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ABSTRACT: Objective It has been reported that Psammosilene tunicoides has agood pharmacological effect of anti—
inflammatory and analgesic, but the anti —inflammatory effect and mechanism of Psammosilene tunicoides is not clear.
Therefore, the aim of this study was to investigate the anti —inflammatory effect and mechanism of the Psammosilene
tunicoides and its triterpenoid compounds through RAW264.7 cell inflammatory model inducedby LPS. Methods Using
RAW264.7 cell inflammation modelinduced by LPS, the level of NO and PGE, in cell supernatant was detected by ELISE
Reagent and the expression of COX-2, iNOS, IL-6, TNF-a mRNA in cells was detected by PCR and the expression of
NF-kB signaling pathway related proteins (IKKB, photo-lkBa, NF-kBP65, photo-NF-kBp65) in total protein, cytoplasm
and nucleus of cells were detected by westerning blotting. Thusthe anti-inflammatory mechanism of triterpenoids compounds
of Psammosilene tunicoides was investigated. Results Triterpenoid compounds from Psammosilene tunicoides (QA, GYP) can
significantly reduce the level of NO and PGE, in the supernatant of RAW264.7 cells after activation, while TSPT have no
significant effect on the level of NO and PGE, in the supernatant of the cells. The results showed that the expression of
COX-2 and iNOS mRNA in RAW264.7 cells was significantly decreased by the triterpenoids compounds from Psammosilene
tunicoides. The results were consistent with the quantitative results of PGE,, which was consistent with the quantitative
results of PGE, and NO. Different components had different effects on the release level of inflammatory mediators and the

expression of synthase mRNA. The expression of NF—kBp65 within the cells decreased. The expression of NF—kBp65 in the
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nucleus increased, the expression of p—NF-kBp65 in the total protein increased, and the expression of p—-NF-kBp65 in the

total protein was increased. After the intervention of the triterpenoids compounds, the activation of IKKP and the

degradation of p—IkBa protein were inhibited, and the expression of p—NF-kBp65 in the total protein was also decreased,

thus inhibiting the transfer of NF - kBp65 to the nucleus in the cytoplasm. Conclusion We have studied the anti -

inflammatory effect and mechanism of Psammosilene tunicoides and its triterpenoids compounds vitro. They have good anti—

inflammatory and analgesic effects, and can inhibit the release of inflammatory mediators and the gene expression of

enzymes. The anti—inflammatory mechanism are related to the inhibition of activation of NF-«kB signaling pathway.

KEY WORDS: Psammosilene tunicoides; anti —inflammatory; NF —-kB signaling pathway; RAW264.7 macrophage;

pesticide effect.

RAESE— M I B S, A A SR i 4 B 3 W)
B AER, X R IR SO MR O 1 s,
TEPBURLL, MK, B3, A B PR A2 B0 . ik s
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A 1% Caryophyllaceae ) AEH ) 4 #5481 ( Psammosi—
lene tunicoides W.C.Wu et C.Y.Wu), 17 2k T (IE A
B CBRSE L PERIR AN Z 2 AN E ., A
K, B DA, BUBTIHERE” . 2020 (2 8t )rh
IR AR KUERIE, HOR I L AR o T X
I, B BV AT 7, A3 A I s AR T, e HL g
P BARZS FEMEIY R | A BRI EL B H RE M A4 R
ST R BB I 1Y 2 M S BN, REAS B 2 1)
B AR K, XA TR 5T R R BRI 22 2 Y i Ak
A AR R 5 v 700 et X A R R ARV S 3
BRh—ERBURAIER s S RRBILER T BT AALH -
SRS R AR T TL-18, TNF-« F)77 42
AT BAFAEAE — € 1Y 7R OBV | ) i BE R 2H
U N R S I L E  OR BR i v B Y
KA
1 MBS E
1.1 %% NEPE-E A RAW264.7, 1
Trb R B R SR ) IR R S 2 R AR, B
W] 2L 2 (KCB ) 4 5 : KCB200603 Y
12 ZEshyy SRR E RN T o sk h A
TP RA RN, G m h BE 2R Fg PB4 e
b4 4 (Psammosilene tunicoides W.C.Wu et C.Y.
Wu) B THRAR . LA BRI T IR AR A OB, S B4
PR O AR U RS R SR . 22 0 P AT O
(GYP) R EZRR(QA) h S8 % 7 B A5 2
1.3 SBRA JEEH (3£ sigma A H ) .DMEM
B (£ GIBCO 2 w)) a4 1 iF (FBS) (35 [

