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Fig. 1 Molecular structure of oxymatrine
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Fig. 2 The L, rat myoblast cell apoptosis model
induced by different concentration of H,0,
(a) Observation under microscope. (b) A histogram from quantitative
detection. /: Normal culture cell; 2: 1 mmol H,O, injured cell; 3:
0.5 mmol/L H,0,injured cell; 4: 0.1 mmol/L H,0, injured cell. x + s,

P <0.05, there is significance meaning on statistics.
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Fig. 3 The L, rat myoblast cell proliferated

by various dose of oxymatrine
(a) Observation under microscope. (b) A histogram from quantitative
detection. /: Normal culture cell; 2: 3 g/L oxymatrine culture cell; 3:
1.5 g/L oxymatrine culture cell; 4: 0.75 g/L oxymatrine culture cell. x + s,

P <0.05, there is significance meaning on statistics.
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Fig. 4 Protective effect of various dose of oxymatrine
on L, rat myoblast cell damaged by 0.1 mmol/LL H,O,
(a) 3.0 g/L oxymatrine protection + 0.1 mmol/L H,0, injury. (b) 1.5 g/L
oxymatrine protection + 0.1 mmol/L H,0, injury. (c) 0.75 g/L oxymatrine

protection + 0.1 mmol/L H,0, injury.
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Fig. 5 DAPI fluorescent sign of L rat myoblast
cell apoptosis model induced by different
concentration of H,0,
(a) 0.5 mmol/L H,0, injured cell. (b) 0.2 mmol/L H,0, injured cell. (c)
0.1 mmol/L H,0, injured cell.

Fig. 6 DAPI fluorescent sign of protective effect of
various dose of oxymatrine on L rat
myoblast cell damaged by H,O,
(a) Normal contrast group. (b) 3.0 g/L oxymatrine protection+0.1 mmol/L
H,0, injured cell. (¢) 1.5 g/L oxymatrine protection+0.1 mmol/L H,0,
injured cell. (d) 0.75 g/L oxymatrine protection+0.1mmol H,0O, injured
cell.
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Fig. 7 Protective effect of various dose of oxymatrine on L, rat myoblast cell damaged by H,O, detected by HE Staining
(a) 1.0 mmol/L H,0, injured cell. (b) 0.5 mmol/L H,0, injured cell. (¢) 0.1 mmol/L H,0, injured cell. (d) Normal contrast group. (¢) 3.0 g/L oxymatrine

protection + 0.1 mmol/L H,O, injured cell. (f) 1.5 g/L oxymatrine protection + 0.1 mmol/L H,O, injured cell. (g) 0.75 g/L oxymatrine protection +

0.1 mmol/L H,0, injured cell.
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Table 1 The A value and apoptosis rate of L, rat myoblast cell damaged by 0.1 mmol/L H,O, (x + s, n=6)

Groups Drug concentration/(g+L™) A Apoptosis rate/%
Contrast group Equal volume 0.78+0.031 0
Model group Equal volume 0.28+0.023° 32.5+2.91°
Oxymatrine 0.75 0.39+0.023¢ 26.7+2.83¢
Oxymatrine 1.5 0.41+0.021¢ 23.3+£2.62°
Oxymatrine 3 0.47+0.032¢ 21.1£2.54°

"Compare with contrast group, P< 0.05; “Compare with model group, P< 0.05.
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Fig. 9 Effect of various dose of oxymatrine on the proliferation period of L, rat myoblast

cells damaged by 0.1 mmol/L H,0,
(a) The normal contrast group of L, rat myoblast cells: G1(Peak 2)=58.50%, G2(Peak 3)=22.11%, S=19.39%, AP=0. (b) 3.0 g/L oxymatrine protection +
0.1 mmol/L H,0, injury: G1(Peak 2)=55.02%, G2(Peak 3)=16.36%, S=28.62%, AP(Peak 1)=21.06%. (¢) 1.5 g/L oxymatrine protection + 0.1 mmol/L
H,O, injury: Gl (Peak 2)=64.44%, G2 (Peak 3)=11.73%, S=23.83%, AP(Peak 1)=23.32%. (d) 0.75 g/L oxymatrine protection + 0.1 mmol/L H,0O,
injury: Gl (Peak 2)=68.69%, G2(Peak 3)=17.14%, S=14.17%, AP(Peak 1)=26.67%. (¢) 0.1 mmol/L H,0, injury: G1(Peak 2)=56.47%, G2 (Peak 3)=
41.89%, S=1.63%, AP(Peak 1)=32.45%. Peak 1 appear after DNA break: subdiploid peak: Peak 2: DNA peak during G1 mean diploid peak; Peak 3:
G2 peak.

