZNVyFF
CS-EBEEE (GST) T2V T,
RT-PCR%Z W TmRNADREE L N
NVZE, DA 70y M3z
Ny Y ORBEL A%, HPLCH
Hick D SREBEREE LRI 2R
L., EMFHIEFASTUZADERA
HORIZEEL TEREZT >R
GHERT .

B. B G &
B-1. EEREY

FETHEHE MFIREFAS T X
fElicH20. FF—A(BA, B, 9
»RA)Y ER+—B (HEA, Bk, 12
%) OFFHifaERAWE, B uPAY
/SCID ¥ 7 AB LTV uPA/-/SCID ¥
AR, BEFY— XU N—

(Yokohama, Japan) k¥ AFL 7%=,

FATRVAOERBSEEZHEIK
PAFIZRT, £18 20 05 30 HEROD
uPA**/SCID YU ADEREM 5 E b
PRI EBHEL . HDEICEC T,
MENMEFERODZ A INVEBRTFT Ty
EXAFy bEEBARE L, FE
THEALAEF AT I A% Table 1
2T, 2B, ELISA kick AlE
LEFASTIAOMPE NTIT
X 2{EE (human albumin concn.,
hAlb) &, EMREAYA T FF
> 8/18 Fitkiz L DN SHEH
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LAEMHE (replacement index,
RI) RHEERBODSNLTVS D

(Tateno et al., 2004). Table 1 IZ
e L7z,

Table 1. Chimeric mice used in the present study.

* Mouse No. Donor hAlb RI
mgml %

1 A 0.0 0
2 A 06 20
3 A 12 30
4 A 3.1 50
5 A 65 60
6 A 9.3 70
7 A 10.8 80
8 A 137 90
9 A 137 90
114 B 0.0 0
12° B 16 30
13¢ B 2.1 50
14 B 3.5 60
15% B 7.7 90

A Caucasian, male, 9 months.

B: Japanese, male, 12 years. _
“Total hepatic RNA in No. 11 - 15 could

not be obtained in this study.

B-2. b iR

F>r—A OFEH e M. In
Vitro Technologies ( Catonsville,
Japan) XVEEAL/Z. R+—B Off
ML, mEMSDA T+ —AR
A DBEAFLE.



B-3. %

ISOGENII H & 2 — > (Tokyo,
Japan) K VDEEALKZ. MMLV-#iix
ERE# (reverse transcriptase, RT).
HIPRBEEKpn 1B K UBam H I 13X
%5 (Osaka, Japan) MSBA LK.
5 AANFH T —, Takara Ex
Tag™ R-PCR Version . SYBR®
GREEN 1B X UHIEERTag 1 =X
JBxE (Osaka, Japan) K DEA L,
FUIX 7 VAFRIE, BB R
T ILhYA LA (Sapporo, Japan)
WEREKELE, TV R MF
ray—Ah. IV RE YA
KV (HLC). k PUGTIALB &
E FUGT2B7TZRBEIENF O
DANVAREZRI IOV — A, UH
Fhk FUGT1ALHE, U9 FHE
k UGT2B7 #1 & 1 BD Gentest

(Worburn, MA) KUEEALZ. &
RSULTIE:RHER I HNFa O
ANVAFEHZY L NI, B
SULT2A1ZRBEI /| NFa001
IWARBRZYA RV, UHFHE
FSULTIE#Hifk., ¥ FHE b
SULT2A1Hi4&. & FGSTA1-1%%
HSEERERYT NN BIUY
Y FH1 b b GSTAL-1Hi 4K 13 Oxford
Biomedical Research (Oxford, MI)
EOBALE, EFF AU F
IeGHitk, RNAFIF—FEHTYE
PIEFF EE KT Vector
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(Burlingame, CA) KOBALZ,
REM3,I-TT I IXNCFT A
{=1t% (Kumamoto, Japan) XV &
ALk, ZR2FNHINZF, A
ZFUBEIUVRNT A DU
Sigma-Aldrich (St. Louis, MO) &
DEALZ. TOMORIET, Fik.
E{EERBIUBHEBEIOT NS
ST4—RAObDERWE, =,
PTIAETHERLULBRSE OMHK
ZRUE, ZEROBVWHDIT 1 L ¥
O DBEEEREIIRTRLE.