GIBCO A H]) (555 2 WL (3 E GIBCO 2~ H] )MTS
(Fg A2 ag (A at) AR AEYHARARA ) — AR
(NO) B o i 77 & (92 [ R&D A ] g R & -2
(PGE, ) g 16 592 12075 & (38 [5] R&D 23] ) \Trizol (3£
[ Invitrogen 28 7 ) 2f—4% ¢DNA A 7] & ([
XA YR A BR A W ) TransStart Top Green
qPCR SuperMix (1 E2X L& EYREARAFA ).
RIPA 24 (58) (h E SE S A4 7)) . PMSF(
LY AT BCA KK G AR RAEYE ARG
BT ) B R 1 5 A% AR 4 B0 &5 (96 [ Thermo 24
A ) 30% N BN (HE S-S A FD (1.5 mol/L
Tris=HCL(pH8.8) (JL 5% Solarbio 22 7] ) .1 mol/L Tris—
HCL (pH6.8) (JL 5T Solarbio 22 ). 10%SDS (Jb 5T
Solarbio /A ] ), = 3% H B 4 J H ot (Tris) (TP [ 6 €
). HER (hEESEDAE) .. mhiE-20
(P EECAEDATD) T e SR 1 (SDS) ([
LA G R (AP) (HIILAE & & A1k
TABRAR) 2= KW (ECL) (3 F Proteintech 24
7)) TEMED( 32 [ Thermo /A ] ) NF-kBp65 HLfA .p-
NF-kBp65 #i A& (IKK-B $Li& .p-IkBa HLik (3£ H
Cell Signaling /A 7] ) \beta—actin $iL & Histone H3 T
1 (ZE [ Proteintech 24 ) ) o

2 XWHE

2.1 @A A5 ER AT R K B TR
(37 C), fEZEMELETIRTTMA 3 mL 5%
FH o I ZURE U RAW264.7 40 A5 K7 5 rh %2
B, AR 1 min PO IRGE AL, VR T
AN BS O H, LL 800 t/min, B Ly 5 min, FiEIHES
FRAE A M R S mL SRR B E
25 em® FEFRIMH, 37 °C,5% CO, &0F FEESE K2 5
JE KA 80% LA AL T XEAE K ) RAW264.7 4 Jifl
R CE T TAES S IHER 358, H PBS
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BRERVEVRANM 2 WK, BRR 2 mL, FE RN ITA 4 mL
i s 7 A FH 40 ) 0 )T 20 B o OB A T
L) 800 r/min, B0 5 min, HALIML, LA 13 8
124 W LB TR, 3597 T 37°C, 5% CO, &4 F .
22wk A KK E 80%4b T X E A K WY
RAW264.7 i fa 4 2.1 %407 1k IS 48 4 i, 800 v/
min, B0 5 min 5, FRIHEE IR DA —E B EFR
ST 1x1071.5 mL, %BEHLEE T,k
A-80 CHIFLFFEIR AN, 24 h 5 BUH il A R HE
fitifE o

