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Abstract

¢ AIM: To investigate mechanism of bradykinin (BK) on
inflammations of retinal pigment epithelium (RPE) cells.
e METHODS:. ARPE - 19 cells were cultured in vitro,
stimulated by 100nM BK for 24h. Cell morphology
changes were observed by microscope, and BK receptor
localization was detected through cell
immunofluorescence. Changes of Ca* in BK and BR
antagonist stimuli were detected by laser scanning
confocal microscopy. The expressions of COX-1, COX-2,
eNOS and iNOS protein in control group and BK group
were detected by Western Blot.

e RESULTS.: After the stimulation of BK, there was no
significant changes of ARPE-19 cells in morphology. Kinin
B1 receptors (B1R) and B2 receptors ( B2R) could be
detected in ARPE-19 cells. Compared with control group,
Ca®* concentrations significantly increased in BK group; in
B1R antagonist group and B2R antagonist group Ca®
concentrations increased less than BK group; B1R and
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B2R antagonist group showed no obvious changes in Ca®
concentrations. Compared with control group, COX -2
and iNOS protein concentrations were significantly
increased in BK group ( P<0.001).

¢ CONCLUSION: BK induces the increasing expression of
COX-2 and iNOS in the cultured ARPE cells through
binding with either B1R or B2R.

« KEYWORDS: : bradykinin; proliferative vitreoretinopathy;
cyclooxygenase; nitric oxide synthase
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LRI K (bradykinin , BK) J& A= B A T 15 K R T it -
Ik & 5t ( kallikrein —kinin system, KKS) i FE KD
JT, A KKS e 2 e #5350 07 9 I 45 386 e o, AR TR A4 —
BB 48 A 1 B AL X R S5 (R I 2, FRAT T i 38
i3 R A 2A 50 PVR R PDR A BB A | 45 5 8 7 b
ABE 1M 2% B ( complement and coagulation cascades) EH A
BETEN KEGG il #7775 12230 1% T E S 28 P
D) 3 A F) S [ 30 8%, AMARRE I 2K i KKS (B¢ Il R SE N
AMA R G =ER e, Hirh KKS Sy e AMASE 2% B2 58 I
it 308 S P i e RS SCHEVE YR T VR, R BK E—
Sy bk 5 FEVE {2 BK %) RPE 40t i AIFT i A BH
i, ASBFELE T BK X RPE 40 i 09 4 58 7, #83°F BK
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1.1 &8 JFEAC ARPE-19 40 ( [R5 K27 IR BHF 75 BT 4
L HZ58) . 3K (HOE-140  Leu-8 ( Sigma A A ) ;
BI1R Hifk iNOS Hi 1Kk  Western Blot #H 5& 1 ( Abcam 2%
7)) ;B2R Hi4K (BD A7) ; COX =1 Hilk  COX -2 Hifk .
eNOS A ( Cell Signaling Technology 23 #] ) .
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1.2.1 BK {4 EF ARPE-19 R AFETN  BU%
R EAC ARPE-19 411 ], 37°C /K i, PRk #2 52 , B 2 %A%
WE Al , B A 15ml .04, B0 (1000r/min, Smin) |
WY B VR AT, BN A SmL K5 3030, XS T3 ( 5 4% iR
A ME 2mmol/L ZEHEAF BEME 0. 1mmol/L JF 05 F5 & FE R
1) DMEM/F , 1:1 35550 ) TR AR DT TE 20 A , 74 4% 200 Jfa o iz,
BT 5% CO, 37°CHMEEEFRAA TR, B 1:6 L0,
W2 W, BI04 ~6 K, BUEFRE) ARPE-19 i, 6B F
(x100) WEL4H I 25, 100nmol /L BK Hill3# 24h J& , WLELZH
MBS #2E4E

1.2.2 WRRER I BK FIEEAM UG FEA) ARPE-19
AN, 4% 2258 HE 4°C [ 5 , PBS {3k, & 10% JIG 4= 1 T
}%20.2% Triton 19 0. 01mol/L PBS 37°CHFHE . ZFHImA—
HL(BIR HifK BIR Hifk,1:200) ,37°CHEF 1h,4°C K5
I E P (1:200) , Y44% (DAPIL 1:200) , 5 Fr J5 R
£ TS,

1.2.3 M BK R EFEHmFIXMMmA Ca® ik ER I
B0 ARPE-19 40, 7140 1x10° 4>, ¥ Fluo-3/AM
Jic 1 4 1mmol/L JE , -20°C #ECARAE, F-127 F) DMSO
BE % 20% R (W/V) o TGS oM 2135 35 80K Fluo—
3/AM Fi B He BE 10 umol /L, 3411 A 0. 1% Pluronic F -
127 %, BEB IR, PBS ik 2 ¥, A 10pumol /L
BHE 1L, BT 5% €O, 37°CHFE4 MO 30min, K
Yot )5 (1) ARPE - 19 40 g i PBS ¥ #h %k 3 W, A 1mL
DMEM W J& I 2R £ 1 358 WL %% | LaserSharp 2000 #X {445
ORI BN N Ca™ W FF R fa e n, HA %
2043 25T 40T H3CH « BK 100nmol/L #ill3# ( BK 4H) \BK
JA4 AT 100nmol /L BIR #5 P17 Leu—8 ( BIR F5H14) |
BK HRT 8L 100nmol/L B2R F54i57 HOE-140 ( B2R $5
BLdl) . BK H 38 T 7 # 100nmol/L Leu—-8 % HOE - 140
(BIR & B2R #54udl) , ic st Hlis BG4 1k
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TR (E 1) .
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24h JE RN, COX-1 & TCHH 28 (51 4A) 5 1IE 8 4555
FEHY ARPE-19 4 ig thfR 2> &3k COX -2, 45T 100nmol/L
BK HI¥J5 24h,COX-2 & i W& H M (& 4B,P<0.001) ,
2.4.2 BK %t INOS % eNOS BI& 0 1E % & 1F 835 10
ARPE-19 4 4 7] 46 30 2] eNOS 75 [ £ 2 3% , 100nmol /L
BK Jil3# 24h J5,eNOS & & JCH 2k 48 (K1 5A) ;ARPE-19
4 iNOS F ik AR/ 44T 100nmol/L BK Hli# 5 24h #:
W, iNOS 7 £ i 34 Jn (& 5B, P<0.001)
3itit
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