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LI-  ZLL -e, W,Ag7)i,V•,--z :Alisia37*.1,11*.Eflt-, rELWA 	-i.E 1_: --cillit 

/JN-D5e)Aill.nztR41- Z L L ffi -  C 	, t i*Niz8(1.  z7 )1,v • ,--z :rttinisvA 

-11t_illi<RIM1-ZLLffi-e .Z. 

[0036] ±,I,ERANP.10fiffiL L -c ft, f il *t if 	At 	„il 5f4 1.14ffie il G 41,Z . L 

0 ck 51_, "P,A11 7)i,V ,-z :A1:0-167cEmiat -A111JR1t,15rAPJ0 WT' I 

itilltztle, Lt.Gitgtmt., /JN-DIELAL 431-e 	Z L „LN. V:_-, 

lAg7)i,V•,--z :A1:0-167cEmiatt-AIIIJR1t,i15APJ L L-cHNI- ziziit L, 

, *ARM L L. -c, 1Wt ft*, i)i,7)1,—)k * i) i 	1.,'[) 	—)i,, 

1D Et.:ii 	—)i,, i1-4-1E-(VA -7 1))1,7)i,—)i,, 7P)71-4-, 

4E-( vA -7 ,))1,7)1, 	—Ai, 7Ki)71-4,it,v)I,E 	:Agijihggix- 

)14R4 - ft111-4-- Z L Lffi-e ., 	Glzi*AL431ts.MA-011Miz3t3J\ts'i 

0Att, 	V.  Kr)fif,Riti)-t i) :--A- 	- --c•t_,„N. ts.8, ±,I,EVANP.1 

ZLLt-e - Z. L 0 	5 tsVMPliz 	1) ig4 	tLtz_hriERANPJ ft , it 

1E11 li-.4 1-.:1E11M171<, ;JAM *4 	-hri *t , Ait-  V174 L -citiElltZLL ffi-e 	Z 

0 

[0037] W,Ag7)i,V•,--z :Alisia.37C,11*Miltit, iip=iNPI0f[01-et,t/TiMiziEHoG 

41.Z. La). 5 lzW,Ag7)1,V.,--z :Alisia.37*.1,10.1Milt-igDNPI0f[01L -4--  

Z L L -C , 	P,A g7)i, V' ,--z :Aurfa37 *JEll Mat -, t1*IzA--4--  z INA -,fs 5 
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Lt S <, 74M/JN-DPMEIztR4"--C - , t f*Niz8(tz7 )1,v • ,--z :rttinis'em 

--E33\1:5EN --ZLLffi-e - Z. 

[00381 _ht,E411=INPJ0MAL L -c ft, lilzIRZ 	41.-4-% f il*t ifPJ, 1± 1.1, Mt 

1.1, *IlieLPI, 	AA1J, 	t 7°-t)1 AIL 	1- 1=1 -P.1, 	V')IAIJ, 	1=1 sy 7°P.I4 

ffie(f GtLZ . Le)PJL L-citilltztle, g7)1,v•,--z :Alisia37*.331i-e 

/4:00t-RtEli*ffiftlE1141.Z. 	LotElf*L Lcit, 1M•tif*LAI, lifil, tVE 

t 1- ,) ,-)14, 	V.  I:HAL MX, 57c':, Mfittri71_4, t71-,), MIEWE'rt 

m=i-x, 5--(Et40flitJ; 4<, i9J-)1,, 7° 1=1 / i J - )i, , *,1=1 v 7° 

, V I:HAM 5,':4C -ff';4A, t)17K-*,))1-t)IA=i-x, 

-ITV 	. )i 	)li-t Ail=1 -A, 	1) Agt ,) ,-)14, 7P) E=)i,E1=1 1 ) 1:40 

imi-s-ii ; $m.57°,, 7)[,*Att h ') 171-4, t ,- ,s 7 7-4. t 

s Mfig*Xt F') 714, Mfigt)iii-'714, ti)71--*iv)i,E9:1% 

lihfigi7 -)14R, 	1-j, ') )11MEgt I 	I) r'714, 7 -7 ,)At 	I 	1 ) -u') 1z, 

5' :7° , 	, *Lfif,4019MPI; lifil, A -7 1 ) :, tt71-  /O m  4<x;thrGEEI 

019M1M1PJ ; 'A 4 67 	= ri7Atta, 	rj7 I) )11MEgt h') rj7 144 0 

ilginiPJ; 	‘,)-ti):, 57°:40-)amPi ; 5:7°:, *Lfit, t A- 'J :, 
, I.-J--r H 	i=i-( Klx/T-(Emoarim ; 	9)1,, x -7 ,)Atit 

, *,-)fit, 7KA)ii,:i)-)1,405.115RP.14ffiel-fG41.Z. 	't:-_-, /J\ 

/JNZP.Ift, tbRizriti_;, argomi -h-ti_.t.: 11, f irtiSfi,M, -ff 

:4)3,, 114M/ M, 7-01,.- --r :, =IL 	,17ALI-ZLL 

ffi-e - Z. 