23 %% RAW264.7 tmfie 2 k& HUE RS
FEE AR ROIRAS R RO 4, SR FH 40 ) ) R E 4
LA AR T R ST AL, i A AR LA 1 x 10° A4/
ml ()% B AN HEFP T 96 FLAR T, FEFL 100 wL,
37°C,5% CO, 7 5IK5 5% 9 i, BEFLINA 20 pl MTS,
WFRPIEE 1 h, T 490 nm P KA E OD 18, &K
VIR GHESE9 do LUAKEFRES ] AL bR, TR B 9\ A
P, 25 1 4 A Gl e

24 AEHE ZF A =5 E S M RAW264.7 1
MG ERGYw AR R RAW264.7 41 fH
FHBITIAEAR, WSS 200 ML 4 A RS W v FE R R 1
10° A/mL, B2 Rl % 96 LR, B:FL 90 wL, ¥ EIMEAL,
IEHA, BRI (TSPT) 4251 E R 40,20, 10,
5,2.5 wg/mlL, 2R (QA)H LA 254 % M 32,16,8,2,
0.5 pg/mL, 2ZAHMTEHIC (GYP) 425 E N
32,16,8,2,0.5 pg/mL, FFLIIA 10 pL, A ARFN
AL 100 pL, B E 6 52 fl. 24 h 5, 7EBAHL
FINA 20 pL MTS, i ARG F2 46095 1 h, TR
1 490 nm Kb A FLI G A

2.5 AR LHF R =ik RS WA LPS RS 9
RAW264.7 0 fo 7576 F 09 %ot BB K B4 T3
AR RAW264.7 4SS5 , T80 40
A E N 1 x 10° /mL 3R T 96 fLARH, AL
90 wL, & B IAFFL, 4 41, R4 (DL LPS il 3 5L
4,1 pg/mL), BIEAF (TSPT)4H(10,5,2.5 pg/mL), &
KR (QA)2H(8,2,0.5 pg/mL), 2 A ¥ 24 5L (GYP)
20 (8,2,0.5 pg/mL), HHEE 6 MEFL, WET
37C. &H 5% CO, AN FRFE h ak S2 45 3% 24 h,
UCH FEHEE SR, 4 25 2 70 BN 90 L P & 47 1 4%
2, 25 P RIS R 2 i A AH )44 BRI 3 e 4 37
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B, FREFFETHT 4 h 5, S AAMA 10 pL K5
J AR RALINA LPS W 10 pL(1 pg/mL), 4k825%
7% 24 ho TEAFLHAIA 20 WL MTS, 4228555 4 h, T
ftE AR 490 nm Kb 45 FLAIROGRE A

26 A BELFRE =G ENS BT — AR
(NO) #= PGE, /K -F &9 % w0 B ) 84 KW
RAW264.7 4] F eSS, BRI, 7x10° 4/
mL % AN T 6 fLAR T, B fL 2 mL, IR EIEF 4,
FERIZH , BOE 3 (TSPT) 4 (10,5,2.5 wg/ml), J2 72 iR
(QA)#1(8,2,0.5 pg/mL), 22 1771 2+ L (GYP)
4 (8,2,0.5 pg/ml), HFHBEH3IANZI, Wik
RAW264.7 4 K th4k, UE T 37°C. &4 5%
CO, AN MBS FRAR AR 225 57 24 h, K H F#IHEEFR
A MM 1 mL L B AR 25, IE R
LRSI ZE i KR TR FE i e b 5 35, F a5 348
BEE 4 h 5, IEW A 1 mL 55383, AR FLINA
LPS W 1 mL, 4k2E8535 24 h, 24 h 5 U8 s W
ELISA i & & NO 1 PGE, /K-, &L
A1 mL ¥ PBS F4TAEEI T £ 2 EP &b, 1
DG T B A A 1 mL Trizol 5], 1257,
iE T -80 C& .

