Chinese Phamacological Bulletin 2007 Oct, 23(10) : 1375 9 - 1375-

UVA

(1 , 266071; 2

‘R 967; R 931.77;R 122.2
A 1001 - 1978(2007) 10 - 1375 - 05
UVA HaCaT
(tumour necrosis factor related gpoptosis inducing
ligand, TRA L) ; UVA HaCaT
TRAL UVA HaCaT
(Polypeptide fram Chlamys farreri, PCF)  UVA
TRAL 5
: UVA UVA +5.69 mmol- L ' PCF
UVA +2.84mmol- L ' PCF UVA +1.42mmol- L ' PCF
Real-Tme PCR TRA L mRNA ;
TRAL capaze-8
TRAL UVA HaCaT
8J- an ? UVA HaCaT TRAL mR-
NA , (P<
0.01); TRAL UVA HaCaTr
;1.42 5.69mmol- L* FCF
UVA HaCaT TRA L mRNA
(P<0.05 P<0.01); PCF UVA HaCar
capae-8 , UVA
HeaCaT TRAL ; TRAL UVA
HaCaT ; PCF UVA HaCaT TRAL
, UVA capase-8 ,
TRAL

UVA; ; HaCaT;
; capase-8;

UVA
95%, uvB
, UVA
( Polypeptide fran Chlamys farreri,

12007 - 04 - 20, 12007 - 07 - 15
(No 30471458)
(1971 - ), , :
, Tel: 0532-83985655, E-mail: qdvzhenli@163 cam;
(1955 - ),

) , Tel: 0532-83780029, Fax: 0532-
83780029, E-mail: chwang666 @126 cam

HaCaT

1 1
266071)
PCF)
, 879
,PCF  UVA
Hd a
(3. pcF UVA HaCaT

B¢ ( Tumour

necrosis factor related gpoptosis inducing ligand,
TRAL) -2 (Apo2-ligand, Apo2l ),
1995 W ilely ,

(5. ol UVA  HeCaTl
TRAL , TRAL
UVA HaCaT PCF
TRAL
1
11 PCF
, >96%,
227.5 mmol- L* .4
DM BM Gibco ; TRAL
Signa ; capase-8 p20 (H-134)
Santa Cruz B -actin :

TaKaRa RNA i® Reagent ExScript” RT Reagent Kit
SYBR™ Premix Ex Taq" (Perfect Real Time)

TaKaRa ; Real-Time PCR
; Rotor-gene 3 000 PCR
Corbett Research
12
HaCaT ,
DM EM
, 5 UVA UVA

+5.69mmol- L'" PCF UVA +2.84mmol- L'
PCF  UVA +1.42mmol- L' PCF
0.80 0.90 UVA (8 J-
an %) , , PBS 2
mBS2ml ,

13 Rel-TmePCR



- 1376-

Chinese Phamacological Bulletin - 2007 Oct, 23 (10)

131 RNA TaKaRa
RNA i Reagent HaCaTr RNA,
Ao Ao s RNA
(ExScript™ RT Reagent Kit)
, 204 | RNA 14 g, 5

x ExScript” Buffer 44 1, 14 | NTPMixture (10
mmol- L "), Random 6 mers(100d mol- L ) 1y |,
ExScri pt" RTase(200U- M 1'")0.54 | ,RNase In-

hibior(40 U- P I'*) 0.5 1,42 15 min, 95 2
min dDNA - 20
132 FPCR DNA
eay dilution(TaKaRa), 10°,10', 107, 10°, 10", 10°
, DNA
, Ct

XY |, (SYBR' Pramix
Ex Taq") Real-Time PCR ., 25p |

2 x SYBR Pramix Ex Taq" 12.5
M, 0.5H |, DNA 24U | TRA L-for-

ward 5'-GTGTACTTTACCAAC-3'; TRA L-reverse 5'-
TTGCTCAGAATERATGEC-3'; GAPDH-foward 5'-
CGTGGAAGGACTCATGACCA-3'; GCAPDH-reverse 5'-

TCCA GGGGTCTTACTCCTTG-3' 95
10 s 94 40 s60 40s72 40s 60
3
14 (W estern blot) ,
BS 3 MBS , 1
x10° 100 | [20 mmol- L™* Tris
HC1(pH 7.5),150 mmol- L * NaC1,1 mmol- L *
EDTA,1mmol- L ' EGTA, 0.01  Trion
X-100,2.5 mmol- L' ( odium pymophos:
phate) , 1 mmol- L ' - B -glycerophos
phate) ,1mmol- L * NaVvO,,1mg- L *
(leupeptin) , L mmol- L * (phenymethyl-
aulfonyl fluoride) ], 30 min;
1.5ml ,12 000 r- min* 10 min,

; (BCA :

), 40U g , DSPAGE
1h; 4 ; IBST 3 5
min; 1 2 000 10G,

1h; TBST 3, 5min;

(DAB) Quantity one
15

UVA HaCaT 7]

