rFE 40 2B ) 2% 244 Chinese Journal of Cell Biology 2016, 38(10): 1199-1207 DOI: 10.11844/cjcb.2016.10.0114

miR-48618 i #8 £ & Pten/ Foxo 13iA1=
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BEET B Y KA KAk & B BN 2 400

UM BERIR I B 22 B AR BEE 2258, TN 325035, 2T 48 12 24 intl 24 T 5 s2 56 =5, 1R 325035)

S iZ LA R, T miR-486 48 )~ R AT 4@ it 1 52 % T i 13 9 4% JL ¥e 3L [ Pren(phosphatase and
tensin homolog, [ /& 14 BERBs—7K /) & & )/Foxol(forkhead box O1, X k4% 3 [ F)it do % v H ik = B
(triglyceride, TG)F= A% 58 I & & (very low density lipoprotein, VLDL)#) & A%. K8 I 9% 2 2 AR 2
)y R 5% 2m i Hepal-6, JF M & $e bk B Pten/Foxol % A RVLDLATGE AL, AR A 7 BAK B £ miR-
486449 AE 47 (mimic)A=37 4| | (antago) £ 4m it #Hepal -6, Ad-miR-486 mimicZEmiR-4867K-F 3% jn
(P<0.001), PTEN/FoxO1#)mRNAA= & & it 7K-F £ & 41K, 40/t ) VLDL A& 2 F [41K(P<0.01), TG4~
= 9 R 3 A (P<0.05); R Z., Ad-miR-486 antagoZBmiR-486%& ik /K- 2|47 4|, PTEN/FoxO14ImRNA
Fakk @ J KT B3E 3 A0 (P<0.01), A mia A VLDLE = 2 %3 4m(P<0.01), TG& = ¥ 2 41&K(P<0.05),
AR 4 B &, miR-4867T 41 1L % Pren/Foxol % 6 40 i1 #9 VLDL A= TG A A..
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miR-486 Regulated Lipid Metabolism through Targeting
Pten/Foxol in Mouse Hepatic Cell Line
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*Zhejiang Provincial Key Laboratory of Medical Genetics, Wenzhou 325035, China)

Abstract In order to investigate the regulatory effects and mechanism of miR-486 on triglyceride (TG)
and very low density lipoprotein (VLDL) synthesis in mouse liver cells, the miR-486 mimic or antago were in-
fected into Hepal-6 mouse hepatoma cells through adenovirus vector, then Pten (phosphatase and tensin homolog)/
Foxol (forkhead box O1) and lipid metabolism were measured. The result showed that overexpression of miR-486
(P<0.001) attenuated the expression of PTEN/FoxO1 and the VLDL content (<0.01), and increased the TG con-
tent (P<0.05). Conversely, down-regulation of miR-486, increased the expression of PTEN/FoxO1 and the VLDL
content (P<0.01), and reduced the TG content (P<0.05). It was concluded that miR-486 can affect lipid metabolism
in mouse liver cells by regulating its potential targets Pten/Foxol.
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A V8 K5 P 8 7 74 BT 995 (non-alcoholic fatty liver
disease, NAFLD) /& 45 5 15 R A1 EL Ath BH fff 1) 400 55
PR 28 0 BT S50 LAk T8 M A0 B RV vk Sl s A2 o
TERFAE 1R I R B ZR-A AEM . Aok, PR T I Kk
S AN HENAFLD U % £E20%~30% 2 1], &
NAFLD & B BB BT s e s
TRET T e By 2R A BT 2 A 2 I NAFLD A H 16 16
R 250,