27 BHHELF R =G XS M LPS F 58
RAW264.7 %8 i & )& COX-2,iNOS,IL-6, TNF -«
mRNA & ik 6% %

2.7.1 RNA W4RECG A0 (1)H 2.6 T NS4
ML, &L 1 mL Trizol 7, FAIA 0.2 mL 58475,
JIZE Y 15 s, FIAUE 3 mine, (2)KFESLE T 4°C,
1 000 r/min, 5> 15 min, 500 3 2 K2 N #E 6
AU, L2 AT AR 1 ASEZ . RNA F27E
T I AR R BT Trizol X5 1Y 60% . (3)4E7K
FHEERL BT EP & rh, RN EEDITE K AR RNA,
FEAH ] 1mL Trizol LA 0.5 mL SSNEE, ZIEMCE 10
min, (4)FEfE F4°C, 1 000 v/min, 8.0 10 min, 77 |
B (5)BEERREMMA 1 mL 75% B34 RNA UL
PE,4°C,7 500 r/min, &0 5 min, 77 _LIER . (6)F i
BCE T, B 5~10 min, JAIA 20~25 plL JC RNase-
free Water 3¢ 0.5% SDS, HIME LW AT JLIK ,55~60 C
JCE 10 min, (7)#J5H 120 pL RNase—free Water
PEE RNA B 1 wL RNA #47 1.5% TAE B b5 BE e
HK, (AN R TSI FE U RNA Yk B
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2.7.2 R (1) TransScript One-Step gDNA

Removal and ¢DNA Synthesis SuperMix S e 53R 5

AR 1 pg B RNA UG SERE cDNAL, (2)RRIRAE

B 3~5 so (3)1E PCRAX AR BT O AR AT S e

F BN : WeDNA A 50 CL15 ming @ % 1k 2 i

85 C,5 s, ALHJE  CE T ok Lo (4) LIREEMGEAF

T-20 C,

273 5l4Fsl WZ(GAPDH)G|¥)F 51 .
GAPDH-F 5’ CTTCAACAGCAACTCCCATTC3’
GAPDH-R 5’ GTAGCCATATTCATTGTCATACC-

AG3’

Hs s .

IL-6-F 5’ CCCCAATTTCCAATGCTCTCCT3’
IL-6-R 5’ ACGCACTAGGTTTGCCGAGTA3’
TNF-a-F 5°AGGCACTCCCCCAAAAGATG3’
TNF-a-R 5’TTTGCTACGACGTGGGCTAC3’
iNOS-F 5’GTACAAGGCTCCCTCCGATG3’
iNOS-R 5’ CTCCAATCTCTGCCTATCC3’
COX-2-F 5’AGAAGGAAATGGCTGCAGAA3’
COX-2-R 5’ GCTCGGCTTCCAGTATTGAG3’

274 SEEFOLEE PCR AN AFEEASEREAE G

B A i =K E A, $2 T 51 qPCR SR AR &

AT -

(DR E -

Forward Primer(10 uM) 0.4 pL
Reverse Primer(10 pM) 0.4 pL
2xTransStart Top Green qPCR SuperMix
Template(cDNA) 0.4 pl

