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(American Type Culture Collection, Rockville, MD.)
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(50 mM Tris-Cl [pH 8,01, 150 mM NaCl, 0.002% sodi-
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Figure 1, Effect of methanol extract of Sophorae Flos on P, intermedia LPS-induced NO production from
RAW264.7 cells, Cells were treated with LPS (1 «g/ml) and indicated concentrations of methanol
extract of Sophorae Flos for 24 h, after which culture supernatants were collected and assayed for

NO

T oA 187} 283 72C o)A 183, 35 cycle®
TP A AHE-E oligonucleotide primers the
3} 2tk iINOS, 5" -CACTGGGACAGCACAGAAT-3
(sense) and 5" -TGTGTCTGCAGATGTGCTGA-3’
(antisense) (corresponding to positions 348-367 and
857-838, respectively, of the published mouse iINOS
mRNA sequence), yielding a 510-bp product; IL-6,
5-AGAGGAGACTTCACAGAGGA-3 (sense) and
5" -ATCTCTCTGAAGGACTCTGG-3" (antisense)
(corresponding to positions 82-101 and 423-404,
respectively, of the published mouse IL-6 mRNA
sequence), vielding a 342-bp product,; S-actin, 5 -
TCCTTCGTTGCCGGTCCACA-3" (sense) and 5 -
CGTCTCCGGAGTCCATCACA-3 (antisense) (corre-
sponding to positions 44-63 and 553-534, respective-
ly, of the published mouse iINOS mRNA sequence),
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Figure 2,

Effect of methanol extract of Sophorae Fios on INOS protein expression in RAW264 7 cells stimulat-

ed with P, intermedia LPS, Cells were treated with LPS (1 «g/ml) and indicated concentrations of
methanol extract of Sophorae Flos for 24 h_iNOS protein synthesis was measured by immunoblot
analysis of cell lysates using iINOS-specific antibody, and iINOS protein levels were quantified by

densitometry
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Figure 3.

Effect of methanol extract of Sophorae Flos on INOS mRNA expression in RAW264 7 cells stimulat-

ed with P, intermedia LPS, Cells were treated with LPS (1 #g/ml) and indicated concentrations of
methanol extract of Sophorae Flos for 24 h, See Materials and methods for further details
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-Abstract-

Suppression of nitric oxide and interleukin-6 production
by methanol extract of Sophorae Flos in macrophage cells

Ji-Eun Lee!, Ju-Youn Lee!, Jeom-1l Choi!, Chong-Kwan Kim?, Sung-Jo Kim!

Department of Periodontology, College of Dentistry, Pusan National University
Department of Periodontology, College of Dentistry, Yonsei University

Both nitric oxide (NO) and interleukin-6 (IL-6) have been thought to have a role in the pathogenesis of
inflammatory periodontal disease as it does in other inflammatory diseases, and the inhibitors of NO and IL-6
production have been considered as potential anti-inflammatory agents. In this study, we evaluated methanol
extract of Sophorae Flos for inhibition of NO and I1-6 production in Prevotella intermedia LPS-induced mouse
macrophages RAW264.7 cells. Dried Sophorae Flos was sliced, and extracted with 100% methanol, LPS from
P. intermedia ATCC 25611 was prepared by the standard hot phenol-water method. NO production was
assayed by measuring the accumulation of nitrite in culture supernatants and IL-6 was measured using mouse
I1-6 ELISA kit, Western blot analysis of iNOS and analysis of reverse transcription (RT)-PCR products were car-
ried out, The methanol extract of Sophorae Flos concentration-dependently reduced the production of NO and
the expression of iNOS protein and mRNA in RAW264.7 cells treated with P, intermedia LPS. Sophorae Flos
also suppressed TL-6 production and the expression of IL-6 mRNA in RAW264.7 cells stimulated by P, interme-
dia LPS, The inhibition of NO and IL-6 production by Sophorae Flos may be useful in the therapy of inflamma-

tory diseases such as periodontitis, This hypothesis, however, remains to be tested,

Key words : Sophorae Flos, Prevotella intermedia LPS, RAW2064.7 cells, nitric oxide, interleukin-6
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