[00391 •V:_- , AP IL L-citiElltztle, g7)1,v•,--z:Alisia37.*331i-e/..00t-fl 

tEli*ffiftlE1141.Z. 	LotElf*L L-cit, 1M •tftV I:HAL *L AI, 5:7'':, 

t t71-1%, Rtet5E11, )371-  i) :, 9 )i, 	4011itfiJ ; 7 	E7 11a, 	1- 

Ji',1-, -ff, i9J-)1,40MePI ; 	,--."z-J- 	, t , - ,4/J 

erf GttZ 

[00401 ±,12,411=1 NPJ iz-_ it, 	Giz-_;thopi -g.- 1-  z L L ffi-ez.  /,‘/JNZVYAil 

L L-cit, fil•t1flAtiP.1, allginiPJ, 3t1PJ, PARPI, .171-2P  I, MU 
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Pi, 5-T-AIII, *HEM, TiEg4EPJ, 5.13A11-0101- Zittseffierf GtL, iip=1 

iJotR4*.fAffOlizit?L" --cirk-illtRLitillt Z L 

i
t 	Z. 

[0041] (tkApnoffq) 

W,Ag7)1,V',--z :A1:0-167cElleat1t, VAPnoffOlL L-c 4_, tiTaizitill 

41.Z. L 0 	5 lz W,A•1&7)' ,--z :Alisia37.*Mflatt-VArTnoffOlL L 

--clEll LNZLL -e, ±,I,2,41DNPJoileL thEz L -c 	1J —17.74M/JN-DMIElza 

4-e 	ti*A1:81tZ7)1,V',--z :rttinisVA--E33\1-•=5EN --Z L Lffi 

Z. C GI:, W,Ag7)1,V',--z :Alisia37.*Mflat -#..kArTnof[0.§L 1- Z 

L L -e, a rAtA011:1-elilzg-MbN-DMIElztlillyre 	Z L L /JN Gs Q 0 L 

Qua I 	i t y 	Of 	Li 	f e) 01-411± ,5LL/P-CZ. 

[0042] ±,I,EVApn L L --c it, litzIRT 	41.-4-% 1M *t if--  7° i) )i 	1-, *IfERA 

i!i7i , lit ig 141E11 A gi , A t JEIM171 4 ffi* rf G 41. Z . 'V:, ± 12S1 A gi 0 WS 

L L-cit, firtiSt5-1, Et-, 	1: I) : 114,0t.k*31., t 7°-t)1,, X 17')1, 

114--A.1_NPJ, Td-Ailt7-i)l,144ffieliGtLZ. ts8, L 41. GotkArTno 

NiaML L-C1t, *5E13J100A-4AitSfr)tS1ttt1tli1zIRT41,f, CEIIA 

-eXtffift1,1141.--coZA-it1,111- Z L L ffi-e 	Z. 

[0043] ±EtkArTn0 5 	;R*1-dxtriTinothie, /JN/JNZ*1-a-A-L L --c ft, 2 0 li ml_h 

2 0 0 0 fi mr;il-F/JqT 	L < , 	1 0 0 li n11,l_h 1 5 0 0 'I  m i,t-Ffil -1.-ffi c 	1.) 

tzT . 	1, < , 	500,um1±1 0 0 0 li mITVITA- /AilztzT 	1_, O. /JN/JNZTA 

V-01XAA ft, M1IXII§-e71<, 8-4, /1—x40#..kgLJ:Uztlillycl- Z L Lffi 

--e 	, •V:_-  V glzM /JN L --c MINI-  ZLLt --e 	Z . 

[0044] 	ts8, *5E13J10g7) --z :Alisia.37*.1,11A1Mtit_EV,AaffOliziRt 	4,1, 

Z 4_, 0-eittso. f Irt ff*A13J10g7)i,V.  7-Z :AILTIE.37.*JEllefltOff0.§N1 

Dwpmitt.ttrn-ezile, IbRizzi_;--cmg (PAASPJ, YMEPJ) 	-;t 

hi] L, YMXR1t-D)—#1:34N-4-- Z L L 4_,-e - zo Le),51::, *5E13A0 

g7)i,V.:-Z :Alirfa.37.*JEMItViMXRft-ff 1) —#1:34V1-  Z L L -c, ig 

1=1 fiA4/P74M L tS. I') , MIANI:811. ZoRilgtatzTlztsZo LoAta1.04ffiL 

l,"-Cft, litzliqttLf , f irtifIS, -.ff, t 	-*—J-,, 77 E7 
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tV-4, 	7 —t'./A, i=i—tA 1- E— t7-4, 	t‘14, 	i 7 	t7--x, t — 

1:, 4---::T.L., 	7°)l, •':, 7)1,*Att 1- I) r714, 	t 

)1,7K-*,)( 	)l,.-t)l,i=i —A, --01.thM1*31.L L. "riCAIZEll L•14Z 	fl,f,ffi4ffie 

111;41, LttG 	1 flWaRft 2 fM_E 	14:PJEll L, --cftjElltZ L Lffi--e-zo  

ts8, /JN/JNZMI*4.0gdiSIlle L 1_,--C ft, ii)1AXR1t-ff 1) —#1:_ UN Ltzg7 

Ji, V.  TS. :A:tarfa3zicEmatt 1 0 0 NM/RI:5kt L-c 5 Nali,i3p,t-Fogje/AT 

L, O. 

ASA 

[0045] 1%l-F, Aafill:=X-55E13JIVAIItZffi, LOAafilignEiMX-50-C 

*Iti3JWIRZ11471:=WORtLZ4_,0"-CittS.O. 