ddH20 to final volume 20 pL

(2)PCR G ¥ 4 :95 C 30 5,95 C 5 5,60 C

30 s, JE1T 45 MG,

IRJRGETE 5 AR (B NSO ZERRIAE S Y G

(B, AR Cu BSR4 4> H R BED AR ik 4

2.8 AHHELF A= G EALSH A LPS FF

RAW264.7 2m jo. &4 )& NF-kB 15 5 i@ %48 % & & 09

A

28.1 EaMERR  (1)SEAYHRERE BE

W, A LA PBS Bk 1 UC, BELAIA 100 wL i

S, UK 24 1 min J5, HARMLE] T8 K 20 A

10 pL

ZURBIET 1.5 mL EP & U8 T ok b 4ksr 2 i
30 min,4 CE.>(12 000 r/min,5 min), BETH W, H
BCA i) G o 2 v B, AR i 25 4 e
1) B 11 Ve J3E P 24 W R S [R)— V€ B, 100 °C, 10 min
BEATEE A8V, 0 B 5 i -20 CIRAE, . () B%E
SRR AP 4% IR T IR IS RG2S B AR
B TR EREAL 1 mL iAW PBS, 5] Al
T 1.5 mL EP 414,500 t/min, #.0 3 min, {115
WA /N0 T H PBS, fifi ] Thermo Scientific™ NE -
PER™ 150 G #F 174 L, B8 FURIE S 85 F A BCA
R & T EHER 100 °C,10 min FEA7E H A,
IPHEIRT-20 CORAE, . (3) EEREENE - 4%
BCA {7 G e o 2 il b v 1 4%, AR B A o 1l ke K%
FE S IR R 29 B R IR E .
282 Mk EEHE (1)K MRAEIIEE 80 V £ 30
min, 5 Marker 1§ W20, B 5 3E A B e, Yl g
JEZ 120 V HLIK 50 min, 178 B % H 2 2HRJIE 0.5
em ZEAG B AR K . (2) IR AL IR PR Marker
MG 55ty FHYIIR ) 00 B s o 1 2 W 3R 1 00 5
JE, 2 BEUE AR PVDF B JBE 308 4% 4 G Ak R 42, B
TR E T, R )R 2 A EE R HE T A ],
IKKB .NF-kBp65 .p—p65 .p ~IkBa . —actin {H Jii 300
mA #5851 h, Histone=3 THIf 300mA 5 42 min,
283 HIA . BE AL (DFIRLHRE 1 x TBST
PRI 3 Uk, HFIK 10 min, (2)HFH5E 42 BEAE 5%BSA
HPAW T CE TR =B 1 h, G)BUBE)E
BT —ht TARR P EE , —Bt TAEW : F 5% BSA, 1
x TBST #ifE—Pt, S THEIR S RIFEE 2 h 3 4°CHF
Bt (4)TBST PRAE 3 YK, BHK 10 mine (5)1FE
B, 1 5% BSA,1 x TBST #i B —$t(1:3 000), & T4
PREWMFF 1 he (6)TBST PEAK 3 ¥k, £HUK 10 min, (7)
P 2 DIREBER IR R G0, A ECL AL &G (A
B Wi=1:1), FIF Tmage J JE47TEUGALBE
3 HEAIE

SERG B R B« bR 22 (7 +5)Fom , dlIal L
BRI 7 2208 (ANOVA)Gi it , i it45 5% P<
0.05,P<0.01,P<0.001 K EFH G I2FE L,
4 FIWHERSIHR
4.1 RAW264.7 A K H &% R 2% RAW264.7
A 9 d B HE, KBRS 24 h, 40K 0E A
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— X EA R, RIS 95 5 RIT I A i A= KA
FRE— PR BRAS o M 25 2R 5 RAW264.7 4
MITERAN IS 24 h i APECAE R, BaZes [ Bl T
T A A S AT YT, R LA B A S 7 99 PR 26 6 4
AR, WE 1,

204 —~a—a—"

154

05

Absorbance(A)

00+

o 2 4 8
Times/d
El1 RAW264.7 HREAE KL
42 %S LFA = RS M RAW264.7
M7 S by ¥ R MTS I RE BAG I 41 M 25 24 )5
BN ) o 25 o R IR (QA) Je 22 T AT T
(GYP) #4254 0.5,2,8 pg/mL, AMAETE KN
90% LA |, T GPY16(64.1% ),GPY32(56.2% ),QA16
(68.2%),QA32(52.8% ) Fili %5 475 24 5 (9 34 IAF 1% 32 3%
B REAI, S 2 AT (TSPT) 45 79 £ 41 % 41 A7 3 22 0 B
WEm, K, EERERQA)S A EN 05,2,8
pg/mL, 2 A AT ITC(GYP) 44 257 0.5,2,8 pg/
mL, BEHF (TSPT) A 2557 &k 2.5,5,10 wg/mL 7E N
JEERIIR AR R, IR 2,

o -

10

8 8

MR ISR %)
8

40

Ezﬁﬁﬁ%é%&zﬁimﬁ%ﬁmmrﬁzm .1
54

43 EHHELFR =G RS YT LPS RS 1
RAW264.7 Za o5 7& £ 09 %k LI 45 LI, LPS
A MM T, 254 TSPT (10,5,2.5 wg/
mL),QA(8,2,0.5 pg/mL) & GYP(8,2,0.5 pg/mL)fE
F 24 h 5 AUMOAE TS SR TE 85% LA I AT R TR AE
AR R e S sy B . LR 3,

