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EGCG inhibits cardiomyocyte apoptosis in pressure overload-induced
cardiac hypertrophy and protects cardiomyocytes from oxidative stress
in rats?
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Aim: To investigate the effects of epigall ocatechin gallate (EGCG) on pressure
overload and hydrogen peroxide (H,0,) induced cardiac myocyte apoptosis.
M ethods: Cardiac hypertrophy was established in rats by abdominal aortic
congriction. EGCG 25, 50 and 100 mg/kg were administered intragastrically (ig).
Cultured newborn rat cardiomyocytes were preincubated with EGCG, and oxida-
tive stressinjury wasinduced by H,O,. Results: In cardiac hypertrophy induced
by AC inrats, relative to the model group, EGCG 25, 50 and 100 mg/kg ig for 6
weeks dose-dependently reduced systolic blood pressure (SBP) and heart weight
indices, decreased malondialdehyde (MDA) content, and increased superoxide
dismutase (SOD) and glutathione peroxidase (GSH-PX) activity, both in serum
and in the myocardium. Also, treatment with EGCG 50 and 100 mg/kg markedly
improved cardiac structureand inhibited fibrosisin HE and van Gieson (VG) stain,
and reduced apoptotic myocytes in the hypertrophic myocardium detected by
terminal transferase-mediated dUTP-biotin nick end-labeling (TUNEL) assay. In
the Western blot analysis, EGCG significantly inhibited pressure overload-induced
p53 increase and bcl-2 decrease. In H,0,-induced cardiomyocyte injury, when
preincubated with myocytesfor 6-48 h, EGCG 12.5-200 mg/L increased cdll viabil-
ity determined by 3-(4,5-dimethylthiazol-2-yl)-2,5-di phenyltetrazolium bromide
(MTT) assay. EGCG also attenuated H,O,-induced | actate dehydrogenase (LDH)
release and MDA formation. Meanwhile, EGCG 50 and 100 mg/L significantly
inhibited the cardiomyocyte apoptotic rate in flow cytometry. Conclusion: EGCG
inhibits cardiac myocyte apoptosis and oxidative stress in pressure overload in-
duced cardiac hypertrophy. Also, EGCG prevented cardiomyocyte apoptosis
from oxidative stressin vitro. The mechanism might berelated to theinhibitory
effects of EGCG on p53 induction and bcl-2 decrease.
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isimportant to determine the mechanism of the devel opment

Introduction

Cardiac hypertrophy is a pathological response of the
heart to chronic pressure or volume overload. Epidemiologi-
cal studies revealed that cardiac hypertrophy was an inde-
pendent risk factor for ischemic heart disease, arrhythmia,
and sudden death. Moreover, the hypertrophic heart often
leadsto dilated cardiomyopathy, and eventually causes con-
gestive heart failure after sustained overload. Therefore, it

©2007 CPS and SIMM

of cardiac hypertrophy and prevent or treat it™. Recent
evidence shows that cardiac apoptosis, although at a low
level, is present in overload cardiac hypertrophy'*3. It was
proposed that chronic, low level of cardiac myocyte apopto-
sisisacausal component in the pathogenesi s of heart failure.
Cardiac apoptosismight be acritical factor during thetrans-
tion from compensatory hypertrophy to heart failure®®. The
mechanisms of cardiac apoptosisinclude extrinsic factors
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and some cellular signal pathways. Bcl-2 expression has
been proposed as an important marker of myocardial cell
survival probability™. Tumor suppressor protein p53, atran-
scriptional modulator of the bel-2 genes, can produce cell
cycle arrest and facilitate apoptosis®. Condorelli et al'®
reported cardiomyocyte apoptosis contributed to the transi-
tion from pressure overload-induced cardiac hypertrophy to
heart failurewith dramatic downregulation of bcl-2, predis-
posing cardiomyocytes to apoptosis. Leri et al'” reported
the upregulation of local renin-angiotensin system in
stretched cardiomyocytes increased susceptibility of
myocytes to undergo apoptosis, coupled with the activa-
tion of p53 and bd-2 decrease. In addition, in pressureover-
load-induced cardiac hypertrophy, excessive reactive oxy-
gen species (ROS) may be generated in cardiac tissue. In
vitro and in vivo studies have demonstrated that ROS may
activate necrosis, apoptosis, even hypertrophy in cardio-
myocytes'®,