UVA 1h TRAL (2 mg-
L) , 18 h ,BS 2
5004 | [ 150 mmol- L™ NaCl, 10 mmol
- L™ TrisHCI(pH 7.5) 10mmol- L' EDTA,
5g L' 9DS50mg L * K],
, 50 ; / (1 1)
, 1 ,12000 xg 5 min,
; 1/10 3mol- L* 2
, - 20 DNA: 12 000 x g
10 min, , 0.70
: 500 | TE [ 10 mmol -
L™ ! TrisHC1(pH 8.0) ,10 mmol- L " EDTA]
RNA 20mg- L *,37 30
min; 159 L ! ,
DNA ladder
16 , SPSS
Q
2
21 PCF UVA HaCaT TRAL
mRNA UVA 2h PCF,
2 h , RNA, Real-
TmePCR Figl, TRAL
26.5 A
25.54 Cyclin A.FAM/Sybr(Page 1)
24.5- R=0.99790
23,54 R*2=0.99581
22.51 M=-3.184
21.54 B=26.630
20.54 Efficiency=1.06
19,57
~18.5]
17.59
16.57
15.57
14.57
13.54
12.51
11.§J
10%00 10%01 10%02 10¥03 1004  10%05
30.5 Concentration
29'? Cyclin A.FAM/Sybr(Page 1)
28.54 R=0.98525
27.5 R*2=0.97072
26.51 M=-2.624
25.54 B=30.806
.24.51 Efficiency=1.41
023,54
22.51
21.51
20.54
19.5
18.5
17.5
10%00 10%01 1002 10%03  10%04  10%05

Concentration
Fig1l Standard curve in Real-Tme PCR
A: TRAL;B: GAFDH



Chinese Phamacological Bulletin - 2007 Oct, 23 (10)

1377-

0. 998, - 3.184; GAFDH
0. 985, - 2.624, )
TRAL /GAFDH
, Tab 1 UVA
TRAL ,
(P <0.01); PCF TRA L

, (P<0.01, P <

0.05)

Tab 1 Effect of PCF on UVA-induced TRA L
mRNA expression in HaCaT cells(x+s n=3)

Group TRA L /GAFDH
Control 017 %0 02

UVA model 046+0 06" "
UVA +5 69 mmol- L * PCF 0.20%0 02" 4
UVA +2 84mmol- L ! PCF 0. 26 £0. 04
UVA +1 42mmol- L' PCF 0.34+0 02*

Note ** P <0.01 vs contol; # P <0.01 vs UVA model; P<
0.01, P<0.05vws1.42mmol- L ' PCF; *P <0.05 vs 2. 84 mmol-
L' PCF
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Fig2 Effect of PCF on UVA-induced TRA L
protein expression n HaCaT cells(x+s n=3)
1: Control: 2: UVA model; 3: 1. 42 mmol- L "% PCF; 4: 2. 84 mmol
- L"'PCF,5:5.69 mmol- L"'PCF;, ~" P <0.01 s control; #P <
0.01 vsUVA model; P <0.05, P <0.01 vs1.42mmol- L ! PCF;
44pP<0.01 vs2.84 mmol- L ' PCF
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Fig3 Effect of TRAIL neutralization antibody
on UVA-nduced apoptosis n HaCaT cells
1: UVA model; 2: Contol; 3: TRA L neutralization antibody; M:
Marker
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Fig4 Effect of PCF on UVA-hduced
cagas-8 activation n HaCaT cells(x+s n=3)

1: UVA model; 2: 1. 42 mmol- L~ ! PCF; 3: 2. 84 mmol- L 'PCF,;
4:5.69 mmol- L~ ! PCF; 5: control; * " P <0. 01 vs control; P <0. 05,
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The role of tumor necrosis factor related apoptosis nducng ligand and

Polypeptide fram Chlamys farreri n UVA-induced apoptosis n HaCaT cells

WANG Zhen-Ii" ?,L | Jin-lian" ,\WANG Chun-bo'
(1 Qingdao U niversity M edical College Q ingdao Shandong 266071, China 2 The First Sanatorium of Ji'nanM ilitary
Canmand in Qingdao, Qingdao Shandong 266071, China)

Abstract: Aim  To investigate the impact of UVA on
expression of tumour necrosis factor related gooptosis
inducing ligand (TRA L) and study the ole of TRA L
in UVA-induced apoptosis of HaCaT cells aswell as
the influence of Polypeptide from Chlamys farreri
(PCF) on TRA L gpoptic pathway induced by UVA.

M ethods Cellswere divided into five groups control
group, UVA model group, UVA +5.69 mmol- L™*
PCF group, UVA +2.84mmol- L ' PCF group, UVA
+1.42 mmol- L ' PCF group. Expression level of
TRA L mRNA was assayed by Real-Time PCR W est-
em blot analysiswas used o determine the protein lev-
el of TRAL and capase-8 activation The effect of
TRA L neutralization antibody on UVA -induced apop-
siswas al®o investigated Reaults TRA L mRNA

and protein levels increased after 8 J- an > UVA radi-

ation and the discrepancy was significant compared
with control group (P < 0.01). TRA L neutralization
antibody had inhibitory effect on UVA -induced goopto-
sisof HaCaT cells 1.42 5.69 mmol- L' PCF in-
hibited UVA -induced expression of TRAL in HaCaT
cells dose-dependently (P <0.05, P <0.01). PCF at-
tenuated UVA -induced cagpase-8 activation in a dose-
dependent manner Conclusions The enhancanent of
TRA L expression induced by UVA in HaCaT cells in-
dicated the involvement of TRA L in UVA-induced ap-
optosis PCF could attenuate UVA -induced TRA L ex-
pression and block TRA L gooptotic pathway, which
may be attributed © its anti-gpop otic effect

Key words UVA; Polypeptide fran Chlamys farreri
(PCF) ; HaCaT; tumour necrosis factor related gpopto-
sis inducing ligand (TRA L) ; capase-8; gooptosis



