DOI:10.19405/j.cnki.issn1000-1492.2014.08.019

* 1110 -

Acta Universitatis Medicinalis Anhui

2014 Aug;49(8)

rhIL-1a« rhTNF -«

Gaos

thILda  rhTNF-«
(FLS) PGE, (EP,) Gas
(Pae) o FLS
thILda  thTNF-« FLS EP,  Gas
Pae
Western
rhT-

FLS EP,
blot Gas rhiL4«(0.1.1.10 pg/L)
NF-o( 0.2.2.20 pg/L) FLS EP,  Gas
Pae(107*.1077.107°.10 ° mol/L) FLS  EP,
thIlda  thTNF-a EP,

Gas o Pae

Gas

rhILd o ; thTNF-o; ; PGE,

Gas ;
R 967;R 593.22;R 97.5;R 392.5
A 1000 - 1492(2014)08 — 1110 - 06

(rheumatoid arthritis RA)

b (fibroblastdike sy—
noviocytes FLS)
o PGE,. 1
o (TNF-o)
FLS . PGE, G
4 (EP,_) o
EP4 AC cAMP

(L4)

EP,
EP,
S (Pae-

2014 -03 -20
: ( :31200675.81173075+
30973543.81330081) ; (
:1208085QH158)

230032

E-mail : wwei@

ahmu. edu. cn

PGE,

oniflorin Pae)

TGP)
. 3-4
TGP rllda  rTNF« CIA
FLS ;Pae rllda 12 h
CIA FLS EP4 o Pae
rhIL4 o« thTNF- FLS
TNF-«.IL4B8  PGE, cAMP
e, rhIL-4 o
rthTNF -« FLS EP,.Gas
Pae Pae
1
1.1
1.2 Pae(C;H,0,,):
1.3 rhIL4 o+ thTNF- : CYTO-
LAB ; (FBS) . ~DMEM
Gibco ;FITC I¢G+ Vimentin
-CD68 N I[gG(H +L):
; Anti-Gas ~Anti-EP, :
Santa Cruz ;B-actin: Sigma ;
S : OLYMPUS
1.4 FLS
PBS 2~3
mm’ DMEM
37 °C.5 % CO,
6 h 20 % FBS
DMEM
1~2d 3~5d

0.25 %

(total glucosides of paeony



Acta Universitatis Medicinalis Anhui

2014 Aug;49(8) « 1111 »

3~5 o
1.5 FLS
6
:(D PBS
3 3 min. @ 4%
10 min PBS 3 . @
30 min PBS . @ Vimentin.
CD68 20 C 1 h PBS . ®
HRP IeG . (6 DAB
5 min PBS 10 min . @
0.5%
1.6 FLS EP,
3~5 FLS 20% FBS  DMEM
1x10" /L 24
1 ml 12 h

thIL4 @ 0.1.1.10 pg/L) .thTNF-a
(0.2.2.20 pg/L)  thiL4a(10 pg/L) .thTNF

(20 pg/L) Pae (107°. 1077,
107°.10 ° mol/L) DMEM 24 h
PBS 3 -20 C 10 min
\ 10 min 10 % 30
min 1:100 Anti-EP, 20 C
PBS FITC 1:100
IgG 37 C 1 h PBS pH
8.5 o PBS
o Image Pro Plus 5.1
~ s o~ ~ 5
1.7 Western blot Gas 3~5
FLS 20% FBS  DMEM 1 x
107 /L 6 rhILd «
(10 pg/L) -thTNF-o (20 pg/L) Pae
(107*.10 77,10 °.10 > mol /L) 24 h
PBS RIRA 200 pl
30 min EP
-80 C 3 1 min
14 000 r/min 20 min -80 C
o SDS-
PAGE PVDF 5 % /PBS

2 h; PVDF

2 h PBS 3 10 min;
2 h PBS 3 10 min;
1.8 SPSS 11.7
xXEs
12 o
2
2.1 FLS
. CD68 3
90% FLS 1,
1 FLS Vimentin %200
2.2 FLS EP,
2.2.1 rhILda  Pae FLS EP,
FLS
EP, FLS
o FLS rhILd o
(0.1.1.10 pg/L) 24 h FLS
(F=14.044 P <0.01) EP,
o FLS rhil—
1a (10 pg/L) 24 h EP,
o Pae (107°.1077.107°.10 > mol /L)
24 h
(F=19.554 P<
0.01) Pae EP,
o 2.3,