Recently, more and more antioxidants have shown in-
hibitory effects on cardiac hypertrophy*®*. Epigallocate-
chin gallate (EGCG), the major component of polyphenaolsin
green tea, has recently attracted considerable attention for
antioxidative, anti-inflammatory, antitumorigenic and
antisenescent properties’®. Recent research has shown that
EGCG and green tea exerts protective effects against cardio-
vascular diseases™® ™. Townsend et al™ reported that green
teaextracts and EGCG protected cardiomyocytes against is-
chemial/reperfusion-induced apoptotic cell desth both invivo
and invitro. More recently, resultsform both our |aboratory
[ and from Li et al™ showed that EGCG effectivey inhib-
ited cardiac hypertrophy in miceand rats. However, to date,
littleisknown about the effects of EGCG on cardiac apoptosis
in pressure overload-induced cardiac hypertrophy. It is
known that EGCG may have an exceptional antioxidant
capacity, even far exceeding than that of vitamin E and vita-
min CI*¥, We hypothesized that the inhibitory effects of
EGCG on cardiac hypertrophy might berelated to itsantioxi-
dant effects by scavenging ROS and inhibiting cardiac
apoptosisin the hypertrophic myocardium.

To test this hypothesis, an abdominal aortic constriction
model was established to detect the effects of EGCG on pres-
sure overload-induced oxidative stress and cardiac apoptosis
in cardiac hypertrophy with an analysis of p53 and bcl-2
protein expression in the hypertrophic myocardium. Mean-
while, cultured newborn rat cardiomyocytes were exposed
to exogenous hydrogen peroxide to determine the effects of
EGCG on oxidative stress-induced cardiomyocyteinjury and
apoptosisin vitro.
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Materials and methods

Materials EGCG used in animal experiments was pur-
chased from Sichuan Leshan Yujia Tea Science and Technol-
ogy Development Co Ltd (Leshan, Sichuan, China, purity
>95%), while EGCG used in the cell experiments was pur-
chased from Sigma (St Louis, USA). Captopril (Cap) was
purchased from Jiangsu Huanghe Pharmaceutical Co Ltd
(Jiangsu, China). Assay kits of malondiadehyde (MDA),
superoxide dismutase (SOD), glutathi one peroxidases (GSH-
Px) and lactate dehydrogenase (LDH) were purchased from
Nanjing Jiancheng Bioengineering Ingtitute (Nanjing, China).
Theterminal transferase-mediated dUTP-biotin nick end-la-
beling (TUNEL ) assay kit was purchased from Fujian Maixin
Biotechnology Co Ltd (Fuzhou, Fujian, China). Mouseanti-
p53 monoclonal antibody (sc-100) and rabbit anti-bcl-2
polydonal (sc-492) antibody were purchased from Santa Cruz
Biotechnology (SantaCruz, California, USA). Mouseanti-&
sarcomeric actin monoclonal antibody was purchased from
Sigma (St Louis, USA). Dulbecco’'s modified Eagle's me-
dium (DMEM) was purchased from Gibco (Carlsbad,
Cdlifornia, USA).

Cardiachypertr ophy model induced by abdominal aortic
constriction Male Sprague-Dawley rats (187.4+9.7 g) were
obtained from the Experimental Animal Center of Soochow
Universty (Suzhou, China; Certificate No 20020008, Grade
[1). TheNIH Guiddinesfor the Care and Use of Laboratory
Animals were followed in all animal procedures. Therats
were anesthetized by sodium pentobarbital 35 mg/kgip. A
mid-abdominal incision was made to expose the abdominal
aorta. The aorta above the |eft renal artery was dissected
and constricted at the suprarenal level using a7 gauge needle
(outside diameter 0.5 mm), which wasligated with aortaand
withdrawn afterwards. In the age and body weight-matched
sham-operated rat, the abdominal aorta wasisolated without
ligation. After surgery, theratswere administered with peni-
cillin 200 kU-kg™-d*intramuscularly (im) for 1 week to pre-
vent infection™?!, One week after surgery, the mode rats
were randomly divided into 5 groups. the aortic constriction
(AC) group, EGCG 3 dosegroups, and the Cap group, which
wereintragadtrically (ig) infusedwith nomal saline(NS), EGCG
25, 50, and 100 mg/kg, and Cap 50 mg/kg for 6 weeks,
respectively. Therats of the sham-operated group werein-
fused with NSfor 6 weeks.

Deter mination of systolic blood pressure and heart
weight indices Before the operation and each week after
operation, systolic blood pressure (SBP) was measured be-
tween 10:00 and 12:00 AM in each rat by use of thetail cuff
method after the ratswerewarmed at 37 °C for 30 mini*1, Six
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weeks after adminigtration (7 weeks after AC), blood samples
were collected from aorta for the detection of MDA, SOD,
and GSH-Px; the rats were then sacrificed and the hearts
were excised. After rinsing in phosphate buffered saline
(PBS), theatriaand right ventricular freewall werecarefully
dissected from the left ventricle. The wet weights of the
wholeheart and left ventricle were measured. The degree of
cardiac hypertrophy was estimated by cal culating the heart
weight index (HWI£Y2HW/body weight (BW)) and | ft ven-
tricular weight index (LVWI=LVW/BW)2,

Detection of M DA content, and SOD and GSH-Px activi-
tiesin serum and car diac homogenates The blood samples
were centrifuged at 1700xg for 10 min to obtain serum. The
|eft ventriclewas homogenized in 9 (v/v) volumes of ice-cold
PBS, and the homogenateswere centrifuged at 3000xg 4 °C
for 15 min to obtain the supernate. MDA content, and SOD
and GSH-Px activitiesin serum and cardiac homogenates
were measured by assay kits, respectively, according to the
manufacturer’s ingtructions.

