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The effect on Anti-inflammation and Anti-allergy of Oenothera odorata.
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Measurement of nitric oxide production
The RAW264.7 cells were seeded in a 24 well-plate and incubated with samples at
concentrations (0 or 100 pg/ml) in the presence or absence of LPS (100 ng/ml) for 18 h.
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The culture supernatant (100 ul) was mixed with Griess reagent (100 ul, 1 %
sulphanilamide, 0.1 % A-1-naphthyl ethylenediamine) for 10 min and the absorbance was
measured at 550 nm. Nitrite concentration was calculated from a sodium standard curve.

Stimulation and measurement of degranulation in RBL-2H3 cells

The RBL-2H3 cells were transferred to a 24-well plate were transferred to a
microtube. Next, the cells were incubated overnight in a complete medium containing 50
ng/ml DNP-specific IgE. The cultures were washed, and a buffered solution was added
(0.2 mL/well). Experiments were performed using intact RBL-2H3 cells in
1,4-piperazine-diethane-sulfonic acid (PIPES)-buffered medium (25 mM PIPES, pH 7.2,
159 mM NaCl, 5 mM KCI, 0.4 mM MgCl,, 1 mM CaCl,, 5.6 mM glucose, and 0.1 %
fatty-acid-free fraction V from a bovine serum). The cells were incubated for 30 min
with or without samples before adding 25 ng/ml of the Ag for 10 min or for indicated
times. Degranulation was determined by measuring the activity of A -hexosaminidase, a
granule  marker, in culture media. The release of p-nitrophenol from
p-nitrophenyl-N-acetyl- 8 -D-glucosaminide was measured
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