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X ) —1(2.9 vol%)IINZ L W S—=  Table 1. Effect of Ethanol on the Binding of Warfarin Enantiomers

I to HSA
‘j‘V%ﬁ‘V“‘@ﬁ@%ﬁﬁ@’(ﬂi{&beco - Control With ethanol
). R—TF o FF~—OfEEE T F 5 P n 0.72+0.07 0.73+0.04
4 .~ Ka (uM) 12.4+1.0 10.4%0.6*
L72 (Table 1), KIZHiRO T V7 I 8 drtl 1.11+0.10 1.15+0.09
HERNWNCUNLT 7 U DX RTEEE Rrwarfarin Ka (uM) 19.742.0 26.2+1.9%

g R ) - . Each value represents the mean+S.D. (N=4). n: the number of binding sites
~D T & J “_‘/1/0)51}%,& ﬁx_") Wy T*ﬁﬁif L 71:’_ in the HSA molecule. Kq: the dissociation constant. HSA: 615 uM. Ethanol:

2.9 vol%. * p<0.05 versus control (paired test).
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Fig. 1. Effect of Ethanol on the Binding of 5 and R-warfarin to Commercial Albumin Preparations
Data are expressed as mean values*+S.D. (N=3). HSA: 615 uM. Warfarin racemate: 50 pM. Ethanol: 2.9 vol%. * p<0.05, ** p<0.01 versus
control (paired #test).

. eSS S s Gt A ) - SRR S
7Y /@m{ﬁ TNT I U DOFEE ﬁ‘]ﬁé%ﬁﬂﬂﬂﬁ Table 2. NEFA Concentration in Commercial Albumin
FRNE 24 = L 812 AR 7 L 7 S LA Preparations

‘:F‘ YD N2 'H‘/]) N ’\0)/(@/6\ ﬂlﬂﬁﬂﬁﬁé Albumin preparation NEFA concentration (mEq/L)
. ‘ Fatty acid-free albumin 0.02

75\%5%57;« 5T & 19 z))i&‘ﬂ:‘: é nTnH T En Albumin(5%)- Cutter 3.64

5. WICHIR 7 VT 2 vBIKIRIcE /SN Albumin(5%)-wf 4.00

T i . e . Albuminar-5% 4.11

WEEERRAIRIE I 2 & L7, Table 2 2/~ Buminate 5% 1589

koo x ) — LRI L % élz%/a\)jéj L7 Each values represents the mean. (N=2).

F VoI A~ —RBED EHENKE Table 3. Effect of Ethanol on the Binding of Warfarin Enantiomers
. .- N NN to Proteins from Albuminar

VWMEIMZ R LT VT 2 — 5% B LI ONT

Control With ethanol
SX—FBE%IE, TAT I B%) s Ty Z— st n 0.840.06 0.92+0.05
-warrarin
BEOBMT LT 2 2 (5%)-WE 12 il KiGhD 192716 2402 5"
. n 0.94%0.10 0.96-0.03
FENARRIREE A AR LT, LIZio T, = Fwarkuin ) 26.9+2.8 36.8-£2.4*

. - ot A 7~ Each value represents the mean+S.D. (N=4). n: the number of binding sites
& / v &; J: é }Eiﬁ:‘f S vz 7 ) e Vj‘ in the HSA molecule. Ka: the dissociation constant. Protein: 615 uM. Ethanol:

B 9K 2.9 vol%. * p<0.05 versus control (paired £test).
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SNDHS—UNT7 IV rBIOY/aTe 7EHVTRHREILIEEZA S— UL T 7 U »d CYP2CI.1
IZE DO K 1F= ¥/ — M2 XD 8% 9T, Vinax B L Vinad K 1E= 5 — LR EE OHINC &
WIKTF L7 (Tabled), L7z ->TC, =& /) — /LI S—TIN 77 U >d CYP2CI.1 12 Xk 2Rkt LIE
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Table 4. Kinetic Parameters for 7-Hydroxylation of SWarfarin by Recombinant Human CYP2C9.1

