EFRMRE¥AE 20234 1 A% 4 %% 18 Int J Lab Med,January 2023, Vol. 44.No. 1 + 69

ik -
miR-129-3p 55 LPARS ZEFFB Rt %34k TR HEB A X R

FTEAE L ESLAT,ERA R
1.MEFTE _ERIFH—F,. M S 054000;2. TR E T % = E RN, TR S 054000

i E:BH EAHID RNAIR)-129-3p 5 7% o B 5 B2 2k 3(LPARS3) £ I & 4 fe P 69 Rk KB R 3
Fed BN, FiE @R F T3 AAFE®E E2 HepG2,BEL-7402, SMMC-7721 & iE % I %8 jt 2
HL-7702 4F A #F 50 at % il it £ aF € L 2 R 48548 X R 2 (qPCR) #& 7 miR-129-3p 5 LPAR3 @ & ik K -F,
& M4z B F B4 DBmiR FUM miR-129-3p 5 LPAR3 #9¥e & £ &, A A W& Bk % £ HBIR L miR-129-3p 5
LPAR3 & 4 fr#m it 2 HepG2.BEL-7402 . SMMC-7721 4= HL-7702 t4¥e @ % 2 , B RAF B £ % . % 20 R4ER
SAFAEE(n=10)F miR-129-3p 2B (n=10) , 4 A 3= # FF £ & HepG2 W foF= 45 miR-129-3p %9 HepG2 @
J&, 2w B 9B K v & S8 i S AR R AR AR i S AR AR, qQPCR A= western blot 4 I 5% 48 22 miR-129-3p,
LPAR3 #9 &k K-+ & PISK/AKT A 5@ %5 F., &R @B FH AW, 588 m4ak,3 8 % m@ i P
miR-129-3p B #/k &£ ,LPAR3 B F Z KK, ZF AL FEL(P<0.01) . AMW1E & PRI RE XKL =
BiE % miR-129-3p 5 LPAR3 A A 3wz £ 2 (P<<0.01), A MB L AN . 5B A48k, miR-129-3p
PRI K B E LR R B KR E F AL, qPCR #= Western blot 523 & 9A AP 95 20 4% P miR-129-3p B % 4
%, LPAR3 PISK AKT A& KFRZEEK, ZFA %1+ FEL(P<0.0D), &€ miR-129-3p £ & 2 fe P
B EMKEE,5 LPAR3 A A @A X 2 ;miR-1293p B R A K PFTAEZWHMBAEK, EMF TiE
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Abstract: Objective To investigate the expression level and targeted regulation mechanism of microRNA
(miR)-129-3p and lysophosphatidic acid receptor 3 (LPAR3) in hepatoma cells. Methods Cytology experi-
ment:three liver cancer cell lines HepG2,BEL-7402,SMMC-7721 and normal liver cell line HL.-7702 were se-
lected as the research objects. The expression levels of miR-129-3p and LPAR3 were detected by qPCR, the
targeting relationship between miR-129-3p and LPAR3 was predicted by bioinformatics software DBmiR and
double fluorescence report experiment was used to explore the targeting relationship between miR-129-3p and
LPARS3 in four cell lines HepG2,BEL-7402,SMMC-7721 and HIL.-7702. Nude mice tumor bearing experiment:
20 nude mice were divided into two groups, wild group (n =10) and miR-129-3p group (n =10). The two
groups were inoculated with wild type HepG2 cells and HepG2 cells transfected with miR-129-3p respective-
ly. The tumor growth curve was drawn and the tumor volume was detected by small animal imaging in vivo.
The expression levels of miR-129-3p, LPAR3 and PI3K/AKT signal pathway molecules in tumor tissues were
detected by qPCR and Western blot. Results Compared with the control cells, the expression of miR-129-3p
was significantly lower and LPAR3 was significantly higher in the three hepatoma cells (P<C0. 01). Bioinfor-
matics software and double fluorescence report experiment confirmed that miR-129-3p had a targeted regula-
tory relationship with LPAR3 (P<C0. 01). The tumor bearing experiment in nude mice showed that compared

with the control group,the tumor growth of miR-129-3p group was significantly inhibited and the tumor vol-
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ume was significantly reduced. qPCR and Western blot showed that the expression levels of miR-129-3p,

LPAR3,PI3K and AKT in tumor tissues were significantly increasedand, the differences were statistically de-

creasd (P<C0.01). Conclusion The expression of miR-129-3p is significantly low in hepatoma cells and has a

targeted regulatory relationship with LPAR3. The overexpression of miR-129-3p could significantly inhibit

tumor growth,which may be related to the regulation of PI3K/AKT signal pathway.
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JFF- 968 19 1 FH 42 438 50 - AL i A0 B 30 S Al
1 #REF=E
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e W R AR A A [SYXK (30) 2019-0052 1,
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UL 10~20 W //INEE 38 7 M4 37 1 J8 43 Sy o BE A
miR-129-3p 41,

1.2 5% RPMI-1640 & DMEM i F % H

lysophosphatidic acid receptor 3;

targeted regulation;

gibico 22 F) L i 2R ILTE M & 85 % R A TR KFE Aus-
bian 22310 em ¥ 3R ML, 15 mL B.0% .1. 5 mL EP
BE IR FEM W T 32 [H Corning 24 F) s miR-129-3p Jit
B T M Ribobio 23 s miR-129-3p. LPAR3,PI3K
K AKT 514 4= T A TR R B A BRZA 7 %
THIF A B ABT 7500 qPCR X T 35 F ABI 2
Western blot B kY 4 T 25 E bio-rad 2> H .