[0046] < t 1- ±IMIT*Iiiltg07/1.V.:=.rnR N A5EIR,RW:7)1,:=,33\5;62, 0reg 

> 

`Oat 	1t t 1411-ttIMIT*Iii11gA lz 8 Lvt, tAMA-etim-4-- z L L 1_ 0t  

Z7)1,V',--zmRNA05EIRV.00.4EL3J`5:64'LZ7) --Z200.4EVAI 

'<tztig)-C 1,), r -FOIE Ly-Alt Lt.:. 

[0047] <511'IZIA H > 

( 1 ) 7/1,V.:=.:.JmRNARZ):hypoxanthine 	phospho 

r i bosy I transf erase 	1 	(P.,CF rHPRT1J L rdt) 

mRNA 

7)1,V.,:in-IRNARYHPRT 1 mRNA5fIllt Lit. 7)1,V.:=. ,LH 

P R T 1 OtrAgOlft, r:dt TOA (,)GenBankl:_)a,41,-C8 1,), i-41, 

G0t-itagUllft)LIItttzg011z-_,It 5 4, 0-ez. 

7)1,v—:.=.:.J ;GenBank 	accession 	number 	XM 

0 3 1 3 2 2 

HPRT1;GenBank 	accession 	number 	NM 

0 0 0 1 9 4 

[0048] ts.8, 	HpR -ri 1t5t1-ffiL L,-co/ vi7x4--  E :'5.11L L-c ,11-7,4U 

'CAM" Lt_. 7) .:=.0511l1t1z-JEllOtzt-7° -( 7—L7°1=1—V.0g0.111, 
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Nishimura, 	M. 	, 	Yoshi 	tsugu, 	H. 	, 	Yoko i, 	T 

. 	, 	Tat eno, 	C. 	, 	Kataoka, 	M. 	, 	Hor 	i 	e, 	T. 	, 	Yo 

shizato, 	K. 	and 	Naito, 	S. 	:Evaluat 	ion 

of 	mRNA 	expression 	of 	human 	drug—m 

etabol 	i zing 	enzymes 	and 	transporte 

rs 	in 	chimer i c 	mouse 	with 	humanize 

d 	I 	iver. 	Xenob i ot 	i ca, 	35:877-890 	(200 

5) 1:-J.L.11MtL-CLNZ. fit, HPRT1 05PITI":-1110t-A-77—L 7°  

1:1 — V.0gUlfltN i sh i mu r a, 	M. 	, 	Na i t o, 	S. 	and 	Yo 

koi, 	T. 	:Tissue—speci 	f i c 	mRNA 	expres 

sion 	prof 	i 	lesof 	human 	nuclear 	rece 

ptor 	subfami 	I 	ies. 	Drug 	Metab. 	Pharma 

cok i net. 	, 	19:135-149 	(2 0 0 4) 	1:180-C / 1141.-C 

OZ. 

[0049] ( 2 ) gift *0 7 J1, V 7-Z :4111. 

tiatt,*0 7)1.V.  :=. ,41A aft, Human 	Al bumin 	E I A 	K i 

t 	( 	j 	/if 71-4*AttN) lz ,, L) Mt Lt.:. 

[0050] < ittati011 'AN > 

il-FaYtt.W 	- tiJJEll Lt.:. 

vi:[,N., ,.J 	( I 	I 	e) 	:MW131. 	1 7 

1:IN./.J (L e u) 	: MW1 3 1. 	1 7 

iii).J 	(V a 	I) 	:MW1 	1 7. 	15 

[0051] <9itEMIT*111111> 

JET., 	g L L-C ft, 	t F- 1I rP,'HTtag (Human 	Norma I 	Hepa 

tocyte s, 	Lot. 	1 00, 	LMP, ONQatfVUA, 	I n 	V 

itro 	Technologies, 	Inc. 	t) 	-t111'11 L. it . 

[0052] <SAM> 

il-FOEVA3t.ZfiRfatiJJEll Lt.:. 
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r'41:1Tall'gX1Elltlatt4-  v h: Camb r ext ('*±) 

Hank' 	s 	Balanced 	Salt 	solution 	Mod 

if ied: 	7t, 5 0 Om L 

HEPES 	Buffer 	(1M) 	: 100mL 

S o d i urn 	P y r v a t e 	Solution 	(1 0 0 mM) 	: 1 0 

OmL 

Acrodisc 	Syr 	inge 	Fi 	I 	ters:Pal 	I 	Cor 

prat ion,Na#1-44187, 5 olgAlj 

Rneasy 	Mini 	Kit 	( 5 0) 	: 4-7 it,.4*,T.ttt 

QIAshredder (50) 	: 4-7 //:4*Att 

Yeast 	tRNA:GIBCO 	BRL 

TaqMan 	One—Step 	RT—PCR 	Master 	Mix 

Reagents 	Ki t :App I 	i ed 	Bi osyst ems 

Fast 	96—Wel 	I React ion 	Plate 	(0. 	lmL) 