Histological analysis Theleft ventricleswerefixed in
10% formalin. Thefixed heartswere embedded in paraffin,
and sectioned at 4-um thickness, then stained with hema-
toxylin and eosin or by van Gieson method.

TUNEL assay TUNEL reaction was performed usng an
in situ cell death detection kit, according to manufacturer’s
instructions. Briefly, the section was deparaffinized and
rehydrated with serial changes of xylene and ethanol. Pro-
teinase K 20 mg/L wasapplied tothe section for 15min. The
endogenous peroxidase was inhibited with 0.3 % H,O, for 5
min. The section was treated with the reaction mixture con-
taining TdT and biotinylated 16-dUTP for 1 h at 37 °C.
Labeled DNA was visualized with peroxidase-conjugated
antidigoxigenin antibody using 3,3'-diaminobenzidine asthe
chromogen. TUNEL postive cells were detected according
to the instructions. Ten random fields per section were
analyzed, respectively, and the average value of the TUNEL
positive cardiomyocyte percentage was cal cul ated %,

Western blot analyss Thetotal cardiac protein was ex-
tracted and Western blot anal ysi swas performed as described
previously®*, Briefly, the left ventricular tissues were
homogenized in a buffer containing Tris-HCI (pH 7.4) 10
mmol/L, NaCl 150 mmol/L, 1% Triton X-100, 1% sodium
deoxycho-late, 0.1% SDS, edetic acid 5 mmol/L, phenyl-
methylsulfonyl fluoride(PMSF) 1 mmol/L, aprotinin 0.28 KUIL,
leupeptin 50 mg/L, benzamidine 1 mmol/L, and pepstatin A 7
mg/L. Protein concentration was determined by a bicin-
choninicacid (BCA) kit (Pierce, Rockford, IL, USA). Eighty
milligrams of protein from each sample was|oaded onto 12%
SDS-PAGE gel and subjected to e ectrophoresisusing acon-

stant current. The proteins were transferred to the nitrocel -
[ulose membranes (Amersham, Arlington Height, IL, USA)
and incubated with rabbit anti-bcl-2 polyclonal antibody or
mouse anti-p53 monoclonal antibody in Trisbuffered sdine
containing 0.1% Tween-20 (TBST) and 5% nonfat dry milk
for 3 h. The membranes were washed and incubated with
horseradish peroxidase-conjugated secondary antibody
(Santa Cruz, USA) in TBST containing 5% nonfat dry milk
for 1 h. Immunoreactivity was detected by enhanced
chemolumine-scent autoradiography (ECL kit, Amersham,
USA) according to manufacturer’ sinstructions. Theresults
wereanalyzed quantitatively using SigmaScan Pro5.0.0 (SPSS
Inc, Chicago, lllinois, USA). Thedatawerenormalized with
respect to the ratios of actin detected on the same blot to
control for possible variationsin protein loading.

Cell culture Newborn Sprague-Dawley rats, 1-2 d old,
were put into PBS after disinfecting. The heart tissueswere
removed and put into cold D-Hanks solution. After the
removal of the blood vessdls and atria, the ventricles were
minced and incubated in 0.25 % trypsin at 37 °C for 10 min.
The supernate was discarded and the tissue was redigested
with trypsin for 10 min; an ice bath was then used to termi-
nate digestion, and the supernate was centrifuged at 700xg
for 10 min. The sediment was resuspended in DMEM con-
taining 10 % fetal bovine serum. Theresidual tissueswere
redigested for 4-6 cycdesuntil single cell was obtained. Cdl
suspensions were collected together and preplated in cul-
tureflasksfor 45 min at 37 °Cin 95% air/5% CO, toremove
fibroblasts. The unattached cells were counted and seeded
onto another culture flask at a density of 1.5x10%L. The
medium was changed every 48 h. All experimentswere per-
formed on 3-5 d cultures when synchronously contracting
cellswere observed. The purity of the cardiomyocytes was
confirmed by anti-o. sarcomeric actin antibody?>?,

Cell viability analysis The cardiomyocytes cultured
in 96-well plates were preincubated with EGCG 12.5-200
mg/L for 6, 12, 24, and 48 h. H,0,200 pmol/L was added
and incubated with the cellsfor additional 24 h. After sepa-
rating with the medium, the cells were washed twice with
PBS. DMEM containing MTT 0.5 ¢/L was appended to each
well and incubated at 37 °C for an additional 4 h. After the
medium was discarded, the remaining formazan crystals
were dissolved in 100 pL Me,SO. Absorbance at 570 nm
was measured by a DG3002 ELISA plate reader (Huadong
Electronic Company, Nanjing, China).

