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[(# ZE] BN ZIaALARLEDERERE SR AL D WE G (Caveolin-1) FTAL, LI s F Jy &
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R FR+ msbm FR+58m, »HT 7 RKA28 XRIRH L AFA @it HE F E VR A I A E L HF
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NA Fo k@ &k AR LA, M IL-6 mRNA =& & A XA Y, i Caveolin-1 424% fe B v & o 3345 X s B F 49 T4
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[ ABSTRACT] Aim To investigate the effect of the caveolin-1 on the expression of interleukin-10(1L-10) and inter-
leukin-6 (IL-6) in rabbit carotid artery anastomotic stoma. Methods 32 New Zealand white rabbits were randomly di-
vided into sham operation group, operation group, empty vector group and caveolin-1 transfected group. The rest speci-
mens were taken for HE staining at 7 d and 28 d, which were used to observe the proliferation of intima, and the ratio of in-
tima/media area was measured by Image-Pro Plus 6. 0 software ; Real time PCR was used to detect the mRNA, and immuno-
histochemistry was used to assay the expression of protein. Results  Anti-inflammatory cytokine IL-10 and pro-inflam-
matory cytokine IL-6 were increased by carotid artery end-to-end-intestinal anastomosis.  Local transfected caveolin-1 plas-
mid can increase the expression of caveolin-l mRNA in rabbit carotid artery anastomotic stoma.  Compared with other
groups, the mRNA and protein of IL-10 were increased in caveolin-1 transfected group.  However, IL-6, a potent pro-in-
flammatory cytokine, was decreased in caveolin-1 transfected group. Conclusion Caveolin-1 promotes anti-inflamma-

tory factor in the balance between the pro- and anti-inflammatory cytokines in rabbit carotid artery anastomotic stoma.
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F5H (Caveolin-1) EL 8 UE B REIN il 145 e 38 1 R M
B B £ TR SR A DA AR, A S5
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1.1 SKIGEh¥ R A#d

HHHEZR32 A ,EKE1.5~2.5kg, B4
K % 5L 5 47 % 0% $2 B ; Rabbit anti-1L6 (bs-6312R)
# Rabbit anti-IL10 ( bs-0698R ) 24 i Tt 3% 8 1 7 4
MR TR A 8 lipofectamine ™ 2000 1 F % [E in-
vitrogen /A & (#1168-019); /M X pCDNA3.1 ( +)
Caveolin-1 AL th 8 4 K % 25 3 5L 16 5 Ay # HF R
BT SABC % 7% 41 LR I & (SA1026) 1 F & X H#
HENE, HMR A A E R T
1.2 EBEHARER

R JE K E = ko hIEFA F
AA FA+ZHEPUMFA + QU EFHAT
GHTHEMOE, XA EAHBEITE R & 15
YA AL, RAESCERL 6] K B H % 94 (40 mg/kg) Ak
B, BETFAEG L, &K HaF 4 0Fs kK
AATEA T EARA 2 em 1 0 A = A&
BIE 20 Bk RN A0 350 3 Bk, % Sk T B A
R B Bk 3 d 4 B AE R ST BT o E 8 5 4
JEE A58 s o8 8 T % ,8-0 Bk &M K 3 fiow —
WA, BN A U8 R EMITEAY T H ML
B RREEG A,

1.3 Caveolin-1 ¥ 7%

JF B3R BULT By 7T R X lipofectamine™ 2000 4 5 i
BT EMEERES(FHWLE N 1:3), ZER#E4
AEFERF RS ERAE 20 min, ERE—4HHY
A B NENEAMEK I H K pCDNA3. 1( + ) Caveolin-1
Jikr 5 Lipofectin 2000 #938 & 75K (# 44) REH K
1k # K pCDNA3. 1 iU #r 5 Lipofectin 2000 #Y 3 & V& K
(B gedl) g W R F 30 min,

1.4 MEFRAEH

FTARET RAES U P AL S RHEZ R,
P& B s 2 em 3k, BT PCR &I, K5 28
R, A FREEK 0.5 em By 3h ik, 4 3k Kok ik

