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127391 Ft HE B ks pCDH 43l 5% 4 MMC 41 i, 5 RT-qPCR A IncRNA 127391 3k /K- 2 [ 5 e 92 B0 i Kz i) 444 41
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ar antigen, PCNA) ZF 4 H28R 1 (FN) AT T AU (Col-1) B FAZRAKF3 R il 25 SR s, i #6358 IncRNA127391 /7,
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[Abstract] Objective: This study aims to investigate the expression and function of long non-coding RNA ENSMUST00000127391
(IncRNA 127391) in mice mesangial cell (MMC) cultured with high glucose. Methods: The recombinant plasmid pCDH - IncRNA
127391 was successfully constructed in our group. In this study, the recombinant plasmid pCDH-IncRNA 127391 and control plasmid
pCDH were transfected into MMC cells respectively, and the expression of IncRNA 127391 was detected by RT-qPCR. The fibrosis
markers of fibronectin(FN) and type [ collagen(Col-1) and proliferation markers of Cyclin D1 and proliferating cell nuclear antigen
(PCNA) were detected by Western blot. CCK8 assay was used to detect the proliferation of MMC. Flow cytometry was used to study the
effect of IncRNA 127391 on the apoptosis of MMC. Results: Overexpression of IncRNA 127391 in MMC cells was successfully
constructed. CCK8 showed that the overexpression of IncRNA 127391 decreased the proliferation rate of MMC cells. And the
expression of Cyclin DI, proliferating cell nuclear antigen PCNA, FN and Col-1 in MMC cells decreased after overexpression of
IncRNA 127391. Flow cytometry showed that the overexpression of IncRNA 127391 increased the number of apoptotic MMC cells. The
differences were statistically significant (P < 0.05). Conclusion: IncRNA 127391 can inhibit the proliferation and fibrosis of MMC
cells cultured with high glucose.
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B PR 95 ' 9 (diabetic nephropathy , DN) J2& ## &
TR0 I RORE 22—, SRR I B R 0 A
BT PR R I AE TSR, DN R AR
BER I /NERAE A, G R, A 0 T, 41
HIAMEE TR AE . ST REH , 309%~40 % A RIS
& DN, DN BRI HZ 2R, A48 = 0 | 1t
R YT aal7/ N K8 X1 S S| IR AR e I
YA FAE> . T DN BREeHLEIE R 44, B
RSB, 1697 7 A B, 2 B G4 ) A 4%
il LR R ) IR 5, {H AR 22 DN B AT 9K AN AT okt
o & S AR R, BRI, #R 2R DN 19 A& L
(B EENE g ST S e

£ #% 4E g 1% RNA (long non - coding RNA, In-
cRNA) 2K >200 A% H R 1Y AE g A 6 RNA™
SR, IncRNA J& 2 FfAE 3o A5 1 31 2208 45 A
T,z 5T Ay TSR R,
FEFLIRIE PRI R 8 90 SR B DR PR S AR
WP T R T EEAEA . Yin " & M In-
cRNA TUG1 A] LA 5 [k & B4 B DI fiE , B MK incRNA
TUGT B 2R IK J5 B AN M8 T 38 i, ik 5 28 0 1A ik
A TR R & 4 . BT, IncRNA 75 DN Hy
(O T B, & T SE I B 2R AR Ae ) A5
A AE 2 Y B /INER 2 HC AT A e R T R A
P E LTSS DN EA LR, AR
ZH AT 30138 3 Inc RN A SES X6 DN /N BRUFI IE 5 % BRI
BL I 5 £ 2R E £7 22 53 IneRNA B 1% , & P IncRNA
127391 7 DN /N B A TE /N BR AR IA W 3 B AIR
IAHE IncRNA 127391 A BEZE DN Ak v & 44 B
YEFT, I T 1 0 5 Dy #4) 2 5 41 5k pCDH -IncRNA
127391 %' AW 58 44 41 i K2 pCDH - IncRNA
127391 5 4L /N B ZNER 2 A1 Y (mice mesangial
cell, MMC) 20 ifg, IF-W02¢ MMC 20 g g 486 5 R 2T 4k AL
S NI f

1 #RFTTE

1.1 A

MMC (H R B 124 %) s DMEM 35 5%
i 4R ML (Gibeo 28 Al , 2 [ ) ;5 Lipofectamine™
2000 g i {4 (Invitrogen 23 7], £ ) s L FNPLAK HT
a-Tubulin HTH& (Abcam A H] , £ ) ; 3T Col-1 .4 Cy-
clinD1 FL A . T PCNA HT & (Proteintech 24 ] , 5%
) s CCK8 i 7] & (Dojindo A F] , H A ) ; Annexin V
FITC Apoptosis Kit #f T4l 2 57 £ (BD A F] , 3
)o

