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(WE] BTF FRAACHERREEME(AMD) R E4 B E ZEFE . H Al AMD #3577 Jr U 78 s
BET RO RIR IR — WA R, FHEBTNE SR AR YA R T, BM @R R Sl S 1E
i 7 T PR, B e A T T 50 LR T R BRI B 8 R L Bz (RPE) 20 g i Szie2 JE PRIITLER , 2 R BRUAH SG 14 Y
SE B E AL, iR BRI 2 KB Stz B siRNA JP 5 3R kY B DNA, 3% 428 512 5 2 T $ 3k O0f it
T )7 958 o R JH = BORL L 76 Y 293 24t Jif0 72 O 4R 15 55 7 ( Lv-rSLi2-siRNA ) , ] 245 497 0 256 1 0 2 s 5 B VLol
B o B KB RPE 4143l as (% R4 25 9 B 4\ Lv-rS1it2-siRNAT £ 1 Lv-rSlit2-siRNA2 41, AR $I5 43 41 43 1)
AXCF 95 T 1) B A A0 R [ 77 51 1Y) Lv-rSi2-siRNA #5145 Y 41 g , 43 51 >R F 9 B 92 06 5 & PCR 3 #ll Western blot
2000 7 £5 21 40 B v SLi2 mRNA K 28 [ 19 2235 LARR . Sli2 55 PRI R0 %, i 38 2 T 4% 91 . SR A 0,100,
200 F1 400 wmol/L CoCL, 5% 5 K B RPE 4t g LA ] £ Bt 5 4H i 455 B - 4% Ju i 2% Lv-rSLi2-siRNA2 T4 751, R
S 758 B PCR 1 H1 ELISA : 10 2 K B RPE 41 ffd b il A N &2 4E & T+ A (VEGFA) %35 B 46 K 40 il -
W VEGFA ik, @R MO 2 &K R Shie2 2 D848 955 8 P 80k % &8 7 B 4312 5% 10" TU/ml
M 3x10° TU/ml, ¥ Yei 3 )5 72 b F 29906 8 382 T W% RPE 41 g 18 5 3 45 Y R 7E 70% L | Lv-iSli2-
siRNAT 41 f1 Lv-rSli2-siRNA2 41K Bl RPE 4 o Slit2 mRNA A X} 335 5 43 3124 0. 67+0. 09 F10.23+0. 11, B
BAR T A B4 1.03+0.31 #2596 7 41119 0. 92+0. 07 ; Ly-rSlit2-siRNAT 41 Fl Lv-rSlit2-siRNA2 41 K B,
RPE 41 fifl v SIit2 75 1 AH X 3235 5 43 31 8 0. 62+0. 07 F1 0. 49=0. 02, B AL F-25 1 4 BE4L Y 1. 00=0. 10 F125 9%
FEALM0.95+0. 11, = R4 G it 2 & L (3 P<0.01) , 0,100,200 F1 400 wmol/L CoCl, {E HlJ5 , 25 14} HE 41 F0
Lv-rSli2-siRNA2 41 K B RPE 4l ffiitf VEGFA mRNA [ AHX Rx U B AW, 2 S A HRITFE L (Fyy =
127. 998 ,P<0.01;F ., =69. 663 ,P<0.01) , /N [fl # i CoCl, 4F HIJ5 4 41K Bl RPE 40 VEGFA 25 [ %) # ik
B RARR, 2% S G it 5% L (F o, =17.059,P<0.01;F,,, =91.791,P<0.01) . 100,200 FI 400 wmol/L
CoClfE MG Lv-rSli2-siRNA2 £ K E RPE 4 i ' VEGFA mRNA 23k 4 M 25 [ T o ik B 349 ) 4K T =5 | xk B
41, =S WAGIF R (¥ P<0.01) , g5 KR Slie2 B[R 18 05 7 T P8 8004 b 12 ) O 0 32 10 A 280 T 41
EALF A, HAET AT K B RPE 40 p Sli2 BP9 3235, I il SR 55 T VEGFA £ K BL RPE 41 g iy
ik,
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[ Abstract] Background Age-related macular degeneration ( AMD) is the leading cause of blindness in
people over 50 years old, of which 90% cases are caused by choroidal neovascularization (CNV). Current treatments
on AMD have gained great achievements,but there are still some drawbacks. So we need to search for new targets to
cure CNV. Objective  This study was to construct two combined lentiviral vectors for rat Slit2 gene RNA
interference ( RNAi) and verify its interfering effects on Slit2 gene in rat retinal pigment epithelial ( RPE) cells.