WA % S i 22 M1 (very low density lipoprotein,
VLDL)/& i H-& ) B AR 30~80 nmff) BOIR 73 1,
PLH W = B (triglyceride, TG)F1H [& B E(cholesterol
ester, CE) A 1% 0y, 3K 1M1 78 75 /> & 2015 85 1 B IR,
VLDL ) = ZEAE HT K 25 18 10 i 05 12 32 i 1) 1 1
HAIFAFE KD BT Bk N5 R TG I
AN RE BB I VBGE Hi, 0 20 S AE I Y 4L T o OB
VLDLFJE 307 Wb 2 MLy )5 A RE 238 A 24,
TR - PRk, FFVLDLI A R 4334 52 F A AT
e ST BTG B PO T I 40 3 Jle JH I 7 2 1 3
SN 07 16— AN R ¥, VDL A & ot — A
WIS 2R i, SR AR, HAEY) & B R
2 B B FB1003Z 20 Wi A 11 75 01 H. 52 1) - Fh A
A SRR CH I e IR ) AL RE ARG
IRAF LA 5 38 7K1 45 (R 5 i

1T B 98 & B, microRNA(miRNA)TE JIE &
AR 2 T R S A LA AU B, miR-337]
B ) YUERATPSE 4 & %12 52 (1 A1(ATP-binding cas-
sette transporter Al, ACBANRIATP4: & ik iz R H
G1(ATP binding cassette transporter G1, ABCG1), ]I
T AE [ A RTHDL A B miR-122 % %1k -
JUEE, fre S L] IR 7 R 5 ke, DALY T IR AT AR iy 1R
AALEED)

e A B TR B AR Y S 0T 5 R 5 SR AR PTIR
A& T VLDL G AL 28 R, JA 3 2o 23 47 v
SR PR O BUFF IEmiRNA R A 3% & I, miR-4867F
FRHIRTRfa L W2 1, BEHEN miR-486 I fEAE
e s /KP4 VDL & e

AR5 3 A /S BLH R 40 i Bk Hepal-6 7 1
ALl miR-486, M ¢ F X (7] Y5t 1 i 1R K
77 %5 1 (phosphatase and tensin homolog, PTEN)!
N3k e 53 K 1 (forkhead box O1, FoxO1) i % LA
MTG. VLDL & AR, T 1 2 5 54 Qi i) 5
HLH o

1 HRSAE
1.1 #8l

1.1.1 mfeAesm3E  miR-486 mimic/lJi 7. miR-
486 antagolityps B A IR T 25 1) A0 28 240 5 I HE
AWIRMB (L) A R 2 7, Hepal-640 Mk H A
R Tl b e SR g R R R DA e O

1.1.2 E£2ZiKA  DMEME R IR K2 0
It 11 Gibeo s H], JiR 85 [ i A Western blot & IP4H g
FLMRAOE B 2 o RAEWHEARA A, TR
F G B U B TREAT PR A W, L Oge k)
SO g 8 H Sigma A |, A Il E I (BSA)E B
Equitech-Bio A # . p-Aktii # [ Akt £ ) H Cell
Signaling Technology /2 7], Apolipoprotein CIII# %
v [ PUAAR . Apolipoprotein EFi A& X MTTPHUAN H
Affinity 23 7], FoxO 14 5 v & Ht A4 ) [ Abcam A ],
PTENR 5150 [ fT 44 S B-actinfi 4K W H 25 2 R AEY)
FARGBR A A Wi EPCRIRF £ S 5L 52 HPCR
IRFEIE HIE = AEY) TR A ], miR-486514)
F1U6 snRNA 5|44 H Thermo Fisher Scifentific /A ],
HoAth 51903y i Invitrogen 23 7] 45 o

113 E2ME AR ILEE E Corning
Al B E 50 AL (H ANikonZs ). &R L
1% 2 48 M %t 2 BPCRAX (3% [EBio-Rad 2> w])HISu-
perose™ 6/10 300 GL#E/k AT (35 [E GE Healthcare /A 7).
1.2 A%

1.2.1 #mfe3Edc  Hepal-640 i F1 IR 25 B o5 11
Hepal-641 Jitd 55 73 3k 25 24 & 4 10% FBSHI1 %X it
(HH %, 85 %) MDMEM & BB J5 5L, B2 41
H37 °Cy 5% CO, KM 1 TC W 5 F2 4 S
T PR A S0 4

122 440 SEE#7Ad-miR-486 mimicZH
(/% H miR-486 mimic/lfHi 75 {1 Hepal-641 1 ). Ad-
miR-486 antago4l(JK4miR-486 antago /I £ I
Hepal-641 Jifd) A%} HE 41 (/2% 4miR-486 GFP i #5311
Hepal-641 i) .

