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Abstract: Fungi have developed a wide array of defense strategies to overcome mechanical injuries
and pathogen infections. Recently, photoactivity has been discovered by showing that pigments
isolated from Cortinarius uliginosus produce singlet oxygen under irradiation. To test if this phe-
nomenon is limited to dermocyboid Cortinarii, six colourful Cortinarius species belonging to different
classical subgenera (i.e., Dermocybe, Leprocybe, Myxacium, Phlegmacium, and Telamonia) were inves-
tigated. Fungal extracts were explored by the combination of in vitro photobiological methods,
UHPLC coupled to high-resolution tandem mass spectrometry (UHPLC-HRMS2), feature-based
molecular networking (FBMN), and metabolite dereplication techniques. The fungi C. rubrophyllus
(Dermocybe) and C. xanthophyllus (Phlegmacium) exhibited promising photobiological activity in a low
concentration range (1–7 µg/mL). Using UHPLC-HRMS2-based metabolomic tools, the underly-
ing photoactive principle was investigated. Several monomeric and dimeric anthraquinones were
annotated as compounds responsible for the photoactivity. Furthermore, the results showed that
light-induced activity is not restricted to a single subgenus, but rather is a trait of Cortinarius species
of different phylogenetic lineages and is linked to the presence of fungal anthraquinones. This study
highlights the genus Cortinarius as a promising source for novel photopharmaceuticals. Additionally,
we showed that putative dereplication of natural photosensitizers can be done by FBMN.

Keywords: FBMN; fungal photosensitizers; fungal pigments; photodynamic therapy

1. Introduction

Unlike animals, fungi lack a central nervous system, responding to life-threatening
events by releasing catecholamines and preparing the organism for fight or flight [1,2].
However, to circumvent the disadvantage of their sessile lifestyle, they have developed
ways of defending themselves from predators and parasites. Along with anatomical and
mechanical characteristics, a vast array of chemical defense mechanisms evolved [3]. These
mechanisms comprise diverse bioactive compounds, some of them being permanently
present in the respective organism, others being only synthesized when needed [4]. An
example of the so-called constitutive chemical defense is the steady production of highly
toxic octapeptides (e.g., α-, γ-, and ε-amanitin) by the death cap (Amanita phalloides) [5].
The conversion of linoleic acid into the antifungal molecule (3R)-1-octen-3-ol [6] only occurs
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when the fruiting bodies of the button mushroom (Agaricus bisporus) are wounded and is
thus a classic example of the wound-activated chemical defense.

Recently, hints of an overlooked chemical defense mechanism in the kingdom Fungi
were discovered: photoactive metabolites in dermocyboid Cortinarii [7,8]. Fungi from this
phylogenetic lineage are characterized by brightly colored fruiting bodies, which owe their
hues to polyketide pigments [9]. Some of these fungal anthraquinones, e.g., 7,7′-biphyscion,
exhibited a promising singlet oxygen production yield and were highly phototoxic, as they
induced light-dependent apoptosis in the nanomolar range [8]. Therefore, a thorough in-
vestigation of the photoactivity phenomenon occurring in the genus Cortinarius combined
with the identification and isolation of photoactive compounds could contribute to a more
comprehensive understanding of fungal defense strategies (i.e., ecological role). Simul-
taneously, it could benefit the field of photodynamic therapy (PDT). PDT is a treatment
modality for cancer and is based on the interaction of special drugs (photosensitizers, PSs)
with light. After irradiation with a suitable light source, the PS reaches an excited state,
transfers its excess energy to environmental triplet oxygen, and generates singlet oxygen
(1O2/Type II reaction), inducing cell death [10,11]. PDT in its current state heavily depends
on porphyrin-like structures and transition metal complexes [12,13], whereas the search for
new photoactive scaffolds from nature is neglected [14].

The genus Cortinarius is one of the largest genera in the division of Basidiomycota.
Fungi belonging to this genus produce gilled fruiting bodies with a typical cortina. They
have rusty brown spores and are mycorrhizal. Due to their intensely colored fruiting
bodies, they sparked the interest of chemists early on: in 1925, the isolation of the pig-
ments dermocybin and emodin from C. sanguineus was already achieved [15]. Over time,
countless other pigments have been isolated and identified from Cortinarii [16,17], mainly
by collecting large quantities of fresh fruiting bodies of one species (kg range) followed
by extraction and labor-intensive separation steps. However, some Cortinarius species
are rarely found in nature (e.g., C. xanthophyllus) [18]. Therefore, it is difficult to obtain
sufficient amounts of reliably identified biomaterial for mycochemical analyses. Thus,
rapid progress in the field of mycochemistry is to some extent impeded.

Since the early 20th century, chemists have relied on standard procedures, such as
thin-layer chromatography (TLC), to elucidate the pigment profiles of Cortinarii [9]. To
continue their work, however, a new analytical approach with high sensitivity, reliability,
and easy accessibility is needed that meets today’s data-driven standards [19]. A promising
technique is feature-based molecular networking (FBMN), a metabolomics tool based on
ultra-high performance liquid chromatography coupled to high-resolution tandem mass
spectrometry (UHPLC-HRMS2) [20]. This method allows for visualization of the complex
chemical space of metabolites present in extracts and for guessing of the underlying princi-
ple of any observed bioactivity to be started simultaneously, with just a few micrograms
of material [21]. The first step of this analytical strategy involves the UHPLC-DAD-MS2

profiling of a set of extracts, followed by processing of the non-targeted mass spectrometry
data e.g., with the open-source software MZmine [22] and the generation of a feature-based
molecular network (FBMN) [20] using the Global Natural Products Social Molecular Net-
working (GNPS) platform [23]. The detected compounds are identified by mass spectral
matching against experimental—but limited—data (e.g., GNPS database) and/or utilizing
in silico annotation tools such as Sirius [24] or in silico generated libraries (e.g., ISDB [25]).
Prioritization of active entities can be achieved by adding additional layers of information
by merging taxonomical and chemical/biological data with the FBMN [21,26]. Thus, natu-
ral product families that exhibit desired properties (e.g., photoactivity/-cytotoxicity) are
highlighted in the network.

The present study investigated the explanatory potential of FBMN on the photo-
chemical and photobiological properties of a unique collection of Cortinarius fruiting
bodies. In detail, six brightly colored Cortinarius species representing classical subgenera
(i.e., Cortinarius rubrophyllus (Dermocybe), C. venetus (Leprocybe), C. callisteus (Leprocybe),
C. trivialis (Myxacium), C. xanthophyllus (Phlegmacium), and C. traganus (Telamonia)) were
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studied. As demonstrated in the phylogenetic tree of Figure S1, species of the large sub-
genera of the genus Cortinarius were chosen. This selection was done to test whether
photoactivity is restricted to one subgenus (i.e., dermocyboid Cortinarii) or rather is a
common trait of the genus Cortinarius.

