2021 4 11 A Femh B 2E 55 R November 2021

a4 HE LY Basic & Clinical Medicine Vol.41 No.l11
MEHE: 1001-6325(2021)11-1588-06 HF R ie 3R

miR-295 17 v WE 75 5 69 /08 BRSO 40 i R MC3T3-E1 AR T

W B, XA, REmE, RFTH, REE
(g m E2FBEE —ME E B AGEFR, W 1510 570311)

HE . B8 F0H0N RNA(miR)-295 X &5 85 5 19 /N BUSCE 40 i 2 MC3T3-E1 T 52 m K HALE. Ak 0%
MC3T3-E1 4l 43 % B (Curl ) £H 25 5 (HG) 4H (LA 22 mmol/L 7 %5 ¥ S35 3% ) . (HG +miR-control ) £ ( %% 4t
miR-control J5 F#HZA T ) I ( HG+miR-295 ) 41 (#54¢ miR-295 B G Ml s S ) ; S99 6 E i PCR(RT-qPCR ) Al
MC3T3-E1 4L miR-295 FiksK - WEMEHE ( MTT) ¥E M MC3T3-E1 40 A7 15 % ; i =X 40 MLl 2 AR A MC3T3-E1
YR PR T G BN LAY Wit/ B-catenin 3B BEAH AL ] B 7% 26 [ ( B-catenin)  Dickkopf [A]J54) 1( DKK1) ,c-Myc
F1 B K EL A0 -2 LA (Bel-2) B A 3R35 s WO B3R W iR 15 356 A SE 30 Rl miR-295 1 DKK1 fE MG R, &R S5XF
WAL b3, HG 41 MC3T3-E1 4iffiH miR-295 ik /K Al L4716 F M B-catenin ,c-Myc & Bel-2 8 H &k /K F 158 .
FEAR(P<0.05) , TAHME 4 T- 2% F1 DKK1 25 H 3R A 7K 34 0] 8 7 = (P<0.05) 5 5 (HG +miR-control ) 41 L35, (HG+
miR-295) 21 MC3T3-E1 il miR-295 35 /KT 4 ML A7 1% 2 A1 B-catenin , c-Myc , Bel-2 £ [ 3215 /K -3 B & T} 55
(P<0.05) , MTAHMIJH -2 F1 DKK1 45 [ 3R KK P W W REAR (P<0.05) . DkkI 7] fgJ& miR-295 HYHE AR, 45t
miR-295 7] A& 13 T i DKK1 F15380% Wnt/ B-catenin 18 B AN H1 E W75 S0 BUE 400 2 MC3T3-E1 (98T,

RRIA - B AL 5 R s miR-295; AT Wit/ B S FRAR 1138

hESFES . R587.2 XEEERERG:A

miR-295 inhibits high glucose-induced
apoptosis of mouse osteoblast cell line MC3T3-E1

QU Ye, LIU Li-zhu” , XU Rui-min, WU Kai-di, DAI Wei-hong
( Department of Trauma and Orthopedics, the Second Affiliated Hospital of Hainan Medical University, Haikou 570311, China)

Abstract; Objective To investigate the effect of microRNA (miR)-295 on high glucose-induced apoptosis of mouse
osteoblast cell line(MC3T3-E1) and underlying the mechanism. Methods MC3T3-El cells cultured in vitro were di-
vided into three groups: control (Cirl) group, high glucose (HG) group (induced by 22 mmol/L glucose), (HG +
miR-control ) group (induced by high glucose after miR-control transfection) and (HG+miR-295) group (induced by
high glucose after transfection of miR-295 mimic). The expression of miR-295 in MC3T3-El cells was detected by re-
al-time fluorescent quantitative PCR, the survival rate of MC3T3-E1 cells was detected by methyl thiazolyl tetrazolium
(MTT) assay, the apoptosis rate of MC3T3-El cells was detected by flow cytometry, the protein expression of Wnt/
B-catenin pathway related proteins B-catenin, Dickkopf homolog 1 (DKKI1), c-Myc and B-cell lymphoma-2 (Bcl-2)
were detected by Western blot, double luciferase reporter gene assay was used to detect the targeting relationship

