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XE/IHE: Melatonin-Induced Protective Effects on Cardiomyocytes Against Reperfusion
Injury Partly Through Modulation of IP3R and SERCA2a Via Activation of ERK1
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Fig2 Figure 2 — Melatonin prevents HOC2 cells apoptosis against H/R via ERK1 in vitro.
Apoptosis was assessed by fluorescence TUNEL. Representative TUNEL staining images (A)
and quantitative analysis in HOC2 cells(B). bar = 50 um. All values are presented as the
mean£SD. n = 3.%*p < 0.01 vs. control group; Sp < 0.05 vs. H/R group; #p < 0.05 vs. H/R+Mel
group. (Control: control group; H/R:H/R group; H/R+mel: H/R+ melatonin group; H/R+mel+PD:
H/R+ melatonin+PD98059 group)
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Fig3 . Melatonin protects F-actin organization in H9C2 cells against H/R via ERK1 in vitro. Representative
confocal microscopy images show H9C2 cells stained with FITC-phalloidin. The results showed that
simulated H/R induced more diffuse and irregular actin disposition compared with control group. Melatonin
preserved more regular and well-defined actin organization and PD98059 (ERK1 inhibitor) reduced the

protection of melatonin. bar = 20um. (Control: control group; H/R:H/R group; H/R+mel: H/R+ melatonin
group; H/R+mel+PD: H/R+ melatonin+PD98059 group)
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Fig4. Melatonin reduces Ca2+ overload in H9C2 cells against H/R via ERK1 in vitro. Ca2+ content was
assessed using Fura-2/AM in H9C2 cells incubated in normal condition or in simulated H/R condition, in
simulated H/R condition plus pretreatment with melatonin, or in simulated H/R condition plus pretreatment
with melatonin and PD98059 (ERK1 inhibitor). The green fluorescence intensity by Fura-2 was obviously
stronger in H/R group, and melatonin pretreatment reversed the change which was inhibited by ERK1

inhibitor.bar = 30 um. All values are presented as the mean + SD. n =3.*¥*p < 0.01 vs. control group; Sp
<0.05 vs. H/R group; #p < 0.05 vs. H/R+Mel

Conmd  HR HRWel  HR#ekeD B PRepesin e Fig5.Melatonin modulated expression of SERCA2a
25 z t i and IP3R in H9C2 cells against H/R via ERK1
e - — . pathway in vitro. The results indicated melatonin

inhibited expression of IP3R and promoted
expression of SERCA2a which was reduced by
PD98059. Representative Western blot images (A)

and quantitative analysis (B-C) showed melatonin’ s

effect on expression of IP3R and SERCA2a via
ERK1 pathway in HOC2 cells against H/R.
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& (0% 02) /8% (H/R) EES HOC2 KE/OINARALERAT, RERBEIMAIN ERKL FEHDHIER
S/EFESHOINMERET (B 2) ; HRETESKRONENNESRAERG, BEXRET ERKL
RERIP HOC2 MR RIANahERRS HR#]R(5 (B3) ; H/REIESAEONNARIGES, BER
I ERK1 &1EHPH H/R ESAYESER (B4) ; H/RBEBESAE/ON4HA IP3R and SERCA2a EEHF*R
, FREEZREIY ERKL IEHPHI MRS IP3R #1 SERCA2a HURIX (El5) .
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