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Vo DIRTORFZE T FEGHIB o N TEREZ IS & VN2 BB O LDk LTHI S LA junctional
adhesion molecule 1 (JAM-1) 23N ERZMING CHIL L. P. gingivalis 42 X ) JAMI 254
RENDLZ EDURBEENTWS (Takeuchi et al. , PLoS Pathog, 2019), % Z T4 H JAM-1 &
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ReverseTranscription PCR (RT-PCR) #4757z, RNA & TRIzol (Thermo Fisher Scientific)
% v IHGE Mg 2> 54l L 725 ¢DNA 2 iScript cDNA Synthesis Kit (BIO-Rad) (2 TH
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v AY 7y METIE, —&KPUERIZ mouse monoclonal anti-JAM1 Tk (SAB4200468, Sigma-
Aldrich ), rabbit monoclonal anti-JAM2 $itfk (12972-1-AP, Cell Signaling Technology ), rabbit
monoclonal anti-CXADR $iff (10799-R271, Cell Signaling Technology ), rabbit monoclonal anti-CLMP
Pk (16127-1-AP, Cell Signaling Technology) B X 0¥ mouse monoclonal anti-f-Actin Jifk (A2228,
Sigma-Aldrich) 2/ L7z —kPiRIZ, Goat anti-mouse ik (7076, Cell Signaling Technology )
B X UF Goat anti-rabbit ¥ifk (7074, Signaling Technology) ZfEH L7z FEL7-% v /37 Ew1L,
Pierce ECL Western Blotting Substrate (Thermo Scientific ), ChemiDoc XRS (Bio-Rad) B X T
Quantity One software package (Bio-Rad) T###T L 72

e AR Y1121, rabbit monoclonal anti-CXADR ¥ifk (10799-R271, Cell Signaling
Technology ), Alexa Fluor 635-conjugated secondary ¥iff& (goat anti-rabbit IgG, A-31576,



Invitrogen) B & U 46-diamidino-2-phenylinodole (DAPI) $t4k (D1306, Invitrogen) % FH\»
720 MORaG L LA E BEMEE (TCS SP8 : Leica Microsystems) B X O Leica Application Suite X
(LAS X, Leica Microsystems) THHT L 725

HH B % 8 P 92 B C X firefly Luciferase (Luc), JAM1, CXADR, CLMP 2 %3 % shRNA
(pSINsi-hU6, 3661, Takara) L EFRBL S 58 A FEMIZ H w72, 12 well cell culture
inserts (353180 ; Corning) LFICKi#E L 7= K F A LML IZ 2% FITC-dextran (FD40,
Sigma-Aldrich) % 20 ul Adt, 30 &I %2 &8 L7-& % 1420 ARVO X (PerkinElmer)
B £ U WorkOut Plus software (PerkinElmer) T L 720
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Figure 1 P. gingivalis gingipains degrade CXADR in

~ W s 1B anti-CXADR THGE cells.

(a) Expression of JAM1, JAM2, JAM3, JAM4, CD2, CLMP,
ESAM, and CXADR by IHGE cells analyzed by RT-PCR.

(b) IHGE cells were infected with P. gingivalis WT or Akgp
ArgpA ArgpB mutant at an MOI of 100 for 1 h. The
cells were then analyzed by immunoblotting with the

S| - anS-p-ACTIN indicated antibodies. S~ACTIN was used as a loading

control. RT, reverse transcription. IB, immunoblot.
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§ § g § g E) % E Figure 2 Loss of CXADR increased the epithelial barrier

w < *® O O® o 0® 3* permeability. Permeability to 40 kDa FITC-dextran
S S 9( & % % in IHGE cells expressing indicated shRNA. Results
<—(, § (>_<) § C’) C’) are expressed as fold change relative to cells
s o = (é) 5 B expressing shLuc and are the means = SD of eight

® technical replicates.
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il s Figure 3 Degradation of CXADR in IHGE cells
infected with P. gingivalis gingipains THGE
“é cells were infected with P. gingivalis WT or
3 Akgp ArgpA ArgpB mutant at an MOI of
§ 100 for 1 h. The cells were then fixed, stained
3 with DAPI (cyan) and anti- CXADR
2 (yellow ), and analyzed by confocal
a

microscopy. Scale bars, 10 ym.
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