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FIGURE LEGENDS

Figure 1. Adherence of P. gingivalis to HUVECs was enhanced by stimulation with
TNF-a. (A) HUVECs were incubated with TNF-o (10 ng/ml) for 0.5-3 h. Then P,
gingivalis ATCC 33277 cells (10° cells/ml/well) were added to the culture medium for 0.5-3
h. Cells were then washed and attachment of P.gingivalis to the cells was observed by
fluorescent microscopy. P, gingivalis was stained with FITC (green), and actin of endothelial
cells was visualized with TRITC (red). Scale bar is 10 um. (B) HUVECs were incubated
with TNF-o (10 ng/ml) for 0.5-3 h. Then P. gingivalis ATCC 33277 cells (10 cells/ml/well)
were added to the culture medium for 0.5-3 h. Cells were then washed and attachment of P,
gingivalis to the cells was observed by fluorescent microscopy. The attachment levels were
expressed as number of P. gingivalis cells per 60430 mm?* (n = 3, means + SD; *P < 0.01 vs

no TNF-a).

Figure 2. Adherence of P. gingivalis to TNF-0-activated endothelial cells was mediated
by E-selectin.  (A) Inhibitory effect of anti-E-selectin antibodies. HUVECs were
incubated with TNF-o (10 ng/ml) for 3 h. Cells were then washed and incubated with P.
gingivalis ATCC 33277 (10® cells/ml/well) for 30 min in the presence of an antibody for
E-selectin or control IgG. Other procedures are described in the legend to Fig. 1B. (n=3,
means + SD; *P < 0.01 vs no TNF-a, 1P <0.01 vs. no Anti-E-selectin Abs). (B) Inhibitory
effect of sialyl Lewis X. HUVECs were incubated with TNF-o. (10 ng/ml) for 30 min.
Cells were then washed and incubated with P. gingivalis ATCC 33277 (10° cells/ml/well) for
3 h in the presence of purified sialyl Lewis X (0-10 ng/ml). Other procedures are described in
the legend to Fig. 1B. (n =3, means + SD; *P <0.01 vs. no TNF-a, 1P <0.01 vs. no sialyl
Lewis X). (C) Adherence of P. gingivalis was augmented in HEK293 cells transfected with

an expression with vector for E-selectin. P, gingivalis ATCC 33277 (10® cells/ml/well) was
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incubated with 293 cells transfected with a human E-selectin-inserted vector for 3 h. Other
procedures are described in the legend to Fig. 1A. Scale bar is 10 pm. (D) Adherence of P,
gingivalis was augmented in 293 cells transfected with an expression vector for E-selectin. P.
gingivalis ATCC 33277 (10® cells/ml/well) was incubated with 293 cells transfected with a

human E-selectin-inserted vector for 30 min. Other procedures are described in the legend

to Fig. 1B. (n=3, means + SD; *P <0.01 vs. control).

Figure 3. Pgm6/7 in P. gingivalis mediated the interaction with activated endothelial
cells. (A) P. gingivalis ATCC 33277 (wild type), FimA-deficient mutant (AFimA), and -
Pgm6/7-deficient mutant (APgm6/7) (10® cells/ml/well) were incubated with
TNF-a-pretreated HUVECs for 3 h, respectively. Other procedures are described in the
legend to Fig. 1A. Scale bar is 10 pm. (B) P. gingivalis ATCC 33277 (wild type) and
FimA-deficient mutant (AFimA) (10° cells/ml/well) were incubated with TNF-a-pretreated
HUVECSs for 30 min, respectively. Other procedures are described in the legend to Fig. 1A.
Scale baris 10 um. (C) P, gingivalis ATCC 33277 (wild type) and Pgm6/7-deficient mutant
(Pgm6/7) (10® cells/ml/well) were incubated with TNF-a-pretreated HUVECs for 30 min,
respectively. Other procedures are described in the legend to Fig. 1B. (n =3, means = SD;
*P <0.01 vs. no TNF-a). (D) Inhibitory effects of P. gingivalis envelopes on
TNF-o-induced adhesion of P. gingivalis to HUVECs. HUVECs were incubated with
TNF-0. (10 ng/ml) for 30 min. Cells were then washed and incubated with P. gingivalis ATCC
33277 (10® cells/ml/well) for 30 min in the presence or absence of envelopes isolated from
wild-type or mutant P. gingivalis. Other procedures are described in the legend to Fig. 1B.
(n=3, means + SD; *P <0.01 vs. no TNF-0, P <0.01 vs. control). (E) Effects of extracted
OmpA-like-protein Pgm6/7 and FimA on TNF-a-induced adhesion of P. gingivalis to
HUVECs. HUVECs were incubated with TNF-a (10 ng/ml) for 30 min. Cells were then
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washed and incubated with P. gingivalis ATCC 33277 (10 cells/ ml/well) for 30 min in the
presence or absence of purified Pgmé6/7 and FimA. Other procedures are described in the
legend to Fig. 1B. (n =3, means + SD; *P <0.01 vs. no TNF-a, P <0.01 vs. Pgm6/7
fraction). (F) Inhibitory effect of P. gingivalis Pgm6/7 on TNF-o (10 ng/ml)-induced
adhesion of P. gingivalis to HUVECs. HUVECs were incubated with TNF-a (10 ng/ml) for
30 min. Cells were then washed and incubated with P. gingivalis ATCC 3‘3277 (10° cells/
ml/well) for 30 min in the presence or absence of purified Pgm6/7. Other procedures are
described in the legend to Fig. 1B. (n=3, means + SD; *P <0.01 vs. no TNF-q, 1P <0.01
vs. Pgmé6/7 0 ng/ml). (G) Inhibitory effect of P. gingivalis Pgm6/7 on TNF-a-induced
adhesion of P. gingivalis to HUVECs. HUVECs were incubated with TNF-a (10 ng/ml) for
30 min. Cells were then washed and incubated with P. gingivalis ATCC 33277 (10
cells/ml/well) for 30 min in the presence or absence of purified Pgm6/7. Other procedures

