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"# %, (InChen-How) HER FH£ > Hs L AHES > AR FTHHE  ANS
MEERF L -BEXEFER AFSFTEIR P22 -TLEELDH
(acetaminophen) A —FEFE A ey &ER " AR - BAKERE N EHNERLES
S RABHFHEREL  AMBEXRNER > FEREZN TR £ER
T AFREXIAMAERADRZHGEASRACERARHBYS  EREREHT
BRI A EANEETBEALSHERAAR &R EERRMA iR BILHRAR -
BRBAHRETARRSE LTRSS R BV ATFRAZRYEE - BTHRFH
RER BB TR RHEAR ik NAPQL 9 » BbF A &SRS
# (Western blotting) o #RAEREAMHE CYP B EE e E2%1 > F4UELK
it ek ¥k (TDx) ABHE&RARAEMPLOSHWRAE REAH CHBEADNEY
FHBE  UMALBIER A AN ARENRE LR AS RS e E F8
HRE AT - B THAS AEEFRAEREAH  CBRABREGES 0
PR AMAEARMPLCH Fik b FiELE CMAAR) AF£ER (12464 X)
ML -

HAMRERER - LEBAFFAORACRBREE > ook P CYPIA2 B
CYP2El 2 Z6(REF LA A G THANRLEUET > BRIAECEBEARZ
Kttt 0 ER KRB FREFN(Tw) b 1 FHZE 0.25 /085 FHRBHPRE
(Cea)dlz 200.6 pg/ml B % 115.6 pg/ml : KAAHFEABRMEEERA LK S0 F
RE - AU LERBET  HRELCHRITERE ¥ CYPIA2 & CYP2El 2 & a9 4%
iR TERRE A By 2 B W heiE 2 AU R 2 > i mEATRZ glutathione 4448
> BB ST eiER -
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"#@#%, (InChen-How) BER P& st "#HERAZE > JlALE - &
BB FRE ABERENYE  BRERETEUNE -BELEER AFSTE
FTRFTZEE ARAZRAEENHRLBTERSESA FRBRMAERAN LA
Z ey (Komiva et al., 1976; Yamahara et al., 1982; Kitagawa ef a/., 1983; Okuno
et al., 1988) - Tz 88 A% , (acetaminophen) % —#E R & EHEE " RE >
BAKSERB ENEENEATE TN EHENFRERS L AMERFEETE
taftn &% P450 (cytochrome P450 > 848 CYP) KRB E L A A B EEHHORBFREAE
4 NAPQI (n-acetyl-p-benzoquinoneimine) » sbAA Bt T H Z R EH B 3%
(glutathione) ZARBES  HEZEFFeBREEHLARERTEHE > TiE—
S EF R ERTF4 4 midteinids (Corcoran et al., 1980; Prescott, 1984;
Mitchell ef al., 1974) ; Bsb @ ERKREER > FEREBFRERL > £ERT -
BRBEIAEFELRTAZE 2 HETEES > BB RHRA - BIERARE*%
BB ER s mTE s ERLAR# (Rollinsefal., 1979; Nogen er al., 1978;
Moldeus et al., 1978; Bonkowsky et al., 1978; Arker et al., 1977) -

ATREZAARXBRAARSHESRACBRABRHPER  BRERGHT
BEABEENSETFBEAZSENFRAR CE&REEARMA MREBLHRER
ot E # FH . & F ¥ alanine aminotransferase (ALT) A aspartate
aminotransferase (AST) £+ J © wEASEANEEEY  EEREREEFALR
AERSE  REREXBLBEADHEMRBREIL TR 23 E9E£E (Yang er
al., 1998) -

R EAHEETARRELELE RS MR BV ATRAIAHERL - BT
BERSAERECEBRADATBYRHER Mmik NAPQL 9% > BFAB &S
gt &% (Western blotting) s #MRAEREMNE CYP BEHF & 98Xt AR
#laEib2Eo#E (Dx) RHBERARMAMHPLOSHRAERSAH LBRAD
EH2aBE  UMAL R FR AR - A RFHECERARORBEHES
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F# e E mA A% (Tanaka, 1988; Rumore and Blaiklock, 1992; Tarloff et al.,
1991; Rikans, 1989) : & T8¢ 3 - M AHRA B REAH LEREREHZT |
HBE AMEASAMPLCHF MR FEER QAL REL££E (12484
) ZH#HEE -

L SR

— ~ Eih

2R Kzt Vistar K& & (BEH A 200-250g) B 128 B Kz #&# Vistar
REaB (BEXNE 0400 BEAKKRBAFHSEE 62 BEATRGDERRAER
P e
= M