1.2 Fik
121 #h¥HE%

8 JEIWA I CSTBL/KS] /NI H R L K2 sh )
BEXBEFEIT, 530 db/db 2L A db/m % FRZ, 38 S P
FE 1A I A R T ELISA 446 24 h R
F1 2 (A B (UAE) , £ db/db /N L UAE 235 TH R
iF, BN BRUE 2R 8L, IR4T HE Je PAS YL 6, 1 € DN
W, AR S R ERR S L S e B
7 A S S it
122 Zmiasii

AT R IE R S e AR B R MMC 4 i
IR B SRR A R 5.15.25 mmol/LIF & H
10% i 4 13 1Y 58 2 R 52, B T 37 € .5%C0,
A AN RS R4 Th B 3% , 5 2~3 d el i R 3k . HiX
AR R AP 3~8 AR U T D B .

123 JFrkask i

B MMC 20 i 43 B XS B2 (pCDH) Al 634 In-
cRNA127391 21 (IncRNA127391) . ¥ MMC 44 fifg #%
Bl X107 40 M0 2% BE 42D T 6 fLAR P, BRI A
2 mL DMEM B335, BT 37 °C.5%CO. i 4n i 55 77
P ERE RS . $ BB Lipofectamine™2000 13611
5 ¥ pCDH 1 pCDH-IncRNA 127391 43 %1% A MMC
Hiffrh, BTG SRR TR E SR 6 h s Ty
SRR SREL B TR TP AR SR 48 hJE TR
S AR ORISR AN A 7 7 )5 2
124 RT-qPCRx3%

TRIzol 13771 45 B 20 g AN 2 21 A4 L RNA . $22 1
HiScript I Q RT SuperMix ( Fg 507 MEHE ) 12055 & Ut
4517 336 % 53 S0 A2 B cDNA |, 2 B8 ChamQ SYBR
qPCR Master Mix ( g 5% 35 ME#E ) 1250 & Ui W] 547
PCR Y™, ¥ 48 5514 - TAR 14 95 °C 30 s ff ¥4 = i
95 °C 10 s.60 °C 30 s 3L 40 MG ; 15 fi f 2% 95 C
155.60 C 605,95 C 15 s, LncRNA 127391 FJi#5]
¥ . 5" - GCTCTAGAGCTATGATTTTTTTCATTGTAG-
GTGAGCTCC - 3", FUi# 5 ¥ : 5’ - CGGGATCCC-
GGGATATTCATGTTGCTT-3" ; B-actin 35514 :5'-
GTGACGTTGACATCCGTAAAGA-3', F o4 :5' -
GCCGGACTCATCGTACTCC-3
1.2.5 &G TR Izt

FE 2 REAEAS T oin A S5t 0 1 47 19 5 47 PMSF 1Y
HEEZER, BT UK, 5 10 min IRHE 10 s, IRHE 3 I
J&i »4 °C .13 000 r/min B5.0> 15 min, W H 135 2857
1.5 mL EP 4§t B85 (R 5 JH SDS-PAGE HLIK 43
B 5 5 E PVDF B, S% RS 5 K3 5 W EH A 1 h
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J& , —PiEE 4 CRR, K H aIc—$t, A TBST 2%
PVDF JIE 5 I AR 09 — BT, i R E 1 h 5
TBSTIE . RS HLE,
12.6 CCK8 %%

15 MMC 48 343 51 LA 2 000 A4N/FL 14 955 )3 452 o T
96 FLAR T, FFLINA 100 wL 5 23555 5L A XS
6~ AL, ARl S e . A 37 °C.5%CO, 1%
FERA RS 43T 24 .48 72,96 h [ HUE , AR FLAS
JIA 10 pL CCK8 15, A A G- AE TR | b, FH
FRASGI 52 7E 450 nm 3% KA ARG (E
127 A%k

B MMC 21 L) Sx10°A/FL IR %8 B R0 T 6 FL AR
BT 37 C5%CO G HM TR R 24 h )5, #2 |
BD Annexin V FITC Apoptosis Kit #& T~ & 156 B -5
ERVE ANHIE A 250, A 1Y PBS 1k 2 3k ,
F 100 pL 1xBinding Buffer, Fi J5 23 S/ A 5 WL Y
Annexin V-FITC F15 wL PLYL (0, , 4828 5140 M0, IF:

TE % Y RECAL B 15 min, JITA 400 wl 1XBinding
Buffer, 12215 7E 1 h N BD U4 A Uk 2
13 “%it$FriE

S 48 A SPSS22.0 B A AT SE 2 4 M
VR, S5 B0 LA B bR 22 (x + s) %%, CCK-
8 S H PR 1] H R LR R T 25 0 BTG 565 (twoo-
way ANOVA) , %5 [ Ab B4 {4 F ) [B] 1A~ PR 2R (1)5%
Wi, A2 B) FE R e K 5, P < 0.05 W E R A
GiiteEE o

