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miR-93-5p Promotes the Growth and Proliferation of KGN in Granulomatous
Tumor Cells of Polycystic Ovary Syndromeby Targeting CDKNITA*
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ABSTRACT Objective: To verify that CDKNI1A is a target gene directly regulated by mir-93-5p, and to clarify that mir-93-5p can
promote the growth and proliferation of human ovarian granulosa tumor cell line kgn by targeting CDKN1A. Methods: 40 patients with
polycystic ovary syndrome (PCOS) diagnosed by our hospital from June 2016 to June 2019 were selected as the research objects,
qRT-PCR was used to detect the expression of miR-93-5p and CDKN1A in diseased and normal ovarian tissues (control). the target gene
of miR-93-5p was predicted by Targetscan software, and the 3 '- UTR contained in CDKNI1A was cloned to the downstream of the target
gene (CDKNI1A-wt or CDKNIA-mut), and co transfected with miR-93-5p mimic (miR-93-5p mimics) and its unrelated control
oligonucleotide sequence (scrabble) respectively. Luciferase reporter gene experiment verifies the predicted target gene, were verified by
the fluorescent enzyme reporter gene experiment. The expression level of mRNA and protein of the target gene was detected by qRT
PCR and Western blot methods. MTT assay was used to verify the growth and proliferation of kgn cells transfected with miR-93-5p
mimics, scrabble, CDKN1A plasmid (pcDNA3.1-CDKNI1A), vector (pcDNA3.1), miR-93-5p + CDKNI1A and scrabble + vector
plasmids. Results: The expression level of miR-93-5p in diseased ovarian tissue was significantly higher than that of normal ovarian
tissue, and the expression level of CDKNI1A in ovarian tissue of PCOS patients was significantly lower than that of normal ovarian tissue
(all P<<0.05). In the co transfection of miR-93-5p mimics and CDKN1A-wt, scrabble and CDKNI1A-wt, compared with the co
transfection of scrabble and CDKN1A-wt, the activity of luciferase in the co transfection of miR-93-5p and CDKN1A-wt decreased by
40.9% (P<0.05). After transfected by miR-93-5p mimics, the mRNA and protein expression of CDKN1A were significantly down
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regulated (P<0.05); after transfected by miR-93-5p inhibitor, the mRNA and protein expression of CDKNI1A were significantly up

regulated (P<0.05). In the experiment of cell proliferation, the growth rate of KGN cells was significantly higher than that of scrabble

group (P<0.05) after transfected by miR-93-5p mimics; compared with vector group, CDKN1A could significantly inhibit the growth of
KGN cells  (P<0.05); After simultaneous transfected by miR-93-5p mimics and CDKNI1A, the promoting effect of miR-93-5p on cell

proliferation was decreased (P<0.05). Conclusion: miR-93-5p can promote the growth and proliferation of KGN by targeting CDKN1A

expression.
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IR, I 2 A 3R S AE OGP miR-93 B ZE IR A F i
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Sigma 23 7]
1.2 HEARFR

FEHLIR BE 2016 4F 6 H -2019 4F 6 A W E #4112 1) 40 £
PCOS 3, s H B0 BL20 ZUR kL 55 10 W LA T 5%,
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Fig. 1 The expression levels of mir-93-5p and CDKNI1A in ovarian tissue

Note: Compared with the control, *P<<0.05.
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Fig. 2 The results of TargetScan software predictions and luciferase reporter assays

Note: A: Targetscan software prediction and Luciferase Report; B: The activity of fluorescein in CO transfection of CDKN1A wt and CDKN1A mut;

C: Relative expression of CDKNIA mRNA in each group, Compared with the scramble-1 group,*P<<0.05;

compared with the scramble-2 group, “P<<0.05. D: Relative expression of CDKNI1A protein in each group.
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=B L (=59.578,P=0.000); 5 miR-93-5p 4 [ %,
miR-93-5p+CDKN1A 21 41 i 3 78 g 1 (64.32+3.31) B 2 [FAIK
(t=30.409,P=0.000), Ti 5 CDKNIA 4 [t #; , miR-93-5p+CD-
KNI1A A48 FaRE 7 N, 27 BEA S EE (=13
307, P=0.000), VL& 3,

3 e
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Fig.3 Detection of KGN cell proliferation by MTT

Notes: Compared with the scramble group,*P<<0.05; compared with the vector group, “P<<0.05;
compared with the miR-93-5p group, “P<<0.05; compared with the CDKN1A group, “P<<0.05.
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