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[0044]
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[0049]

[0050]

S olAskAE RS o edte] Bt

=] KX
FoEgrste] AF wiAE Azsta, AxE wiA FF div] ZawA FARE 105 2wl el st

3k 2 6 gol BAG 100 mLS YL 60CoA 4A)%F B¢t F=3}3, Whatman filter paper No. 22 o
gk & AR A AT

Ay

1) FAgoku At #4

FE ¥ 5EAZS 4 ARE B89 0.3 g& Al el Wi 6N-ICT €Y 10 mLE 7} F 110Tol A 24417k

Tt B AgAe dAREE A, AT AS 50CAA sFse] A E8 SAF] TIA F, 20 mM
@%@4$%045ﬂ‘éﬁmmMMwfﬂmﬂi.ﬁ}a@ ool S FHE}A AccQ-

el
H%W%%Eﬂﬂ AR5 HPLCE #4 AlR= ARgSIglh. B4 xzde ® 19 23, opvxit §

#£ 1
ohl At ¥4 27
g = 227
Instrument Agilent Technologies 1200 Series
Detector Agilent Technologies 1200 Series FLD
Column AccQ—Tagm
(Waters Co., 150 mm L X 3.9 mm ID)
Column temp 37T
Buffer solution A : AccQ-Tag Eluent A(acetate-phosphate buffer)
B : AccQ-Tag Eluent B(60% acetonitrile)

C: DW
time A B C
0 100 0 0
0.5 99 1 0
18 95 5 0
19 91 9 0
26 86.7 13.3 0
30 84 16 0
32 83 17 0
36 0 60 40
39 100 0 0
48 100 0 0

Flow rate 1.0 m¢/min
Injection volume 5 b
2) RS 2 75 i A
7h ZFZAYUAl 74 (Collagenase perfusion)

Sprague-Dawley(SD) WES] ZFAEZE= Berryet Friendd WS A3 294 ZZAIYA] Y (collagenase
perfusion) WHo g Egslct. BE 7+ M E(primary rat hepatocyte)E A7) Y&l SD HEE JEHEZE &
4 PHAAIZIAL 70% o EHE(ethano) E HH-E A%St & /& A4S Ailste] ddo] AAE & =S

_7_



[0051]

[0052]

[0053]

[0054]

[0055]

[0056]

[0057]

S=50d 10-1418790

star 4ol 21 Aol A (gauge) FTAHZ1E HBSS 100 mLS 5% (perfusion)stlth. NS AAS %, 100 U/mL
&} A YA (collagenase) 7} E8HE HBSSE 100 mL A <=3A|A A E(hepatocyte) 7} F8l3t HE= 3Fck. 7+
Z2S yojo] 100 mm v HAl(culture dish)ollA HBSS 60 mLE 7}t No. 11 E#|o]=(blade)® A&
(chopping)3te] ©@d AM¥(single celDES E& & AU, o MXE(hepatocyte) FENe] ZFAILIA
(collagenase) & AAsH7] 30 33 Waymouth’ s MB 752/1 medium(5% ZElo}@H, 2.0 mg/ml & % <4FT,
1070 EAbErE, 10° M 149, 5.32 x 10 M L-#1®, 4.09 x 10 M L-¢tehdd, 2.67 x 10 M NaHCO;, 100
IU/mL #YA@, 100 1U/mL ~EREne]al, 50 pg/ml ZEpwto]il AFe]E)R FAFAUTt. o] AE It A
(primary rat hepatocyte)® 1 x 10 cell/mLz A ste] AlAo] F&}7(collagen) o2 FEEHO e 96-4

EeloEo] 4417k Bk AN F, 4 ARE Aestid

[

NE I+ AlXE(rat primary hepatocyte)= 96-9 Z#o]Eo] 1 x 10" cell/mLe] sE== wjeksle] Al22 )3
Ak, 24A17F Ae] &, 0.5 pg/mL tetrazolium-based colorimetric(MTT)7} #7FE Waymouth’ s MB 752/1 ®iX]
24X T EEubd(formazan) S FAAIAT. WHEo] Eupd wjAE AlASA, 150 pl DNSOZ EEvpzt
(formazan)< &31A17 540 nmZ multiplate reader(BioTek, USA)E o]&3le] A&t 24 A5 AX A
EEE, FAYTS 10002 ato] Ao w At

17)% AAE 87 98, AE 7+ AE(Rat primary hepatocyte)E 96-2 Z@oEo] 1 x 10 cell/mLe] F%
2 kst A 8E AHulednk. 2447 AHE 5, wix] 50 pLE ©]&3}] BlueGene Co.(Shanghai, China)ellA]
o $t Rat lactate dehydrogenase(LDH), Rat aspartate transaminase(AST), Rat alanine transaminase(ALT)
ELISA kitE AME3le] §4F AFHoR AU, T3 =E 450 nm= multiplate reader(BioTek, USA)ES
o]-g3te] FA3BIGITE. 7t Al=e] LDH, AST, ALT®] ¥ 0, 10, 25, 50, 100, 250 ng/mLe] FTE& HFHAS
wrEo] gFsqitt.