DEPCHLIEFS Rk
DEPCOBAEIBEN0.1%12/25 LD
TRRBUKICINA, 37°CT2RRIME L
2o FD#. 121°C, 4003HA—+ 2
L—7L7%,

SR T RS T RR i
250 mM Tris-HCI (pH8.3), 375 mM
KCIl. 15mM MgCl,, 50 mM DTT

ox SGIFETEH R
Ex Taq R-PCR version 10x Buffer
(Mg?* free) 250 pL. 250 mM Mg?*
Solution 30 pL . 100x SYBR®
GREEN [%8.4 uL., 10 mM dNTPs 75
pL. 5 U/pL Ex Tag R-PCR version
25 pLICEBEHHEAKEMATEESR
500 pL&E L7z,



TE
10 mM Tris-HCI (pH 7.4). 1 mM
EDTA

0.5x TBE
F—bZ U —TIZEDBE L 5x
TBE (Tris 54.0 g, R™UE 27.5 g.
EDTA 4.7 g) ZFE/KT 10 EHR

TR DT A AR
0.1 M Tris-HCl. 0.1 M KCl, 1 mM
EDTA (pH7.4)

TGERE IR
10 mM Tris-HCl, 20% Glycerol, 1
mM EDTA (pH 7.4)

BTNV

SDS 6.0 g. 2 M Tris—sHCIER#E#K (pH
6.8) 20 mL., ¥OZ=>Y 6.0 mg. %
U-zOo—) 60 mLIZEMAKZMAZ.
2R%192mLE L7,

SE

5 mM Tris-HCI 2% (pH 8.0), 50
mM EDTA, 0.5% N-Z> oo J4)b
AT F YT L

Tx /—)VIRH

Zx/)—=)vE1 M Tris-HCIE & ik
(pH 7.4) TY¥#E{L#. 8- o+

THFIVEOL%, 2-ANVAT T
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& 7 —I)V&0.2%I2125 X DMmMA 7z,

7 x /=) / 7 00R)VABIEK

Jx /=i rzoakivAhESEDN
Z. 1 M Tris-HCHEE® (pH 7.4
THEE{LE, S-ERoFF /U >
20.1%. 2-ANVhT by /=%
0.2%I2i2 2 K5 MA T,

200 FRIVLABK
rsoafRibhEAVTINTINO—
WE24:1 (v/v) OIETERS

B-4, fFin 5 Ototal RNADFEL
ISOGEN®D X Z o 7 IVIZEIE 2
A AT OFETHEMN Stotal RNA
IR L -, FFYIRIC. ISOGEN %
MATHEDFA X%, B2 TNF
2—JIZ4EL, ZoakibAzmN
ATHULL15PREERRLZ. RT3
DREIREL =%, 4°C. 14,000 g T15
SEROSBELz. EBEEBOF
—JIHERL, 1V —=VE
MATERICTTEAHBEL 728, 4°C,
13,000 g T10 B LD REL 7=, Ik
BRET5%TY )= THELE, 20
LR i S B 728, DEPCULIRFER
KIZHEM X R, 260 nmic B Bt
EE2HETHZIECEIDERL-,
FEEFIZ300 nmO BN ZHLEEL LT
280 nm & 260 nmOWEEARAIE L,
TOEY NIVBREADEEDIE



