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Supplementary figurelegend
Supplementary table 1. Sequence of sense and amés@rimers use in RT-QPCR experiments.
Supplementary table S2. Expression of Ilf-teceptor mRNA.

Supplementary Figure 1. Y. pseudotuberculosis ittt does not increase the number of
apoptotic in Peyer’s patches.

PP from WT mice were mounted in Ussing chamber iandbated or not withversinia pilB102
strain at 1.1&fu/mL. Then, the number of apoptotic cells idéatfby caspase-3 immunostaining
was counted inside dome and FAE from PP. 2 houmscoibation with theYersinia pIB102 strain
did not modify the number of apoptotic cells instie dome and FAE of PP. Enlargements of the

fields delineated by the rectangles are shown s B’ (Bars: 250 um).

Supplementary Figure 2. TLR-2 and/or TLR-4 activati increases IL-J expression.

10° THP-1 cells were infected witkersinia pIB102 strain (MOI10) or stimulated with Pam4CSK3
(20pg/mL) and/or LPS (20pg/mL) frob coli for 2 hours. Then THP-1 celgere centrifuged and
the IL-18 level in the supernatant was measured by ELISAle@st n=8 per group; meants.e.m;
" P<0.001 vs. THP-1 group**P<0.001 vs. THP-1 pIB102 infected group).

Supplementary Figure 3. TLR-2/4 are required for éhY. pseudotuberculosis increases ToF
secretion in THP1 cells, without modification of éhpermeability of the Caco-2 monolayer.

(A-C) THP-1 cells were transfected with si-RNA TLRTLR-4 or, with si-RNA not targeting TLR
receptor (NT) and infected witkersinia pIB102 strain (MOI10) for 2 hours. After centrifakipn,
the levels of IL-8 (A), IL-12 (B) and TN&(C) were measured in the supernatant (at leasiper6
group; 3 independent experiments; mean+s.eAwP.05 and, P<0.001 vs. NT group‘P<0.05
and"*P<0.01 vs. NT pIB102 grouf**P<0.001 vs. siRNA TLR-2 pIB102 group). (D) Cacoels
were cultivated in a Transwell system for 12 ddysllowing 24 hours of anti-TN& (25, 50 or
100pg/mL) treatment, £OrHP-1 cells, infected for 2 hours wittersinia pIB102 strain (MOI10),
were added into the basolateral compartment ofsivalh chamber and paracellular permeability
was monitored during 24 hours. (at least n=8 peugy 3 independent experiments; meants.e.m;
" P<0.001 vs. THP-1 group.
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Supplementary Figure 4. Caspase-1 inhibitor treatm@oes not alter the synthesis of IL-8, IL12
and TNFa by THP-1 cells in response to Y. pseudotubercigosi

(A-D) THP-1 cells were infected or not with tNersinia pIB102 strain (MOI10) for 2 hours. To test
the role of Caspase-1 in the synthesis of p.41L-8, IL-12 and TNF, THP-1 cells were treated for
24 hours with Z-YVAD-FMK (20ug/mL) befor&ersinia infection. After centrifugation, the levels
of IL-1B (A), IL-8 (B), IL-12 (C) and TNk (D) were measured in the supernatant (at leastpe+r6

group; 3 independent experiments; mean+s.eP%0.01 and  P<0.001 vs. THP-1 group).

Supplementary Figure 5. IL-8 produced by pIB102-infected THP-1 cells triggers a
condensation of actomyosin cytoskeleton adjacenttlte tight junction complex of polarized
Caco-2 monolayer.

(A-B) Caco-2 cells were cultivated into a Transw&fstem for 12 days. Then, TUHP-1 cells
infected or not for 2 hours withersinia pIB102 strain (MOI10) were added into the basotdte
compartment of Transwell chamber. Following 24 ksowf incubation, the condensation of
actomyosin cytoskeleton adjacent to the apicaltjanal complex was investigated by electron
microscopy. Enlargements of the fields delineatedhe rectangles are shown in A" and B’ (Bars:
100 nm).Electron micrographs of Caco-2 epitheliellscdemonstrate a marked condensation of
actomyosin cytoskeleton (arrow) following incubatiof Caco-2 monolayer with plB102 infected
THP-1 cells for 24 hours.

Supplementary Figure 6. Schematic illustration di¢ mechanisms involved in the disruption of
the epithelial barrier function in Peyer’s patchdsy Y. pseudotuberculosis.

Following adhesion ofY. pseudotuberculosis with the FAE of PP,Y pseudotuberculosis is
recognized by immune cells of PP and triggers pL{1) synthesis by a TLR-2 dependent
mechanism. TLR-2 enhances pro-Ig-g&xpression (2) and Caspase-1 activity (3) insmdmune
cells of the PP. Then, by interacting with IB-teceptors expressed by of the Follicle associated
epithelial cells, IL-B stimulates expression and activity of the MLCK b NFB (4) dependant
manner. The increase of the MLCK activity in tumcreases the paracellular and transcellular

permeability (6) of the follicle associated epithei.
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Supplementary Figure 7. Reconstitution of chimeriaice.

