— 1336 — BERERKEEWR 2010 F£& 3558 98 (Journal of Chongging Medical University 2010. Vol.35 No.9 )

SRR 0253-3626(2010)09-1336-03

Ang 11 % K Bl ISR (W] B 2116 PAT—1 3% 0955w K o s/
FHifeEH

HEZLANFHLE L E FLEEMH,EAE?
(1. RSB ER T WAL M 450052;2. WEERHE %P —MBEREEFHEL B 471003)

[ ZE]18 ¢ 31T Ang I %7 RE 18] Bz 40 8 ( Peritoneal mesothelial cells, RPMCs ) £F 75 il 5 18 1% 5 30 %] #7 ( Plasminogen activator
inhibitor-1, PAI-1)ZiA MR, o — UM 18] 57 4H PR 4 B VE 1 5978 ( Astragelus, AGD AL B G W T IRFER . # % 4 SF 3% SD
RBERBEER AR E A, Bk 24 h 5, VLS8 EH I RE (A 4), AngIT (107 mol/L)ZH (B 4), Ang Il +AGI(2 g/ml) A
(CH),Ang I +AGI(1 g/ml)ZH(D 4) . B 4 : I Ang Il (107 mol/L) #5113 RPMCs, #:01 0.2.4.8.12.24 h FR KP4k, C A
1D 40 433 AGI (2 giml) \AGI (1 g/mD) WAL BER , BE4T Ang I (107 mol/L){ASMFI RPMCs, B FE/K T2 4 h, EEKEE
24 h ML & HS IR BAE . 45 R : OAng [ LARTEHKH /7 B S PAI-1 mRNA KR35 B, A 2 h FFER, FREEE 120, KX
4hHEME, R 0k ) 3.51 £0.18 £5(P<0.05), Ang Il 5% S MR IA] Sy 4 b PAI-1 EFEIRA LW, KL 24 h I RE, W Oh &)
1.69 £ 0.16 f&(P < 0.05) . @AGI FAL B 5 AT & EPHITXAS 3.4 h it AGIfilff PAI-1 B9 mRNA FR&T 39.43%(C 4),37.28%(D
4), ZRBEFGITEE X (P<0.05);24 h B AGLff PAI-1 I BKFETFHET 29.41%(C 41),24.12%(D 4) , 2R RE G H%*
BEU(P<0.05), RIFLE] AGI Xt PAI-1 #) mRNA FI8E B I HIRE B T AGI %, B C 455 D 41 b3 (P>0.05), #46: AGI
AlE R PAI-1 MRk, B R) 2 S M R ) Rk E R R b R E S5 R B,
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Effects of angiotensin |l on the expression of rat peritoneum mesothelial cells

PAI-1 and and role of astragalus intervention
XU Jia~yun,et ol
(Department of Nephrology ,the First Affiliated Hopital , Zhengzhou Universiti)
[ Abstract JObjective: To investigate the role of angiotensin I (Ang Il )and the effects of treatment with astragalus (AGI) on the
expression of plasminogen activator inhibitor—1(PAI-1)on rat peritoneal mesothelial cells(RPMCs) Methods : The RPMCs were cultured
io the second generation in vitro, and were randomly assigned to the control group (groupA),the AngIl (107 mol/L)group(groupB ), the
Ang I +AGI(2 g/ml) Group(groupC ) and the Ang Il +AGI{1 g/ml) group (groupD ). Group B: RPMCs were stimulated with Ang I (107
mol/L), RT-PCR was employed to detect the mRNA expression at 0,2,4,8,12,24 h; group C and group D cells were pretreated with
AGI 2 g/ml and 1g/ml respectively before adding Ang Il ,and the mRNA expression and protein expression were detected at 4h and 24 h
respectively, Results: (DAng Il stimulated PAI-1 mRNA expression in a time—dependent manner from 2 h up to 12 h and peaked at 4h,
compared with O h group (P< 0.05), at the same time, PAI-1 protein expression were also upregulated by Ang II in RPMCS and peaked
at 24 h compared with 0 h (P<0.05). @ Treatment with AGI effectively downregulated Ang Il —induced PAI-1 mRNA and protein
overexpression.Ang I —induced PAI-1 mRNA overexpression were significantly downregulated by 39.43% and 37.28% with 2 g/ml and
1g/ml AGI treatment respectively afier 4 h (P<0.05),while its protein overexpression were downregulated by 29.41% and 24.12%
respectively after 24 h (P<0.05),and there were no differences of PAI-I expression between the treatment of different AGI concentration
(P>0.05). Conclusion:AGI can inhibit the expression of PAI-1, to reduce the accumulation of extracellular matrix in RPMCs and

