Bioactive Materials 41 (2024) 537-552

KeAi

Contents lists available at ScienceDirect BIOACTIVE
MATERIALS

(*]
KCA] Bioactive Materials

CHINESE ROOTS
GLOBAL IMPACT

journal homepage: www.keaipublishing.com/en/journals/bioactive-materials

t.)

Check for

A new silicon phthalocyanine dye induces pyroptosis in prostate cancer ol
cells during photoimmunotherapy

Isis Wolf > Jonas Storz *-', Susanne Schultze-Seemann ", Philipp R. Esser ™°,

Stefan F. Martin >¢, Susan Lauw “¢, Peer Fischer ™', Marie Peschers ",

Wolfgang Melchinger ™/, Robert Zeiser >/, Oliver Gorka ™", Olaf GroB "', Christian Gratzke *",

Reinhard Briickner ", Philipp Wolf®""

& Department of Urology, Medical Center — University of Freiburg, 79106, Freiburg, Germarny

® Faculty of Medicine, University of Freiburg, 79106, Freiburg, Germany

¢ Faculty of Biology, University of Freiburg, 79104, Freiburg, Germany

4 Institute for Organic Chemistry, University of Freiburg, 79104, Freiburg, Germany

€ Allergy Research Group, Department of Dermatology, Medical Center — University of Freiburg, 79104, Freiburg, Germarny
f Core Facility Signalling Factory & Robotics, University of Freiburg, 79104, Freiburg, Germany

8 BIOSS Centre for Biological Signalling Studies, University of Freiburg, 79104, Freiburg, Germany

" Max Planck Institute for Medical Research, 69120, Heidelberg, Germany

! Institute for Molecular Systems Engineering and Advanced Materials, Heidelberg University, 69120, Heidelberg, Germany
J Department of Internal Medicine I, Medical Center - University of Freiburg, 79106, Freiburg, Germany

¥ Institute of Neuropathology, Medical Center - University of Freiburg, 79106, Freiburg, Germany

! CIBSS Centre for Integrative Biological Signalling Studies, University of Freiburg, 79104, Freiburg, Germany

ARTICLE INFO ABSTRACT

Keywords: Photoimmunotherapy (PIT) combines the specificity of antibodies with the cytotoxicity of light activatable
Sﬂicm} phthalocyanine photosensitizers (PS) and is a promising new cancer therapy. We designed and synthesized, in a highly
Photoimmunotherapy convergent manner, the silicon phthalocyanine dye WB692-CB2, which is novel for being the first light-
E;:;;:osis activatable PS that can be directly conjugated via a maleimide linker to cysteines. In the present study we

conjugated WB692-CB2 to a humanized antibody with engineered cysteines in the heavy chains that specifically
targets the prostate-specific membrane antigen (PSMA). The resulting antibody dye conjugate revealed high
affinity and specificity towards PSMA-expressing prostate cancer cells and induced cell death after irradiation
with red light. Treated cells exhibited morphological characteristics associated with pyroptosis. Mechanistic
studies revealed the generation of reactive oxygen species, triggering a cascade of intracellular events involving
lipid peroxidation, caspase-1 activation, gasdermin D cleavage and membrane rupture followed by release of pro-
inflammatory cellular contents. In first in vivo experiments, PIT with our antibody dye conjugate led to a sig-
nificant reduction of tumor growth and enhanced overall survival in mice bearing subcutaneous prostate tumor
xenografts. Our study highlights the future potential of the new phthalocyanine dye WB692-CB2 as PS for the
fluorescence-based detection and PIT of cancer, including local prostate tumor lesions, and systemic activation of
anti-tumor immune responses by the induction of pyroptosis.

Immunogenic cell death

1. Introduction light of a specific wavelength in the ultraviolet, visible or near-infrared
light spectrum. After absorption the PS are elevated to an excited state,
Photosensitizers (PS) are natural or synthetic compounds that absorb from which they trigger photosensitization reactions by energy transfer
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to neighboring molecules, e.g. proteins, nucleic acids or lipids. This can
lead to chemical changes resulting in damage and death of target cells or
microorganisms [1].

Fluorescent dyes are used as PS in the medical field for the
fluorescence-based detection and photodynamic therapy (PDT) of
chronic inflammation, drug-resistant bacterial infections or oncological
diseases of various types and locations [2]. For the PDT of cancer, the
dyes are topically or systemically administered and are selectively
irradiated with light to induce cancer cell death. The advantages of PDT
over conventional cancer treatments are the use of light without ionizing
radiation, the low systemic toxicity of the dyes and the spatiotemporal
control of cell death induction in the focus of light [3]. Obstacles for a
successful PDT, however, are the hydrophobic characteristics of most
dyes that prevent cellular uptake. Therefore, electroporation, liposomes
or nanocarriers are applied for enhanced local tissue accumulation.
Another problem is the lack of specificity of free PS so that surrounding
non-cancerous tissues, that had absorbed the dye, are also damaged after
irradiation [4]. PDT can also mean a significant reduction in the quality
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of life for a patient, as possible skin and eye photosensitivites might
require sequestration over several weeks after treatment [5].

To compensate lack of specificity, the dyes can be conjugated to
carrier molecules, which specifically bind to antigens of target cells. This
technology is called ‘targeted PDT’ or in particular ‘photo-
immunotherapy’ (PIT), when antibodies or antibody fragments are used
[6]. For PIT, fluorescence dyes with absorption peaks in the red or
near-infrared (NIR) light (600-1000 nm) are preferred, because they
offer deep tissue penetration with reduced scattering and minimal
competing absorption by hemoglobin and water [7]. One prominent
example is the phthalocyanine dye IRDye®700DX (IR700) [8], which
was conjugated to tumor-specific antibodies and antibody fragments for
the PIT of various tumor entities [9]. Conjugates consisting of the
anti-epidermal growth factor receptor antibody cetuximab and IR700
(ASP-1929) and of an anti-CD25 antibody and IR700 (RM-1995) are
currently tested in clinical trials against metastatic or recurrent squa-
mous cell cancer of the head and neck and against advanced or meta-
static cutaneous squamous cell cancer (NCT05182866, NCT04305795,
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Fig. 1. Synthesis of the A3B-type silicon phthalocyanine dye WB692-CB2. Preparation of the diiminoisoindolines 8, which contributes the A parts, and 9, which
contributes the B part, from the phthalodinitriles 2 and 7, respectively. Cyclocondensation of a 8:1 mixture of these diiminoisoindolines and alcoholysis of the
resulting silicon phthalocyanines with the benzyl alcohol 6 delivered the AsB-type silicon phthalocyanine 11 free from any A4 analog. All six C=CH units of
compound 11 participated in Cul/PPhs-catalyzed click reactions with an excess of the sulfonate-containing azide 14. This rendered the water-soluble silicon
phthalocyanine 21 (illustrative '"H NMR chemical shifts at 500.4 MHz in DMSO-dg). It Sonogashira-coupled with the hydrochloride 19 of but-3-yn-1-ylamine. The
silicon phthalocyanine 20, thereby formed, added to the maleimide-containing isocyanate 18 in the final and just 7' step of our longest linear sequence (cf. step
numbering), affording the cysteine-binding silicon phthalocyanine 22 (WB692-CB2).— TPPTS is for trisodium 3,3',3"-phosphanetriyltris(meta-benzenesulfonate).
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NCT05265013, NCT03769506, NCT05220748).

