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Abstract: Objective To explore the influence of Hupo Powder on the ectopic lesions and the expression of Beclinl and ZEBI in
EMT nude mice implanted with human menstrual blood stromal cells (MenSCs). Methods Nude mice were randomly divided into

control group, model group, dienogest (0.001 g-kg™) group and Hupo Powder (29 g-kg™") group, 10 mice in each group. MenSCs
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were extracted from menstrual blood of EMT patients and healthy women, respectively, and identified by adipogenic and osteogenic
differentiation. EMT MenSCs were sc into the abdomen of nude mice to prepare EMT nude mice model, and the control group was
implanted with healthy MenSCs. On the 7th day, one nude mouse was randomly selected from each group, and the growth of ectopic
lesions was observed. We then evaluated model by HE staining and human leukocyte antigen A (HLAA) immunofluorescence. Each
group was administered continuously for 21 days since model had been prepared, and the ectopic lesions were collected on the 2nd
day after the last administration. We observed the volume and blood vessel distribution of EMT ectopic lesions in each group.
Beclinl and ZEB1 mRNA and protein levels were detected by real-time quantitative PCR (qRT-PCR), Western blotting,
immunohistochemistry and immunofluorescence. Results EMT-derived and normal MenSCs were long-fusiform, radially spreading
to the surrounding colonies, and lipid droplets and calcium nodules were formed. After seven days of modeling, no ectopic lesion
was found in the control group, while the other groups had vesicle-like lesions and abundant peripheral blood vessels. Endometrial
glands and stroma were found in pathological sections, and HLAA was positively expressed. Compared with the model group, Hupo
Powder could significantly reduce the volume of ectopic lesions in EMT nude mice (P < 0.001) and improve the distribution of
peripheral blood vessels. At the mRNA level, the expression of ZEB1 was decreased in the dienogest group and the Hupo Powder
group (P < 0.001), while the expression of Beclinl was increased (P < 0.001). At the protein level, compared with model group,
Western blotting results showed that the expression of ZEBI1 in dinogestrel group and Hupo Powder group was significantly
decreased (P < 0.05), while Beclinl expression was significantly increased (P < 0.01, 0.001). Immunohistochemical results showed
that Beclinl in Hupo Powder group was distributed in ectopic intima, glandular cavity, nucleus and cytoplasm of glandular epithelial
cells and stromal cells, and Beclinl expression was significantly increased (P < 0.01). Immunofluorescence results showed that
ZEBI1 protein distribution in ectopic endometrium, glandular cavity, glandular epithelial cells and the cytoplasm of surrounding stromal
cells was significantly decreased in the Hupo Powder group, and the positive rate of ZEB1 protein expression was significantly decreased
in the dinorgestrel and Hupo Powder groups (P < 0.001). Conclusion Hupo Powder may reduce the ectopic lesions of EMT nude mice
and improve the distribution of peripheral blood vessels by up-regulating Beclinl and down-regulating the expression of ZEB1.
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Fig.1 Cell morphology (A) and staining of lipogenic (B) and osteoblastic (C) cells of normal MenSCs and EMT MenSCs
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Fig. 4 HLAA immunofluorescence of ectopic lesions in

three groups 7 d after model construction (x200)
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Table 2 Comparison of volumes of ectopic lesions in three groups after intervention (x=s)

2H ) &/ (kg™ £/mm P& /mm f51/mm S A AR A /mm?
R (n=8) — 4.64+0.56 3.06+0.63 3.25+0.39 45.40+8.59
i3 (n=8) 0.001 4.38+0.74 1.96+0.57 1.56+0.25 13.74+6.31"
PRI (n=9) 29 2.74+0.67 2.06+0.37 1.32+0.20 7.69+3.02""

BB LLE " P<0.001; 52 51 4 LA - "P<<0.05
P <0.001 vs control group; “P < 0.001 vs dinorgestrel group
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Fig. 6 Effects of Hupo Powder on protein level of ZEB1and Beclinl in ectopic lesions of EMT nude mice (x+s, n=8)
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