Supplement Figures

Fig S1. Infection parameters of acute murine lung infection with P. aeruginosa
BALB/c mice were intra-tracheally infected with 5×106cfu of P. aeruginosa. (A) The left and right
lung lobes of 5 mice were homogenized and plated 24 h pi. Cfu counts were not significantly different
(Mann Whitney U test, p = 0.151). (B) Total lungs of acutely infected mice were homogenized and
plated in serial dilutions on agar plates for cfu number determination. Median values of two
independent experiments with a total of 10 mice for the 24 h pi, 10 mice for the 48 h pi and 10 mice
for the 72 h pi time points are depicted. (C) Bodyweight measurements were carried out at indicated
time points. Bodyweight prior to infection was set to 100 %. Control animals received intra-treacheal
PBS of the same volume as infected mice. Mean values and SD from 14 infected and two uninfected
animals are shown

Fig. S2. Development of necrotic zones in tumors upon P. aerginosa infection.
CT26 tumors were grown to approx. 7 mm diameter at the backside of female BALB/c mice. The
upper panel shows the tumor appearance after 10 d of growth (prior to infection); the lower panel
shows the same tumors 48 h pi with P. aeruginosa. (A) depicts sham infected (PBS) tumor, (B)
intravenously infected tumor and (C) intra-tumorally infected tumor. Representative images are
shown.

Fig. S3. Colonization of tumors and livers by P. aeruginosa in the biofilm-associated tumor
infection model.
Female Balb/c mice harboring CT26 tumors were infected with 5×10 6 cfu of P. aeruginosa intratumorally or intravenously. Tumors (A) and livers (B) were plated 2 d pi for cfu count determination.
Median cfu counts of two independent experiments (n = 10 mice for each infection route) were not
significantly different (Mann Whitney U test, tumor p = 0.795; liver p = 0.969).

Fig S4. Non-invasive live imaging of tumors infected by bioluminescent P. aeruginosa
CT26-tumor bearing BALB/c mice were infected with luminescent P. aeruginosa pCTX::lux,
(carrying a plasmid with the luxCDABE operon). Shown are representative images of control-treated
(left), intra-tumorally infected (middle) and intravenously infected (right) mice. Images were obtained
(A) prior to infection (ventral position), (B) 24 h pi (ventral position), (C) 48 h pi (ventral position)
and (D) 48 h pi (lateral position). In the infected mice, besides the prominent signal from the tumor,
signals from the colonized spleen (both infection routes) and the liver (intravenous infection only)
could be observed.

Fig S5. P. aeruginosa colonizes predominantly the viable rim surrounding the necrotic tumor
center
CT26 tumor-bearing BALB/c mice were either sham-infected (A, D), or infected with P. aeruginosa
PA14 intravenously (B, E) or intratumorally (C, F). Tumor-Paraffin sections were stained with
Hematoxylin-and-eosin 48 h pi (A-C). Blue stainings denote viable eukaryotic cells and pink areas
depict necrotic dead cells. (D-F) show stainings with P. aeruginosa antibody (diaminobenzidinemyeloperioxidase). Brown areas show localization of P. aeruginosa. Scalebar 1 mm. Representative
images were taken.

Fig S6. Venn diagram of Tn mutants in the input samples of the PA14 wt Tn mutant library.
Presented are the percentages of Tn mutants commonly and exclusively detected in three sequenced
input samples of the PA14 Tn mutant library.

Fig S7. Venn diagram of Tn mutants in the input samples of the ΔlasR Tn mutant library.
Illustrated are the percentages of Tn mutants commonly and exclusively detected in five sequenced
input samples of the ΔlasR Tn mutant library.