In the present study, we synthesized an AsB-type silicon phthalocy-
anine dye, called WB692-CB2, which can be bioconjugated and, at the
same time, is the first PS, which can be directly coupled to cysteines due
to the installment of a maleimide linker. This allows the site-specific
coupling of the dye to antibodies with engineered, unpaired cysteine
residues for the generation of homogeneous conjugates.

Our synthesis of WB692-CB2 was highly convergent, comprised 7
steps in its longest linear sequence and totaled 14 steps from commer-
cially available starting materials. We conjugated this dye to the hu-
manized antibody h3/F11.19T1206/D265C tapeating the prostate specific
membrane antigen (PSMA) with modified free cysteines (T120C,
D265C) in the heavy chains. The antibody dye conjugate h3/F11.19
T120¢/D265C ywR692-CB2 was highly effective in the in vitro and in vivo
PIT of PSMA expressing prostate cancer cells. Moreover, we identified
pyroptosis as a basic mechanism for PIT-induced cell death.

2. Results
2.1. Synthesis of the AsB-type silicon phthalocyanine WB692-CB2

We synthesized the first water-soluble A3B-type phthalocyanine 22,
called WB692-CB2, which is able to bind to cysteine moieties via
maleimide-chemistry. As detailed in Fig. 1 and in the Supplementary Data
1, our synthesis comprised 14 steps overall yet was effected so con-
vergently that its longest linear sequence consisted of only 7 steps.
Kenney established that silicon phthalocyanines without a ring substit-
uent result from the unsubstituted diiminoisoindoline 8, SiCls, and an
in-situ oxidation [10]. Since then, a variety of ring-substituted silicon
phthalocyanines, mostly of the A4- and rarely of the AsB-type [11-14],
were accessed analogously. We used this strategy for converting an 8:1
mixture of the iminoisoindolines 8 and 9 into the A3B-type silicon
phthalocyanine 10; 8 (delivering the A-ring) and 9 (delivering the
B-ring) were prepared from the underlying phthalonitriles 2 (commer-
cially available) and 7 (obtained from the known ArSy-reaction between
the iodophenol 3 and the phthalonitrile 1 in 94 % rather than 66 % yield
[15]) and ammonia in 69 % (ref.: 75 % [16]) and 96 % yield, respec-
tively. The desired AsB-type dichlorosilicon phthalocyanine 10 con-
tained some of its A4 analog. The respective mixture and an excess of the
benzylic alcohol 6 [prepared from methyl gallate (4) by propargylation
(97 % yield; ref.: 93 % [17]) and LiAlH,4 reduction (90 % yield; ref.: 70 %
[171)] underwent a double substitution in the presence of potassium
carbonate [18]. It furnished the A3B-type di (benzyloxy)silicon phtha-
locyanine 11 pure and in 13 % overall yield from the diiminoisondolines
8 and 9. All six C=C bonds of the last-mentioned compound 11 partic-
ipated in a copper(I)-catalyzed click reaction [19-21] with 3-azidopro-
pansulfonate (14) which we obtained from the sultone 13 in 86 %
yield (ref.: 85 % [22]); this led to the water-soluble silicon phthalocy-
anine 21 in 79 % yield. A Sonogashira coupling thereof with
but-3-yn-1-ylamine hydrochloride (19) in water followed, employing P
(m-CgH4—SO5 Na®); (“TPPTS”) as a ligand (respective procedure
adapted from ref. [23]); this delivered the amino-substituted silicon
phthalocyanine 20 in 55 % yield. At this point, the
maleimide-containing isocyanate 18 came into the play. We gained it off
the longest linear sequence in 3 steps in 78 % yield: 1) a condensation of
6-aminocaproic acid (15) with maleic anhydride (12) provided the
carboxylic acid 16 and our yield (83 %) surpassed the 75 % yield re-
ported by Bui and colleagues [24]; 2) exposure to oxalyl chloride led to
the corresponding acid chloride 17; 3) treatment with sodium azide and
rising the temperature to 80 °C induced a Curtius rearrangement and
gave the bifunctional isocyanate 18. We found this modus procedendi
better-yielding (94 % yield over the 2 steps) than the 1-step variant
using (PhO),P(=0)Ng; the latter afforded, e. g., a 51 % yield according
to Kander et al. [25]. The concluding step of our synthesis was the
addition of the amine-containing silicon phthalocyanine 20 to the
bifunctional isocyanate 18. It succeeded by providing 48 % of the
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cysteine-binding and water-soluble silicon phthalocyanine dye 22
(WB692-CB2).

2.2. Design aspects of the dye WB692-CB2

To the best of our knowledge, the silicon phthalocyanine dye 22
(WB692-CB2) of the present study is only the third compound of bio-
conjugable silicon phthalocyanine dyes, its sole “predecessors” being the
silicon phthalocyanine dyes 23a (IRDye™ 700DX) [8] and 23b (PCD
680 NHS [26]; all formulas: Fig. 2). The silicon phthalocyanines 22 and
23a/b differ fundamentally in two regards: Firstly, 22 contains a mal-
eimide moiety for making it bioconjugable with the SH group of
protein-based cysteine residues, whereas 23a and b contain a hydrox-
ysuccinimide ester moiety for making them bioconjugable with the NHy
group of protein-based lysine residues. Secondly, 22 contains Si-bound
O—C motifs whereas 23a and b contain Si-bound O—Si motifs. It had
been speculated that the somewhat related silicon phthalocyanine 24,
which contains Si-bound O—C motifs, brings about light-induced cell
death more efficiently than its analog 25, which contains Si-bound O—Si
motifs [27] (formulas: Fig. 2); such a grading could therefore be shared
by our silicon phthalocyanine dye 22 compared to its “predecessors”
23a and b. Moreover, the AsB-type silicon phthalocyanines 22 and
23a/b differ slightly in another regard, the B-part of 22 being
B-substituted vs. the B-part of 23a and b being a-substituted; this causes
a welcome bathochromic shift of 12 nm of the absorption maximum of
22 compared to 23a/b.

For the dye WB692-CB2 (22) a maximum excitation wavelength of
692 nm and a maximum emission wavelength of 703 nm were deter-
mined (Fig. S1a). As a measure of light absorption the extinction coef-
ficient of WB692-CB2 at 692 nm was determined as 116.000 L/(mol x
cm) (Fig. S1b). Moreover, the relative fluorescence quantum yield,
defined as the ratio of the number of photons emitted to the number of
photons absorbed, was calculated to be 0.072 and is thus about half as
high as the fluorescence quantum yield of the standard dye IR700, which
was published to be 0.14 [8].

WB692-CB2 showed a high photostability. After irradiation with red
light at a wavelength of 692 nm and in presence of the electron donor
NaAA, a time dependent decrease of absorption was determined up to
48.0 £ 9.0 % after irradiation for 180 min. The photostability of the dye
was comparable to that of the control dye IR700 (Fig. S1c).

To verify whether the dye WB692-CB2 is suitable for generating
reactive oxygen species for the induction of cell death, the singlet oxy-
gen quantum yield was calculated and determined to be 0.21 + 0.012
(Fig. S1d). In comparison, the singlet oxygen quantum yield of IR700
was published to be 0.3 [28].