BEElLE, B, RF—ADOHZAF
THIENTERMNS 28, total
RNAZRBITE s o7z,

B-5. RT-PCRiZEIZ & 5 £ FmRNASR
REOER
UGT1Al. UGT1A9. UGT2R7.
SULT1Al. SULTI1B1. SULT2A1.
NAT1. NAT2. GSTAl. GSTA23H
K UGSTT1 mRNADFE B R EFHIH
THHEA=E (HRE) ICKEL.
Tag-Man™ 7 O — 7 I Tir»> 7=
(Nishimura et al., 2002). HRET
HERALESSAT—Ew R L3038
RIG&ZREIENWT &2 B L=,
UGTIAl
{(GenBank accession number
NM_000463)
Sense primer (187-207):
5'-GACGCCTCGTTGTACATCAGA-3'
Anti-sense primer (269-249):
5-TCTTTCACATCCTCCCTTTGG-3'
TagMan probe (209-238): 5-ACGGAG
CATTTTACACCTTGAAGACGTACC-3'
UGT2B7
(GenBank accession number NM_001074)
Sense primer (14-42): 5'-GGACTTC
AGTAATTTTGCTAATACAACTG-3'
Anti-sense primer (98-80):
5'-TATTCTGCTGCCCACACCA-3'
TagMan probe (76-47): 5~-CCTTTCC
ACAATTCCCAGAGCTAAAGCAAA-3
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SULT1A1l
{(GenBank accession number
NM_001055)
Sense primer (391-408):
5'-AACGCAAAGGATGTGGCA-3'
Anti-sense primer (510-491):
5'-TCCGTAGGACACTTCTCCGA-3'
TagMan probe (431-452):
5-ACATGGCCAAGGTGCACCCTGA-3'
SULT1B1
(GenBank accession number NM_014465)
Sense primer (386-404):
5-TGGCTCGTAATGCCAAGGA-3'
Anti-semse primer (518-498):
S5-CAGGAACCATAGGCCACTTTT-3'
TagMan probe (448-479): 5-CAGCCTTT
TCCTGGTACCTGGGAAGAATATCT-3'
GSTAl
(GenBank accession number $49975)
Sense primer (151-170):
5-ATGTTCCAGCAAGTGCCAAT-3'
Ant-sense primer (519-501):
5'-ACTGGAGTCAAGCTCCTCG-3'
TagMan probe (331-361): 5~
GTATGTCC
ACCTGAGGAAAAAGATGCCAAGC-3'



¥7=. & FSULT1IE1 mRNAFH
BEOEEIL. total RNAMNSCDNA%
AL, H5N/cDNABRKZEZRANT
UTFDEDICPCREfT - 2. ¢cDNAK
W 1pl, 10pM A T75147— 1
pul, 10 yM 7 FR2 XTS5 < —
1 pL. 5x SGIRMK 5 pLICHEERER
KEMZ, £E%#25uL.E U/, Smart
Cycler® System (Cephied,
Sunnyvale, CA) % AW TPCRK i
2T, @ %real time THRIT S
ZEREDERET . FETH
BULXZEMSULTIELI SS9 —%TF
RICRYT, FETHEALZE L
SULTIE1 754 ¥ —&< 7 XSULT
ERERINERIBNWIEEZMEREL
7o
SULT2EI1
(GenBank accession number NM_005420)
Sense primer (277-297):
5'-AAACAATTAGATGAGATGAAT-3'
Anti-sense primer (450-433):
5-ATTTGGATGACCAGCCAC-3'

B-6. F2 70V —ABL TS b
WITOE: !

BELEZFXIT T, uPAY-
/SCIDY 7 A3 & uPA/-/SCID?
DA ERWE, ERLAEYT AR
2, FEEDIBADKRES F1 B
EHEREZMAZ, AU O icXk DY)
8, 77O FREIFA Y —IZTR
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TEVFA A L. FEPR—+ %
9,000 g. 4°CT204 & .07 Bt
EFE%E X 512105,000 g. 4°CT90R
HmOLaREL. fohk Exey
ARV ELE, ERLRBYICRE
VA AREBEEMATHRED T
Z#. 105,000 g. 4°CT60RIELD
SREL. OB EHER
DIEAEDTCERERICELI /70
V—Ah& U7, 7. Bradford &%
(Bradford, 1976) IZ{W Protein
Assay kit ZHWTHA MVIIVF 2N
7 OERETIZ. 2P, FF—AR
DWTHFEZAFETHIENTER
Molld, FX7n0V—ABXY
g1 MIIVERMTE Mo 7,

B-7. SDS-PAGEL U ILRY > 710w
FariTIZ L A & FPhase TIEEFR Y 2%
7 DER

Laemmli (1970) 3 & UXTowbin
5 (1979) OFTLIBEEZMA. I
ToORFEICEDBEIERT .

