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Fig.1 The Cytoxicity of Salidroside on PCI12 Cell at
Different Concentrations. PC12 cells exposed to
Salidroside at concentrations of 1~15 wmol/L for 24 h.
Results were mean+SD. Statistical analysis was performed
with student's paired i-test. At least three independent
experiments were carried out, each in triplicate. There was
a significant difference between the Salidroside treatment
group and the untreated control group. **P<0.01 compared

to control group
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Fig.2  Effects of Salidroside on cell
ABssss-treated PC12 cells. PC12 cells exposed to APasss for
24 h after pretreating Salidroside at concentrations of 1~

Statistical

survival in

9 wmol/L for 24 h. Results were mean +SD.
analysis was performed with student's paired i-test. At least
three independent experiments were carried out, each in
triplicate. There was a significant difference between the
ABysss treatment group and the untreated control group.
#P<0.01 compared to control group. **P<0.01 compared to
ABas3s treatment group
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Fig.3 Effects of Salidroside on A,sss-treated PC12 cells in morphology. (A)~(C): Oberved with
optical microscope (x100); (D)~(F): Nuclear morphology of apoptotic cells shown by Hoechst33258
staining (x400); (A), (D): Control PC12 cells; (B), (E): PC12 cells exposed to AR,ss for 24 h; (C),
(F): PC12 cells pre-incubated 24 h with Salidroside 6 pwmol/L and then treated with AP, for 24 h
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Fig.4 Dynamics of activation of caspase-3 in individual PC12 cells during AR,sss-induced apoptosis. (A)
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Dynamics of

Venus emission intensities and CFP emission intensities corresponding to the images of Venus and CFP from a single
PC12 cell during AB.sss-induced apoptosis. —O—: Venus; —[—: CFP; —@—: Venus/CFP. (B) The Venus/CFP ratio
(normalized to 1.0 at (=0) was determined from single living-cell imaging measurements. —M—: Cell 1;, —@—: Cell 2;

—A—: Cell 3; —V—: Cell 4
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Fig.5 Dynamics of caspase-3 activation in living AP,sss-treated PCI12 cells with or without Salidroside

pretreatment. (A)~(C) Dynamic FRET ratio images of SACT 3 representing casapse-3 activity in response to

environment (A), AP, treatment (B) and pre-treatment with 6 wmol/L Salidroside for 24 h, then treatment

with AB,ss (C). The images of fluorescence intensities (Venus/CFP) excited by Ar-lon laser (458 nm) were

recorded by LSM microscope. Scale bar, 5 um. (D) The fluorescence intensity ratio plot of Venus/CFP

according to the data from three groups above. —@—: Control; —V—: ABy,s; —[—: Sal+AR,ss



420 SN/ Y/

S 2006%F

A3, FRET LR EHFI Venus/CFP % Y 5 & 1)
EUAR R £ 5 R B, 40 S Rk T caspase-3
(K35 E, BEAS T PC12 40 dE Tk .
24 ABxis 1EF PC12 A E T A K #i caspase-8
B E

HH pFRET-Bid %% il & FHAE 4 caspase-8
WA B, AITE 40 A caspase-8 1)
WA . pFRET-Bid 7F 1E % 41 M & 35 5 73 A
Mo PRl )5, SRS A 1Y casapse-8
e, full-length Bid (FL-Bid) <4 ¥#|, &
% truncated Bid (tBid), tBid &K%, fE41

&)

Control

YFP CFP
Ommn . .
h mmn . .

WA o3 A . WAL N 1) FRET B4 tBid )
AR R B SR WA 6 s, A AR Y
Bid 4R R AHRZBIS 704 (Bl 6A) o ABasss ALEE
ZH % 20 B PN 1 Bid 78 i N T AT ABssss CINEDw
Jt, (AN NGRS A, H A Mk AR T
(Kl 6B), &5 FFHAMLL. S5 HEH, ABusss
73 PC12 40 MM T A KM caspase-8 IIMHOE, ¢
7N T ABosss 55 PCI12 40 i I T2 AN K caspase-8
N SER, Al AR TR T 40k A=
T

Ratio

o u . .

(B)

A5 treatment

YFP CFP
- n . .
o n - .

Ratio

o . . .

Fig.6 Dynamics of caspase-8 activation in living PC12 cell with or without AR,sss treatment

. Dynamics of

caspase-8 activation in response to environment (A) and AR, treatment (B) in living PC12 cell. Images of

YFP and CFP emission channels excited by Ar-lon laser(458 nm) were recorded by performing on LSM

microscope. Scale bar, 10 wm
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INHIBITIONS OF SALIDROSIDE ON THE Af,:;-INDUCED APOPTOSIS
BY FRET IN LIVING PC12 CELLS

CHEN Miao-juan, XING Da, CHEN Tong-sheng
(MOE Key Laboratory of Laser Life Science & Institute of Laser Life Science, South China Normal University,
Guangzhou 510631, China)

Abstract: To investigate the inhibitions of salidroside on the apoptosis induced by AP,ss in PC12
cells, cell survival was analyzed with cell counting Kit-8 (CCK-8), cell morphology was observed by
optical microscope, nuclear condensation was shown by Hoechst staining, the dynamics of caspase-3 and
caspase-8 activation in single living cell were monitored by fluorescence resonance energy transfer (FRET)
respectively. The results showed that salidroside elevated the cell survival by inhibiting the APsss-induced
apoptosis in a dose-dependent manner, and that salidroside greatly inhibited the caspase-3 activation.
Furthermore, the apoptosis induced by AP,3s was independent of the caspase-8 activation. In conclusion,
these data indicate that salidroside can protect the PC12 cells from AR,sss-induced apoptosis by inhibiting
the activation of caspase-3.

Key Words: Salidroside; PC12 cells; Apoptosis; ARB,ss5; Fluorescence resonance energy transfer (FRET)
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