2.3. Generation and characterization of the conjugate h3/F11.197120¢/
D265C.wB692-CB2

In order to conjugate the dye WB692-CB2 to the humanized anti-
PSMA antibody h3/F11.19, free cysteine residues had to be incorpo-
rated into the heavy chain of the antibody. The effect of potential
cysteine mutations at amino acid sites T120C and D265C (EU
numbering), were investigated in a 3D model. There was no evidence
that the mutations would interfere with the paratope of the antibody
(Fig. 3a). Genes of the heavy chain including the cysteine mutations and
the variable domain of the light chain (V1) were synthesized and cloned
into the expression vectors pCSEH1c and pCSL3k for whole IgG heavy
and light chain expression, respectively (Fig. 3b). After transfection in
Expi293F cells, the expressed antibody h3/F11.197120¢/P265C (gjs 3¢)
was detected in high purity in the elution fractions after Protein G af-
finity chromatography (Fig. S2a). SDS-PAGE analysis under non-
reducing and reducing conditions indicated the successful self-
assembly of two heavy and two light chains, forming a whole IgG
antibody with a predicted size of ~150 kDa (Fig. 3d). The antibody was
conjugated with WB692-CB2 (22) at a ratio of 1:10, generating the
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Fig. 2. Design aspects of the A3B-type silicon phthalocyanine dye WB692-CB2. At top: Juxtaposition of the bioconjugable A3B-type silicon phthalocyanine structures
22 (WB692-CB2; this work) vs. their only precedents (of sort), namely 23a (IRDye™ 700DX [8]) and b (PCD 680 NHS [26]), both from Peng and Draney et al.; for
details, consult the graphics.— At bottom: Juxtaposition of the somewhat related non-bioconjugable A4-type silicon phthalocyanine structures 24 vs. 25 from a
Japanese team [27]; in 24 (judged more promising) and in our silicon phthalocyanine 22, the silicon atom binds two O—C motifs, while in 25 (judged less promising)
and in the earlier silicon phthalocyanines 23a and b, the silicon atom binds two O—Si motifs.

antibody dye conjugate h3/F11.19T120¢/P265CwR692.CB2 (Fig. 3e).
Protein G affinity chromatography effectively resulted in conjugate
preparations without unconjugated dye (Fig. S2b). SDS-PAGE analysis of
the conjugate under white and red light (680 + 10 nm) revealed that the
dye was successfully conjugated to the heavy chain of the antibody
(Fig. 3f). The dye to antibody ratio was calculated, yielding a mean of
3.4 + 0.2. For the conjugate h3/F11.19T120¢/D265C.wB692.CB2, a
maximum excitation wavelength of 689 nm and a maximum emission
wavelength of 704 nm (Fig. S2c¢), a fluorescence quantum yield of 0.014
and a singlet oxygen quantum yield of 0.20 + 0.003 were determined
(Fig. S1d).

2.4. PIT of prostate cancer cells with h3/F11.197120¢/P265C_yB692.CB2
leads to strong and specific cytotoxicity

The binding properties and cytotoxicity of the conjugate h3/
F11.19T120¢/D265C ywB692.CB2, were tested on prostate cancer cells. We
used the prostate cancer cell lines LNCaP and C4-2 with endogenous
PSMA expression and the PSMA transduced PC3 cell line PC3-PSMA
with exogenous PSMA expression. The PSMA-negative cell line PC3
served as control (Fig. 4a). Flow cytometric analyses revealed binding of
the antibody h3/F11.19T120¢/D265C ¢4 99,5100 % of the target cells
(Fig. S3a). With the antibody dye conjugate higher Kp values were
reached compared to the unconjugated antibody on LNCaP and C4-2
cells with endogenous PSMA expression, whereas the Kp values for both
were similar on PC3-PSMA cells with exogenous PSMA expression
(Fig. 4b, Figs. S3b-d). This discrepancy can be attributed to differences
in PSMA’s density on the cell surface, the cellular surface microenvi-
ronment surrounding the receptor and the epitope’s accessibility [29].
The antibody dye conjugate might be more sensitive to these differences
than the unconjugated antibody, particularly if the dye conjugation
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affects the antibody’s flexibility. The differences could be less significant
in the PC3-PSMA cells, where PSMA might be more accessible or pre-
sented in a less complex microenvironment, leading to similar Kp, values
for antibody and antibody dye conjugate. No binding was detected with
both molecules on PSMA-negative PC3 cells (Fig. 4b, Fig. S3e). This
proved that conjugation of the dye did not lead to unspecific binding of
the antibody.

For PIT, the prostate cancer cells were incubated with the conjugate
followed by irradiation with red light (690 nm) from a LED with an
average intensity of 16 mW/cm? (Fi g. S3f). In a preliminary experiment,
dose-dependent cytotoxicity was observed in PC3-PSMA cells (Fig. 4c).
Twenty four hours after PIT, cell viability was significantly reduced to
66.7 + 11.6 % after irradiation with a light dose of 8 J/cm? (p =
0.0382), whereas only 33.2 + 5.0 % (p = 0.0019) or 4.6 + 4.6 % (p =
0.0007) of the cells survived using light doses of 16 J/cm? or 32 J/cm?,
respectively. In the following experiments a light dose of 32 J/cm? was
used. Control cells were either left untreated or were incubated with
equimolar concentrations of antibody or free dye. As shown in Fig. 4d,
the viability of conjugate treated LNCaP cells was reduced to 17.2 +
12.7 % (p = 0.0020) 24 h after light exposure. No cytotoxicity was
detected in cells treated with antibody or free dye. Moreover, cells of all
treatment forms remained unaffected without irradiation. Similar re-
sults were obtained in C4-2 and PC3-PSMA cells after treatment with h3/
F11.19T120¢/D265C ywRE92.-CB2 and a light dose of 32 J/cm? Cell
viability was significantly reduced to 12.8 + 8.4 % (p = 0.0002; Figs. 4e)
and 4.6 £ 4.5 % (p=<0.0001; Fig. 4f), respectively. Nearly all PC3-
PSMA cells were killed after light exposure with 32 J/cm?, which
proved that the lower light doses at the edges of the petridishes (3.5 cm
in diameter) were also sufficient to perform a successful PIT (Fig. S3f).
PC3 cells were completely unaffected by PIT (Fig. 4g). PIT of a mixed
PC3-PSMA!“+/6FP+/pC3 cell population revealed a specific killing of
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PSMA antibody with cysteine mutations in red. b Schematic representation of the cloning strategy. ¢ Schematic representation of the antibody h3/F11.1
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d Analysis of the antibody after purification in SDS gels under non-reducing and reducing conditions. e Schematic representation of the conjugate h3/F11.197120¢/
D265C_wB692-CB2. f Analysis of the antibody dye conjugate after purification in SDS gels under non-reducing and reducing conditions and under white and red light.
Abbreviations: bGH pA, bovine growth hormone poly A signal; bla, ampicillin resistance gene encoding p lactamase; CH1-3 and CL, constant antibody regions of
heavy and light chain of IgG1; CMV promoter, cytomegalovirus immediate early promoter; ori P, origin of replication of Epstein-Barr virus (EBV); pMB1 ori, a
bacterial origin of replication; SP, secretory mammalian signal peptide; SV40 origin, simian virus (SV) 40 origin of replication; VH and VL, variable antibody regions

of light (L) and heavy (H) chain.

the antigen-positive cells (Fig. 4h, Fig. S3g). This underlines that PIT can
be a gentle treatment method in which antigen-negative cells in the
vicinity of the target cells are spared by the treatment [34]

For different silicon phthalocyanine dyes physical cell membrane
stress after axial ligand release was described as a cause of PIT-induced
cell death preferably at low oxygen levels [30,31]. We therefore per-
formed the PIT with h3/F11.19"20¢/P265€.WB692-CB2 on PC3-PSMA
cells under hypoxic conditions. As shown in Fig. 4i, PIT in a hypoxic
environment of 1 % O, was also effective, albeit in a somewhat weaker
extend compared to PIT under normoxic conditions (21 % Oy).

