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Promoter Activity on Decreased Expression of Beta-defensin-1 in Oral Carcinoma

(OHideki Sato*, Rie Takai*, Kaori Murata*, Yohei Sasamoto*, Masami Uraki*, Yui Obara*, Saera Miyata*, Yosihiro Abiko**
*Dental student in the 5 th grade Health Sciences University of Hokkaido,

**Department of Oral Pathology, Health Sciences University of Hokkaido

[Objective] Human beta—defensin(hBD)s are a group of antimicrobial
peptides. We have previously shown decreased expression of BDs in
oral squamous cell in carcinoma (SCC) cell lines. hBD—1 may be a tu-
mor suppressor gene expression of hBD—1 in the development of oral
SCC was shown. The present study investigated why hBD—1 was tran-
scriptionally decreased in oral SCC.

[Methods] Eight oral SCC—established cell lines (SAS, HSC-2, -3,
-4, SCC-9, OSC-19, BSC-OF, HAC) and normal keratinocytes were
used. The expression level of hBD—1 mRNA was estimated by quantita-
tive RT-PCR. Total DNA was extracted and promoter region of hBD-1
up to =900 was directly sequenced with ABI PRISM 310 Genetic Ana-
lyzed (Applied Biosystem, CA). In order to examine whether hypermeth-
ylation is involved in the transcriptional level, cells were treated with
DNA methyltransferase inhibiter, 5—aza—dCyd (Sigma). The promoter

activities were analyzed by luciferase reporter assay. The constructs were

transfected into HaCaT cells for the assay. Several experiments were
performed, each in triplicate. The date was analyzed using only
ANOVA.

[Results] RT-PCR assey revealed that expression level of hBD—1
mRNA in SAS and OSC-19 was lower than the one—fifth level of nor-
mal keratinocyte. Neither SAS nor OSC—-19 showed change in the ex-
pression level with 5—aza—dCyd treatment. By direct sequencing, poly-
morphisms were revealed at —688 (C/G) in SAS, and at-20 (C/T) and —
52 (T/C) in OSC-19. The luciferase activity in the mutant—type with —
688 (G) was one—fifth of that in the wild type. The activity in the mu-
tant—type with both—20 (T) and-52 (C) was one—third of that in the wild
type.

[Conclusion] These result indicate that genetic polymorphism sites at
—20, =52, and —688 may be crucial for the decreased expression of hBD
—1 mRNA in oral SCC.
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337 O Porphyromonas gingivalis DRgp$ & U KgpDREERNE
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Od— k& —® Porphyromonas gingivalis D 254 > 707 7 —tE ODEEHE
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[#558] = — v —3P. gingivalis DRgpH L KegpDifth % HET 2
ZENbrol.

New Sealer with antibacterial actibity

(OHaruna KASHIO*, Miku AOKI*, Sayaka YAGIHARA*, Takuya TAMURA*, Osamu UEHARA**, Mari FUJITA**,
Futami NAGANO***, Kazuhiko ENDO***, Tomofumi KAWAKAMI**** Futoshi NAKAZAWA**

*5th Grade Student, **Division of Microbiology, Department of Oral Biology, ***Division of Biomaterials and Bioengineering,

Department of Oral Rehabilitation, ****Institute of Personalized Medical Science, Health Sciences University of Hokkaido

[Introduction] After root canal filling, the reinfection which must be
avoided is an important problem in endodontics. The remaining bacteria
in the root canal after filling is considered to be a cause of the reinfec-
tion. But it is not easy to remove the bacteria completely from the root
canals, and there is a risk for the reinfection.

In the present study, we have tried to develop antibacterial sealer by
the addition of terpinen—4—ol (T4) which is main natural ingredient of
tea tree oil with the antibacterial activity, and have verified a number of
usefulness of the developed sealer (T4—Sealer) to prevent from the rein-
fection.

[Materials and Methods] The amount of T4to be contained in T4—
Sealer was examined to keep up physicality as the sealer by the com-

pressive and sealing test. Also, the antibacterial activity and cytotoxicity

of the eluate from T4-sealer were analyzed by using oral bacterial spe-
cies including bacterial from the infected root canal, and human gingival
fibroblast (HGF).

[Results] In this study, it was shown 1.5-7.5% T4-Sealer had the
same physicality as the commercial sealer, sufficiently. Also, it was
demonstrated that the eluate from T4—Sealer had significant antibacterial
activity against oral bacterial species including bacteria in the infected
root canal.

Furthermore, T4—-Sealer did not inhibit the cell—proliferative activity
of HGF.

[Conclusion] This study indicates that T4—serler with antibacterial
activity and biocompatibility may useful to reduce a risk of recurrence in

endodontics, effectively.
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