123 AgpsmdRfHepal-62mie LA IR0 750 &
iff 5 fi¢ AE 1 e 52 # (multiplicity of infection, MOI){H
S GHepal-640 J BT 44 FH () B (R 1) o

124 RAZMBEMRGERLEANERE F
24 WG oy AT 4L Ad-miR-486 mimic !
Ad-miR-486 antago#1 41l g ) GFP [ IA T L »

1.2.5 ®HKZFPCRAMMRNAKF  Hepal-64
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Table 1 Adenovirus infection complex (MOI) and volume of virus

s AR S A S AR
Specifications MOI Count of virus Volume of virus
24 well 50-100 (1.0-3.0)x10’ 1.0-3.0 uL

12 well 50-100 (2.5-5.0)x10’ 2.5-5.0 pL

6 well 50-100 (0.5-2.0)x10* 5.0-20.0 uL

IR R B2 LA 10 /mL Ay A, AR PR 7 A 48 S AT A H MR 4 80%~ 100 % T I 2 FEEAli S, L A4 AR S8 R 0 I A A B o4

The titer of the adenovirus is 10'%/mL, and the other titers should be calculated accordingly. The cell numbers are estimated according to the density

of 80%-100% cells, and the exact cell numbers are required to count.
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Table 2 Primer sequences

FEIN ER G453 R I 51493(5'—~3")

Gene Forward primer (5'—3") Reverse primer (5'—3")

Pten ACT GCA CGA ATA ATA AGG CAT TAA AAT TGA AGC CCT AAT CCC
Foxol TTA CTT AGC TCT CCC CTC GTT TGC CCAAAC AAA GGT AGT CAG
Mtp TTG AAA TGC GAA ACA GAC GA ACG TCT AGC CAG TAG TTC CTC
ApoClIll ACA AGC CTC CAA GAC GGT CCA TAA ACT TGC TCC AGT AGC CTT
Srebf] AGA AGC TCA AGC AGG AGA ACC TGA ACT TCG GGT TTC ATG CCC TCC ATA
Fasn AGC ACT GCC TTC GGT TCA GTC AAG AGC TGT GGA GGC CACTTG
Acaca GAA GTC AGA GCC ACG GCA CA GGC AAT CTC AGT TCAAGC CAG TC
Gapdh AAC GAC CCC TTC ATT GAC TCCACGACATACTCAGCAC

Rnl8S GTA ACC CGT TGAACC CCATT CCA TCC AAT CGG TAG TAG CG

Actb TAC TGA GCT GCG TTT TAC ACC CCT GAG TCAAAA GCG CCAA

J1 L5 x10° /L8R T-244LH N, H500 pL710% FBS
DMEMH; 7% 3 85 78 1 1%, 4 il & ik 31 £970%
TIN5 LA R 1) v 2 Sk e 41 i, 59724 b, &
RNAMFREL . 0555 . PCRI W B4R 71 & i3 W] 5
BeAE. R BRER VLKL miR-486 X SYBR Greenik
KidllPten. Foxol. Mttp. Apoc3. Srebfl. Fasn.
Acaca mRNAR] /K F, N £ JU6 snRNA. Gapdh.
ActbFMRn18S. HIWHER 2R 5 P75 W42
1.2.6 Western blot #>|%& & i /K-F  Hepal-641 i
FERT10 e G R ML, Y46 BEIR90% I 4 i I
W7 A IR R 48 G, RS- 4140
JiL s EE 1, BCATERS I 2 (A ik B2, AR AR NS < 2
st EAEZE R, 95 °CAZPES min, R HSDS-PAGE
TS HL vk o) B8R (1 R (REFL30 pg), Beie. H 01, —
Pid Ci AR, —HU=EM 1 h, BCLIb 2= R
Rl 5%, 6B % R4 IR IR0, WSk
GAPDH/B-actin.