Methods Two specific siRNA sequences targeting towards rat Slit2 gene were designed and were annealed to DNA
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sequences. The DNA sequences and GV248-enhanced green flourescent protein ( EGFP) vectors were combined
together as recombinant vectors and then were identified. The GV248-EGFP vector, helper 1. 0 and helper 2. 0 were
transfected together into 293T cells and the two combined lentiviral vectors for rat Slit2 RNAi were gained from the
cell supernatant after 72 hours of transfection. The titers of the combined lentiviral vectors were measured. The cells
were divided into blank control group, Lv-EGFP vector group, Lv-rSlit2-siRNA1 group and Lv-rSlit2-siRNA2 group.
The interference efficacy of the combined lentiviral vectors targeting to rat Slit2 gene were identified by real-time
fluorescence quantitative PCR and Western blot. The sequence with higher interference efficacy was transfected to rat
RPE cells again. The transfected and nontransfected rat RPE cells were treated with 0,100,200 and 400 pmol/L
CoCl, for the preparation of hypoxia models. The expression of vascular endothelial growth factor-A ( VEGFA) mRNA
in rat RPE cells was finally measured by real-time fluorescence quantitative PCR and the concentration of VEGFA
protein in cell supernatant was assayed by ELISA.  Results The recombined lentiviral vectors for rat Slit2 gene
RNAi were successfully constructed. The titers of the two recombinant sequences were 5x10° TU/ml and 3x10° TU/ml,
with the transfected rate =70% . The relative expression levels of Slit2 mRNA in the Lv-rSlit2-siRNA1 group and Lv-
rSlit2-siRNA2 group were 0. 67+0. 09 and 0. 23+0. 11, respectively, which were lower than 1. 03+0.31 and 0.92=+
0.07 in the blank control group and Lv-EGFP vector group (all at P<0.01). The expression levels of Slit2 protein in
the Lv-rSlit2-siRNA1 group and Lv-rSlit2-siRNA2 group were 0. 62+0. 07 and 0. 49+0. 02, respectively, which were
lower than 1. 00£0. 10 in blank control group and 0.95+0. 11 in Lv-EGFP vector group (all at P<0.01). Significant
differences were found in the expression of VEGFA mRNA and protein in RPE cells among different concentrations of
CoCl, groups (mRNA.F_ - =127.998, P<0.01;F_  =69.663,P<0.0l. Protein: F =17.059,P<
0.01;F . =91.791,P<0.01) ,and the expression of VEGFA mRNA and the concentration of VEGFA protein were
evidently lower in the Lv-rSlit2-siRNA2 group than those in the blank control group after being treated by 100,200
and 400 pmol/L CoCl, (all at P<0.01).

group concentration

group

Conclusions Recombined lentiviral vector for rat Slit2 gene RNAI is
successfully constructed, which can effectively knockdown rat Slit2 gene and inhibit the expression of VEGFA in rat
RPE cells.

[ Key words] Lentivirus; Transfer techniques; RNA interfering; Retinal pigment epithelium/genetic;
Vascular endothelial growth factor A/metabolism
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WY M & M B OB A PE (age-related macular
degeneration, AMD ) J& 5| 2 & 4 A0 Jp B £ Y 3 22 )i
Pz — ) H 3 B B RE R K 4% B R 2k i
( choroidal neovascularization, CNV)JE i, TE CNV [{) %
AR kOGS R R, I N B2 AR KO T (vascular
endothelial growth factor, VEGF) kX £ H ®EZEA/EH . H
i, CNV 1) FB3G97 J5 4 bt VEGE 25 4 1) Bl 58 14 i
S HBTF SRR EE Ly, e E L=
KB TR VAR L), B 5 T S 4R AR A S A 5 R
WA AR 73 A BT VEGF 25936 97 RUR A, il 5 H08
ARG YT AMD (1975 %5 & H AT R BIF 58 # s o Slie2 Jk
PR ELAT R i 22 e il o 1) AR L 2 5 o g
LR O A A R R D A 9 B G 2 A AL
SRR T, AL B 5 3 B A0 Bk (ARPE-19 41
MIZ) Stz B F ik B, HIR i B8 VEGF 13k
PR M Stie2 DX AE G G B R R R b
(retinal pigment epithelium, RPE) 4l it /7 VEGF A9 43
WAL E CNV S5 19 5 AR MR R R B IR R Slie2
FLRTE CNV i £ T HIL R e 48080 i 3R 7 3 s f it

TIREE S ERE o AHARIT R, AR AT B B K AR R R
Y52 BN 22 B A S A B PR 7 e JHG ARG i B 45 7 5
M, T A A1 52 36 1 200 ol 7 B — , DR IR AR ) A DG AT 5
Xf E— PR R Slir2 FEPAE CNV i 52 i K HLAL ]+
SrEE, RIS B TR EE R B Slir2 L 18 7 T IR
A, I 0 128 AT BT YU R B Slie2 BEP #9748 RNA
('small interfering RNA | siRNA ) 18 %5 7% T P 2 4 /7 5],
DU T R B (AR IR 3 Sta2 K& R4,y Stir2 J R AE
CNV rp /5 FT B B AL A 78 AR F 50 B8 7 JE il