1.3 hik

1.3. 1 gPCR &z Il 248 Bt S 4 21 miR-129-3p,
LPAR3.PI3K.AKT ik 4>k 1 mL Trizol $2
IR RNA; M 20 R WA h AT B A 1
mL Trizol #2 B & RNA; ™ #% 4% 8 miRNA cDNA
Synthesis Kit 2 7] & ¥ 7% 5% i 7] & 1 SYBR Green
PCR Master Mix Kit PCR & 7 & ik 17 33 4% 5% -3 1
qPCR AT 23K KR, ir A5 #eVEAE vk L itk 479

HEf RNA ii5 4y, 7500 Fast 348 #4752 028 )% 58
B PCR By &4 . W48 ¢ 95 °C 10 min, 484 95 °C 10
s, 1Bk 60 °C 30 s, M 72 °C 20 5,35 DEFHR, 519 H
A TR TR L) ey A BR 2wl it Jf $ Ak, 43 1)
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W L K UE miR-129-3p 5 LPARS 3 K (1 # 7] 56
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(WT) fil g 48 £ (MUT) #f 5 56 B sk, I 43 3 5
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1 qPCR & B R E & E 1 5] 491 FF 51

£ N4 IFF (53" K/ (bp)

miR-129-3p F:5'-ACA CTC CAG CTG GGA AGC CCT TAC CCC AA-3' 127
R: 5'-TGG TGT CGT GGA GTC G-3'

LPAR3 F.5-TCT TAG GAG CCT TCG TGG TGT-3' 131

R:5-GCT GAT GCT GTC CTC CAG GTA-3’

PI3K F:5'-GCC CAG GCT TAC TAC AGA C-3' 142

R:5- AAG TAG GGA GGC ATC TCG-3'
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Rl  PCR&EWHFEEELS M F T
K H 4 39F) (53 F AN (bp)
AKT F:5'- AGT CCC CAC TCA ACA ACT TCT-3' 138
R:5-GAA GGT GCG CTC AAT GAC TG-3'
u6 F:5-GCT TCG GCA GCA CAT ATA CTA AAA T-3' 121
R:5'-CGC TTC ACG AAT TTG CGT GTC AT-3’
B-actin F.5'-CTC CAT CCT GGC CTC GCT GT-3' 129
R:5-GCT GTC ACC TTC ACC GTT CC-3'
1.3.3 4ifds st ALY 4 SAHMME AN 1.4 Sib#AB# R SPSS23. 0 8 F k47 48 i1 2

RPMI-1640/DMEM 5¢ 4= K5 32 W (N 7% 10% i 4 1
W A AR 100 pg/mL BEH K 100 pg/mL ). H CO,
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it 3 Ak 20 B S5 SR 3 ™ AR R IR A% 4L 3K 3R] & 1ipo3000
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R T IR S5 ALK,

1.3.4  #REUfr 9 925 fF B AR RN IR A0 il
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AR TR B AR HE AL E A S 225 4 SR, RO S B
3 K HUEAR A= RO & K 9 P i 4 A%, 11 55 i 9 4
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5B 5 I AR TR) Y K T AT 3 TN M T e R T R
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h, 5% %2 PVDF &, JH 5% BERG 0583 BT, Jm A FE 5
P — 41 LPAR3 Antibody (1 = 1 000, PA5-27074,
Thermer fisher, 38 ), PI3K Antibody (1 = 1 000,
ab125633,abcam,J:[H) , AKT(1 : 1 000,ab8805,ab-
cam % [E) Fl GAPDH(1 ¢ 10 000,ab8245,abcam , 9%
EDF 4 CvkAE R, TBST ¥EME 3 ¥, 5K 5 min,
IMA R M ED R =P (1:2 0000, H 1 h,
TBST ¥ 3 W, K 5 min, K ECL b5 &G
BE G 5% . i /1] Photoshop B 40 #r 8 4F R e itk 472k
JE AT

02 T 10 T o | I 0 i D e TN £ ]

FLHCR A ¢ K6, Z 4110 AR Al ANOVA J7 2243
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FRiFKFHEE (x£s5)
i H miR-129-3p LPAR3
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HepG2 0.7740.14" 3.81+0.127
BEL-7402 0.8440.18" " 4.18+0.27" "
SMMC-7721 0.69+0.12"" 3.6840.37""
F 12. 60 14. 33
P <0.01 <0.01

.5 HL-7702 le#, " P<C0.05; " " P<C0.01,
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FRAKF SR M . miR-129-3p A% 2635 7K -
BT E , LPAR3 PISK, AKT 3 BA%, 2 5445



. 72 . ] P A B [

ZeB 20234 1 % 44 %% 1 ¥ Int ] Lab Med,January 2023, Vol. 44,No. 1

HE X (P<<0.01), IL# 3,
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A 1 miR-129-3p 5 LPAR3 B4 % &

= XfERLE
2.5- -o- miR-129-3pH o
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x3 qPCR # il B J& 42 48 miR-129-3p . LPAR3,
PISK . AKT 83 Rk K F (7 +5)

205 miR-129-3p LPAR3 PI3K AKT
poyisk:il 1.28£0.15  1.8040.43  2.4040.33  4.800.43
miR-129-3p 21 2.6940.32" " 0.68+0.37" " 1.6840.37" " 2.2140,31" "
t 2.35 5.36 4.55 5.23

P <0.01 <0.01 <0.01 <0.01

WS4 i T P<<0.05; " " P<<0.01,

2.5 44 LPAR3 . PISK AKT & [ AU HH XF 1k
K 5 R4 M, miR-129-3p 41 i 5 41 41
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285 LPAR3 PI3K AKT
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Hl, R /R c miR-129-3p X AT i & AL & e BA
A HIAE

LPARS =24 T 40 M A9 4 e ot b, 4w % G 8 E
P Z IR R IE L I EDG ARG — D . % &
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