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Abstract: Objective To investigate the inhibitory effects of Guizhi Fuling Capsules (£ %18 % [l #%)-Sanjie Zhentong Capsules (H{
£E4AUR I 7%)-Gongxue Ning Capsules (F I 7[5 %) combination (GSG) on abnormal proliferation of human adenomyosis-derived
cells (AMDC), and evaluate its therapeutic efficacy and mechanism in a mouse model of adenomyosis (AM). Methods Primary

AMDCs were collected and cultured, cell viability was assessed using CCK-8 assay. The effects of GSG on AMDC colony formation
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and proliferation capabilities were determined through colony formation and EdU proliferation assays. Neonatal ICR mice were orally
administered with tamoxifen to induce AM model and divided into control group, model group, compound mifepristone (3.25 mg/kg)
group and GSG low-, medium-, and high-dose (0.635, 1.270, 2.539 g/kg) groups. After drugs intervention, hematoxylin-eosin (HE)
staining was used to observe morphological changes in uterus, liver, spleen and kidney tissues of mice. Immunohistochemistry (IHC)
was employed to detect the expressions of phosphorylated phosphoinositide 3-kinase (p-PI3K), phosphorylated protein kinase B (p-
Akt) and hypoxia-inducible factor-1a (HIF-1a) in uterine tissues of mice. Alanine aminotransferase (ALT) activity and blood urea
nitrogen (BUN) level in serum were measured. Results GSG effectively inhibited the viability and colony formation capacity of
AMDCs and showed a dose-dependent inhibition of AMDC proliferation (P < 0.001). HE staining results indicated that the boundary
between the endometrium and myometrium was unclear in model group, with extensive glandular infiltration into the myometrium. In
GSG low-dose group, the boundary was less clear, with glandular infiltration into the myometrium and reduced depth and number of
glandular infiltrations. The boundary was relatively clear with occasional glandular infiltration in compound mifepristone group and
GSG medium-dose group. In GSG high-dose group, the boundary was clear, and significant glandular infiltration was rare. IHC results
showed a significant increase in expressions of p-PI3K, p-Akt and HIF-1a in model group compared to control group (P <0.01, 0.001).
Compared to model group, the expressions of p-PI3K and p-Akt were significantly reduced in each administration group (P < 0.01,
0.001), and HIF-1a expression was significantly reduced in compound mifepristone group and GSG medium-, high-dose groups (P <
0.05, 0.01). There were no significant changes in the morphology of liver, spleen and kidney in each group, and there was no significant
difference in ALT activity and BUN level in serum. Conclusion GSG therapy can blockade of AM progression by inhibiting
PI3K/Akt/HIF-1a pathway in in vivo experiments, with the selected GSG dose showing no significant adverse reactions in animals,
indicating it is a potential treatment option for AM.

Key words: Guizhi Fuling Capsules-Sanjie Zhentong Capsules-Gongxue Ning Capsules combination; adenomyosis; adenomyosis

derived cells; proliferation; mice model; phosphatidylinositol 3-kinase/protein kinase B/hypoxia-inducible factor-1a pathway
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Fig. 1 Effects of GSG (A) and mifepristone (B) on viability of AMDC (X £ s, n=23)
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Fig. 2 GSG inhibits clonal formation ability of AMDC (X = s, n =3)
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Fig. 3 GSG inhibits proliferation ability of AMDC (X £s,n=23)
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Fig. 4 Bioinformatics analysis of pathogenesis of AM
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Fig. 5 HE staining of uterine tissue of mice in each group
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