2. Results and Discussion
2.1. Study Overview

To obtain an overview of the photobiological potential of the genus Cortinarius, fruiting
bodies of the selected species were extracted with acetone. Subsequently, the extracts
were submitted to a multifaceted workflow (Figure 1), allowing the recognition of the
photobiological active features and the identification of new natural photosensitizers as
well as the dereplication of known ones.
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Figure 1. Graphical representation of the analytical strategy used in this study to explore the
photochemical and biological properties of different Cortinarius species with feature-based molecular
networking (FBMN).
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In detail, the extracts were submitted to photochemical (Figure 1(1)) and photobio-
logical studies (Figure 1(2)), as well as to a comprehensive set of metabolomic analyses
(Figure 1(3)–(7)). While the photochemical ranking was based on the rapid, cell-free
9,10-dimethylanthracene (DMA) assay (Figure 1(1)), the complementary photobiological
assay (Figure 1(2)) validated the obtained hits in a cellular setting based on the sulforho-
damine B (SRB) assay. The insights—discussed in the first part of this paper—were in-
tegrated into the metabolomic study. The latter was based on a state-of-the-art FBMN.
After data recording (Figure 1(3)), processing, and generation of the FBMN (Figure 1(4)),
chemotaxonomic information (i.e., compound class information based on ClassyFire [27])
was added (Figure 1(5)), and the previously obtained biological and photophysical data
were incorporated (Figure 1(6)). Via the implementation of a new filtering variable, i.e., the
“VIS-Signal” (Figure 1(7)), potential photosensitizers were identified by their capability to
absorb light. Finally, for all features of interest, the putative annotations were reviewed
(Figure 1(8)) based on their corresponding accurate mass and HRMS2 spectra as discussed
in detail in the last part of this paper.

2.2. DMA Assay

The DMA assay [7], a low-cost, medium-throughput, photochemical assay, was con-
ducted to rank the fungal extracts according to their photoactivity (Figure 1(1)). The
assay allows the 1O2 formation to be indirectly quantified by quenching the anthracene
absorbance at λ = 377 nm through the reaction of 9,10-dimethylanthracene to its peroxy-
derivative. Two different light sources were applied to cover a wide range of fungal
pigments’ absorption maxima. For photochemical excitation of pigments with yellow
coloration, the extracts were irradiated with blue light (λ = 468 ± 27 nm), whereas a green
light source (λ = 519 ± 33 nm) was used for red pigments. As reference compounds, the
green light-absorbing pink pigment rose bengal (λmax = 555 nm, ϕ∆,EtOH = 0.86, InChI key:
UWBXIFCTIZXXLS-UHFFFAOYSA-L) [28] and the blue light-absorbing natural photosen-
sitizer berberine (yellow pigment, λmax = 420 nm, ϕ∆,DCM = 0.25, ϕ∆,EtOH = 0.04) [28,29]
were chosen. The obtained results are displayed in detail in Figure 2.
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Figure 2. Relative singlet oxygen production of the six investigated fungal extracts calculated
by irradiating the samples in ethanol with blue light (λ = 468 ± 27 nm, 1.24 J cm−2 min−1,
berberine = positive control) and green light (λ = 519 ± 33 nm, 1.34 J cm−2 min−1, rose
bengal = positive control). The relative yields are given with standard error.
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The extracts of Cortinarius callisteus, C. traganus, C. trivialis, and C. venetus showed
negligible 1O2 formation values (<5%) independent of the irradiation light source. The
C. xanthophyllus extract exhibited the highest value (183.5%) followed by C. rubrophyllus
with 123.2% relative to berberine upon irradiation with blue light. The green light source
utilization yielded 1O2 formation values of 10.0% for C. xanthophyllus and 11.3% relative
to rose bengal for C. rubrophyllus. These low values are consequences of the DMA assay’s
relative response and the higher photoactivity of rose bengal (ϕ∆,EtOH = 0.86) [28] compared
to berberine (ϕ∆,EtOH = 0.04) [29]. The wide range of pigments reported for the fruiting
bodies of these Cortinarii [16,30–32] and both extracts’ intense coloration (C. rubrophyllus:
auburn; C. xanthophyllus: red purple) indicate that photoactivity results from a complex
mixture of different secondary metabolites.

2.3. (Photo)Cytotoxicity Assay

All fungal extracts were screened for their (photo)cytotoxicity to validate the experi-
mental data from the DMA assay (Figure 1(2)). The PDT-relevant cancer cell lines A549
(non-small cell lung cancer), AGS (stomach cancer), and T24 (urinary bladder carcinoma)
were chosen. Tumors of such cancer types can be efficiently irradiated as they are in inner
cavities and are thus suitable for PDT treatments [33].

All extracts that exhibited a significant level of photoactivity in the DMA-assay were
able to induce light-dependent cell death in all three cancer cell lines (Figure 3A, and Supple-
mentary Information (SI) Table S3). Under irradiation, both active extracts were able to kill
50% of the cancer cell populations in a low µg/mL range (EC50,C. xanthophyllus = 0.01–5 µg/mL,
EC50,C. rubrophyllus = 5–25 µg/mL) (Figure 3A). Moderate cytotoxicity (EC50 = 25–50 µg/mL)
independent from irradiation was observed for the extracts of C. callisteus, C. venetus,
C. traganus, and C. trivialis. An extract of the root of Berberis ilicifolia containing the natural
photosensitizer berberine was utilized as a positive control. This extract showed an activity
in the low µg/mL range (e.g., EC50,A549,irr = 17 µg/mL) [7] against cells of the chosen
cell line.

In the next step, the extracts of C. xanthophyllus and C. rubrophyllus were chosen for
a more detailed photobiological analysis. As shown in Figure 3B, the C. xanthophyllus
extract was characterized by very high photocytotoxicity on all three cancer
cell lines (EC50,A549,irr = 3.7 ± 5.3 µg/mL (S.I.A549 = >10.2), EC50,AGS,irr = 4.6 ± 4.5 µg/mL
(S.I.AGS = >8.1), EC50,T24,irr = 1.5 ± 1.4 µg/mL (S.I.T24 = >25.3)) with excellent selectiv-
ity indices. Hence, the concentration of the extract capable of killing 50% of T24 can-
cer cells in the presence of blue light was more than 25 times lower (i.e., more effi-
cient) than the concentration showing the same effect in the dark. The C. rubrophyllus
extract exhibited a light-induced amplification of cytotoxicity on the tested
cell lines (EC50,A549,irr = 11.1 ± 6.8 µg/mL (S.I.A549 = 2.6), EC50,AGS,irr = 10.1 ± 6.3 µg/mL
(S.I.AGS = 2.9), EC50,T24,irr = 6.1 ± 2.1 µg/mL (S.I.T24 = 3.7)), but also showed a cytotoxic
effect in the absence of light. Microscopical investigations (SI Figures S4–S6) suggested
cell death via apoptotic processes as cells treated with the extracts of C. rubrophyllus or
C. xanthophyllus in combination with blue light irradiation were shrunken, nuclei were
condensed, and apoptotic bodies were present [34].

Inspired by the promising green light activity of C. xanthophyllus and C. rubrophyllus
in the DMA assay, the decision was made to test the photocytotoxic effect of these two
extracts under green light irradiation (λ = 519 ± 33 nm). Green light, as compared to
blue light, allows for deeper tissue penetration and lower photocytotoxic side-effects (i.e.,
side-effects induced by the photoactivation of riboflavin-like pigments occurring in the
skin) [35]. In a preliminary experiment with the C. xanthophyllus extract, two irradiation
times (i.e., tirr = 7.0 and 15.0 min) were compared. As expected, an irradiation time of
tirr = 15.0 min (20.1 J cm−2) resulted in lower EC50 values paired with higher selectivity
indices (refer to SI Section 2.2.1 for detailed information).
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respective confidence interval (95%). (A) Results of all six extracts measured as biological duplicates given as EC50 ranges
(++ . . . 0.01–5 µg/mL, + . . . 5–25 µg/mL, o . . . 25–50 µg/mL). (B) Detailed investigation of the most promising extracts
(i.e., C. xanthophyllus and C. rubrophyllus) measured as biological triplicates. A methanolic extract of B. ilicifolia showed an
EC50 of 17 µg/mL under light irradiation (blue light, λ = 468 ± 27 nm, 9.3 J cm−2).