Ethanol Vimax (pmol/min/nmol P450) K (uM) Vimax/Km (Wl/min/nmol P450)
Control 64.1+13.5 2.5+1.1 28.2417.1
0.05 vol% 48.5+14.4 :|* 2.5+1.0 20.4%5.0 :|’i|* .
0.10 vol% 50.9+ 6.2 *E| " 3.9£0.5 13.0+0.7 *E|"i|*
0.30 vol% 33.0+ 6.1 ]* 45+1.1 7.5%0.7

1.00 vol% 16.1+ 3.8 4.6+1.9 4.1+2.3

Each value represents the mean=S.D. (N=3). *p<0.05, **p<0.01 (Tukey’s ttest).

Table 5. Kinetic Parameters for 4-Hydroxylation of Diclofenac by Recombinant Human CYP2C9.1

Ethanol Vimax (nmol/min/nmol P450) K (uM) Vinax/Km (ml/min/nmol P450)
Control 6.5£1.0 3.3£0.6 e 2.0£0.1 e
1.0 vol% 5.840.5 3.6+0.1 :| T 1.6%0.2 :I T
3.0 vol% 6.3+0.6 5.5£0.7 1.2%0.1

Each value represents the mean=S.D. (N=3). *p<0.05, **p<0.01 (Tukey’s #test).
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XL, HPLC (Z X 04U FoLfeds 5\ M IA N A& U2 JIE LTz, OB, & MLET VT v &25
FWY UEEEER (pH7.4) T TOTAEY UHDHWNIF N AT A KXY ILONKG RS
EL. B MLET VT AT L DMK RO 1 UOREEER (kobs) ZAHIEL TR LT,
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(pH7.4) Ik MJET VT I v e x2Z ) =)L, ULT 7V AV RAZ L FRT T 7Tuexkr T
T BY U EBEMRLTI-LDIL, p—= b7 z2=AT 87— M T25CTA > FaX—varl
Too ERT D p—= a7 = ) =V EWRSEIEEERIC X0 BEEERICHIE LT,
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BRBIUBE
2-1. TRV Y VOIKRGIRICRIETTE ) —NOEEIZKITHE hE7TAT I VRSB e » M E
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X )= NIEGFETICBWTT AU ORI EE e » MEOBEWRRD bivz, =% /) —b
(2 vol%) DFhNiE, &igEe » ~ 090M7001V 5 L OV SLBD7204V Ot MIET /LT 2 AL DT ALY
Y OIMKRZLE Lz, —J7, 118K7601 3 LN 085KT7541 (2L 57 AE U » ONIKSFRICITEEL
727xo> 7= (Table 6),

Table 6. Effect of Ethanol on the Hydrolysis of Aspirin by HSA from 4
Different Lot Preparations

Manufacturing kobs for aspirin (106s1) Student’s #test
Lots of HSA Control With ethanol results
113K76014 7.4+0.1 6.4+1.0 NS
085K7541 2 10.3£2.4 10.6£1.3 NS
090M7001V 12.1£1.3 9.4+0.7 p<0.05
SLBD7204V » 12.6£1.7 8.2+0.3 p<0.05

Each value represents the mean=S.D. (N=3). HSA: 200 pM. Aspirin: 100 uM. Ethanol: 2
vol%. NS: not significant. a: not detected fatty acids, b detected low levels of fatty acids
by NEFA C-Test Wako (data not shown).
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Fig. 2. Effects of Warfarin, Indomethacin, and Naproxen on
the Hydrolysis of Aspirin by HSA from 4 Different Lot
Preparations

Data are expressed as mean values+S.D. (N=3). HSA: 200 uM.
Aspirin: 100 pM. Inhibitor: 200 pM. *p<0.05, **p<0.01, ***p<0.001
significant difference among manufacturing lots in each group
(Tukey’s ttest). #p<0.05, ##p<0.01, ###p<0.001 significantly different
from the control (Dunnett’s pairwise multiple comparison #test).

