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[ E]1 B WERREMRE IR R A HepG2 41 Ml N 286 25 11 A5 (apoAS) mRNA 8 F1 238 7K F B H- i =g
(TOEHFREWE M, HITIRIKES TG Z M iy &K 8 R, AR IEHK R TG & & 1AL %l 2450 K il
Tk BIER ALK HepG2 M5 5T A . ARG FA . PRIERKRAMEASERERA, SNHA
RIWE (0, 12.5, 25.0 F150.0 mg « L™ ISBEHEAER 24 h. FHERNA A HepG2 HIEN TG & &, SINTLE
& PCR il HepG2 ZH LN apoA5 mRNA k7K F. Western blotting ¥4l HepG2 4 il N apoA5 mRNA 45 [
FRAKF. G55 SXTIRAIE . NRERE AU HepG2 410 TG & it 35 1 B B MK (P<<0. 05) s S g ik 2
AR, . mAEAEEEE 4l HepG2 QUM TG & ¥ B L (P<<0.05), HEflma 5 hRmahi:s
TG EE L (P>0.05), H5XT A, IR E 44 HepG2 41l 9 apoA5 mRNA F1 8 (4 3 ik ¥ B 2 34 fn
(P<C0.05); S5MCAIEIRBERA LA, . mFIREIEKE A HepG2 1M apoAS mRNA FIK [ 3 ik 5 0 & 14
(P<0.05), HEFIEAE PRIEA K 2ER LE IR L (P>0.05) ., 458 IRKFEREMAL HepG2 411 TG &
L, FEERFRAREBOCR , SRS E BTN TG & AT e 5 H I apoAS RikH K,

(X1 JRBCE; HepG2 41M; BISE A A5; Hih =g
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Influence of adiponectin with different doses on triglyceride
contents in HepG2 cells and its mechanism

YANG Yan” , DENG Hua-cong, LONG Jian, SU Yan-xin, QU Hua, HU Zhen-ping
(Department of Endocrinology, First Affiliated Hospital, Chongqing Medical University,
Chongqging 400016, China)

Abstract: Objective  To observe the influence of adiponectin with different doses on apolipoprotein A5 (apoA5)
mRNA and protein expression levels and triglyceride(TG) content in HepG2 cells and to investigate the relationship
between adiponectin and TG and to establish foundation for study on the mechanism of adiponectin in decreasing TG
content. Methods HepG2 cells were divided into control group., low dose adiponectin group, middle dose
adiponectin group and high dose adiponectin group. The HepG2 cells in various groups were treated with different
doses of adiponectin (0, 12.5, 25.0 and 50.0 mg * L ')for 24 h, then the TG contents in HepG2 cells in various
groups were detected with enzyme method. The expression levels of apoA5 mRNA in HepG2 cells were detected
with real time fluorescence quantitative PCR method. The expression levels of apoA5 protein in HeG2 cells were
detected with Western blotting method. Results Compared with control group. the TG contents in HepG2 cells in
different doses of adiponectin groups were decreased obviously ( P<C0. 05). Compared with low dose group, the TG

contents in HepG2 cells in middle dose group and high dose group were decreased obviously ( P<C0.05), but there
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was no significant difference between high dose group and middle dose group(P>0.05). Compared with control

group, the gene and protein expression levels of apoA5 in HepG2 cells in different doses of adiponectin groups were

increased obviously ( P<C0.05). Compared with low dose group, the gene and protein expression levels of apoA5 in

HepG2 cells in middle dose group and high dose group were increased obviously ( P<<0.05), but there was no

significant difference between high dose group and middle dose group (P>>0.05). Conclusion Adiponectin may

decrease the TG content in HepG2 cells in an dose-dependent manner. It indicats that the mechanism of adiponectin

in decreasing TG content may be related to increasing the expression of apoA5 in HepG2 cells.
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= H i = W8 Chypertriglyceridemia, HTG) Jif
HFRMEFEEEFERC IR AMNWEEEML., HTG
B ) 1 5 2R A9 A ik . DATAT 5 | RS I B & 3R
H#EPL (insulin resistance, IR) ., {8 5 & 1Y 4 P2
IO7 ARG . SCRE 1S i 25 A T IR A SR I 3R G A R A
ISR MM T, M R WA, IS0
A8 5 25 VIAH OG . NI 2% 2 i 10 400 JH - 0 vy — o
R EA R, #5848 H AS (apolipoprotein A5,
apoA5) J& H HI T 0 Mk — BE % B AIC 1 2% H Il = e
(triglyceride. TGO EIFEH. ¥15 TG KF 5
DIRESE T B, IRIKE 5 apoAS Al TG Z[a) /&
R R AREC R, H AT E A SR W AH AT 5T ik
W, B, AT UL E SR AR [V B R I R
Xt HepG2 48 9 apoA5 mRNA Fl K 4 3 ik K F
K TG FHFm, HITIRKER S TG Z I Ay &
WA R . LA KRR R FEAR TG (7] BEAILTH