1112 -

Acta Universitatis Medicinalis Anhui

2014 Aug;49(8)

2 rhlld« FLS 24 h EP, x200 (n=4 x+s)
A: iB.C.D:rhILda (0. 1.1.10 pg/L)

P<0.05 **P<0.01

2.2.2 thTNF-o  Pae FLS EP,
FLS thTNF-«( 0.2.2.20 pg/L)
24 h FLS
(F =
16.36 P <0.01) EP, o
FLS thTNF-o. (20 pg/L)
24 h EP, o Pae
(107*.10 77,10 "°.10 > mol/L) 24 h
(F=18.866 P <0.01) Pae
EP, o 4.5,
2.3 Pae FLS Gos
thILda(10 pg/L)  rthTNF-« (20 ug/L)
FLS 24 h Western blot Gas o
Gas

3 Pae rhiLd« FLS EP,
x200 (n=4 x +s)

A: ; B:rhILd (10 pg/L) ;C.D.E.F: rhILda (10
pe/L)  Pae(10*.1077.10 76,10 =° mol /L)

P <0.01;  rhiLda(10 pg/l) T P<0.05 **p
<0.01

Pae( 10 *.10 77,10 °.10 > mol /L) 24
h Gas (F=7.747.9.476 P <

0.01). 6.



Acta Universitatis Medicinalis Anhui

2014 Aug;49(8) « 1113 -

4 rhTNF-« FLS 24 h EP,
x200(n=4 x +s)
A: ; B.C.D:rthTNF-«(0.2.2.20 pg/L)

P<0.05 **P<0.01

RA
o TNF-o~ IL4 . IL-6.PGE,
RA . o IL-
RA 7 o TNF-o
PGE,
FLS . * . EP,
IL4.IL6 TNF-o ’ . PGE, RA
- PGE, EP
. EP, PGE, Gas
PGE,EP-G ~<AMP

o

5 Pae rhTNF- FLS EP,
x200 (n=4 x x5)
A: ;B:thTNF- (20 pg/L) ; C.D.E.F: thTNF-
(20 pg/L)  Pae(10*.1077.10 5,10 ~> mol/L)
P <0.01;  rthTNF-o (20 pg/L) T P<
0.05 **P<0.01
G a~By 3 o
GTP.GDP GTP Gas
Gad Gas
AC cAMP ; Gad AC
cAMP Gas/Gai

10 4 11 -
o -G _



- 1114 -

Acta Universitatis Medicinalis Anhui

2014 Aug;49(8)

1 2 3 4 5 6
— — 5
T e e, Gis(rhIL-1 il )

=) T — . Gos(rhTNF-oulil] 50

S —

w— [-actin

300 (] rhiL-lo#EH(10 pg/L)
rhTNF-afl BA41(20 pg/l) -

*
*

200 * ¥

Gas/p-actin

100 1

0 ¥ ¥
1 2 3 4 5 6

6 Pae rhlLda rhTNF-o
FLS Gos (n=4 x%s)
;3 ~6: Pae (10 %.1077.10 "%,
*P<0.05; T P<

1: ;28
10 -3 mol /L) M
0.05 **P<0.01

AA
AA

AC-cAMP CIA FLS

; TGP

Gas/Gai
cAMP

FLS 2,

cAMP . FLS
36 thiL- «
FLS
FLS
rhTNF-«
FLS
FLS
thTNF

rhTNF-«
TNF«~IL4B
Pae

cAMP
FLS

PGE,
rhILd o
o Pae

Pae
FLS EP, G Pae
PGE,¥P-G -<AMP o
Pae TGP

rhiLd o

A N S N

13-15

:rthiLda  thTNF-«

. Pae(107°

~107 mol /L) EP, o Western blot
thIlda  thTNF-« FLS Gas

Pae(10 ™* ~10 ~° mol/L)

FLS EP,

Gas
: rhILd o

PGE,£P-G -

10

11

12

13

14

rhTNF-« EP, Gas
PGE,E£P-G -<AMP
Pae

Yamamoto K. Genetics analyses of theumatoid arthritis J . Nihon
Rinsho 2013 71(7):1155 -9.

Foudi N Gomez I Benyahia C et al. Prostaglandin E2 receptor
subtypes in human blood and vascular cells J . Eur J Pharmacol

2012 695(1 —3) :1 —6.