Remarkably, under green light irradiation, the C. xanthophyllus extract was able
to induce cell death in an extremely low concentration range and with high selectiv-
ity (EC50,A549,irr = 1.6 ± 0.4 µg/mL (S.I.A549 ≥ 23.4), EC50,AGS,irr = 0.8 ± 0.5 µg/mL
(S.I.AGS ≥ 46.9), EC50,T24,irr = 1.2 ± 0.6 µg/mL (S.I.T24 ≥ 32.3)). To determine if an ad-
ditional selectivity exists between cancerous and non-malignant cells, we included a test
against cells of the mouse fibroblast cell line NIH3T3. The results of the C. xanthophyllus ex-
tract (EC50,NIH3T3,irr = 2.1 ± 0.6 µg/mL (S.I.NIH3T3 ≥ 17.9)) showed, however, only a slight,
non-significant difference between the cell types. Holding true for both the C. xanthophyllus
extract and rose bengal, the morphological changes induced by the green light treatment
showed clear signs of a programmed cell death (Figure 4B, SI Figures S7–S10). This under-
lines the selectivity potential of light activation and further suggests the presence of highly
photocytotoxic red-colored pigments (absorbance peak in the green light spectral region),
which could rival the photodynamic potential of the showcase natural PS hypericin [36,37].
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with the acetone extract of C. xanthophyllus (7.5 µg/mL). The upper line of pictures shows treated cells in the dark, the lower
after irradiation with green light (519 nm, 20.1 J/cm2).

The acetone extract of C. rubrophyllus, however, failed to selectively kill the cells of the
cancer cell lines upon green light irradiation in the tested concentration range (Figure 4A),
despite having shown a higher singlet oxygen formation value in the DMA assay. This
might be due to an insufficient cellular uptake of the pigments responsible for the green
light activity. Against cells of the slower growing non-malignant cell line NIH3T3, a
selectivity was observed.

Considering the results from the cell culture experiments, it can be assumed that
highly photocytotoxic pigments are present in the acetone extracts of C. xanthophyllus
and C. rubrophyllus. The investigation of plant extracts with comparable EC50 values (i.e.,
EC50 < 3 µg/mL), by the means of bioactivity-guided isolation, frequently leads to the discov-
ery of promising cytotoxic compounds [38–42]. Thus, it can be assumed that both Cortinarius
species are great starting points for the discovery of novel photocytotoxic compounds.

2.4. Feature-Based Molecular Network
2.4.1. Generation and General Investigation

Feature-based molecular networking (FBMN) [20] represents a powerful processing
method to visualize and annotate complex, high-resolution untargeted data-dependent
LC-MS/MS metabolite profiling analyses of natural extracts. The terminology used in this
paragraph is thoroughly discussed by Aron and colleagues in their work on reproducible
molecular networking of untargeted mass spectrometry data using Global Natural Products
Social Molecular Networking (GNPS) [43].
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After data generation (refer to SI Section 3 for details, Figure 1(3)) and conversion [44],
the resulting FBMN was visualized with Cytoscape (Figure 1(4)) [45] and characterized
regarding general aspects, such as the number of nodes, edges, and clusters, the speci-
ficity of features, the annotation-hit-rate using different spectral databases, the chemical
taxonomy, and the polarity of the active clusters (SI Section 3.4). The network (negative ion-
ization mode, SI Section 3.3 for experimental details) comprised 3745 individual nodes and
4643 edges. The nodes were gathered into 461 different clusters. The number of self-loops
(singletons) was 1920. GNPS spectral libraries (i.e., experimental MS2 data) and in silico
fragmentation spectra generated from the Dictionary of Natural Products (ISDB-DNP [25])
were used to interpret the recorded mass spectra of the FBMN. The resulting candidate
annotations were re-ranked using the script for taxonomically informed metabolite an-
notation [26], which also contained the taxonomical information for the species under
investigation (Figure 1(5)). The ClassyFire chemical taxonomy [27] was automatically
assigned to all the candidates. This output was used to obtain a holistic view of the extracts’
chemical composition (SI Section 3.4.8). Thereby, the chemical entities detected by UHPLC-
MS2 metabolite profiling could be comprehensively organized into structural classes. The
results revealed that 268 features of all nodes could be putatively classified as “Fatty acyls”,
160 features as “Benzene and substituted derivatives”, 153 features as “Organooxygen com-
pounds”, 111 features as “Prenol lipids”, and 59 features as “Anthracenes”. The remaining
features were scattered across different classes and amounted to less than 50 each.

As all possible features within the active extracts could be considered photoactive
(Figure 1(6)), it was important to distinguish the actual active principles responsible for the
observed photoactivity from the inactive ones. For this purpose, a photochemistry-based
variable was included in the workflow. According to the first law of photochemistry
(i.e., Gotthus–Draper law), only compounds capable of absorbing light can be considered
potential photosensitizers. Thus, a variable was defined which provides features showing
an absorption in the visible spectral range (λ = 468 nm) with a “1” (positive “VIS-Signal”
variable/high probability of photoactivity) and features lacking this ability with a “0”
(negative “VIS-Signal” variable/photoinactive) (SI Section 3.4.1) (Figure 1(7)).

The specificity of features was investigated on the following levels: >60% (major
occurrence), >95% (virtual specificity), and >99% (complete specificity) (SI Section 3.4.5).
The specificity of a feature was calculated as the LC peak area per extract divided by the
sum of the LC peak areas of the same peak in all extracts. The extracts of C. callisteus,
C. traganus, and C. xanthophyllus contained the greatest number of specific features on all
three levels. This correlates positively with the fact that these species belong to independent,
distinct, and phylogenetically distant lineages of Cortinarius [46]. Considering the features’
ability to absorb visible light (“VIS-Signal” variable, SI Section 3.4.1), solely C. rubrophyllus
and C. xanthophyllus exhibited specific features. The number of specific (>99% level), light-
absorbing features was nine for C. rubrophyllus and 52 for C. xanthophyllus. Thus, a total of
61 potentially photoactive features were found and were specific to the active extracts.

By overlaying the chemical taxonomy information with the findings from the photo-
chemical/biological evaluation and the “VIS-Signal” variable, compound classes associated
with photoactivity were selectively highlighted in the FBMN (SI Section 3.4.9). This in-
vestigation revealed that the chemical families “Anthracenes”, “Benzene and substituted
derivatives”, and “Prenol lipids” comprise most features, which were present in pho-
toactive extracts and capable of absorbing light in the visible range (λ = 468 nm). Since
numerous anthraquinones and aromatic compounds are known for their ability to produce
singlet oxygen after irradiation (e.g., aloe-emodin, hypericin, and phenalenone) [47–51],
and some are even commonly used in PDT and PDT research, these chemotaxonomical
results are promising for the subsequent in-depth annotation process.