2 & B
2.1 IncRNA 127391 42 DN s £, B 40 22 & % #& MMC
e P AR RGA

db/db ZH/INERKE AR R 24 h JREE 1 &
B db/m X IRA/ NI TS Z R IA SRR
X(P<0.05,%1),

HE 4 (025 3 B R, 5 db/m /N AR EE , db/db 7]

%1 db/m ZE70db/db B/ R EY4HE
Table 1 Characteristics of db/m and db/db mice

2151 no MR R 0B (mmol/L) 1K (g) JRAE (mL) 24 h pREE I E I (ng/24 h)

db/m 3 ek 9 11.80 + 0.45 23.76 + 0.21 0.67 £0.12 0.20 + 0.03

db/db 3 Tk 9 =33.30 36.03 = 0.39 12.17 £ 1.55 2.86 +0.33

PH <0.05 <0.05 <0.05 <0.05
SRAS B L MUY () DIN i B e AR | HE R IR e A | MMC 21 e i 3458

SRR (] 1A) . RT-qPCR ¥ IncRNA 127391
AT F A, &5 0 BoR, db/db /) BB 42U In-
cRNA 127391 335 B Z KT db/m /)y U 24H 24 (1A
1B) . H Fifi %5 i % 0 vk B2 1 i, MMC 24t L+ In-
cRNA 127391 Fik /K F-Z iR (E 1C) .
2.2 F4 Kk pCDH-IncRNA 127391 %% 4 MMC 4@ e,

523 6} I pCDH Al pCDH-IncRNA 127391 43
%L A MMC 40 )5 55 35 48 h, 2% i s M g2 51 4%
EFIA (K 2A) , RT-qPCREGH MR s Ye i 2]
JFiki pCDH-IncRNA 127391 Ji7 , MMC 48 i 7 IncRNA
127391 ikt i 3 m TX AL (B12B) .
2.3 it &3k IncRNA 127391 94 MMC 48 it 3 54 Fo
¢ Yedb

B 5T A E Bk 25 SR R i 3R 3K IncRNA
127391 J&7 , MMC 41 g H £ 4 AL bR 2590 FN | Col -1 1Y
T A B M B AR &) CyclinD1 \PCNA (2 H
Tk a B FERAL(EI 3A) . CCKS SLEES R R, id
23K IncRNA 127391 21 1) MMC 4f it 34 5if 3 B35 I
X REA (] 3C) o 4553 B IncRNA 127391 1] 11 il

2.4 it &K IncRNA 127391 423 MMC 28 i 8 =

A 1ok 7 X 40 A ARG T 40 A T K 25 R
7,3 2635 IncRNA 127391 41 ) MMC 40 it 08 7%k ik
FE TX ML, 2718 IncRNA 127391 1] {2 37 MMC
P (E 4)

3 it it

IncRNA J&—2K 5 5 Z Rl A P22 0E B F s &
JE B AR A RNA , FCRE T LUGE 7 T 40 A% , o nl LA
ENLT MR . 4% IncRNA T @ it 28005 X G
W358 12 958, A 45 28 WL S R SR IS B M, 458
FALHE YL O AR % s TR B SRS . 4R
H ) IncRNA 1 DL 21| 73125 i VE HT , 5 microR-
NAZ56 , (AR RR B R RG22 IR
W1, IncRNA 5200 T Z R0 i & e . A 2e8 LI,
IncRNA PCAT19 7] LUE #E 1 81 B 2B K AR 22 F%
B W W5 N B & B, IncRNA
REG1CP %5 B i b 263k B 35 1A AR k4 H i
FHEPY S Inc00491 W] i FE B4 8 9 4 i 134 7 A1 61
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AP RE (5 115 .25 mmol/L) i MMC 4RIt IncRNA 127391 F9Zi5. il AL, P < 0.05, P < 0.001(n=3).,
B 1 IncRNA 127391 7£/\iR B A A F0 MMC 4B Fr B9 Rk 7K
Figure 1 Expression level of IncRNA 127391 in mice kidney tissue and MMC
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POCANET

A SO MRS Y ORI 2% 058 63834 (X100) 5 B : RT-qPCR A6 I 4
0.001(n=3),
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2 BAEFAHESE IncRNA 127391 7 MMC 458 Rk K F
Figure 2 Expression level of IncRNA 127391 in MMC after transfection
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cRNA127391 5% MMC AREAYRE IR . WL LR, ™ P < 0.001 (n=3).
B3 33Ri%IncRNA 127391 /0% MMC 4 BiGsE F L 4E 4L
Figure 3 Overexpression of IncRNA 127391 inhibits proliferation and fibrosis of MMC
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