AXFEwB%A  Drugs&Clinic H26% F2¥ 2011434 <119 -

(LB EEERS £ Be B JEMLIRSME S A BT HepG2 ZRARIA T R EMNHI R

RBEA!, o¥g?, wAF 4 B?
1. WSRIEIMTE R A2 b T 2408, BRIT IG/RIE 150025
2. WR/RIERNL R 2E Z52E0E, BIETL WEJREE 150076

W E: BR WU R LN G CRERBUTER O 19.91%) X I HepG2 4 IS 58 (40 £ 1 A2 JEAL
Hilo ik DA BRI L (AL RS SRR £ M AT R AL A T SN IR 10 HepG2 4R L, MTT ek P4 J A KAkl %5 itk

A HRACKI AT LA T25 - Fluo-3/AM SEOGERER W05 I8 41 M P 425 5 ik FE 1R 784k 38 = 0 SRS 00 g 440 i P 3% P40 (ROS)D
Ak, 58RI EESR 05 RGBT B i HepG2 Al A: K, FHS M., H1Cs H 127.85 pgmL. &i%A
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Hepatocellular carcinoma HepG2 cells apoptosis and its mechanism of acetic
ether extract from Agrimonia pilosa in vitro
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Abstract: Objective To study the antiproliferation effects of extract from Agrimonia pilosa (tannin 19.91%) on hepatocellular
carcinoma HepG2 cells and their mechanisms. Methods HepG2 cells in culture medium were treated with different concentrations of
extract of A. pilosa. The inhibitory rate of the cells was measured by MTT assay. Cell apoptotic rate was detected by flow cytometry
(FCM). Fluo-3/AM fluorescent probe was used to observe the Ca®* variation in the tumour cells. The variation of intracellular ROS was
detected by FCM. Results The extract of 4. pilosa could inhibit the growth of HepG2 cells and cause apoptosis significantly. The ICsq
was 127.85 pg/mL. The number of cells was decreased especially after the cells were treated 48 h by the extract of 4. pilosa,and the
green fluorescence was seen clearly by Fluo-3/AM fluorescent probe. The intracellular ROS was increased obviously. Conclusion
The extract of 4. pilosa could inhibit the growth of HepG2 cells and cause apoptosis. The releasing of the intracellular Ca®* variation
and the increasing of the intracellular ROS may be its anti-hepatocellular carcinoma mechanisms.
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S FER H S 7R EE TR L, G R R
52N A Bt 4 T ME AR B 08 h 8 3 L Agrimonia
pilosa Ledeb. 2%, HUANESH AR, N 8 FHARK
70% N B, AL 2 IR, #hig, &
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T Invitrogen Corporation; ify 2= I35 W F-Hiy L AT M Y
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fili. Rnase A. HEPES. Trition X-100 FI PI jk}3
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KOG B0 I A0 M AT S5
2 FHE
2.1 UESEEEER 2 5 A SUER LT B JE8 £ B 18 5E Y
A1)

UL S S P TR AT AT FH 2 R i PR 26 R K
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200 250, 300 pg/mL. ¥ 1X10° AxECAEK I
HepG2 s 4i ffufe b T 96 fLECH, 24 h 52050
N IR AN [ o AR 5 )AL R e 2 TR A AR A e
FHEXT 2P RE 28 CH KB S 28 TRk i g, AL
ZFRIRIE R 10 pg/mL), 25 10 B IR R AFR
IEFRIE, E 37 'Cy 5% CO, B FRffih i g, 72 h

s BIREFREEM S, A 0.5 mg/mL [#)
MTT % 100 pL, 4hE55% 4 h, SR 5% B3GR,
LI DMSO 150 pL, 5400 DAL R AR IE M i
SEAVEAR « 295 min JG7E 620 nm YK AL EEFRAC
FWROGSE (A Al o VH 25 H00F i 98 41 1 1) 40 21 %
(40 o A= KA R =1 — 45 2541 A {8/ XTI 4
) 1, 4P RO FEVHH 1Cs00

