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Effects of the hypoxia—induced human retinal pigment epithelial cells which
transfected by adenovirus—mediated Slit2 and adenovirus—mediated Slit2

ShRNA on the proliferation of human choroidal microvascular endothelial cells
Tang Y anling , Zhou Xiyuan
(Department of Ophthalmology ,the Second Affiliated Hospital of Chongging Medical University)

[ Abstract ]Objective . To explore the effect of the hypoxia—induced human retinal pigment epithelial cells(RPE) which transfected by
adenovirus—mediated Slit2 and adenovirus—mediated Slit2 ShRNA on the proliferation of human choroidal microvascular endothelial
cells(HCMEC) ,to explore the possible role of Slit2 in choroidal neovascularization(CNV) and to provide new ideas for the treat—
ment of choroidal neovascularization. Methods ; RPE cells and HCMEC cells were identified and cultured in vitro. Hypoxic conditions
were achieved by adding 200 wmol/l cobalt chloride to medium to mimic hypoxia. RPE cells and HCMEC cells were cultured in a
contact co—culture system by Transwell chamber. The hypoxia RPE cells were randomly divided into Slit2 treated group (adding
Slit2RNA ), Slit2 shRNA treated group (adding Slit2 shRNA ) , empty adenovirus group (adding empty adenovirus) , hypoxia group.
CCKS8 assay was carried out to determine the proliferation of HCMEC cells after 12,24 ,48 h. Results : There were statistically signifi-
cant differences among different groups (F=98.122,P=0.000) and different time points (F=3388.913,P=0.000). The interaction be—
tween different groups and time points were also different (F=82.863,P=0.000). The absorbance(A) value was higher in Slit2 treated
group than in other groups (hypoxia group:P=0.001;other groups:P=0.000). The A value was lower in Slit2 shRNA treated group
than in other groups at 24 h and 48 h(at 48 h:hypoxia group,P=0.003;empty adenovirus group,P=0.008 ;other groups, P=0.000).
Conclusion ;: High—expression of Slit2 can significantly promote the proliferation of HCMEC cells. Silencing Slit2 shRNA expression in
RPE cell can significantly inhibit the proliferation of HCMEC cells.
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Fig.1 Retinal pigment epithelial cells, RPE ( 200 x )
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Fig.2 Positive stainine of FV lll -related antigen in cultured
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Fig.3 Negative staining of FV lll -related antigen in cultured
HCMEC (200 x )
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F1 BHEENEH SIt2 & SIit2ShRNA FLEL 515 51 RPE 40
a%$ HCMEC $3ERISSM (x +5 )
Tab.1 Effect of the hypoxia—inducible RPE cells which
transfected by adenovirus—mediated Slit2 and adenovirus—
mediated Slit2 shRNA on the proliferation of HCMEC ( x +s )

a5 Al
12h 24 h 48 h
s 0.360+0.021  0.640£0.017  0.706 = 0.008
AWGEEA 0344+0.096  0.632£0.005  0.683 +0.011
Slir2#H 0.357+0.007  0.747+0.015  0.842+0.014
Sli2 SARNA 240 0.352+0.003  0.508+0.013  0.585 + 0.032

4151
- G
= SRR
—slit2 41
== Slit2 ShRNA 4

0.900

0.8001

0.700

0.600

it

0.500

hpr

0.400

0.300

12 24 48
i E] Ch)
4 MRRHEMITEETLE

Fig.4 Changing trend of estimated marginal means
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Fig.5 Higher absorbance value of Slit2 treated group than Slit2
ShRNA group at 24 h and 48 h
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Fig.6 Higher cell density of Slit2 treated group than Slit2 ShRNA
group at 24 h and 48 h
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