Anti-inflammatory effect of lavender (Lavandula angustifolia L.) essential oil prepared during
different plant phenophases on THP-1 macrophages
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Supplementary Figure 1. Time and concentration dependence of TNFa secretion of THP-1 cells after
P. aeruginosa LPS treatments. THP-1 cells were cultured in 6-well plates and were treated with 10, 25,
50, 100, 500 and 1000 ng/mL of P. aeruginosa LPS for 6 h, 24 h and 48 h. After the treatments, the cells
were pelleted and the cell culture supernatant of each sample was used to determine the TNFa pro-
inflammatory cytokine secretion using human TNFa specific ELISA kit. The columns show mean = SD
for three independent experiments. The treatments were carried out in triplicates in each independent
experiment.
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Supplementary Figure 2. The effects of NFkB inhibitors luteolin and ACHP on the pro-inflammatory
cytokine mRNA expression of THP-1 cells. The THP-1 cells were preincubated with 1, 2 or 5 uM
luteolin or ACHP for 30 min then the cells were treated with 100 ng/mL P. aeruginosa LPS for 24 h.
After the treatments the cells were collected and total RNA was isolated from the samples.
Complementary DNA form each sample was synthetized using 200 ng of total RNA. The mRNA
expression levels of IL-6, IL-8, IL-1P and TNFa pro-inflammatory cytokines were determined with Real
Time PCR using SYBR Green protocol. -actin was used for normalization and the fold change of
mRNA expression was calculated with Livak (222¢Y) method. The columns represent mean of fold
change + SD for three independent experiments. The measurements were carried out in triplicates in
each independent experiment. Asterisks indicate p < 0.05 compared to the LPS treated cells.