1 M#EFE

1.1

18 7 T I 2K (GV248) | B £ 26 4l B ot e
pHelperl. 0, pHelper2. 0 Lk B K g ¥ % 8% 32 25 90 Mg
DHS o (F 78 75 P14k P AL 27 H R A BR 2 | ) 5 BR 44
DI Age 1 \EcoR I (Jb st NEB 2 #]) ; DNA X 4 i
(P At Vazyme 2% w]) ; T4 DNA j& $% i ( 3¢ [ Thermo
Scientific 23 7] ) 5 R Al 52 3 ) & ( Bl RAR A A
293T T H 4 s J2 K Bl RPE 40 il #k ( A 5286 S £ 77 ) 5
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DEME = #% 55 3% £t . DMEM 5% 3% £ ( 25 [ Corning 2%
A ) 5 MR A ML (7815 Capricorn 22 W] ) s RNA $2 B |
Wil S ulG0 & Lkt g B PCR KR & (H A
Takara A H] ) ; St K B Sli2 5 5g BEL {4 (ab134166,
FH Abcam A H]) s Hi K B GAPDH B g BEHT A (bs-
2188R) | AR i 4 AL W) 1 bR 32 /D BRUAT SR BT (bs-
0925M-HRP) (Jb 5t i B AR A w) ) o 52065 it PCR X
(2 [# Applied Biosystems 2\ ] ) ; ABI3730 Ul F¢ 4% ( |
M RFAEY A ) B A AR U H Uk A B R AR
ACC R RAE L ) 5 240 B B8 R (VL5 46 F) 35 592 56 3 4
23 H]) s Blue Par [ /K XCAE R 85 55246 ( 1 —fE R AL
ABRAF) s B A (18 E Eppendorf /24 A ) 5 /& 85
LWL (E Thermo Scientific 7% ] ); K . VEGFA
ELISA 350 & (s LA H]) o

1.2 F

1.2.1  giffaEse 2R A& R AR B 10% Jif A+ I
15 \100 U/ml (R b B AL ) 7 85 &R M 100 pg/ml §E % R
() DMEM \DMEM 5 4 35 7% 2 85 7% 293T 41 jifd LA J K
Bl RPE i g, (K FL53 % 5% CO, 37 “CHE i 7% 4 F K
I, U AR S 2 70% ~80% W AT AL AR

1.2.2 R Slit2 siRNA 3Tt 18 9 B 23004 14 44 7 Je
PP MG Genbank H R B Slir2 5 [N % 14 ) 5]
(NM_022632) ,ffi Fi§ Ambion 2% & 844 , #R4E siRNA %11
SR BT 2 S5 80X R B Stir2 K& PR A7 g 19 T 407 471
(£ 1), 51938 Kl % DNA, BRAEIPE N VIR Agel 5
EcoRIBUEFY] GV248 K15 XU bk 26 1 814 , T4 DNA % 4%
BEEAC AR LRI 21K 5 DNA R (R 2) , & K
FRRGZ S A0 DHS o $24k , PR 2 BH M e B, e 485

F1 KR Stz ERTHFT

e 5 £ W E- 3’
Lv-1Slit2-siRNA1-a CCGG TGACAAAGGAGATGATAAA CTCGAG TTTATCATCTCCTTTGTCA TTTTTg
Lv-rSlit2-siRNA1-b AATTCAAAAA TGACAAAGGAGATGATAAA CTCGAG TTTATCATCTCCTTTGTCA
Lv-1Sli2-siRNA2-a  CCGG CGACTAGACCTGAGTAATA CTCGAG TATTACTCAGGTCTAGTCG TTTTTg
Lv-rSli2-siRNA2-b  AATTCAAAAA CGACTAGACCTGAGTAATA CTCGAG TATTACTCAGGTCTAGTCG

{E Ly B 75 5 siRNA /D T4 RNA

R2 BRERSHEHEER

JF 5 Wy HIFFI(5"—37) GC & (%)
Lv-iSli2-siRNA1 K Fl  TGACAAAGGAGATGATAAA 31.58
Lv-iSli2-siRNA2 K CGACTAGACCTGAGTAATA 42.11

I Lv. 185 7 ; siRNA . /N T4 RNA

1.2.3 1 n e R4s S EEME BT 24 h
Wi Ak T X B K TR 293 T 40 i $2 FP F ELAR 10 em B
BigR L, Ff 40 1 60% ~ 70% Fil & mF, R A G i i
DMEM 85 35 540 BN 6 b, 479 7 = BOkL M e e fu 2%
P B o P I T A B B B T TRCEE AT BORL A B2
I GV248 20 wg. #% 7% AL 2% iR Helperl. 0 15 pg K&
Helper2.0 10 ng 5% QiR &, A8 SR 1 ml,
FEZ L M E 15 min, ZE08 5 0T 293 T 40 i 15 77 2,
WY Js 72 h WO AN BN . B O HLTE 4 CHRMAT
4 000xg £f.0> 10 min DA BRANEHE s B B3, B0 2F
12 13.5 cm,4 C 54 F 25000 v/min B0 2 h, 57 F i,
PBS & ;1 000 r/min B0 5 min, B3, ok difb g
Mg RE , 80 CLRAF . W1 M B fL B, B e
293T i ff] 48 h, N AHTIEZG ) Puromycin, 4E 47 245 4) i
R 3 pg/ml, RSN IR 1 d, AR A A AR B 2
e A o 4 5% % 28 H ( enhanced green flourescent