AN 12 Aol §F

FAdopH A #A AT R dAMAIE e SUNEA wiFR o] T A obH A SRS 4140.36 mghE EUN7Y
A FEEY] F A oAl FERG =4 HEEJAT. SNZHACAE ZEW(proline), oFlE7|d
(arginine), #Y<ed(phenylalanine) 22 =4 AZHAaL, S7FR o Fa FAMA w)oksk vjoFlo A=
EEW(proline), =FEAHglutamic acid), o}A=F2ESH aspartic acid) £22 HEFUSH F ofn| =2t}
Aol =qke] vl o glojAE ST 7HXE RIFAAIE FESh wiet wjgdo] siUF 7o) )

& o %7 Ve

¥ 2

T+ ¥ 71 S S Eaat A AlE A
Zalo] wloFah orol

Aspartic acid 80.65 333.40
Serine 143.49 301.11
Glutamic acid 135.98 403.61
Glycine 126.75 256.05
Histidine 48.54 101.12
Arginine 438.35 116.23
Threonine 190.19 287.32
Alanine 178.25 231.73
Proline 1768.24 973.77
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[0058]

[0059]

[0060]

[0061]

[0062]

[0063]

[0064]

[0065]

[0066]

[0067]

S550ol 10-1418790

Tyrosine 50.99 66.73
Valine 212.92 290.55
Methionine 0.00 0.00
Lysine 0.00 184.30
[soleucine 0.00 191.52
Leucine 105.54 266.53
Phenylalanine 441.45 136.36
TAAD 3921.35 4140.36
EAAZ) 998.65 1457.72
EAA/TAA(%) 25.46 35.20

TAA: & o}u| Ak

“EAA: BZobu] it

AAld 20 A8 HE ZHAE S48
SR oRI7EA] FE= (M) SUR of-7EA O ke Al dAl FE=B)S vIFE =0, 10,
50, 100, 500 pg/mBWE A4S FAF A3, BE FhoA AE 54 BolA eddth (= 1), webA, &

1
- O
7] FEEES 540 jlo] v E el A A4 &S Adow Atndr.

i

AA e 3: o}HEotn] =3 (acetaminophen)o] e AT BIZEHA

55| ofM| Eoln] -3l (acetaminophen)& A E|ste] HEA4E o731, 100 ng/mle] ABEZ HHXE REd
= gelstdtt. oW, 10 mM oFAlEoln| = (acetaminophen) O 7 HEAE ol IF MEAELSL 84.2
+3.2001%1 o} ZA7te] A FEE E SUNZEAC wjdet RN TARE mgd FEE0] Al Ax
AEES 747 101.841.9%, 102.94£3.5%0.2 Ugith. wepr, 7] FEFEFELS o Eolv k= (acetaminophe
nol 93 HEAS BIsE Ao FHJTHE 2). T3, ofA|Eoln] - (acetaminophen) ol &3 7HEA
T MU od7kA] FEERY U 7 et A FAA] wjgd FEE] B 2 Wo o
&g ot AS AT F AJTHE 2).

AA ¢ 4: o}NEotn] =% (acetaminophen) o] HE 7% HEEHA

&5 ofM Eolu] gl (acetaminophen) &2 {HA|Eo| H4& doFS w, wjAZ #¥|E = LDHY IS
3 A3(xE 39 A), tERF(FAETF, control) Bt} 31.6 ng/mL7F S/ E AT, o] A= HAEO] AFE
st LDHE] &=Fo] T7iele Ao=m dAddt. 935S Fiste ol Eon = (acetaminophen)S 2|8}
100 pg/mL 7HA] FZEF 100 pg/ml ANZEA Ol wiget TR FAA wjgS FEES FAIC A7
23RS ul, olM Eoln| = (acetaminophen) THE AHE| 3 FH KT} LDHO| o] Fot= AR ERIHSIY.

o] Ait=, 7] FEEEC] AR AF5E #A2AA 3 Ve E JhdskE Aow ddEn,

al
4
=13

=

ROV

o

T o=
2 (AT, control)ETh 6.9 ng/mLe] Z71E Yok, 100 pg/ml SRAAMZFA ] wlke T A
)] KeN

9
Fol FHES AYHYL W @A dhso] AAXY AFUS D W} /)5S wEdE 3
[e]

ol o
>~
>

et 2 o
=

4

ALTS AS$E(% 39 (), ofAEoln] = (acetaminophen) &2 7HA|Eo| A4S do7l AR}t AM7A F
=5 Ao A 6.5 ng/mLS FAAA oM Eolu] =3 (acetaminophen)S A g]8tA] &S x2at FE7HA i
Az ow  SAZFA O w3t FuwAl JdAM FEES 7.9 ng/nLE FAAA AMAA FEEERY T E4S

Zola 7 7S FE HAow AlgHy.



=y
EH]
A. 120 B 140
100 ] 120
g & g L]
E‘ g 80
§ * ‘g 60
§ 40 § p
20 20
0 0
Control 10 50 100 500 Control 10 50 100 500
Concentration (ug/mL) Concentration (ug/mL)
EH2
140
120
= 100 e = 1
=
N’
> P
= 80 -
=
o
.S 60 —
8 40 -
20 A
0 T T
10 mM acetaminophen - + +
100 pgiml 3 JH2HA] - + .
100 pgfml K ILR| of . 5

B 2FSt EIH A o ARA
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20

LDH concentration (ng/mL)
]

10 mM acetaminophen
100 ugiml 214 JHAI

100 pgiml %24 247 of
BHYE EIU A ZAN

30

AST concentration (ng/mL)

B

0
10 mM acetaminophen
100 pghm! SOHI4R

100 wghm! 244X o
BHUE B BAA

8

10

ALT concentration (ng/mL)
8

0
10 mM acetaminophen

100 pghmi SR I4R

100 Lgimi 2UHOFR o)
HHE E DU A
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