are described in the legend to Fig. 1A. Scale bar is 10 pm.

Figure 4. Endothelial vWF exocytosis to P. gingivalis were augmented by pretreatment
with TNF-a. HUVECs were incubated with TNF-a (10 ng/ml) for 3 h. Cells were then
washed and incubated with P. gingivalis ATCC 33277 (10® cells/ml/well) for 0-1 h. Then

the release of vWF into media was measured by ELISA. (n =3, means + SD)

Figure 5. P. gingivalis-induced nitric oxide release from activated endothelial cells was
mediated by E-selectin. HUVECs were incubated with TNF-a (10 ng/ml) for 3 h. Cells

were then washed and incubated with P. gingivalis ATCC 33277 (10% cells mI"/well) for 30
min in the presence or absence of an antibody for E-selectin. Then the release of nitric oxide

into media was measured by DAN assay (n = 3, means + SD; *P < 0.01 vs no TNF-a).
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Figure 1. Adherence of P. gingivalis to HUVECs was enhanced by stimulation with TNF-
a. (A) HUVECs were incubated with TNF-a (10 ng/ml) for 0.5-3 h. Then P. gingivalis ATCC
33277 cells (108 cells/ml/well) were added to the culture medium for 0.5-3 h. Cells were then
washed and attachment of P.gingivalis to the cells was observed by fluorescent microscopy. P
gingivalis was stained with FITC (green), and actin of endothelial cells was visualized with
TRITC (red). Scale baris 10 pum.
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Figure 1. Adherence of P. gingivalis to HUVECs was enhanced by stimulation with TNF-
a. (B) HUVECs were incubated with TNF-a (10 ng/ml) for 0.5-3 h. Then P. gingivalis ATCC
33277 cells (108 cells/ml/well) were added to the culture medium for 0.5-3 h. Cells were then
washed and attachment of P. gingivalis to the cells was observed by fluorescent microscopy.
The attachment levels were expressed as number of P. gingivalis cells per 60430 mm? (n = 3,
means * SD; *P < 0.01 vs no TNF-a).

972



i

| T TNF-a
2 1500 . a-
S
S B
S 1000
3
o
S
g 500 -
= *
£ ,.
: :»
“ 0 ; -

50
Control IgG (mg/ml) Anti-E-selectin

Abs (jLg/ml)

Figure 2. Adherence of P. gingivalis to TNF-0-activated endothelial cells was mediated
by E-selectin. (A) Inhibitory effect of anti-E-selectin antibodies. HUVECs were
incubated with TNF-o (10 ng/ml) for 3 h. Cells were then washed and incubated with P.
gingivalis ATCC 33277 (108 cells/ml/well) for 30 min in the presence of an antibody for E-
selectin or control IgG. Other procedures are described in the legend to Fig. 1B. (n=3,
means £ SD; *P <0.01 vs no TNF-q, P < 0.01 vs. no Anti-E-selectin Abs).

973




t
| T

ﬁ 2000 I, T TNF-(I

g a-

21500 - B+

S

= 1000 -

(=]

3

£ 500 -

=

- 0

0 0.1 1 10
Sialyl Lewis X (ug/ml)

Figure 2. Adherence of P. gingivalis to TNF-ti-activated endothelial cells was mediated
by E-selectin. (B) Inhibitory effect of sialyl Lewis X. HUVECs were incubated with TNF-
o (10 ng/ml) for 30 min. Cells were then washed and incubated with P. gingivalis ATCC
33277 (108 cells/ml/well) for 3 h in the presence of purified sialyl Lewis X (0-10 ng/ml).
Other procedures are described in the legend to Fig. 1B. (n =3, means == SD; *P <0.01 vs.
no TNF-a, P < 0.01 vs. no sialyl Lewis X).
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