:Appl 	ied 	Biosystems 

Opt 	i cal 	Adhesi ve 	Covers :App I 	i ed 	B 

iosysterns 

2 4 r)I11,W6,7'1,—  1- ( —ii,-(7°  I 	— 1-) 	: /111/ 	A 

4*Att 

15mL 	Conical 	Tube: Fa I con 

Trypan 	blue:Flow 	Laboratories 	LTD 

. , 	0. 	4% 	solut 	ion 	in 	0. 	85% 	sal 	ine 

— )i /lit 7' 1.- i 	/ —)1. : 	vt 

Human 	Albumin 	EIA 	Ki t:/i'(71-4*T.t-Rt 

[0053] • t•:-_- . m R N AG)taft, TV,* 1 lz7T71-t-g0107° -( 7 —5tta Z): 7°  I:1 

— V.  (11B8 	lz>g)1Affit. Stiltttzt-itagENIzfft5 4_,0-ez) 	-jEl 

Lvt, RT—PCR (Rea 1—t ime 	quantitative 	r 

everse 	transcr ipt 	ion—polymerase 	re 
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[0054] 

[0055] 

[0056] 

ac 

L 

( 

( 

L 

eafm-JEHLy-CfPfl 

[*1] 

t 	i o n) 	1.:,,lj'Altl,tz. t-.77-34,Z.):7°1=1—V.ft, 	ORD 

Lt.:. 

N A 

g/m 

(1M) 

- 10 

[-Mg® 

MI lItIBI1 rAttaK>hul-D0431-2 

Albumin 	forward primer 

reverse primer 

probe 

EUI.1# 1-4 : 	1 

EUlit '-41 : 2 

1E 11# I-4-: 	3 

1281 - 

1383 - 

1305 - 

1302 

1363 

1334 

HPRT1 	forward primer 

reverse primer 

probe 

Wi.l#-18-1 : 4 

gE 1.1# 1-4: 	5 

liEll#*: 6 

139 - 

238 - 

174 - 

159 

218 

199 

<MAOHN> 

(1) 

(2 

solution 

:Sodiurn 

0:1: 

(2-3) 

ffi---'41-4'L 

50pg/mLOYeast 	tRNAAOHN 

Yeast 	tRNAft, RNase7 1)-04CC*V L , 5 0 li 

L L L. 

2 ) t-ft1<> tAN-t- AM5 011M 

- 1)Buf fer 	A 

Buffer 	ALL-C,Hank' 	s 	Balanced 	Salt 

Modified:HEPES 	Buffer 

P y r v a t e 	Solution 	(1 0 0 mM) 

2 OtL*-CiEe Lit. 

2 - 2)Buf fer 	B 

Buf f er 	BLL-C, Buf f er 	A:±lattl- 9 : 1 0.EL*--05Ee 

L. 

1)—/0 14.1MGAMA 

1) -/ 0 14.1MGAMAL L-C, I I e, L e u, V a l 052f-A0rArk 

1 3. 	8mM, 2 7. 	7mM, 1 8. 	5mM ( 1)—/0 
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/AU A 0 VI L 1, --c 60mM) L I's Z ,, 5 i z g fr4 L, L . ts 8 , g fr4 0 	jiR ft 

Buffer 	AICV174&, Buf fer 	A0 1 /1 020±lattl-;thEIL, 

L. 

(2-4) 	I I e, LeuRftVa Iga 

I I e, 	LeuRftV a I gaL 1,-C, 	I I e, 	LeuRftV a I 02 la 

ffi 6 0 mm L IsZ,, 5 IZVF4Ltz. tca-3, Mf1740111AftB u f fer 	Al:: 

gf174&, Buffer 	A01 /1 020±lattl-;,thEl Lit. 

(2 - 5) =p 

(2-3) 'CNN 1, tz ii -/ 0 14.1MGAMARY ( 2 - 4) -CUM L, L 

I 	I e, 	L e uR ft V a I g; 	, 	Buf fer 	B 	-JEll Lvr 3 fla*V L, , 

20m NAOMAL Lt.:. 

[0057] < t 1- EgliTtifiMOUtttia> 

NishimuraGOM(Nishimura, 	M. 	, 	Yoshi t 

sugu, 	H. 	, 	Nai 	to, 	S. 	and 	Hi 	raoka, 	I. 	:Eva 

luat 	ion 	of 	gene 	induct 	ion 	of 	drug— 

metabo I 	izingenzymes 	and 	t ranspor te 

rs 	in 	pr imary 	cul ture 	of 	human 	hep 

atocytes 	using 	high—sensi 	tivi 	ty 	re 

al—t 	ime 	reverse 	transcription 	PCR. 

Yakugaku 	Zasshi, 	122:339-361 	(2002)) 

1.7_4t0, 	2 4w e I 	10,'1,-1-Izixi0 5 ce 1 	1 s/400 )U L/we 

I 	I f "D 	l„ c 0 2  -( :.J -* 	,' - 	— -C tla I L, 3 WA& 1:1:±latt,Z4 	1_, 

L. - - 02 1 nrni& ( Ma 11M4,,l/JN G 2 4 nrnific (z gicit 5Z VA LL. ll& 

, 2 41i411MIZtlatt3n4V1-) /I:  . ts 8 , 3n4 t z tia it oalit, 400 I./ 

L/w el IL Lit. Vt, t•IA)Ra"0.57.;t4ft, 48 nuaotiattzfAn 

"--C 41 -D tz . 
[0058] <AU 1 > 

C [-HT tag 	MR ( 1 x 1 0 5 	viable 	cells/0. 	4mL/ 
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[0059] 

[0060] 

we I 	I) 	Lt:-_-  &, titallngli-4,11/JNG 3 ii-sVEMRW: 2 4 	EI& 1::±il'it5Z111 

.'11-Dt:_- . tca.S. /JN/JNZtilfili4I:=811. Zt4*(t9 0. 	4% (Lot 	1 0 0 

) "-C 	-)to 	L N --e , titarAWN G 4 8 Ii411314C:litIMEITAN -;thl--1 L, 

GAMANOtil:1B8/JNG 2 4 IMEMIC To  t a I 	RNA -4111ffl L, ( R n 

easy 	M i 	n 	i 	K i 	t'( 	E11) 	, 	ii7/1,14RT—PCRIZ:cl)7/1. 

