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(4 ZE] & 49: 59 miR-1271-5p £ & 40 fu & (renal cell carcinoma, RCC) 2H 23 F4H iy £ o (1) 21k J2 Hix RCC 4 o bk A-498 1
B T IIRN . 2 &« FH SN 9 % 5 B PCR (qPCRO I - A U] bk 1 28 95 B i 12 4 RCC 4L LRI 55 21 41, LA KX RCC 41 il &
ACHN.A498 .HK-2.786-0CaKi-1 A1 A\ B & 41 i £k HEK293 1 miR-1271-5p [ #i£ /K . A miR-1271-5p (524 41) Al miR-NC
R BRZED 73 70 % G A-498 AT o a3 AR A5 JEL 2 F00II S W08 28 6 [K] T~ DOCK T 4 miR-1271-5p W] REFRERE ], #4 5 DOCK T £ [H]
) 3" UTR B4 Y T AR T 51 R 't 3% B 5 ik DRI B0k I 1EAT %€ 0 3 B v PR , qPCR AN 95 2H. 4 it DOCK 1 mRNA K3k
7K>F, Western blotting £l 7% 0. 41 ff2 +* DOCK 1 \p-ERK\p-AKT Bel-2 Al Bax & [ H R IE RO, MTS v B V8 T Bl s 36 A i Q4 g
ARAG I A-489 4Tt 189 5 SR VR T B H A T 0. 48 & : RCC HAURIAN A 2 miR-1271-5p FiA KT B Z K TS HA A
R HEK293 411 ffl (35 P<0.01) . W3 Bk &5 2L K R 4145 7R DOCK 1 52 miR-1271-5p HEHE K (P<0.01). 5 miR-NC 2148
AR EE , miR-1271-5p 20 A-498 4HifflH DOCKT mRNA )35 /K 2.2 T F#(P<0.01); DOCK 1.p-ERK . p-AKT.Bel-2 & H # ik K
i3 T A (P<0.05), Bax & F1HH & 8 (P<0.05); A-498 41 BB #7815 71 0. 3 VTEE(P<0.01):%Yéﬁﬁﬁiiﬁi%%ﬁf/l\ww.os) AL T
R FEWE(P<0.01). % #: RCCAHZUMZH A F B miR-1271-5p ik T , il it T3 DOCK 1 3 K 2232 B B 55 30 1) A-489 41 i £
T 3 T, miR-1271-5p AT g A AR K RCC BT 1 7 F#EAR .
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Expression of miR-1271-5p in renal cell carcinoma and its effect on proliferation
and apoptosis of A-498 cells

WANG Yong*, GUO Yonglian‘, CHEN Lin®, LI Guohao®, YING Chengcheng’, CHENG Wei’ (a. Department of Urol-
ogy, the Central Hospital of Wuhan, Tongji Medical College, Huazhong University of Science and Technology, Wu-
han 430014, Hubei, China;b. Department of Otolaryngology, Liyuan Hospital Affiliated to Tongji Medical College,
Huazhong University of Science and Technology , Wuhan 430077, Hubei, China)

[Abstract] Objective: To investigate the expression of miR-1271-5p in renal cell carcinoma(RCC) tissues and cell lines and its effect
on the proliferation and apoptosis of RCC A-498 cell line. Methods: Pathologically confirmed RCC tissues and para-cancerous tissues
were collected. Real-time fluorescent quantitative PCR (qPCR) was used to analyze the expression of miR-1271-5p in collected RCC
tissues and RCC cell lines (ACHN, A498, HK-2, 786-0, CaKi-1) as well as human embryonic kidney cell line HEK293. miR-1271-5p
(experiment group) and miR-NC (control group) were transfected into A-498 cells, respectively. Bioinformatics predicts that DOCKI is
a possible target gene for miR-1271-5p. Double luciferase reporter gene vector of DOCKI gene 3 'UTR (both wild and mutant type)
were constructed and the luciferase activity was detected. The expression of DOCKI mRNA was detected by qPCR. Western blotting
was used to analyze the protein expressions of DOCKI1, p-ERK, p-AKT, Bcl-2 and Bax in two groups of cells. MTS assay and colony
formation assay were performed to detect cell viability and proliferation. Cell apoptosis was analyzed by flow cytometry. Results:

Compared with para-cancerous tissue and human embryonic kidney cells, the expression of miR-1271-5p was significantly decreased in
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RCC tissues and cell lines (P<0.01). Double luciferase reporter gene system showed that DOCK] is a target gene of miR-1271-5p (P<
0.01). Compared with miR-NC transfected cells, the expression of DOCKI mRNA in A-498 cells transfected with miR-1271-5p was
significantly decreased (P<0.01); the protein expressions of DOCK1, p-ERK, p-AKT and Bcl-2 were significantly down-regulated (P<

0.05) while the expression of Bax protein was significantly up-regulated (P<0.05); The viability and colony formation of A-498 cells

was significantly decreased (all P<0.01), while apoptosis was significantly increased (P<0.01). Conclusion: miR-1271-5p was down-

regulated in RCC tissues and cell lines. miR-1271-5p significantly inhibited the proliferation and induced apoptosis of RCC A-489 cell

by interfering with the expression of DOCK1I gene. This provides a theoretical basis for miR-1271-5p as a promise molecular target in

RCC treatment.
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[Chin J Cancer Biother, 2018, 25(1): 40-44 DOI:10.3872/j.issn.1007-385X.2018.01.007]
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UTR mt+miR-NC A1 DOCK1-3’ UTR wt+miR-1271-
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1.7 MTS i # M| 4 % miR-1271-5p /& A-498 m it &
¥iH &)

