B2 AW LR (A RBRERR) Vol.52 No. 4
20134 7 ACTA  SCIENTIARUM NATURALIUM UNIVERSITATIS SUNYATSENI Jul. 2013

PRy B ek NS i A 1< 7
B B - EREONEANES % - 1 S

YA, e, B, R, RIS,
AT, AR, K
(1. BHXFEFRWE NTat+FLaERENA, & 7 M 510220,
2. BHRFEFEWES MTa+FAER/) ) M TG, 7 & 7 M 510220
3. FRRARFPEHFR, FH Lk,
4, RRALEZRAXFEFRAMF £, 2 RAK3010;
5. BHRFEFRARBITF A, & 7 M 510632)

W O NSRS T S FHEBER B A AR AN R C28112 4t A K 5 A A B EER 4 1 AL AR
HRARSE B F B0 25 HE R MTS A0 FF B 18 B 1 o 58 A0 7 T A A8 BE 5 Y e A e Sl i B A R 1
DNA % RNA, WREE AN 53 24 KB A% 874 5 Western Blotting (WB) Kl B — Catenin SH7 A 4CHE AR 4 P72 20 ffd
AFEREATERER, 45R 88 MTS FA AT ER B 5 09 TG 7 i S8 50 20 5 6 BE A1 FL RO FE (B 4 A ]
PN, ZRYAHRITFEL (P<0.01); FIER B LA W B RBRZHIEIG, A4
BOEER; P WB A4 R R FHE R B SCH 4L X IR AR AN K 1 KA B & FH, B - Catenin
EHFRRESEAE LIRS, RUTHER B REfL il AFCE A0 85 I 1 TAHE SR TR s . HAE LS AT
RESTHENER B YEHFHE AN Wa (55 0E 8 E, LIEESETTHEF B - Catenin ik, B0% 3 H2K 41
A F 1 SO HRR BRI 6

KEER : SHIEE By FCBAIMG B - EREN; KAEANE ]

FESES: 81  XEFRES: A XEHS: 0529 -6579 (2013) 04 -0110 -06

Salvianolic Acid B Promotes Human Chondrocyte Growth and
Up-Regulating the Expression of B-Catenin and CYTL -1

LIU Shaojie' ,YANG Xiaohong™ > ,CUI Shuliang® ,LIANG Peihong® ,TAN Jianrong” ,
ZHANG Jinli*, SHEN Weizai’ ,XU Min’
(1. Department of General Surgery, Guangzhou Red Cross Hospital , Medical College,
Jinan University, Guangzhou 510220, China;
2. Guangzhou Institute of Traumatic Surgery, Guangzhou Red Cross Hospital , Medical College,
Jinan University, Guangzhou 510220, China;
3. School of Chinese Medicine, Hong Kong Baptist University, Kowloon, Hong Kong SAR, China;
4. Department of Zoology, Faculty of Science, the University of Melbourne,
Parkville, Victoria 3010, Australia;
5. Department of Anatomy, Medical College, Jinan University, Guangzhou 510632, China)

Abstract: To investigate the proliferative function of the major component of Salvia, the salvianolic acid

B, on human chondrocyte cell line C28112 and to identify associated factors in regulatory signaling path-
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ways, the study investigated the effective concentration of salvianolic acid B for chondrocyte growth in
culture using MTS method and observe the cell division and the morphological changes by using Acridine
orange fluorescent labeling of DNA and RNA to as well as detect protein expression levels of § — Catenin
and the new types of cartilage growth factor cytokine-like 1 (CYTL - 1) by Western Blotting ( WB)
method. The results showed that the absorbance values (A) in experimental group detected by the MTS
methods were higher than the control group in all doses with statistically significance (p <0.01); In
salvianolic acid B experimental group, splitting cell nucleus with more dual-nucleus cells were obviously
seen, indicating more active cells in growth process; the semi-quantitative Western Blot analysis showed
that the CYTL — 1 expression in salvianolic acid B experimental group was significantly up-regulated com-
pared to the control group, the expression of B — Catenin in experimental group showed a trend of up-reg-
ulation. So, salvianolic acid B promoted the growth of human chondrocytes. The functional mechanism
could be that the salvianolic acid B acted on the Wnt signal transduction pathway in chondrocytes, up-

regulated the expression level of B — Catenin, activated the transcription of the target gene CYTL -1, and

then stimulated its expression and release.
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28y, XHAIMASFRT PBS B, T 37 C. ¢
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MXGEIE R RER G, SEOFOLMIERE DNA
FOGR Y, LETOGMIERSE RNA 298155, M
LK DNA 488 nm, RNA 453 nm; % 5K b
DNA 520 nm, RNA 615 nm,
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Image Lab 3.0. 1 Betal ) J3#r%%
1.2.5 %it % F % R SPSS16.0 G4k 14y
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fiz B J5 (T 70 4 5 0 BR AL L RO EE(E Y A
AFRBERNE R, ERAgiHE X (P<0.01),
2y B M 3. 13 ~ 50 g/ mlL Al B 4 5E
BEAE ETHES, LL S0 pe/mL VBT ST R
IR B

[ ¢p=2%FBS

Absorbance

0 31 625 125 25 50 100
p(FHHIR)/ (ugmL™)

1 MTS BRI FHE IR B X C28112 20 fifg 4% 5E
Fig. 1 MTS assay detects the growth of C28112 condrocytes
treated with Salvianolic acid B
The absorbance (A) represent the cell concentration in the
media, which was complemented with 2% FBS and the amount
of salvianolic acid B for treatments as indicated in pg/mL, 0

wg as control; * P <0.01
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2.3 B-Catenin #1 CYTL1 EBRFKIZE
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WoR, SEdl (14.91) SRFPMRA] (12.21) A
WA ETHES (E3),

Sal B

Control

B2 YRERBRICAIT C28112 4 i) DNA/RNA

Fig. 2 Acridine orange fluorescent labeling detection of
DNA / RNA in treated C28112 condrocytes
Salvianolic acid B treated samples of A (DNA), B (RNA)
and C (DNA and RNA merged) with the control of D, E and
F respectively. Cells undergoing nuclei splitting are indicated
by short arrowheads. Newly split cell nuclei are indicated by
long arrow. (CLSM, x400)
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CYTL-1
B-Catenin — SeG_—_—_———S———
B-Actin

o~}

Ratio CYTL1&
B-Catenin/B-Actin

CYTL1 B-Catenin

K3 WB i B-Catenin, CYTLI {8 4323k
Fig.3 WB detection and analysis of the regulatory protein
B-Catenin and cytokine-like 1 (CYTL —1) in cell lysates.

A Proteins detected using specific antibody by WB; B Simi-
quantitative analysis of B-Catenin and CYTL-1 by their ratio to

B-actin respectively. Sal B-Salvianolic acid B.
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KBRS G, % R A AO Y fan
ISR EE He-Ne JGXT 30CH 4 il A= K gl g8, &3
S5O RS S B 40 DNA A . 4z oy 2
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FREHEMHEAER, i B-Catenin & FI7EH BT N A
R R, Bl B-Catenin JE A, HE—4
TEAAZ PSR IR (A a5 . BFoE 25 SRR,
5 B-Catenin 7E I N AR E A BB Wit {5538 1E
(R, L 5% T 200 004 A 1) 3 B D IR = — Y
BIEAKAEA 2 vl Wot/B-Catenin {5528 4L
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