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TR R 2 2 B TR B T8 3 (caspase-3) VA K A WEAH B A Beclin-1 . f AH e 25 %458 3 (LC3 T/ 1), p62 Y
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[Abstract] Objective To investigate the effects of tanshinone Il A on apoptosis and autophagy induced by
hypoxia/reoxygenation in H9C2 cardiomyocytes and its mechanism. Methods H9C2 cardiomyocytes in logarithmic
erowth phase were divided into control group, hypoxia/reoxygenation model group and tanshinone Il A low-dose, medium-
dose and high-dose groups (50, 100, 200 mg/L tanshinone Il A were treated after hypoxia/reoxygenation respectively).
The dose with good therapeutic effect was selected for follow-up study. The cells were divided into control group,
hypoxia/reoxygenation model group, tanshinone II A+pcDNA3.1-NC group and tanshinone I A+pcDNA3.1-ABCE1
group. The cells were transfected with the overexpressed plasmids pcDNA3.1-ABCE1 and pcDNA3.1-NC and then
treated accordingly. Cell counting kit-8 (CCK-8) was used to detect HOC2 cell activity in each group. The apoptosis
rate of cardiomyocytes was detected by flow cytometry. The ATP-binding cassette transporter E1 (ABCE1), apoptosis-
related proteins Bel-2 and Bax, caspase-3, autophagy-related proteins Beclin-1, microtubule-associated protein 1 light
chain 3 (LC3 11/ 1) and p62 mRNA expression level of HOC2 cells in each group were detected by real-time fluorescence
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quantitative reverse transcription-polymerase chain reaction (RT-qPCR). The protein expression levels of the above indexes
in HOC2 cells were detected by Western blotting. Results (D Cell activity and ABCE1 expression: tanshinone Il A
inhibited the activity of H9C2 cells induced by hypoxia/reoxygenation, and the effect was significant at medium-dose
[(0.95%0.05)% vs. (0.37£0.10)%, P < 0.01], mRNA and protein expression of ABCE1 were significantly reduced
[ABCEl mRNA (27**%): 2.02+0.13 vs. 3.74+0.17, ABCEI protein (ABCEI/GAPDH): 0.46 +0.04 vs. 0.68 +0.07,
both P < 0.05]. @ Expression of apoptosis-related proteins: medium-dose of tanshinone II A inhibited the apoptosis of
HO9C2 cells induced by hypoxia/reoxygenation [apoptosis rate: (28.26 +2.52)% vs. (45.27 +3.07)%, P < 0.05]. Compared
with the hypoxia/reoxygenation model group, medium-dose of tanshinone Il A significantly down-regulated the protein
expression of Bax and caspase-3 in H9C2 cells induced by hypoxia/reoxygenation, and significantly up-regulated the
protein expression of Bel-2 [Bax (Bax/GAPDH): 0.28 £0.03 vs. 0.47 +0.03, caspase-3 (caspase-3/GAPDH): 0.31 +0.02
vs. 0.44+0.03, Bel-2 (Bel-2/GAPDH): 0.53 +£0.02 vs. 0.37+£0.05, all P < 0.05]. @ Expression of autophagy-related
proteins: compared with the control group, the positive rate of LC3 in the hypoxia/reoxygenation model group was
significantly increased, while the positive rate of LC3 in the medium-dose of tanshinone Il A group was significantly
decreased [(20.67£3.09)% vs. (42.67+£3.86)%, P < 0.01]. Compared with hypoxia/reoxygenation model group,
medium-dose of tanshinone Il A significantly down-regulated Beclin-1, LC3 1L/ I and p62 protein expressions [Beclin-1
(Beclin-1/GAPDH): 0.27+0.05 vs. 0.47+0.03, LC3I/1 ratio: 0.24+0.05 vs. 0.47+0.04, p62 (p62/GAPDH):
0.21£0.03 vs. 0.48£0.02, all P < 0.05]. @ Expression of apoptosis-and autophagy related proteins after transfection
with overexpressed ABCE1 plasmid: compared with tanshinone Il A+pcDNA3.1-NC group, the protein expression
levels of Bax, caspase-3, Beclin-1, LC3 I/ T and p62 in tanshinone [ A+pcDNA3.1-ABCE1 group were significantly
up-regulated, while the protein expression level of Bel-2 was significantly down-regulated. Conclusions 100 mg/L
tanshinone Il A could inhibit autophagy and apoptosis of cardiomyocytes by regulating the expression level of ABCE1.

So, it protects H9C2 cardiomyocytes injury induced by hypoxia/reoxygenation.
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0.03
sk I
0216
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FeAs, BLaR 7 52 AP A0 ILAN I Le3 FHESS 5 2
FHEI, LC3 PHAE R B 5 T 5 ((42.67+3.86) % L
(12:67£125)%, P<0.01 ) ; FFZH T A FhFlHE 4.0
W4 e LC3 FHMEAE B s /b, LC3 B i i j%
i ((20.67+£3.09) % Lt (42.67+3.86) %, P<0.01 ).
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; ) ) \ o caspase= e R e s— 2000
p62 M FFAKFEE 1, Bel-2 W F13RiA I ——
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