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Functional analysis of Piezol, aimed to develop new therapeutic drug of liver
fibrogenesis.
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i We showed that functional expression of Piezol in hepatic stellate cells and
examined the effect of transforming growth factor-B (TGF-B ) to functional expression of Piezol.

Also, we investigated the effect of Piezol agonist to activation of hepatic stellate cells by TGF-
3 . Furthermore, we found out intracellular localization of Piezol in hepatic stellate cells and

investigated contractile activity of activated hepatic stellate cells caused by enhancement of
intracellular Ca2+ level.
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1
LX-2 Millipore LX-2 D-MEM Sigma
2%FBS G 100 U/ml 100 p g/ml D-MEM/FBS2%
5% CO, 37
2 RNA RT-PCR
AGPC total RNA 0D2s0 total RNA
ABI dNs CDNA
PCR Gene Amp 2720 ABI  Taq DNA polymerase KAPATaq EXtra
1) 9% , 2 2)
95 , 15 3) 55 , 15 4) 72 , 30
2), 3), 4 5) 72 ,1 20 pL
RT-PCR
PCR 1.5%
FAS3000 TOYOBO 2 CDNA
MRNA
RT-PCR PCR Thermal Cycler Dice Real Time System, TAKARA
Bio Syber Green
MRNA
B -actin
3 Ca*
Ca CCb ARGUS/HiSCa
Ca? 10 p M fura2-Am
fura2-Am 30 fura2-AM
HEPES mM  :137 NaCl, 5.4 KCI, 2.2 CaCl,, 1.2
MgCl., 14 glucose, 10 HEPES, pH 7.4  with NaOH
251 340 nm

380 nm 510 nm Fa40/F3s0



4 WST-1

LX-2  24-well 2x 10* cells/well 24
48 WST-1 Roche 1
450 nm/620 nm SparkControl TECAN
5
LX-2 12 well plate 24 FBS 0% D-MEM
48
8% POWER DRIVE ( BIO CRAFT 150 V
2.5% Triton, 50 mM Tris-
HCI( pH7.5 ), 5 mM CaCl,, 1 p M ZnCl; 2 1%
Triton, 50 mM Tris-HCI( pH7.5 ), 5 mM CaCl,, 1 p M ZnCl, 37 24
coomassie Blue Matrix metalloproteinase MMP
6 Piezol
LX-2 5 ng/ml TGF-(3 24 4%
30 PBS 0.2% Triton X-100 Wako
1% Sigma  1:200 Piezol NBP1-78537, NOVUS
BIOLOGICALS PBS 4 24 PBS Alexa488
196G Invitrogen PBS 1
PBS LSM800, Carl Zeiss
63 100
1 LX-2 Piezol
LX-2 Piezol Piezo2 mRNA RT-PCR Piezol
Piezo2 mRNA
LX-2  Piezol Yoda-1 Ca?
Yoda-1 Ca*
gadolinium Go* Ruthenium Red Yoda-
1 Ca? Piezol Ca*
2 Yoda-1 LX-2
LX-2  Yoda-1 WST-1 Yoda-
1 LX-2
3 LX-2 TGF-B mRNA
LX-2  5ng/ml  TGF-B 24 collagen 1al collagen 1a2 Piezol Piezo2
MRNA RT-PCR TGF- B collagen lal
collagen 1a2  mRNA TGF-B
Piezol Piezo2 mRNA
4 LX-2 TGF-B MMMP
LX-2  5ng/ml  TGF-f 24 MMP2 MMP9
TGF-B MMP9
LX-2  TGF-B collagenlal 1a2 mRNA MMP9
LX-2  TGF-B LX-2
5 Piezol TGF-f3
LX-2 5 ng/ml TGF-B Yoda-1 collagen lal collagenla2  mRNA
MMP9  mRNA
Yoda-1  TGF-B
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LX-2 5 ng/ml TGF-f
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