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Study on Inhibitory Effect of Lycianthes biflora Polysaccharide on the Proliferation of Hepatic Stellate
HSCs-T6 Cells in Rats and Its Mechanism

HE Silu', GUO Xiaobao', XU Lingyuan', JIAO Aijun’(1.Dept. of Pharmacy, the Affiliated Hospital of Youjiang
Medical University for Nationalities, Guangxi Baise 533000, China; 2.College of Pharmacy, Guangxi Medical
University, Nanning 530021, China)

ABSTRACT OBIJECTIVE: To study inhibitory effect of Lycianthes biflora polysaccharide on the proliferation of hepatic stellate
HSCs-T6 cells in rats and its mechanism. METHODS : After treated with 0 (blank control), 50, 100, 200 ug/ml L. biflora polysac-
charide for 24 and 48 h, the activity of hepatic stellate HSCs-T6 cells in rats was determined by MTT assay and inhibitory rate of
cell proliferation was calculated; the content of Hyp in supernatant was detected by immunohistochemical assay. After 48 h, the ex-
pression of cellular a-smooth muscle actin (a-SMA) was measured by immunohistochemical assay; both transforming growth fac-
tor B (TGF-B:) and Smad3 were measured by Western blot assay. RESULTS: Compared to blank control, 50, 100 and 200 pg/ml
L. biflora polysaccharide could inhibit the proliferation of HSCs-T6 cells; cell inhibitory rates were 39.84%-69.31% and
45.16%-82.93% respectively after treated for 24 and 48 h, which were positively associated with time and concentration. The con-
tents of Hyp in supernatant were 178.36-93.25 pg/ml and 131.94-68.74 ng/ml respectively after treated with different concentrations
of PRP for 24 and 48 h, which were negatively associated with time and concentration. The protein level of TGF-f, and Smad3 de-
creased after treated with L. biflora polysaccharide for 48 h(P<<0.01). CONCLUSIONS: L. biflora polysaccharide can inhibit the
proliferation of hepatic stellate HSCs-T6 cells in rats, and its mechanism is associated with the inactivation of endogenous TGF-§3
pathway for reducing collagen production.

KEYWORDS Lycianthes biflora polysaccharide; Hepatic stellate HSCs-T6 cells; Inhibitory rate of proliferation; Collagen;
TGF-p pathway
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W, LAEO2E1E 0 8 em .5 000 r/min B5.0> 15 min, W I,
PRI, BUAs TR 2 vk 4 , A5 9 46 8 500 mil, 75 LA & -1E T B
(4: 1) ZRARL(H) Sevag %), B BB AT IRIOHE T4 C
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W& AR BB A 4 /5 95% LB, (i L B v )% h 0%
FEDT 24 h, 0, WA 23, 25 R 2 Bk TGk R TR 6
VUK, A R = AR 22 W . KR 2 K ke R 22
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BRI, 258 Hh-0] WA e FINAS PRP 4434 90.16 % .
2.2 HpEEESE

HSCs-T6 21152 955 , LA & 20% 413 (FBS) i) DMEM
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Smad3 2 (KM E . — PR BRAT B AL IS 8] 43 51 A
1:200(337%) . 1:1 000(2 h) 5 fb2 & G B ARTKIE & o
VL GAPDH AW Z:, UL HbREE 1 S NS UK EEER L EZR
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®1 AEREIREPRP K HSCs-T6 4B 24 .48 h [FHI1E
EMHZENELER (X £5,n=3, %)

Tab 1 Inhibitory rate of HSCs-T6 cells after treated with

different concentrations of PRP for 24 and 48 h(x *

s,n=3,%)
TR IE , wg/ml 24 h 48 h
025 X HE) 0.12+0.04 0.19+0.08
50 39.84 +7.26" 45.16 +8.36"
100 52.75+8.47%* 63.29+8.97**
200 69.31+9.13** 82.93+10.14"*

T Has OV RR ERA, P<<0.05, % *P<<0.01
Note: vs. blank control, “P<<0.05, **P<<0.01
#2 A EREKE PRP 13 HSCs-T6 4AH 24 .48 h /5 4 A
F Hyp IEENELR (X +5,n=3,pg/ml)
Tab 2 Content determination of Hyp in HSCs-T6 cells after
treated with different concentrations of PRP for 24
and 48 h(¥ £ s,n=3, ng/ml)

YRR, og/ml 24 h 48 h
0(Z5 FAIXTIR) 219.74+43.12 328.52+69.75
50 178.36 £27.09* 131.94 £26.42*
100 130.57 £24.15* 105.67 £22.67*
200 93.25+20.31" 68.74+18.21"

TE: 528 IR IR HEL, *P<<0.01
Note: vs. blank control, *P<<0.01
25 IO IR RE R o-SMA PRI R 2 . 550
X HE H %5, 50,100,200 pg/ml PRP B335 40 48 h i , A 75 (A 1)
a-SMA FF 0 i 55032 i i /) (P<<0.05 81 P<<0.01) , 25 K1 DL
F3 KA1,
®3 AEHREKE PRP I HSCs-T6 451 48 h J5 i H
a-SMAEBRIEMELR (x£5,n=3)
Tab 3 The expression of a-SMA protein in HSCs-T6 cells af-
ter treated with different concentrations of PRP for
48 h(x+s,n=3)
Y BUHRIE , pg/ml

A PEBHVEAIE , A~/ mm?

