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Supplementary Figure S1, Characterization of monoclonal antibodies. Immunoblot for SipC and

SipA in bacteria - free culture supernatants prepared from S. Typhimurium (SL1344,WT) and its SipC

deficient derivative (SipC KO) grown overnight in LB medium.
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Supplementary Figure S2, Interaction with IECs enhances the invasion capability of Salmonella. Flow
cytometric analysis of IEC lines, MODE-K and T84, infected for 1 h at 37°C with GFP-labeled S. Typhimurium
(100 MOI), which had been conditioned for 1 h with MODE-K and T84 respectively. Numbers indicate percent

cells containing GFP-positive bacteria. Data is representative of two independent experiments.
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Supplementary Figure S3, Interaction of invasion-poor SipC deficient derivative of S. Typhimurium
with Hela does not result in increased invasion ability of this pathogen. Hela cells were infected for 1
h at 37°C with WT and SipC deficient derivative of S. Typhimurium (MOI 10),which had been cultured in
cell culture medium or conditioned with Hela for 1 h. Extracellular bacteria were washed off and
intracellular bacterial load was determined by plating cell lysates on SS agar plates. CFUs were

determined after overnight incubation at 37°C. Data is representative of two independent experiments.
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Supplementary Figure S4, Infection of macrophages with S. Typhimurium induces caspase-1
mediated cell death, which promotes secretion of Sips from Salmonella (a) Percentage cell

death in iIBMDMs infected with S. Typhimurium at an MOI of 50. Data

infected with S. Typhimurium for 1h at indicated MOls. Cell death was analyzed by release of lactate
dehydrogenase assay. Data representative of three independent experiments is plotted as mean +
SD; **p< 0.01. (c¢) SipA and SipC expression in cell-free supernatants (concentrated by precipitating

with TCA) and lysates prepared from bacteria cultured in serum-free cell culture medium or
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conditioned with PECs at indicated MOls for 1 h.

representative of three
independent experiments is plotted as mean + SD; ***p< 0.001. (b) PECs from C57/BL6 mice were
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Supplementary Figure S5, Serum-derived Proteinase K - resistant stimulus enhances invasion ability
of S. Typhimurium. Flow cytometric analysis of T84 cells infected with GFP-labeled S. Typhimurium (100
MOI) which had been incubated with indicated concentrations of undigested or Proteinase —K digested serum
for 1 h at 37°C. Numbers indicate percent cells containing GFP-positive bacteria. Data is representative of two

independent experiments.
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Supplementary Figure S6, Proteinase-K digestion of FBS. Undigested and Proteinase K-digested FBS

samples were run in SDS-polyacrylamide gel and stained with coomassie blue.
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Supplementary Figure S7, LPC-stimulation enhances invasion capability of Salmonella without
modulating bacterial growth. (a) Flow cytometric analysis of MODE-K and T84 cells infected with GFP-
labeled S. Typhimurium (100 MOI) which had been incubated with indicated concentrations of LPC for 1 h at
37°C. Numbers indicate percent cells containing GFP positive bacteria. (b) Bacterial number was
determined by measuring optical density (at 630 nm) of S. Typhimurium cultured in serum free medium in

the absence (control) or presence of different concentrations of LPC or PC for 1 h at 37°C. Data

2 20

200

uM

T T T T
200 400 600 800 1000

m LPC
O Pc

representative of two independent experiments is plotted as mean + SD.
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Supplementary figure S8 Full-length immunoblots from main figures. Blots from main figs.1a (a) and 1i (b)

probed with SipC,SipA and DnaK antibodies. Cropped regions used in main figures are indicated by boxes.
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Supplementary figure S9 Full-length immunoblots from main figures. Blots from main fig 2a (a) and 2c
(b and c) probed with SipC and DnaK antibodies. # and * are Ig bands and a nonspecific band respectively
obtained upon incubation of nitrocellulose membrane with HRP-labeled anti-mouse Ig antibody. Cropped

regions used in main figures are indicated by boxes.
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Supplementary figure $10, Full-length immunoblots from main figures. Blots from main figs. 3a (a), 3¢
(b) and 3d (c) probed with SipC, SipA and DnaK antibodies. Cropped regions used in main figures are

indicated by boxes.
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Supplementary figure S$11, Full-length immunoblots from main figures. Blots from main figs. 3e (a) and 3f (b)

probed with SipC and DnaK antibodies. Cropped regions used in main figures are indicated by boxes.
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Supplementary figure $12 Full-length immunoblots from main figures. Blots from main figs. 4a (a) and 4b (b)

probed with SipC and DnaK antibodies. Cropped regions used in main figures are indicated by boxes.
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Supplementary figure $13 Full-length immunoblots from main figures. Blots from main fig. 4c probed with

SipC and DnaK antibodies. Cropped regions used in the main figure are indicated by boxes.
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Supplementary figure S14 Full-length immunoblots from Supplementary figure S4c. Blots from Supplementary
Fig. S4c probed with SipA, SipC and DnaK antibodies. Cropped regions used in the figure are indicated by boxes.



