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Epithelial cell invasion by L.pneumopbila

Supplementary Data

FigureS1 Localization of (A) Src-YFP and (B) PH-AKT-GFP. NCI-H292 cells were transfected
with the indicated constructs overnight, fixed and imaged. (C) Representative confocal micrographs
showing effect of PP2 and Ly294002 on Lp attachment. Cells were pre-treated with PP2 and
Ly294002 for 1h followed by infection. Bacteria were allowed to attach for 1h and cells were fixed.
All scale bars, 12 um.

FigureS2 Localization of (A) Cdc42-GFP, (B) Racl-GFP, (C) RhoA-GFP, (D) PAK-PBD-GFP and
(E) rGBD-GFP in NCI-H292 cells. Cells were transfected with the indicated constructs. Following

overnight expression of the markers, cells were fixed and imaged.

FigureS3 Disruption of tight junctions in MDCK monolayers following incubation in low

calcium media.

Monolayers of MDCK cells were incubated with low calcium media (140mM NaCl, 20mM Hepes,
pH7.4, 3mM KCI, ImM MgCI2, 5SmM glucose and SuM CaCl2) for 1h at 37°C/ 5% CO,. Cells were
moved to a pre-cooled stage and FM4-64 (shown in white) was added to the media. NucBlue live

probe (ThermoFisher Scientific) was added to label the nuclei (cyan).

FigureS4 Length of wild-type Lp compared to dot4 mutants.

Lengths of RFP-Lp or RFP-dot4 mutants attached to LECs at 6hp.i were measured. Data shown are

mean+SEM from 3 independent experiments (n>50 bacteria in each case).

FigureSS VipA contributes to the internalization of filamentous Lp in LECs

(A) PCR products following the amplification of vip4 from genomic DNA from wild-type or vipA4
deletion mutants. (B) Western blot showing the expressing of VipA by the indicated bacterial strains.

Post-exponential phase bacterial cultures were adjusted to an ODggg 2.0. Bacterial pellets were lysed
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by addition of loading buffer and resolved by SDS-PAGE followed by immunoblotting with anti-
VipA antibodies. (C) Lengths of wild-type Lp and Vip4 mutants attached to LECs. Data shown are
mean+=SEM from 3 independent experiments (n>50 bacteria in each case). (D) Representative
fluorescence micrographs showing the impaired internalization of dot4 mutants and VipA deletion
mutants compared to wild-type Lp 12h p.i. Cells were infected as indicated, unbound bacteria
washed 1h p.i and cells were fixed 12h p.i. External bacteria were labeled using anti-Lp antibodies
followed by Alexa647 conjugated secondary antibodies (blue). Cells were permeabilized, total
bacteria were labeled using anti-Lp primary and Alexa 555 conjugated secondary antibodies (red)
and F-actin was stained using phalloidin (green). Scale bars, 12 um. (E) Number of segments
undergoing internalization per Lp filament 12h p.i. LECs were infected for 1h, unbound bacteria
were washed and infection allowed to proceed for additional 11h. External bacteria were
immunolabeled in un-permeabilized cells and the number of Lp segments were enumerated. Data
shown are mean+SEM from 3 independent experiments (n>500 cells per experiment). Statistical

analysis was performed using one way ANOVA with Tukey’s multiple comparison test.
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Control Low Calcium Media

Figure S3
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