Resveratrol inhibits epithelial-mesenchymal transition of retinal
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Supplementary Table

Antibodies

Target molecule Antibody type Application  Source

a-SMA mouse monoclonal WB, IHC Sigma-Aldrich
E-cadherin (24E10) rabbit monoclonal WB, IHC Cell Signaling
Z0-1 rabbit monoclonal WB Cell Signaling
SMAD4 rabbit polyclonal WB, IP Santa Cruz Biotech
Acetylated-Lysine rabbit polyclonal WB Cell Signaling
Sirtuin 1 rabbit polyclonal WB Santa Cruz Biotech
Fibronectin mouse monoclonal IHC R&D Systems
GAPDH mouse monoclonal WB Millipore

a-SMA = a-smooth muscle actin; WB = western blotting; IHC = immunohistochemistry;

IP = immunoprecipitation.
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Supplementary Figures and Legends
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RESYV induces MET and inhibits TGF-B2 induced EMT of RPE cells. (A) mRNA

expression of E-cadherin and a-SMA are shown as relative fold to control normalized to

B-Actin. NS, not significant. *, P<0.05. Data are presented as mean £SEM. n = 4/group.

(B) Western blot analysis of protein expression of E-cadherin and a-SMA quantified by

densitometry are shown as relative fold to control normalized to GAPDH. NS, not

significant. * *, P<0.01. *, P<0.05. Data are presented as mean +SEM. n = 3/group.



Ishikawa et al.

A B
oz 3 % Z20-1 _ &
S S
n <T “ ©
o O O a2 -
g 2 s 8
s © 3 o
o & @81
B E 5 E
25 25,
RESV(M) 0 25 50 100 0 25 50 100 RESV (M) O 25 50 100 0 25 50 100
TGFB2(10ng/ml) TGFB2(10ng/ml)
C D
2
22
©
TGF-B2 I %
RESV(uM) 0 25 50 100 0 25 50 100 g g 1
ZO-1 o el Wt o S S S §§
5]

GAPDH —— e — — — — —

RESV(M) O 25 50 100 O 25 50 100
TGFB2(10ng/ml)

Supplmentary Fig 2.

TGFB2-induced suppression of ZO-1 gene and protein expression and dose-dependent

upregulation with RESV in RPE cells. ZO-1 gene expression (normalized to GAPDH and

B-actin) (A,B) and protein expression (C,D) after TGFB2 treatment (10 ng/ml, 48h) with

or without RESV (0-100 puM) are shown. NS, not significant. * *, P<0.01. *, P<0.05. Data

are presented as mean +SEM. n = 4/group.
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Supplementary Fig 3.

TGF-B2 induces acetylation of SMAD4. RESV inhibits acetylation of SMAD4 with or
without TGF-B2 stimulation. Protein expression of acetylated SMAD4 quantified by
densitometry is shown as relative fold to control normalized to total SMAD4. (A)
Quantification of data shown in Figure 1D. (B) Quantitation of data shown in Figure 1E. *

*, P<0.01. *, P<0.05. Data are presented as mean +SEM. n = 3/group.
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Supplementary Fig 4

Facilitatory role of RESV on MET is dependent on SIRT1. (A and C) mRNA expression of

E-cadherin and a-SMA are shown as relative fold to control normalized to B-Actin. * *,

P<0.01. *, P<0.05. Data are presented as mean +SEM. n = 4/group. (B and D) Protein

expression of SIRT1, E-cadherin and a-SMA quantified by densitometry is shown as

relative fold to control normalized to GAPDH. (B) Quantification of data shown in Figure

2B are from 3 independent experiments. (D) Quantification of data shown in Figure 2D

are from 3 independent experiments. NS, not significant. * *, P<0.01. *, P<0.05. Data are

presented as mean +SEM. n = 3/group.
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Supplementary Fig 5.

RESV does not cause toxicity at the indicated doses in RPE cells. (A) Percentage of
viable cells treated with RESV for 48 h were assessed by trypan blue exclusion assay. n
= 4/group. (B) Cell viability was assessed by MTT assay after treatment with RESV for
24 h and 48 h. Values are expressed as a percentage relative to the untreated control. n
= 4/group. (C) TUNEL staining (red) with cells after treatment with RESV for 48 h. Nuclei
are stained blue. As a TUNEL positive control, RPE cells treated with TBH (t-butyl

hydroperoxide at 500 uM) for 4 h were used. Scale bar: 10 ym.
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Supplementary Fig 6. RESV induces MET in RPE cells and the facilitatory role of SIRT1
in MET induction. Whole gels for western blot analysis of E-cadherin expression showing
a band with a molecular size of 135 kD along with the house keeping gene GAPDH are
shown. The gel also shows a second uncharacterized band around 270 kD for
E-cadherin. Panels A, B and C in this supplemental figure represent whole gel images for

the original figures 1B, 2B and 2D respectively.