541

Twenty-four hours after PIT, cell number was significantly reduced to
21.7 + 3.2 % (p < 0.0001), whereas under normoxic conditions cell
number was reduced to 1.8 + 1 % (p < 0.0001).

2.5. h3/F11.197120¢/P265C ywp692.-CB2 induces pyroptosis after PIT

Microscopic analyses revealed blebbing without formation of
apoptotic bodies in PSMA-positive prostate cancer cells after PIT
(Fig. 5a). Based on these hallmarks, we hypothesized that the cell death
mechanism underlying PIT was rather pyroptosis than apoptosis [32].
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We used the cell line PC3-PSMA to further investigate the morphological
alterations after PIT. Since pyroptosis is a rapidly emerging cell death,
we investigated the cytotoxicity in a time-dependent manner. Directly
after irradiation with 32 J/cm?, cell viability was reduced to 52.6 + 21.9
% (p = 0.0646), whereas e.g. only 27.8 + 6.6 % (p = 0.0027) or 20.5 +
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9.7 % (p = 0.0049) of the cells survived 1 h or 3 h after irradiation,
respectively (Fig. 5b). Furthermore, the conjugate induced cellular
swelling, bleb formation (blue arrows), nuclear condensation without
nuclear fragmentation (green arrows) and membrane rupture (pink ar-
rows) shortly after irradiation (Fig. 5c¢).
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Fluorescence microscopy was performed to visualize the cellular
binding of the conjugate h3/F11.197120¢/P265C.\yB692.CB2. After in-
cubation for 15 min at 37 °C, the fluorescence of the conjugate was
detected primarily on the cell surface of PC3-PSMA cells (Fig. 6a,
Fig. S4a). Fluorescence was also detected inside the cells after 3-24 h in
the perinuclear region, indicating internalization of the conjugate. No
binding of the conjugate was observed to PSMA-negative PC3 cells
(Fig. S4a). Formation of reactive oxygen species (ROS) has been impli-
cated in the cell death pathways associated with conventional PDT [3].
To examine the formation of ROS during PIT with our dye WB692-CB2,
we added the ROS inhibitor N-acetyl-L-cysteine (NAC) to the cells. NAC
significantly increased the percentage of living cells 24 h after PIT with a
light dose of 16 J/cm? from 31.9 + 5.9 % to 55.9 4+ 8.9 % (p = 0.0058)
(Fig. 6b). To examine a possible lipid peroxidation during PIT, we used
the BODIPY 581/591C11 reagent, which fluorescence shifts from ~590
nm (red, FL2) to ~510 nm (green, FL1) during oxidation. In the un-
treated control cells, most of the BODIPY 581/591C11 signal measured
by flow cytometry was in the FL2 channel resulting in a high FL2/FL1
ratio of 284.9 + 68.6. When the cells were incubated with the
h3/F11.19T120¢/D265C.wB692-CB2 conjugate and irradiated with 16
J/em? or 32 J/cm?, the FL2/FL1 ratios were significantly lower (45.9 +
11.2 (p = 0.0240) and 29.7 + 9.3 (p = 0.0217), respectively), which
indicated that cellular lipid peroxidation is induced during PIT with our
conjugate (Fig. 6¢).

To further explore the PIT-mediated cell death mechanism, we added
the caspase-1 inhibitor Belnacasan (VX-765) to the cells before irradia-
tion with 16 J/cm?2. VX-765 significantly increased the percentage of
living cells from 32.3 4+ 2.2 % to 47.0 + 3.5 % (p = 0.0061) (Fig. 6d).
One of the most prominent hallmarks of pyroptosis is gasdermin D
cleavage mediated by activated caspase-1 [33]. We therefore analyzed
total gasdermin D and N-terminal gasdermin D levels by Western Blot.
Total levels of gasdermin D decreased, while N-terminal gasdermin D
levels were increased during PIT over time (Fig. 6e). Furthermore,
addition of the gasdermin D inhibitor Disulfiram significantly increased
the percentage of living cells from 36.2 + 2.2 % to 54.4 + 3.0 % (p =
0.0015) (Fig. 6f). Upon cleavage, the N-terminal gasdermin D forms
transmembrane pores that release inflammatory cytokines and enable
osmotic cell swelling. In this case, Annexin V (AV) as dye for the
detection of phosphatidyl serines at the inner side of the cell membrane
and Ethidium Homodimer III (EthD-III) as cell impermeable nucleic acid
intercalating dye can enter and stain the pyroptotic cells. Indeed, we
could find enhanced percentages of AV/EthD-III positive prostate cancer
cells after PIT with light doses of 16 and 32 J/cm? (Fig. S4b). Finally,
pyroptosis leads to rapid rupture of cell membranes and release of
cellular contents, such as High-Mobility-Group-Protein B1 (HMGB1),
lactate dehydrogenase (LDH) or adenosine triphosphate (ATP). Three
hours after PIT, we could detect significantly increased levels of LDH (p
= 0.0416, Fig. 6g) and ATP (p = 0.0156, Fig. 6h) in the supernatant of
the cells. Altogether, our results strongly point to pyroptosis as an un-
derlying PIT-induced cell death mechanism with our novel fluorescence
dye WB692-CB2.

2.6. In vivo characterization of h3/F11.197120¢/P265C_wB692.CB2

In first in vivo experiments we tested the tumor uptake of the con-
jugate h3/F11.19T120¢/D265C.wB692-CB2 in mice bearing subcutaneous
PC3-PSMA"““+/S*P+ tumor xenografts by bioluminescence imaging (BLI)
for the detection of the tumors and by fluorescence imaging (FLI) for the
detection of the dye or conjugate. Highest tumor uptake of the conjugate
was found 72-96 h after intravenous injection. Moreover, the intra-
tumoral level of the conjugate remained at a high level over several
days. In contrast, the free dye WB692-CB2 showed highest tumor uptake
1-5 h after injection followed by a fast tumor clearance (Fig. 7a and
Fig. S5a). Biodistribution studies confirmed the high enrichment of the
conjugate in the tumors 72 h after injection. A remarkable uptake of the
conjugate was detected in the liver. In contrast to the conjugate, the free
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dye preferentially accumulated in the kidneys (Fig. 7b-S5b).

Next, we tested the in vivo PIT with our conjugate h3/F11.1
D265C.\wB692-CB2 in mice with tumors of about 30-70 mm® in size. After
two PIT cycles, a significant inhibition of tumor growth was found in
animals treated with the conjugate compared to control animals treated
with PBS as vehicle (Treatment to Control ratio; TCR: 0.737; one-sided
CIL: 0.957; Fig. 7c). PIT also resulted in a significant prolonged overall
survival of the animals (p = 0.0105). Animals, that were treated with
PBS or the conjugate and irradiated with red light, had a mean overall
survival of 20 or >28 days, respectively (Fig. 7d). No significant weight
loss exceeding 20 % as sign of toxicity was measured in any animal
during treatment, underlining the high safety of our therapeutic
approach (Fig. S5¢).