prevent the progression of peritoneal fibrosis.
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MR AL B B BT B R BB R —
i FRARAE 2 40 B S0 3 (Extracelluar matrix, ECM) UL 5[ #2
RIS R AP AR ALD, T8 SR, IR R R S R AT i R
(Fibronectin, FN) . 2 i 2 F1 (Laminin, LN ) 385G B A0, 48 fid
SMNEETRFRER , S BUE IR A LD, A AR TE AN A1
B E b AEREO GRS —EE ., AR ERA
HANEEIR Y - B 2 — , 4T VA BB SR B 4 1 42 (Plasnino—
gen activator inhibitor—1, PAT-1) 38 = #1 H £F 5 B R B0 A
THRILT RS B M, ECM KRR/ , 3 ECM FHERDA, @3k
TR S BB IESL BB FE S (Astragalus , AGD) A B& 2 TS IR A
2 PR A G0, IS MIESE AGT RERE SR RN IA R
MR RRET HEAL I R AR R RSN, itk , AHIF ST B s ULEE AGT X
PAI-1 B)RIXERE , L 7R JHoxe B () Bz 40 o 400 A &1k o
FRETER R , T4 LB VA MR BT A A B R 4R

1 MB5FE

1.1

Ba4b % (FBS) .DMEM/F12 T35 37 5 (GIBCO A 7)) ;
BEFE B (Amerasco A ) ) ; Angiotensin II (Sigma, USA);AGI
(EREFEHFFH WA RAE LT, BT 233020179, BX
10 ml #824FJF A8} 20 g) ; Trizol i85 (lnvitrogen 23 F] ) ; 1314
FidF & (RevertAidTM First Strand ¢cDNA Synthesis Kit , Fer—
mentas 23] ) ;Taq DNA B-A B8 (Fermentas /2 7] ) ; RNase i
71 (GIBCO BRL A #] ); £k B8 — Z B (DEPC, R A 7 ):
DNA Marker(D1.2000, TaKaRa 2> 5 ) ; BEhg#5 (Biolabs 2 7] ) ;
S KBl PAI-1 (Santa Cruz,USA); 37K Bl GAPDH #ifk
(Dako 2> 7] ,Denmark ) ; BCA 12758 1 & 3 Wl 52 i 7] & ( Pierce
Z2H] ) ; TEMED(Sigma 22 /) ), LA R2ERH B P= 44 4.
1.2 K EAMLRER & fm fi el o B 15 33 10

TSI H N SD KB, K 180~220 ¢, B VA RE R4
REMLRES T O34, B RS 10%7K & 82T 0.6~
1.0 mlo FERRERSS MK BUB B ST 20~30 ml 0.25% & 8
fi /0.02% . _REU8 L FR ALK - 2 h JE WTEALSE K B, 75%T8
FERHBRHIEE S min, B REINEHRE P TS L1
JE SRR ST R RE R B B L, W tH MR PR A&, B A 15 ml
BB, 1500 t/min &0 15 min, F_E#, DA S 10%864
¥ DMEM/F12 ¥E5008 , R RS AT 22 8 0 iR TR
B, 25T 25 e® FATROSE SRR P . DA R B2 B
PEFUGAR] 4~5 ml, LA FRAFER 37°C 95%75 K .5%CO, HI4RIE
WM, B34 EiR 1 KIS HRE, R HsUbyirs
R AT L] B B, o 2 AR AR ST RS A LT 4 4 IE
WA, Ang T (107mol/L)4H , Ang I +AGI(2 g/ml)ZH , Ang Il
+AGI(1 g/mDHH . 7T 2 AR ¥E /) DMEM/ F12 #5537 3635
I3 05 2 HUIRRTINE 1 h AT TR .. 7EAE RET A&, R
VA 145 8 B R AR 3 A A TR