(2) (b)

Fig. 10 The desmin antibody of L rat myoblast cell tested by immunocytochemistry staining
(a) Normal contrast group. (b) 3.0 g/L oxymatrine protection + 0.1 mmol/L H,0, injured cell. (c) 1.5 g/L oxymatrine protection+0.1 mmol/L H,O,
injured cell. (d) 0.75 g/L oxymatrine protection + 0.1 mmol/L H,0, injured cell.
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Fig. 11 The a-actin antibody of L, rat myoblast cell
tested by immunocytochemistry staining
(a) Normal contrast group. (b) 3.0 g/L oxymatrine protection+0.1 mmol/L
H,0, injured cell. (¢) 1.5 g/L oxymatrine protection+0.1 mmol/L H,0,
injured cell. (d) 0.75 g/L oxymatrine protection + 0.1 mmol/L H,0,

injured cell.
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Fig. 12 The myosin antibody of L rat myoblast cell
tested by immunocytochemistry staining
(a) Normal contrast group. (b) 3.0 g/L oxymatrine protection+0.1 mmol/L
H;0, injured cell. (c) 1.5 g/L oxymatrine protection+0.1 mmol/L H,0O,
injured cell. (d) 0.75 g/L oxymatrine protection+0.1 mmol/L H,O; injured

cell.
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Table 2 The Bcl-2 and Bax antibody of L, rat myoblast cells damaged by H,O,

Groups Drug concentration/(g+L™) Bcl-2 positive cells Bax positive cells
Contrast group Equal volume 174+8.9 105+4.9*
Model group Equal volume 99+5.7° 178+9.5"
Oxymatrine 0.75 123+6.1¢ 154+8.6¢
Oxymatrine 1.5 145+7.3¢ 136+7.4¢
Oxymatrine 3.0 161+8.4¢ 113+6.5¢

The positive cells calculated. x + s, n=6. ‘Contrast group; *Compare with contrast group, P < 0.05; ‘Compare with model group, P < 0.05.
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Fig. 13 The Bcl-2 antibody of L, rat myoblast cell tested by immunocytochemistry staining

(a) Normal contrast group. (b) 3.0 g/L oxymatrine protection + 0.1 mmol/L H,0, injured cell. (c) 1.5 g/L oxymatrine protection + 0.1 mmol/L H,0,

injured cell. (d) 0.75 g/L oxymatrine protection + 0.1 mmol/L H;O; injured cell. (¢) 0.1 mmol/L H,O, injured cell.

Fig. 14 The Bax antibody of L, rat myoblast cell tested by immunocytochemistry staining

(a) Normal contrast group. (b) 3.0 g/L oxymatrine protection + 0.1 mmol/L H,O; injured cell. (c) 1.5 g/L oxymatrine protection + 0.1 mmol/L H,0,

injured cell. (d) 0.75 g/L oxymatrine protection + 0.1 mmol/L H,0, injured cell. (¢) 0.1 mmol/L H,0, injured cell.

2.8 Western blot &l

O3 R IR A w7 2 A FH i 40 I R0k R A 48 i
H11K) Bel-2 45 AT Bax &4, &R WK 17 Jis.
ML 17 W7 LA, A TR G AT AT A B ) 1 5 %)
WAL, 28 AN )50 & R A A v 2 E TS, Bax
T AR B EANH; Bel-2 85 ARIA 2 B0,
It H5ER AR R IEAHK.

— PO AR WK - BT Bel-2,
Bax, 1:250; i B-actin, 1: 250.

1:250; ¥t

1 2 3 4 5
Bax(2s k) [

Fig. 15 The action of Bax and Bcl-2 protein induced
by different density of oxymatrine
1: Model group (0.1 mmol/L H,0, injured cell); 2: 3.0 g/L oxymatrine
protection + 0.1 mmol/L H,O, injured cell; 3: 1.5 g/L oxymatrine
protection + 0.1 mmol/L H,0, injured cell; 4: 0.75 g/L oxymatrine

protection + 0.1 mmol/L H,0, injured cell; 5: Normal contrast group.
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proliferation and differentiation of myogenic progenitor cells

Effect of Oxymatrine on H,0, Resistance in L, Rat Myoblast Cells”

ZHU Dao-Li", WANG Kang-Le, CHEN Pei-Lin, JJANG Ya-Qiong
(School of Life Science, Nantong University, Nantong 226019, China)

Abstract Effect of oxymatrine on the H,O, of L rat myoblast cells was investigated in this study. The hydrogen
peroxide (H,0O,) was used to establish the H,0,-induced apoptosis model by L, rat myoblast cells that were treated
with 0.3, 0.15, 0.75 g/L oxymatrine. The survival rate was measured by MTT method, cell cycles and apoptosis
rate of Ls rat myoblast cells were detected by flow cytometry, the injury degree was determined by apoptosis
cytochemistry fluorescent antibody of Bel-2 and Bax, DAPI staining and HE staining. The protein differences were
examined by Western blot. Results showed that survival rate of Ls myoblast cells was degraded and the apoptosis
rate was increased by damaging H,O,. The survival rate of L, myoblast cells was heightened by oxymatrine of
each dose. They could induce the increase in expression of Bel-2 and the decrease in expression of Bax. Its degree
of protection was increased with raising the dosage of oxymatrine and the protective effect of 0.3 g/L dosage
is obvious. The protective effect of 0.15, 0.75 g/L oxymatrine were secondary. The main physiological and
biochemical effects of oxymatrine was related to protect rat myoblast apoptosis model through NFkB signal
transduction. These results implied that oxymatrine may have the potential as a new antioxidant treatment

medicine.
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