Fi, BN 10% B EE T EE 20 min, B A 3 S
FLEE 4 um, AT HE o6, X % 9% 40 L A
1.5 EBRXEE PCR M ME F Caveolin-1 0
IL-6.1L-10 mRNA HIRIE

XK RT-PCR # A, PL Trizol & 7| #2 B i % %,
RNA,3# % 5 & cDNA, B # 1T 5% 8 %X ot € & PCR;
R R % 20 pL, 4 2 x SYBR Premix Ex TeqTM 10
pL, b #5147 10 pmol/L &3 0.4 pL,cDNA 4
H 2 pL,ddH,0 7.2 pl. ¥ KRR %\ EP &, #
B0, HON Light Cycler 34T 52 B 7% o € & PCR
KB, G E .95%C 10 s,61°C 20 s,72°C15 s f&
IR 38 W ;F 95%C 0 5,65°C 15 5,95°C 0 s 75k # dh
%o RPBLT R Ja, & 2| B A Ar A B B | 18 % 8 i
Lo BU B HAATHEN, AEXE, TEB K
Z| B {# B9 & (K & PR 2% Threshold cycle(Ct ), PA Ct
ERITEART B 0L B8 mRNA # 0%, #4
HHEHEENE 3 Kk, Ct {H I 8 AT e R KA
MERIT AT, A& HEEKAEZ T, KA
MR AEHEEQ 2%, B EKitE T,

ACt= Cttarget = Ctgappi 3

ANCt=ACt - ACt

other group control group

Fold change (relative quantification) =27~°%%

* 1. 5|19F 73
Table 1. Primer sequences
5 JPH1(5'-3") KJE

. ¥ TTGGATGAGGATCACTGTTTTG
Caveolin-1

T CCCCATTTGTCCACTGTAATTT
3% GAAAACACCAGGGTCAGCAT
1L.-6 - 153 bp
T CAGCCACTGGTTTTTCTGCT
I % GAACTCCCTGGGGGAAAAC
IL-10 N 145 bp
it GGCTTTGTAGACGCCTTCCT
i TTCATTGACCTCCAVTACATGG

TiE CGTTGCTGACAATCTTGAGAGA

636 bp

GAPDH 340 bp

1.6 SEHANFLEE (SABC )N MEHR
B IL-6.1L-10 EHRIRIE

HRANGRA E o BT RN ZFR(T,
I I A 4R Ok BB, 4 0k 1Smin; 8 R B 8 4 i K
(100% 95% 90% .80% .70% % 2 min) ,3% H,0,
JH 10 min K& W IRE B S4B, BB m 5%
BSA iR I%H 20 min H F AL FHELE, % B IR
FBE—H1.—4%;DAB B &, 5F XH[7]F A
Image-Pro Plus 6.0 E % 247 % 4, Il 2 F 34 0 & &
R T EE, FHERA, XHER
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2.1 Caveolin-1 3 M E M & O¥%E RN
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Figure 1. HE staining of vascular
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& 2. F Image - Pro Plus 6.0 &N EME MRS FIEHE
MIFIHHELLE(x +5,n= 3) ay P<0.01, 5 iE %41 LA b
P <0.05, 5FARHLE,

Figure 2. Image-Pro Plus 6. 0 software measured the ratio

of intimal and medial area(x £s,n= 3)

2.2 KEMBEHZAF Caveolin-1 RIXHFMR

ARJG 7 REZ RV A DI E H 2L, 5 5
RNA, RS2 et 2 B PCR FARK IR vy & 1
MAEHLEH Caveolin-1 mRNA R 1K 1% B, #6075 Yy
MY, S5IE®E AWK, FARAMZS KA
Caveolin-1mRNA FKikFEML (P <0.05) ; 5 F R4
Y4 Caveolin-1 B FHE (P <0.05; 8 3)
2.3 Caveolin-1 {EB KB MEHLF 1L-10 BIFRIX

HIEWA W, FARA A YA 1L-10 1)
HHFIRI D ; Caveolin-1 F 445 1L-10 1Y EE H ik
BRI (P <0.05; 18 4) . 55G5ME & PCR
ZERVIA (K5 fEk2) .,

