BHCEE AR 2015.46(12) :2299-2306

Acta Veterinaria et Zootechnica Sinica

doi: 10. 11843/]. issn. 0366-6964. 2015. 12, 023

T BE S HEF S RAW264. 7 AR EHXETF
B HP 1 3R 43 AT

MLV ERILE R ORGSR AR
CL o B A B B 2 1 4055 8 2 T/ Al 0 5 P26 00 0 ) TR 56 300/ A P 89 25 TR R S
22 73005052, H AL K F B PTBE A B . 22 M 730070)

 E: NSRRI RSN 5 R X BT R ALE R LPS 355 B0 A i S RAER AL, MTT 3246 0 A [R]
FEFERU T RAW264. 7 48 i i 3 5% W s NO W &8 D P800k LPS 75 5 19 NO B i 1 5% ) s ELISA J7 3 46 DU
FHAW AT LPS %55 1 TNF-o 1L-6 1 PGE, 43 W B % i ; RT-PCR J7 ¥ & U £1 ¥ % LPS i 5 19 TNF-o 116,
COX-2 1 INOS 3 [H # 5 (19 5 1 ; Western blot & %t 4 i 4% N NF-«B p65 2 14 AR W, 25 8 w78 P/
F 700 pg + mL XS 40 TG T VR T 5 SRR & 5 B 41 (100,300,600 pg + mLT ) BES R R LA LPS S
NO.PGE, \TNF-¢ I 1L-6 [45 W ; fig B Z 304 iNOS,COX-2 , TNF-o I 11-6 J&[H % ¢ FI4H 4% 4 NF-«B p65 % [
Fik. PHAB B AEFPLE TR 5 0% NF-«B 38 B B0  F 10 40 98 5 A 55N 28 M A0 i R T i Sk R R
%,

KR FHHUBGPIRILE ; RAW264. 7;LPS; 42 JiF {51 #1

B 42858539 XHRER RS A XEHE: 0366-6964(2015)12-2299-08

Inhibiting Effect Analysis of Dangiao Liquid on Inflammation-related
Factors Induced by LPS in RAW264. 7 Cells

WEI Li-qin"'?, WANG Dong-sheng' , DONG Shu-wei' , KUANG Xiao-jiao' ,
ZHANG Shi-dong'* , YAN Zuo-ting'”

(1. Lanzhou Institute o f Husbandry and Pharmaceutical Science of CAAS/Key Laboratory of Veterinary
Pharmaceutics Discovery, Ministry of Agriculture/Engineering & Technology Research Center of
Traditional Chinese Veterinary Medicine o f Gansu Province , Lanzhou 730050, China;

2. College of Veterinary Medicine , Gansu Agricultural University, Lanzhou 730070, China)

Abstract: The aim of the present study was to study the anti-inflammatory effects and possible
underlying mechanisms of Dangiao liquid in LPS-stimulated RAW264. 7 cells. The cytotoxicity of
Dangiao liquid was detected by MTT method. The NO kit assay was adopted to detect the effect
of Dangiao liquid on NO release from LPS-induced RAW264. 7 cells. ELISA was used to evaluate
the production of TNF-q,IL.-6 and PGE, in LPS-induced RAW264. 7 cells. Real-time PCR was
used to detect the transcription of COX-2,iNOS, TNF-q¢ and IL.-6 in LPS-induced RAW264. 7

cells. The protein expression of nuclear NF-kB p65 was detected by Western blot. The result
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showed that the safe medication range of Dangiao liquid was less than 700 pg » mL™'. Compared

with the LPS model group,Dangiao liquid(100,300,600 g « mL.™") could reduce the secretion of
NO,PGE, , TNF-q, and IL-6 in cells induced by LPS, and significantly inhibit the mRNA tran-
scription of iNOS,COX-2, TNF-q,IL-6 and the protein expression of NF-¢B p65. In conclusion,
this study preliminarily proves the protective effect of Dangiao liquid on LPS-induced RAW264, 7

macrophages. Its action mechanism may be related to inhibit NF-¢B signal pathway and the genes

expressions and secretion of inflammatory mediators and cytokines.
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Forward 5'-GCCACCAGTTCGCCATGGAT-3'

Bactin . i , 70 58
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TNF-q , , 180 58
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L6 Forward 5'-CTGATGCTGGTGACAACCAC-3' 143 .

- : 5¢

Reverse 5'-TCCACGATTTCCCAGAGAAC-3'
Forward 5-GGACCCAGTGCCCTGCTTT-3'

iNOS , , 178 65
Reverse 5 -CACCAAGCTCATGCGGCCT-3
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Reverse 5 -TGGACGAGGTTTTTCCACCAG-3
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A. Viabilities of cells that treated with or without Dangiao liquid(0-1 000 pg « mL™") for 24 h;B. Cells were treated
with or without Dangiao liquid for 24 h after exposure to LPS(1 pg » mL™") for 6 h. Values with different capital let-
ters mean extremely significant difference( P<C0. 01) ,and with the same letters or without letters mean not significant
difference(P>>0. 05)
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Fig.1 The effects of Dangiao liquid on viability in RAW264. 7 cells
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Fig. 2 The effects of Dangiao liquid on PGE, and Nitrite in RAW264. 7 macrophage cells induced by LPS
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Fig. 3 The effects of Dangiao liquid on TNF-a and IL-6 in RAW264. 7 macrophage cells induced by LPS
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Fig. 4 The effects of Dangiao liquid on gene transcription of TNF-a,IL-6, iNOS and COX-2 in RAW264. 7 macrophage

cells induced by LPS
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tion of NF-xB p65 in RAW264. 7 cells by LPS
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