R AR T 96 LR (3x10°4N/4L) , R 4H &
ANIL o TG 28 1,23 4 REATRI . 78
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2.1 miR-1271-5p £ RCC 48 £ Fn fm i ¥ 1K & 1%

qPCR K& 45 5 {5 7% , RCC 41 41 miR-1271-5 %
K K AR T 9 55 4 4 (1=3.90, P<0.01; K 1A) ;
RCC 41 /il % ACHN.A498 . HK-2,786-O il CaKi-1
miR-1271-5 Fik7K-F 5 Z KT A HEK293 41
(+=7.71,12.15,3.08,6.39,3.34, ¥ P<0.05; & 1B) , }
1 A498 41 il tF miR-1271-5p T P 1) e A B & (ALt
S SRk AP .
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1.0 f

miR-1271-5p expression

24P<0.01 vs Para-cancer tissue; ‘P<0.01,"P<0.01 vs HEK293 cell
1 B4Rz (A) FNLRAE AR (B) F miR-1271-5p AIZRIA
Fig. 1 Expression of miR-1271-5p in RCC tissue(A) and cell lines(B)

2.2 #ZmiR-1271-5p/5 A4984mitZ kA miR-1271-5p

qPCR KM &5 BT 7R, 3% 44 Jo 4 A498 21 Jfd ' miR-
1271-5 F k7K ¥ & 2 & T miR-NC 4 (1 300.03 +
433.27 vs 1.02 £ 0.22,=6.00,P<0.01) .

2.3 DOCKI & miR-1271-5p #9 ¥e ik

2 microRNA. org #It J& PR 99 ) /X 35 43 A1 (&1 2) 5%
B, DOCKI #& miR-1271-5p (40 3L [A
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Y48 h J5 ,DOCK1-3’ UTR wt + miR-1271-5p ZH.4H
Ji ¢ D' 2R S 14 B 24K DOCK1-3” UTR mt+miR-
1271-5p 41 (P<0.01) ; DOCK1-3 " UTR wt+miR-NC 4 il
P EMHEE 5 DOCK1-3" UTR wt + miR-NC % &
BTGV LUK, 25 S E SR T4 U(P>0.05) . 45 SRR,
DOCKI Yy miR-1271-5p [F$E3E[R

3' acucACGAACGAUCCACGGUUe 5" miR-1271-5p
EREN
5' uucuUUCUUUUU--GUGCCAAa 3"  Dockl-3"UTR wt
5' uucuUUCUUUUU--CACGGUUa 3" Dock1-3’UTR mt

mirSVR score: -1.1276 ; PhastCons score: 0.5611
El2 miR-1271-5p {EME S HIWEF LT
DOCKI mRNA3’UTR
Fig.2 The binding sequence of miR-1271-5p locates
at DOCKI mRNA3'UTR
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“P<0.01 vs DOCK1-3’UTR mt+miR-1271-5p
1: DOCK1-3"UTR mt + miR-1271-5p;2: DOCK1-3" UTR wt +
miR-NC;3:DOCKI1-3’UTR mt + miR-NC;4: DOCK1-3’ UTR
wt + miR-1271-5p
3 WIS EEFIIE DOCKI 2 miR-1271-5p $RE[F
Fig. 3 DOCKI was the target gene of miR-1271-5p proved by

double luciferase validation

2.4 miR-1271-5p # 4 /& A-498 20 it DOCKI mRNA
K&

qPCR Kl 45 8 2.7 , # 4% miR-1271-5p J& , miR-
1271-5p 2H A498 41l fit DOCK1 mRNA 3 ik /K73 &
fI6 T miR-NC ZH 28 #1(0.50+0.15 vs 1.00+0.10, £=5.58,
P<0.01).
2.5 # % miR-1271-5p /& A498 4@ . DOCK1.p-ERK
p-AKT.Bcl-2 ## Bax & & 89 & &

Western blotting £l 45 5 (& 4) i 7% , 5 miR-NC
ZH Eb %5, miR-1271-5p 41 A498 4 it DOCK 1 & [ %14
KB R (1 =4.21,P<0.05) ; DOCK1 £ [ F 40
1 F p-ERK Fl p-AKT FRIA Kt B & R (1 =4.62,
2.58; 44 P<0.05) ; 40 L T2 AH E & 11 Bel-2 RIE T
(t=5.39,P<0.01), Bax &5 [ R IA & L1 (¢ =2.89, P
<0.05),
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Fig. 4 Expressions of DOCK1 protein and related proteins

in A-498 cells after transfection with miR-1271-5p

2.6 # 4 miR-1271-5p J& A-498 4m Jits %) 38 78 % P [& 4K

MTS LG &5 B (S B, FBRE s ki,
miR-1271-5p 2 A-498 4 Jfd (1) 384 5 v 1 2 F K T
miR-NC ZH 41 it (0.79+0.10 vs 1.28+0.09, =7.49, P<
0.01)

.51
sk

- miR-NC
- miR-1271-5p

Prolifeeration of cells (D, )

Time (t/d)

“P<0.01 vs miR-NC group
5 #EmiR-1271-5p J§ A-498 HAPRATIETE SH M 21k
Fig. 5 Chages of proliferation ability of A-498 cell line after
transfection with miR-1271-5p
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2.98)% vs (2.76+0.99)%,1=6.36,P<0.01].
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