LDH releaseand M DA formation The cardiomyocytes
cultured in 24-well plates were preincubated with EGCG
12.5-200 mg/L for 24 h; H,0,200 pmol/L was added and
incubated with the cellsfor another 24 h. LDH activity inthe
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medium was measured by aL DH assay kit at 440 nm. MDA
content in the medium was measured by a MDA assay kit at
532nmi#,

Flow cytometry analyss After pretreatment with EGCG
50 and 100 mg/L for 24 h, H,0,200 umol/L was added and
incubated with the cellsfor an additional 24 h. Cell morpho-
logical changes were observed by a phase contrast micro-
scope. For the flow cytometry analysis, the cells (>1x10°)
were digested with 0.25% trypsin and collected by centri-
fugation. After washing twice with ice-cold PBS, the cells
werefixed inice-cold 70% ethanol. After centrifugation, the
fixed cdlswereincubated with RNase 100 mg/L at 37 °C for
30 min and stained with 50 mg/L propidiumiodide (PI) for 30
min. The cellswere analyzed by EPICS XL flow cytometry
(Beckman Coutler, Califonia, USA). The hypodiploid popu-
lation of cellswas considered apoptosis, and the apoptotic
ratewas analyzed by Multicycle software (Beckman Couitler,
Califonia, USA)®.,

Statistical analysis Data were expressed as mean+SD.
One-way ANOVA in SPSS 10.0 software (SPSS1inc, Chicago,
[llinois, USA) was used for the statistical analysis. Thein-
tergroup comparisons (post-hoc analysis) among the data
with equal variances were made by the LSD method, while
Tamhane's T2 method was used for the data with unequal
variances.

Results

Effectsof EGCG on SBP and heart weight indicesInthe
rats with cardiac hypertrophy, compared with the sham-
operated group, the SBP of AC ratsbegan to increase 1 week
after the operation, and increased progressively at 2—7 weeks
after the operation (Figure 1). Theheart weight indices also
increased remarkably vs the sham-operated group. The HWI
and LVWI increased by 55.8% and 72.3%, respectively
(Figure 2). However, treatment with EGCG 25, 50, and 100
mg/kg for 6 weeksreduced SBPin atime-dependent manner
(F=0.2,14.3,52.9, 67.1, 64.3, 80.0, 100.0, 111.2from0to 7
weeks postoperation, repectively). EGCG chronic treatment
also reduced HWI and LVWI compared with the AC group
(F=21.0 and 35.1, respectively). The HWI was reduced by
4.7%, 8.37%, and 17.7% at 3 doses respectively, whereasthe
LVWI wasreduced by 7.1%, 11.1%, and 21.3%, respectively.

Effectsof EGCG on M DA content, and SOD and GSH-Px
activitiesin serum and the myocardium In therats with
cardiac hypertrophy, thelevel of MDA content wasincreased,
and SOD and GSH-Px activities were reduced significantly
vs the sham-operated group, both in serum and in the myo-
cardium (P<0.01; Tables1, 2). EGCG 25, 50, and 100 mg/kg
dose-dependently decreased MDA content, and increased
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Figure 1. Effects of EGCG on SBP in rats with cardiac hypertrophy.
Cardiac hypertrophy was induced by abdominal AC for 7 weeks. Cap
50 mg/kg and EGCG 25, 50, and 100 mg/kg were administered ig for
6 weeks. SBP was measured between 10:00 and 12:00 AM in each rat
by use of the tail cuff method after the rats were warmed at 37 °C for
30 min. n=10 rats. Mean+SD. °P<0.01 vs sham-operated group.
*P<0.05, 'P<0.01 vs AC group.
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Figure 2. Effects of EGCG on heart weight indices in rats with
cardiac hypertrophy. Cardiac hypertrophy was induced by abdomi-
nal AC for 7 weeks. Cap 50 mg/kg and EGCG 25, 50, and 100 mg/kg
were administered ig for 6 weeks. The wet weight of the whole heart
and left ventricle were measured. The degree of cardiac hypertrophy
was estimated by measuring the HWI (HWI=HW/BW) and LVWI
(LVWI=LVW/BW). n=10 rats. Mean+SD. "P<0.05, °P<0.01 vs sham-
operated group. P<0.01 vs AC group.