1 #MBREFE

1.1 @& £%XA  HepG2 4 iy 1 b 5t Fi
BB . ARBREEAMWAXE RED A H.,
DMEM W F Gibco-BRL 23 d) . i 2F 1L W4 A AT M
PMZ oy Hl, Trizol regent. j¥i%% ik 7 & Ml Taq
B Wy B Takara /4wl ., PCR 5|#th FigiEAY
FeARA PR 2 7 A . apoA5 Fi & (ab36974) I H
Santacruz 2~ ). P MR B 2 04 R & 1
HELEE A E AR . TG @ik & [ b5t
AR b AR . T HEA(DMSO) i [ i 1R A4
R A BR A A .

1.2 HepG2 mfe3zf b5 om  H& 1064 1M
BB DMEM 5 3% HepG2 40, & T 37°C. 5%
CO, BFMPESE, 0. 25 RN L, &2 ~ 3d
DE/ ISP e i o AL 7 N I B7 3 3 53 QN
12.5, 25.0, 50.0 mg « L™ /EF HepG2 41 i
24 hy, BUEK BITH HepG2 41 (80 %), i il 114
. JHT M E R 2X10° mL ', RN T 6 1L
FEFR R A ARG 95, AkSLas IR B A RE , WAL

TOWLEE 4 i %5 3k 5 000 4 /fL, PBS I Bk
2 MUATCINIE B DMEM 3%, 4%k 4 40 (G4
B3 AE AL, g B 3 LT HE) . AR,
TRBE %, 4, 12.5 mg» LTVIBBRE;
Mg, 25.0 mg « L' REEE; & A &4,
50.0 mg » L 'IRELZE.,

1.3 Besktm&amiei TG 4% Wk 6 fLik
R FRIE, AT PBS Sk 2 mL ¥k 2 X,
WIRTRFEHR VIS & X, AR ES.
JNAGE 5 PBS 28 b, FH 4 J6 800K W BE L 40 )
T, BEHWEAR W ELEH, 1000 r e min ',
ACHL 10 min, 322 LHW. WA 200 pL FH
BE LR AN B g . —70°C /37°C A kil Ak
P O T R D VU S TR ¢ 0 (R <
9 000 r * min ‘.0 10 min, ¥ ELEEEI S
LS mLEOEF ., MA 1 mol « L7 H NaOH
20 pl, WMEEICEADIE 12 h BL L, BCA il
EEASE, MA TG M ERXH, 37CHdH
30 min, BEEORIGEE (ADME. BRIEFRHEMNITE TG
oE, JFH TG S aBRUER S, FE DN
TG &8 (HAL: mgeg 1),

1.4 % B % k& F RT-PCR % #& @ apoAb
mRNA K -F 4§52 B4 il &2 RNA, DL & RNA
1.5 pg by bl i S WA R . AT 390 2 i A ) S i AR
BN 20 pL. A apoab GI#1E X . 5'-CATCCAGC-
CTCCTGCGACTC-3"; & X: 5-TCCCTACTC-
CCTCACCCTTG-3'., GAPDH 3| ¥ 1F X. 5'-
TAGTTGCGTTACACCCTTTCTTG-3"; & X
5-TGCTGTCACCTTCACCGTTC -3', Wik &
BARFUN 25 pll, Sterile water 16. 3 pl., 10X Taq
buffer 2.5 pL, apoa5 5l #) 1 (10 pmol « L ')
0.75 pL, apoab 5|#¥ 2(10 pymol « L ') 0.75 pl,
MgCl, (25 mmol+L ') 1.5  pL., 4dNTP
(2.5 mmol « L.™") 2 ul., ¢cDNA 1 pl, Taq (5 U)
0.2 pL, M. 95°C. 5 min, 95°C. 30 s, Bk
W 61°C. 30 s, 72°C, #EK 20 s, fHI 37 K,
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72°CHERK 10 min, PARRIRE & H A3 48 DL ECF
BIE bR LLZ R N 2 56 A 5 DB (8. 1551 H
B 6 DR A G B it RE TR B 5 DB, R
SDS #fF3d 1 Fr A5 26 Co {8 M As it £ L3518
),

1.5 Western blotting % 4 M apoA5 & & K F
W2 DR AT IE A, B 30 peg B E BONAE,
2 122 PAGE WLk J5 % #% %] PVDF & I, H40
apoAS —Hi W BEE 1+ 2 000, i BE N
1:1000, BfMEmEmemsk @, B,

1.6 %itd 54 B SPSS 16. 0 G4k 4o ik
78811 43 B . apoA5 mRNA JK-FF1 TG & & D
T sER, BA MM N apoA5 mRNA HIEE [ ik
KK TG & 5O IS4 5Ok, W FHBEFL X 4H 15
TR 7 2253 0T S IS LS AT A AL Z IRl 22 57