127 @RNTGE =M E  Hepal -6l T
10 el 5 75 ML rh, Y14 FE 1R 90% I 44 JE ok Ty
TEEIRR A, I TR G 58 hiE & A3 4G T AR AR

(0.2 mmol/L) i FR AL P, 4k 42 5% 7724 h)m W 4E %%
LN, FPals IR, HIPBSIE UL, 11 Western
blot S IPAH i i 7 73 24 4 i, 12 000 r/min &L
10 min, B¢ _F3E R, FTGRAA &l e HighTGH &,
JFHBCAT A& LT E A &, HE g2 E
BT N TG & .

1.2.8 WO eMRmieN s At s MRk
JIEFIAE PR 1.2.7 0 SRAF ) 40 i /)0 I PBSTERE2 K,
4%7% 5% F I [ 52 15 min, PBSPE2K, 60% 5 1A 15 14
Pe1~2 min, JHZLO TAEHE(0.5 g £LO% 1100 mLyF
L, FLR0.5% M LT O #, LL6:4 T LUK I 25 ¥
5K AT JE i P82k, AR b 1k, RIAS
LLOTAE )Y 620 min, ZEME/K PR, HeBi B gL
LN M P AR SRR L. O T HEBRDMEM H £ 11
SR, AWFFCEE N T 2 A ADMEM4 .

1.2.9 ik & & iU iRAR €% (fast protein liquid chro-
matography, FPLC)#% 2~ & 4@ i A VLDL ~ HRE
IR A4, WegE 01,5 mL EPAF R, S0 22 B8 L,
BN P FH Western blot A TPZH A 5 g i oK b Ab 2 41
30 min, 4 °C 12 000 r/min#5L»10 min, B{_F3H R, &
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<A

i

190.22 umfgALUE L Y8 5 38 i FPLC Sy B VLDLIF 46
e

1.2.10 &5 SRR Dixss B A ERIR, H
GraphPad Prism S AT REATMSTFEA AL LS, 7347 035
PR, P<0.05 M BA %024 2E R,

2 R
2.1 BRimE AR AR

i 7 K Gk 24 WSSO0 WIMEE TSR A R R,
XA, Ad-miR-486 mimicZ] F1Ad-miR-486 antago

Fluorescence

Phase contrast

Ad-miR-486 mimic

Y965 I ) LT B2 iy Lo 5 #0 AR e, Uh B B 3K
. OGRS M RE R E 1R,
2.2 HREMR M RIEE

55 5%F B4 M e, Ad-miR-486 mimicZHmiR-486
K 53 T 5 (P<0.001), Ad-miR-486 antagoZlmiR-
486 7K F- B (P<0.05), 15 B 4H & 44 L (K12) -
2.3 EEKFRIREM
2.3.1 PtenfaFoxol mRNAZK - &4 # | Wt e
HPCRZ R LR, 55X AL, Ad-miR-486 mimic
4 P AN ¥ 5L K Pren F1 Foxo 1 ffmRNA /K - & 1%, Ad-

Ad-miR-486 antago

Fluorescence: Wi {0380 6 N W8 % 0 IF 6 4% 41 it 3% {7, %% ) 25 11; Phase contrast: A [7) 40 55 1) (16X B . Control: X 8 5 75 3 AR UL 4H; Ad-
miR-486 mimic: miR-486 UK Y4 ; Ad-miR-486 antago: miR-4863M I F YL .
Fluorescence: observation of transient infected cell line under blue light; Phase contrast: observation of the same field under white light. Control: com-

parison adenovirus vector infection group; Ad-miR-486 mimic: miR-486 mimic infection group; Ad-miR-486 antago: miR-486 antago infection group.
Bl BRIEE TS HImiR-4868 A B4R AAK AYIE 31 (400%)

Fig.1 Establishment of adenovirus mediated miR-486 transient infected cell lines (400x)
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Control: X [ Jls #5804 Y 41; Ad-miR-486 mimic: miR-486 54U 77/ YL 4l ; Ad-miR-486 antago: miR-486 4 HIFIEE Y41 . *P<0.05, ***P<0.001.
Control: comparison adenovirus vector infection group; Ad-miR-486 mimic: miR-486 mimic infection group; Ad-miR-486 antago: miR-486 antago in-

fection group. *P<0.05, ***P<0.001.