SOD and GSH-Px activitiesin serum and the myocardium
compared with the AC group.

Effectsof EGCG on histological changes HE gain of the
heart tissues showed that compared with sham-operated
group, the hearts of the AC group displayed marked struc-
tural abnormalities, cardiomyocyte hypertrophy, and cellu-
lar fibrosis (Figure 3A—3D). Treatment with EGCG 50 and
100 mg/kg remarkably improved the histological changesin
the heart tissue vsthe AC group. As demonstrated by VG
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Table 1. Effects of EGCG on serum MDA content, and SOD and
GSH-Px activity in rats with cardiac hypertrophy. Cardiac hypertro-
phy was induced by abdominal AC for 7 weeks. Captopril 50 mg/kg
and EGCG 25, 50, and 100 mg/kg were administered for 6 weeks ig.
n=10 rats. Mean+SD. °P<0.05, °P<0.01 vs sham-operated group.
*P<0.05, 'P<0.01 vs AC group.

Group Dose MDA SOD GSH-Px

/mg-kg* /umol-L* /U-mL*t /umol-L™*
Sham 2.6+0.6 218.8+36.1 1321.0+39.4
AC 4.2+0.6° 144.3+37.0¢ 1258.1+47.6°
AC+Cap 50 3.4+0.8% 170.6+37.5°¢ 1287.6+43.0
AC+EGCG 25 3.8+0.8° 175.2+41.9° 1279.0+£50.2
50 3.5+0.6% 187.0+34.6° 1298.1+58.2
100 3.220.7f 203.7+30.7" 1309.5+47.4°¢

F 5.623 5.165 2.187

Table 2. Effects of EGCG on cardiac MDA content and SOD and
GSH-Px activities in rats with cardiac hypertrophy. Cardiac hyper-
trophy was induced by abdominal AC for 7 weeks. Cap 50 mg/kg and
EGCG 25, 50, and 100 mg/kg were administered for 6 weeksig. n=10
rats. MeanzSD. °P<0.05, °P<0.01 vs sham-operated group. °P<0.05,
'P<0.01 vs AC group.

Group Dose MDA SOD GSH-Px
/mg-kg* /nmol-mg™pro  /U-mg?pro /nmol-mg*pro
Sham 0.45+£0.04 56.8+6.7 16.5+£2.9
AC 0.59+0.07¢ 43.2+7.8° 12.0+£2.6°
AC+Cap 50 0.57+£0.06° 45,0£9.3° 13.2+£2.1°
AC+EGCG 25 0.55£0.06° 44.4%6.2° 12.8+£2.1°
50 0.52+0.06" 50.9+8.1¢ 13.9+1.8°
100 0.48+0.08' 51.1+4.0¢ 14.2+1.6
F 7.992 5.279 4.810

stain, sgnificant intermuscular fibrosiswas observed in the
hypertrophic hearts, while EGCG 50 and 100 mg/kg treatment
diminished the extent of fibrosis (Figure 3E-3H).

Effectsof EGCG on car diacapoptosisinthehypertrophic
myocar dium In the hearts of the sham-operated group,
TUNEL-positive cellswere nearly undetectable, but numeri-
cal TUNEL-positive cells were observed in the myocardium
of ratswith cardiac hypertrophy. Treatment with EGCG 50
and 100 mg/kg for 6 weeks showed a significant reduction in
the number of TUNEL-positive cells compared with the AC
rats(F=21.2; Figure4).

Effectsof EGCG on p53 and bcl-2 protein expressionin
the myocardium In the rats with cardiac hypertrophy, the
level of the p53 protein increased, and the bcl-2 protein

decreased remarkably compared with the sham-operated
group. EGCG 50 and 100 mg/kgig for 6 weeksdecreased p53
protein expression and increased bcl-2 protein expressionin
the hypertrophic myocardium vs the model group (F=30.8
and 29.2, respectively; Figureb).

Effectsof EGCG on cell viabilityin H,O,-induced injury
Theexposureof cardiomyocytestoH,0, 200 umol/L for 24 h
produced an obvious decrease in cell viability as measured
by MTT (P<0.01 vsthe model group). When the cultures
werepretreated with EGCG 12.5-200 mg/L for 6-48h, thecdll
damagewas greatly attenuated (F=13.9, 13.5, 19.3, 7.5 from
648 h, respectively; Figure 6). The protective effects of
EGCG were shown at pretreatment of myocytes for 6 h,
reached the best at 24 h, and maintained its effect at 48 h. As
totheconcentration, pretreatment with EGCG 12.5-100 mg/L
concentration-dependently inhibited H,0,-induced
cardiomyocyteinjury, but the effect of EGCG 200 mg/L was
reduced to a degree.