V.:=.:.JRZ):H P RT 1 0mRN AG),T2-41-Dtz. tca-3, HPRT1 ft, / \ 

rj7A4--  E: ‘7.A'f"--e 	I'), A fiRna L L -clEllotto 

<AU 21 

C FATtaftg-tila (1 x 1 0 5 	v i able 	cel 	I s/0. 	4 m L / 

we I 	I) 	Ltz&, titarAM174,11/JNG 3 ii-sVEMRW: 2 4 li-.4 III 4C-.:±f4 it 5Z 14 

41 -) tz . td: 8 . /JN/J`Ztitali-41:81tZt4*ft 9 3. 	6% (Lot 	1 0 0 

) , 84. 	2% (Lot 	LMP) , 90. 	0% (Lot 	QNQ) , 84 

. 	3% (Lot 	VUA) "-C -Dt:_- . ;LN"--e, t#4133M/JNG 4 8IMEMIZitt 

SZWEITAN -;t hi] l„ LOSAWAN0;thul3M±14/JNG 2 4 R-411314C-.:±f4t-t-RIN 

L, 	J`5:Z, 	'Lt 7 JI, V--.4. : 11-,tal Lt.:. 

<To ta I 	RNAGM> 

tiattl-osoa, QIA 	shredderaZfRneasy 	Min i 

Kit-JE110-CTotal 	R N A 	-4Ellffl Ltz. 	1.%ilTIZ-_, 	LOK i 	t 	-1E110,  

tzlitiMM12,1-1-Z. tiMPAM&3, 2 4, 4 834Y7 2 nrnin,iliz80 

"r, 2 4 	w e I 	I 07'1,— 1- Ot• wel 	I iJN G tiatt VA la 	Ltzo J 

L, tiaMing 0 nrainAtz-_ --)0c ft 1 5mLocon i ca I 	Tubel: 

2x1 0 5 ce I 	I s/tubeLISZc 5 iz-_ Mug -3.\1R L, 3,1.,LET 	*lit 

-0)Alal_.t.:_-. ;Z::, 	—)i)lit 7° 1-I 	I -)1, --g-t,NR L Tga (R L 

Tga: 	-)()I,t ". 1-i 	I -)1.= 1 : 1 00) 	4 0 0 11 L -r-D;tha 1_, 

, 	Es'/''sy--r :.J‘.&,(:)IA 	shredder 	column 1::2 -;.t. 

hi] L, 	1 5 , 	0 0 0 r p m -C 2 	riffikliN Lit. gffla 3 5 0 ji L 	J`IIR 1, , 

4207 0 % i 	I —)1,Matill:1 L. tz . 1 0 WA 0 tft 4-* 	3 all -) tz & , 

Rneasy 	Mini 	spin 	columnIZI -;.thEll_,, 	1 2, 
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000rpm-e3 orni31.61_,, Col 	lect ion 	tubeN0gffl 

asoint,t:_-. 7 0 0 )u LoRwlga -;,thri L, 	1 2, 	000r pm 

-C 3 0 WEI311C,4, 	Col 	I e c t 	i on 	t u b e 	-IfYl I') /JN 't tz . 	5 0 0 

ii LORPEga-;th1:11_„ 	1 2, 	0 0 0 r pm-C 3 OWn131.6&, Co I 

I e c t ion 	tubeNOgffla - oRiml,t:_- . 	5 0 0 ,u LORPE 

MA 	-;thl:1 1_,, 	1 5, 	0 00 r pm-C2`11313.1.11iN&, 	1. 	5m LOC 	o I 	I 

ect ion 	tubeIZZAL, 50pLORnase 	f ree 	wa 

t e r 	-;t hi] 1_, , 	10, 	000 rpm "C 1 	3`11113/ 61: ,, 	L) tot a 	I 	RN 

A 	-gffl .t- t:_'. mfflait 5 0 ,u g/m LOY ea s t 	t RN Aa-JEIll,),  

"C 5 fil'*fR L, "C Ak-PI To t a I 	R N A gaL 1_, tz . is 8, 4E11 ffl ta fp ft 

-C25.11-C 41 IS --) it . fit , 501.1 g/mLOY e a s t 	t RNAaft, Y 

east 	t RN A -RN a s e 7 ii —OMITACCAVL-CUR Lt.:. 

[0061] <mRNA05fIllt> 

Applied 	Bi osyst ems 	7500 	Fast 	Sequ 

ence 	Detect ion 	System (Applied 	Bios 

y s t ems) 	-t1.11E111_, -"C/Nr7A4--E.J'il4 	(H P R T 1) 	34,Z):7)l, 

V :4. :.J 0 m R N A-, I.,l-F 0 A lj ta 1_, tz . 

