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W E B AR S M RATE BI04 A P 48 I (HPMECs) W s % P8 & & B -F (VEGF) A= 4 & & — BAL R4k
B (eNOS) k& ik 6y ¥ o, 7 ik : ¥ HPMECs 54 AL (B 3578 ) BAL(3% 0,35 7% ) \C (3% 0,32 - +15 pg/L AT 9] 30 R ) A D4
(3% 0,35 F:+45 ng/L W FV M R ), A8 B35 % 24 he LIS K2R 20 075 25, MTT o &, 4] 2w it 76 ) (VBB 3 ) |, i X 4m B A ] 4m
ML T %, Western blot i 4] 28 it VEGF .eNOS AT R ik &, &R A DMAWMEEE G, B.CAMMTEEMK, 5 AHLE,
B.C.D %1% o3& /1 AR A = %5 % . VEGF 5 eNOS £ ik ¥ 7% .eNOS/VEGF #, V' (P<<0.05), 5 B4Lbi,C . DAWmIEE H ¥,
VEGF & i& #,35 (P<<0.05) ; D 4. 4m i, ) = & &A% . eNOS & 15 %, 53 .eNOS/VEGF 3§ 4 (P<<0.05), 5 CArb4x,Dm e A o= &%
A& VEGF & A %45 .eNOS/VEGF 3§ m (P<<0.05) , %775 ¥ R 7T 4ki@ 1d _E 8 HPMECs #9 eNOS/VEGF % #4% 47 15
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Effects of Alprostadil on the Expression of VEGF and eNOS in Human Pulmonary Microvascular Endothe-
lial Cells with Hypoxia-induced Injury

WANG Youjun, ZHANG Lingmei (Dept. of Infectious, the Hospital Affiliated of Laiwu Iron and Steel Group
Co., Ltd., Shandong Laiwu 271126, China)

ABSTRACT OBIJECTIVE: To study the effects of alprostadil on the expression of vascular endothelial growth factor (VEGF)
and endothelial nitric oxide synthase (eNOS) in human pulmonary microvascular endothelial cells (HPMECs) with hypoxia-in-
duced injury. METHODS: HPMECs were divided into group A (normal cultural environment), group B (3% 0.), group C (3%
0.+15 pg/L alprostadil) and group D (3% O.+45 pg/L alprostadil) for 24 h culture. Cell morphology was observed; MTT method
was conducted to detect cell activity (recorded by absorbance); flow cytometry was adopted to detect apoptosis rate; Western blot
was used to detect relative expressions of VEGF and eNOS in cells. RESULTS: Cell density in group A and D was relatively high,
that in group B and C was low. Compared with group A, cell activities decreased and apoptosis rates increased in group B, C and
D, expressions of VEGF and eNOS enhanced, eNOS/VEGF decreased (P<<0.05). Compared with group B, cell activities in-
creased in group C and D, VEGF expression decreased (P<<0.05) ; apoptosis rate in group D decreased, eNOS expression de-
creased and eNOS/VEGF increased. Compared with group C, cell apoptosis rate was decreased in group D, VEGF expression de-
creased and eNOS/VEGF increased (P<<0.05). CONCLUSIONS: Alprostadil maybe play effect on HPMECs with hypoxia-induced
injury by up-regulating the expression level of eNOS/VEGF.

KEYWORDS Alprostadil; Hypoxia-induced injury; Human pulmonary microvascular endothelial cells; Vascular endothelial
growth factor; Endothelial nitric oxide synthase
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1.3 4HAa
HPMECs W B i Z/RAEYRHE A FRAF
2 Ak

2.1 HPMECs #ftEs

# HPMECs 2 2 ml & 10% JIf 4 Il 1 (% 100 w/ml 75 %5
2-0.1 mg/ml 5555 Z 1 DMEM k5 3 35 B F R F M p, F 37 °C .
5% COFEFE A P 3% 190 1~2 d e 1 IR, B 5 40 i il 4
90 % I HEATAEAR , B 3~ 5 AR 4 T35
22 BERGEREISHA