9T1 20C/

3. Discussion and conclusion

PIT is considered a new cornerstone of local cancer treatment with
systemic antitumor effects through induction of immunogenic cell death
[34]. We synthesized the new silicon phthalocyanine fluorescence dye
WB692-CB2 for the successful application as PS in the PIT of prostate
cancer. Our unconjugated dye was found to be non-cytotoxic, which can
be attributed to its inherent hydrophilicity, which prevents diffusion
through cellular membranes [35]. With h3/F11.197120¢/ D265C, we used
a humanized version of our murine anti-PSMA antibody 3/F11 as
binding molecule, which was found to be quickly internalized by mul-
tiple receptor-mediated endocytic pathways, including
clathrin-mediated endocytosis, macropinocytosis, and clathrin-,
caveolae-independent endocytosis [36]. WB692-CB2 was conjugated by
a stable covalent linkage to the modified cysteines in the heavy chains of
h3/F11.19T120¢/D265C ;5ing a mild protocol that allowed the dye
conjugation to the antibody without interchain disulfide bond disrup-
tion. Using this protocol, the dye could also easily be coupled in future to
other targeting molecules with free cysteines or thiol groups, e.g. anti-
body fragments, ligands, peptides or Designed Ankyrin Repeat Proteins
(DARPins) for the tailor-made PIT of cancer. Moreover, our conjugation
method offers the possibility to specifically influence the pharmacoki-
netic profile or effector mechanisms of future antibody dye conjugates.
For example, aspartic acid at position 265 is involved in the binding of
antibodies to Fcy receptors, a precondition for triggering immunogenic
effector mechanisms, such as antibody-dependent cellular cytotoxicity
(ADCC) and complement-dependent cytotoxicity (CDC) [37]. Replace-
ment with alanine (D265A), asparagine (D265 N) or glutamic acid
(D265E) resulted in reduced affinity to FcyR I, IT and III [38]. Since D265
in our conjugate has been replaced by cysteine, the antibody may not be
able to perform effector functions. This could minimize infusion re-
actions of our conjugate in a clinical application. Our conjugate can also
be optimized with regard to reduction of serum half-life, e.g. if the time
between systemic application of the conjugate and light irradiation in
the patient should be shortened. For this, cysteine mutations could be
inserted into heavy chain regions responsible for binding to FcRn re-
ceptors (e.g. L251-1.254, L.309-Q311 und N434-H435) [37].

Our conjugate h3/F11.19T120¢/P265C yyp692-CB2 elicited high and
specific cytotoxicity after irradiation with red light in different prostate
cancer cells with endogenous or exogenous PSMA expression. Nearly
total death of the cancer cells was reached with a light dose of 32 J/cm?,
which can be provided by fiber lasers used in clinical applications [39].
Enhanced efficacy could also be reached by dual targeting, i.e. use of
conjugates binding to different tumor-associated antigens [40] or by
repeated PIT cycles [41].

Our first in vivo studies proved the antitumor activity of our conju-
gate h3/F11.19T120¢/D265C \wp692-CB2 in a mouse tumor xenograft
model marked by a significant inhibition of tumor growth and a sig-
nificant enhanced overall survival. The long-lasting tumor retention
over several days opens up a large time window for light irradiation after
systemic application of the conjugate, which can be advantageous for
later clinical application. It differs significantly from an anti-PSMA
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and log-rank test with p < 0.05.

antibody dye conjugate with the dye IR700, which showed the highest
tumor uptake in mice within the first 24 h and which gradually
decreased over the following days [42]. Further experiments on the
biodistribution and metabolism of the conjugate h3/11.
F19T120¢/D265C ywB692-CB2 are needed to find out what causes the long
retention time in the tumors.

We observed that h3/11. F19 T120¢/D265C.\yp692_CB2 induced cell
death by irradiation at a time, at which most of the conjugate was
already internalized into the prostate cancer cells (24 h after incubation,
Fig. 6a). Moreover, cell morphology changes marked by cell swelling,
cell blebbing, nuclear condensation and membrane rupture, indicated
that the PIT-induced cell death in this study was — at least in part -
pyroptosis. Indeed, we could show that light irradiation of our conjugate
induced the formation of ROS, lipid peroxidation, caspase-1 activation,
cleavage of gasdermin D, membrane rupture and release of ATP and
LDH (Fig. 8). We examined the pyroptotic pathway in PC3-PSMA cells
with exogenous PSMA expression, which are commonly used as models
for investigating therapeutic approaches, including PDT or PIT of PC
[42-45]. Since the cell lines LNCaP and C4-2 showed comparable
morphological changes after PIT, we assume that these cell lines with
endogenous PSMA expression, which are more representative of a
clinical situation, undergo the same form of cell death. However, they
should also be included in future experiments on PIT-induced cell death.

Pyroptosis was identified as a distinct form of immunogenic cell
death (ICD) in 2001 [46]. Generally, it can be induced by bacterial
toxins during infections, noncoding RNA or chemicals and is mainly
executed by caspase-1 dependent GSDMD cleavage [32]. Formation of
GSDMD pores in the plasma membrane causes water influx, cell swelling
and eventually cell rupture followed by release of inflammatory Damage
Associated Molecular Patterns (DAMPs) and the cytokines IL-18 and
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IL-18 [47]. Pyroptosis in cancer cells produces neoantigens, which are
processed by antigen-presenting cells for the formation of
antigen-specific cytotoxic T cells. It thus provides a great opportunity for
the induction of a systemic immune response for long term control of
cancer and for synergism with immune checkpoint blockade [48,49]. In
recent years, induction of pyroptosis by PDT, chemotherapy or radio-
therapy came into focus as a novel anti-cancer therapy, however in an
unspecific manner with damage of immune cells or hematopoietic cells
and related side effects [50]. With our WB692-CB2 based PIT this
problem can be solved, because targeted pyroptosis in tumor cells can be
induced. Our approach is promising for tumor lesions that can be
reached with light and may already have developed resistance to
apoptosis. For the treatment of prostate cancer, WB692-CB2 based PIT
can be performed as focal therapy with preservation of the prostate
gland or during robotic-assisted radical prostatectomy for the detection
and treatment of residual tumor cells in areas, where surgery cannot be
continued. This could lead to complete tumor elimination and thus
avoidance of local recurrence.

Our observation that WB692-CB2-based PIT induces pyroptosis, does
not exclude that other cell death mechanisms described for other silicon
phthalocyanine dyes [30,31] may also be triggered after irradiation of
the dye. As a main mechanism release of axial ligands from the core
domain upon light irradiation, followed by alteration in hydrophilicity
and aggregation of the dye, is discussed. When the dye is coupled to an
antigen bound antibody, this leads to physical changes in the shape of
the antigen-antibody complex, induction of physical stress of the cellular
membrane, cellular influx of water and finally necrotic cell death [30,
31]. Such reactions can preferably occur under low oxygen conditions
and in presence of an electron donor, like cellular glutathione, and allow
the uncaging of small molecules, e.g. inhibitors, to attack cancer cells
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Fig. 8. Molecular mechanisms of PIT-mediated pyroptosis.

