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Abstract; Objective To investigate the inhibition of NG108 — 15 cells
proliferation by Xanthohumol (XN) and its effects on reactive oxygen
species (ROS) , extracellular signal — regulated kinase ( ERK) pathway
and cell cycle. Methods
(conventional culture ), experimental — L. group, experimental — M group,
experimental —H group (20, 40, and 60 pmol - L™' XN), NAC combined
with XN experimental group [ 10 pmol + L™" N — acetylcysteine (NAC) +
40 wmol - L' XN ] and ERK inhabitor combined with XN experimental
group(20 wmol - L' ERK inhibitor PD98059 +40 wmol - L™" XN). Cell
proliferation capacity was detected by cell counting kit 8 (CCK - 8) and

NGI108 —15 cells were divided into control group

trypan blue staining assay; ROS levels were detected by ROS kit; cell cycle
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and apoptosis levels were detected by flow cytometry; protein relative expression levels of ERK, p — ERK and Caspase
3 were detected by Western blot. Results The cell proliferation activities of the control group and the experimental —
L group, experimental — M group and experimental — H group were (99.89 + 1.52)%, (87.57 + 6.23)%,
(51.96 £3.08)% and (37.11 £1.57)% , respectively; the cell death rates were (4.65 £1.57)% , (15.54 £1.94)% ,
(41.06 £2.77)% and (65.22 +5.81)% , respectively; the average fluorescence intensities of ROS in the control
group, the experimental — M group and the NAC combined with XN experimental group were 176.51 + 25.17,
716.48 £95. 15 and 543.80 +48.91. The relative expression levels of p — ERK protein in the control group, the
experimental — M group, and the ERK inhibitor combined with XN experimental group were 0. 54 +0. 04, 1. 13 £0. 18
and 0.31 £ 0.33; the proportions of G2 phase cells were (15.56+1.43 )%, (20.31 = 2.17 )% and
(16.14 +0.81) % , respectively. Compared with the control group, the above indicators in the experimental — L., —
M, - H groups showed statistically significant differences (all P <0.001). Compared with the experimental — M
group, the control group and the NAC combined with XN experimental group showed statistically significant differences
(P<0.05, P<0.01, P<0.001). Compared with the experimental — M group, the ERK inhibitor combined with XN
experimental group showed statistically significant differences (P <0.05, P <0.01, P <0.001). Conclusion
Xanthohumol demonstrates potent inhibition of NG108 — 15 cells proliferation, with its molecular mechanism likely
involving G2/M phase cell cycle arrest through ROS upregulation and activation of the ERK signaling pathway.
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Figure 2  Effects of Xanthohumol on reactive oxygen species (ROS) levels in NG108 — 15 cells
A After 1h treatment with DMSO or XN 40 pmol + L=" | intracellular ROS levels were detected by flow cytometry using the fluorescent probe DCFH — DA ; B
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Figure 3  Effects of XN on phosphorylated — extracellular regulated kinase (p — ERK) protein expression levels and cell cycle in
NG108 - 15 cells

A Relative expression levels of p — ERK/ERK signaling pathway proteins; B: The proportion of G1 and G2 phase in the cell cycle; ERK inhibitor + XN experi-
mental group; 10 pmol + L=! N — acetylcysteine (NAC) +20 wmol - L.~" ERK inhibitor PD98059 + 40 pmol + L. =" XN.
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