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[WE] BH® THAHNKRREIEZHEMCHETF L (EOLAL) & F1E A B 40 f I 40 i € o
Wdle  Fik MAMERIR O K P R 4 bk ECV304, 5 b g 1 5 R 4% 44 9O B 1 (EGFP) -EOLAL
fil S ERA TR, FH S B 43 7 ¥ 25 UKL pEGFP-N2 Hlfh & 21 [ 3K 3k KL EGFP-EOLAT #% ¢ A
ECV304 4l . 4k2E 557 48 h, M40 , 2 (1 R Bk i %5 € EGFP J¢ EGFP-EOLAL il 8 1 i 3R 3k
R WO R A BB R R EOR , A4l ii b EOLAL EH W4 EM . BR L
B A0 % 58 I S5C T4 ok EGFP-EOLAL # B AL Th . 85 11 Ji 3k 3 4 1 4% 5 i /R , EGFP 1 EGFP-
EOLAIL il & & F 7R R A i h i Zh 2R3k . BOBIL R AR 8RB T W% Y TORL Y ECV304 , 5,98
A RS A, (B A A R AR B R R e A B SRR TTORL Y ECV304, 4% €8 9¢ O 5 4 41 B 43 4
HAEME i R . 3B 5 o B8 L% 3 2 UKL A% 40 M P9 T S e UL AR 4 % v Wil & 2 1 3R R ORI
MR A RETIRY . 4k EOLAL & & fL4E ECV304 41 i #% 5 40 M it 5 i v /B R 5
SRS HTFREEM.
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[ Abstract] Objective To study the subcellular localization of human endothelial-overexpressed li-
popolysaccharide-associated factor 1 (EOLA1) protein in endothelial cells. Methods Human umbilical
vein endothelial cell strain ECV304 were cultured in vitro. The fusion protein of enhanced green fluorescent
protein (EGFP)-EOLA1 expressing plasmid was constructed. Empty plasmid with EGFP at N side ( pEGFP-
N2) and fusion protein expressing plasmid EGFP-EOLA1 was respectively transfected into ECV304 cells with
liposome. After being cultured for 48 hours, the expression levels of EGFP and fusion protein EGFP-EOLA1
in cells were detected with Western blot. The subcellular localization of EOLA1 protein was detected by laser
scanning confocal microscope and immunoelectron microscopy.  Results The EGFP-EOLAI coexpression
plasmid was verified to be successfully constructed by enzyme cutting and gene sequencing. The fusion pro-
tein of EGFP-EOLA1 was observed to express in transfected cells through Western blot. Green fluorescence
scattered all over the ECV304 cells transfected with empty plasmid and cells transfected with fusion protein
expressing plasmid, and it gathered obviously in the nuclei in the latter cells. Immune deposits were ob-
served in the matrix of cells transfected with fusion protein expressing plasmid but not in the cells transfected
with empty plasmid. Conclusions EOLAI protein is localized in the nucleus and the matrix of ECV304
cell, and it plays its role as a signal transduction factor.
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ECV304 40 (£ E ATCC AR BEH T & &M
4y %1 10% FBS f¥) DMEM £ 3: i ( L% €AY H AR
AHIBATED) B, 40 YL i o B OB AR E R I v
) DMEM 3555 1 o
1.2 ¥ 3 EOLA1 X F 3 %) % HE (open read frame,
ORF) J¥ 51

#iE EOLAY B H W ORF 53, %itHE L&
ETAYTEEARSARAAER—X514, &
W54 .5 -AGCAGGATCCTCTCTTCATGCCCCAAAG-
3, FUHEE4 . 5'-AGCAGGATCCTCTCTTCATGCCCC-
AAAG-3' 7 | F#F4r 3151 A EcoR 1 Al BamH | B
Y sl. I ECV304 40 /d & RNA 47 RT-PCR(H
RF & A H A TaKaRa AR F=§h) , 74 EOLAL B H
K ORF 731,
1.3 #J% EGFP-EOLA! & B HEXE R

Fl EcoR 1 #1 BamH 1 XU EE Y] PCR =4 DL &
pEGFP-N2 Fiki( £ E Clontech A F) . XY =%
#EATHL UK B, Bl DNA 3% £ 85 ( H &% TaKaRa /4 &)
PEAT AR KON, ¥ B B9 ORF ¥ 346 A pEGFP-N2
b LRSS KRB FE DHSo 5, R BUA 75 3% 5
EYTR(RE)BRAFNF,
1.4 A% Y FBRat ik

