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Effect of miR-218-2-3P on proliferation and apoptosis of NK/T-cell ymphoma by targeting SIN3A
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Department of Otorhinolaryngology, The First Affiliated Hospital of Chongqing Medical University, Chongging 400016, China

[Abstract] Objective * To investigate the expression of miR-218-2-3P in NK/T-cell lymphoma, and the effect of miR-218-2-3P on the proliferation,
apoptosis and cycle of NK/T-cell lymphoma by targeting SIN34. Methods - Quantitative real-time PCR (qPCR) was used to detect the expressions of
miR-218-2-3P in normal NK cells and NK/T-cell lymphoma cells NK92MI and NKY'S. Lipofectamine 3000 was used to transfect the inhibitor containing
nonsense sequences (inhibitors NC), miR-218-2-3P inhibitor and the same dose of transfection reagent without any fragment into NK92MI cells, which
were divided into three groups. gPCR and Western blotting were used to detect the expression levels of miR-218-2-3P and SIN3A protein in the inhibitor
NC group, the miR-218-2-3P inhibitor group and the blank control group, respectively. The cell proliferation activities of the three group were measured
by CCK8 method. The apoptosis rates and cell cycles of the three group were determined by flow cytometry. The double luciferase reporter gene assay
was performed to detect whether SIN34 was a target gene of miR-218-2-3P. NK92MI cells were transfected with miR-218-2-3P inhibitor+SIN34 small
interfering RNA (si-SIN34) and miR-218-2-3P inhibitor+nonsense sequences small interfering RNA (si-NC), respectively, which were divided into two
groups. The cell proliferation activities of the two groups were detected by CCK8 method. Results - Compared with the normal NK cells, the expressions
of miR-218-2-3P in NK92MI and NKYS cells significantly increased (both P<0.05). Compared with the blank control group and the inhibitor NC group,
the proliferation activity of NK92MI cells in the miR-218-2-3P inhibitor group decreased (both P<0.05), the apoptosis rate increased (both P<0.05) and
cell cycle arrest occurred in GO/G1 phase (both P<0.05). The double luciferase reporter gene assay showed that SIN34 was the target gene of miR-218-2-
3P. Compared with the blank control group and the inhibitor NC group, the SIN3A protein expression of the miR-218-2-3P inhibitor group was increased
(both P<0.05). The down-regulation of SIN3A4 expression could restore the proliferation activity of cells weakened by miR-218-2-3P inhibitor (both
P<0.05). Conclusion - miR-218-2-3P is highly expressed in the NK92MI and NKYS cell lines. miR-218-2-3P may affect the proliferation, apoptosis and
cycle of NK/T-cell lymphoma through targeted regulation of SIN34.
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miR-218-2-3P 5~AGCGACTGGTCAGAGTCAAGG-3'
U6 5-CTCGCTTCGGCAGCACA-3
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FH B R LI 2 K K 450 nm b W B [D (450 nm) ], DA
YR AR R D RE A AR, AR A= IR, Al
fhek, o, miR-218-2-3P inhibitor %% 4 5204 4 Az K- 1
2414 2 X A : [1-miR-218-2-3P inhibitor 41 D (450 nm) /
23 [0 IR2H 5 inhibitor NC 2 D (450 nm) ] x 100% ; miR-218-
2-3P il +SIN3A e R/ RNA A e e 06 1t 1 5
AR : [1-miR-218-2-3P inhibitor-+si-SIN34 21 D (450 nm) /
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1.6 ZMIRIAT, 200 0TS i

B2y 5 % 10° A5 Ye J (1928 (1 %4 B4, inhibitor NC 24
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PBS) PRI 2 ks i 2m e A -5 U T 00 & U B S 1l
A A IR, AR A AR B R G okt S min,
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BRI 5 #r

1.7 WG AR TR 115 A DR 204 i

W 293T Zn 4% 1 x 10° A / FL3EFP 22 96 fLA ., JF
T 37 C. 5% CO, [ai P & #ih 7 & 24 h, ff miR-218-
2-3P AU + (& St H A ) kL (miR-218-2-3P
mimics+Luc) . & 70 P FIBAU + (8 2 0 3 B A K Y
Jit f7 (mimics NC+Luc), miR-218-2-3P 5 1) # +SIN3A-
WT Jii i (miR-218-2-3P mimics+SIN34-WT) . & & L J¥
FI| 5 3Ly +SIN34A-WT J5ii $i (mimics NC+SIN34-WT)
miR-218-2-3P # {1l # +SIN34-MUT Jf& i (miR-218-2-3P
mimics+SIN34-MUT) UL Je & J6 U7 54U 4 +SIN3A-
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TS
5-CCTGAAGCTCCCGAGTATGGG-3'’

5-AACGCTTCACCAATTTGCGT-3'
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Fig 1 Expression levels of miR-218-2-3P in normal NK cells and NK/T-cell
lymphoma cell lines NK92MI and NKYS by qPCR
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Fig 2 Expression levels of miR-218-2-3P in NK92MI cells of the three groups by
qPCR
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Fig 3 Effect of miR-218-2-3P silencing on the proliferation of NK/T-cell lymphoma
cell NK92MI
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Fig 4 Effect of miR-218-2-3P silencing on the apoptosis of NK/T-cell lymphoma cell NK92MI
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Fig 5 Effect of miR-218-2-3P silencing on the cell cycle of NK/T-cell lymphoma cell NK92MI
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Fig 6 Detection of the target gene of miR-218-2-3P by double luciferase reporter assay
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Fig 7 Effect of miR-218-2-3P transfection on the expression of SIN3A protein in NK/T-cell lymphoma cell NK92MI
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