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Figure S1. Fluorescence intensity over time of P. aeruginosa infected with phage PB1 at an MOl of 1
and 10. Control are uninfected bacteria. Bacteria infected with heat-inactivated (HI) PB1 at an MOI of
10 are shown as a further control. Two additional replicates to figure 1b are shown.
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Figure S2. Infectivity of phage PB1 is not affected by Sytox green. a,b) Fluorescence intensity over

time of P. aeruginosa infected with phage PB1 at

an MOI of 1 and 10. Control are uninfected bacteria.

Bacteria infected with heat-inactivated (HI) PB1 at an MOI of 10 are shown as a further control. Sytox
green (5 uM) was added prior to measuring (a) or after 60 minutes (b). c,d) Spot tests performed with
PB1 incubated for 2 hours in absence (c) or presence (d) of Sytox green (5 uM). Estimated phage

concentrations in pfu/mL are indicated.
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Figure S3. Fluorescence intensity over time of K. pneumoniae infected with phage Kp18 at an MOI
of 1 and 10. Control are uninfected bacteria. Two additional replicates to figure 1c are shown.
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Figure S4. Characteristics of Klebsiella phage vB_KpP_FBKp18. a) Transmission electron microscopy
image of $Kp18 negatively stained with 2% uranyl acetate. Scale bar, 80 nm. Micrograph taken at
200,000x magnification. b) Infectivity of phage ¢$Kp18 against K. pneumoniae strains of different
capsular (KL) and multiple sequence locus (MLST) types. c) Linear genome map of $pKp18. ORFs are
colored according to predicted function as shown in the key.
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Figure S5. Part of the bacterial population can become permeable to the dye Sytox before lysing as
a result of phage infection. Percentage of Sytox blue-positive cells of a GFP-positive P. aeruginosa
population in the first 100 minutes after infection with phage PB1 at an MOI of 1 or 10, as determined
by means of flow cytometry. An uninfected population is shown as control. Data represent mean + SD
of three independent experiments.
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Figure S6. One-step growth curve of phage PB1 and calculation of its burst size, as described by
Kropinski (2018)[14].
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Figure S7. Fluorescence intensity of increasing concentrations of bacterial DNA stained with 5 pM
Sytox green is not limited by the dye concentration. Bacteria (PAO1) in medium (RPMI 1640 with
0.05% HAS) at different concentrations were vortexed together with an equal amount of chloroform,
then centrifuged shortly at high speed. The aqueous phase containing the bacterial DNA was mixed in
a microplate with an equal volume of SM buffer to a final volume of 100 pL per well. Sytox green was
added in a final concentration of 5 uM. Fluorescence intensity was measured in a microplate reader
(CLARIOstar, Labtech) with the following settings: Aexcitation = 490 nm, bandwidth = 14 nm; Aemission = 537
nm, bandwidth 30 nm; gain = 1300. Data represent mean + SD of three biological replicates.
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Figure S8. Relative fluorescence intensity over time of PAO1 expressing a luciferase reporter system
incubated with phage PB1 (different MOIs) at 37°C in presence of Sytox green. Sytox green
fluorescence intensity was measured using a fluorometer. Values were divided by the control signal
(uninfected bacteria) to obtain relative fluorescence intensity. Black dotted line represents the
threshold for phage-mediated damage (relative fluorescence = 2). Two additional replicates to figure
hown.
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Figure S9. Relative luminescence intensity over time of PAO1 expressing a luciferase reporter system
incubated with phage PB1 (different MOIs) at 37°C in presence of Sytox green. Luminescence
intensity values were divided by the control signal (uninfected bacteria) to obtain relative fluorescence
intensity. Black dotted line represents the threshold for phage-mediated damage (relative
fluorescence = 2). Two additional replicates to figure 3b are shown.
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Figure S10. Relative fluorescence intensity over time of PAO1 expressing a luciferase reporter
system incubated with phages (MOI = 2.5) at 37°C in presence of Sytox green. Sytox green
fluorescence intensity was measured using a fluorometer. Values were divided by the control signal
(uninfected bacteria) to obtain relative fluorescence intensity. Black dotted line represents the
threshold for phage-mediated damage (relative fluorescence = 2). Two additional replicates to figure
4a are shown.
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Figure S11. Relative luminescence intensity over time of PAO1 expressing a luciferase reporter
system incubated with phages (MOI = 2.5) at 37°C in presence of Sytox green. Luminescence intensity
values were divided by the control signal (uninfected bacteria) to obtain relative fluorescence
intensity. Black dotted line represents the threshold for phage-mediated damage (relative
fluorescence = 2). Two additional replicates to figure 4b are shown.
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Figure S12. Relative fluorescence intensity over time of PAO1 expressing a luciferase reporter
system incubated with phages (different MOIls) at 37°C in presence of Sytox green. Sytox green
fluorescence intensity for phages 14-1, LKD16 and LUZ19 was measured using a fluorometer. Values
were divided by control signal to obtain relative fluorescence intensity. Black dotted line represents
threshold for phage-mediated damage (relative fluorescence = 2). Three independent experiments
are shown.
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Figure S13. Relative luminescence intensity over time of PAO1 expressing a luciferase reporter
system incubated with phages (different MOls) at 37°C in presence of Sytox green. Luminescence
intensity for phages 14-1, LKD16 and LUZ19 was measured. Values were divided by control signal to
obtain relative luminescence intensity. Black dotted line represents threshold for phage-mediated
damage (relative luminescence = 0.8). Three independent experiments are shown.
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Figure S14: Phage susceptibility profiling of several P. aeruginosa clinical strains obtained from
patients at the UMC Utrecht, as determined by fluorescent DNA dye assay. a-v) Strains were
incubated with phages PB1, 14-1, LKD16, LUZ19 or PAXYB1 at an MOI of 1 at 37°C in the presence of
Sytox green. Fluorescence intensity was measured using a fluorometer, and values were divided by
control signal to obtain relative fluorescence intensity. Black dotted line represents threshold for
phage-mediated damage (relative fluorescence = 2). A representative graph of at least three
independent experiments is shown.
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Figure S15: Phage susceptibility profiling of several P. aeruginosa clinical strains obtained from
patients at the UMC Utrecht, as determined by plaque assays. a-v) Strains were inoculated into top
agar and overlayed on a plate. Phages PB1, 14-1, LKD16, LUZ19 and PAXYB1 (10 pfu/mL, 5 uL) and SM
buffer (5 uL) were spotted to detect plaque formation after overnight incubation at 37°C.
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Figure S16: Phage susceptibility profiling of several P. aeruginosa clinical strains obtained from
patients at the UMC Utrecht, as determined by fluorescent DNA dye assay. Strains were incubated
with phages PB1, 14-1, LKD16, LUZ19 or PAXYB1 at an MOI of 1 at 37°Cin the presence of Sytox green.
Fluorescence intensity was measured using a fluorometer, and values were divided by control signal
to obtain relative fluorescence intensity. Black dotted line represents threshold for phage-mediated
damage (relative fluorescence = 2). A representative graph of at least three independent experiments
is shown. Two additional replicates to figure S14 are shown.
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