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(# ZE] BW:UREELEATAERT (PEDF) MHMEREURET AL AE LR 41 (HBE) 73 WA L4 M B2 £ K I (VEGF) By 5%
Wi, AR VIZAEH S HUAE S F 1o (HIF-1o) FAHSEH: ik  IRIMEFE Y HBE A0AECGH 3~7 TS5, 51k4h (CoCl,) 100
pmol/L BEHIEREUIRAS . L8043y 4 2. IEH M IRZH (A ) GBS T 104 (B 4H) 54k + PEDF 50 ng/ml T-14H (C &) K&k
% + PEDF 200 ng/ml T #i#H (D 1), RT-PCR ¥EA A 20400 HIF-1a J2 VEGF 7E mRNA /K- )Rk 2 5 ELISA J
Western blot VA6 £ AL VEGF 5 1 357K ; 40 M S 58 9 S e 830k (T ) Rzl 45 2H A f HIF- Loo 5 11 7 4 M5 RN 240 A% v
MIZRIETEDL ., 53R OB 4 VEGF 1) mRNA /KP4 A HE TR [ A 419 (8.56 = 0.67)f%,P < 0.01],C 45 D 4119 VEGF
mRNA KP4 B HHA S TR (P < 0.01);B 4l HIF-la mRNA FJFRIAKFH A B TS (P <0.01),B.C.D 3 4i[i] HIF-1a
mRNA JToGe 4422 5 @AM 55 5 F il B 4 VEGF ik [ (1 370.10 + 42.98)pg/ml 1 #5 A 2 [ (670.00 + 23.35) pg/ml] ]
BIE(P<0.01), HBZH5 C4[(816.19 = 37.05) pg/ml] M D ZH[ (646.47 = 22.70)pe/ml | AL ZRAGE 5 L (P < 0.01),
@ Western blot £5% 7R B 41 VEGF BE BTN A 2HI0(3.99 = 0.37)1%, ZRAE LI X (P <0.01);C 45 D 4 VEGF
MR 235K T4 B HW B T, 2R A G4 L (P < 0.05) , @IF 458 57R, B 4H HIF-1o FIFRK KT RN A 4
D AR, 418 PEDF SHEECIRA T HBE UM 500 VEGE B —ZMGifER , izl /E A rT ik 5 PEDF 4% HIF-
la HX,
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Effects of PEDF on the expression of VEGF in hypoxic human bronchial epithelial cells
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[Abstract] Objective:To study the effects of pigment epithelium derived factor (PEDF) on the expression of vascular endothelial
growth factor (VEGF) in hypoxic human bronchial epithelial (HBE) cells,and to determine whether the expression of VEGF is
associated with the expression of hypoxia-inducible factor (HIF)-la in cultured cells. Methods: The cultured HBE cells between 3rd
to 7th generations were used in the study,and 100 wmol/L cobalt (II) chloride hexahydrate (CoCl,) were used to simulate anaerobic
condition. There were four groups in the study:control (group A),CoCl, 100 wmol/L (group B),CoCl, 100 wmol/L +PEDF 50 ng/ml
(group C) and CoCl, 100 pwmol/L +PEDF 200 ng/ml (group D). The expression of HIF-1a and VEGF mRNA were detected by real-
time polymerase chain reaction (RT-PCR). The expression of VEGF in the different groups were examined by enzyme-linked
immunosorbent assay (ELISA) and Western blot. Immunofluorescence (IF) was performed to test the expression of HIF-la in
cytoplasm and cytoblast. Results;: DThe level of VEGF mRNA was significantly elevated(8.56 + 0.67)-fold in group B compared with
that in group A (P < 0.01),which was decreased in group C and group D (P < 0.01) compared with that in group B. Compared with
group A,the level of HIF-la mRNA was elevated significantly in group B (P < 0.01). However,there were no significant differences
of HIF-la mRNA level among group B,C and D. @The concentration of VEGF protein in cell cultural supernatant was higher in
group B [ (1 370.10 + 42.98)pg/ml,P < 0.01] than that in group A [(670.00 + 23.35)pg/ml]. The levels of VEGF in group C [(816.19 +
37.05)pg/ml] and group D [ (646.47 + 22.70)pg/ml] were decreased compared with group B (P < 0.01). @ The level of VEGF
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protein detected by Western blot in group B was (3.99 + 0.37)fold of that in group A (P < 0.01),and there were significant

differences between group B and the other two groups (group C and D,P < 0.05). @ IF showed that the level of HIF-1aprotein and

the nuclear translocation of HIF-la in group B were significantly increased compared with those in group A and D. Conclusion:

PEDF could inhibit the overexpressed VEGF expression in hypoxic HBE cells,and this effect may be related to PEDF-regulated HIF-

la.
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KM EH 10%864 11035 1 RPMI-1640 15 37 58
AT HRE RS 3~7 ARHHAL ] T 555 . R 2B K0
B YYIR T0%FTC I HE 97 DU 7, B0 2 41 il
[F2F GO A, #0700 4 41 B F X
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50 ng/ml T4 (C 4 ) S A AES+PEDF 200 ng/ml
T4 (D 4), FAE Tk A 100 wmol/L,
PEDF 7ESALA 75T B4EHT 40 min AR,
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AL RNA, 20 B I AR B 5 105 5% 5 ¢DNA
Lk cDNA W#HR AT PCR 9714, AHF5% PCR 514
50k OHIF-1a FiE51 9.5 -TTGCTCATCAG-
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AGGGCAGAATCATCACGAAGT-3", Fiinl¥ .5 -
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TBST Vel ; = EIEE Pt 2 h; YelEE F ECL &%
W5, L GAPDH HNSKIEA A E A LR,
Image Lab {4500 55407 IR BEAHL
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W R 5 A AL, B 41 HBE 41l VEGF mR-
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Figure 1
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[(882.85 + 100.43) pg/ml] HI D #H [(713.14 =
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I TR, ZRA5T2=E (P <0.01);C.DW
I VEGF F£ik/K 5 A dAtL, 27 817
X(P>0.05,K2),
2.3 HBE #Z@je ¥ VEGF & & 49 kA

H Western blot 2 i & A& + i 24 h J5
VEGF EHTESHAMrh iy Rika (K13), KM B
2 VEGF IS /K A 419(3.99 = 0.37) 1%, 4
HzZEEFA G L (P < 0.01), C 4 VEGF 1)

Comparisons of HIF-lae mRNA and VEGF mRNA expressions of HBEs among each group
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A TR X IREE B &AL %S 100 pmol/L; C: 584645 100 wmol/L+
PEDF 50 ng/ml; D & k4% 100 wmol/L+PEDF 200 ng/ml, 5 A ZHLt
B,"P<0.01;5 B4, P < 001(n=3) ,

K2 ASCEH MR FR R B VEGE nY3Rik
Figure 2 Comparison of VEGF protein in cell cultural

supernatant among each group
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& 3 #5504 VEGE [R5
Figure 3 Comparison of VEGF protein expression in HBEs a-

mong each group
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A IERT IR B S AL4S 100 wmol/L; C: S ALSS 100 pmol/T+
PEDF 50 ng/ml; D 5{fk44 100 pmol/L + PEDF 200 ng/ml(bars = 25
pm),

Bl 4 HIF-1o ZEA7E HBE 40885 R A0Mi b ik
Figure 4 Comparison of HIF-la protein expression in cyto-

plasm and cytoblast of HBEs among each group
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