2007 16(7):519 -22.
Chang Y Zhang . Wang C et al. Paeoniflorin inhibits function
of synoviocytes pretreated by rIL-d a and regulates EP4 receptor ex—
pression J . J Ethnopharmacol 2011 137(3): 1275 -82.
. rllda
I 2009 25(4):
1261 -5.

2009 25(1):58 -62.

Allam I Djidjik R Ouikhlef N et al. Interleukind and the in—
terleukin- receptor antagonist gene polymorphisms study in pa—
tients with rheumatoid arthritis J . Pathol Biol (Paris) 2013

61(6) :264 -8.

JiaT PanY LiJ etal. Strategies for active TNF-a vaccination
in rheumatoid arthritis treatment J . Vaccine 2013 31(38):
4063 -8.

Treffkorn L Scheibe R Maruyama T et al. PGE, exerts its effect
on the LPS-induced release of TNF-alpha ETH IL-dalpha IL-6
and ILH0 via the EP, and EP4 receptor in rat liver macrophages

J . Prostaglandins Other Lipid Mediat 2004 74(1 -4):113 -
23.

Johnson E N Drucy K M. Heterotrimeric G protein signaling: role
in asthma and allergic inflammation J . J Allergy Clin Immunol
2002 109(4):592 -602.

Chen Q Wei W. Effects and mechanisms of glucosides of
chaenomeles speciosa on collagen-induced arthritis in rats J . Int
Immunopharmacol 2003 3(4) :593 - 608.

XuHM WeiW JiaXY etal. Effects and mechanisms of total
glucosides of paeony on adjuvant arthritis in rats J . J Ethnophar—
macol 2007 109(3) :442 -8.

Kim I D Ha B J. The effects of Paeoniflorin on LPS-induced liver
inflammatory reactions J . Arch Pharm Res 2010 33(6):959

-66.

Lee B Shin Y W Bae E A et al. Antiallergic effect of the root of
Paeonia lactiflora and its constituents Paeoniflorin and paeonol

J . Arch Pharm Res 2008 31(4):445 -50.

Jiang W L. Chen X G Zhu H B et al. Paeoniflorin inhibits sys—
temic inflammation and improves survival in experimental sepsis

J . Basic Clin Pharmacol Toxicol 2009 105(1):64 -71.



Acta Universitatis Medicinalis Anhui 2014 Aug;49(8) e 1115

CXCR4

CXCR4 (AML) CXCR4
(BM-MSCs) . . AML BM-MSCs
AML CXCR4
BM-MSCs
P2 CXCR4
; Western blot CXCR4
CXCR4 . AML R 733.71
BM-MSCs ~ CXCR4 A 1000 - 1492(2014)08 = 1115 - 05
2014 -03 -20 (bone marrow mesenchymal
( :8‘20‘()37‘) ; stem cells BM-MSCs) .
120123420120011) ; «
1208085QH154) -1 (SDF4)
: 230022 CXCR4
o : (acute
E-mail : gejian77 @ medmail. com. cn myeloid leukemia AML)
- CXCR4 .
mail :x1x2041 @ 163. com N

Effects of paeoniflorin on prostaglandins E, receptor and Gas on

fibroblastlike synoviocytes of human under the stimulation of
rhILd « and rhTNF-«

Dai Xing Guo Xiaorong Wei Wei
(Institute of Clinical Pharmacology of Anhui Medical University Key Laboratory of Anti-inflammatory and
Immunopharmacology of Education Ministry of China Anhui Key Laboratory of Research and Development for
Chinese Medicine Anhui Engineering Research Center of Anti-inflammatory and Immune Drugs Hefei 230032 )

Abstract Objective To investigate the effects of paeoniflorin (Pae) on expression of EP, and Gas of human fi—
broblast-ike synoviocytes (FLS) under the stimulation of rhILd o and thTNF-o. Methods FLS of human were
cultured in vitro. The expression of EP, on human FLS under the stimulation of thILd « and rhTNF-« and the effect
of Pae were observed by immunofluorescence analyzed by confocal laser microscopy the expression of Gas was de-
tected by Western blot. Results rhlLdoa (0.1 1 10 pg/L) and thTNF-o« ( 0.2 2 20 pg/L) significantly
inhibited the expression of EP, and Gas Pae (10™° 107" 10~° 10~ mol/L) could improve the expression of
EP, and Gas. Conclusion Improving the abnormal expression of EP, and Gas on human FLS under the stimula—
tion of rthILd« and thTNF-w is probablly one of the most important molecule mechanisms of Pae preventing RA.
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