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7 1077 mol/L ghrelin 3T % %+ & RAW264.7 B8 K ta it p-Akt 89 & ik | B4R cleaved Caspase-3 %) % ik (P<0.05) ,
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[ ABSTRACT] Aim  The effects of ghrelin on RAW264.7 derived foam cells migration and its associated
mechanisms were investigated. Methods The detection of total cholesterol (TC), free cholesterol (FC), cholesterol
ester (CE) and lipid droplets were performed by cholesterol oxides method and oil red O staining, respectively. The
effects of ghrelin on RAW264.7 derived foam cells migration were detected by transwell chamber assay, the expression of
Akt, p-Akt, cleaved Caspase-3 were semi-quantified by Western blot, the distribution of p-Akt and cleaved Caspase-3 in
cells was qualitatively analyzed with fluorescent staining. The dissociation and polymerization of cell cytoskeleton was ob-
served with F-actin fluorescence probe. Results 1077 mol/L ghrelin could promote the migration of RAW264.7 derived
foam cells, which was reversed by LY294002. Western blot analysis showed that 1077 mol/L ghrelin could significantly in-
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crease the expression of p-Akt and reduce the expression of cleaved Caspase-3 (P<0.05) in RAW264.7 derived foam cells.

What’ s more, it could improve the ability of RAW264.7 migration obviously (P<0.05). Interestingly, these processes a-

bove can be reversed by LY294002 treatment. Fluorescent analysis demonstrated that there was an obvious expression of

Akt in RAW264.7 cells. The treatment of ghrelin could upregulate its expression, while LY294002 treatment downregulat-

ed the expression.

related to the activation of the PI3K/ Akt signal pathway.
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Conclusion Ghrelin could promote the migration of RAW264.7 derived foam cells, which may be
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Table 1. Comparison of cholesterol content in ox-LDL

group and blank control group(xxs, n=3)

Al CE(mg/g) FC(mg/g) TC(mg/g)
25 % I 2 35.3£4.5 8.5£0.9 43.5+5.1
ox-LDL 4 60.1+5.3° 57.1£5.7° 115.2+13.1°

a A P<0.05, 575 Fx R Lk,

5. M

A NE AR R4 B A ox-LDL 4,

Figure 1. The intracellular lipid acumulation by oil red O staining
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[& 2. transwell /N =i RAW264.7 JE 1456 5% 45T 78 A HZS AN IRZE B 7 ox-LDL 4, C H ghrelin 2, D 24 LY294002 2, a 3 P
<0.05, 5755 X BB A ;b P<0.05, 5 ox-LDL ZH H# ;¢ i P<0.01, 5 ghrelin ZH HL#5

Figure 2. RAW264.7 derived foam cells migration by transwell chamber assay
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523 0 BRZH AR L, ox-LDL 2H 41 it B 2258 56
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Figure 3. Expression of p-Akt and cleaved Caspase-3 in RAW264.7 derived cells
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A NZSEXTIRL B 4 ox-LDL 21, C N ghrelin £ ,D & 1.Y294002 4,

Figure 4. Expression of p-Akt in RAW264.7 derived cells with immumofluorescence method
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B 5. BBV RAW264.7 TR AR cleaved Caspase-3 HJ R 1%

LY294002 4 .

A N EAXIRA, B A ox-LDL 4, C 24 ghrelin 41,D

Figure 5. Expression of cleaved Caspase-3 in RAW264.7 derived cells with immumofluorescence method

B 6. TN RAW264.7 40 i 20 i B 22 A K25 A% IEZ B 7 ox-LDL 41, C K ghrelin £, D 2 LY294002 £ ,