Effects of EGCG on LDH release and MDA forma-
tion The exposure of cardiomyocytes to H,O, 200 pmol/L
for 24 h induced marked MDA formation and LDH leakage
in the culture medium (P<0.01; Table 3). Pretreatment with
EGCG 12.5-200 mg/L for 24 h attenuated LDH release and
MDA formation in the culture medium.

Effects of EGCG on H,0,-induced cardiomyocyte
apoptosis When exposed to H,O, 200 pmol/L for 24 h,
the sizes of most cardiomyocytes were reduced obvioudly.
Cytoplasm shrinkageand nuclei pyknosis werefound under
microscope, indicating distinct apoptosis of cardiomyocytes.
Pretrestment with EGCG 50 and 100 mg/L significantly attenu-
ated the morphological changes in cardiomyocytes (Figure
7A—-7D). When cardiomyocyte apoptosis was quantified by
flow cytometry, the percentage of apoptotic cells increased
from 0.8%20.7% in the control group to 15.9%+2.3% in the
H,0,group (n=3, P<0.01 vsthecontrol group; Figure 7E-7F).
Pretreatment with EGCG 50 and 100 mg/L for 24 h decreased
theapoptotic rateto 6.3%+3.1% and 3.6%+0. 7%, respectively
(F=32.08, P<0.01 vsthe H,O, group; Figure 7G-7H).

Discussion

Teaisone of themost consumed beveragesin the world,
especially in Asian countries. Tea consumption may be
linked to low incidences of various pathological conditions,
including cardiovascular disease, diabetes, obesity, and
cancer. Theprincipal active polyphenolsin green teain-
clude EGCG, epigallocatechin (EGC), epicatechin (EC) and
epicatechin gallate (ECG), with EGCG being the most
abundant, and possessing the most potent antioxidative
activity. Inour experiment, EGCG 25-100 mg/kg, adminis-
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Figure 3. Effects of EGCG on myocardial pathological changes in rats with cardiac hypertrophy. Cardiac hypertrophy was induced by
abdominal AC for 7 weeks. EGCG 50 and 100 mg/kg were administered ig for 6 weeks. Higtological analysis was determined by HE and VG stain.
(A-D) representative photomicrographs of HE stain (x200, n=5 rats); (F-J) Representative photomicrographs of VG stain (x100, n=5 rats).
(A, E) sham-operated control; (B, F) AC group; (C, G) AC+EGCG 50 mg/kg; (D, H) AC+EGCG 100 mg/kg.
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Figure 4. Effects of EGCG on cardiac myocyte apoptosis in the hypertrophic myocardium. Cardiac hypertrophy was induced by abdominal
AC for 7 weeks. EGCG 50 and 100 mg/kg were administered ig for 6 weeks. Apoptotic cardiac myocytes were detected by TUNEL analysis.
(A-D) Representative photomicrographs of TUNEL-stained cells. (A) Sham-operated group; (B) AC group; (C) AC+EGCG 50 mg/kg; (D)
AC+EGCG 100 mg/kg; (E) EGCG reduced TUNEL-positive cells in the hypertrophic myocardium. n=5 rats. Mean+SD. °P<0.05, °P<0.01 vs
sham-operated group. P<0.01 vs AC group.
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Figure 5. Effects of EGCG on levels of bcl-2 and p53 protein expression in the hypertrophic myocardium. Cardiac hypertrophy was induced
by abdominal AC for 7 weeks. EGCG 50 and 100 mg/kg were administered ig for 6 weeks. The protein levels of bcl-2 and p53 in the
hypertrophic myocardium were determined by Western blot analysis. The levels of bcl-2 and p53 protein were quantitatively analyzed with
an image analyzer and expressed as the percentage of control (sham-operated group). n=6 rats. Mean+SD. (A) Representative Western
blotting showing bcl-2, p53, and a-actin protein levels. 1, 2: sham, 3, 4: AC, 5: AC+EGCG 50 mg/kg, 6: AC+EGCG 100 mg/kg. (B) EGCG
upregulated the level of bcl-2 protein expression in the hypertrophic myocardium. (C) EGCG downregulated the level of p53 protein
expression in the hypertrophic myocardium. °P<0.01 vs sham-operated group. P<0.01 vs model group.
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Figure 6. Effectsof EGCG on cdl viahility in H,0,-induced cardiomyocyte injury. Cardiomyocyteswere preincubated with EGCG 12.5-200 mg/L for 6, 12,
24, and 48 h. H,0,200 pmol/L was incubated with the cells for an additional 24 h. Cell viability was detected by MTT assay. n=6 (6 wellsin each
experiment). MeanzSD. ®P<0.05, °P<0.01 vs control group. ®P<0.05, 'P<0.01 vs mode group.