&2 miR-4867£ B T B4 B ik B B9 R IE

Fig.2 Expression of miR-486 in transient infected cell lines
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miR-486 antagoZ I HEJE K I mRNAZK - T iy, 3
HA G55 X (P<0.01, P<0.001)(K&3).

2.3.2 A 5VLDLZA K 49 % 48 2 B Mttp mRNAK-F
AR UG BPCRES R, Hont LA B,

Ad-miR-486 mimicZ] H il — [if #% 1= £& [l (microsmal
triglyceride transfer protein, Mtp)FJmRNAZK V- FFAK;
X 2., Ad-miR-486 antago] Mttp fimRNAJK V- T} &,

B)EAT G827 X (P<0.05, P<0.01)(&4), ¥i#miR-
486 1] LLFH#FVLDL K 20 25 1 L
24 BN ERRKFEHTL

Western blot%h i i 7x, 5 X 41 AH L, Ad-miR
-486 mimic4IPTEN/FoxO1 & [1 UK V- B#{IE, Aktf5 5
I 4 OGBSy T P-AKtS KT, MTTP. iR 2
FH CllI(apolipoprotein CIII, apoCIII). #%JIF4 FH B100

(A) (B)
1.54 1.5+
g * g ksk
7 Z —
o
& 1.0 g 1.0
153 I3
(o} [
<
2 :
£ 0.51 g 0.5
8 S
:
0 T O T
Control Ad-miR-486 mimic Control Ad-miR-486 mimic
©) (D)
ok Hkok
57 P 2.5 _
g g
Z 4 2 2.04
= 2
S
g 31 g 15
< <
2 2] £ 10 ——
g g
§ 1 S 05
= <
0 T 0 T
Control Ad-miR-486 antago Control Ad-miR-486 antago

A: Ad-miR-486 mimicZl Pten’ 5% /K T7- 45 B ; B: Ad-miR-486 mimicZ Foxol#% 536 7K V- 45 W; C: Ad-miR-486 antago?f] Pten® 5% /K °T- 45 3L, D: Ad-
miR-486 antagoZll Foxo I 5 /K45 . Control: ¥ [ I 85 2 M4 441 ; Ad-miR-486 mimic: miR-4864% A& YL4l; Ad-miR-486 antago: miR-
4864MHFEGLLH . **P<0.01, ***P<0.001.

A: expression of Pten gene in Ad-miR-486 mimic group; B: expression of Foxol gene in Ad-miR-486 mimic group; C: expression of Pfen gene in Ad-
miR-486 antago group; D: expression of Foxo! gene in Ad-miR-486 antago group. Control: comparison adenovirus vector infection group; Ad-miR-486
mimic: miR-486 mimic infection group; Ad-miR-486 antago: miR-486 antago infection group. **P<0.01, ***P<0.001.

B3 R AHE P miR-48631 Pren/ Foxo 1 3RiAHI# A
Fig.3 Effects of miR-486 on target genes Pfen/Foxol expression in transient infected cell lines

(A) (B)
1.5_ * 5_ o
= _ - [ =
=] =]
a2 —— 7 4
o]
= 1.04 %
X = 34
o )
> z
% 0.5 =z o
S s N
= =
0 . 0 . :
Control Ad-miR-486 mimic Control Ad-miR-486 antago

A: Ad-miR-486 mimicZ] Mitp% 37K ¥ 31545 5L; B: Ad-miR-486 antagofH Mrp’% 5 /K-F-415 1%l Control: X FM R4 M4 e 2H; Ad-miR-486
mimic: miR-486H4LL 7B AL 4H ; Ad-miR-486 antago: miR-4863MHIF YL . *P<0.05, **P<0.01.
A: expression of Mttp gene in Ad-miR-486 mimic group; B: expression of Mtfp gene in Ad-miR-486 antago group. Control: comparison adenovirus vec-
tor infection group; Ad-miR-486 mimic: miR-486 mimic infection group; Ad-miR-486 antago: miR-486 antago infection group. *P<0.05, **P<0.01.
El4 REFHAEHE T miR-4863F MupFiZ B0
Fig.4 Effects of miR-486 on the expression of target gene Mtfp in transient infected cell lines
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(A) Ad-miR-486
Control mimic
I—— — -_.lFOXOl = 0.8
5 0.
= — Control L
|-- — | MTTP g 0.6 = Ad-miR-486 mimic
[ . ] apoCIIl g 0.4 *
<
I——‘ _— e | apoE Z 02 . *
o
[ W = & 8] apoBlO0 =
= N R N L D
[ . s s | GAPDH & S & O &
RO & ¥ <&
0.8 ®
(B) 2o R S
| AdmiR4se 25 06
Contro mimic ;% 0.4
-~ —— PTEN S5,
A
0 I

