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Fig. S1 (a) SEM images of PDDAC coated AuNPs with a magnified view on the right side.
Scale bar = 500 nm (b) Histogram showing the corresponding size distribution for PDDAC
coated AuNPs which confirms the successful synthesis of AuNPs with a mean size of 70 nm.
(c¢) SEM images of MagPs with a magnified view on the right side. Scale bar = 500 nm. (d)

Histogram showing the corresponding size distribution for MagPs with a mean size of 536 nm.
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Fig. S2 EDS spectra for PDDAC coated AuNPs (a) and MagPs (b). (a) The Au peaks confirm
the purity of AuNPs. (b) An iron peak can be seen for MagPs which results from the iron oxide
shell.
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Fig. S3 Physicochemical properties of PDDAC coated AuNPs and MagPs as measured by DLS.
(a) Hydrodynamic diameter of AuNPs measured in both hyclone water (blue) and full cell
culture medium (red). (b) Zeta-potential measurement of AuNPs as measured in respectively
hyclone water (blue curve) and HEPES buffer (green striped line, 20 mM, PH = 7.4). (¢)
Hydrodynamic diameter of MagPs measured in both hyclone water (blue) and full cell culture
medium (red). (d) Zeta-potential measurement of MagPs as measured in respectively hyclone

water (blue curve) and HEPES buffer (green striped line, 20 mM, PH = 7.4).
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Fig. S4 (a-b) Confocal microscopy images of macrophages incubated with FD150 and AuNPs
as control (a) and macrophages photoporated with AuNPs and FD150 (b) (scale bar = 100 pm).
(c-d) Confocal microscopy images of macrophages incubated with FD150 and MagPs as a
control (¢) and macrophages photoporated with MagPs and FD150 (d) (scale bar = 100 pm).
(e) AuNP-sensitized photoporation of FD150 as measured with flow cytometry (blue). Control
is incubated with FD150 and AuNPs (red). (f) MagP-sensitized photoporation of FD150 as
measured with flow cytometry (blue). Control is incubated with FD150 and MagPs (red).
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Fig. S5 Confocal reflection microscopy images of macrophages for the visualization of

respectively (a) AuNPs and (b) MagPs. The particles are shown in pink (false-colored based on
their scattering signal), nucleus is shown in blue (stained with Hoechst 33342) and the cytosol

1s shown in green (stained with calcein AM). Scale bar = 20 pm.
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Fig. S6 Transmission electron microscopy images of macrophages incubated with AuNPs. (a-
b) TEM images showing AuNPs engulfed by pseudopodia of the macrophage (blue arrows) ((a-
b) scale bar = 1 pm) with a magnified view on the right side ((a) scale bar = 200 nm; (b) scale
bar = 500 nm).



Fig. S7 Transmission electron microscopy images of macrophages incubated with MagPs. (a)

and (b) are two examples of TEM images showing MagPs engulfed by the pseudopodia of the
macrophages (blue arrows) or internalized just below the plasma membrane (red arrows) (scale

bar =5 um) with a magnified view on the right side ((a) scale bar =2 pum, (b) scale bar =1 um).
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Fig. S8 Secretion of IL-1p after AuNP- or MagP-sensitized photoporation. In case of AuNP-
sensitized photoporation, a laser fluence of 1.6 J/cm? was used, for MagP-sensitized
photoporation, a laser fluence of 0.84 J/cm? was used. (a,b) IL-1f secretion from non-primed
macrophages after respectively 6 hours (a) and 24 hours (b). (¢,d) IL-1p secretion from PAM3-
CSK4 primed macrophages after respectively 6 hours (¢) and 24 hours (d). ‘40 Ctrl” and *20
Ctrl’ refers to cells incubated with nanoparticles alone (i.e. without laser irradiation) at the

highest tested concentration, being 40x10% particles/ml in case of AuNPs and 20x107

particles/ml for MagPs.
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Fig. S9 Secretion of IL-6 and TNF-a before and after priming with PAM3-CSK4. (a) IL-6
secretion from PAM3-CSK4 primed macrophages after respectively 6 hours (blue) and 24 hours
(dark purple). (b) TNF-a secretion from PAM3-CSK4 primed macrophages after respectively

6 hours (blue) and 24 hours (dark purple).
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Fig. S10 IL-1p release after MagP-sensitized photoporation (5 x 107 MagPs/mL) with
increasing concentration of LFn-FlaA (a) and LPS (b) as measured with ELISA. For the
incubation control a concentration of 15 pg/mL was used for both respectively LFn-FlaA and
LPS. (NT = non-treated, Ctrl = control). Data are shown as mean + SD. Statistical significance:

Student’s t-test, **p <0.01, *** p <0.001.