Fzrov—ABLU0HFY1 MY
WTH 2 TIVALEE E2- AV T b
¥ )—=)VEMAkEHE. 100°CT35
MZEHRL. RUTZUNTIRYIL
% WTSDS-PAGE 21T o 7=,
SDS-PAGE # . Immobilon B

(Millipore, Billerica, MA) IZE&XH
WWEE L, LRPE, 2Rk, 3K
BRI BEOFREEIL0.06%D3,3 -



TIINRFPUREREERN,
GS-700 5 > ¥ b X — % — (Bio-
Rad) WTEERLZ. PHRHOERE
& V. &t PUGT. SULT. GSTHi
B EOHEBEHFTIZIY T AUGT,
SULT, GSTERERMERIZNT
EEMERL.

B-8. Phase Il B#ETEHHIE
B-8-1. BT 42 67Nk
RETETERIE

T4 267N 0 BIBETE
fEidWatanabes (2002) DOHEIC
BEZMATUTOLSICHIEL =,
RISE#iZl mM e, 100 mM
Tris-HCIE®#K (pH 7.4). 5mM
MgCl,. 25 pg of alamethicin/mg
microsomal protein, 0.5 mg/mL3
20OV —A% 227, 30 mM UDP-
TNl igeElLk, RIGFEIEE.
13,000 g T1043FiE LA BEL . &80
uLEHPLCIZEEA Lz, HPLCIZ & 5
SHITIZLT1008 > (B SLBUERR,
Tokyo, Japan), L72004— kY27
Z— (BI8UERT). L7405 UVEH
28 (B BUERD. Uni-3/ 1 AR—
A2 U= (=%, Gunma,
Japan), CTO-6AN S LA —T > (B
FERUERT, Kyoto, Japan) ZH W=,
J1 7 LidDevelosil C30-UG (F#f1L
%%, Aichi, Japan) =M\, BEHEIX
50 mMY B ZKFEF U T ABK
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E L7 B 7 LREIRSSC, WEIL1.5
mL/min& U, BEEHEZUV 285 nm
TE=ZF—L. D-20001 > 51—
& — (HIL8UER ITA L7,

B-8-2. hOZ UV EEEATEME
DHEIE
caZzn &y OB ETEERE

Honmab (2001) OFHEICEIERM
ZATHTOLIICHIELZ. RIGE
WIIBRKBESL gM O ) ¥ 2,
50 mM Tris-HCHRE® (pH 7.4).
1 mM DTT. 0.5 mg/mL¥-{ bV
5287, 100 upM PAPSE L7, &
IMEIEEE, 13,000 g T10 FE L4
L. kW80 pLZHPLCIZHEEAL T,
HPLCIZ & 53471217100 > 7,
L72004— 8> 75—, L7405 UV
KitH2R. Uni-3/ 4 AR—Z 7Y —2,
CTO-6AN S LA —T &R,
715 AiZYMC-PACK ODS-A 302

(YMC, Kyoto, Japan) #HHW, #
BHHHi342% 7 R MU JL/0.05% 1)
B v/v) UK, B ARER
35°C. fiEIZ1.5mL/min& L., &
BHRZUV 230 nmTEZ¥—L. D-
20001 > F VL —FicHAh L7,

B-8-3. TX O VHEBEEAEEOH
€ |

TR b O RiEEaeiEtEiESuzuki
5 (2003) OHBEIEBIEEMZILLT



DXRIWICHE Lz, KINEEILIE0 pM
I XA b1, 50 mM Tris—-HCIER 7
(pH7.4). 1 mMDTT. 7 mM MgCl,.
0.8 mg/mLY1 MV 787, 100
pM PAPS & U . RIGE E#. 13,000
gT10RIELEEL . LiER0 pL=
HPLCIZH#EA L7, HPLCIZ K 24347
IZIXL7100R > 7, L72004— 4>
75—, L7405 UVEHEE, Uni-3/
AANR—AT7Y—2, CTO-6ANZ
LA—T BN, T AR
Capcell Pak UG120 (SHISEIDO,
Tokyo, Japan) ZmEV, BEIHEIZ25%
7 = hUJL/50 mM Tris-HCIEE
WK pHB8.0) &Lz, BT ARE
1335°C, HERid1.0 mL/min& L.
BREKZUV 275 nmTE=F — L.,
D-20001 > T L—#icith L.

