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Fig.1 Schematic represention of precolumns for the
determination of hydrophobic compounds (A) and
hydrophilic compounds (B) in whole blood. Symbols
: (@) Hydrophobic compounds ; (A) blood proteins
; (X) hydrophilic compounds ; (O) cytomembranes.
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Pump 1 0.4% PCA Pump 0.1M PB(pH 3)
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Uv 280nm

Fig.2 Column switching system for the determination of PA and |
NAPA in whole blood.
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WwFhd (5cmX 4mm I1.D.)

RILPEERB B 0.4% PCA 0.4% PCA Water — Water —
' 0.1M PB(pH3)+10%MeCN 0.1M PB(pH3)+MeCN

I=HB5 A Nucleosil 55A . Nucleosil 5SA rl kL
Withd (lecmX 4mm I.D.)

B¥HH S A Nucleosil 5SA Nucleosil 5SA TSK Gel ODS 120T TSK Gel ODS 120T
CRIER 5 ) ChIEE 5 pm) (7% 5 pm) CRIRR 5 pm)
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£3. B L OEYEIE L HAEBHRK

2] BEUREER(%) HAZEBFRE(CV) %
mLx> PA 101.1 1.1 (n=10)
NAPA 100.1 1.9 (n=10)
LD 98.2 2.6 (n=8)
CBZ 104.9 1.0 (n=10)
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LD 103.7 1.5 (n=11)
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Fig.3 Chromatograms obtained by the present method.
(A) Rabbit whole blood spiked with 10 #M LD,104l injection.

(B) Rabbit whole blood spiked with 10 M PA and NAPA,10z] injection.

(min)

(C) Rabbit whole blood spiked with 30 uM CBZ,20x injection.
- (D) Rabbit whole blood spiked with 0.5 M CPZ,2004 injection.
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Fig.4 Estimate of free concentration in plasma sample.
Equilibrium dialysis ; 5ml capacity dialysis cell was used at 25°C with a
cellulose membrane (cut—off M.W. 8000~12000). Plasma samples of 2ml
were dialyzed with 4ml, 2ml, 1ml, 0.4ml, 0.2ml saline for 5 hr.

(A) plasma samples spiked with 20M LD.

(B) plasma samples spiked with 10sM LD.

(C) plasma samples spiked with 5 #M LD.
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Chart 1. EYoLMASMETHEE

Y4 FICHEMPA (10mg ke, #iRES), HEMLD (20meg ke, #lRES), CBZ (12mg/
kg, &N L), CPZ (12mg ke, BIREH) 2HEL, ThdLoBRREGEATOS

PR ERI e (RERR) . WOHREELLRT. LD, NAPA, CBZRU'CPZK> '

WTREMEREBEERTIBIERAROERENELR TV AN, PARBWTOFTIRKE
#£4. vyFemhcoEYITHRNE

EY  EEER(%) BAEMAEE(%) mERABTE(Y) mERREER(%)

LD VIIES 33 34 33 0
B 528 27 40 33 0

PA TRinsER 53 7 40 0
B 5EE 86 7 7 0

NAPA ¥RhnsEsk 42 14 4 0
w5 40 10 50 0

CBZ  WhnsEE 19 43 30 8
BE5EBR 19 43 30 8

CPZ  HInEER 2 34 ~ 25 39
B 5ERk 65 35
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Yy MEZ3MY TH 5, ' ‘
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Fig.5 Drug concentrations in rabbit blood fractions (A) after
intravenous administration of LD (20mg/kg) and (B) after
oral administration of CBZ (12mg/kg).
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AT Do FHESHET T A, HEERONRMRS2EE L3 =% J £120.5% SDS
R 5HM, KEISM, £LTAR) —nk 5 SR LES, Bt 5, |
ffk €Y% — OPL (pKa 9.5) 204573 554, 0.IMARMLF U ¥ &% AL
BRIV 58, PLIZBTAED 5 ARBEEZ LD, HRFEY i — rRABHOKREOER
BERT ANV VBEMIAEAE, KBRS SIEHBEES LD, 355, HvkT
NAVESH S AEANRKTR WY, 5% 72b=b Y Ar%E%0.1M PB(pH 7.0) T5
AERLE D 5 2 2% B0 KCHES 5 & LHHiH 5 AR MFE— FTHBL, W
WHBA LTHEINTEIT >0 FHEIT->TWAR, FAED S &2 BB E ABOHET,
VREET 50