between miR-295 and DKKI. Results Compared with those in the Ctrl group, the expression levels of miR-295, cell
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survival rate and the protein expression levels of B-catenin, ¢c-Mye and Bel-2 in MC3T3-E1 cells in HG group were

significantly lower, the apoptosis rate and protein expression level of DKK1 were significantly higher ( P<0.05) ;

Compared with those in (HG + miR-control) group, the expression level of miR-295 (P<0.05) , cell survival rate

and the protein expression levels of B-catenin, c-Myc and Bel-2 in MC3T3-El cells in (HG + miR-295) group

were significantly higher ( P<0.05) , the apoptosis rate and protein expression level of DKK1 were significantly low-

er (P<0.05). Dkkl might be the target gene of miR-295. Conclusions

miR-295 may inhibit high glucose-induced

MC3T3-E1 cell apoptosis by down-regulating DKK1 expression and activating Wnt/3-catenin pathway.
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Table 1 Relative expression levels of miR-295
in MC3T3-E1 cells of each group (x+s,n=9)

group miR-295
Curl 1. 00+0. 00
HG 0.45+0.03 "
HG+miR-control 0.47+0. 03
HG+miR-295 2.98+0. 35"

“P<0.05 compared with Ctrl group; * P <0.05 compared with HG +

miR-control group.

2.2 miR-295 3 E#E T MC3T3-E1 40AiE /188200
HG 41 MC3T3-E1 41471 33000 FE 41 B 1 B AIG

(P<0.05) ,fH(HG+miR-295) 4H MC3T3-E1 H o fE%

HRI T (HG+miR-control ) 4H ( P<0. 05) (£ 2) .
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Table 2 Survival rate and apoptosis rate of MC3T3-E1

cells in each group (x+s,%,n=9)

group survival rate apoptosis rate
Ctrl 100. 00+0. 00 4.75+0.28
HG 54.65+3.26 " 18.38+1.52"
HG+miR-control 52.18+3.05 17.26+1.75
HG+miR-295 87.20+6. 37" 10. 540. 65*

*P <0.05 compared with Ctrl group; * P <0.05 compared with HG +

miR-control group.
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Fig 1 Effect of miR-295 on high glucose-induced apoptosis
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Whnt/ 3-catenin pathway related proteins
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#3 MC3T3-E1 4814 B-catenin DKK1,c-Myc #1 Bel-2 A &KLk
Table 3 Relative protein expression levels of B-catenin, DKK1, c-Myc and Bcl-2 in MC3T3-E1

cells of each group (x+s,n=9)

group B-catenin DKK1 e-Mye Bel-2
Cul 0. 460. 03 0. 180. 02 0.52+0. 03 0. 49:0. 04
HG 0.15£0.03" 0.55+0. 04 0.240. 02" 0.27£0.03*
HG+miR-control 0. 13=0. 02 0. 58+0. 05 0.22+0. 03 0.30=0. 03
HG+miR-295 0.240. 03* 0.390. 04" 0.37+0. 03" 0. 46=0. 03*

*P<0.05 compared with Ctrl group;*P<0. 05 compared with HG+miR-control group.

F4 LLREEAMCIT3-E1 SR RE#EME
Table 4 Comparison of relative luciferase activity of
MC3T3-E1 cells in each group(x+s,n=9)

group luciferase activity
miR-control+Wt-DKK1 1.01+0. 08
miR-295+Wt-DKK1 0.31+0.02"
miR-control+Mut-DKK1 0.97+0. 06
miR-295+Mut-DKK1 1. 03+0. 08

“P<0. 05 compared with miR-control+Wt-DKK1 group.
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