The conjugate h3/F11.19T120¢/D265C.B692-CB2 binds to its target (PSMA) on the surface of prostate cancer cells and is internalized by multiple receptor-mediated
endocytic pathways. After irradiation and normoxic conditions, the photosensitizer absorbs photons and generates reactive oxygen species (ROS) by a photochemical
reaction, leading to lipid peroxidation and activation of caspase-1. Activated caspase-1 cleaves the proinflammatory cytokines pro-IL-1/18 and the autoinhibited
gasdermin D (GSDMD). Upon processing, the N-terminal GSDMD forms a transmembrane pore in the plasma membrane, which is permeable for ions, small molecules
(e.g. IL-1p and IL-18) and water. Pore formation destroys osmotic balance, allowing water influx leading to cell swelling, membrane blebbing and finally rupture of
the cells. Nuclear condensation during pyroptosis is also observed, but nuclear integrity is maintained. After membrane rupture, cellular contents (such as lactate
dehydrogenase (LDH), high mobility group box 1 (HMGB1) or adenosine triphosphate (ATP)) are released, serving as pro-inflammatory signals. The inhibitors NAC,
VX-765, and Disulfiram are able to inhibit PIT-mediated cell death partially. Alternatively, a cell death mechanism, that has been described for other silicon
phthalocyanines (e.g. IR700) could also be triggered. Irradiation of the antigen-bound conjugate could lead to cleavage of the axial ligands from WB692-CB2,
resulting in decreased solubility and aggregation of the antigen-antibody complex. This physical stress on the cell membrane could increase transmembrane
water flow, eventually leading to cell bursting and necrotic cell death [30].
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under hypoxic conditions [31]. Since we have shown that the absorption
of our dye decreased after irradiation as a possible sign for cleavage of its
axial ligands and that PIT with our dye worked in a weakened form also
under hypoxic conditions, this main mechanism can also be assumed in
addition to pyroptosis. Future experiments that analyze the aggregation
behavior and examine the photochemical and physical reactions of
WB692-CB2 at the molecular level can shed light on this in future.
Effective PIT under hypoxic conditions is particularly desirable for
prostate tumors, as these are characterized by a low oxygen content
[51].

In summary, it is conceivable that after internalization of our con-
jugate and under normoxic conditions, pyroptosis is preferentially
triggered, while after antigen binding and under normoxic or hypoxic
conditions the axial ligands of WB692-CB2 are released and the cell
membranes are physically damaged (Fig. 8). Both cases mean rapid in-
duction of cellular stress and cell death leading to an activation of the
immune system, so that local PIT can be used to achieve a systemic effect
against cancer cells that have already spread or metastasized.

4. Materials and methods
4.1. Synthesis of the silicon phthalocyanine dye WB692-CB2

All synthetic procedures were conducted with standard laboratory
equipment. Synthetic intermediates were either too sensitive for being
purified (8, 9 and 10) or resulted so pure that they needed no purifi-
cation (6, 7, 14, 16 and 18), were purified by crystallization (5), by flash
chromatography on normal silica gel (11) [52] or by flash chromatog-
raphy on reversed-phase silica gel (20, 21 and 22). A detailed descrip-
tion of the dye synthesis can be found in the Supplementary Data 1.

4.2. 3D modeling of the antibody h3/F11.197120¢/D265C

A 3D model was generated using the SWISS-MODEL protein struc-
ture homology-modeling server (Protein Structure Bioinformatics
Group, Swiss Institute of Bioinformatic, Biozentrum, University of Basel,
Switzerland) [53-57].

4.3. Generation of h3/F11.19T120¢/D265C

Genes of the heavy chain including the mutations T120C and D265C
(EU numbering) and the variable domain of the light chain (V1) of the
humanized anti-PSMA antibody h3/F11.19 were synthesized (GeneArt,
Invitrogen, Regensburg, Germany) and cloned into the expression vec-
tors pCSEH1c and pCSL3k containing constant domains of a human IgG1
antibody for whole heavy and light chain expression, respectively. After
transformation of the vectors into XL1-BlueMRF’ supercompetent E. coli
cells (Agilent Technologies, Waldbronn, Germany) and purification with
the NucleoBond® Xtra Maxi Kit (Cat. No. 7440414.10, Macherey-Nagel,
Diiren, Germany), correct sequences of the heavy and light chain of h3/
F11.19T1206/D265C \yere verified by sequencing (Microsynth Seqlab,
Gottingen, Germany). Recombinant antibody expression in EXPI293F
cells was performed as described before [58]. The antibody was purified
by protein G affinity chromatography (Cytiva, Marlborough, USA),
dialyzed against PBS and the protein concentration was determined by
Pierce BCA Protein Assay Kit (Thermo Fischer Scientific).

4.4. Generation of the antibody dye conjugate h3/F11.197120¢/D265C_
WB692-CB2

The antibody h3/F11.19T120¢/P265€C i, pBS containing 1 mM EDTA
(pH 7.4) was reduced with 40 equimolar Tris-(2-Carboxyethyl)phos-
phine, Hydrochloride (TCEP, Carl Roth, Karlsruhe, Germany) for 3 h at
37 °C. After dialysis against PBS, 1 mM EDTA (pH 7.4) at 4 °C overnight,
the antibody was re-oxidized with 30 equimolar dehydroascorbic acid
(Sigma-Aldrich, St. Louis, USA) for 4 h at room temperature. For
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conjugation, the antibodies were incubated with 10 x equimolar WB692-
CB2 at room temperature for 1 h. To quench the reaction, 25 equimolar
N-acetyl-L-cysteine (Sigma-Aldrich) was added for 15 min, followed by
overnight dialysis against PBS (pH 7.4). Unbound dye was removed by
protein G affinity chromatography (Cytiva) and dialysis against PBS.
Successful conjugation and purification of the conjugate h3/
F11.19T120C/D265C wRE92.-GCB2 was verified by SDS-PAGE under
reducing or non-reducing conditions using Coomassie staining (Protein
Ark, Sheffield, UK) and fluorescence-based imaging (Amax = 680 nm,
IVIS Spectrum, In Vivo Imaging System, PerkinElmer, Waltham, USA).
The protein concentration was determined by using the Pierce BCA
Protein Assay Kit (Thermo Fischer Scientific, Waltham, USA). The de-
gree of labeling was calculated according to the TechTip#31 protocol
“Calculate dye:protein (F/P) molar ratios” (Thermo Fischer Scientific).

4.5. Excitation and emission spectra

The dye WB692-CB2 and the conjugate h3/F11.197120¢/D265C.
WB692-CB2 were diluted to a concentration of 62.5 pg/ml in water and
transferred into NuncTM 384 well transparent Flat Bottom plates. Water
was used as control. Excitation spectra were measured using a micro-
plate reader (Biotek Synergy H4, GEN5 Version 2.01.13, Agilent Tech-
nologies, Santa Clara, CA, USA) in the wavelength range from 300 to
750 nm in 5 nm steps. For the emission spectra, the samples were
transferred into a Nunc™ 384 well Black Flat Bottom plate and the
excitation was fixed to one wavelength while the fluorescence wave-
length was screened from 500 to 900 nm in 5 nm steps.

4.6. Extinction coefficient

For the determination of the extinction coefficient, the dye was
dissolved in H20 and excitation was measured at different concentra-
tions using a UV-1900i spectrophotometer (Shimadzu Deutschland
GmbH, Duisburg, Germany).