2.4.2. Photoactive-Feature Annotation Overview

Ten different clusters (A–J) (SI Figure S12) containing features from C. xanthophyllus
and C. rubrophyllus were highlighted with “VIS-Signal” positive nodes and subsequently
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submitted to a feature annotation workflow (SI Sections 3.2, 3.3, and 3.4.3). This was
achieved based on spectral matching against the GNPS library [20] and an in silico database
(ISDB-DNP) [25], in-house library dereplication, and the use of the in silico annotation tool
Sirius 4.4.29 [24,52]. Briefly, all clusters’ putative annotation was performed by combining
MS2-based spectral hits with taxonomical information (ISDB-DNP-Taxo and “Cortinari-
aceae” variable; SI Section 3.4.4) and evaluation of structural consistency (i.e., scaffold and
substitution pattern) in the FBMN clusters. Molecular structures were selected hierarchi-
cally, whereby the conformity of the annotation results (spectral matching against GNPS,
ISDB-DNP, and an in-house library) was more trusted than the result of solely the in-house
library (fungal origin) or solely the in silico annotation. Anthraquinone-rich fractions from
a previous study (i.e., the mycochemical investigation of C. uliginosus [8]) were integrated
into the FBMN to attain the marker compounds dermolutein (ID3), dermorubin (ID5),
5-chlorodermorubin (ID23), and 7,7′-biphyscion (ID31) (Figure 5). By manually propa-
gating the structural information provided by these markers, the dependability of the
annotation for features clustering with these compounds can be greatly increased.

Since each annotation strategy generated many structural hits, the annotation pro-
cess’ predictive power was limited. Additional taxonomical and genus-specific chemical
knowledge was required to select meaningful spectral matches, despite the significant im-
provement of annotation reliability via taxonomically informed metabolite annotation [26].
To highlight this limitation, up to four spectral hits (ranked as described below) represented
as their respective SMILES were listed in Tables S5–S14 (SI Sections 3.4.4.1.1–3.4.4.1.10). The
four levels of accuracy reported in the Metabolomics Standard Initiative were used to de-
scribe the confidence level achieved in the feature annotation (i.e., marker compounds = 1,
all other putative annotations = 2, Tables S5–S14) [53]. Spectral matching of MS2 spec-
tra against the GNPS spectral library led to 148 hits (4.0%), whereas the taxonomically
informed metabolite annotation against in silico ISDB-DNP afforded 2269 putative annota-
tions (60.6%; relative to the number of nodes in the FBMN) (SI Section 3.4.6). Molecular
networking studies in the field of mycochemical research and thus publicly available
mass spectrometry data originating from fungal secondary metabolites could improve the
GNPS-associated annotation hit rate as well as the overall annotation process.

2.4.3. Specificity of Features and Phylogenetic Relevance

According to Figure 5, the active clusters A, D, E, F, G, H, and I were specific for
C. rubrophyllus and putatively identified as clusters comprising monomeric and dimeric
anthraquinones (AQs), as well as their chlorinated (confirmed by the isotopic pattern,
SI Figures S32–S35), glycosylated, methylated, and esterified derivates (SI Section 3.4.4).
Clusters F and H were also partly specific for C. xanthophyllus. Cluster B was specific for
C. rubrophyllus and C. xanthophyllus alike, pointing towards the possibility of a shared evolu-
tionary history of those two species based on their secondary metabolite profiles. For many
years, chemotaxonomy was considered the key to resolving evolutionary relationships but
was later replaced by molecular methods (e.g., the investigation of sequences of the rDNA
internal transcribed spacer (ITS) or the rDNA large subunit (LSU)) [54]. However, it was
impossible to resolve basal phylogenetic relationships in the extremely species-rich genus
Cortinarius, although it represents one of the best-studied genera of Agaricomycetes (Basid-
iomycetes) and was addressed based on several multigene phylogenetic studies [46,55]. For
example, rDNA ITS sequences of C. claroflavus and C. xanthophyllus are identical [56], a fact
highlighting the limited resolution of molecular phylogenies based on rDNA sequences
only. These two species can be clearly distinguished based on basidiome pigmentation and
different macrochemical color reactions.
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Furthermore, an rDNA-based tree topology including hundreds of Cortinarius species
indicates that Phlegmacia (including Calochroi; C. xanthophyllus) might be more closely
related to Dermocybe (C. rubrophyllus) than previously assumed [55]. Both groups of
Cortinarii include representative species with the rather untypical feature of brightly
colored basidiomes (yellow, red), while the majority of Cortinarius species have brown,
only rarely blue basidiomes. Therefore, investigating fungal secondary metabolites with
the help of novel metabolomics tools such as FBMN might add an additional level to the
evolutionary history of this important group of fungi. Genome studies would certainly
provide important information on genes involved in pigment biosynthesis. However, only
one fully sequenced genome of a representative Cortinarius species is currently available.
The C. glaucopus genome is comparatively large (20k proteins (https://www.ncbi.nlm.nih.
gov/genome/96691, accessed on 15 November 2021). Explorative studies including the
complete genome of all involved Cortinarius species are needed to investigate pigment
biosynthesis and its evolutionary history in these fungi in more detail.

2.4.4. Cluster Annotation and Bioactivity Prioritization

In general, features that exhibited a signal in the visible spectral region (λ = 468 nm)
in the UHPLC chromatogram were also putatively identified as colored compounds (e.g.,
anthraquinones (AQs)) and thus provided with meaningful structural suggestions.

Throughout Cluster A, features were putatively annotated as monomeric AQs with a
high degree of homogeneity (Figure 5, SI Table S5). Based on matching MS2 spectral data
and the use of authentic reference compounds, two features were identified as the AQs der-
molutein (ID3, Cluster A) and dermorubin (ID5, Cluster A). Both exhibited light-induced
activity (i.e., production of 1O2) [8]. These AQ-carboxylic acids are known secondary
metabolites of dermocyboid Cortinarii [9], but are unlikely to contribute to its photocy-
totoxic effect due to their insufficient cellular uptake [8]. Furthermore, the presence of
various methylated and esterified monomeric AQs in this species can be anticipated, as the
annotation results for Cluster H (SI Figure S21) suggest.

Cluster B was putatively annotated as a cluster comprising pre-AQs and dimeric AQs
(Figure 5, SI Section 3.4.4.1.2). Due to the features’ ability to absorb visible light (positive
“VIS-signal” variable) combined with their putative annotation as dimeric AQ-like struc-
tures, it seems likely that these features contribute to the photoactivity of both extracts.
This hypothesis is further supported by the recent discovery of the light-dependent cyto-
toxicity of the dimeric AQ 7,7′-biphyscion and its ability to induce apoptosis in lung cancer
cells under blue light irradiation [8]. The putative annotation of flavomannin-type and
AQ pigments in the C. rubrophyllus extract is consistent with literature data documenting
the occurrence of these compounds in related Dermocybe species [9]. Furthermore, the
presence of those very pigments belonging to the flavomannin group (e.g., flavomannin-
6,6′-di-O-methyl ether (FDM)), which are considered as precursors of dimeric AQs [16]
(i.e., pre-AQs), might also result in the dark cytotoxic effect detected in the cell culture
experiments. Pachón-Peña and colleagues were able to demonstrate the dose-dependent
growth inhibition of FDM on the proliferation of human adenocarcinoma colorectal cells
Caco-2 [57]. Moreover, dimeric AQs (e.g., 7,7′-biphyscion (ID31) in Cluster B, Figure 5)
in the C. rubrophyllus extract are probably the active principle responsible for the blue
light-induced cytotoxicity on the tested cell lines [8]. Since features entirely specific for
C. xanthophyllus were gathered into the same molecular family as the flavomannin-type
pigments (Cluster B, Figure 5), one could falsely assume the occurrence of AQ pigments
linked at position 7 (i.e., 7,7′-dimeric AQs) in this fungus. However, C. xanthophyllus is
rather known to produce a certain class of pigments characteristic to the subgenus Phleg-
macium, namely, AQs of the phlegmacin group (7,10′-coupling) [16,58–61]. Therefore, it is
more likely, that this cluster comprises structural isomers of flavomannins (e.g., 7,10′- or
10,10′-dimeric AQs). The absence of flavomannin-like (7,7′-coupling) compounds in the
C. xanthophyllus extract could also be the explanation for its lower dark cytotoxic effect.

