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1.3 TRI1. [ TGF-B1. 24
MTT HSC 1 x10°/ml 4
96 . RNA 48h
50. 25. 12.5. 6.25. 3.125. Trizol 0.5ml
1.5625. 0.78125. 0.390125 ug/ml 8 RNA 1.5ml . RNA
100 ! 4 . 1.5ml
HSC 0.1ml
° 24 h 10 min 4°C 12000 r/min 15 min,;
MTT (Smg/ml) 20 ul/ 37°C RNA 1.5ml
3h. DMSO 150 pl/ 20 min 0.5ml 10 min
0D 490 nm. 12000 r/min 10 min
(%) = ( op - 75% Iml 8500 r/min 5 min
oD ) /( ob - RNA 30 ul
oD ) x100%. .
o RNA PCR:
1.4 HSC 10 wl 5 x Buffer: 2 pl;
RNAse inhibitor: 0.5 ul;  10mMdNTP: 1 pl;
6 . OligodT 0.5 pl; © 0.5ul; RNA
N > N D 5.5l : 42°C  60min; 70°C
+ > + 10 min. -20%C o PCR
2 - HSC 25l 250nM 7300
HSC 25 wmol /L FAC PCR - 95°C 1
' HSC min; 95°C  15s; 60°C 1min 40 .
50 pmol /L 8 _
HSC GTTCCCGCTTATCTCTCCCG AGTCGCTTT-
* TATGGGGCCTG 115bp; TIRI:
AAATGCCCTCTCTGGTGACG AGCACGAT-
* CAGCACAAGTCT 114bp; 1
: 24hs CCATAACCCCACTCCCCTTTC TG-
H5C  oSMA CAGGGGAGAAGAGGATTTG 118bp;
24h PBS 2 TGF-B1: TGTATGTCAGCTTCCGAGACC
4% 30 min ° GGTGGCGTTCATGTAGGAGTT 119bp.
30% H,0, 1  + 50 Le
30 min ! SPSS 17. 0
2 5% BSA 20 min A (x29)
. 37C. 1h PBS (pH7.2 ~ LD+ ).
7.6) 2min X3 o
IeG 20 ~37°C. 20min. PBS 2minx3 . 2
SABC 20 ~37°C. 20min. PBS Smin x 4 2.1 HSC
. DAB o . 1 50 pg/ml
1.5 HSC 6. 25 pg/ml

mRNA

6.25 pg/ml
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1 HSC °
oD 2.3 HSC mRNA
( pg/ml) (x+5) (%)
4 50 0.443 +£0.028 81.87 2
4 25 1. 493 +0. 048 32.69
4 125 2.006 +0. 098 8.67 mRNA .
4 6.25 2.196 +0. 058 -0.2 . +
.12 2.098 +0. 031 4.
4 3,125 098 +0. 03 3 (P <0.05);
4 1. 5625 2.213 +0. 069 -1.03
4 0.78125 2.274 +0.057 —0.04 mRNA
4 0.390125 2.196 +0. 049 -0.2 + mRNA
4 0 2.191 +0. 056 +
4 0 0. 056 £0. 001
(P<0.05), .
2.2 a-SMA TfR1 mRNA
HSC (P>0.05) \ +
a-SMA 0 HSC + TfR1
a-SMA o N mRNA
. " + (P<0.05) o
HSC  oSMA | + TGF{31 mRNA
(P>0.05); N N
+ +
1 o ( a-SMA) ( x200)
2 HSC mRNA (x+5)
TfR1 I TGF-B1
4 5.20 £1.07 4.71 £1.33 1.197 £0. 104 1. 477 £0. 126
4 1.62 +1.29" 3.92+£1.42 1. 354 £0. 076 1.594 +0. 168
4 8.37+1.25%4 3.48 £1.09 0.391 £0.076* 2~ 0.421 0. 068"
4 8.21 +1.15%4 1.93 £1.82%44 0.688 +0.060* 24 0.331 £0.090*#
+ 4 5.09 +1.0644 2.26+1.25%04 0.779 +£0.087 * 24 0.225 £0.027 %24
+ 4 10.52 +1.33 %44 1.75 +1.01 %24 0.583 £0.026* 24 0.525 £0.035*2
. HSC . TfR1 1, TGF-BI Bl; * P <0.05;
AP <0.05; AP<0.05
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Impact of Dihydroartemisinin on Hepatic Stellate Cell Activation under Different Iron loading Conditions
JIANG Yuan' ZHANG Ling' HE Jinyang®
(1. Shenzhen Shajing Hospital Affiliated to Guangzhou Medical University Shenzhen 518104; 2. Institute of Tropical Medicine
Guangzhou University of Chinese Medicine)
ABSTRACT Objective To explore the anti hepatic fibrosis effect of dihydroartemisinin in vitro and the possible
mechanism. Methods Eight concentration of dihydroartemisinin (50 25 12.5 6.25 3.125 1.5625 0.78125
and 0. 390125 pg/ml) were designed to make cytotoxicity test. The largest concentration of dihydroartemisinin without
cytotoxicity was chosen for the following tests. Hepatic stellate cells were cultured in vitro which were divided into
the normal control group the iron deposition model group 25 wmol/L ferric ammonium citrate ( FAC)  the deferox—
amine group ( 50 wmol/L deferoxamine) the dihydroartemisinin group ( dihydroartemisinin) the iron deposition +
dihydroartemisinin group (25 wmol/L FAC + dihydroartemisinin) and the deferoxamine + dihydroartemisinin group
(50 wmol/L deferoxamine + dihydroartemisinin) . All cells were cultured for 24 h. The expressions of cells”asmooth
muscle actin ( @-SMA) in all groups were detected with immunohistochemical method. The iron metabolism and the
mRNA expressions of cell activation correlation factors including hepcidin transferrin receptor 1 ( TfR1) and colla—
gen | and Transforming Growth Factor 81 ( TGF-81)  were detected with polymerase chain reaction ( PCR) method.
Results Dihydroartemisinin with the concentration of 6. 25 pg/ml was chosen to be tested. There were a lot of cells’
a-SMA expressions in the iron deposition model group. Cells”a-SMA expressions in the medicine groups were less
than those in the normal control group and the iron deposition model group. Hepcidin mRNA expressions in the iron
deposition model group decreased while after being intervented with deferoxamine and/or dihydroartemisinin hepci—
din mRNA expressions increased ( P <0. 05). The mRNA expressions of TfR 1 as well as collagen I and TGF-{31
decreased in the dihydroartemisinin group the FAC + dihydroartemisinin group and the deferoxamine + dihydroarte—
misinin group. Conclusion Dihydroartemisinin might have anti hepatic fibrosis effect in vitro. The mechanism
might relate to regulating iron metabolism in cell and inhibiting hepatic stellate cell activation.
Keywords dihydroartemisinin; hepatic fibrosis; iron metabolism; hepatic stellate cell; cell activation
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