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Fig. 1. Time Course of the Induction of PCFT Inhibition by
Myricetin

The specific uptake rate of folate (5 puM) was evaluated in
MDCKII cells stably expressing PCFT for the initial 2-min
period at pH 5.5 and 37°C after preincubation for varied lengths
of time in the presence of myricetin (50 uM), or in its absence
for control, and subsequently for 5 min in its absence. Data are
presented as means = SE (n = 4). *p < 0.05 compared with
control at each time point and also compared with the value for
2-min preincubation in the presence of myricetin.
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Fig. 2. Effect of Myricetin Concentration for Pretreatment
on the Concentration-Dependent Uptake of Folate by PCFT
The specific uptake rate of folate was evaluated in MDCKII cells
stably expressing PCFT for the initial 2-min period at pH 5.5 and
37°C after preincubation for 60 min in the presence of myricetin
at 20 uM or 50 uM, or in its absence for control, and
subsequently for 5 min in its absence. Lines represent simulation
profiles based on the kinetic parameters summarized in Table 1.
Data are presented as means = SE (n = 3).

Table 1. Effect of Myricetin Concentration for Pretreatment on the Kinetic Parameters of Folate Transport by PCFT

Myricetin concentration Vinax Km Vmax/Km

(uM) (pmol/min/mg protein) (M) (ul/min/mg protein)
0 107.4 £ 14.8 1.27+£0.16 84.4+34

20 69.2 +8.3* 0.86 +0.13 81.5+3.9

50 18.1 £2.4* 0.25+£0.04* 71.9+438

Data are presented as means + SE (n = 3). *p < 0.05 compared with control.
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myricetin (100 pM) T 60 47 ORTALERIZ K 2 FefetEFLEEAICEI LTk, hPCFT Tik, K& UV folate SR IZI5 1
THE: folate Bk OFLEL £ U7z (Fig. 3A), 72, & folate IRE TOHER (80%FEE) MK folate J2FE TOFHLER

(60%F2SE) L1 HREZ VAT, ZHFETIZAL STV 5 hPCFT FLEDRHEA R Sv7z, LA L, rPCFT X UV hRFVT3
Tl BEIEA ST, Wl b T AR— & —|F myricetin (2% LTI TH S Z L AVRE E N7 (Figs. 3B and 3C),
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[FA#k Td % hPCFT & rPCFT & OfH T myricetin B ME3 570 2 ilid, BURIRV, DT IV BIEADOER VW LENR
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s Control Fig. 3 Sustained Effect of Myricetin on the TranspO.rt
A =3 Myricetin (100 M) Function of hPCFT (A), rPCFT (B), and hRFVT3 (C) in
HEK293 Cells Transiently Expressing the Designated
Transporter.
(A) The specific uptake of folate by hPCFT was evaluated in
hPCFT-expressing cells for the initial 2-min period at pH 5.5 and
* 37°C in the absence of myricetin after preincubation for 60 min
in the presence of myricetin (100 uM), or in its absence for
control, and subsequently for 5 min in its absence for washout.
(B) The specific uptake of folate by rPCFT was similarly
evaluated in rPCFT-expressing cells. (C) The specific uptake of
riboflavin by hRFVT3 was evaluated in hRFVT3-expressing
Folate (5 nM) cells for the initial 1-min period at pH 6.0 and 37°C in the
absence of myricetin after preincubation for 60 min in the
Folate (5 uM) presence of myricetin (100 uM), or in its absence for control,
and subsequently for 5 min in its absence for washout. Data are

UL presented as the means + SE (n = 4). * p < 0.05 compared with
0 10 20 30 40 50  control, as assessed by Student's ttest.
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SV ORIl 1, 7\ M T A S G TFNSLYPATLNFMKGF PFLLGAGLIMT PAV L IGMLE KNP HIEEFQOF PO
rat VNCRNNT.7\ M WA SGIFNSLYPATLNFMKGFPFLLGAGLLAT PATLIGNMLE KNP HIFEFOOF POINES
Fig. 4. Alignment of Amino Acid Sequence of hPCFT with That of rPCFT

The amino acid sequence of hPCFT was aligned with that of rPCFT, using the program of ClustalW, and processed to visualize
using the program BOXSHADE.

human il IE“SASPPEKP'ARPA"VLCRGPVEPLVFLANFALVLQGPLTTQYLWH'FS‘DLGYNGT'Q'GGCSN)SADPTMQ
rat RNV E GIalY S PRUERISIHISNNNNA AV LARGPVEPLVELANFALVLQGPLTTQY EWHRMSEI¥ET.GY NG TRIs! ENCGNQSADP’Q\
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Fig. 5. Effect of Pretreatment with Myricetin on the Uptake of Folate by hPCFT/G158N (A) and rPCFT/N158G (B)
The specific uptake rate of folate (5 uM) was evaluated in HEK293 cells transiently expressing PCFT mutant for the initial 2-min
period at pH 5.5 and 37°C after preincubation for 60 min in the presence of myricetin (100 pM) or in its absence for control, and

subsequently for 5 min in its absence. The values for control were 7.22 and 25.2 pmol/min/mg protein, respectively, for
hPCFT/G158N and rPCFT/N158G. Data are presented as the means + SE (n =4). * p <0.05 compared with the value for control.
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Ot Z M5 5 2 TORM L R HMMEH LR TH D, L TORIEBZY THY | LR E LTEKETH D LHE
T5,



	D31Y-328-yamashiro山城要旨用表紙
	328【審査結果】29薬博第328号論文内容の要旨並びに審査の要旨（山城）_328