HiREE®Y# ( Artemisia capillaris Thunb.) Ba#ZE£8% > &l APLC
BATHAZ R (scoparone) F#ET AMGEREA -

LB A8 A7 & Panadol 500mg (EREBFER) 403 -

Acrylamide, N, N'-methylene-bis-acrylamide (Bis), sodium dodecv! sulfate
(SDS), ammonium persulfate, N,N,N,N-tetramethylene diamine (TEMED),
B-mercaptoethanol, bromophenol blue, glycine B & Bio-Rad, Laboratories,
Richmond, CA., U. S. A

LERAREBREELATERELZEM R SRR ZHBEES -

B-hydroxythyltheophylline % & Sigma Chemical Co., St. Louis, M0., U. S.
A BB A erckx & 4 -

KB F %

Rl -3 L ES

AFRERGRIR (ARTEAS, R RTPERE, —a T ARTHEL,
ERFRAMLTFELARASA TRPERS AEART AL  FTA-BAT
FRERBENHNERERARERN L 0g/ke L EREARER 2B LR (F
AHMERERR  BRERT I ERBMIE AR - 2EARR) -
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B 5 #8 Panadol 500 mg Tablet > # &k 8 sy Rk > v 1 gm CHC-Na & 0.5 gm
Fraia i A EZB % EAZZE50 nl (10 mg/ml) - EAATKRENSS -

=~ Bk (microsomes) Z ¥4

TRy MERELERE L RE 5 %A Alvares #o Mannering (1970) 275 7% > %
8y g LB BT - T M8 SR A RFAAKS R AT o e BN 1. 15% KCl
BRTRE S RUALE > FREGEE - hRARY > ARRARESHBKY U
BE - @g % wAKCL w3y E# (Teflon pestle-glass homogenizer) ¥
REg T 6 k- B KCl BRAR 4 BB EZBM AT T 2 Beckman J2-21
(Beckman Instruments, Inc. Fullerton, CA. U.S.A ) B > £4CTF » 229,000
X g B0 20 24 BUEA M (nicrosomes) Z gk o BULKCl EnEERA 4
e Ea8 M 0 2 Beckman LE-80 (Beckman Instruments, Inc. Fullerton, CA.
U.S.A) 8wt » £4CTF > 22 100,000 x g s 1865 > BUFHUR B LR - Hiv#
ABAEKC] BRBFR 4 Bragk AR £4CTF > ® Beckman LE-80
Bo#T 100,000 x g Féeew 1 /hEF > BUT kB (washed microsome) » L@ F M 0.1
M KPO: &% (pH 7.4) > # -T5CTF#%E -

W~ BHEE% (Western blotting)

AERASA Laemmli (1970) 2 discontinuous electrophoresis # ik o #4
7. 5% acrylamide 4% (separation gel) % 3% acrylamide # 4 % (stacking gel)
# B2 & AR R ez Tris-HCl & %% > acrylamide-bis #= sodium dodecy! sulfate
(SDS) iExiR a3 4 3 % &0 %% f\ ammonium persulfate £ TEMED 44t acrylamide
ZHEERE - MRz REBRAEMREAES 0.2 M Tris-HCL (pH 6.8) » 0. 3%
glycerol - 6.25% SDS ¢ 2.22 mM B-mercaptoethanol £ 0.0625% bromophenol blue
ZHBRERAHBREE 3 pEBEAEK - TR RENBERS 25 A
20mA 40 mA- Bk R 8% BT RGeS A Towbin £ A (1979) X transfer buffer
(4 25 mM Tris base (pH 8.3) » 192 mM glycine £ 20% (v/v) methanol) ¥
nitrocellulose (NC) BiE2 - BB R (gel) P47 NC BEAE LS transfer
buffer 228 4 > MAzkBia B4k NC B B2 IR A RBA L EWMEXHA P+
£4CT 0.1 Az EHRBITEE 16 )eF o

B 7 2% 45 NC it B4 5%BAs %54 2 phosphate buf fer saline (PBS;4 0. 14
M NaCl > 8 mM Na-HPO: > 2.7 mM KCI £ 1.5 mM KILPO.) » £ 37 CABEBE FIRE |
I BR100 2 HR AR S5 A E4FE Mab 1-7-1 (anti-rat CYPIAL) R
1-98-1 (anti-rat CYP2E1) » % 4 ‘C#R 16 /N85 - RAEA » 204 0.5% Tween 20 2



