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Fig. S1. (A) Gentamicin protection assay of WT in comparison with ipaJ, virA, virAipaJ 
and the non-invasive mutant mxiD. Mean ± SD. n = 3. Ns: non significant; 
****p<0.0001 (one-way ANOVA, Dunnett’s post-hoc test). (B) Schematic representation 
of the experimental setup, proteomics workflow and data analysis of the SILAC LC-
MS/MS experiment. (C) Volcano plots displaying log2 fold change of total proteome for 
WT (blue) and virAipaJ (green) infected cells in comparison with uninfected (UI) 
conditions. (D-F) Dextran 70 kDa permeability (D), transepithelial electrical resistance 
(TEER) (E), and lactate dehydrogenase (LDH) release (F) over time in Caco-2/TC7 cells 
grown in transwell filters. Cells were UI, WT- or virAipaJ-infected, or incubated in 
medium without Ca2+ (-Ca2+) for (D) and (E). 
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Fig. S2. (A) Cis-Golgi (GM130) and recycling endosomes (Tf-A647) structure upon 
BFA treatment. Hep2 cells were loaded with Tf-AF647 and incubated with or without 
BFA for 30 minutes and then stained with an anti-GM130 antibody. Scale bar: 10 µm. 
(B) Tf recycling kinetics upon BFA treatment. Hep2 cells were loaded with Tf-AF647, 
BFA was added (+BFA) or not (-BFA) to the medium for 30 minutes and cells were then 
chased with the unlabeled holo-Tf for up to 60 minutes. The loss of intracellular Tf-
AF647 fluorescence was monitored over-time by FC. (C) Tf-AF647 recycling kinetics in 
non-transfected or GFP-VSVG transfected Hep2 cells. B-C, mean ± SD, n = 3. (B’-C’) 
Tf recycling rates for kinetics depicted on Fig. S2B-C. Mean ± SE. ns: non significant 
(unpaired two-tailed Welch’s t-test). (D-E-F) Tf recycling rates for kinetics depicted on 
Fig. 2B-C-D, respectively. Mean ± SE. ns: non significant; *p<0.05; **p<0.01; 
***p<0.001; ****p<0.0001 (D, one-way ANOVA, Dunnett’s post-hoc test; E, one-way 
ANOVA, Tukey’s post-hoc test; F, unpaired two-tailed Welch’s t-test). 
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Fig. S3: (A) Surface TfR upon infection with different S. flexneri strains. Hep2 cells were 
uninfected (UI) or infected with GFP-WT or mutant strains for 90 min and then incubated 
at 4 °C in the presence of Tf-AF647 for 30 minutes. The total surface Tf-AF647 
fluorescence was quantified by FC, and represented relative to UI conditions. 
Mean ± SD, n ≥ 3. (B) Endocytosis inhibition upon infection with different S. flexneri 
strains. Hep2 cells were left UI or infected with GFP-expressing WT or mutant strains for 
90 min, prior to monitor by FC the Tf-AF647 uptake over time. The endocytosis rate was 
calculated during the first 5 min of kinetics. Mean ± SD, n ≥ 3. Ns: non significant; 
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****p<0.0001 (one-way ANOVA, Dunnett’s post-hoc test). (C) Tf uptake is decreased in 
infected polarized cells. Caco-2/TC7 cells were grown in transwell filters up to 
polarization and differentiation. Cells were UI (upper panel) or challenged with WT 
strain (lower panel) for 4 hours. Tf-Cy3 was added to the basolateral compartment and 
left for 15 min at 37 °C to allow for Tf uptake, fixed and stained with Dapi and rabbit 
anti-LPS followed by anti-rabbit-A488. Scale bar: 10 µm. ROI: infected cells. (D) 
Quantification of Tf-A647 uptake on Caco-2/TC7 cells, represented as total Tf-A647 
fluorescence/cell. Mean ± SD, n = 32 cells in each condition, representative of two 
independent experiments. ****p<0.0001 (Mann-Whitney test). (E) Western blots of 
Hep2β Dnm2-GFP (upper panel) or Hep2β CLC-GFP (bottom panel) of cells UI or 
infected for 90 or 150 minutes with WT S. flexneri. Cell lysates were immunoblotted with 
anti-Dnm2, anti-CLTA, anti-GFP and anti-Actin. (F-G) CLC-GFP density at plasma 
membrane. Hep2β CLC-GFP cells were UI or infected with WT or mutant strains for 90 
minutes, fixed, labeled with rabbit anti-LPS followed by anti-rabbit-A405 and Phalloidin-
A647, and imaged with a confocal (F) or a TIRF (G) microscope. Scale bar: 10 µm. (G) 
Quantification of CLC-GFP density (number of CLC-GFP spots/area) at plasma 
membrane from TIRF microscopy images. Mean ± SD. 21<n<27 cells pooled from 2 
independent experiments. Ns, non significant; **p<0.01 (one-way ANOVA, Dunnett’s 
post-hoc test). 
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Fig. S4: (A) Caco-2/TC7 cells were primo-infected with GFP-expressing WT or virAipaJ 
strains (green) for 4 hours, and then re-infected with the same strains but expressing 
dsRed for 2 more hours (red). Cells were fixed and stained with Dapi (blue) and 
Phalloidin-AF647 (white). Scale bar: 10 µm. (B) IpaJ and VirA induce Golgi apparatus 
disruption in an in vivo model of shigellosis. Guinea pigs were infected intrarectally with 
GFP-expressing WT or virAipaJ strains and sacrificed 4 hours post-infection. The colonic 
tissue was fixed, cut and labeled with anti-GM130 (cis-Golgi), Phalloidin-AF647 (actin) 
and Dapi (nuclei). Scale bars: 50 µm. (C) Plaque assays were performed by infecting 
Caco-2/TC7 cell monolayers with either WT or virAipaJ strains for 48 hours. Mean 
± SD, n = 3 independent experiments. ** p<0.01 (unpaired two-tailed Welch’s t-test). 



 
 

7 
 

 
 
Table S1: Apical and Basal secretomes of S. flexneri infected cells compared to 
uninfected cells. ID: protein identifier; WT: WT S. flexneri infection; UI: uninfected 
cells; virAipaJ: virAipaJ S. flexneri mutant; SP: signal peptide. 
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