Figure 6. RAW264.7 cell cytoskeleton was detected by immunofluorescence assay
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INTEN AL Y K2 240 9 ( human microvascular vein
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endothelial cell, HMVEC) 107" mol/L %] 10™* mol/L
ghrelin 7] L3 i3 3 35 MAPK/ERK?2 15 5 18 % i iF
HiF#%, 1El 10”7 mol/L ghrelin EILJEU%E'JW—FEH?HEH@L
V“G REEZEILPLIR ehrelin {2 41 fd 12 7% 1] B
HANMZEAY )2 ghrelin WA &, A T #E— */FE’.’Q}E
ghrelin JE 7576 RAW264.7 4 E 45 ke A, B
WELT 1077 mol/L ghrelin ZbF RAW264.7 Y574
Y5 WL 1k Akt Fll cleaved Caspase-3 781k, 45
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BRI Akt BUBEFRIL AN cleaved Caspase-3 25 131k
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ik, XSS HLER R ghrelin BEAS 52 W0 V0 7K 20 i 1)
TR LA S/ 1 R A0 L i 8 7, 9 X — 1 AT Rk
5 PI3K/ Akt 3 JRAH K
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ZRI0 3 rp )5 K BIAR Z2 1 2R, U A 2 N P
B0 RN T AR B s AT H R
FECGUE SC YR T RS Ak 7E B0 ko A B Ak 1) i B op
WEEEE AL, SR AR 2 2tk il
FEFE LA TR I 0 o) 40 e O Tt VR R IR T B Bk
SEAREREAL I TE 0 5 . PI3K R AE7E TR 295
3 P — A G B PR FRATT I 5 4 B S
CLUESE PI3K 7 /)N B3l ok s Al 4k & J&8 v i1 3 22
LS PI3K A Caspase-3 [ 3¢ 1k B 1% 20 it
PR DA B2 3 Al A7 06 ACBIESE & 3 p-Akt K
SEAEZS X B4 A ox-LDL 21 22 [A] 77 7F 22 57, 1
ox-LDL AJ 68 %] 4 Jfd i 98 T~ 7= A= 3 4 52 i, H. grelin
2l cleaved Caspase-3 5 H YR IE KB TR, [A
B, ehrelin 2 7] DL BH I B8 A0 Ake 79 3036, 44 9R
RAW264.7 JEHEEIRAMIT S | 45 7 P13k H¢ =Pl
Hil57) 1Y294002 HF 2 8 T4 i, ik se 2t IR 75 4
B ox-LDL 5 RAW264.7 4 fifl Z 55 5 7] LIS Akt
HE R, HICE RS ghrelin AT DB &34 0 Akt A9
PO SR A0 A SR 3N RAW264.7 P IR
YRS 1, PI3K e A 7] LY294002 7]
DABH I Akt BEERAL , X FE S EUMARSET 38, LAk,
HIEDE N R B, WAL Akt 75 RAW264.7 W5 M 7K
MR AATE D] 58 . Western blot 45 2R 52644
TR — 3 X e R R « ghrelin X Sh K RERE L
() A S 25 B B W DR P, X — 1 R AR 7T g
ST L PI3K/ Akt {5538 R SEELAY . Z /0
Iy FEIAFE RAW264. 7 5 I 7K 41 it 3% 3% PI3K/
Akt {5538 8% T LRI B 0 e 0 e o T R
IR RS

ghrelin F= %2 fy B RGP K2 40 58, & GHS 1Y

ZAR, TG B4 UESE ghrelin 7E 31 koK A% i 1L
) R v 3 1 52 0 PIBKS Akt 15 5 B & 54 1,
ghrelin 3 1 B4 1% PI3K/ Akt 18 B% 2028 Bel-2 Rk E
F IR, 0 40 M 5 2= C IR LA S Caspase-3
R 1% PR A7 g

WATITE L P, RAW264.7 48 5 ox-LDL 5
B A cleaved Caspase-3 /KT, X — i FE AT 8% gh-
relin i, BLAN, 7E ghrelin 7776 AO1H %, PI3K/
Akt {75538 [ 3 B G 9 3k — A T 4 40 A
PR AR TR At B 3T | i 2 Ak 1) 93 % 3 ik ofs
WL IPE T

fHR FRATTAY 5L 50 WA AE B VT 2 1R 2 Rk
B, B0, 75 RAW264.7 Y5 3 PR 40 At Hr A 4D {4 3
KRR, 0 AR S0 2 56 5 52 B 1) 4% P9 SR 85 A7 7
BORIFERR, A ARSZE HAGIN 1 PI3K/ Akt 15538
BRI, ghrelin 36 AT GEE i< HoAth A9 40 15 5 3 %
Z 5 RN 3 B o R AN % IR A ) U T
T 0 ks A A A 1 A J . 7, FRATT 4R
KT Jmy B B B R BE Y ghrelin XF RAW264.7 Y4
PERL TR G M A% (4 52 | 5L A Ay e 432 A9 BsF i) R e
FEHIRTT #E— PR ABESE . f )T, ghrelin BTG Akt
FIBLHE TS5 Bax/Bel-2 A9 #5277 A E M H
HIEAS AR, A 7 2k — 20T,

BT HETIF e 25 38 304145 . ghrelin 7] LA
HE RAW264.7 J5E 16 R 41 M3 B8 | Uk % sl Jbk of
fEERR , HALH P B8 5 9%0E PI3K/ Akt 15 5 il J& A
XK, B, ghrelin R 7] BEZ R TRTT Sk R AR RE 1L 1Y
—ANSCEEPERAR | LA I DR 2 Ik ks A B Ak i IR T
PEALRMEPERR S
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