4.7. Relative fluorescence quantum yield

The dye WB692-CB2 and the conjugate h3/F11.197120C/D265C,
WB692-CB2 were measured at concentrations of 0, 0.5, 0.75, 1, 1.5 and
2 pM for absorption at 692 nm in a Varian Cary® 50 UV-Vis spectro-
photometer (Agilent Tech., Santa Clara, CA, USA). Integrated fluores-
cence spectra at 650-850 nm were determined using a 1 cm Quartz
cuvette in a Cary Eclipse Fluorescence Spectrometer (Agilent Tech.).
IR700 (LICOR Bioscience, Lincoln, NE, USA) was used as reference. The
gradient value of each compound was obtained from the linear fit of
Agoanm and integrated fluorescence.

Equation for relative Fluorescence Quantum Yield (¢):

2

2
Mmgr] | N5t

with ¢ = fluorescence quantum yield;

ST and X = standard and test, respectively;

m = gradient from the plot of integrated fluorescence intensity vs
absorbance;

n = refractive index of the solvent.

4.8. Photostability

For the photostability experiment, 5 pM WB692-CB2 or IR700 in PBS
(pH 7.5) with or without 1 mM t-ascorbic acid sodium salt (NaAA) as
electron donor were irradiated (16 mW/cm?) with a red light-emitting
diode (LED, Amax = 690 nm, L690-66-60, Marubeni, Tokyo) for up to
3 h. Before and at different time points during irradiation, 100 pl sam-
ples were collected in a 96-well plate and absorbances were determined
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using the IVIS Imaging System with an appropriate filter set and the
Living Image Software.

4.8.1. Singlet oxygen quantum yield

For the determination of the singlet oxygen quantum yield, 500 nM
of the dye WB692-CB2 or the conjugate h3/F11.19T120¢/P265C ypg92.
CB2 were mixed in 50 mM phosphate buffer (pH 7.5), 10 mM Imidazole
and 50 pM N,N-Dimethyl-4-Nitrosoanilin (RNO, Sigma Aldrich) as
scavenger. Measurement was done at room temperature (25 °C) in 96-
well transparent plates with 200 pl mixture for each well. The samples
were irradiated with red light from the LED (Apady = 690 nm, 30 mW/
cm?) and absorption was measured every 30 s over 10 min. Quenching
of RNO was measured at OD 440 nm. Absorptions of the dye or conju-
gate were measured before irradiation at 692 nm. IR700 with a singlet
oxygen quantum yield of 0.3 [28], was used as reference. Buffer without
dyes was used as blank. The experiment was performed in three
replicates.

Singlet oxygen quantum yields of WB692-CB2 and h3/F11.197120¢
D265C_.WB692-CB2 (samples) were calculated according to the equation:

®asam = Paref X [(Msam/Mref) X (Lref/Lsam)]

With ¢Agam = singlet oxygen quantum yield of the samples.

$Arer = singlet oxygen quantum yield of the reference dye IR700,
Mg,y = slope in changes of RNO absorbance at OD 440 nm against
photoirradiation time using dye WB692-CB2,

myef = slope in changes of RNO absorbance at OD 440 nm against
photoirradiation time using reference dye IR700,

Lsam = light harvesting efficiency of target dye WB692-CB2, at
photoirradiation wavelength (L = 1—1O’A, with “A” = absorbance at
the photoirradiation (photoexcitation) wavelength).

Lf = light harvesting efficiencies of the reference dye IR700, at
photoirradiation wavelength (L = 1-10, with “A” = absorbance at
the photoirradiation (photoexcitation) wavelength).

4.9. Cells and inhibitors

The PSMA-positive prostate cancer cell lines LNCaP and C4-2 and the
PSMA-negative cell line PC3 were obtained from ATCC (Manassas, VA,
USA). The PSMA transduced cell line PC3-PSMA was kindly provided by
P. Giangrande (University of Iowa) and transduced with luciferase/GFP
as described [59]. All cells were cultivated in RPMI1640 medium
(Gibco, Invitrogen, Karlsruhe, Germany) supplemented with 10 % fetal
calf serum (Sigma Aldrich, St. Louis, USA) and penicillin/streptomycin
(100 U/mL, 100 mg/L) at 37 °C and 5 % CO». Cell line identities were
verified using short tandem repeat (STR) analysis (CLS GmbH, Eppel-
heim, Germany). The ROS inhibitor N-acetyl-i-cysteine (NAC) was
purchased from Sigma-Aldrich and dissolved as 0.1 M stock solution in
PBS. The caspase-1 inhibitor Belnacasan (VX-765) was dissolved as 100
mg/ml stock solution in DMSO and stored at —80 °C. The gasdermin D
(GSDMD) inhibitor Disulfiram was purchased from Selleck Chemicals
LLC (Houston, USA), dissolved as 40 mM stock solution in DMSO and
stored at —80 °C.

4.10. Flow cytometric analyses

Specific binding of the produced antibodies or conjugates to the
prostate cancer cells was tested by flow cytometry as described [60]
using a goatanti-human Ig (H + L)-RPE detection antibody (Southern
Biotech, Birmingham, USA). Mean fluorescence values of stained cells
were determined with a FACS Calibur Flow Cytometer and the CellQuest
software (BD Biosciences, Heidelberg, Germany). Binding affinity of the
antibodies was calculated with help of the GraphPad Prism 7 software
(GraphPad Software Inc., San Diego, USA) and dissociation constants
(Kp) were defined as the antibody or conjugate concentrations leading to

549

Bioactive Materials 41 (2024) 537-552

half-maximal specific binding. Quantification of apoptotic and necrotic
cells after treatment was analyzed using the Apoptosis and Necrosis
Quantification Kit Plus, according to manufacturer’s protocol (Biotium,
Fremont, USA). Lipid peroxidation directly after PIT was measured by
using the Image-iT™ Lipid Peroxidation Kit (Thermo Fisher Scientific)
according to the manufacturer’s instructions.

4.11. Microscopy and fluorescence microscopy

Cell morphology after PIT was examined by microscopy with or
without phase contrast using a Zeiss AxioObserver Z.1 inverted micro-
scope (Carl Zeiss Microscopy GmbH, Munich, Germany). To analyze the
internalization of the conjugate, cells were incubated with 20 pg/ml h3/
F11.19T120¢/D265C ywp692.CB2 for different time spans and mounted
with Vectashield® Antifade Mounting Medium with DAPI (Biozol,
Eching, Germany). The samples were analyzed using the Olympus scanR
widefield microscopy system (Olympus, Shinjuku, Japan).

4.12. PIT of prostate cancer cells

For PIT, 2.5 x 10° cancer cells were seeded in 35 mm cell culture
dishes (Thermo Fischer Scientific) and cultivated for 24 h in the incu-
bator (37 °C, 5 % COs3). On the next day, the cell culture medium was
removed and cells were treated with medium as control, 10 pg/ml
antibody, 10 pg/ml conjugate or the equimolar amount of free dye for
24 h. For the inhibition of caspase-1 activation and GSDMD cleavage,
100 pM VX-765 or 1 pM Disulfiram were added. For the inhibition of
ROS 5 mM NAC were added 1 h before light exposure. Then cells were
washed with PBS, incubated in fresh medium and irradiated with red
light at various intensities and exposure times. The intensity incident on
the cells was determined as follows: a photodetector (S142C, Thorlabs,
Newton, USA) with a 1 mm opening was scanned in the plane of the cells
to record the intensity profile with an optical power meter (PM100,
Thorlabs, Newton, USA). The data were fitted to a GauB amplitude
function and the mean intensity was determined to be 16 mW/cm?. After
PIT (0 min—-24 h), the cells were trypsinized, stained with the vital dye
Erythrosine b (Logos Biosystems, Gyeonggi-do, South Korea) followed
by cell viability analysis with a Neubauer Counting Chamber. Cell
numbers of living cells were normalized relative to the untreated control
establishing a baseline of 100 %.