B-8-4. AT 7 AF T N-7TtF
IV ETEEORIE

ANT 7 AZ P UN-T2FIVER
& 1 13 Estrada-Rodgers &  (1998)
DAHEBEWBEEZMALLTOX ST
o2, RISHEMIZS00 pMAL T 7 A
% 2, 50 mM Tris-HCIEE#% (pH
7.4). 1 mM DTT, 5 mM7EFIVA
NVZZF, 0.02 UnithV=F o7k
FIWINST ATz —E, 05
mg/mLYy1 NI Y, TEF
WAL YA AAE LT, KIGEIEE.
8,000 g T10rEhm o HEL . kiS50
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uLZHPLCIZIEA L, HPLCIZL %
SHTITIILC-6AR > 7 (BB EUERD .
SIL-6BA— MY > 77— (GHEHE
Fi). SPD-6AV UVEiHiZE (BEH
fEff). SLC-6BY AL bO—
F— (BB8ERT) . WIG-7000A%
— U 7 A5 A (Isido, Tokyo,
Japan), Uni-3/ A1 AX—RA 7 ) —
>, CO-965H I LhF—T7 > (HEH
7, Tokyo, Japan) Zf Wk, B3
A id Mightysil RP-18 (B ¥ k%,
Tokyo, Japan) ZfWV, BEHHIIS%
7 b= RUIV/20 mMEEEET RU D
LEEE® (pH 4.0) &L=, A5 A4
REI35°C. fi#idl. 0 mL/miné&
L. BREEZUV 254 nmTEZY —
L. C-R7AplusT 577V —4%— (B
HBBVERD AL,

B-9. fF%° ./ ADNADFHI

Brilliant & (1991) @HFEIZHEWN,

FF—ABROFASITADIFICD
WTEATOBIEETTWY, &' ADNA
ZRRAHE L7z, FUIFIZTE (pH 7.4)

EMAH S AREDFAHF—IZTH

TOFM1 AL, TO%, BlOFa

—7iB L., SEZMmix. ¥5121/10
BD10 mg/mL7 7 FF—tEE&10

mg/mL RNase# 10 pLin X &f1
U7=18, 37°CTC2K[HEA >FaxX—h
Ui FBO 7 x./—)VIBHEMA.,
=R T102fREHE. 20°C, 600 g



TIO RO EEZITY, LEZE

RUZ, RIZHEBROT7 ./ —)V/270O
RV ABERZEMA, FEIRT105H

&%, 20°C. 600 g T1ORHEL

SEEZITW, EEZEBEIRL. BEF

BROBERZTTo 7z, SHI2EBEDY
nofR)ABREMA, ERTI0S

RIRE L. 20°C, 600 g T104fE%E

DEEEfTY, EEZREL 2. 0.5%
Yo7 —RUTPZ YT I REL0uL
A t. ™Iy ) —IV 22588 m
A BONITEEHEELEZ. -80°CT
30 MHmAIL 72t%. 4°C. 9,000 giZ
T109 RO EfTo /2. TLRE