PBS Hewmk » §R 15 54 > kLB EMLELZHB - BEZBAAH/E ] 000 249
rabbit anti-mouse IgG (Pierce Chemical Co., Rockford, IL, USA) WE®TF4EH
1 /]84 - A4 0.5% Tween 20 2 PBS i NC B w=k » #:k 15 448 - 4% 2L enhanced
chemi luminescence (ECL) #_#| (Amersham, Buckinghamshire, U.K.) RJE 1 44% -
BEBEZHRBEENCHERAREEOTERES g »XAAR LB Lagkh
# (X-OMAT M43, Kodak) #L K > &4 A B R ¥ 4 %4 ImageMaster (Pharmacia
Biotech Ltd., Uppsala, Sweden) tb#x A AB&bEE -

5~ iz W

FRIMEZERCERS LRE S BEARMATR WAL RKE (Ketalar,
60~90 mg/kg) BLAESTEATRBESEE > 25 mBEF (Valium, 5 mg/kg) SLéEHFAER
ZRBRIRE C RRERE A PE-O0 W IR B kBT F 47 0 AEE KRG R 500 mg/kg T8k
REA B Sk o HAFFRZES A AR CER A BT BOR R 15 4 5 30 H4 60
w4 5 90 5048 5 2 EF D 3NEF S 4 NEFER 600 8F o X 10, 000 rpm B 10 442 B
FatniE o
N EHREHLERAMEGEHYE

1 ~TDx &% & #7 %

CEER A B o PR E 2 B & % 2B X4 Abbott TDx/TDxFLx Acetaminophen
reagents (IL, USA) Ao 100 pl 2 3% > 4% A 4% 35 Abbott TDx Analyzer (IL, USA) -
EL 485 nm A% K 0 525-550 nm A S AR MEARS A RESERERR T
B2 R - RAZAT 0.0, 10.0, 20.0, 50.0, 100.0 & 250.0 pg/ml Z A2 & LR E
W ig 0 BB EEHERLE 0 E954EAF (150 ug/ml) ~ + (35 pg/ml) ~ 1& (15
ug/ml) ZIEH|dnif ARER L ERE -

2~ HPLC
HPLC Z R & & %o F :

% & B#F (Shimadzu LC-10AD) & BRARE A& ~ MfSSin 8 HRBRAE
E (Gastorr GT-102) ~ F4im# BB E R B Fx 45 % (SIL-10A Autoinjector) -

EHEE 20 plo

&#x * pBondapak C18,30 cm x 4 mm i.d.

WAE C HAEEIGE-TRAAEKRAE (Shimadzu SPD-10A) - # & 254 nm -
#EH - 0.02 M Sodium acetate buffer (pH 4) / Methanol = 70 / 30 -
MERIR R L2 B4 o EEFFER 250 mg 2 B-hydroxyethyltheophylline # 250 ml
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ZBEMY > A3 N HC1O A2 B A ZE 250 ml % & -

BELZEUEH  BAMAROBEEADHEBEEL 0 ng A 10 0l ZFZBMHF > R
VERMERESE 10 nl 2| EH L85 E% (stock solution) - AT HER PH#EE
REBSER EUTFHRERBL SN MATOLFEFELRELRES 0.0, 5.0,
10.0, 50.0 & 250.0 pg/ml 2 4 P AZE R ABEH EiTE DR -

HLERZEA R 100 pl FwAFEZAREELRESHEE 0 24 1500 rpm
BoOgEIRETa AR BAZEFRABIELAN;BETE T RITFN

X

— RAEREHCOPEIECSGEXILE

FROEFEEETH  FEBERLtREERSHTE CVP 622 % - 4
FETE— - S8 EHSEMAD 1-7T-1 54 CYPIA2 & MAb 1-98-1 4-#f CYP2E1 &
BRRE EBRET MAEIRESECIPIN2Z ZACYPEl 258Gk REELF -

Z HREHLERENEH RGP L
1~ TDx

B—% iy ki (calibration curve) ;s JRE 4% % 0.0, 10.0,
20.0, 50.0, 100.0 & 250.0 pg/ml * %] 4% 150 pg/ml ~ 35 ng/ml & 15 pg/ml
ZEWESHE102.4% ~102.0 % B101.2 % (&—)-

BHEER2EAAZREGRAE RS tRE > %% 500 mg/Kg LEsm k@ > o2 TDx
S LEREA G PIRE  BRETHEZ - ARATREAFZLACEREGHZ 0
FREMN L0 NEFER RS (200.6 pg/ml ) mARAEH RS L (.25 ) afed
#PHRH (115.6 pg/ml ) F7H (1) BB 4 ek

