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Abstract : In order to investigate whether luteolin can protect heart against myocardial oxidative stress injury via reperfu-
sion injury salvage kinase (RISK) signaling pathway we use myocardial H9c2 cells were pretreated with luteolin at 1,
50,100 and 150 pwmol / L respectively,while cell oxidative stress injury was induced by adding 650 pwmol / L H,O0,.
Cell viability was detected by MTT assay ( MTT assay). Then, H9¢2 cells were pretreated with luteolin at the optimal
concentration and mitochondrial membrane potential was detected by laser confocal microscopy. Western blot was used to
detect-the level of P-ERK1 / 2, P-Akt,P-GSK-38 and apoptosis-related protein Cytochrome c. Finally we found that com-
pared with the control group,cells pretreated with different concentrations of luteolin showed an increase in cell survival
rate ;which reached the pink at 100 pmol / L. Compared with H,0, group, pretreatment with 100 pwmol / L luteolin
could significantly reduce the intensity of TMRE ( tetramethylrhodamine ethyl ester) and prevent oxidative damage of
cells induced by H,0,. At the same time, luteolin pretreatment could decrease the expression of Cytochrome C,but in-
crease the expression of P-GSK-38,P-Akt and P-ERK1 / 2,which were inhibited by wortmannin ( PI3K inhibitor) and
PD98059 ( ERKI1 / 2 inhibitor). So we think that Luteolin preconditioning reduces oxidative stress injury by decreasing
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GSK-3B activity via RISK signaling pathway and then inhibiting mPTP opening.
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Fig. 1  Effect of luteolin at different density on cardiomyo-
cyte survival rate
I : 5 Contol 4 11%52,#P <0.05;5 H,0, 41 1LE:, * P <0.05,
Note ¢Compare with Control ,* P <0.05 ; Compare with H,0, ,* P <0.05.
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Fig. 2 Detection of mitochondrial membrane potential by laser scanning confocal microscopy
A 5 MR, PP < 0. 055 55 H, 0, L, ¥ P <0.05,
Note : Compate with control,* < 0. 05 ; Compare with H,0, , * P <0.05.
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Fig.4  Western blot analysis of expression levels of P-

ERK1/2 conversion

Fig.3  Western blot analysis of expression levels of P-Akt

conversion
VE: SRERAL o PP <0.05 545 H,0, 411L4E, ¥ P <0.05, TE S AIIALI TP <0.055.5 H, 0, A1LE4E, ™ P <0.05,
Note ; Compare with control,” P < 0. 05 ; compare with H,0,,* P < Note: Compare with control,* P < 0. 055 compare with H,0,,* P <
0. 05. 0.05.
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1498 KIRF=YIBE R 5T K

Vol. 30

A] B A&l i 3 hin P-GSK-38 £ 1 3% 1k, BH 1k mPTP JF
L, KA O WUVE AR A 5 PR E R

BActin - —

1.5

P-GSK-38

B 5 Western blot #:il] P-GSK-38 EHHIRIA
Fig.5 Western blot analysis of expression levels of P-GSK-
383 conversion
TE: SXHRALEEL, P <0.05; 5 H,0, 41HEE, ¥ P <0.05,

Note ; Compare with Control ,*P <0.05;Compare with H,0, , ™ P <0.05.
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Figs/6  Western blot analysis of expression levels of Cyto-
chrome C conversion
TE: S IRALH AL, TP <0.055 5 H, 0, 41HE, ¥ P <0.05,
Note ; Compare with Control ,*P <0. 05 ; Compare with H,0, , P <0.05.
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Fig. 7 Detection of mitochondrial membrane potential by laser seanning confocal microscopy
5 H,0, 41, ¥ P <0.05445 H,0, + Lu 41 b4z, P <0.05,
Note : Compare with H,0, , * P <0. 05 ; Compare with H,0, + Lu,* P <0.05.
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B8 Western blot #ill] P-Akt,P-GSK-38.P-ERK1/2 4HfIfa % C BEMIRIL
Fig. 8 Western blot analysis of expression levels of P-Akt P-GSK-38 .P-ERK1/2 and cytochrome C conversion
7.5 H,0, 44, ¥ P<0.05;5 H,0, + Lu 41 L%, P <0.05,
Note ; Compare with H,0, , ™ P <0.05 ; Compare with H,0, + Lu,” P <0.05.
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B9 Western blot ¥ P-Akt,P-GSK-38.P-ERK1/2 4l E CEHHRIA
Fig. 9 Western blot analysis of expression levels of P-Akt ,P-GSK-38 P-ERK172 and cytochrome C conversion
V5 H,0, 41 HE, ¥ P <0.05; 5 H,0, + Lu 4113, * P<0.054
Note : Compare with H,0, , * P <0. 05 ; compare with H,0, + Lu,* P'<0.05.
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