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Effect of Phillygenin on inflammatory response in LPS-induced RAW 264.7 cells
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Abstract: To study the anti-inflammatory effect and anti-inflammatory mechanism of Phillygenin,dexamethasone as a positive
control , established a lipopolysaccharide ( LPS)-induced RAW264. 7 inflammation model ,to detect the release of inflammato-
ry factors and the expression of related proteins and mRNA ,in order to improve the comprehensive understanding of the anti-
inflammatory effect of Phillygenin‘and provide a strong scientific basis for the clinical development of Phillygenin. The NO
production was determined by‘assaying nitrite in culture supernatants with the Griess reagent. The levels of TNF-a and IL-6 in
culture media were measured with ELISA kits. Western blot assay was performed to illustrate the inhibitory effects of Phillyge-
nin on iNOS and COX-2:RT-qPCR was detected for mRNA expression of iNOS and COX-2. Treatment with Phillygenin or
Dexamethasone“dose-dependently inhibited the production expression of NO, TNF-o and 1L-6 in RAW264. 7 macrophages.
Western blot and RT-gPCR assay suggested that the mechanism of the anti-inflammatory effect was associated with the inhibi-
tion of iNOS and COX-2. In conclusion, Phillygenin exhibited obvious anti-inflammatory effect and its mechanism may be re-
lated to.its regulation on inflammatory cytokines,and inhibition of the expression of iNOS and COX-2.
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Table 1 ~ Primer sequences
FEH 4 Fx 1T F)(5'-3")
Gene name Primer sequence (5'-3")
GAPDH F:5 -G(:,CCTTCCGTG"[:TCC:FACC-?’
R:5'-TGCCTGCTTCACCACCTTC-3’
iINOS F.5'-AGCAACTACTGCTGGTGGTG-3’
! R:5'-TCTTCAGAGTCTGCCCATTG-3’
COX2 F:5'-TGAGTACCGCAAACGCTTCTC-3

R:5'-TGGACGAGGTTTTTCCACCAG-3’
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Effect of Phillygenin‘and dexamethasoneon proliferation of RAW264.7 cells
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Fig. 3  Effect of Phillygenine on content of TNF-a,IL-6 in LPS induced RAW264. 7 cells
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Note ; Compare with same contentration as dexamethasone 2 P <0. 05.
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Fig.4 Effect of Phillygenine on LPS-induced iNOS,COX-2 protein expression in RAW264.7 cells
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3.5 ZEMRERX LPS i ST iNOS,COX-2 mRNA [F) ¢ 52 11 Hb ZEK Ay INOS (1) mRNA 33k 2 Jo I I 2
e vy 0b-A | 5, R AR R A RAFRAH] INOS mRNA Fik K
WE 5 FroR , A0 Aa] il 3% 00 25 11 28 20 i YERH . Va2 0T LUE S R30S RAW264. 7
iNOS COX-2 mRNA ik R D, H25 A K, Hffarh iINOS ,COX-2 mRNA ik, #i 9HE J v
LPS ] DL iNOS,COX-2 mRNA ZEEik, 5 LPS 4 T
HILHR, MR E (5.50 100 pg/ml) 5k B A6 AbtsEidat LPS 1755 RAW264. 7 4i il 4 37 14
P 94 INOS, COX-2 mRNA £ ik (P <0.05.P < S FEREAY SR 1% R 2R B 2 AR H S AL
0.01) ,JUHZEMAG R & R, X T IN- ZELZIREEMINE L, ARSCE R A MTT 75 U855 5%
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Fig. 5 Effect of Phillygenine on LPS-induced iNOS,COX-2 mRNA expression in RAW264. 7 cells
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