WI0%TE ) —)VTHEL, Bo5hik
4 ] LDNAZTEIC R L 7=, 4°CT

—BRfE R, 260 nmic BT B LILE
ZRETBHIEICENERLE. [

RFIZ300 nm ORI % HE & L T280

nmé& 260 nmOEFHEEREL., F

Dz NI BRADFEDIEE

L7,

B-10. & FNATZ BTHHOHE
B-10-1. AS-PCRIZ & BB {5 T

NAT2*5D B L THE % 2 DAS-
PCRiE (A) BLT (B) 2HWTH
o7, BETFHEICHAWSESSA<
—I3Table 2127 U 7=,

(A) 7 7 LADNAIZ10x PCREEEK
2.5 pL. 10 ypMOEB A TS5 < —

(341-SW1% L <13341-SM1) &10
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UMD T Y F VAT T <— (341-
AS) #ZhnZN1 pL. 2.5 mM dNTPs
2.5 uL. 25 mM MgCl, 1.5 pL. Taq
DNARY 25—V 0.2 pL (1.0 U)
ZNA. RERBEKICT2E%225 pL
L. PCREIGZfTo . RIGHE,
FTHO—-ZF N EHWTERIKE %
fTWlERTFHROER S 2EAELE,
Fig. 1ARKEMEA K 2R LTz, 728,
FERL =751 <—13uPA*-/SCID
T A, UPA7-/SCID? 7 2 O FE
SRB LAY ) ADNARIIRZR G
Ui WZ & 2RERLE,
(B) Cascorbis (1995) DFmElziE
EEMA. UTFOLS ok, &
J ADNAWZ10x PCREEM#2.5 pL. 10
UMDY > AT 517 — (NAT2-S2)
L0 MO T > F A TS —
(NAT2-AS2) %ZNZFh0.5 L, 2.5
mM dNTPs 2 pL. 25 mM MgCl, 2.4
uL. Tag DNARU AF—+ 0.2 uL
(1.0U) ZZA., BEFEKIZTE
®%25 uLE LPCRREG 2>/, K
B, THO—-A5NERWTESR
PKE)%1T71>, 886 base pair (bp) @
BEXOBEBEFEHHZ2FIVIEGDH
Lice MOHLESNVES—AL R
N O—AFa—"7 GFItHisE T
Osaka, Japan) IZA#. 0.5x TRE#
MA7=#%. BEIEL. 886 bp®PCR
EYEZEOEKERIRL -, F0%,
FBOO7x /) =)/ 7oai)lLiE



wEmZ, R ToaRIEERE. 20°C.
3,000 g TH5EELDBERZTT N, |k
BEENLE, IHTEEO OO
TIVABREMA, BB TSRS
L. 20°C. 3,000 g TS50 RfE
Z2{TW, EEEENRLE. 25820
W1y /) —)VE1/10BD3 MEEEE I
FUDA (pH5.2) A, BPMC
BRI L, -80°CT30 %A
L7z, 4°C. 13,000 giz T1043 s
OBEETTO o, TR ERTONTY
— )L TUe¥ L., TEICHRRELE, 81D
i L 72886 bp ®PCREEMIATK] uliZ
10x PCRABHE 2.5 pL. 10 yMODt >
AT514T— (341-SW2H L it

*4 /44 *4 /%5

wt  mut

X5 /%5
wt mut

Genotype

wi muot

bp

214

B Genotype,

341-SM2) L10uMO7 > FE X
7547 (NAT2-AS2) 2FNF
0.5 pL. 2.5mM dNTPs 2 pl.. 25
mM MgCl, 1.8 pL. Taq DNAR U A
I—¥ 0.2uL (1.0U) #EMX. &
EfERUKICTE£E®25 pLE LPCRK
RET- . Kbk, 7HOo—2%
WeRWTERKE 21T ViR TE
FOEX &R LU, Fig. 1BICkE)
B2 RLE, &8, EALETS
F 1 X —I3uPAY-/SCIDIY U A,
UPA~~/SCIDY 7 X DN SFRABL
72 LDNAICRRZER B URRNT
LEEZELE,

4 /44
wt mut

i )
wt mut

x5 /%5
wt mut

bp

816

Fig. 1. Genctyping of NATZ2#*5 allele in genomic DNA by AS-PCR. Schematic AS-PCR
patterns for detectioin of the NAT2*5 aliele using different primers. A, The 341-Swtl,
341-Smutl and 341-AS primers were used. B, NAT2-S2, NAT2-AS2, 341-Swt2 and

341-Smut2 primers from Cascorbi et al. (1995) were used. wt: PCR product obteined
by wild-specific primer; mut: PCR product obtein by mutant-specific primer.
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B-10-2. PCR-RFLPIZ & 2 45 T4
&

NAT2*6, NAT2*7 O#ETHE
BEnEehHBE#RTag I. BamH 1
ZHW/EPCR-RFLPEICX D E R
frok,. BEFHEICHWET S
< —idTable 2IZRL7=. 7/ ADNA
1210x PCREEMI 2.5 pL. 10 uM®
v AT I4T— (NAT2-S1) &10
PIMOT7 > F AT ITA T —