1.3 Western FP i

e SCHAAGE FiR0, B H4IHE, PBS ¥k 2 38, LA 4T H
SR, WK 15, 4°C, 12 000 /min, 8> 15 min, Bradford
W E R B . BUE & Y O Fbn A, 10% 18 4 B Ak (SDS-
PAGE)EERZ - HL3K, B4 E 90 V 30 min, 140 V 60 min, FiRIE/E
100 V #EHF 90 min, T A LT R IR R LT 4L A8, WA R A5 %
#55L, TBST YR : EIRF 10 min, S%ERHEYUSBEET . ZIBTF
124% 60 min, TBST YL : IR F 10 min x 3 W, PRIk s
LRI A TBST #SERH9 p47phox (1:500)8% GAPDH(1:1 000)
PUAIEE 4 CRRRIE A . TBST YEME: BT 10 min x 3
Wo A SR BT - i T3 (1:1 000) &
HRP-anti-biotin Hf{{&(1:1 000)Z={E F#E | ho TBST ¥
ZFIR T 10 min x 3 K. B Kl ECL &%, 2 FHEET
BN 1 min 5, BUBRA R S RBE B ERESEE
BT 2 TR RERZ E], fEREE s X- REHF B
0.5~30 min A%, WRBA BT PP MEERET, T
BEBAR R GEAT B R A XM Z IR GAPDH KA KE 51 o
1.4 %8 F RT-PCR 4R

. RNA $2BU% M8 Trizol WA BH/E, WM 2pg 2
RNA 2 ¥ RN S U 54 0 cDNA, FENTE & PCR
1% (% E MJResearch)}l mRNA H)Zi%, EE PCR FAE
% :SYBR Green Mix 7.5 .1, 5|94 0.3 rl, cDNA1.OpI, m=
FEKHRE 15 plo RIAME:94°CHIAEPE 5 min, 92°CAFH:
15 s 60°CiE K FHFEAif 1 min, Ft 40 3, 72°C AR IEM 10
min, PCR ™#)F 1.2%3XFENEBERL B 3K Fluorechem™8900 #E
BB RSB, U H MEE 5 NS 8 GAPDH A TOLE
W LB IE R e BT H T . SIHFFINE 1.

#&1 PCR3|#H&EHFT]

Sl R Bk 2]l PR BE (bp)

IEX 5’ -ATGGTCTACATGTTCCAGTA-3’
X 5’ ~-TCAGATCCACAACGGATACA-3’
1IE X 5°~ATGGAACAAGAATGAGATCA-3’

PAI-1 486 bp
B X 5’ ~TCAAAGGGTGCTGCAATGAAC-3’

GAPDH 590 bp

1.5 %uitgasm

BIF] SPSS17.0 Gt 3k AT 04T . LB P R &
M EATEHLE R ER LT REMNHIER R ETRE,
Ll GAPDH YE R WNE B, 3T B W H WL B Y HL B, 3% LAXT AR
0BG 0 h HAE NS, AT & LA AN LM, L
x5 TR, LA HECR A BRI B 25401 F) SNK—q # 5, P
<0.05 HEFAGIHHERE L.

2 5 B

2.1 Angll 3 RPMCs ¥ PAI-1mRNA & & # %%

S RT-PCR 45 R 7R, @/ 0.2.4.8.12.24 h
FKFA9281k , 7B Ang I LABF A # 7 2% PAI-1 mR-
NA Fik B, M 2h iR, #7822 12h, LL4h A E%E, H Oh



Srulaas

BRERAZFIR 2010 £5 35 55 98 (Journal of Chongging Medical University 2010. Vol.35 No.9 )

19 3.51 £0.18 f5(P< 0.05)([& 1), Western blot £ /R , Ang
1T AT 35 S ) B i b PAT-1 R 263k LR, LA 24 h R
U, %7 0 h /1 1.69 + 0.16 ff5(P<0.05)([&] 3).,
2.2 AGI #F Angll # % RPMCsPAI-1 & -F 4k /A