¥ HPMECs & T JC ML K 77 36 b 4b BE 12 h g i [R) 25
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DMSO, #i& 7% 10 min, 5355 FHEE AR T 490 nm iz K A0 0 7 4 g
}i920.6.,12.24 h G HIMERE (4) , 2 HI ANA AR A7 2K
2.3.3  WAANMACEIM AN IE TR AR A B T Ak &
AR ALANNE , A FEAS R A0 I A 1 10°~5%10°4~, 1 000
r/min .0 5 min, 3 FiE, A 500 pl PBS AN, AP FEA
t 4B AC5 ul Annexin V -FIFC F1 10 pl WAL P IE (P1) , %
PEAY 5 BAIRS P S IRREE 5 min, 1 h P 2 AN UG I 4% 4 40
MR PET 2
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AN, i A S W, B A = 5 R ] Western blot 25 6
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FRICHIZEPU R Z e BT, IR 1.5 h S TR, A fker &
(ECL) IR &Mt B % . LLHFBR A& 5 N2 f-actin 401 19 H
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Fig1 Morphology of cells in each group(x100)
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G E L (P<0.05) . #0400 A= A7 AR 28 LR 2, 15 5%
24 h I A(E AR T R 25 R W2 1,

0.87

0.6 1

~ 0.41

0.2 1

0

t,h
2 HBREMMKETFHLZ
Fig 2 Survival curves of cells in each group
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Tab 1 Detection results of 4 value and apoptosis rate of cells
in each group (X £s,n=12)

215 AfE JHT%, %
A 0.57 +0.02 13.09+1.17
B4 0.46 +0.04* 17.92 +1.42*
c# 0.51+0.03** 16.25+1.33*
D4 0.52+0.02** 15.09 + 1.27***
F 8.814 11.021

P <0.05 <0.05

TE: 5 AL, *P<0.05; 5 B4 H#,*P<<0.05; 5 C 4L L%,
*P<<0.05
Note: vs. group A, “P<<0.05; vs. group B, P<<0.05; vs. group C,
*P<<0.05
3.3 ZHBEH VEGF #1eNOS Rix
A4, B.C. DA VEGF 1 eNOS [ 2 ik 1
i ,eNOS/VEGF /), 22 A 427 L (P<<0.05); 5 B4LIL
B, C AN VEGF #3555 , D 4141 g ' VEGF Fl1eNOS (1)
Fkk 55 . eNOS/VEGF i, 22 A G 242 L (P<<0.05) ; 55
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CH L #r , D 4141 e eNOS/VEGFE ¥, 22 545 58 i 215 X
(P<0.05), 440 F VEGF .eNOS 221k [ B Uk 16 VL& 3, 46
MR 2,

— e —— G
—
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AH B CH DA
B3 HA4MF VEGF eNOS Rk K E
Fig 3 Electropherogram of the expressions of VEGF and
eNOS of cells in each group
x2 KBTS VEGF,eNOS Kix K eNOS/VEGF Ry
#ER(x+s5s,n=12)
Tab 2 Detection results of expressions of VEGF and eNOS
and eNOS/VEGEF of cells in each group (X £s,n=12)

2H 5 VEGE/f-actin eNOS/f-actin eNOS/VEGF
A 0.08 +0.02 0.07 +0.04 0.92+0.38
B4l 0.59+0.11" 0.31+0.12% 0.53+0.19*
c4l 0.42+0.09*" 0.25+0.03* 0.59+0.21"
D4 0.29+0.02*** 0.22+0.04** 0.73+0.27**"
F 9.876 11.021 10.264

P <0.05 <0.05 <0.05

T AdLELEE, ©P<<0.05; 15 B 4L LS, *P<<0.05; 5 C 4l L%,

*P<0.05
Note: vs. group A, “P<<0.05; vs. group B, P<<0.05; vs. group C,

“P<0.05
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