[0062] RT—PCRft, 300nM 	Forward 	Pr imer, 900n 

M 	Reverse 	Pr imeratf200nM 	TaqMan 	Pro 

be--gt,`TaqMan 	One—Step 	RT—PCR 	Mast e r 

Mix 	Reagents 	Ki t-JEIll,N, 	20pL/tube0A-Cil 

It o To t a I 	RN Amait 3 ,u L --ttiEll Lt.:. RT—P C ROfe4L 

LT.  ft , 4 8 °C-C3 0 ,\ rni , i- GA9 5°CZ 1 0 J`rilig5.11 L t:-.  & s 9 5 °CZ 

1 5 wni, 	6 0 °C-C 1 	3\11.10)---( 	)1, 	4 0 all 5 L L 	-,f,-4 L Ltz . -Y - 

,,='L lzgEtWA- 	5flilt Lt.:. IS8, alt?-745ft Fas t 	9 6—We I 

I 	React 	ion 	Plate 	(0. 	1mL) 	,)J/i—ftOpt 	i 

cal 	Ad h e s i v e 	Covers -PlOtz. 

[0063] <7/1,V.:=. 	33'5:620 tal  > 
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tiat,11:107)1. V :4. :411-1-  ft H u m a n 	Albumin 	E I A 	K i t 

()J 	/i'(7i-)i*T.t-Rt) 	1:: ck i) Alit  L tz . 

[0064] <t,ManiFM8czfil-Hum> 

(1) mRNA0Z2 

HPRT 10mR N A -A?I'l'i 	.1-1=1—)1,L L i 1: . *mRNA0til ili 

ft, 	AC tA (N i shimura, 	M. 	, 	Yagur 	i, 	H. 	, 	Yosh 

i 	tsugu, 	H. 	, 	Na i 	to, 	S. 	&Satoh, 	T. 	, 	(2003) 

Yakugaku 	Zassh i, 	123, 	369-375) lz-CnffiL, 

pt, 	ft t r i p I 	i cats -Cfr "pito 7) .:=.:.Jm R N A05EN,Ift, 	H 

PRT1mRNA05EN,2 - 1 LLtzli-.40th-C*L, - .. 0*fit (m e a n 

) ±Nag 	( S D) 	-*23a):E1 1 IC7T7LL. 

[0065] <7)l,::::- ,,3`5:6 111 0-ti'> 

A 	I_ o t Aoiltazft,,fa (mean) a n) ±tgaig 	(SD) --e*7T7L, 

t o 

[0066] <*tM31.Z.):> 

441=DtLt:_lta2, *334YEI11:7T7-4-0 

[0067] 
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[*2] 

1#14101WAN 
7i1,1::::./mRNAG)5tRI 

(mean ± SD) 

1/10 ±t(Control) 148 ± 30 

20mM Ile 174 ± 33 

60mM Ile 222 ± 27 

20mM Leu 215 ± 63 

60mM Leu 255 ± 53 

20mM Val 127 ± 17 

60mM Val 118 ± 10 

20mM Ile + Leu (10mM + 10mM) 184 ± 41 

60mM Ile + Leu (30mM + 30mM) 217 ± 11 

20mM Ile + Val (10mM + 10mM) 125 ± 28 

60mM Ile + Val (30mM + 30mM) 155 ± 30 

20mM Leu + Val (10mM + 10mM) 118 ± 2 

60mM Leu + Val (30mM + 30mM) 151 ± 20 

20mM 9--/1.-friM 136 ± 9 

60mM 1)—Rs l-VM 165 ± 25 

[0068] 
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[0069] 

, 

) 

, 

1. 1 	217_811- Lot3, 07)1.11-1:./3-}&106 

A 

+I] 

ng/well 

Lot 100 	60mM 1J—il-tEtA 12.30 

Lot 100 	Ile + Leu (30mM + 30mM) 20.88 

Lot LMP 	60mM '.)—-iltiM 2.06 

Lot LMP 	Ile + Leu (30mM + 30mM) 3.22 

Lot ONQ 	60mM 1)-1-411fil 4.92 

Lot ONQ 	Ile + Leu (30mM + 30mM) 9.56 

Lot VUA 	60mM 1)—-411M 7.44 

Lot VUA 	Ile + Leu (30mM + 30mM) 9.96 

2. OT021z8i-tLoto)7ii,7*---i>3-}51010ttlit 

ng/well 

(mean ± SD) 

60mM 1.)--/1-40 6.68 ± 4.34 

Ile + Leu (30mM + 30mM) 10.91 	± 7.33 

50.E20Parl 

frpt-07)•:=. 