4 g FFEE (%)

3 SHREFR=MERLEYT LPS flEEH
RAW264.7 R ATF iR EZR 200
44 BHBELH R Z G ELEASY T — AR
(NO) #= PGE, K-F % 457 Wn,LPS Hli)s,

RAW264.7 BEWg 4Gk, SIE# 4 (6.74£0.70),
(54.18 + 14.13) A FLA R 41 41 - 75 0 NO(38.81 =
2.66),PGE, (1376.30 +40.96) /KFW & I J+ (P<
0.01). A TRZIR(QA) R AT B I(CYP)AS
RO ZH AH e 3 0] AR NO \PGE, K-, 2ZSA550H
SR L(P<0.01) A5 Z A — I 22 5, S
RIZHAH L, SR BT 4 F 4 & GYP 8 pg/mL
X NO PGE, 7KV TEH R FAIL. WA 4,

4.5 BHBELF R =0 XS M LPS F 56
RAW264.7 %8 i i )& COX-2.iNOS.IL—6.TNF -«
mRNA #5% v (1)iINOS 1 £& K i i il £& (41t
Tk R NTC) ., W 5A, (2)COX-2 § 14 il £k K
L (LT R0 E NTC) . WK 5B, (3)IL-6 3"
ek S frih g (@i sk 3R NTC). ILEl 5C.
(4)TNF - §" 38 i 2 S i th 26 (20 6o i Sk AUk
NTC), WIE 5D, (5)GAPDH 34 i 28 K 75 fite th 28 (41
gt E NTC) . WA 5K,
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RFU

RFU

RFU

RFU

RFU
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PGE2(ug/mL)

2000+
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[
o
=
1
*

1000+

A

(=3

o
1

# o# o # #

o
I

SR PP PP L PP PP
7 Q7 VXY N NN N R
RGN S S SN
P I 0
¢ 6 PN

W (xts),n=3, SIEWHMLIL, P<0.01; SHRIHAM L, *P<0.01,
B4 SHEPIREFR=ZGEERALEWIT LPS FSH RAW264.7 0i8E 4L F NO.PGE, B &1

Amplification
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4000 1

3000

2000 §

4000
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1000 1
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E

~d(RFU)/AT

~d(RFU)/dT
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65 70 75 %0 o5
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— X\
\
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Melt Peak

—

65 70 75 \ 80 85 90 95
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= W
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SHHREFR=MEELSIX LPS iF S5 RAW264.7 HREELF COX-2.iNOS.IL-6.TNF—a mRNA K20
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46 B EZF A= RS HAT LPS F 50
RAW264.7 %8 i & )6 COX-2.iNOS.IL-6.TNF -«
mRNA %%  SCHESREN], BRI (596.34 +
0.025).(3.16 + 0.32) 5I1E % 4148 [t IL-6,TNF -«
mRNA 1193235 7K B 8 34 Jin (P<0.01), 457 GPY K&
QA J5 40 Mo P TL—6, TNF—o mRNA F 3 1k W i B fi%
(P<0.01), B2 (TSPT)ZH (GYP(8 pg/mL) 5HEAIZ
AH L TG B 8 B AIG