BEDHSAAL 9 FV IELIVBOLRI = b 7S5 ARRI6K, % LTEDHHHE

5~FU
0.01AU
NAPA
0.01aU
MTX

PA

0.005AC
PL

Fluorescence Intensity
Arbitrary Unit

_

i S

AU e

| (] ] | 1 L 2 [ 2 A
Q 6 12 0 6 12 18 0 6 12 9 12 15min
(A) (B) (C) (D)

o P

Fig.6 Elution profiles of tissue homogenate samples.
(A) mouse liver homgenate spiked with 100#M 5-FU, 10zl injection.
(B) mouse liver homgenate spiked with 20sM PA and NAPA, 20ul
injection. ‘
(C) mouse liver homgenate spiked with 10&M MTX, 50zl injection.
(D) mouse liver homgenate spiked with 0.2¢M PL, 50zl injection.
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RERSIR L, 5-FUTRNRMRS OI# 5 5 0 M TR TOBBIIS CRRT
E5b0THokel, BFARTIRHEREE L T LOREIRT bhithol,
EGEBAEY X — P RZOEERAEY F AREAL, HFNTACRS v FTHIL
Ik DB E Y X — FRORBAFNTE TS S C L Rbh ok, X, BRIBFTHE
NROEHLEERK X, »oHERS R L2MFEREIC100% OERE TERT & .

£8. MESE YR — RORWOSHER |
Rkt B (%) HEBRBI(CV) %

5-FU/BF 101 ' 2.1(n=10)
/B NREBERS A ESBEIRS
PA/BF 100.6 1.4(n= 5)
NAPA /B & 101.6 1.0(n= 5)
MTX k. B 99.1 2.6(n=10)
PL/FF B  102.4 2.4(n=10)
EhENDT — 2R MFBRRRENCE VT Y A @k E Y X — MCiRm L
PDTH Do

2-3 ERAESA— MELCESTORNEROLA

YR EOEGHBCEDOL SR ED LS LHBTHHLTWEhEMS T LIREFHR
P NHEEHCIBEETHEEELDRD, ZOEBEEY X — FRABOEBEEASITED
EABIE LT, ke Y s — MROESHORDITNELRA o

DDY &< 7 AWPL (2pg/ /g wt< v R) 2EOHE L, —ERERcHLL, i, B4
BEBW L. BOALFRUERR100mg %Y 1ml ©0.25M L x EEKEZML THEY
FA4 XL, FREBEOSHE Lz, MEEKESIZ1000Xg 104, 3 b2 v ¥ Y 7ESZ10000
xg 305, {2 mv—ABESI100000Xg KE0SPILETHIC T 5, B hiRER
9 ERT, | |
COHBETIR CGREOLS—1000X g) OEIMIELES K, (1000X g—10000X g) D&
I bav FYTHESRKR, (10000Xg—100000Xg) DENR I 7oy —ABGRBEELLE EE
2bhbo

[ yIc] _
HEAE, ML x 33U MIERR OEEEEA S HIECBI L Ti2 % < DR|ERE TR TV BN,



#9. #MkEYR— FMNEOESTPL O
BLHE DR ' BEE (nM)

(hr) FEVX—bF  (10°Xg, 105) (10'x gy 30) . (10°Xg\ 60%)
FFF I

0.5 _ 610 390 130 89

1.5 440 300 130 100

3.0 71 44 18 11
B

0.5 170 93 44 31

1.5 51 24 13 9

3.0 40 22 13 11

ZEOEs (2pg PL/g wt DDY <9 R)
F—2itn=2 OFHE

S & & 0D T 2 MBVEHR DAL+ £ ¥ % — b BV OESEA KB L TR RRAIR BT, %%
b ORESBIITH Do BIMIEE A AGRILIAER X OF EAFTE, Lird
SHASWEORBEERTE 52 LREWBG, <A 47 <A 5 Y54 OFE, XEKE
FEHMED LTCHEETHH EEL LN S,
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