50141,Z 

**34Y*2 0t,ta - 7T7-4- E1 1 a)71JNI=D;ZOL LiJqlJZ. RE], *2 

RW:E1 1 (Z7T7 	tLZL81,J, 	t 1- 011Tgilltg- JE110--C , 7 )LEF-. ,a)m R N 

VITAIZI, 	I I e, 	Leu, V a I *1*-0O3-VA, 	I I eLL 

eu, 	I 	I eLVa latfLeuLVa 1 	g.1.-A-fr)--1:-_-±1-ariz, mu, 

*3`0AZolJN, Eloittiti_.50/JN0tAtil-fr-Dtto 	I I e, 	Leu 

Va I*1*, 	I 	I eLLeu, 	LeuLVa I, 	I 	I ecVa I, 	i)—/i 

I-Mg ( I 	le:Leu:Val=1:2:1. 	35,20mM, 	60mM 

-COM3ZVILN, 	I I e, Le u a)**WL I I eLL eu 0*.V-PA4)- 1,": 

7/1. 7-ZITIRNAG)5EIR,20ifaufp1,11 -41E,L„ 	I 	I eLLeu 0*.€1,7)-1S- 

:irn R N A05EN,21:.:ThhIMAffiAZ L Lffi3j\jj\ -Dtz  . .1-.:-_- 

V a I LO*Egi-efr).t-eft7 li, 	7-Z: r-rlRN A050.E2 Otfarli/P111/J4T 

LLffi3J`/JN-Dt:: . 
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[0070] .V:_- , 'AV 2 ft t 1- 0 (fftli ltg 4 1=1 v 1- ""C OVA "-C 	L) , 'AV 1 L Re, V 

a I 	--g.sti'L 3`5:61ift•IET Ltz (*3 VC . 

[0071] ll_LOIE t) , fflAg7)i,V.  -- :Alisia37 cEilfglat 	-t1.11111-41.1f, 7)1,v•,--z 

0,--ez 	Lffi3.3\b‘z. 

[0072] <g7)1,v•:--z:Afar±7 r)A1:81tZIELVII:17 	7-Z :41 -1.-±POVAGM,4> 

LOSAUft, g7)1,v•,--z :AI:isi-5ta Lt.:7 ri7A0totirri7)1,v•,--z :411A- 

1:5`41-ZtIMANOOAVANtzt0"-C 	L), ITOIE Ly-A-a Lt.:. 

[0073] < A 3 > 

BA L B/ c , lia ti 7 r) A 	3 a rnittA 	--, 'I1 7)i,V 7-z :Alisi-ifot 

--t:-_-&, *SA WA N 	7 19 Mg 1=1 tR 4 L All gil WI 7 ) l, V 7-Z :41'f 	All t Lt.: . 

ll-F lz , *A U010111 	7T7T. 

[0074] <gitUtROVIN> 

V a 	I 	(+) 	: 

0. 	2 1 4 g lzfiVi Lt.: L-1=IN/:.J, O. 	1 07 g lzfri Lt.: L —( V 

1=1'(',)1.zfo. 	1 2 9 g lzfri Lit L —/ii) 	(it_h, /',' 	KWAFIR) 

L 	fiEM-stiV.K (tigN54) Oiri -  1 5 m I- 	=)311, --V.  (1E1* 

1' 	' 5-(  'Y' 	V ,) 	(:A41-. 	52f11 Ltz. 	'Alz:Mfl'4 	--"--C 1 5 m I_ L 

1, tz . 

V a 	I 	(—) 	: 

L — 0. 	2 1 4 g lzWil Lt.: L — 1=I-N,:.J31.z): O. 	1 0 7 g 	riLtL--'( 

V 1=1 -( 	W_L, ,'" ' 	FV5-7A) L 	f1E11M EA< (tigNM) Oak 

1 5 m L 	=)3)1,--' (19* 	1- 	• 5-( sy-*•):.4±) IzAtt, 2 

fr-I Lt.:. 5tIzMfl'4 --"--C 1 5m I_ L Ltz. 

[0075] <4t1Ellat > 

*AUlzft, 7r7A, BALB/cC r 	S I c, gati, 75.Eiti (Ann 

i*m 1 8 g ^-• 2 0 g) 	(19*iAi11,"—t) 	-1E11(,),j-t o  

[0076] <#R4 M> 

-hgE7 H7A(Z5k1L -C, TEO 311 -SRIttto TE/i I) 	(+) 1134YV a 
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I 	(—) 111:5`41_, -Cft, 3 1911310*A&, _ERVIN Ltzt-EntAN -  1 Om 

L/ k g /190a42 -C 7 19 rni it 61, l_, -C ig 1=1 a 4 L, tz . IS 8 . V a I 	(+) 

1131.YVa I 	(—) 111:15k1-  l,"-C ft, *Mat NO tiA401 111 WI fttlig VI -D L- 

. 
[0077] (V a I 	(+) g) 

3 arnimt,t&, V a I 	(+) 	- 411=ItiA4 --.Z11, 	n= 3 

(%)1=1 	: O. 	071g/kg/19, 

1:1(',.: O. 	143g/kg/19, 

/iI):: 0. 	086g/k g/lE1 

(V a I 	(—) g) 

3 arnimt,t&, v a I 	(—) 	- 411=1t9:4 --,511, 	n=5 

-rvp-r.,: O. 	071g/kg/19, 

1:1(',.: O. 	143g/kg/19 

(5ktffill) 

sznirnirrigior-Z11, 	n =5 

[0078] <SAMVIR > 

±,12,7 r)A I:31 L -c, *ABM 3 a H, SMANVAVAM 1, 3, 7 a H 

1 -.:&rim-F-cogrg,-,‘/ ii)o_umL,t.:-_--)1, ,.7 1.. 	i)  sy ',vat 	(-)i, 

t) --M-D11-, *192 0 )u LartaVI-Dtto Rita L, tz ft A 1 t iiCti L, , 	120 

00 r p m, 	1033`1131051.63AtIZok 1)±1.3 33\ it1f L, AA* 7 )l, V 7-Z 	All 

t I z itt 1, tz . 

