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B. cenocepacia Virulence Factor TecA in Lung Infection
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FIG 4 TecA enhances weight loss and lethality in Cftr%@ mice infected with BcAU1054. (A) Weight loss of
Cftr%9el mice infected o.p. with 5 x 107 CFU of BcAU1054 or AtecA mutant. Mice were weighed on D, and
daily for 14 dpi. Results were pooled from 5 independent experiments. n, total mice infected. Data are
represented as percentages of initial weight. Error bars are standard deviations. Days on which the two groups
differed significantly (P < 0.05, Welch's t test) are marked with an asterisk. (B) Percent survival monitored for
14 dpi of Cftr*%¢! mice infected with BcAU1054 or AtecA mutant. Results were pooled from five independent
experiments. n, total mice infected. ****, P < 0.0001 by log-rank (Mantel-Cox) test. (C and D) Lung (C) and
spleen (D) burden at the indicated dpi in Cftr%“ mice infected with BcAU1054 or AtecA mutant. Results were
pooled from multiple experiments, and each point represents a value obtained from an individual mouse. Data
are represented as number of CFU per gram of tissue. Lines are the medians.

mice, although there was no trend toward increased Ly6G* neutrophils in the
BcAU1054- compared to AtecA-infected lung sections at 12 h (compare Fig. 6D with
Fig. 3D). In summary, BcAU1054 TecA functioned as a virulence factor during lung
infection in Cftr%8de mice.

Pyrin is dispensable for B. cenocepacia virulence during lung infection in mice.
Having established that TecA is a virulence factor, experiments were carried out to
determine the importance of the pyrin inflammasome for pathogenesis during
BcAU1054 lung infection in mice. To confirm that TecA in BcAU1054 can trigger pyrin
inflammasome assembly in WT and Cftr5%8¢e! backgrounds, in vitro infection experi-
ments were carried out using lipopolysaccharide (LPS)-primed bone marrow-derived
macrophages (BMDMs). WT and Cftr08d BMDMs were left uninfected or infected at a
multiplicity of infection (MOI) of 20 for 90 min with BcAU1054 or AtecA, AtecA:tecA, .,
or AtecA:tecAc,;, mutant. Purified TcdB from Clostridium difficile was used as a positive
control for pyrin inflammasome activation. Results of Western blotting and enzyme-
linked immunosorbent assay (ELISA) were used to monitor the outcomes of the infec-
tions or intoxications. In its inactive conformation, murine pyrin is phosphorylated at
serine 205 (p-S205) and serine 241 (29). Dephosphorylation of these sites appears to
trigger activation of pyrin (29, 30). The phosphorylation status of pyrin was determined
by Western blotting BMDM lysates for total pyrin and p-S205 pyrin (30). WT and
Cftrr5084el BMDMs infected with strain BcCAU1054 or AtecA::tecA,,; mutant or intoxicated
with TcdB had decreased levels of p-S205 pyrin, whereas those infected with the AtecA
or AtecA:tecAc,;, mutant retained p-S205 (Fig. S3A). Pro-IL-18 was detected by
Western blotting at similar levels in LPS-primed BMDMs under all conditions (Fig. S3A).
ELISA results confirmed that the pyrin inflammasome was assembled in response to
TecA or TcdB activity in WT or Cftr5%84¢ BMDMs, resulting in processing and release of
IL-18 by both cell types (Fig. S3B and D).
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