[ e — ] AR Control  Ad-miR-486 mimic

|- e e— —l T-Akt . ¢
W S WS @S| GAPDH _ i
0

Control Ad-miR-486 mimic

3 * — Control
mm Ad-miR-486 antago
2
1 *k * *%
0

E
8 Q> \]
o L OQ\\ RN

—
(=]

Relative quantity
(P-Akt/T-Akt)
o o o o
SRS

© Ad-miR-486
Control antago

[— ———1 0]

| .S WWm| MTTP

[ o= &= s apoC

[ =88 W &% | apoE

apoB100

Relative quantity/GAPDH

— —— — & N
[ | GApDH & &g & (b‘Qéb
(D) 0.8 _
.
=T
EE 0.6
Ad-miR-486 ag 04
Control antago 2 =
ZE 02
- e . s | PTEN [ R=k ;]
I | 0 T
Control Ad-miR-486 antago
[ — — | P-Aktse
2.50 .
i
[— —— —] Ak 2 2.00
EE 1.50
[ - - w | GarDH C
22 008
22 0.
E5 006
s & 0.04
& 0.02
0

Control Ad-miR-486 antago

A: Ad-miR-486 mimicZHFoxO1. MTTP. apoCIIl. apoE. apoB100%& [1)fi/K T LLE; B: Ad-miR-486 mimic4IPTEN. P-Akt*™"2& [1fi/K T bz,
C: Ad-miR-486 antago41FoxO1. MTTP. apoCIIl. apoE. apoB100% [ Ji/KF-LL#; D: Ad-miR-486 antago4IPTEN. P-Akt™*”* % A JJi7KF LK .
Control: % & J7 15 25 7 JK 44 41; Ad-miR-486 mimic: miR-486FFIK YL 4l; Ad-miR-486 antago: miR-48641 &4, *P<0.05, **P<0.01,
55X AR LA

A: protein levels of FoxO1, MTTP, apoCIII, apoE and apoB100 protein in Ad-miR-486 mimic group; B: protein levels of PTEN and P-Akt*™” in Ad-
miR-486 mimic group; C: protein levels of FoxO1, MTTP, apoClll, apoE and apoB100 in Ad-miR-486 antago group; D: protein levels of PTEN and
P-Akt>™” in Ad-miR-486 antago group. Control: comparison adenovirus vector infection group; Ad-miR-486 mimic: miR-486 mimic infection group;
Ad-miR-486 antago: miR-486 antago infection group. *P<0.05, **P<0.01 vs control group.

ElS B4R Atk P miR-48631 2 A Bk F A RN

Fig.5 Effects of miR-486 on protein levels in transient infected cell lines



FE VA 9255 - miR-48638 ok L 5L [K] Pren/ Foxo I3 /1N BUTE 41 i Js A 5t

1205

(apolipoprotein B100, apoB100) LA J % i & 71 E(apoli-
poprotein E, apoE)7KF-[#1K; &2, Ad-miR-486 antago
#{PTEN/FoxO17K~F-Ft 51, Aktf& 53 1 1) 5B 3 —P-
Ak K P B AR, MTTP. apoCIIl. apoB100F/lapoE
USINET(SRR

25 BERRARIEXEE Fasn. Acaca. Srebfl mRNA
y/ &z gL g ]

9 € EPCREG R 7, 55 % M 4LAT L, Ad-
miR-486 mimicZlFasn. Acaca. SrebfIfJmRNA 7K
- Jt ;R 2, Ad-miR-486 antagoZH Fasn. Acaca-
Srebf1FmRNAZKF-F#AIK, B T Ad-miR-486 antagoZi
FasnfimRNAZKV- 22 2 A W 2 A6, B B A givt 2
= X(P<0.05, P<0.01)(l6).