3K X 100K K AN i R T 6 FLEE 37
B, 24 b5 23l IS B R £ R AT 280587 65
130+ 260 pg/mL M P82 20 pg/mL, =5 [0 4l
AR R TR 48 h o 41 PR IR 2R (I i v Ak,
PBS ¥t 2 ¥, B0, Mg R TR EY 50
ug/mL ¥ P14 800 pL 1, -4 ‘CYKAHHCE 30 min,
JEt JE R A A0 A I, Al B 11X 10°
A, BOR K 488 nm, K SFIK 630 nm.
2.2 LS EEEER 2 BE A SUER A X B iR A B N 45 S
FiRkE RSN

¥ 2X10° AXHEAE KA M R T 24 FLES 9%
B, 24 hE 23 SIS B8 PR 26 8GR A 65
130, 260 pg/mL MK FHPEX B2 52 10 pg/mL, =¥
U R AUINAH AR R R 7. 48 h JE W H B 7R 1
HRREIRM, S & U —i, IR IR
4 4 pg/mL (1] Fluo-3/AM % Y6H%ER 200 uL, 37 “C ik
JGIRE 30 min, WOGILERAE BB HRINEE, Bk
WK 488 nm, KUK 540~570 nm.
2.3 fUESEBEER 2 BE A SUER LT B e 40 B P T 1
S EHHEE (ROS) BIFIE

F 1X10° A0 HE KN e Rl T 6 FLIG IR
1, 24 h JE 2NN RS R 2R 2GR4T 65
130, 260 pg/mL S PH X 240 52 2% 10 pg/mL, =
FUR AT IAR A TR 3G 72 48 h 5 41 i ik
WAL, PBS Ut 2 Ik, B0, IAZSKREER 10
pumol/L ff) DCFH-DA 200 pL, 37 ‘C###& 30 min,
B IERWIRY, fli DCFH-DA ¥4 F1 40 it 76 73 32
filt, 30 min JGINEFFRMDE 2 K, BSO, FF BIEH
I 800 pL F5FR, WRAT4IML, I GO R AR
USRI, ORI 488 nm, KUK 525 nm.
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MTT VA 45 R 7R, LAAN[R]BT 5 R AL Y
ISR QIR BT A EH T HepG2 4l 72 h ),
M A2 B0 B SR PRIk R IEAOG, 5
THANE, ZrBHRAERENE (P<0.05), ICs
h127.85 pg/mL. iR NE 1.

F 1 IEBEREDR ZEEA HEBAIXT HepG2 ZHARA KHYHNH
fER (x+s,n=6)
Table 1 Inhibition effects of A. pilosa extract on growth of
HepG2cells(x + s ,n=6)

i e Al i

(ngmL ) %

7% ) — 0.335+0.021 —
IS FERE R £ 50 0.291+0.030" 13.13
BEA RRA 100 0.203+0.015" 39.40

150 0.133+0.009" 60.30

200 0.090+0.010" 73.13

250 0.072+0.004" 78.51

300 0.066+0.003" 80.30

b 2% 10 0.096+0.007" 71.34

528 (A AL S *P<<0.05

*P<<0.05 vs blank control group

T SR I 2 R s, DA [R] B K L T
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65 ug- mL"'

Fi%5 2 10 pgmL™
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Table 2 Effect of A. pilosa extract on HepG2 cells apoptosis

(x+s,n=3)

Aol p/ (ngmL™") AT T %

2 DN R — 10.80+0.34
MY ERERR £ 65 57.40+1.29"
BT AL 130 73.96+1.31

260 79.71+1.317

F S 3 20 70.23+1.12"

5 R B AL A T P<0.05

#P<0.05 vs blank control group
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(H AT B R SR 2O, 240 i o B H 2 9
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%%W%@?ﬁ JE 52 o

260 pg'mL”!

130 pg- mL"!
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Fig. 1 Effects of A. pilosa extract on Ca*" in HepG2 cells
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Table 3 Effects of A. pilosa extract on intracellular ROS
levels of HepG2 cells (x + s ,n = 3)

45 pl(pugmL ™) WA/ %

7 0] — 13.85+0.97
A B RE R 4 65 19.36+0.82*
WA BB AL 130 24.26+1.36*
260 61.99+0.85*
TS 3 10 65.40+0.91*

5P *P<0.05
*P<<0.05 vs blank control group
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