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Abstract: The present study was undertaken to determine the effect of epigallocatechin gallate (EGCG) on lipopolysaccharide (LPS)-
induced production of inflammatory chemokine regulated upon activation normal T cell expressed and secreted (RANTES) in human
retinal endothelial cells (HRECs) and to explore the underlying regulatory mechanism. HRECs were stimulated with LPS in the pres-
ence or absence of EGCG at various concentrations (100, 50, 25, 12.5, 6.25 pmol/L). The optimum concentration of drug was deter-
mined by a real-time cell-electronic sensing (RT-CES) system, and MTS chromatometry was used to detect the toxicity of LPS and
EGCG on HRECs. RANTES production in the culture supernatant was measured by ELISA. The expression levels of Akt and phos-
phorylated Akt were examined by Western blot assay. The result showed that LPS markedly stimulated RANTES secretion from
HRECs. EGCG treatment significantly suppressed LPS-induced RANTES secretion in a dose-dependent manner. Furthermore, EGCG
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exhibited a dose-dependent inhibitory effect on LPS-induced phosphorylation of Akt. Taken together, our data suggest that EGCG

suppresses LPS-induced RANTES secretion, possibly via inhibiting Akt phosphorylation in HRECs.
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Fig. 1. Effect of LPS on growth of human retinal endothelial cells (HRECs). HRECs were treated with indicated concentrations of
LPS, and cell growth was determined by a real-time cell-electronic sensing (RT-CES) system. 250 ng/mL LPS significantly decreased

cell proliferation, but 50-200 ng/mL LPS showed no significant influence on cell growth as compared to untreated control group.
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Fig. 2. Effect of EGCG on the proliferation of HRECs stimulated with 200 ng/mL LPS. 200 pmol/L EGCG significantly reduced pro-
liferation activity in HRECs ("P < 0.01), but EGCG at concentrations of 0—100 umol/L did not show a significant reduction in prolif-
eration of HRECs (P > 0.05), as compared to untreated control group. Mean + SD, n = 3.

600
k3
__ 500t * B3
= * E3
S 400
=
» 300 *$
L
3k
Z 200} sy i
04
5 . ]
100 50 25 125 6.25 = - EGCG (umollL)
+ + + + + + - LPS (200 ng/mL)

K 3. EGCGXILPS#% $HRECsH RANTESH A [ 11 11]

Fig. 3. Inhibitory effect of EGCG on LPS-induced RANTES expression in HRECs. HRECs stimulated with 200 ng/mL LPS were pre-
treated with indicated concentrations of EGCG. The production of RANTES secreted from treated cells was measured by ELISA. “P <
0.01 vs EGCG/LPS group; *P < 0.01, 5P < 0.05 vs EGCG /LPS* group. Mean + SD, n = 3.
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Fig. 4. EGCQG reverses LPS-induced Akt phosphorylation in HRECs. 4: Effect of EGCG on LPS-induced early intracellular signaling
events was evaluated by Western blot. Data were from one experiment representative of three independent experiments with similar

results. B: Densitometric analysis of Western blots. Data were expressed as the relative ratio of p-Akt/Akt in each group with the cor-
rection of B-actin. P < 0.01 vs EGCG/LPS™ group; "P < 0.01 vs EGCG/LPS" group. Mean + SD, n = 3.
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