LPS i 3 1Y RAW264.7 4 i 75 L5 iNOS .COX -
2 (R IA R 2L 0K 43 5 5 30 NO (PGE, M4, 5
L REORAE N R JE . HIER AL, BRI
iNOS.COX-2 mRNA iy IAH B3 m(P<0.01), 45T
TR (QA) M 22 3 AT BAT JC (GYP) 4 5 A5 AL 2 AH
e 2 AT B INOS .COX -2 mRNA By ik, 144k
BUERAT X& GYP (8 wg/mL) SHBIRIZHAH L XT iNOS .
COX-2 mRNA JRIETH B m, a5 R 5 NO.
PGE, W it 45 R —3. W 6.
47 AHH B LT R =G£S LPS FF
RAW264.7 48 o7& 4L G NF—kB 12 5 18 %40 % % & #)
EAL]
471 AHPEEFR=ZWHE LN AP LPS F 57
RAW264.7 48 7 L J5 IKKB & B kik th % 45
%, LPS B A9 RAW264.7 4151k )5, e
IKKB (R IBREAR, A [ SRR AL 4 i i 3 AR 2
HIEWHAM LA S5 L (P<0.001), 47T TSPT
(5.10 wg/mL) .GYP(0.5.2 wg/mL) QA #&5H4 )5,
IKKB & 19 3235 1A A [RFE B 1) T (P<0.05 5% P<
0.01),7E45F GYP(8 wg/mL) &% TSPT(2.5 wg/mL)+
UG, SR A L TKKB 25 1 A9 255 4 I 2 T+
(P>0.05), LK 7A.
472 %R BHFR=ZHFEEXNEGH X LPSFF
RAW264.7 41 7% 1 5 p-IkBa & G R AT 455F1
75, LPS H3 () RAW264.7 20 i 75 AL )5 Me 3% p-
IkBo 25 1604 W 35 i, IRV S IE R AR L, 22 57
BG4 5 L (P<0.01) ;45T TSPT 457 & , SRR
AR, p-TkBa £ 1IN TCI AR ML, 25 7 o412+
B L(P>0.05); W4T QA & GYP T 1, SHAI 4
FHLG, 21 IkBo MBS RR LG W TH, 2 R A5
e X (P<0.05), WLIE 7B,
473 2HMERHFR =X/ E P LPS F 7
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L BUEFR 3 ML SR R + bR . 5 IER 4
L3, P<0.01, 22 38 it 24 0 3 SRV A B, *P<0.01,
EFBGI L,

o6 REFR=GEEMLEWIT LPS FSH RAW264.7 41
Bfi/E IL-6.TNF-o.iNOS.COX-2 & mRNA Fix g8 0m

RAW264.7 41 it 7% . J& & % & p-NF-«kBp65 X NF-
kBp65 KA BB S5FER, LPS flI RAW264.7
A0S b S SR R AEBERR AL NF-kBp65 25 H 1%
IR TCHA AR Ak s MR fL NF-kBp65 25 (1214 1 5k
Fhom BRI SIE R AM I, 2R A 5= 2 L (P<
0.01); fEZ5 TA g vh BT FH 25 W) %% 500 e L AR R 1k
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Wity 45 SR BIE T NF—«B {55 30 i A9 PR ST 5 A AL BF 5

NF-kBp65 & [ R A IO A8k, 51EH 448
H, Z RG24 L (P>0.05); 45T GYP(2.8 pg/
mL) QA (2.8 pg/mL) & TSPT (2.5.5.10 pg/mL) T
i, W1k NF-xBp65 & 1R A A BRI, 5
BRI AR L, 22 574 g it 22 X (P<0.05 5% P<0.01);
M4 T GYP(0.5 pg/mL) & QA (0.5 pg/mL) THi)5,
W21k NF-xBp65 & [ F 54 T FEAK, (H 58120
L, 227 o8 L (P>0.05) . WL 7C.