protein, EGFP) 3K 1% &t , 11 5 18 5 75 7 B2 . % 2
J& = 17 20 M K o R R

1.2.4 Lv-rSli2-siRNA 5 Yt K § RPE 4R jd#k  $r 4=
KARZS AT K B RPE 40 i L 1x10°/FL 4 %% B 43 il
T 6 LA, 7 b AN BR 4L %5 9% B 41 Lv-rShi2-
siRNA1 £ 1 Lv-rSlit2-siRNA2 41, G4 i% 3 DT R
fL, 3RS 6 h 15 20 A o0 4 W BE 5 08 46 Ry TG Il v 3 57
FEAb P 24 h, s X AL & 4L Lv-rSli2-
siIRNAT 2 Fl Lv-rSlit2-siRNA2 2 43 5] L4 5 fof 52 4> 45 35
It 25 7 f #  Lv-rSli2-siRNA1 L) % Lv-rSlit2-siRNA2
HEAT AL B, 25 95 7 21 . Lv-rSli2-siRNA1 41 fl Lv-rSlit2-
siRNA2 2 & 2H 9 7 4 DL G4 52 8 (multiplicity of
infection, MOI) 100 #4756 Yy  FE YL J5 12 h B e 7 e 5¢
R FRH LYY )E 72 h B RUEE T WS YL O, TEA
1.2.5 sEit9 b2 PCR 21 Western blot ¥ 43 51
a0 2% 2H K B Stir2 BE DR A R % ARl Trizol 3051
Ui A 5 $2 B4 2 40 i B RNA AR 4% Takara 336 %% 5% 350571
K H B Sk Oy oDNA, R FE S ik AT 4 1 .
GAPDH [ Ji# 8] #7: 5 -AGGCTGTGGGCAAGGTCATC
CC-3", FiEal ¥ :5’ -CCGCCTGCTTCACCACCTTCTT-
30, P W K B 153 bps Sli2 B F SIS -
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CCACCGGAATACACAGGCGAAC-3’ , F il #.5 -
CTTTGGCGTCAGGATGCACTT-3 , 4" 34 = ) K JF Ny
102 bp, R4l Takara 5¢ 3 5 & PCR 35 & 46 B 43
BE Y8 4 F .95 CHiAS 1 30 5595 CAEPE S5 5,62 C il
JAEf 30 s, 36 40 NEIR, R AR 27 554
4 rf Sliz mRNA M X Rik i, 775 6 FLARESE IR 3,
4 CH&AFT PBS B2 mpr vk 40 i 3 1K, 37 % PBS; H RIPA
5 PMSF L) 9 MRB AL K 60 wl 25 1 24 0, 35 50 4l
40 A 22 T, vk b 24 % RN 30 min, AR B AR
4 °C 4 F 12000 r/min 2.0 20 min, L I, BCA ¥
DR Mk BE . B 50 pg SR TR A 43 8k 8% SDS-
PAGE Ji¢ I 3K ,250 mA #% i 3 h; 5T & 43 %k 5% Wi i
Wik = T 3 2 h, TBST PR, £k 10 min, 3£ 3 35
TN —HiMEHE 4 Cad i, PEBE 10 min, 2L 3 YC; 3§ Jm —
P, W FIEE 1 h, YERE 10 min, 4t 3 Y ECL 8 4,
KB RPE 4if Jifi i SLit2 & [ AH X 3Rk & =Shi2 & 3R
ik /GAPDH [ 35 &, IRk 3 20T 47 50 8
FIaesLs,

1.2.6  CoCl, &b 3 %% Yo FI A 1 Y S AE18 95 75 B 4 1A
R B RPE 40 % il 0k 38 55 v 1) 12 o o T 3
1A (Lv-rSlit2-siRNA2 £ ) F 7% %% 3¢ Kk B RPE 41 g, %
Il Y R R B Y 1% 95 9 T A UK 1 K BL RPE 4 it 3 331
PLUX10°/ LI 2 BE B R T 6 FLAR, 3R ) 6 h 135 41 i
Wt BE I B 4 Ry G IV B R R AL 24 h AU O
100,200,400 wmol/L CoCL, 435Il A 4% 4 K . RPE 4
M, 35 5% 05 24 h Y 40 B 40 B R