(NAT2-AS1) #ZhZh1 pl. 2.5
mM dNTPs 2.5 pL. 25 mM MgCl,
1.5 pl. Tag DNARU X5—¥ 0.2
uL (1.0 U) BMZ. WEHERKICT
£8%25 pL& LPCREIS 2175 72,
I T#%,. NAT2%6 OEEGTHE
2L, 5N EPCREWIZIO x BHE

#% (10 mM Tris—HCI (pH 8.3). 5 mM
MeCl,. 100 mM NaCl) &0.1%BSA.
HIREER Tag 1ZMA. 65°CTA F
arR—hrUL7%, NAT2*7 OBEETH
FEITiE, B5NAEPCRE®ICI0 x H
PR (500 mM Tris-HC! (pH 7.5).
100 mM MgCl,. 10 mM DTT. 1000
mM NaCl). #ifEB & Bam H1 %0
%. 37°CTA >Far—hLli, K
B, 7HO—-AF NV ERNWTER
WKEI T WEBETFEHRFOE S 2R
L7z. Fig. 2ICHEMEREZRL 7=,
B, FHEBRFICBWT, BEFH
FEWHER LT T4 < —IiduPA-
/SCID® % A, UPA™-/SCID< ™7 &
DM SEREL 24 7 LDNAIZIZR
ERIG LIRS EERHEF L,

Table 2. Sequence of the primers used for the genotyping of NATZ2.

Primer Sequence
NAT2-S1 5'-GGCTATTGATCACATTGTA-3'
NAT2-AS1 5-AGCATGAATCACTCTGCTTC-3'
341-Swtl 5-CTCCTGCAGCTGACCAT-3'
341-Smutl 5-CTCCTGCAGCTGACCAC-3'
341-AS S-TTGGTGTTTCTICTTTGGC-3'
NAT2-§2 4 5'-GTCACACGAGGAAATCAAATGC-3
NAT2-AS?2 ¢ 5'-GTTTTCTAGCATGAATCACTCTGC-3'
341-Swt? @ 5'-CCTGCAGGTGCCAT-3
341-Smut? ¢ 5'-CCTGCAGGTGCCAC-3¥

S: Sense primer, AS: Anti-sense primer.
wt: Wild, mut: Mutant
2 From Cascorbi et al. (1995)



A

*14 (R64Q) *17@145P)
*19 (R64AW) *5(1114T) *6 (RI197Q)  *7 (G286E)
! |
—
Exon 1
200 bp
B C
*4 /%4 *4 J¥6 *6 /%6 “dj5q *4 KT ¥4 AT
bp bp
977
697
396
377
226 280
204

170

Fig. 2. SNPs in exon 1 on human NAT2 gene (A) and schematic PCR-RFLP patterns
for different NATZ alleles of NAT2*4 (wild type), NAT2*6 and NAT2*7 (B). B, The
NATZ2*4 yields 377, 226, 204 and 170 bp fragments, NAT2#*6 (*6) yields 396, 377 and
204 bp fragments. C, The NAT2*4 yields 697 and 280 bp fragments, NAT2*7 (*7)

yields 977 bp fragment.

C. HHERRE
C-1. kb bR A <0 2BV
5kt FUGTIALORE
C-1-1. b UGT1Al mRNA ¥HE
Fig. 3A 1zt b UGT1A1 mRNA &
REOEBRKERZRLE. RI—A
HEDOF AT XL, hAlb #EE#&
FH72E b UGT1Al mRNA REE
DOEMMRBEH 5N, £ b UGT1AL
mRNA REHE & hAlb BREOMHEEE
I r=095 Thok, £/, F+A
XA No. 1 ZBRS<TRTOFRA
ZIUXTE b UGTIAl mRNA %
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HRBH LN,

C-1-2. £ b UGT1Al & > /X7 %5
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Fig, 3. Human UGT1Al expression in the chimeric mice.

Relative expression levels of human UGT1A1 mRNA (A) and the expression of human
UGT1A1 protein (B) were determined as described in Materials and Methods. Each
column represents the mean of duplicate determinations. The sample numbers are
described in Table 1. H: human liver microsomes; B: donor B; ND: not detected.