2 &5 B

2.1 &40 HepG2 282 M apoA5 mRNA Fo & & &
HKE EXTIRAI R, TREXE £ 4] HepG2 40 i
W apoA5 mRNA Fl 235 K2 8] & 55 hn ( P<<
0.05); SARHIEARBEE AL, b & IR B
ZH HepG2 ML apoA5 mRNA Fl&E [ %3k 7K
SERH B (P<T0.05); S AR B E 41 Lt
B, mAEAH HepG2 4N apoA5 mRNA &
HRIRK 2R HGEI %8 L (P>0.05), {HH 1
kg, WAk 1A 1,

2.2 %41 HepG2 e M TG 4% SHXTE4
B, PREEE A HepG2 AMI N TG & 10 i %
flR(P<<0.05); SRR EAREBRRLALE, . &l
IR R 4 HepG2 4 LN TG & & ¥ 8] B B AIX
(P<<0.05); HEmHEH S hilaEd TG & & i
EZR LG E X (P>0.05), {HA FFAK#EH,
W1,

1 #4H HepG2 40 apoA5 mRNA 3k M TG &2 i

Tab.1 Comparisons of apoA5 mRNA expressions and TG

contents in HepG2 cells between various groups E==D)
Group apoA5 mRNA TG(mg * g~ 1)
Control 1.1040. 18 423457
Adiponectin
Low dose 1.5140.32* 339+42*
Middle dose 2.58+0.41*" 235+31*"
High dose 3.1540. 67" 228429~

* P<C0. 05 s control group;” P<C0. 05 ws low dose adiponectin

group.

2 3 1
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K1 24 HepG2 AAEH apoAS 8 1 RKE L
Fig. 1 Comparisons of apoA5 protein expressions in HepG2
cells between various groups
Lane 1:Control group;Lane 2:Low dose adiponectin group;Lane 3

Middle dose adiponectin group; Lane 4 : High dose adiponectin group.
R S

W N . HTG 5 2 B8 JR 7 (type 2
diabetes mellitus, T2DM) W) k4 kB A = VIBL &,
HALH AT RE . © HTG MAEFI# IR, 50 B 5
BZHMIL 4y Mk B BE; @ HTG IfiL 4 W 37 25 BE Wi iR
(FFA) & &3, FFA TE B 20 M Py S A0 AR o
P10 580 5 2 0 SR A AR, DT 5 | A T A R R
RS, S E T2DM &4, 2012 4F, B
WL JE 9 2 2 CESC) 1 RK W 3l bk o B B8 1k 24 £
(EAS) B & A By AR 5 45 PR g W af 45 . &
T HTG B BR R 0 i 8 B0 1Y fe I &, A
I, HTG 7808 5 1 fa 3 b & i E % 8 22 0 b for
Xt TG AR FT 5 1R 2F AR 58 30

JR 6 2% 2 Hh R 0 40 P A i i — P R R, ©
A R R BRI A M ARG R E M. A
JRERZ M 244 DR LR AL, ELISA &I E IE %
NIMHPERE W N 5 ~ 30 mg » L ', Hf,
TRATHRE BRI IG RAF 78 WoR . JREKR 5 IR,
TG M AKX R, 55 % E B &A1& E
(HDL-O) 2 IEAHK KR, HAR st 0. JREk
BT E AR R (IR B EE . FEEES) 1Y
W MG PETE A m & TG MBS E A A, A 6F
FEHY R M VEARER R K5 TG 1R %5 ) AH %
I HEB T2DM Jf & HTG & I i i85k % K
gl T2DM B B BRI, apoAS F 5 Rk T
JERE ., HFIE apoAS AL AB & K4 HTG %
BEP P2 U IREE R M apoAS 15 TG R
WYIH M, (H RS T IR B R AL FFREJA Y TG &
55 apoAS FikA &, H T E NS K WAH R
il ., AR R B IR EBETH S HepG2 4
MIN apoASmRNA I & H K ik K FFEIK TG & &,
JF 2R B MO R, M IR BR R K E ik #
25 mg e« L', HIE apoAs F£ik LK TG 1EH
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KEIRK, 550mg - L ' EERRILEE R LS
TR S0, BT IR IR 22 Mk 3 Ak T A 3R R ey BRI AT
LB WA TG K, X —fEHIAT g 5 H e W] e 7+
= apoA5 mRNA FIfE H R A KFEH K,

Zi BT, JREX R BEREMR HepG2 #H BN TG
T, MHEZREARRIKBOCHR, WEERKER
WL BB AN, apoA5 mRNA FlE % kK F &
W N . TG K P M AR . A D80 20 17 30N A 52
BUIER R i AR K K5 apoA5 2 IEH
KKFR, 5 TCEAMIKKER, MAMEENNIE
R BEAR A IE TG W] B2 38 2 B i apoAS K3k M
S, ABEARBLGIA RE PRI R .
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