1.2.7 S92t 5 PCR &M ELISA ¥ 43 51 K
VEGFA mRNA & 1 3RiE M4 Trizol 71 Ui 1 43
PEIAS 120 i 5 RNA AR 4 Takara 53 % 5% 28 751 65 106 91
ok RNA 6 #% 5% ¢DNA, Kl GAPDH | i 5| 97 .
5’ -AGGCTGTGGGCAAGGTCATCCC-3" , Fiffa|4y.5 -
CCGCCTGCTTCACCACCTTCTT-3" ; & B, VEGFA I jiif
51#).5° -TGGCCATCAAGCTCTCTCCTC-3 ", F i 5| )
5’ -GGAAGGGTAAGCCACTCACACA-3 ", 4" #i 7= gy K-
J¥ 4 252 bp., R4 Takara 5 3 5@ & PCR it 7] £ i3 B
FINFE, U1 5 F:95 C WA 30 5595 CAEE 5 s,
62 Cil K FEAH 30 s, 3k 40 NEFF, A2 2L 273
5 VEGFA mRNA FAXF 3R 5 & o M4 41 40 M b 3 VR %
HEK B VEGFA ELISA 32 7 & U WA 5 in k¥, 37 °C J b
90 min , il A= ¥ E AR P ,37 C ML 60 min, 1 £5 Pk %
B PR VR 3 U, I ABC 37 °C i 30 min, 1 %3k %
R R S W TMB 37 °C [l 15 ~ 20 min, il A
TMB Z k. T4 B IS  VEGFA [Tk &
1.3 Stk

K SPSS 17.0 4¢3t 23 4 (SPSS Inc. , Chicago,
IL, USA) 47 G140 B o A 92 o 45 6 DU 48 A 1) 250 40
TERZ WK BRI S S R A0 A, DA vks R o R g
R R DA T A 80 59 T 44k SR T 340 4 A B TR R T T
2K A FE T, a8 kT IR L 28 0 3 4L Lv-
rSlit2-siRNA1 4 fl Lv-rSlit2-siRNA2 4 ji] & f. RPE £
JiH Slit2 mRNA K 8 A AH % 36 08 5 1 Bk 25 7 L g
SR FHEAL R 37 22 53 B, AL IR0 PR L R L LSD -0 K 5
KF VEGFA 33k i A8 {1 PF Al R HI AT B 152 11, 25 (1
X R4 5 Lv-rSlit2-siRNA2 20 76 A [f] v CoCLAE 5
RPE 4fi Jfi 1 VEGFA mRNA 33k Fl 4 Jfd b ¥ W&
VEGFA #& [ o 52 e 5 1 B4 22 5 L A R W I R
2207 hT, ZE IR LSD-t K555 . P<0.05 2 RA
Gt X,
2 R
2.1 18w 2 AR

W 2 SR R SLie2 K& TRV 9 75 T 4t 8 41 )% 51 B vk
o B R AT I P %, IE S 4 A DE B, TG 5% A8 T B
(E 1),

190 200 210 220 230 240 ¥
SGAMMCAECGGTGACAALGGAGATGATAAACTCGAGTTITATCATCTCCTITTGICATTITIGAATT

1 j’ |1 | |.

Il (!
M ) ([T

A

I 'l i

(N AM | l_ i,

|
E1 BESEASHEME A Lv-rSI2-siRNAL JF B Ly-rSli2-
siRNA2 I SR J5 HE P 38 IE B4R A B9 siRNA 751

2.2 =RrRiAEA gL 293T Al EGFP Y 33k 1 Ol M
I B T

0. 1 pl 18 9 B I W R e 5, 293 T 40 i B 25 A KL
D O BE PB4y EGFP Y RIKR A N 30% o 1 pl 189
T IEUE UG, RAR o 40 M T 5 I, 2 B2 R 25
A6 181, W BE 1R B AF, EGFP 1 R IK R 2404 80% ., 10 ul
18 5 B IR I, TR 2R TR 25O RO, R 0 40 T
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45 R ,EGFP By ik %1 100% (E 2) ., KiF#)E24 h,
Lv-rSlit2-siRNA1 1 Lv-rSlit2-siRNA2 B4 B 435 4 5 x
10* TU/ml 1 3x10° TU/ml,

B2 BRSHEE293T HMIEKE(x200) A:0. 1 pl 18555 K
L 293 41 G AT LA TR 2SR B O BE R A A
BARAPTETE Bl wl 18R R Y 293 T 40 OB ET R W]
LS 43 240 O T 25 AN I, 20 A0 I TR 25 4 T, OO ek s e, A A
B etE €10 wl 18506 7 SR B 293 T 4 (G ILEF I Al UL
S I A5 AL 8 4 A O A 46 T, A R sR A Tk tE D01 pl
T R SRR e 293 T 4IHFE 6 ol W EGFP [y KR4k 30%
E:1 wl 12955 9% R 293 T 495 6 ol W EGFP [ Kk F Y
$780%  F:10 wl 9% 3 JF IR e 293 T 40 il %< 6 L BF & ] L
EGFP [ %35 %3 100%