https://www.ncbi.nlm.nih.gov/genome/96691
https://www.ncbi.nlm.nih.gov/genome/96691
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Interestingly, the annotation workflow failed to deliver meaningful results for Cluster
C (SI Figure S16), which is entirely specific to C. xanthophyllus and consists of mainly visible
light-absorbing features. Of the 21 features, only three were provided with meaningful
structural suggestions (one monomeric AQ, one pre-AQ, and one dimeric AQ; SI Table S7).
Since one feature was putatively identified as anhydrophlegmacin, propagation of this
structural information throughout the cluster suggests the presence of other compounds
with this scaffold, rather than the class of “Prenol lipids”, which was proposed by the
chemical taxonomy investigation. The low annotation hit rate for this cluster might come
from the fact that the subgenus Phlegmacium, as well as the genus Cortinarius in general, are
relatively unexplored by mass spectrometry-based bioinformatics tools. Thus, the extract’s
prominent cytotoxicity after green light irradiation cannot be explained entirely based on
the current data. However, dimeric AQs or AQ-like compounds, which are structurally
related to the phototoxic red pigment hypericin, are most likely responsible for this activity.

In Cluster D (Figure 5, SI Table S8) some features without a “VIS-Signal” were pu-
tatively annotated as chlorinated AQs (SI Figures S32–S35). As those features were only
present in a low concentration (i.e., low signal intensity/peak area) in the extracts, they
were not given a positive value by our “VIS-Signal” variable generation workflow. There-
fore, despite being represented as small nodes, the putative identification of those features
as chloro-substituted AQs is still valid. Currently, the photodynamic potential of chlo-
rinated AQs is obscure; thus, future scientific efforts should be directed towards the
photochemical/biological characterization of those compounds.

The features of Cluster E (Figure 5, SI Figure S18) and Cluster G (SI Figure S20,
Table S11) were putatively annotated as glycosylated AQs. Especially Cortinarius spp. of
the classical subgenus Dermocybe, such as C. malicorius, are known to produce various
glycosylated derivatives of their main pigments [9]. However, their general bioactivity as
well as their photoactivity remain unclear.

The annotation of features belonging to Cluster F (SI Figure S19) yielded the structures
of dimeric AQ-like compounds of the Alterporriol-type, which are known secondary
metabolites of endophytic fungi (e.g., Alternaria sp. and Stemphylium globuliferum) [62,63].
However, Alterporriol-type compounds have not been described for either C. rubrophyllus
or C. xanthophyllus. Nevertheless, the annotation results for Cluster F entail one promising
aspect: structures with similar scaffolds are present in endophytic fungi. In contrast to
Cortinarii, which form mycorrhizal associations with ectotrophic trees [64], endophytic
fungi can be cultivated easily on rice, for example [63]. Therefore, potentially bioactive
dimeric AQs and AQ-like compounds from Agaricomycetes could become readily available
as they or their structurally related compounds could be isolated from cultivatable fungi,
eliminating the problem of limited amounts of biomaterial.

Since one feature of Cluster I was suspected to be the known photosensitizer emodin
(SI Table S13) [65–67] by GNPS spectral matching and in-house library dereplication, it can
be anticipated that this or similar compounds might partly account for the photoactivity of
the C. rubrophyllus extract.

The group of phlegmacin-type compounds, which is characteristic for the classical
subgenus Phlegmacium [16], is represented by Cluster J (SI Figure S23). There, two features
were annotated as anhydrophlegmacin and anhydrophlegmacin-9,10-quinone-8′-O-methyl
ether. However, the occurrence of these pigments in C. xanthophyllus has not yet been
proven [16]. Apart from the melanogenesis inhibiting potential of phlegmacin-type com-
pounds isolated from Cassia auriculata seeds and their missing cytotoxicity on human
dermal fibroblasts [68], biological activities of this AQ class remain mostly unknown.
Yang et al. reported a good application prospect of phlegmacin B1 and A1 in the preven-
tion and treatment of agricultural pests because of their ability to efficiently inhibit the
activities of chitinase OfChi-h and hexosaminidase OfHex1 [69]. Thus, a photochemical
and biological investigation of AQs belonging to the phlegmacin group could afford the
discovery of promising pharmaceutical leads for PDT.
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2.4.5. FBMN—Final Specific Remarks

To sum up, combining in vitro photochemical and biological data with state-of-
the-art FBMN made it possible to visualize the fungal extracts’ chemical space while
simultaneously extrapolating their underlying photoactive principle. Anthraquinones
(AQs) were discovered as markers for photoactivity in the investigated fungal extracts.
Features specific for the photocytotoxic extracts of C. rubrophyllus and C. xanthophyllus
were putatively annotated as AQs with diverse substitution patterns (i.e., monomeric,
dimeric, glycosylated, methylated, esterified, and chlorinated). Considering the anno-
tation results for features mainly present in C. xanthophyllus, the annotation workflow
suggested (Identification level 3) yet unknown fungal photosensitizers, and thus poten-
tially new natural products. To reveal their origin, a thorough mycochemical investiga-
tion of C. xanthophyllus is necessary. Unfortunately, this is hindered by the rare occur-
rence of this species (only 110 records on the Global Biodiversity Information Facility
(GBIF; https://www.gbif.org/species/2528874; accessed 15 November 2021); listed on
the Swedish Red List of threatened species [18]). Further studies on the metabolites of
C. xanthophyllus are planned but can only be carried out as soon as sufficient reliably
identified voucher material is available. The high sensitivity of the metabolite profiling
by UHPLC-MS2 and FBMN should allow for the identification of other biological sources
containing similar metabolites by applying the approach developed and comparing the
data with those obtained for C. xanthophyllus.

2.5. Outlook

Utilizing the knowledge gained from bioactive natural products prioritization [21]
via the combination of indirect singlet oxygen quantification (i.e., DM -assay), evalua-
tion of light-induced cytotoxicity, and FBMN in the field of mycochemistry, future efforts
should be directed towards the following topics: (i) understanding of the role of fungal sec-
ondary metabolites in chemical defense, (ii) resolving the evolutionary history of the genus
Cortinarius via the combination of bioinformatics-based chemotaxonomy and molecular
phylogenetics, and (iii) the discovery of novel photopharmaceuticals. FBMN highlighted
apparent similarities in the chemical composition of C. rubrophyllus and the previously
investigated species C. uliginosus (Dermocybe) because both contain similar photoactive
AQs. Thus, the Dermocybe group seems to be highly promising for a general investigation of
photoactivity as a defense strategy (e.g., in vivo studies investigating the biological effect of
photoactive AQs on insects or parasites or worms). Furthermore, our results showed that
C. xanthophyllus is an exciting source for novel photosensitizers suitable for PDT. However,
the drawback of its rarity still obstructs an in-depth mycochemical analysis. Nevertheless,
FBMN proved to be a very exciting tool to find new natural photosensitizers.

