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FEHFIRESBEREMNEF A KA TRAFFET o BRLEENKEKEF mRNA AR A4 EHT 6 £
EEA, Western blot 2 M4 AT BEIK A A FEH T laZFAH ALK, AXNMIERMNE W& @R & 2% ARSE
BFOERESKAAFET la AL 60 AN 2R —ARABEILE TS M0 AL KE TR M —
A RBGBERER, BT AR MRHERSNAER .. R AR FLEL 20%; 420 h KAFFHT lamR-
NAEFRPRMATHAH LR, ZXBREERAREALE(P> 0.05); MAAHLKAFFAT WA RAEFLEN
RAKETAZXALRA(P<0.05; 1BEXAEZAEZHPAALERF(P>0.05). 1% KA3hIKAFEFHAT laFa
FAEE, 6h I EAEREE M 2hiEd%, 4h AXGDEEAEKF., AX@ENLNELN, L5 LTHT 3
X, # pEGFP 41 CD31" i & &t f 44 40.2% T4.3% , R A% F B F la 8 & 53.8% £3.7%(P< 0.05); 7% 10 X
JG % pEGFP 48 CD31" %88 & 51.8% £3.5% , Ik A A F B F la 8 & 66.2% 16.6% (P< 0.05) . ¥ BKATHE
3 X, % pEGFP %1 CD31" @ ff & & tm feL$k 46. 8% +3.5% , 1« &4 F BT la 28 & 60.2% +5.0% (P< 0.05); 5% F 10
X, 4 pEGFP 42 CD31" %@/ & 59.0% +3.5% , Ik &% F B F la & 76. 1% £1.9% (P< 0.05) . K AKF A H 12
—FALRBER, BERAFFEAT AR E—ALRBER S, BRAL T 5T N AL KE T RS R EW,
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[ ABSTRACT] Aim To test the hypothesis that exogenous administration of HIF1a could enhance the differentiation of en-
dothelial progenitor cells (EPC) in hypoxia in vitro. Methods EPC were isolated from human peripheral blood by density
gradient centrifugation. ~ We transfected overexpressed HIFlato EPC in normoxia/ hypoxia by electroporation and measured the
transfection effiency. HIFla, HIF1B(ARNT), vascular endothelial growth factor (VEGF), nitric oxide (NO) level were mea-
sured with RT-PCR, Western blot, flow cytometry or Elisa.  EPC morphology were also observed. Results Approximately
20% pEGFP+ cells were observed after 36 h transfection. ~ Compared with normoxia, the expression of both HIF1a mRNA and
ARNT mRNA was not at all augmented in response to hypoxic stimulus (P> 0.05). In contrast, VEGF mRNA expression was
significantly up-regulated under hypoxia( P< 0.05). HIFla western bolt showed hypoxia stabilization of HIF1a protein was in-
duced at 3 h, 6 h and 12 h in hypoxia while the expression of HIF1a protein was undetectable at 24 h in hypoxia.  After 6-13
days cultured in 21% or 1% oxygen pressure, fluorescence-trace experiments revealed that CD31" EPC could be generated more
effienciently from overexpressed HIF1a in hypoxia than that of pEGFP transfected EPC ( P< 0.05) (53.8% £3.7% vs 40.2%
14.3% under normoxia at d6; 66.2% £6.5% vs 51.8% 13.5% under nommoxia at d13; 60.2% £5.0% vs 46. 8% 3.
5% under hypoxia at d6; 76. 1% £1.9% vs 59.0% =%3.5% under hypoxia at d13). A time kinetic NO was measured by
Elisa Kit which was markedly enhanced by HIF1a in hypoxia (P< 0.01). EPC differentiation was also observed by cell mor-

phology.  EPC differentiation and proliferation was more rapid in overexpressing of HIF1a group in hypoxia than in normoxia.
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Conclusions Hypoxia is ideal for EPC differentiation and proliferation.
HIF1-dependent processes and for hypoxia induced pathophysiological events.

Overexpressing of HIF1a is important for exploring
Moreover, HIF1a transfection was found to give a

prospected way to do the insight research on ischemic treatment in vivo.
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# HIFla £ # 5°-CCA TTA GAA AGC AGT TCC GC-
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% 10~ VEGF 2.4910.32 2.97 %0. 58 5. 66 £0. 47" 7.80 0. 39"
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CD31" 21/ /1 43 bt AE G S0 B HIF 1o 53 RL 1) 30~ T

=, VA EPC i ALAT EC 916, 7ETh A bR AR
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FIEA R AT R K AR A = I8 B, JEHAE
Iz AR Y B, FE BRI AR YT, B RR R A
OB 2B TRe T AR ML . EPC 1R 20 i # () 3%
A, 3 I B FE R B R B G HIF 1o FE RN EPC, B 58 %
T X EPC ARS8, SRR I EC SR A 2
fIGREE, AN T HIF1d® 5 VEGF 23§ DNA
gEE, BN T H AL SRR M, R 2 S0 N P [ 4R
R, it — 223k EPC 5 [71 734K, W Re 3 = i i .
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