2.3 Lyv-rSlit2-siRNA 7£ K il RPE 40 Jfd b %% e i 3%

YR TG 72 h, Lv-rSlit2-siRNA1 20 Fil Lv-rSlit2-
siRNAT 21 K B0 A 2 N B 25, ol M 47, i B
BLUF M8 B B YL R I TE 70% LA b o 25 9% 2 20 40 i &2
KRGS I e PR AT, W BE R 47, & 20 K B RPE 46
M1k EGFP, ik R 20 80% , =5 [ X M 41 41 iy 2
ANKRINTE 25, 37 06 M3 47, W BE )47, o DL 40 f 3% Gk
EGFP( & 3) .

(]

B3 1BmEES KR RPE G/ EGFP RiA MR (x200) A:lLv-
'SU2-siRNA BI5 PLEF 00 020 5 R AU % 25 , 47 O B e, 0
BAF B ZOM AU A AN R R BN 7 478 M8
UF WEBE L C o7 N BRI b L T R A 2
PP BE  WiBE R D LvrSH-siRNA 4138060 340 K B

RPE 4}l %35 EGFP, %k % 4% 80% B % i G 4UOL I 3
Iy KB RPE #H i 15 EGFP, Rk RN 80%  F.28 H X A
WEF RN FiA EGFP

2.4 FAKK SH2 mRNA B4R Xk i AR

SN POLE B PCR 45 2R R, 25 [ IR 4L =50

T4 | Lv-1Sli2-siRNA1 #4{ fl Lv-rSlit2-siRNA2 24 41 fifg
H R B STi2 mRNA [ A0 X 3 35 5 43 51y 1. 03£0. 31,
0.92+0.07.0. 67+0.09 1 0.23+0. 11, 2H ] 32 1A [ 4%
ZERAGITFE X (F=15.320,P=0.001). Hrft Ly-
rSlit2-siRNA1 2 F1 Lv-rSlit2-siRNA2 2H 40 it & K B
Slit2 mRNA AHXf BB AL T2 A 4, 2 5
Vi gt i@ (¥ P<0.05) , %38 ik 7 21 40 M b Ok B
Slit2 mRNA AHXf £k 5 525 1 A A 2 R L5
A E X (P>0.05) (K 4),

DHLS

jyé) E4 &AKXR RPE @5
=101 i Sli2 mRNA #8 31 % 1%
£ = BEWLE® F=15320,
jz:o.s— P=0.001. 57 4 X R4
£ b F#s," P<0.05," P<0.01
%00 CHLIH % 07 2 4 B7, LSD-

AEME SR LeSio. Lesho. 3.n=9) Ly R
SRNALL sRNA24L siRNA: /T4t RNA

2.5 KUK SH2 & H A X Rk K

Western blot 246 | @ 75, 25 1 %) i 20 0 25 3 75 40
K ELRPE 4ff g b Slit2 85 [ & 35 45 898 , Lv-rSlit2-
siIRNA1 4 F1 Lv-rSlit2-siRNA2 20 Kk il RPE 40 iy rf Slir2
Rk 5 B B UdES , A Lv-rSlit2-siRNA2 24 ji 55 55
WIS MO O AR T AR F A . A BN B LA e
4], Lv-rSlit2-siRNA1 4] Fi1 Lv-rSlit2-siRNA2 4 K B,
RPE 2 Jfl o Slit2 25 [ B AH % 3R 3k & 43 7 24 1,00 =
0.10.0.95+0. 11.0. 62+0. 07 1 0. 49+0. 02, 4 [i1] i {A&
R 2 A Gt L (F=24.340,P=0.000) , H
Lyv-rSlit2-siRNA1 41 fl Lv-rSlit2-siRNA2 41 K F{ RPE 4
Jt e STie2 # F AYRE 6 2 0K i 34 B B AIG T As  0) BR AT
ZR¥AGI R L (B P<0.01) , M RHEH S =
F B e 22 S e ge it # i X (P>0.05) (&l S) .

%A S Desi- LSl
AL w4

GRNALZL SRNA2A S #aAXR

(Sl — s AL g RPE @Sl

o BEEAMEZEN

GAFI;H —— - - Lad Q Ltk 8  A: Western

T blot 3% A5 W W] WL

E@ Lv—rSlitZ-‘siRl\fAl il

10k 1 Lv-1Slit2-siRN A2

:‘% 140 Mg p Sli2

= TR SESIP L & EA2

Y 0.5 Xof 1 2 28 2 0 7

§ MBS B

: 20K Bl RPE 40 fi
0.0 @

oSl & [ A X
N iU £

RN SHEA Leashi- LSl
SIRNATA siRNA2Z

F=24.340,P=0.000. 575 (1 %} B4 L 5 ," P<0. 01 (LB 224
Br,LSD-t #86,n=9)  Lv:18J§% ;siRNA /N T3 RNA
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2.6 R[AHEE CoCLAE G KB RPE 41 g VEGFA
mRNA FI# H Rk 21k

