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This supplemental material includes Figure S10-S3, and Video S1-S2.

Supplemental Figure and Figure Legends
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Figure S1. Establishment of an in vitro oxygen-glucose deprivation/reperfusion

model.

(A-C) Western blotting and quantitative analysis of Bcl2, Bax, Cleaved caspase3, and

Caspase3 protein levels in NRCMs subjected to 8, 12, 16, or 24 h of oxygen-glucose

deprivation followed by 6 h of reoxygenation (n = 3).

Quantitative data were presented as mean & SEM. Statistical significance was assessed

using one-way ANOVA followed by Tukey’s post hoc test. Statistical significance was

indicated as *P<0.05 and **P<0.01, while ns denoted no significant difference.
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Figure S2. Therapeutic effects of VO-OHpic on NRCMs under OGD/R conditions.

(A) Cell viability of NRCMs detected by CCK-8 assay after treatment with VO-OHpic

at concentrations of 10, 20, 30, 40 pg/ml for 24 h under OGD conditions, followed by
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6 h of reoxygenation (n = 5).

(B-E) Western blotting and quantitative analysis of PTEN, Bcl2, Bax, Cleaved caspase3
and Caspase3 protein levels in NRCMs treated with VO-OHpic at concentrations of 10,
20, 30, 40 pg/ml for 24 h under OGD conditions, followed by 6 h of reoxygenation (n
=3).

(F) Representative ffluorescence images of NRCMs treated with VO-OHpic at
concentrations of 10, 20, 30, 40 pg/ml for 24 h under OGD conditions, followed by 6 h
of reoxygenation, after double staining with calcein AM and propidium iodide. Scale
bar: 200 um.

Quantitative data were presented as mean + SEM. Statistical significance was assessed
using one-way ANOVA followed by Tukey’s post hoc test. Statistical significance was
indicated as *P<0.05, **P<0.01, ***P<0.001, and ****P<0.0001, while ns denoted no

significant difference.



53

54

55

56

57

58

59

60

61

62

63

64

A TGF-B+RG B * %k % %
Con 0 10 20 40 (uM) R T
HDAC3 [+ W P s 52 kDa L 515
= vt
O-SMA | ™= s s s e |42 KDa %:10_
G-
Collagen type-l| © ** ™= =% &= s 220 kDa 0 i:c“os-
3&0
Vimentin | === sww= === === = |57 kDa I %0 0
w V.U
- Con 0 10 20 40
GAPDH G SRS Geess GEEED S— 37 kDa TGF-p+RG (pM)
‘ *
E. = -g ,E ™ ns !
61, o o1, 6157 ns ns
Lo < O oo —ir—
25 2% %% |
< 0. o ©0. 5 o 1.07 x
Oo o E’ = g’ ife A
E g BE = ® i
= 50. A S 5 0.5
"3 g3 £3
EU. owo. w 0.0
~ Con 0 10 20 40 © Con 0 10 20 40 = Con 0 10 20 40
TGF-B+RG (M) TGF-B+RG (M) TGF-B+RG (uM)

Figure S3. Anti-fibrotic effects of RGFP966 in NRCFs stimulated with TGF-p.
(A-E) Western blotting and quantitative analysis of HDAC3, a-SMA, collagen type |
and vimentin protein levels in NRCFs treated with RGFP966 at concentrations of 10,
20, 40 uM for 48 h in the presence of 100 ng/ml of TGF-B (n = 3).

Quantitative data were presented as mean = SEM. Statistical significance was assessed
using one-way ANOVA followed by Tukey’s post hoc test. Statistical significance was
indicated as *P<0.05, **P<0.01, ***P<0.001, and ****P<0.0001, while ns denoted no

significant difference.

Video S1. Establishment of a myocardial infarction model in a rat.

Video S2. Implantation of GeI]MA-CSMA bilayer MN patch following MI in a rat.



