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Elucidation of carcinogenesis sigqalin% mechanism by chronic periodontitis and
development of drug discovery derived from Kampo medicine
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In oral squamous cell carcinoma cell line CAL27, orento significantly
inhibited periodontopathogenic bacterium Porphyromonas gingivalis lipopolysaccharide (LPS) and
lipoproteins (PAMP)-stimulated production of interleukin (IL)-6. This finding indicates that orento
may suppress the function and activation of factors involved in TLR signaling, thereby suppressing
NF-kB-dependent expression of various genes. Orento suppressed IL-1 receptor-associated kinase
(IRAK4), IRAK1, and c-Jun N-terminal kinase (JINK) phosphorylation in PAMP-stimulated CAL27 cells.
This result indicates that orento is involved in the initiation of TLR signaling by PAMP and
suppresses the downstream signaling pathways of myeloid differentiation primary response gene 88
(MyD88) such as mitogen-activated protein kinase (MAPK) and NF-kB cascades. These findings suggest
that orento has an inhibitory effect on the production of inflammatory cytokines.
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MTT assay CAL27 1 x 10 10, 100, 1000 p g/ml 24
MTT 500 mg/ml 4 0.04 N HCI-
595 nm (test) 655 nm (reference)
ELISA assay CAL27 1 x 10 10 p g/ml P. g. LPS 100 ng/ml 24
IL-6 IL-6 HRP-  IL-6
450 nm (test) 655 nm (reference)
luciferase assay IL-6 GenBank accession No. NG_011640 2636 5035
phlL-6pro-Luc
lpg pRSV-B -gal 0.1 pg CAL27 24
10 p g/ml 24 P. g. LPS 100 ng/ml 6
B -
B -
luciferase assay NF-k B plg
K -Luc 0.5p g pRSV-B -gal 0.05 p g 293-TLR2/CD14 HEK293
TLR2  CD14 24 10
a/ml 24 P. g. LPS 100 ng/ml 6
B -
B -
Western blotting 10 p g/ml CAL27 24 P. g. LPS 100
ng/ml 30 SDS
IRAK4 1RAK1 JINK Western blotting
CAL27 10 p g/ml
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