Table 3. Effects of EGCG on LDH release and MDA formation in
H,O,-induced cardiomyocyte injury. Cardiomyocytes were preincu-
bated with EGCG 12.5-200 mg/L for 24 h. H,0,200 pumol/L was
incubated with the cells for another 24 h. LDH release and MDA
formation in the culture were detected. n=6 (6 wells in each experiment).
Mean+SD. PP<0.05, °P<0.01 vs contral group. *P<0.05, 'P<0.01 vsH,O, group.

Group Con/g-L™* LDH/U.L? MDA/umol L
Control 159.7+70.2 1.1+0.3
H,0, 417.6+69.4° 3.1+0.4¢
H,0,+EGCG 12.5 394.1+85.5° 2.6+0.9°¢

25 335.5+94.8° 2.0+0.6°
50 287.2+74.3 1.4+0.5%
100 260.8+86.1" 1.2+0.4%
200 240.3+56.9° 1.2+0.4f
F 13.70 8.11

tered once a day for 6 weeks was used to treat rats with
cardiac hypertrophy. The dosewas equivalent tothe EGCG
content in approximately 8-23 cups (one cup=120 mL) of
green tea consumption everyday in humans (approximately
80 kg weight)™!,

Chronic pressure overload isthecritical factor leading to
cardiac hypertrophy and even heart failure. In the abdomi-
nal aortic constriction model, aortic pressure increased im-
mediately after AC, and cardiac hypertrophy occurred as an
adaptive response to theimposition of long-term pressure
overload on the heart™?3%, |n the present study, the car-
diac hypertrophy model was established by AC in the rats
for 7weeks. The SBP increased progressively at 1-7 weeks
after aortic abdominal constriction. The HWI and LVWI
increased remarkably vs the sham-operated group. Struc-

198

tural abnormality, cardiomyocyte hypertrophy, and fibrosis
were detected in the hypertrophic myocardium by histologi-
cal anayss. However, chronictreatment with EGCG 25-100
mg/kg dose-dependently reduced SBP, HWI, and LVWI, and
improved histological changesin the myocardium. All these
data supported our finding that EGCG was an effectivethera-
peutic agent against pressure overload-induced cardiac
hypertrophy.

In this paper, the effects of EGCG on rats with cardiac
hypertrophy were compared with the AC group, so we did
not detect the effect of EGCG on sham-operated rats. Itisa
limitation of the experiment andwewill try to investigateit in
the further experiments. Nevertheless, Li et al reported™*?
the beneficial effects of EGCF on hemodynamicsin the AC
rat model with little effect on the sham-operated rats.

Mounting evidence strongly implicated that oxidative
stress played an important rolein the genesis and process of
cardiac hypertrophy™*. Oxidative stress |eads to the ac-
cumulation of lipid peroxidation products MDA in the heart,
and causesimpaired cell function, whileantioxidant enzyme
SOD and GSH-Px play great rolesin cdlular defense against
oxidative stress. In this study, to confirm the presence of
increased oxidative stress in cardiac hypertrophy, we quan-
tified myocardia and serum levelsof MDA content, and SOD
and GSH-Px activities. Theresults showed that in the pres-
sure overload-induced cardiac hypertrophy rat model, the
level of MDA in serum and cardiac tissue increased
significantly, whilethe activities of SOD and GSH-Px was
greatly reduced vs the sham-operated contral, indicating a
significant oxidative gressin cardiac hypertrophy. Thetreat-
ment with EGCG almost completely prevented the pressure
overload-induced decrement in SOD and GSH-Px levels, and
MDA formation both in serumand in cardiac tissue. These
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Figure 7. Effects of EGCG on
H,0,-induced apoptosis in cultured
cardiomyocytes. Cardiomyocytes
were preincubated with EGCG 50 and
100 mg/L for 24 h. H,0,200 pmol/
L was incubated with the cells for an
additional 24 h. The cellswere fixed
in ethanol and stained with PI. The
hypodiploid apoptotic peak in the
cultured cardiomyocytes was de-
tected by flow cytometry. (A-D)
Representative photomicrographs
of cardiomyocytes (x200). (E-H)
Representative apoptotic peak in
each group. (A, E) Control group;
(B, F) H,0, group; (C, G) H,0,+
EGCG 50 mg/L; (D, H) H,O,+EGCG
100 mg/L.
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results suggest that the protective effects of EGCG on car-
diac hypertrophy were correlated with amdioration of pres-
sure overload-induced oxidative stress.