S0} RT-PCR 455 7R, Ang I AT B 3% 5 RPMCs PAI-1
i) mRNA FIEE 135 L, AGT FilAb B 5 AT & 35 BH WX A b
o 4 h B AGI fili PAI-1 ) mRNA T[T 39.43%(C 4 ),
37.28%(D #1), Z 5 A Gt it 8 X (P<0.05) (& 2), Western
blot %55 @78 ,24 h i AGI {8 PAI-1 MIE K FE TR T
29.41%(C #)%,24.12%(D 4 ), Z 5B G it #E XL (P<0.05)
(18 3), RWMELH] AGI XF PAI-1 ) mRNA FIEE 3 I AL s
AT AGIHREE, Bl C 415 D 2H HeAe(P>0.05).

500 bp:

12h 24h

PAI-1(486 bp)

W

8]

=
o= winps

GAPDH/PAI-1 mRNA

Oh 2h 4h 8h 12h 24h

:2.4.8.12.24 hvs 0 h, P<0.05
B 1  Angll 55 RPMC PAI-1 mRNA Bﬁiﬁﬁlﬂ(n—zt)

| PAI-1(486 bp)

GAPDH(590 bp)

AL IEF X HBL B, Ang 1T (107 mol/L)4H ; C.
Ang Il +AGI(2 g/ml)4H ; D. Ang Il +AGI(1 g/ml)ZH
B2 AGIXf Angll #FSH PAI-1 mRNA FiXBI80E(4 h B, n=4)

= o o

PAl 1(37 kD)

- - | GAPDG7 kD)

ovpPOONBROND

GAPDH/PAI-1 protein
COOO m ettt = N

A B & D

WAL IEHFXTHEZH B, Ang Il (107 mol/L)4H ; C. Ang Il +AGI(2 g/ml)4H ; D.
Ang Il +AGI(1 g/ml)4 ;A 5 B,B 5 C,B 5 D,P<0.05;C 5 D, P>0.05
B3 AGI ¥ Angll 558 PAI-1 B EFIAHEMN(24 h B, n=4)

GAPDH(590 bp)

3 el

N RREET Yk A J2 N B BT 9 T8 B 0 , AN % 0%
BL BT IR T R0 s R I BB T i — 2 R R e U
B, M ET I 72 G015 40 M 4 I o 47 4 A0 2 A i A 3
DURRAE IR R A 2H 222 E , 41 Bl 23 R (Extracell ular matrix,
ECM)TTEUR ECM & 5 5 Rl R i i 45 5% . ECM Ayt BEAR
AT RE R P T R T R . — & ECM iy ARt &, — L ECM
HIRE MU . ECM R ARG S B, L8MEAR,
LR AR, b PA RAFA RSB R , R ERR
AL BREF BRI MEALTR , PA MG A2 PAI-1,2,3 MyiEfs, 1
H PAI-1 S0, HTITAFE 2RI, B A A I o A i
i A 5 B I I IR A B B M AP 3 TR R R A B R R
LRI B R A L [Rg BE R B, T 97 F 40 A D 3L AR 5 Y 4
L& 5 o fifp Tl 288 1) 2R 3K 5 0 M S AR L b R AR B A
O, AGI Hhg ZFhAEIE P 4, e SUR S UESE AGT
FRRE HTE IR B B 5L BTSN Ak IEs, 2R R an =
SRR 5 0 A0 5 A5 B 3 R R AT A AL AR SR AR R T 3h
SEG, HARTENG RS . AGI 7E R 16 I LT 4 4k 7 1o 7 i
B, B, FEF IS RIRA TR I S AE TS AGT X i i
(1) Bz 24t a4/ R AR SR AR A A1 VR F A PAT-1 FRaB By 52
W 95 45 SR 2 W, Ang 11 i M3k (5 0 28 1 K OF 1 B & |
PAI-1 83K, TR/ ECM A4 R , S 35086 A 1) Bz 240 ffa 4
SRR , ECM Fi), S 7R 72 BR8] B 4R, Ang TR F T
LA FHOVE R, R, Ang T 75 8 IR AF 24k b i £ €057
SRR FEM . 11 AGI BEAMHI H1 Ang I I3 AR 8] K2 41
LT 75 It DA O AT 1 ) (PAT=1 ) B R B 3R 1 R 1
FH AT %0, AGT ELAE — 2 114 8115 440 B &/ 5 J3 o i Il 2R e RO A
A, EoBi iR AT 4k & A 55 K R BB FH , B8 24 1t HCA
il PAT-1 FSR , Ui/ i R ] Bz 40 i 4h J5 Jo 114 e 8 AR SR R 52
PRI L ZBFIE R AGT By A MR AT Ak Ak S A 5 2 JRAR AL 138
BT
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Survivin R L EZ BB TCS B SRR Eca—109
T MEs