S5 E Bt PCR 25 3R R, AN Rk B CoCl, 1
G2 H KB RPE 4 it VEGFA mRNA [ AHXf 35
RO, 22 5 A G L (F e = 127.998,
P<0.01;F,, =69.663,P<0.01),CoCl, ¥k J& Fl £ [a] 77
TEZHAE T (F ey = 14.368,P<0.001) , ELISA £
M2 3 7R, A [E e B2 CoCl A G 4 41 K B RPE 2
i VEGFA & F AN KX d WU B AW, 276
Bt 238 L (F .y =17.059,P<0.01;F,, =91.791,P<
0.01),CoCl ¥k £ 5 2H BRI AFEAESS HAE I (F ooy =
1.825,P>0.05) . K& CoCl ¥k BERIIG AN, 25 X 2
1 Lv-rSlit2-siRNA2 2H K f RPE 4iiffigrf VEGFA mRNA
Feak ik N H R [ BT aE Uk R K 5 G 0 iy #a #, 100,200
#1400 pmol/L CoCl, £ F J5 Lv-rSlit2-siRNA2 2H K B
RPE 4l VEGFA mRNA %3k K 5 [ i vk i 1
HRAR T2 AR IR, 2 A 50T 7 2 L (¥ P<
0.01)(F3,4),

x3 AERE CoCLIEAFEAMMHT VEGFA mRNA
X RIE R L (xxs)

KR CoCLfE G VEGFA mRNA IRt %34k

g FEA G

0 wmol/L 100 wmol/L 200 wmol/L 400 pmol/L
7 {0 R AL 9 0.99+0.04  1.07£0.06  1.63£0.16* 2.2210.15"
Lv-rSlit2-siRNA2 41 9 1042013 0.6420.04" 0.8120.16" 1.86+0.11"

T Fype = 127.998, P<0.01; F 0 = 69.663, P<0.01; Fapppy =
14.368,P<0.001. 54 {41 0 wmol/L CoCL fEHJ5 HL %% ,*P<0.05; 5
1 128 R HEAL B, " P<0. 05 CHT IR 38 1 9 1 32 5 22 40, LSD -1 4
3)  VEGF: I 4 Py pz A & 8 F s Ly 45 2 5 siRNA . /N4 RNA

*4 FREIRE CoCLIEAE&XAE VEGFA EH
FRE R B LB (xxs,pg/100 pl)

AR CoCL{F G VEGFA Jiit ik 1

ik S
0 wmol/L 100 wmol/L 200 wmol/L 400 pmol/L
7% A% R4 9 22.27+19.07 59.80+4.31" 73.17£1.99" 93.96+4.15"

Lv-Slii2-siRNA2 41 9 14.39% 5.24 37.62+3.86™ 54.34£5.19" 89.93+4.43"

Tt Fypy = 127.998, P<0.001; Fyy = 69.663, P<0.001; F ey =
14.368,P<0.001. 54 {241 A 0 pmol/L CoCl, ff: flJG He %, " P<0.05; 5
2 B B2 o TR gL, " P<0. 05 (BT B B i 5 R 207 22 43 47, LSD - 16
B)  VEGF: [l & A K AR EF Ly 4895 3 ; siRNA /N T4 RNA

3 iWig
BFFCUESE Sl B H 2 (k35 T RPE A eh ™
FEE A MEBE PR 3 A0 W I % A8 ( proliferative  diabetic

retinopathy , PDR) i %1 | SIit2-N & 4 % {4 | i RPE
A IRE R 4 L b VEGF [ &35 /2 ifF PDR 19 & 4= F1