For mixed in vitro PIT, 1.25x10° luciferase/GFP-transduced PC3-
PSMA!+/6FP cells and 1.25x10° PC3 cells were mixed and seeded in 35
mm cell culture dishes. PIT was performed as described above. Twenty-
four hours after PIT, the cells were trypsinized and cell numbers were
counted using a flow cytometer. The acquisition was stopped automat-
ically, when the sample reached 5000 events in the stopping gate (PC3
cell population). Cell numbers of living cells were normalized relative to
the untreated controls establishing a baseline of 100 %.

For in vitro PIT under hypoxic conditions, PC3-PSMA cells were
prepared as described above. One hour before PIT, the cells were
transferred to the Whitley i2 Instrument Workstation (Meintrup DWS
Laborgerate GmbH, Herzlake, Germany) set to 1 % Og and the culture
medium was replaced with fresh medium that has been pre-equilibrated
overnight at 1 % O,. After acclimatization in the Workstation, the cells
were irradiated with red light from the LED (4,4 = 690 nm, 32 J, /em?).
Twenty-four hours later, cell viability was analyzed as described above.

4.13. SDS-PAGE and Western blot analyses

Antibodies and conjugates were analyzed after purification via SDS-
PAGE under reducing and non-reducing conditions according to the
manufacturer’s instructions (Invitrogen, Carlsbad, CA, USA). For West-
ern blot analysis, cell pellets were lysed in 50 mM Tris-HCl, 150 mM
NaCl, 1 mM EDTA, 0.5 % NaDeoxycholate, 0.05 % SDS, 1 % Igepal after
PIT. Protein content was determined by using the Quick Bradford Pro-
tein Assay (Bio-Rad Laboratories, Inc., Hercules, USA). 50-100 nug
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protein per lane were blotted onto nitrocellulose membranes. PSMA
expression on target cells was verified by using the anti-PSMA antibody
K7 [61] and horse radish peroxidase (HRP)-labeled polyclonal rabbit
anti-mouse IgG (Dako, Hamburg, Germany). Gasdermin cleavage was
detected using the rabbit antiN-terminal GSDMD antibody (Abcam,
Cambridge, USA) and (HRP)-labeled goat anti-rabbit IgG (Dako,
Hamburg, Germany). Monoclonal mouse anti-actin HRP-conjugated
antibody was used as loading control (Proteintech Group, Inc., Rose-
mont, USA). Western blots were developed with an enhanced chem-
iluminescence (ECL) system and protein bands were detected and
analyzed using an INTAS Chemo Star Imager and the Software Che-
moStar (INTAS Science Imaging Instruments, Gottingen, Germany).

4.14. ATP and LDH release

Cellular release of adenosine 5-triphosphate (ATP) or lactate dehy-
drogenase (LDH) after PIT was analyzed by CellTiter-Glo 2.0 Cell
Viability Assay (Promega, Madison, USA) or CyQUANT LDH Cytotox-
icity Assay Kit (Invtitrogen, Waltham, USA), respectively, according to
the manufacturers’ protocols. Luminescence (as relative luminescence
units, RLUs) or absorbance were measured with a Synergy HTX ELISA-
reader (BioTek, Winooski, USA).

4.14.1. Animal studies

Animal studies were performed in accordance with the German an-
imal protection law and with permission from the responsible local
authorities (RP Freiburg, G-23/029). Male Athymic Nude mice (Rj:
ATHYM-Foxn1™™ mice, 6-8 weeks old, Janvier Labs, Saint-Berthevin,
France) were kept under sterile and standardized environmental
conditions.

For measurement of the tumor uptake, animals (n = 2-3 per group)
were subcutaneously injected with 1x10° luciferase-transduced PC3-
PSMA!S/SFP+ cells in 100 pl PBS mixed with 100 pl Matrigel® (Corn-
ing, Kaiserslautern, Germany) into the right flank. Tumors were detec-
ted through palpation, and their sizes were measured using an electronic
caliper. The volumes of the tumors were determined using the formula V
= (dsz)/Z, where “d" represents the smaller and “D" the larger diam-
eter of the tumor. When the tumors reached a volume of approximately
30-70 mm?® (= day 0), the animals were injected intravenously with 100
pg h3/F11.19T120¢/D265C.wBe92.CB2 or an equimolar amount of
WB692-CB2 in 100 pl PBS. Tumor uptake was detected by in vivo
bioluminescence imaging (BLI) in combination with fluorescence im-
aging (FLI) 0, 1, and 5 h, as well as 1, 2, 3, 4, 7, and 10 days after
conjugate or dye administration. For this, 150 mg/kg luciferin (BioSynth
AG, Staad, Switzerland) was injected intraperitoneally into the mice,
followed by imaging under anesthesia using the IVIS Vision Imaging
System. Regions of interests (ROIs) were placed over the tumors and
tumor uptake of the conjugate or dye was measured by determining the
total fluxes (p/s) of the tumors.

For biostribution studies, tumor bearing animals (n = 1-3 per group)
were treated with the conjugate, dye or PBS (control) and euthanised at
the time point of highest tumor uptake, which was determined in the
previous tumor uptake study. Excised organs were weighed and
analyzed for conjugate or dye uptake by FLI imaging.

For in vivo PIT, Nude mice (n = 9 per group) were subcutaneously
injected with 1x10° PC3-PSMA"“+/6FP+ cells in 100 pl PBS mixed with
100 pl Matrigel®. Animals bearing tumors with a volume of 30-70 mm?®
were intravenously injected with 100 pg h3/F11.197120¢/P265C_yypgg2-
CB2 or 100 pl PBS, respectively (= day O of treatment), followed by a
second injection on day 10. Red light irradiation of the tumors with
doses of 100 J/cm? was performed on days 3, 5, 11 and 13 under
anesthesia using the LED (A = 690 + 10 nm, 50 mW/ em?). Measurement
of the tumor volumes was performed as described above until day 45 of
treatment. Animals were euthanized earlier, if any of the following
terminal criteria were met: largest tumor diameter >15 mm, ulcerating
tumor or weight loss >20 % over two consecutive days.
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4.15. Statistical analyses

All statistical analyses were performed using the GraphPad Prism
software (GraphPad Software Inc., San Diego, USA). Data were pre-
sented as mean =+ standard deviation (SD) from at least three indepen-
dent experiments unless otherwise indicated. Significance of the data
was calculated with the Student’s t-test (unpaired, parametric with
Welch’s correction).

For in vivo experiments, inhibition of tumor growth was quantified
by calculating the time adjusted Area Under the Curve (AUC) using R
(https://www.R-project.org/) following the method described by Wu
and Houghton [62]. Values between the data points were interpolated
by applying the linear trapezoidal method. Significance of the
time-adjusted AUC data was used to estimate the inhibition effect by
determining the ratio of the means for treatment and control (TCR). An
inhibition effect was considered significant, when the upper limit of
Fieller’s one-sided 95 % confidence interval remained below 1 [63].

Ethics approval and consent to participate

The ethics review committee of the regional supervisory authority
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