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Fig. 3. Effect of Extracellular pH on Pyridoxine Uptake Fig. 4. Effect of Extracellular lons on Pyridoxine Uptake
in COS-7 Cells Transiently Expressing DIRC2-AA Transiently Expressed in COS-7 cells by DIRC2-AA

The uptake of [*H]pyridoxine (10 nM) was evaluated for 1 The specific uptake of [*H]pyridoxine (10 nM) was
min at 37°C in COS-7 cells transiently expressing DIRC2- evaluated for 1 min at pH 5.0 and 37°C in COS-7 cells
AA and mock cells. Data are presented as the means + S.D.  transiently expressing DIRC2-AA. Data are presented as
(n=3). the means = S.D. (n = 3). *, p < 0.05 compared with control.
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Fig. 5. Effect of the Expression of HA-DIRC2 on
FLAG-THTR2-Induced Pyridoxine Accumulation in
Transiently Transfected HEK293 Cells

The accumulation of [*H]pyridoxine (10 nM) was
evaluated after 30 min of incubation at pH 5.0 and 37°C
in HEK293 cells, in which the plasmid for HA-DIRC2
(500 ng) was transfected with that for FLAG-THTR2 (500
ng). For expression of HA-DIRC2 or FLAG-THTR2
alone, cells were transfected with the plasmid for the
designated transporter (500 ng) and empty vector (500
ng). Data are presented as the means = S.D. (n =3). *, p <
0.05 compared with mock cells. #, p < 0.05 compared with
FLAG-THTR2 transfected cells.
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Fig. 6. Effect of the Knockdown of Endogenous DIRC2 on Pyridoxine Accumulation in Caco-2 Cells

Caco-2 cells were cultured for 5 days after transfection with the siRNA for DIRC2 (DIRC2-KD cells). The accumulation
of [*H]pyridoxine (10 nM) in the whole cell (A) and isolated lysosomal fraction (B) was evaluated after 30 min of
incubation at pH 5.0 and 37°C. Data are presented as the means + S.D. (n = 3). *, p < 0.05 compared with control.
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DTHD, ZOEMEIZLY, VY VY—2NHEHEENMET L2 LIZEDEEZ N5,

DIRC2 DB EIZ & I D 72D, DIRC2 OF B E <. THTRL KU THTR2 23 Hifa < o
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nM) LAY mock i TOBUAD 4 fEFEEDEVMEZ R L7z Z £12 XV . DIRC2-AA @ pyrilamine BUATE
PGB DAL, F£72. pyrilamine BUAIL 10 70 F CRERJIZELAHI L THIR L7 Z LIS | LI ORREF
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F9°, Mgk pH OB OV THFT L7z & 2 A, DIRC2-AA (2 X % pyrilamine (10nM) OEGAIL pH5
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(CCCP, FCCP) KU HYK*T > F7R—%— (nigericin) % VW CHERINSF D HIREE AR 2R S5 2
L2 L | pyrilamine BUAIZRE KT L7=, 2D X 57 DIRC2-AA 237 L7z BEMEFR A 5 >> H R FE Al
KA EOERED D . DIRC2 12 &L % pyrilamine 5%, pyridoxine s & [FIERIC HY AL DEREREIZ L 2
DTHDHZ ENRBEINT,
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Bh RIF S Temodz, L=~ 7T, DIRC2 (ZX 2% pyrilamine %X CHEFMEZ /R X720 1T,
pyridoxine Bk DFEM: & IX R /R > TWDH LA BILD, Lo L, IR TH 5 57526 DIRC2 1% pyrilamine
XL THY VY —ARTOPH F T AR —F—L LTI TS D EE X HD,

HEFRIORFE O TlX, DIRC2-AA 2L % pyrilamine @it X Michaelis-Menten B O {KTRIDEE 7 /L2
A L. Michaelis ©%t (Km) 1% 114 uM, S KE@EEE  (Vma) 1 3.13 nmol/min/mg protein & 1% 57z, =
D Kmld pyridoxine Bt D Ky (521 uM) £ 0 $00/& < pyrilamine 723 pyridoxine & [F1%£ L _E D BIFIM:
ZFRFORAIFR DIRC2 ME ThH D Z &R STz,
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FLER GEAREE2ET) OBEREZRRAIZE Z A, apomorphine 158 & 32 11 FE¥HD CADs 734 & 72 B
EEMEAZ R L, DIRC2 DFEE TH 2% "lfetEd rme &7 (Fig.7). —J . CADs ®H1 T, chloroquine i,
PRV A 7R 97 DIRC2 O FE TRV RTEEME N R X 4172, chloroquine (X U VY — ANIZHEEICER L,
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N, . o . 4 Fig. 7. Effect of Various Compounds on Pyrilamine Uptake
¥ CORHL (50 pM, 10 min, 37°C) 12 & 0 il by DIRC2-AA Transiently Expressed in COS-7 Cells

) Sipe v £ -1 The specific uptake of [*H]pyrilamine (10 nM) was evaluated
FlEE TUE S TR, pH T4 DFRF FIZBNT for 10 s at pH 5.5 and 37°C in the presence of a test compound

pyrilamine (10 nM) OFFE(E FC 30 41 > % (100 uM), or in its absence, in COS-7 cells transiently
expressing DIRC2-AA. Data are presented as the means £ S.D.
(n =3). * p <0.05 compared with control.
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Fig. 8. Effect of Transiently Introduced FLAG-
DIRC2 on Pyrilamine Accumulation in COS-7 cells
The uptake of [*H]pyrilamine (10 nM) was evaluated
for 30 min at pH 7.4 and 37°C in COS-7 cells
transiently expressing FLAG-DIRC2 and mock cells.
Data are presented as the means £ S.D. (h =3). *, p <
0.05 compared with control.
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