Twelve weeks after bone marrow reconstitution ofenthe chimerism for TLR-2 expression was
monitored inside spleen and PP. (A) The percentaf@D45.Ly.1 or Ly.2 positive immune cells
inside spleen and PP were analyzed by flux cytom@seE). The percentage of positive immune
cells for CD3, CD19 and CD11c reconstitution weralgzed by flux cytometer. (B and C)
represents the levels 3t.R-2""*
the irradiatedlLR-2"" mice (Ly5.2 marker). (D and E) represents thelfw€TLR-2" mice (Ly.5.2
marker) reconstitution inside spleen (D) and PP f¢(Bin the irradiated TLR-Z" mice (Ly5.1

marker). (at least n=5 per group; meants.e.m).

(Ly5.1 marker) reconstitution inside spleen (B &P (C) from
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Supplementary Figure 2.
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Supplementary Figure 3.
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Supplementary Figure 4.

L 12

L L]

Hr oy,
L] wh
%,
fla, °
" A
.| ,wﬁ
r T T = hm.-ﬂ..
I I 1 m m m
m m m Q (uAd) o N
CpeufBd) g1
i @0
.&.-....m__.. [
i -
.&e.#
%,
I : - = .anx I I -
8 B & s g8 8
(ru@d)di-11 © (ruAdyzi-

79
80



Supplementary Figure 5.

T-dHL + 2-03eD

T-dHL pa1oajul + g-09eD

81

82



83
84

Supplementary figure 6.
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Supplementary figure 7.
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Supplementary TableS1. Sequence of sense and antisense primers used in RT-PCR experiments.

Antisense

Sense
Mouse
5'-CACCATCTTCCAGG
G3PDH
AGCGAG-3’
long MLCK isoform 5-ACATGCTACTGAGT
GGCCTCTCT-3’
Human
G3PDH 5-AGCAATGCC TCC
TGC ACC A-3’
long MLCK isoform 5-TGGTTGCCTCGTC
AC ACATTT-3’
5-TTTGTTTCTTACAGT
TLR-2 GAG CGG G-3’
TLR-4 5'-CCC TGC GTG GAG

GTG GT-3’

Supplementary TableS2. Expression of IL-1p receptor mRNA.

5-GCCTTCTCCATGGTG
GTGAA-3’

5-GGCAGACAGGACATT
GTTTAAGG-3

5-CAGTCTTCTGGGTGG
CAGTGA-3’

5-ACCCGCCCTTCGAAC
TTG-3’

5-GACCATAAGGTTCTC
CAC CCAG-3’

5-TTT TGT AGA AAT TCA
GCT CCATGC-3

Caco-2

Non-infected THP-1

Caco-2
infected THP-1

IL-1B receptor 1.06:0.04

11

0.90t+0.07
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Supplementary Material and M ethods.

Immunohistochemistry of apoptotic cell (Caspaset8&ising).

Peyer’s patches (PP) from C57BL/6 Wild type micaemmounted in Ussing chamber and
incubated withYersinia pIB102 strain (1.1&fu/mL). Following 2 hours of incubation, PP sansple
were fixed in 4% phosphate buffered formalin andedded in paraffin blocks and cut into 5um
sections. PP sections were deparaffinied and staismg the ABC standart method. Briefly, 5 um
deparaffinised sections were subjected to a helatced antigen recovery in sodium citrate buffer
solution ph6. Endogen peroxydase was blocked vith30, (DAKO, Carpinteria, CA, USA) and
slides were incubated for 30 min with primary aatiles (rabbit polyclonal antibody against
Cleaved Caspase-3 (Asp 175, dilution: 1/100, Geh&8ing Technology, Inc Ozyme, Beverly, MA,
USA). A biotin-labeled secondary antibody was theplied for 30 min, followed by avidin-biotin-
peroxydase conjugate for 30 min (Vector LaboratyriBurlingame, CA, USA). For detection,
peroxidase enzyme substrat 3,3’-diaminobenzidine adaled to yield a brown reaction product.

IL-1p, IL-8, IL-12 and TNFa production by THP-1.

THP-1 cells were infected with Yersinia plB102astr (MOI10). Following 2 hours of
incubation, Yersinia was killed by adding gentamy¢00ug/mL) into the medium. Then, cell
suspensions were centrifuged and, [I,-1L-8, IL-12 and TNF levels in the supernatants were
measured by ELISA (BD biosciences), according ttemading to the manufacturerfsstructions.

Preparation of cell suspensions from Peyer’s Patsland spleen.

Briefly, Peyer’s patches and spleen were remowe ithimeric mice and washed with cold
PBS. Cellsuspensions from Peyer’s patches and spleen wepaned by manually extracting the
cells using a 5-ml polypropylene syringe pistoneTdellswere centrifuged, washed in PBS and
erythrocytes were lysed by addition of Gey's-sauti Then, cells from PP and spleen were
suspended in 2 ml of PBS.

Flow cytometry analysis.

Cell suspensions (Ipwere incubated with PE-, FITC-, APC, or PerCPjagated mAbs
against mouse CD3, CD11c and CD19 CD45Ly.1 and CR425(BD Biosciences) at optimal
concentrations for 20 minutes at 4°C. Labeled cg#ise analyzed with a BD-LSR 1l apparatus and

CELLQuest software (BD Biosciences).
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