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Overexpression of A20 inhibits OxLDL-inducible endothelial cells VCAM-1 expression and monocyte Adhesion
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Abstract: Objective To examine the effectiveness of A20 inhibits OxLDL-inducible endothelial cells VCAM-1 expression and mono-
cyte adhesion. Methods With the help of DOTAP, endothelial cells were transfected with pEGFPEHA20-N1. The positive cell clones were
selected with G418. Immunofluorescence analysis determined the stable transfection and expression of A20 in the endothelial cells. The ex-
pression of VCAM-1 in endothelial cells induction by OxLDL was determined by immunofluorescence and in situ hybridization. The adhension
force between endothelial cells and monocytes was checked by micropipette aspiring system. Results A20 gene can significantly inhibit the
VCAM-1 expression of endothelial cells and decrease the adhension force between endothelial cells and monocytes induction by OxLDL. Con-
clusion A20 gene can be helpful for the treatment atherosclerosis.
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1.1 XA

A LB AR AE pEGFPEHA20-N1 Bk ( AT RUG LMBP
Dr Martine V $#2/it EHA20 ¢DNA) 745036 E #4 B 1 i, DOT-
AP g A% 44383 ( Roche 24 F]) , E-tag 34k (32 [ Amersham
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DMEM 8% 3¢ 5 F f5 4 L 35 14 B HLycone 22 7], G418 £ H
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AT R A Y IR F iRk I DOTAP, 7E N B2 40 i #% pEGF-
PEHA20-N1 B4 R 4, 29 18 h 53 R F U, & M199
RS (4 20% FBS) 353: 2 d B, Fi4 G418 300 me/L ¥
M199 BEFEMAITHIRE, 14 d ST G418 PitE4 i, Kl &R Y
YHLLkEETE 300 mg/L () G418 ik T #5357 28 d, T B
TWMEAMEYER, F& G418 300 mg/L ¥ M199 ¥ 5+ K [4)
Bf 8 R EE e pEGFP-N1 B SR 3 TN B 2L

AR KT G418 MUk ER It SR 2 A, st i
e A20 BE BB FH, — PR BRI A E-tag S5 EHK
(HA20 cDNA N X 3%5¥5i8 E-1ag J¥5) GGT GCG CCG GTG CCG
TAT CCG GAG CCG CTG GAA CCG CGT) , —Hi Jk =i 4> B
YRR ED R 1gG.SABC-cy3, Xf B 40 o P4 Bz O 36
pEGFP-N1 A Fb, SEHALKNERALETHN LA,
ichE R VIR FHfk. Bk SRE A20 ER K
G418 PHYE R4 T /e 82558 o
1.3 SARKEERESHHE

AHEFEIRED (WA MER RFEYILEHDE)
PSRBT TR N 1 pmol/L,37 CHAL 24 b1,

1.4 NF-xB & VCAM-1 /& %1 it A 4 R kA )

BB R 53 B 4, 43 ) g % B pEGFP-N1 £ #1 pEGFPE-
HA20-N1 4, LB 4 =4 T:1 450 LDL 50 mg/L;2 4
OxLDL 50 mg/L;3 A LT RIS A EZ1E Rt R, TEHS
HMERI6 h, BEMABEIE T BB, —H 0 BILA NF-
kBp65 HLikf VCAM-1 $itfk, ZHh AR ERH 6. =
Hi 4 SABC-cy3 , BULIR AT BB HAHEB KR, HIK
MRS, VCAM-1 EEEE BB F 5] (B mIRE) . 5°-
TAACC GAAAG GTGGC AACAG AATTT GAGTC-3’ ; 5° -TATTC
AGGCC TGCCG TGGTA CAGAA CTGGA-3" ; 5°-CTGGA CAACA
GTTAT AAAAT GGATT ATCCT-3’ ., FEAR K& & A, St
R FESLE, AL FE D% 1gG,SABC,DAB B, i+HELAE
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1.5 #AER o R SA R 2 A% fn AL B

1.5.1 BEHARLSE REEBRAFHNELENEEE
1 mL, A Percoll (B L& ¥ 1. 085)3 mL F 2 500 /min 154
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ALIGT MMM, R GA18 Fiik /G EE A A20 BEE
RIEWNLANE, WA REREZT G418 N MK,
A20 BFEFRIBYME 100% , BB EMERTE R HMAR
TERAETE G, T 5 G BT B9 40 AR R A R B TRIR A R 857
o FH E-tag ik SCUG 45 SRR BFE S A20 RRTN A P B 40 B i
XK RFH, R P HRBRLL G, LB HEERS
BAMMEARES LB AR, FY A2 ERFAREH
RAEEARZEMN S L oy3 FOLRM E-tag L5 R, HLHE
T BRI LR R IA AT A A20 B FXIHIL.
2.2 VCAM-1 f&%m Bt A 69 F X AR
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VCAM-1 7E 4 S S 3235 , T OxLDL RE B £ % VCAM-1 7E
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VCAM-1 ZEHN 4RI FE K,
2.3 NF-kB £ ik A m

S5t B8 OxLDL 55 i) P B2 4 i 7T I BA 3B ) NF-xB
£ A%, W LDL 35549 P9 Bz 40 6 B 38 o 28, A20 R HTF B
Z M) OxLDL #5547 NF-«B B A,
2.4 AAmME M EEEFR S

HMERMAMEN(F 1) ,0xLDL fEH B BRI R AR S
BRI KB, W LDL U BB B, A Hn OxLDL Hf 45 e
A20( pEGFPEHA20-N1 ) F15% Yt 25 £ {4 ( pEGFPE-N1) ¥ [N 7 48
M5 RAZMMRAHIR I HEREE(P>0.05), A20 EHAEH
B> OxLDL B SRS R RS ROR M, 55%
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PRI E-tag MIRIXTTHAE A20 FFR7E N K2 4B Y
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ik PR W] RS Ao 400 5 0 P9 B2 A VCAM-1 B A AT
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