2.6 HLTOREMAAAETE
M LLOJE T8 E 4Lk, & AR 9 i) I i 0 FH 3

(A) .
1.5+ s |
fo=)
.S
§ s —
2 1.0
o
<
&
= 0.5
5
E 0
Control Ad-miR-486 mimic
©)
= 25 o
.S
2 2.0
=
5 1.5
<
Z 1.0
g
S 0.5
N
Q
=0 T
Control Ad-miR-486 mimic
(E) )
b
o 1.5
.2
s
S 1.0
[
s
% 051
5
& .
Control Ad-miR-486 mimic

g7, HTGH: & 5 /Mg R, v LU E W Hh s e 4
HLNTGI) &% 1. W 0g ta g R W oR, 5XF 4
A1 Et, Ad-miR-486 mimicZl fIg it UL #2 I+ & & 2,
Ad-miR-486 antagodl JIf JT YT FEAIC. k) &k i
WA NTGE & 145 R Bor, 50 AL, Ad-
miR-486 mimic4I TG & T+ 7 (P<0.05); X Z, Ad-
miR-486 antagoZl TG 7 it [ (P<0.05)(1417)

2.7 FPLCARD BHMAMIRIKZEEREER
FPLCHI HH 4310 1 Jst B2 43 25 40 s )W VLDL, 45
REIR, 56 EAH L, Ad-miR-486 mimic4{VLDL
B B (P<0.01); X2, Ad-miR-486 antago 7
VLDLH I F 5= (P<0.01)(E18).

3 itig
NAFLD & —F % WIS, J& 2 R R 5|

(B)

—_
wn

NS

|

Fasn mRNA expression
=)
=) in

Control

Ad-miR-486 antago
(D)

= 1.57
R *
s -
S 1.07
!
z
~ i
2 05
3
3
< 0 T

Control Ad-miR-486 antago

(F)

= 1.5
S *
g —_—
2 1.0
o
<
Z
= 0.51
3
S 0 .

Control Ad-miR-486 antago

A: Ad-miR-486 mimic 4] Fasn [()mRNA/KF-; B: Ad-miR-486 antago ZH Fasn [fmRNA/KT-; C: Ad-miR-486 mimic # Acaca [f]mRNA/KT-; D: Ad-
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Fig.6 Effects of miR-486 on lipid synthesis-related genes expression in transient infected cell lines



1206

(A)
b kg ik
7 L
E ; &
(B) ©
0.3 * 0.254 *
0.20 I
R, =
2io —L 220
0.051
0 0

Control

Ad-miR-486 mimic

Control

Ad-miR-486 antago

A HZLOYR YL e 41 B N Y R (400%) . a: 25 4 b: DMEMZ; c: Ad-miR-486 mimic4l; d: Ad-miR-486 antagol; e: Xf 41, B: Ad-miR-486
mimicZL A N TGHI & 8. C: Ad-miR-486 antagoZH 40 il W TGHI & 4. Control: S 305 75 A4 B 4L 41 ; Ad-miR-486 mimic: miR-486HEILL &

L2 ; Ad-miR-486 antago: miR-486311 |71 & 4L

4. *P<0.05.

A: lipid droplets within the oil red O staining in cells (400x). a: blank group; b: DMEM group; c¢: Ad-miR-486 mimic group; d: Ad-miR-486 antago
group; e: control group. B: level of intracellular TG in Ad-miR-486 mimic group. C: level of intracellular TG in Ad-miR-486 antago group. Control:

comparison adenovirus vector infection group; Ad-miR-486 mimic: miR-486 mimic infection group; Ad-miR-486 antago: miR-486 antago infection

group. ¥*P<0.05.

7 HIZOLEMAEMAEH L TGN E
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