3. Materials and Methods
3.1. General Instrumentation

Fungal biomaterial was dehumidified with a Dörrex® drying-apparatus from Stöckli
(A. & J. Stöckli AG, Netstal, Switzerland) operated at a temperature of 50 ◦C. Weighing
of samples was done with the weighing instruments KERN ALS 220-4 (KERN & SOHN
GmbH, Balingen-Frommern, Germany) and Sartorius CUBIS® series equipment (Sartorius
AG, Göttingen, Germany). Ultrasonic extraction was performed with the ultrasonic bath
Sonorex RK 52 (BANDELIN electronic GmbH & Co. KG, Berlin, Germany). The power
adaptor Agilent E3611A DC Power Supply (Agilent Technologies, Inc., Santa Clara, CA,
USA) in combination with two LED-panels (λ = 468 ± 27 nm (1.24 J cm−2 min−1) and
λ = 519 ± 33 nm (1.34 J cm−2 min−1)) (University Leiden, published in Hopkins et al. [70])
was utilized for the DMA assay. Absorption measurements were done with the plate reader
Tecan Spark® 10 M (Tecan Group Ltd., Männedorf, Switzerland). Adjustment of pH values
was carried out with the Mettler Toledo Seven Multi pH meter (Mettler Toledo GmbH,
Vienna, Austria). The vortex mixer Vortex-Genie 2 (Scientific Industries, Inc., Bohemia,
NY, USA) was employed and the pipettes, as well as tips, were either from Eppendorf
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AG (Hamburg, Germany) or from STARLAB International GmbH (Hamburg, Germany).
Reagent reservoirs were obtained from Thermo Fischer Scientific (Waltham, MA, USA).
Specific instruments are listed in the respective sections.

3.2. Chemicals

All solvents for the extraction procedures and thin-layer-chromatographic analyses
were sourced from VWR International (Vienna, Austria). Acetone was distilled prior to
use. Solvents used for HPLC experiments were at least pro analysis (p.a.) quality and
were purchased from Merck (Merck KGaA, Darmstadt, Germany). Ultrapure water was
obtained via the Sartorius arium® 611 UV purification system (Sartorius AG, Göttingen,
Germany). The reagents 9,10-dimethylanthracene (product number: D0252), acid red 94
(rose bengal, product number: R0041), and acid red 52 (sulforhodamine B, product number:
A0600) were sourced from TCI Deutschland GmbH (Eschborn, Germany). Expendable
materials (e.g., flasks), media, and supplements (i.e., FCS, penicillin/streptomycin, trypsin,
PBS) used for cell culture maintenance and the (photo)cytotoxicity assay were purchased
from Thermo Fischer Scientific (Waltham, MA, USA).

3.3. Phylogenetic Analysis

Data analysis was carried out based on rDNA ITS sequences. For this fungal barcoding
region, the best reference database available was used, including sequences from holotypes.
Reference sequences from the most closely related species were downloaded from GenBank,
by restricting the search to type sequences only, as far as possible. A total of 60 rDNA
ITS sequences were aligned and manually adjusted in MEGA X [71]. The evolutionary
history was inferred by using the maximum likelihood method based on the Hasegawa–
Kishino–Yano model +G, parameter = 0.2332. All positions with less than 95% site coverage
were eliminated. To evaluate the robustness of the branches in the phylogenetic trees,
parsimony-based bootstrap analyses were applied. The bootstrap analyses were conducted
using 500 replications, the SPR search method, and search level 5. The tree was drawn
using InkSpace 1.0.2 (e86c8708, 15 January 2021).

3.4. Fungal Material

Voucher specimens of all Cortinarius species (see also SI) are deposited in the Natural
Sciences Collections of the Tiroler Landesmuseen (IBF), Krajnc-Straße 1, 6060 Hall, Austria
(http://www.tiroler-landesmuseen.at, accessed on 15 November 2021) and were provided
for mycochemical analysis.

3.5. Sample Preparation and Extraction Procedures

The hot air-dried (50 ◦C) fruiting bodies of Cortinarius callisteus, C. rubrophyllus,
C. traganus, C. trivialis, C. venetus, and C. xanthophyllus were ground with mortar and
pestle to yield fine powders and stored separately in small paper bags. Ultrasonic ex-
traction of the powdered biomaterials was performed under the exclusion of sunlight at
room temperature (22 ◦C). In detail, ground fruiting bodies (approx. 2× g each) were
extracted (10 min) with acidic acetone (5 mL, 1% HCl). The extracts were centrifuged
(5 min, 14,000 rpm = 20,817× g, 4 ◦C) and decanted. This procedure was done three times
and the supernatants were combined. The extracts were dried in the dark under an air
stream and kept in a desiccator before use.

3.6. Feature-Based Molecular Networking (FBMN)

Please refer to the electronic Supplementary Information (SI Section 3).

3.7. DMA Assay

For the DMA assay, two stock solutions, an ethanolic DMA solution (1.4 mM) (S1) and
an L-ascorbic acid solution (100 mM, pH = 7.0–7.4) (S2), were prepared. Using the stock
solutions and pure ethanol (S3), four working solutions (i.e., pure ethanol, a DMA solution
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((S1) 1250 µL + (S2) 3750 µL) an L-ascorbic acid solution ((S2) 500 µL + (S3) 4500 µL),
and a mixture of DMA and L ascorbic acid-solution ((S1) 1250 µL + (S2) 500 µL + (S3)
3250 µL)) were generated. First, solutions of the fungal extracts (1 mg/mL, DMSO, 10 µL)
were pipetted in a 96-well plate. Then, the four working solutions were added (190 µL
in each well). DMSO (10 µL) was used as a negative control and berberine (1 mg/mL,
2.97 mM, DMSO, 10 µL) and rose bengal (0.1 mg/mL, 0.10 mM, DMSO, 10 µL) were
used as positive controls. Thereafter, optical densities at the wavelengths 377 nm, 468 nm,
and 519 nm were measured with a plate reader (t = 0 min), followed by four cycles of
irradiating the plate with blue light (λ = 468 nm, 1.24 J cm−2 min−1, berberine = positive
control) for five minutes or with green light (λ = 519 nm, 1.34 J cm−2 min−1, acid red
94 = positive control) for 4.6 min. All measurements were done as technical duplicates.
The singlet oxygen production was calculated relative to berberine/rose bengal with the
formula described previously [7]. The results of the DMA assay were presented as the
mean ± standard error.

3.8. Cell Culture Maintenance and (Photo)Cytotoxicity Assay

Cells of the adherent cancer cell lines A549 (non-small lung cancer, ATCC, Merck
KGaA, Darmstadt, Germany), AGS (stomach cancer, CLS, Eppelheim, Germany), T24
(urinary bladder carcinoma, CLS, Eppelheim, Germany), and of the mouse embryonic
fibroblast cell line NIH3T3 (ATCC, Manassas, Virginia, CRL 1658) were cultivated in
Nunc EasYFlasks (product number: 51985042, 75 cm2) with Gibco™ MEM™ medium
(product number: 42360081) supplemented with fetal calf serum (FCS, 10% v/v) and
penicillin/streptomycin (P/S, 1% v/v). Cells were trypsinized when reaching 70–80% con-
fluency and used for approximately 8–12 weeks. Freezing and thawing of cell cultures were
done according to standard procedures. Microscopic investigations were done employing
a Leica DMi1 microscope (Leica, Wetzlar, Germany). A 10× objective was used and a
10× ocular, as well as a digital, zoom. The (photo)cytotoxicity assay was conducted as
published previously [70].