474 SHMEEZF R =G KM LPS F 7
RAW264.7 47 g 78 14 J5 J8 3 W X #% 1 NF-kBp65 &
KHI % LPS KLY RAW264.7 4 % 1k J5 s 3¢
N NF-kBp65 23 1% N | B 208 17 5 R o S Rk
I TR SE R 45 R B, S IE R AU A He 1 1R e
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) 4 Ji 1 3% 9 NF—xBp65 8 11 3 15 I B %L (P<
0.01); SR L, 45T GYP K QA (45 41y
A I i FH 5 i 9 NF—kBp65 & 193214 (P<0.01),
PR G ERE X 4T TSPT 458, SR 4
AH EEX 2K ) NF-kBp65 & 1 JC B i 55 (P>0.05 ),
ZRIGIFE L. WE 7D,

HIER A, 1S L5 4% N NF-xBp65 8 H
FIR B THE (P<0.01); B4 T GYP K QA 455 4
J5 YIBE N W AR A% N NF-kBp65 25 1 361k, S AIZH
HHE, Z 58 1275 L (P<0.05 3% P<0.01); fE45 T
TSPT (4 FILH P, B NF-xBp65 K 1 1A 5
PR AH L, JC B B FEAR (P>0.05), 2 R L4 24
X, WETE,

I : A. Western blotting Il % 7£ Ml 3¢ P9 25 11 IKKB
FIEM B ; B, Western blotting I % 75 I 3% 4 2 14
p-lkBa ik AU ; C. Western blotting Il %2 X 5 7K
H p-NF-kBp65 50 ; D, E. Western blotting
43 0 5 R ML Y A% P B [ NF-kBp65 635 1 521
AR 3 YOMST SEE SR « bk 2E . SIER 4L
B,"P<0.05,7P<0.01, 22 5 A Ge it 8 S0 5B A
e, #P<0.05,#P<0.01, 22 A G247 X,

E7 &H%HIRETER=MEELEYX LPS F 5 RAW264.7 HAiE G NF-«B (S S @ BRBXEANEMN
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21 43 00 9 A A T, T I 24 W 0 S0 Y SR
TERR RS T , B W20 M A e S MBS o 2 B AE A
JT4n PGE, NO F38hin, DA B 2H 2345 4 A il A A=
B, TNF - B 3k o 77 A K 350 1 440 L C g v P oz
Y ) (R ZR AP, 116 2L ph 1 0 200 it =2 ) 5 f T
ATE FE A WD e A B G R L A 2 20 B ) 434k
I G A0 A R A0, FEAS SE 8 Y ELISA
qRT-PCR 73R, &88 =i b 5 AU 2
W T LPS U5 S RAW264.7 W40 i 42 48 5 X 1
PGE, .NO Ry B, i H @ F V815 T TNF-a IL-6,
COX-2 F1iNOS () mRNA #ik, G55 EW, 881 =
i 20 T RIS 4 A 1 1 B B s D RRE A
JT R

NF—«B i & LPS 45 WA i 98 I 42 48 FE 1A
f) R EfE Sl M. FRJE NF-B J23 5 LPS 5| &Y
B ARAE SN VT 22 AR ke R 3R 38 o A8 AT 14 4
o NF-kB fEE T AT, TkB 2 115 NF-kB 254
FEAMH NF-xB B 56 55, IkB 5 A9 R 1L & NF-
KB T B S TR 7 TkB I (TKKs )35, 1 IKK
TG PEH NF-«B 3@ FEHOE 5T F WA sz 2 LPS
FIEE A IKK SIS e #F kB Bk 2 21k
1M B A, NF-kBp65 522 i 25, DA LT ) 48 A% P9
5% IR [ 25 2 SAE A T I BRI F9E 45 SR 3R DT
SR = 2 S W e i L R Y TKKR 1Y 0 A
T PE P T Boe A TR Ak A B 1 /K ik A8 e ok S 25 11
il NF-kBp65 ¥ 5y v, [F e I M Ak COX-2 Al
iNOS ) mRNA ik, X445 54008 135 ELISA
WZE () PGE, NO & fE 45—, 45 R RN, B —=
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