¥ ECV304 HHMIEF F 6 FLEE P (Hd 2
I EEHHER A TEEMEEREEHEN
), BERNLS X104 /FL, WIEBHREHEE 80%
Ehamt, 4 M A4, LLJE E {& Lipofectamine™ 2000
(it Roche 23 7)) 43 51|44 25 5. pEGFP-N2 FIfh A
B ERK BB EGFP-EOLAL % 3 A 40 M1, 3% 3% 48
h, 55 Y FORLZE 4088 P BRI Rk, BEAT TR,
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RS 1 L EREEA. AT 2R ERBR-B
WEBRER SRk, BRI TERRBALHEL,
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Vo) CEHIR - (2 Mty WA TR E8sX
Y EE ARSI ) LRI E L RO R E G T
JBE AR AL (3£ H Bio-Rad 4] ) FH#M.
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ZEHT) Yefe,F LSMS10 META BB R A BB
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AL R G (LR E T E R AEYH AP R
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RAtm P A ERER A ), & BBt Y
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SE LB R 7K, B F R R 4 3 70% T R G 4
W FIEE R a7 . ARTN BRVE Uk, NI 5 R AR
R DIRAEREBE, F40 CHEHETER
FH 64338 500 (A 2 R B (& L 4 i# 5 DMP-30) |
AL (F5in DMP-30) 4b 2, B DL SR 4 g 618 42
M, BEY) A, A%, 78 TECNATIO B35 5f ML 5
(fi7 2% Philip 24 &] ) T W B,
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BB ERETOR, L2 ECV304 40 1L, B i)
RBFAMOCIE R A BB 4000 5 K 41
2R S RS A FORIR S, & DAPL Rt 5
IESK EGFP-EOLAl RS HAA MM RENRR . 5
b, gt — i AR BB P 45 # K F B X EOLAL &
HEAT WAL O, RATR A T R e BB AR AR
BEATIEE G5 R BoR EOLAl U TEMMBEFE A
Fiko LI EWELRIES T EOLAL AN EH K
it HERE SRR GRS E . filtl A, EOLA]
EOHA MR A R, S AR R ERE R,
SFHRESHEMN, RRANESHIE T,
AT — 2 B 5 EOLAl A S FE S
3R, mME EOLA1 BHM IR,
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15% TBSA & B 115 — i
2 £54

BEL,26 %, B2 500 mL RE ALK B # BT, 24
WRITEMLHE, FHE I h EALHRAMET . ABRMNA
HEAEE, A RERBTL R AR AR E,
XURR AR TR M, OO R LB, WP R FPOA R R R B ek, k|
MEMT RIS QI 29 15% TBSA IF 1T ~ M. 4Bk
oAU , W AN, ABSSS 40 min BB E MK E K, W M
FRORs B JULSK I | W e B R TR KPR, S0,0. 97 1 i 110/70
mm Hg(1 mm Hg=0.133 kPa). RiFEZHEMLEL, BEE
RAE PRI A, BB CT ERE.5E4ATF
RE SR, REL 700 mL, HEERETHAEYRFHER
BAMSBEDE R HA THXRE M. /54 h SO0, 8
TR IMAKE R E LN, MK N 70/50 mm Hg, 7 B
HREBEFTSEREFEA ICUFIFRHL L ST, 2
BEMER AR OB BN ROEHE (L EK 170 ~
180 3K /min) , #4120 min G R EHB.LERE, KELKER
R, S26.9 x 10°/L 2148 3 3+ %k 3. 82 x 10 /L _Hb
119 g/L [fl §5 0. 43 mmol/L . i1 £ 0. 28 mmol/L i 4# 5. 05
mmol/L i1 44 136.4 mmol/L il 2 96.3 mmol/L, 4 F LA E
HRPEER EERXT, BEPRABEBNEAHRERIS
R

Wit SRBRGBGIE EENMESEAER . BT

FAHM KR
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pH EIESI R B F G55 MM, F il K R
B UR o ATE R E T £ R L P
5 Ca'" AR M B, R SRR, ™ E
B A SRS RSN . 7 mL Tk EERM T LS EH®
IRARH BT AW ER Ca' " . MIAABIBREEEAUTIL
Syl () AR ZEASH. 252G HMAR
B A, —ERE EFERS . SRRESTHA
ZWEANEBLUFE ORRERCEL, BEZHTH
B AFIRERMASERAREAAREGREL. (2)#
BB AR R L. )5 B A B ] B R LK B IR B
DiREGI AR T, RS W R E . R0 81 R
R, ABESG 40 min BEA G &2, S 91 B A2 75 77 76 AR 45 5 5
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