[-C-2. L MFHIRRFASTUARE BREOHEMAB® SN, b
7%k b UGTLIA9 OREE UGT1A9 mRNA REZE & hAlb BB
Fig. 4 It b UGT1A9 mRNA % ORISR r = 0.77 THo/z. &
HROEEMERETY, FI—A B /. FAFYUA No. 1 ZBRITNR
RDFASIVATENWT, hAb 8 TOFASIUATE b UGT2B7
BEEFMIZE M UGTIA9 mRNA $  mRNA BEMNBD Shi,

187



bl
o

hy
o

b
<

g
o

(arbitrary unit)

Human UGT1A9 mRNA
o

QOW—HH

1234

U

= I—|

UU

o0
uPA+-/SCID |3
uPA-+/SCID |&

Fig. 4. Human UGT1A9 expression in the chimeric mice.

Relative expression level of human UGT1A9 mRNA was determined as described in
Materials and Methods. Each column represents the mean of duplicate
determinations. The sample numbers are described in Table 1. ND: not detected.
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Fig. 5. Human UGT2B7 expression in the chimeric mice.

Relative expression levels of human UGT2B7 mRNA (A), the expression of human
UGT2B7 protein (B}, and morphine 6-glucuronosyltransferase activity (C) were
determined as described in Materials and Methods. Each column represents the
mean of duplicate determinations except in uPA*/~/SCID mice and uPA™-/SCID mice.
The columns of uPA*/~/SCID mice and uPA™/-/SCID mice represent the mean = SD
(n=3). The sample numbers are described in Table 1. H: human liver microsomes: B:

donor B; ND: not detected.
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Fig. 6. Human SULT1Al expression in the chimeric mice.

Relative expression levels of human SULT1A1 mRNA (A} and troglitazone
sulfotransferase activity {B) were determined as described in Materials and Methods.
Fach column represents the mean of duplicate determinations except in uPA*/~
/SCID mice and uPA~-/SCID mice. The columns of uPA*~/SCID mice and uPA™/~
/SCID mice represent the mean + SD (n=3). The sample numbers are described in
Table 1. H: human live cytosol; B: donor B; ND: not detected.
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Fig. 7. Human SULT1B1 expression in the chimeric mice.
Relative expression level of human SULT1B1 mRNA was determined as described in

Materials and Methods.

Each column represents

the mean of duplicate

determinations. The sample numbers are described in Table 1. ND: not detected.
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Fig. 8. Human SULTI1E1 expression in the chimeric mice.

Relative expression levels of human SULT1E1L mRNA (A), the expression of human
SULELE protein (B), and estrone 3-sulfotransferase activity (C) were determined as
described in Materials and Methods. Each column represents the mean of duplicate
determinations except in uPA*/~/SCID mice and uPA~~/SCID mice. The sample
numbers are described in Table 1. H: human live cytosol; B: donor B; ND: not
detected.
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Fig. 5. Human SULT2A1 expressions in the chimeric mice.

Relative expression levels of human SULT2A1 mRNA (A) and the expression of
human SULT2A1 protein (B) were determined as described in Materials and Methods.
Each column represents the mean of duplicate determinations. The sample numbers
are cescribed in Table 1. H: human liver cytosc!; B: donor B; ND: not detected.
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Fig. 10. Human NAT1 expression in the chimeric mice. Relative expression level of
human NAT1 mRNA was determined as described in Materials and Methods. Each
column represents the mean of duplicate determinations. The sample numbers are

described in Table 1. ND: not detected.
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Fig. 11. Human NAT?2 expression in the chimeric mice.

Relative expression levels of human NAT2 mRNA (A) and sulfamethazine N-
acetyltransferase activity (B) were determined as described in Materials and Methods.
Each column represents the mean of duplicate determinations except in uPA*/~
/SCID mice and uPA~-/SCID mice. The columns of uPA*/-/SCID mice and uPA~/-
/SCID mice represent the mean + SD (n = 3). The sample numbers are described in
Table 1. H: human live cytosol; B: donor B; ND: not detected.
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