Briefly, cells (AGS: 2500 cells/well, T24 and A549: 2000 cells/well, NIH3T3:
4000 cells/well) were seeded in Gibco™ Opti-MEM™ (OMEM, product number: 11058021)
containing FCS (2.4% v/v) and P/S (1% v/v) at 37 ◦C in 5% CO2 atmosphere. Firstly, to
spot general photocytotoxicity, the fungal extracts of the six selected Cortinarii were dis-
solved in DMSO (stock solutions: 10 mg/mL) and then further diluted with OMEM. Then,
24 h after seeding the cells, they were treated with the working solutions (100 µL, final
concentrations: 5, 25, and 50 µg/mL) of each extract and incubated for another 24 h. Sub-
sequently, the medium was aspirated and replaced with fresh OMEM (+2.5% v/v FCS,
+1% v/v P/S). After that, the respective plates were irradiated for 7.5 min with blue light
(λ = 468 nm, 9.3 J cm−2). For experiments that used a green light source (λ = 519 nm),
an irradiation duration of 15.0 min was chosen (20.1 J cm−2). The cells were fixed by
gently adding cold trichloroacetic acid (10% w/v in water, 100 µL) 48 h after the irradi-
ation step (total experiment time = 96 h) and stored in a refrigerator at 8 ◦C for at least
24 h. The fixed cell-monolayers were washed with slow running deionized tap water and
stained with sulforhodamine B (SRB) (V = 100 µL, acid red 52, 0.4% w/v SRB in 1% v/v
acetic acid) for 30 min. Thereafter, the plates were washed again (5 times, 1% v/v acetic
acid) and dried at room temperature. Then, tris(hydroxymethyl)aminomethane solution
(V = 100 µL, TRIS, 10 mM in water) was added to dissolve the dried dye and incubated
for at least 20 min. Absorbance was measured at λ = 540 nm with a plate reader. EC50
values including their confidence intervals (95%) were calculated with GraphPad Prism 5
employing the relative Hill slope equation. Based on their respective EC50 values, different
levels of (photo)cytotoxicity were defined for the fungal extracts: >20 µg/mL = no/low
(photo)cytotoxicity, 5–20 µg/mL = high, <5 µg/mL = very high. The selectivity indices
(S.I.), expressing the ratio of cells killed in the absence of light versus cells killed upon
irradiation, were calculated from the EC50 values by use of Formula (1).

S.I. = EC50|dark ÷ EC50|irradiated (1)
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After the first experiment was conducted as biological duplicates for two consecu-
tive weeks, the extracts of C. xanthophyllus and C. rubrophyllus were selected for further
investigation. Additional working solutions (final concentrations: 37.500, 18.750, 7.500,
3.750, 1.875, and 0.375 µg/mL) were tested as biological triplicates for three consecutive
weeks as described above. For the green light experiments, an additional cell line was
tested (i.e., NIH3T3) and a positive control for photocytotoxicity (i.e., rose bengal) in
the respective wavelength band (λ = 519 nm) was included. The complete results of the
(photo)cytotoxicity investigation, as well as micrographs of the cell lines, are presented in
the electronic Supplementary Information (Section 3).

4. Conclusions

Just recently, photoactivity was discovered in the division Basidiomycota (regnum
Fungi) [7,8]. However, the general occurrence of photoactive pigments, their photophar-
maceutical potential, and their ecological role are still rather unclear. In an attempt to
explore this phenomenon, this study looked into the chemical space of extracts derived
from Cortinarius species representing different phylogenetic lineages for the first time by
means of UPLC-HRMS2 metabolomics tools (i.e., FBMN) [26,72] to facilitate a holistic view
of the complex mixture of fungal secondary metabolites. By implementing in vitro data in
the generated network, an elegant way to visualize clusters of photoactive features was
developed specifically.

A comprehensive annotation workflow led to the annotation of several AQs specific
to the photoactive extracts of C. rubrophyllus and C. xanthophyllus. The question of whether
photoactivity is a generic phenomenon in the genus Cortinarius or is only found in dermocy-
boid Cortinarii, cannot be justified entirely based on the current data. As photochemically
and biologically active AQs were found in a fungus belonging to the subgenus Phlegmacium
as well, it can be concluded that this trait is neither restricted to a single subgenus alone
nor found in all subgenera. The results instead suggest that the presence of anthraquinones
and structural analogs in fungal extracts involves photochemical and biological activity.
Because this work examined only a small subset of the genus Cortinarius—one of the largest
genera of gilled basidiomycete fungi with approximately 2000 different species [54]—many
questions remain unanswered: the ecological role of photoactive AQs as a chemical defense
strategy against insects and pests, the suitability of fungal photosensitizers for PDT, and the
potential of FBMN as a sophisticated chemotaxonomy approach for aiding the elucidation
of the genus’ evolutionary history.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/
10.3390/metabo11110791/s1, Figure S1: Phylogenetic placement of the six investigated Cortinarius
species. Figure S2: UV/Vis-spectra of the fungal extracts in ethanol. Figure S3: Investigation of
the green light-dependent cytotoxicity of the C. xanthophyllus acetone extract under two different
irradiation durations. Figures S4–S11: Micrographs of treated cells. Figures S12 and S13: FBMN
with highlighted active clusters and a legend with the color code used. Figures S14–S23: Annotated
active clusters. Figures S24–S27: Bar plots and charts regarding general aspects of the FBMN (i.e.,
specificity of features and annotation-hit-rate). Figure S28: The FBMN with features related to
Cortinarius species highlighted as big red dots based on the findings from the ISDB-DNP spectral
annotation process. Figure S29: FBMN including the chemical taxonomy (ClassyFire) information
(pie chart and network representation). Figure S30: FBMN with highlighted photoactive compound
classes. Figure S31: Visual representation of the active clusters’ polarity in the liquid-chromatographic
experiment. Figures S32–S35: Mass spectra of putatively annotated chlorinated anthraquinones.
Table S1: Cortinarius collections used in this study with respective voucher numbers and collection
data. Table S2: Extract yields. Table S3: Results of the (photo)cytotoxicity screening of the acetone
extracts of Cortinarius callisteus, C. venetus, C. traganus, C. trivialis, C. xanthophyllus, and C. rubrophyllus
using blue light irradiation. Table S4: Results of the (photo)cytotoxicity assay of the acetone extracts
of Cortinarius xanthophyllus and C. rubrophyllus employing green light irradiation. Tables S5–S14:
Annotation results for the active clusters.

https://www.mdpi.com/article/10.3390/metabo11110791/s1
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Metabolites 2021, 11, 791 17 of 20

Author Contributions: Conceptualization, B.S.; methodology, J.-L.W. and B.S.; software, A.R. and
L.Q.-G.; formal analysis, F.H. and U.P. (phylogenetic part); investigation, F.H.; resources, B.S., H.S.,
U.P. and J.-L.W.; data curation, F.H., L.Q.-G. and A.R.; writing—original draft preparation F.H. and
B.S.; writing—review and editing, all authors; visualization, F.H.; supervision, B.S. and J.-L.W.; project
administration, H.S. and B.S.; funding acquisition, B.S. (FWF P31950) and L.Q.-G. (N_214171-025).
All authors have read and agreed to the published version of the manuscript.