As already stated, apoptosisis a critical factor during
transition from compensatory cardiac hypertrophy to heart
failurd*®. Theintroduction of the TUNEL method tolocal-
izethe 3' end of DNA in situ has been proposed as a useful
tool for the identification of apoptosis. It has been reported
that pressure overload in the murine heart leads to an in-
creasein TUNEL-positive cardiomyocytes®®., In the present
study, a TUNEL analysis was used to detect apoptotic
myocytes in the hypertrophic myocardium. The results
showed that in the pressure overl oad-induced cardiac hy-
pertrophy rat model, TUNEL - positive cellsincreased sig-
nificantly compared with the sham-operated group, while
EGCG 50and 100 mg/kg reduced the number of TUNEL -pos -
tive cells remarkably. We al so tested whether EGCG could
protect against cultured cardiomyocyte injury and apoptosis
from oxidative stress. H,O,, onemajor kind of ROS, can lead
totheformation of hydroxyl radicals mediated by intracellu-
lar heavy metal ionsthrough the Fenton reaction. Both H,O,
and hydroxyl radicals induce severe intracellular oxidant
gress, which cause damagetovariousintrace lular biomacro-
molecules and eventual ly result in apoptosis and necrosis
of cardiomyocyte®. In this experiment, when cardiomyo-
cytes were exposed to exogenous H,0,, cell viability de-
creased significantly, and marked LDH rel easewas observed,
indicating injury in the membrane integrality. Lipid
peroxidation products MDA formation greatly increased,
reflecting a significant oxidative stress. Pretreatment with
EGCG 12.5-200mg/L greatlyincreased cdl viability, reduced
LDH release and MDA formation in the culture medium.
These results suggest that EGCG exerted its antioxidant ef-
fectsin H,O,-induced cardiomyocyteinjury. Moreover, H,0,
induced distinct apoptosisin cardiomyocytes. Morphol ogi-
cal observation found cytoplasm shrinkage and nuclei
pyknosis, and the apoptotic rate increased markedly, while
preincubation with EGCG 50 and 100 mg/L significantly im-
proved myocyte morphological changes and reduced the
apoptotic rate in cardiomyocytes, indicating that EGCG at-
tenuated cardiomyocyte apoptosis induced by oxidative
stress.

Townsend et al™ reported that green tea extract, as well
asEGCG, prevented ischemia reperfusion (I/R)-induced car-
diac myocyte apoptotic cell death, partly by reducing the
expression of the STAT-1 proapoptotic target gene and the
Fas receptor. However, in this paper we aimed at p53 cell
death signal in cardiac hypertrophy rather than the death
receptor pathway. Evidence shows that p53 playsan impor-
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tant role in cardiac myocyte apoptosis in cardiac hyper-
trophy. Leri A et al'® reported that the activation of the p53
and p53-dependent genes were critical in the modulation of
myocyte apoptosis in pacing-induced heart failure. The
upregulation of the local renin-angiotensin system in
stretched cardiomyocytes increased susceptibility of myo-
cytesto undergo apoptosis, coupled with the activation of
p53 and bel-2 decrease”. To determine whether stretch-
induced activation of p53is necessary for the upregulation
of thelocal renin-angiotensin system and angiotensin (Ang)
I1-induced apoptosis, they infected myocyteswith Adp53m
to prevent p53 stimulation, and found Adp53m interference
blocking the functions of endogenous wild-type p53, reduc-
ing Ang Il generation and myocyte apoptosi s after mechani-
cal stretching. The research presents definitive proof that
p53isan essential cofactor in the stimulation of proapoptotic
genes and theinduction of cell death by mechanical stress™.
Therefore, we used Western bl ot analysisto detect p53 and
bcl-2 protein expression in the hypertrophic myocardium.
Results showed a significant decrease in bcl-2 and an in-
crease in the p53 protein in the hypertrophic myocardium
compared with thesham-operated contral. In contrast, EGCG
treatment effectively upregulated the bcl-2 protein and
downregulated the p53 protein. It has been reported that
p53 can act to regulate the intracellular redox state and in-
duce apoptosis by a pathway dependent on ROS produc-
tion>8*1 whereas bcl-2 may function as an antioxidant to
prevent apoptosis®. Bcl-2 may decrease lipid peroxidation
by increasing cell resistance to ROS and blocking ROS pro-
duction®®. Therefore, we proposed the antiapoptotic effect
of EGCG by inhibiting p53induction and bd-2 decrease might
berelated, at least in part, to its antioxidant effects. Wetried
to use RNA silencing technology to detect the effects of
EGCG on p53-mediated apoptosis, but failed to silence the
gene because of the difficulty of transfection into primary
neonatal rat cardiomyocytes. Further investigation is needed
to verify this proposal.

In summary, EGCG remarkably inhibitsthe formation of
cardiac hypertrophy with marked reductions in pressure
overload-induced oxidative stress and cardiac apoptosis.
Also, EGCG protects cultured cardiomyocytes from hydro-
gen peroxide-induced injury and apoptosis. The mechanism
might be related to the inhibitory effects of EGCG on p53
induction and bcl-2 decrease.
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