2~ HPLC
(D zemimz T &R

Blee A i iayz A Fdh4g (calibrationcurve):EE 4% 4 0.0, 5.0,
10.0, 50.0 & 250.0 pg/ml -

QD) FEXROARAERERH LEREADEGFHPE

ERERI2BARZREGEHMRE L R% > 45842500 ng/Kg ZEEmAm
UHPLC o#f LR BBy PR > B RBANBE - RBRAWREARALE



BABZERE  ALTLHBERARYL 6 NERNLadEEHHE 68.8-92.7
ug/ml ; mMEKRER %z%%ﬁﬁlo RS (169.9 pg/ml ) -

Table 1. Accuracy test of acetaminophen by TDx method.

Target concentration \ Found Mean| Recovered | CV
(ug/ml) (pg/ml) + SEM (%) (%)
15 5 15.36 + 0. 46 102.4 9 99
35 T 35.70 £ 0. 30 102.0 0. 84
150 6 151.79 £ 2.38 101.2 1.57
CYP1A2 (25 pg/lane) 2° Ab 1:15000 - 80

Figure 1. Immunoblot analysis of microsomal CYP enzymes in rat liver.
Lanes 1, 2, 3, 4 and 5 contained hepatic microsomal protein from control
rats. Lanes 6, 7, 8, 9 and 10 contained hepatic microsomal protein from
In-Chen-How treated rats. Twenty five ng microsomal protein were loaded
for immunoreaction with mouse anti-rat CYP 1A2 (MAb 1-7-1). Five ng
microsomal protein were loaded for immunoreaction with mouse anti-rat
CYP 2E1 (MAb 1-98-1). Electrophoresis and immunodetection were
carried out as described in the section of “Methods”.
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Figure 2. Calibration curve for the TDx analysis of acetaminophen.
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Figure 3.-TDx analysis of plasma concentrations of Acetaminophen after
the oral administration 500mg. -e- Rat had been pretreated with
In-Chen-How for 7 days before administration of acetaminophen. Data
represent mean+SEM of eight 2-month-old rats.
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Figure 4 Calibration curve for the HPLC analysis
of acetaminophen in rat plasma
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Figure 5. HPLC analysis of plasma concentrations of Acetaminophen
after the oral administration 500mg. -e- Rat had been pretreated with
In-Chen-How for 7 days before administration of acetaminophen. Data
represent mean*SEM of eight 12-month-old rats.



AEREFLANAL THRE ) # T CERAR ) 0PN BRERSHLE
RARAARNANTREAZENEALEEREARATA MRABLHAL
T EE S, fiE ¥ alanine aninotransferase (ALT) R aspartate aninotransferase
(ST) L% mEFRERRORES LERERBLHAMAERSR  Be
REEBUBEARSERAREG L2220 E (Tang ef al., 1998) « A5
REARHEERAARE - CERARIHRT R RLAH T ORET A AR HBR
P& % PAO0 (cytochrome P450 - 4 CYP) KA L 2Z RERH MO RH T
&% NAPQI (n-acetyl-p-benzoquinoneiming) » sbAR 3 1 & 4 4 Uk S4Bk H K
(glutathione) B4 LR &4 EEEAFERATFHERTRT2HE Lt
FEFOBNZERNTES AfkbiR - ATREERSRERELBRARL
BB R At E R Mok NAPQL 68 BtAR 7% &% (Testern blotting) 2
FRRERANEOPRERGELE L AANERBREEM E (D) A
Bl it(PLOMVRAEREAH LBRARESZOTE - bRFARTS
OB ARORACHEFRARARAAUL - A THES  RESFRAE R
SRHLERAREGEFRAYE ARSI fF R B LS (2
BAK) RF££R (12BAK) 2HMEE-

BARRERER RERAEFRGRLRBRERL FoinB ¥ CTPIA2
ROPEl zE 8 %525 LA ARGLYHALLHET BRAEELERED
ZRE > EHRARTRERE(Tu)d L NEBREQ 2 )6 FHRZAYR
B (Ca) i 200.6 pg/ml B2 1156 pg/ml: AAEEEARRMEEEIRALRAL
PIRE  BUEERET  HREREHRAFRLE T (PIA2 & (P2l 2% 64
Rk CERABZAR  EnEheRETHE EREFRE2 glutathione 4
#E REEBNWIEL -
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