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(HBSS) (GIBCO, Carlsbad, CA, USA)E o]&
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g oMl 98%olde] AEdHS Hylon, &
EF o2 95%01de] s B
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walg E%(1.25%10°
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2) TLR2, 4°] &3}
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1. Pattern Recognition Receptors®] %3}
7} MMP—83%H]el digh g3k

1) CD142] F37} MMP—8%1]o] tigl <&k

Reld 3392 E-LPSE 15% A3k 23} o}
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MMP-8 w85 HeRIth CD142 F3lsk ool
A& E-LPSZE HA|gh o] MMP-8%0]7} FA14]
frepds By v AR E-LPS A8k
o1 CD14%F AXA3 w3} v)S=3h kS s

o} (Fig. 1)

120,000

100,000

£ £0,000

60,000

&

2 40,000

oo lm BE

0,000
E-LPS-  E-LPS+ E-LPS-  E-LPS+
ch14- Ch14- ch14+ Ch14+

contral

Fig. 1. Effect of anti-CD14 monoclonal antibody
on E-LPS-induced MMP-8 release. *Significantly
different from control(p<0.05)
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ol Mot b Tl w fold e
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Fig.2. Effect of anti-TLR antibodies on E-LPS-
induced MMP-8 release.

2. A Emdje} AAE JAA S MMP—8+
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A2 o833tk Colchicine, nocodazole —12]aL
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2
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stk (Fig.3)
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Fig.3 Effect of cytoskeleton-related inhibitors on
E-LPS-induced MMP-8 release. Neutrophils were
incubated in the absence(blue color) or presence
(red color) of E-LPS. * Significantly different from
E-LPS alone(p<0.05).
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Fig.4 Effect of NF«B inhibitor, TPCK, on ELPS-in-
duced MMP-8 release. As timepasses, the release of
MMP-8 increase, but in case of incubation with TP-
CK, the amount of MMP-8 is less than that of E-LPS
only. 1: E-LPS 1hr, 2TPCK+ELPS 1hr, 3: E-LPS 12hr,
4: TPCK+ELPS 12hr, 51 E-LPS 24hr, 6: TPCK+ E-LPS
24hr. * Each group is significantly different.(p<0.05)
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-Abstract—

Effect of CD14, Toll—like receptors, cytoskeletal inhibitors
and NF—«xB inhibitor on MMP—8 release from human

neutrophils induced by E. coli lipopolysaccharides.

Seung-Min Yang®’, Tae-1Il Kim', Yang-Jo Seol!, Yong-Moo Lee!,
Young Ku!, Chong-Pyoung Chung!, Soo-Boo Han!, In-Chul Rhyu!

Department of Periodontology, School of Dentistry, Seoul National University'
Department of Dentistry, School of Medicine, Sungkyunkwan University,
Department of Periodontics, The institute of Oral Health Science, Samsung Medical Center’

Objective: MMP-8 is a neutrophil enzyme and its level increases in some inflammatory
diseases, including periodontal disease. We knew that the lipopolysaccharide of E.coli(E-LPS)
induced MMP-8 release from human neutrophils. E-LPS is known to induce the production
and release of inflammatory cytokines through CD14, Toll-like receptor(TLR). In the present
study, we investigated whether MMP-8 release by E-LPS is induced via CD14-TLR
pathway and the cellular mechanism of MMP-8 release in human neutrophils.

Material and methods: Human neutrophils were isolated from the peripheral blood of
healthy donors and pre-incubated in medium containing antibodies against CD14, anti-TLR2
and anti-TLR4 or several inhibitors of microtubules and microfilaments and then incubated
with E-LPS. The cells were treated TPCK and E-LPS simultaneously. The MMP-8amount
in the culture medium was determined using ELISA.

Results: E-LPS increased MMP-8release from neutrophils and its induction was inhibited
by anti- CD14 and anti-TLR4 but not by anti-TLRZ2 antibodies. The inhibitors of micro—
tubule and microfilament polymerization significantly decreased E-LPS-induced MMP-
8release. TPCK inhibited E-LPS-induced MMP-8 release.

Conclusion: These results suggest that MMP-8 release is induced by E-LPS via the
CD14-TLR4 signal pathway in human neutrophils and may be depedent on microtubule and

microfilament systems and NF-kB pathway.

Key words : Human Neutrophil, CD14, TLRs, Cytoskeletal Inhibitors, NF-B inhibitor, MMP-8
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