ANT T — NOMKRGRIKIET=F ) —VOEEBIBIT5E MET VT I VRIGGEEoy NET

DIEE
TF ) —VIEFIETIC

BOWTHHE G v MR OEWHRD HIv, KFiZ

113K7601 1T X 5 hnsK 55 i

DMEPo Tz, &2 CoflEn Yy hCp—=tn 7= T7 YT — bOIKGIEE =X ) —(2 vol%) XA
BICHE L, 113K7601 LSt ofiliE o« M X Bk oEE2 K& S HE L7 (Table 7).

Table 7. Effect of Ethanol on the Hydrolysis of p-Nitrophenyl Acetate by HSA

from 4 Different Lot Preparations

kovs for p-Nitrophenyl Acetate

Manufacturing Student’s ttest
(103s1)
Lots of HSA - results
Control With ethanol
113K7601 4.1+£0.2 3.56+0.2 p<0.05
085K7541 22.1£0.6 11.9=£0.1 p<0.001
090M7001V 17.1£0.3 9.2+0.3 p<0.001
SLBD7204V 20.60.4 10.60.4 p<0.001

Each value represents the mean+S.D. (N=3). HSA: 50 uM. p-Nitrophenyl acetate: 10 uM.

Ethanol: 2 vol%.
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DI IE, fThoiliEe v MIBWTH[RRRE
Thotz (Fig. 3),
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Fig. 3. Effects of Warfarin, Indomethacin, and Naproxen on the
Hydrolysis of p-Nitrophenyl Acetate by HSA from 4 Different

Lot Preparations

Data are expressed as mean values+S.D. (N=3). HSA: 50 uM.
pNitrophenyl acetate: 10 pM. Inhibitor: 50 pM. *p<0.05, **p<0.01,
***p<0.001 significant difference among manufacturing lots in each
group (Tukey's ttest). #p<0.05, ##p<0.01, ##p<0.001 significantly
different from the control (Dunnett’s pairwise multiple comparison

ttest).
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SUANDRERETINT 7V AV RAZ T, KO HE LD EEZLND,
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T )= VIFETICBTHE FIET VT I AL DA N AT ILEZ A R I LDNIKS %
INETOTAEY R p—=F 7= 77— hOFERERY | BliEa o MEIZ L 2 HEITR
@%ﬂﬁﬁok(%we&otbﬁ%?wfiymiéﬁw%#w&yfF%yiw@mmﬁml
FTH ) — @2 vl LAHEOKEL, £ Tory MIBW TR LN -T2, L7 E)\
INT7 Vo, A RAZUBIO T 7axtr oRINMCEVILES N, ZD7D, AT LH
VA REY I UETA FTIENS YA b I OGN TR GRS ND Z EDNRBI N, 2D ORER
LY. B MWUET VT I AZK DT AT VR OINK G ~D T2 ) — )V DB IEIZ LD ;'E':focé
ZlMERENT, 2, B MET AT I R ORGE D » NETCo R T VRS O K Sy R
DT ENBEINT,

Table 8. Effects of Ethanol, Warfarin, Indomethacin, and Naproxen on the Hydrolysis of Olmesartan Medoxomil by HSA
from 4 Different Lot Preparations

Manufacturing kobs for olmesartan medoxomil (103 s)
lots of HSA Control With ethanol With warfarin With indomethacin With naproxen
113K7601 1.28£0.11 1.09£0.10 0.4720.04%%* 0.431+0.12%** 0.4610.16%**
085K7541 1.01£0.02 1.06£0.09 0.44710.08%** 0.50=0.16%** 0.74£0.15*
090M7001V 1.16£0.07 1.32£0.30 0.45+0.03** 0.51%0.09%* 0.65+£0.17*
SLBD7204V 1.32%0.22 1.38%+0.17 0.43%£0.01%%* 0.61+0.06%** 0.60£0.12%%*

Each value represents the mean=S.D. (N=3). HSA: 200 uM. Olmesartan medoxomil: 40 uM. Ethanol: 2 vol%. Inhibitor: 200 uM. * p<0.05,
**p<0.01, ***p<0.001 significantly different from the control (Dunnett’s pairwise multiple comparison #test).
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