HERE 5 AR TR AL U BE 5T 45 SR A4S . RPE 4
ffl 53 W i) VEGFA(VEGF [ — AP E 2 WA ) 2 5 CNV
) % A SR L TR R AR R Skir2 3 AT BR i %t
CNV 1y S LA B T F4G697 CNV EEHE S .
RNA T+ 3 ( RNA interference, RNAi) 25 4 ¥ 1&
HEAL 3 A b AR ST A0 el XUEE RNA 35 & 1Y L [A] J
mRNA & R m RO L., ALRmd R
Ambion 23 B B4 £ X R B Sli2 BE R W T 2 4%
siRNA, B siRNA B it 5, dn 4l s 76 2 N fir 5 NM
B AR )R X, P C S SR GC e 5 1ol 32% ~
79% AR SLE B HURY 2 AN A GCORRFE R B4y
R 31.58% F 42, 11% 33 R FRIB 25K . FEAS 5L 50
H SEET ¢ % E i PCR DL 2 Western blot 25 5 &g /8 &
41541 Lv-rSlit2-siRNA2 #5 Lv-rSlit2-siRNAT X #1 5 7
8 WL BR80T B R, OO 0 A AT L B P 91, 3X AT
HHAAHEZ K GC ok 5 48 H 245 5 B A K.
SIRNA 7E S5 7 A 8500 Jek A5 Hh o) 8 58 PR A T 38038 2
Z75 R Z 0, B T siRNA JF 91 7 B A9 i 0 3% 1
Hb 3852 2 H bR mRNA TE M N ) — 9 45 4 | 300K e
ROR A R R B0, B LA B2 vy 2 Ve DL R SRk ¢
SR E 1 B A L TR R S R 2 —
5 A G 07 TR AR EL 18 0 R e R L
SR Fak ] 18 T AR AL I N T
20 0 AP B i R G, AR OR AR S 4 A R Ak
AR T BLTE 3 W T TR P e e i o T 32 3 )32 56
T MRERA I 0 1 5 B G SR A4 R R
T R iR ) 45 R T AR T R R A B e B B S
PE R, Ay 2l 3% A IR 90 A T e L) R Rk RV 7 S it T
fiR I o A8 B BUAA B B 224 FRsE YRR R
X o3 2R e AR 43 20 40 M0 35 A B i) B e BE T, B A
DR AR T BRSSO A A TR L R R b,
18 995 75 70 0% 7R B 2K 9 X5 RPE 40 Jfd 1) % Y B 7 4% o1t
PP AR SR AR R R — A S Y H AR
AR T H o A S My g g B St i (R 48 5 1 T4
AR B9 2 5 3 AU N B = BB e R g, D
GV248 .pHelper 1.0 F1 pHelper 2.0 3 Ffi fi ki, pHelper
1.0 B B ki P A0 gag \pol VL K rev JE A, 73 5l 25 5
N2 e %5 B FE 9 B¢ (human immunodeficiency virus,
HIV) (4589 3 F1 0 25 AH DG G LA K /15 gag \pol Fil rev
FEFB R JR 5 K 1 s pHelper 2. 0 il B Ok Hh 41 75 K
960 1 18 B 0 M58 I R R e e o R B R T Y
A A, 5550 HIV 435 AR L, B 0
ARG RE ), T 97 R T R 1A TS L. B Ah A SE g
RS 3 AU B = BORLE e RGE A BR T HIV /Y
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env wif wpr opu F1 nef e K, AL BE % 5% G 4b T 73 241
DL K AR 43 24300 B 40 i, T HL e % K R B AR &2 1 e )
95 7 AL B T B e

A 5 F) 08 0 1 A AR R B Stie2 FE R T4 Y
VAT AL%E , JF I Ak A AT P E AT 91, 78 K B Al
IV SR AT i e K i S BEE E AT (1) A7 KRR
Stir2 K H % 5 7 T 0 5 41 404, J0 0 B 43 5l 35 5
10° TU/mlF0 3x10° TU/ml, %56 & 85 F A ] Y % e
R 70% ,— TR b oA K B P SE 5 9 1 T i
PeBEE TR, (2) KB Shin2 J [F 4 5 X ¥ 91 K3k
7135 bp, RI{E J2& Hi8 F A 47/ siRNA J3 51 1 7] g
TR Stie2 FE PR 4% (1) mRNA 23 [i1] 25 14 52 2% 17 32 A
siRNA J7 41 75 52 PR % Y vh i DL A 20T o I 3% R 1 3%
ko HI, HIEFE R siRNA JF 5 #5A 255 K B 40 i
KV 8 B 36 7T L 4 4 AT A P R TR DU DA R IE T
PoF 5 B A Rk 5 28 DR I BSOKR BRUAR P9 S 30 2R

AHF 5T X4 3 19 VEGFA 32 35 8 32 0F 73 45 21
WoR W& CoCl, T &t W FE (938 i, 25 11 % BEZH A Lv-
1Slit2-siRNA2 2 K B RPE 20 i tf VEGFA %3k |3,
A A BB W CoClL/E | F Lv-Slit2-siRNA2 2H K fi
RPE 4ii ffl f VEGFA 3K /K V- S IK T 25 1% B4, 3
] Lv-rSlit2-siRNA2 fig W] &~ 8 5 Z0R A F K RPE
4 ffiH VEGFA [R5

g5 E TR AR IER A 3 A0 e 1 AR = TR
RGN BT 2 S5 KB Slu2 5 F 18 5 7 T4
HZH AR, Horp Lv-rSTit2-siRNA2 X #1356 PR A R i 3058
ik 50% L I, HEE W T 0 K U ECIRAS T RPE 41
i VEGFA [ %35, 4 W ] Lv-rSli2-siRNA2 #E 17 K B
MREBHEP T AT 4R M 7L AR . AL IR R
Stir2 F:HAE CNV kA FR & i AE L BLI & SRR
7 CNV 5§ A R B A S 0 4 A1k 1 7 Y S it
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