0(Z5 FIXTHE) 89.26 +18.52
50 65.74 +13.94"
100 4259+ 11.24%*
200 30.18 £9.23**

52 AR R, * P<<0.05, ** P<<0.01

Note: vs. blank control, “P<<0.05, **P<<0.01
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(P<0.01), HEE—E Mm-S R A5 RN 4 K 2,
4 ITig
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SEMTTIRERZR BoR , 25 O RE R HSCs-T6 2t i 78 B R |
S3ALBE 75 ; PRP A TS RE W R4l HSCs-T6 21 i i 39 4 , 32
AR EIVE R o SRS AR, T HSCs 3471 J& PRP Jil
SRRFLF AEAL VAR TR T o Hyp IR 11 DL SR R4 2R 32
By 2 — , MH K TR TE A0 BB 8 R 41
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Fig 1 Micrography of a-SMA protein expression in HSCs-

T6 cells after treated with different concentrations of
PRP for 48 h
®4 AFIFREKE PRP 3% FF HSCs-T6 48 48 h J5 48 A
TGF-B, .Smad3 EERIZMEL R (x+5,n=3)
Tab 4 The expression of TGF-B,, Smad3 protein in HSCs-
T6 cells after treated with different concentrations of
PRP for 48 h(¥ +s,n=3)

YRR, pwg/ml TGF- B ,/GAPDH Smad3/GAPDH
055 (XTI 1.2+0.07 1.4+0.11
50 0.36+0.04* 0.58+0.07"
100 0.25+0.05* 0.32+0.08"
200 0.21+0.03* 0.29+0.04"
1 5 XTI R, * P<<0.01
Note: vs. blank control, “P<<0.01
rr-,
GapDH A —
0 pg/ml 50 ug/ml 100 pg/ml 200 pg/ml

2 A JRE K E PRP 3535 48 h J5 HSCs-T6 40 il /1 TGF-
B..Smad3 & B FRILHEIKE
Fig 2 Electrophoretogram of the expression of TGF-f .,
Smad3 protein in HSCs-T6 cells after treated with
different concentrations of PRP for 48 h
FEALBIIE L s a-SMA 19 3R 5 BCE VAT HERTE I, IR i
Pbr i 2R P E 4 21 HSCs W00 5 14 58 o A v R 44 T 1) 7
TR, TN LT 4E A i K SR, AR 45 2R o, PRPAE
FJi , HSCs-T6 4t it Hyp % 19870 .a-SMA B T, 104
RALIR W HSCs 88 11 1B URE TR , REAM i £ 4 AL e R
X ] fESE PRPIUIFEFLEAL R AL 2 — . TGE-B.#hd 1 Z 7
20 B A R A oA U T R A A T A A ALV Y 5 T Smaad3
TRHF TGF-Bi 55 [ ML P9 A3 14 AT, 230 HSCs 13
AR T, R T Ak & ™. (R, 4% HSCs H TGF-B
KSR PRI A A R0 . ATFFE Western blot i 3045
FIR 25 X B Y HSCs-T6 41 g H TGF-B, . Smad3 2 17K -
SN, Ak T B R A A BUIRAS . PRPAE TG . TGF-B. .
Smad3 #1335 T , #2275 PRP 4l TGF-BI5 = i s J& Hpt
HSCs-T6 4 s FE A B 22—
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MMP-2 F2 MMP-9 % i& & A%, JF VA 320 pg/ml 3% 2235 40 22 B 21 i, 7 MMP-2 F= MMP-9 &k % F B A %t 3 & 5L (P<0.05) ;1Cs
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Effects of Baicalin on Human Osteosarcoma MGG63 Cells Apoptosis and the Expression of MMPs
SHEN Zhihua, GUO Jingjing (Dept. of Pharmacy, Shaoxing Municipal Central Hospital, Zhejiang Shaoxing
312030, China)

ABSTRACT OBJECTIVE: To study the effects of baicalin on human osteosarcoma MG63 cells apoptosis and the expression of
MMPs. METHODS: Treated with 0 (blank control), 5, 10, 20, 40, 80, 160, 320 ug/ml baicalin for 24 h, the survival rate, the
expression amount of MMP-2 and MMP-9 were detected, and IC: was calculated. Cell apoptosis was observed. RESULTS: Com-
pared with blank control group, after treated with baicalin, survival rate of MG63 cells decreased, while apoptotic amount in-
creased, the expression amount of MMP-2 and MMP-9 decreased; there was statistical significance in the expression amount de-
crease of MMP-2 and MMP-9 in MG63 cells after treated with 320 pug/ml baicalin (P<<0.05); ICs was (40.21 £9.20) ug/ml, all
responses were in concentration-dependent manner. CONCLUSIONS: Baicalin can inhibit the proliferation of MG63 cells, induce
cell apoptosis, and inhibit the expression of MMP-2 and MMP-9 in cells under high concentration.

KEYWORDS Baicalin; Human osteosarcoma MG63 cells; Matrix metalloproteinase; Cell apoptosis
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