HE B2 0, SELMAF )& DS OL (18 1), AT LT AR
s B L 2 1T A8 PN IS4 B, A R Y N Y JRE of AE E
AR 5 IR G 2 I A L WY Sl ) R 1 JEE R4 s
7, T EMR AL B A (Image-Pro Plus6. 0 23X 1)
NS 10 A8 PN B 55 e R T AR BRI Y LA (TA/
MA; B 2) . WEITh AT LUE i, 5 IE# A i, TR
AT R O B S (P <0.05) 15 F
AR HOAE, e e A oA i/ b i T AR LA BH R R AR (P
<0.05),
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Figure 3. Caveolin-1 mRNA expression of rabbit vascular tissue
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Figure 4. IL-10 mRNA expression of rabbit vascular tissue
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2.4 Caveolin-1 MHIREMEHRH 1L-6 BIFRIX

H5IEW AR, FARAME H YA 1.6 1Y
mRNA FERHE I ; Caveolin-1 Y45 T1-6 ) mRNA £
SRR (P <0.05; K 6) . SRz gk v R
—H(F 7)), 7] WL Caveolin-1 #4545 L4 RE AUARAE (4
Ok 2 UL | TR AR 4 2 8 A 2 Al £ 0k B
B TXHEA

5. RIE IL-10 REARUYZFRBEEER(SABC x400)

F2. HEMEEIL-10 RRARULZHNER (v +5)

Table 2. IL-10 immunohistochemistry results of the vessel

wall (x +5)

4y n SFHPEERE(x1077)
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Figure 5. IL-10 immunohistochemical staining of rabbit vascular( SABC x400)
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Figure 6. IL-6 mRNA expression of rabbit vascular tissue
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Figure 7. IL-6 immunohistochemical staining of rabbit vascular ( SABC x400)
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A SCHRFE A caveolin-1 78 5 48 AE S 0 i 72
H 5 IL-10 BHIA G, IL-10 J&—Fh 250k i bt 48 H
T, AN GBD T 40 A PN B 4 i A RE D
Tl Z R S RE ] T8 7= A2, TL-10 353 e 2 R il Fn
Lk JAE N, AT i BRLAZ A 3 DA T 00 46 ot
ST LA A A B R A TL-10 R HR ] A |
WV 240 6 £14) 3 14, SCRE 100 1) s £ PR 1 0 0 TR - 11 3
K, DT AR LA S0 LA f B L R AE R
,TL-10 38 0] 30 53 BT NF-xB {553 % i ik 20> 1L-
6 BIFEAE ) TL6 S —FORE AR 1, PR I A
JHL ML A8 P 2 A0 A SF- Vi LA S5 o 4 i A
Z 50 MERI N EZERER T, HilmEBRGE,
1L-6 DI P18 LR I SRR, B fb T A B A% 20
LT e P 20 L I P R A L 3R Ak R B 43
St 20 A0 1 SR o, 85 SRy S A e g AR
K IR I8 BE (Y TIL-10 R R IL-6 ik TFHE,
MRS5S T MB35 0 J0E I, 5 145 14 56
YIS, Hojo 21 tBAEM] 1L-6 7E 1ML 3 WK A 5
FeIkME S M A IR . A Sk
A S B e, 38 B BT R IR YT IR T A 16
(7K, AT LA fife L5 PN B 4, U B TL-6 7 I 45
ST LA Jf 3 e P 2 AR A (ER 16 1)
FLRAE ML ASE 2

ARSI KB Caveolin-1 R FEAR LA 45473 i FA) 412
RHF 1IL-6 TR PR K F 1L-10, BEHH Caveolin-1
PR A W) A F1 BB A R AE PR 14 SF- 87 1) 1 2% PR 7
filigt, YEE VLRIt IEE 3] Caveolin-1 T IME W& L
PAEAER, #2785 Caveolin-1 BT EEH RS
FLAT AR S AP R TP i AE A oG, (A2
INEARHLEIE A Ry E— IR AT .
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