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regulating Treg cells PI3K/AKT pathway in tumor microenvironment
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Abstract: Objective To study whether the Xihuang Pills component-based Chinese medicine has similar anti-cancer effect and
mechanism as Xihuang Pills. Methods 4T1 breast cancer cells were used to establish a tumor model in mice. The model mice were
ig administered with Xihuang Pills of low, medium, and high doses (0.39, 0.78 and 1.95 g/kg) and Xihuang Pills component-based
Chinese medicine of 0.3 mL (74.5 mg/kg elemene, 2.73 mg/kg taurine, 0.52 mg/kg Muscone and 4.75 mg/kg 11-carbonyl-beta-ethyl
ester mastic acid mixture, corresponding to the high dosage group of Xihuang Pills) for 14 d. The tumor tissues were removed,
weighed and homogenized to prepare single cell suspensions. Treg cells were prepared by magnetic cell sorting. The changes in
number of Treg cells in the tumor microenvironment were detected by flow cytometry and immunohistochemistry. The protein
expression of PI3K and AKT in Treg cells in the tumor microenvironment was detected by western blotting. The mRNA expression

of PI3K and AKT in Treg cells in the tumor microenvironment was detected by the Real-time PCR (qRT-PCR). Results Compared
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with model group and Xihuang Pills low- and medium-dose groups, the weight of tumors was significantly decreased in the Xihuang

Pills component-based Chinese medicine group (P < 0.05); The results of flow cytometry and immunohistochemistry showed a

significant decrease in the number of Treg cells in the tumor microenvironment (P < 0.05); Western Blotting and qRT-PCR results

showed that the expression of PI3K, AKT protein and their mRNA in Treg cells in the tumor microenvironment was significantly

decreased (P < 0.05). Compared with the Xihuang Pills high-dose group, the tumor weight, the number of Treg cells, and the protein

expression of PI3K and AKT and their mRNA expression in the Xihuang Pills component-based Chinese medicine group were

significant increased (P < 0.05). Conclusion Xihuang Pills component-based Chinese medicine can reduce the number of Treg cells

by inhibiting the expression of PI3K/AKT signaling pathway in Treg cells in the tumor microenvironment, and thus exhibit similar

anti-cancer effects and mechanisms as Xihuang Pills.
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HERH L "P<0.05; 5 P9 3 A& A ELAL: #P<<0.05
"P < 0.05 vs model group; P < 0.05 vs each group of Xihuang pills
B4 WBHRMER( +s,n=6)
Fig. 4 Resultsof WB (  +s, n=6)

BRI P<0.05; 5P UALA AL L #P<<0.05
“P < 0.05 vs model group; *P < 0.05 vs each group of Xihuang pills
El5 RT-qPCR&NANIEMINE Treg 2B PI3K . AKT mRNA Ri&(  +s, n=6)
Fig.5 Detection of PI3K and AKT mRNA expression in Treg cells in tumor microenvironment by RT-qPCR (  +s, n=6)
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