[0079] <.[EigArl:1 7)1,V. Zz. :0)51irk- M> 

±1.3111 WI 7 )l, V 7-Z :4'4 PI 1 t , S± lz-r/7-1_,x-r I:A L B-P c-El±7-( 

)1,1_,,,(5-( t )i,t) 	-JEII o-c OW)\*fitTDR I -CHEM7 0 0 0 (S± 

7/1.1-4)(5-(t)1,t) 1z -05fIl1t Lt.:. EntANtR4& 7 1E1 H VC a) 7 r) A 

DIA WI 7 ) 	:4. ,r4 ft 	* 41:7T7 1, tz . 

[0080] <f174*M> 

PITIARGArAlz-DLyr, t-110*frA (m e a n ) ±tgas 	(s. 	D 
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. 	) 	-*61)t:_- . fit, eStfrafift, v a I 	(+) III Y v a I 	(—) MI-C 

, st uden tOt —*Zazfigii-.43,\WOfitz, Vf=r-Dto  ts.8, tAt 

GA,t71<aftM41:1.15%L Ltz. 5—X1,-Fft, M i c r o s o f t 	E x c 

e I 	2 0 0 3 (7-('7I:I V 7 1- t) -efr-Dto estfrofiv 7 Ht, E X S 

AS 	7. 	6 	(7-14,A — syAt) 	-1t1E111_,L. 

[0081] [*4] 

Ift04:17A,/:,-...:.51g(g/dL) 

'AM ,StIMNIR4* 
*3 a ffi 

19H 3E H 719 El 

VaI(—) 1. 65±0. 26 2.62±0. 16 2. 91±0. 15 2. 98±0. 17 

Val(-1-)# 1.76±0. 40 2. 57±0. 26 2. 77 -1.-0. 08 2. 73±0.06 

A-pmf 2. 94-1-0. 10 2. 89-1-0. 31 2. 81-1-0. 12 2. 80-1-0. 27 

[0082] <VARZ.):> 

*4(:=7T7tIEL). *fe#T-e7arni, *t,t&07.-7AizszattN4 .tt., 

L L6, 	7 19 H -eft, v a I 	(+) giz.ELL-cv a I 	(—) 1107)1,v-:=.:.J 

± ir.Fm A ( p = 0. 	0 5 3 1) 	-,7,61)t.z. •Vz, NZLL--Cilli-s4WM 

- 41 -Dtz L L6, gLnpni--et-A,TE6-O, v a I 	(—) ffiV a I 	(+) (z 

th 1,-Cilnill.flzrkillil:17)i,V.7-z :41A -1.-±P.F --Z Tichtiliffi7T711ktLtz. * 

7,MOUL, L), v a I 	-a< LL (V a I 	(—) ) -C, TRAor*--eitill 

41.--cozi)—/ot- (SIVM) 40)B c A ANPJ (v a I 	(+) ) 	-;Agg 

1-Z.110.11:17)i,V.F-'- ,r4 -1._hr.F3VA/J1JE114.-CZL .t Gt.L. 

gX-LODIUEHITdigit 

[0083] il_ha)ck 5 lz, *5E13J10g7)I,V.7-z :.[Eisia37.clufiatt ft, 1M .t ISKAN 

1.1, 411=INP140NPJAbtkArTniSeOff0,,§LL,--C4TiMizitjEllt,Z. 
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Sii*ont- IE 
[,1**IA1] 	3J`iliAM 7 -•-z I Et -50m-13.3`L L"-Cts -1-  Z9 7 )I,V.  7-z :Am-16z .CE11 

egt-e-D-c, 

3"0m-13.3`L L -c, 	1:1-(,:34Zi:/Rft-rvi=1-(,:--A- 1_„ /0) 

-A-  LtsoL L -IiitLI- Zg7)i,V• ,--z :Aula3z*JEllegto 

[,1**1A2] 	±,I,2,33\111AM7:-z I EtL L-c, 	1:1-(,:34Z):-(vi=1-(,:--A- 1- Z 
1**IR 1 izt,EN0g7)i, V ,-z :Aula3z*)E11*.Elgto 

[,1**1A3] 	±,12,-( V I=1 -( 	: Az 5k1-1 - Z1=1 -( 	>0.LitLffi 0 . 	
-

1 il_h 1 co -F 
--e 	z,g,**IR  2 izt,EN0g 7)i, V' ,--z :Aula3z*JE11*.Elgto 

[,1**1A4] 	±,I,2,33\11AM7 3.: / EtL 1_, --c, 	i=i-( ,,Rft-( v i=i-f ,>0.51-1,--As 

t z,1**IR 1 izt,EN0g7)i, V' ,-z :Aula3z*JE11*.Elgto 

[IA*1A5] 	VIANPJ0f[01--eZIA*IR 1 1:7,24101g7)i,/,-z :BILTIE37,41EUE 

at. 

[,1**1A61 	*ID Nijolfore 	z,1**IR 1 izt,EIME7)i,V•i-.:Afarfa3LCEM 

at. 

[,1**1A7] 	tkArTin vforez,1**IR 1 izt,EN0fE7)i,Vi-.:AfarfaSzCENla 


