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In this study, we performed analysis to identify fatty acid which plays an
important role in HIF-1 activation by fatty acid-bearing albumin exposure and to examine an
involvement of PPAR gamma in fatty acid-bearing albumin-induced HIF-1 activation in HK-2 cells.
Treatment with palmitic acid and oleic acid had no significant effect on GLUT-mediated transport
activity, which is enhanced by HIF-1 activation, while the activitz of GLUT was increased by
treatment with arachidonic acid. These results indicated that arachidonic acid is involved In
albumin-induced HIF-1 activation. We also observed induction of HIF-1 alpha, GLUT1 and BCRP mRNA
expression by treatment with a PPAR gamma agonist pioglitazone. In addition, pioglitazone increased
transport activity of GLUT and BCRP in a concentration-dependent manner. These findings suggested
that PPAR gamma induced HIF-1 activation, resulting in enhanced transporter activity of GLUT and
BCRP, HIF-1 target gene products.
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HK-2 10% FBS
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100 mm culture
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4°C  PBS Na'-free PBS  10-20
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0.3 mL
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0.1 Triton X-100 PBS(0.25
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X 5 min 100 p L
0pL
Bradford
(5) RT-PCR
RNA
PBS 2
RNeasy® Mini Kit(QIAGEN)
total RNA RNA
260 nm

Realtime-PCR

RNA RT-PCR
PCR THUNDERBIRD SYBR
gPCR Mix TOYOBO
PCR
PCR 95°C
30 95°C10 ( ) - 60°C 15

( ) 72°C 15
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Cell lysate
HK-2
PBS

4°C 3,000 rpm 5

Preparation buffer (150 mM NaCl, 5 mM
EDTA, 10 mM Tris, 1% Triton-X 0.1% SDS
1% sodium deoxycholate, 1% protease
inhibitor cocktail, pH7.4)
30
4°C 10,000rpm 3
cell lysate Cell lysate
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Lowry

SDS-PAGE
Cell lysate  1x SDS sample buffer
SDS-PAGE (4%
polyacrylamide, 0.1 SDS)
(8% polyacrylamide, 0.1 SDS)
(20 mA/ 1)

Western blotting
SDS-PAGE polyvinylidene
difluoride (PVDF ) 100V
60
PVDF 5%
TBS-T PVDF
Tris-buffered saline (TBS)
1~2
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1~2
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