M E A, AR5
(HRERIR AR Eor B BLA: PR %, PR 400016)

[# ZE )8 894897 survivin L X B H B (Antisense oligodeoxynucleotide , ASODN) (A TCS %S A A - E A R H 4 F
Bl 7k LISERmAM Eca-109 JsLioxt & #9084y 6 41 : RAHRA B (survivin IE X EZH R (Sense oligodeoxyn
ucleotide, SODN ) .survivin [ X ZEZ%H B8 2H (Antisense oligodeoxynucleotide , ASODN ) , K AEH; 2 H £H (Trichosan thein,TCS ) \survivin
B EATRRER A R E A4, SR EVENEEHEMM Eca-109 48 h, RT-PCR A2l Eca-109 4l survivin mRNA ik
754K, ; Western blot # Survivin .Bel-2 ,Bax . Caspase-3 & H #i5%F 1L ; Annexin V-FITC/PI KLYL R Eca—109 ZH B E T3,
25 % . ASODN 4 \TCS 4RI 41 A9 survivin mRNA A1 Survivin 2 [ 55 7K F B 5 REAK , 164 4182 3070 2454940 (ASODN 41 . TCS
R OREAR, T LA b 3 41 PP T4 Caspase—3 8 1RO BB T, B A AL SR Al 25 4 4 38 195 (P<0.05) s TCS SR 5 4
HIMIAY) Bel-2 B H IR K B B, Bax ZEFIMFRIABEIN . 454 : TCS BEG survivin B ASODN 7Ei% % Eca-109 40l iy -
JrH , REE R AFYMEIME A TCS Al survivin () ASODN I survivin FEFIFRIK, TCS T8 Bel-2 # HRAM LM Bax HHE
K, 43 BIBATE caspase SRR BilE R ERAR , W2 A HE B RIVE FE Y 4 T30

[R$8A B SR IR A T
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Apoptosis of Eca-109 cells treated with antisense oligodeoxynucleotide

targeting survivin and trichosanthin
CHEN Yu-long,et al
(Department of Pathophysiology , College of Bacial Medicine , Chongqing Medical University)
[ Abstract JObjective: To explore the effects of antisense oligodeoxynucleotide targeting survivin and trichosanthin on the apoptosis of
human esophageal carcinoma Eca —109 cells and its molecular mechanisms. Methods : The experimental Eca-109 cells were divided into
six groups:unireated group, lipofectamine group,sense oligodeoxynucleotide targeting survivin group (SODN),antisense oligodeoxy
nucleotide targeting survivin group(ASODN ), trichosanthin group,and antisense oligodeoxynucleotide targeting survivin and trichosanthin
group. Expression of survivin mRNA was detected by RT-PCR. Expressions of Survivin,Bcl-2,Bax,and Caspase~3 proteins were
detected by Western blot. The rate of early apoptosis was detected by AnnexinV-FITC/PI double stain. Results: Expressions of survivin

mRNA and protein of the ASODN group, the TCS group, and the combination group were significantly decreased. The combined group
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had significantly lower expression than the single group (SODN
group or the TCS group ). However, the early apoptosis rates and
expression of caspase—3 protein in the ASODN group,the TCS
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