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Effect and Mechanism of Huoxue Xiaozheng Yigi Recipe on TGF-pB1-induced Apoptosis of AML12 Cells
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Abstract: Objective To investigate the effect of Huoxue Xiaozheng Yigi recipe on TGF-B1-induced apoptosis of
alpha mouse liver 12 (AML12) cells and its possible mechanism. Methods AMLI2 cells were used to establish
apoptotic model by incubating with TGF-1(5 ng-mL™") for 24 h and oxidative stress model by incubating with the
same concentration of TGF- 1 for 4 h. Blank control group, model control group and different doses of
HXXZYQ (0.1, 0.2 and 0.5 g+ L") groups were set up. CCK-8 method was used to detect cell viability. Hoechst
33342 staining and Annexin V-FITC method were used to detect apoptosis. DCFH-DA method was performed to
detect intracellular ROS. The protein expression of Bel-2, Bax, Caspase—3 and Nrf2 was detected by Western Blot.
Results Compared with the blank control group, the cell viability, the proportion of apoptotic cells and the
proportion of pyknotic nuclei in the apoptotic model group were significantly increased (P <0.05). Bcl-2 protein was
significantly down—regulated, while Bax and Capase—3 were significantly up—regulated (P <0.05). Moreover, the
content of intracellular ROS was significantly increased in the oxidative stress model group, and the expression of

intracellular Nrf2 was increased but nuclear translocation was decreased (P <0.05). Compared with the apoptotic
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model group, different doses of Huoxue Xiaozheng Yigi recipe could significantly restore the cell viability, reduce

the proportion of apoptotic cells and pyknotic nuclei (P <0.05), and up—regulate the expression of Bel-2, while

down-regulate the expression of Bax and caspase 3 (P <0.05). Compared with the oxidative stress model, different

doses of HXXZYQ could significantly reduce the content of intracellular ROS (P <0.05), increase the expression of

Nrf2 protein and promote its nuclear translocation (P <0.05). Conclusion Huoxue Xiaozheng Yiqi recipe can reversed

TGF- B1-induced apoptosis of AML12 cells. The mechanism may be related to the regulation of mitochondrial

apoptosis pathway and Nrf2 pathway.
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Figure 7 Effect of Huoxue Xiaozheng Yigi recipe on Nif2 protein expression and nuclear translocation(x s, n=3)
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