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Supplemental Figure 1

[PH]DHEAS uptake by freshly isolated rat hepatocytes in the presence of
increasing concentrations of rifampicin
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Method

Rat hepatocytes were isolated according to the collagenase perfusion method as
described previously (Tamai and Tsuji, 1987). After pre-incubation of isolated
hepatocytes for 5 min at 37°C with Krebs-Henseleit buffer (KHB: 118 mM NaCl, 4.7
mM KCl, 1.2 mM KH;POyg4, 1.3 mM CaCl,, 25 mM NaHCO3;, 20 mM HEPES), the
reaction was started by mixing an equal volume of KHB containing substrate with or
without inhibitor. Final cell and substrate concentrations were 2x10° cells/mL and 2 nM
(0.2 uCi/mL), respectively. The inhibitory effect of rifampicin was assessed in terms of
the uptake for 20 sec (uptake activity was confirmed to increase linearly up to 20 sec).
To terminate the reaction, 100 pL of reaction mixture was transferred into a micro
centrifuge tube containing 100 pL silicone layer (silicone oil: liquid paraffin = 3:10) and
100 pL 2 N NaOH, and the samples were stored at room temperature overnight to
dissolve the cells. Then, the centrifuge tubes was cut at the boundary of the silicone
layer, and the cellular radioactivity was measured with a liquid scintillation counter
(LCS-6100; Hitachi Aloka Medical, Tokyo, Japan) after addition of 100 uL 2 N HCI for
neutralization and 1 mL Clear-sol scintillation fluid (Nacalai Tesque, Kyoto, Japan). The
relative uptake of [°’H]DHEAS in the presence of increasing concentrations of



rifampicin [I] is given by the following equation, where I1Cs is the 50% inhibitory
concentration of rifampicin on DHEAS uptake by isolated rat hepatocytes.

0 - 100 x ICsgq

% of control uptake ool

The value of 1Cso was estimated by means of nonlinear least-squares analysis using the
MULT]I program (Yamaoka et al., 1981), and was obtained as 3.65 uM.

Protein concentration was determined with a protein assay kit (Bio-Rad Richmond, CA,
USA) according to the manufacturer’s instructions. The bovine serum albumin provided

in the kit was used as a standard.

References:

Tamai |, Tsuji A (1987) Transport mechanism of cephalexin in isolated hepatocytes. J
Pharmacobiodyn 10:632-638.
Yamaoka K, Tanigawara Y, Nakagawa T, Uno T (1981) A pharmacokinetic analysis program (multi)

for microcomputer. J Pharmacobiodyn 4:879-885.



Supplemental Table 1

Fi [ t'1 881 9¢'1 Y - Sw 0Ny 0€ < - ugnIpg [ei0L

E 1 v'T 43 9¢'1 Y - 5w 0oNV] ozt [ - ugnupg [ei0L

a x b 9Lt 8€°T1 Twy . 5 “JNV] 081 [ - SVIHA 'y

H £l 33 971 s q . U 00LE 001 - mdd

o) i [X3 Tr8 607 4.\ (AS¥+)"00NV] od 00LE 001 - 142

Fi [ [ 699 L1 q . 20| od CLLY 671 E SPRY apg

. . . UOHEUAIUOD) o . .

Ed I I 151 180 Tw 001/Bw vwserd od ooLs 001 - ugqnIpg [e0L UBUME]

H 01 9¢ 9°0Z [N q - WU 500NV ‘o'd 081 St - m dd

) 01 9T oLE Tl 4. 500NV od 081 Sl - 1dD

E] £ 87 3Buey> pjog Y0V od 91T 81 - ugqnIpg [e0L

a 1 61 0501 0£S Twy . 5u 500NV od 0zt o1 - SYIHA

a 1 'l 609 0£$ Twy - 3u 500NV od 7 4 - SYIHA Aaxuol

B} 6 §T $p Ll q . “JNY] od 081 0f AT UmeISeARId

g 6 43 69°€ L1 q . N =20V od 081 0¢ Al UNEISEANSOY

v 6 L' €8T 66t q . =NV od 081 0¢ Al UneISEARN ey

E 9 0'¢ €1 $€T Twy - 5u 2NV A1 0L€ 001 od URISEANSOY

v 9 L9 €61 67 Ty - Bu 2NV Al 0LE 001 od UBISEATH

B} g [ LT L6 i Ty - 3d 500NV od 0LE 001 od UNEISEARd

) L 97 €09 T'bET Ty . 3U “JNV] od 967 g od UNEISBARI]

g 9 It 196 ST Wy . u “20NY] od 0§ 001 od UREISeANSoY

\d 9 'S LS1 6T Ty . 3u =NV od 0LE 001 od UmEISTARN]

j j (19A0 501D L . .

¥ g 0 6861 oLE Twy - Su =NV od 1723 001 od UMEISEATH URUmE

E £ L't 66t 88°1 q . “3NV] od 917 81 At UMEISEANSOY

v 7 8¢ 8LS1 [413 Twy . 36 IV od [ [T al URBISEARUG

- (1370 SSOID) i . .
g 4 6T 650 oLl 4. U . od 081 <1 od UREISEANSOY
2NV

S £ 33 [7K3 950 q . “JNV] od 917 81 od UNEISEANSOY

g 1 8¢l Tr6T <17 Twy . 8u NV od [ 01 od UMEISEANSOy

a4 1 0'¢ 149 €17 Ty . 3u Ny od [ T od UREISBANSOY

v 7 151 6801 [ TwY . 3u “JNY] ‘od [4 07 od UEISEARIG

v I [ <89 1'L9 Ty - 5u oNy od 0zl 01 od UREISEAEUG

v 1 3 [S44 1'L9 Ty . Ju TN v od +T z ‘od meISeARNd Aaquopy
I — - [— I — wm any 5100) UORENSTAWPY |  (7w/3w) 3sog (By3w) 250 [5100] UORERSAMUPY spunoduwo) .

NJ 2NV uiduregng SIYEN




This table summarizes the values plotted in Fig. 2, which were obtained from the cited sources.

Reference numbers in Figure 2 and Supplemental Table 1 refer to the following references.
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