Funding: The Austrian Science Fund (FWF P31915, BS) and the University of Innsbruck are acknowl-
edged for their support. L.Q.-G. is supported by a scholarship (N_ 214171–025) from the Ministerio
de Ciencia, Tecnología y Telecomunicaciones, MICITT, from Costa Rica. Open Access Funding by the
Austrian Science Fund (FWF).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: ITS sequences of the freshly collected species were submitted to
the GenBank (refer to SI for details). The FBMN can be downloaded via https://gnps.ucsd.edu/
ProteoSAFe/status.jsp?task=ff9b52921d0a4867b81b7373de209a68, accessed on 15 November 2021.
The raw data is available via MASSIVE (https://massive.ucsd.edu/ProteoSAFe/static/massive.jsp)
ftp://MSV000088332@massive.ucsd.edu or [doi:10.25345/C5TK3Z], accessed on 15 November 2021.

Acknowledgments: We thank Lukas Huber (Medical University of Innsbruck) for providing cells of
the NIH3T3 cell line and Hermann Stuppner (University of Innsbruck) for his support and input.
We thank the three reviewers for their constructive criticism, which has significantly improved our
manuscript. Nora Engels’ proofreading is highly acknowledged.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Cannon, W.B. The Wisdom of the Body; W. W. Norton and Company, Inc.: New York, NY, USA, 1932; pp. 202–216.
2. Cannon, W.B. Bodily Changes in Pain, Hunger, and Rage; D. Appleton and Company: New York, NY, USA; London, UK, 1915.
3. Spiteller, P. Chemical Defence Strategies of Higher Fungi. Chem. Eur. J. 2008, 14, 9100–9110. [CrossRef]
4. Spiteller, P. Chemical ecology of fungi. Nat. Prod. Rep. 2015, 32, 971–993. [CrossRef] [PubMed]
5. Wieland, T. The toxic peptides from Amanita mushrooms. Int. J. Pept. Protein Res. 1983, 22, 257–276. [CrossRef]
6. Wurzenberger, M.; Grosch, W. The formation of 1-octen-3-ol from the 10-hydroperoxide isomer of linoleic acid by a hydroperoxide

lyase in mushrooms (Psalliota bispora). Biochim. Biophys. Acta (BBA) Lipids Lipid Metab. 1984, 794, 25–30. [CrossRef]
7. Siewert, B.; Vrabl, P.; Hammerle, F.; Bingger, I.; Stuppner, H. A convenient workflow to spot photosensitizers revealed photo-

activity in basidiomycetes. RSC Adv. 2019, 9, 4545–4552. [CrossRef]
8. Hammerle, F.; Bingger, I.; Pannwitz, A.; Magnutzki, A.; Gstir, R.; Rutz, A.; Wolfender, J.-L.; Peintner, U.; Siewert, B. Targeted

Isolation of Photoactive Pigments from Mushrooms Yielded a Highly Potent New Photosensitizer: 7,7′-Biphyscion. ChemRXiv
2021. preprint. [CrossRef]

9. Keller, G. Pigmentationsuntersuchungen bei europäischen Arten aus der Gattung Dermocybe (FR.) WÜNSCHE. Sydowia 1982, 35,
110–126.

10. Abrahamse, H.; Hamblin, M.R. New photosensitizers for photodynamic therapy. Biochem. J. 2016, 473, 347–364. [CrossRef]
11. Dichiara, M.; Prezzavento, O.; Marrazzo, A.; Pittalà, V.; Salerno, L.; Rescifina, A.; Amata, E. Recent advances in drug discovery of

phototherapeutic non-porphyrinic anticancer agents. Eur. J. Med. Chem. 2017, 142, 459–485. [CrossRef]
12. Zhao, X.; Liu, J.; Fan, J.; Chao, H.; Peng, X. Recent progress in photosensitizers for overcoming the challenges of photodynamic

therapy: From molecular design to application. Chem. Soc. Rev. 2021, 50, 4185–4219. [CrossRef]
13. Pham, T.C.; Nguyen, V.-N.; Choi, Y.; Lee, S.; Yoon, J. Recent Strategies to Develop Innovative Photosensitizers for Enhanced

Photodynamic Therapy. Chem. Rev. 2021, 121, 13454–13619. [CrossRef]
14. Siewert, B.; Stuppner, H. The photoactivity of natural products—An overlooked potential of phytomedicines? Phytomedicine 2019,

60, 152985. [CrossRef]
15. Kögl, F.; Postowsky, J.J. Untersuchungen über Pilzfarbstoffe. II. Über die Farbstoffe des blutroten Hautkopfes (Dermocybe sanguinea

Wulf.). Justus Liebigs Ann. Chem. 1925, 444, 1–7. [CrossRef]
16. Gill, M.; Steglich, W. Pigments of fungi (Macromycetes). Prog. Chem. Org. Nat. Prod. 1987, 51, 1–317.
17. Gill, M. Pigments of fungi (Macromycetes). Nat. Prod. Rep. 1994, 11, 67–90. [CrossRef]
18. Tingstad, L.; Gjerde, I.; Dahlberg, A.; Grytnes, J.A. The influence of spatial scales on Red List composition: Forest species in

Fennoscandia. Glob. Ecol. Conserv. 2017, 11, 247–297.
19. Allard, P.-M.; Bisson, J.; Azzollini, A.; Pauli, G.F.; Cordell, G.A.; Wolfender, J.-L. Pharmacognosy in the digital era: Shifting to

contextualized metabolomics. Curr. Opin. Biotechnol. 2018, 54, 57–64. [CrossRef] [PubMed]

https://gnps.ucsd.edu/ProteoSAFe/status.jsp?task=ff9b52921d0a4867b81b7373de209a68
https://gnps.ucsd.edu/ProteoSAFe/status.jsp?task=ff9b52921d0a4867b81b7373de209a68
https://massive.ucsd.edu/ProteoSAFe/static/massive.jsp
ftp://MSV000088332@massive.ucsd.edu
ftp://MSV000088332@massive.ucsd.edu
http://doi.org/10.1002/chem.200800292
http://doi.org/10.1039/C4NP00166D
http://www.ncbi.nlm.nih.gov/pubmed/26038303
http://doi.org/10.1111/j.1399-3011.1983.tb02093.x
http://doi.org/10.1016/0005-2760(84)90293-5
http://doi.org/10.1039/C8RA10181G
http://doi.org/10.26434/chemrxiv.13721770
http://doi.org/10.1042/BJ20150942
http://doi.org/10.1016/j.ejmech.2017.08.070
http://doi.org/10.1039/D0CS00173B
http://doi.org/10.1021/acs.chemrev.1c00381
http://doi.org/10.1016/j.phymed.2019.152985
http://doi.org/10.1002/jlac.19254440102
http://doi.org/10.1039/np9941100067
http://doi.org/10.1016/j.copbio.2018.02.010
http://www.ncbi.nlm.nih.gov/pubmed/29499476


Metabolites 2021, 11, 791 18 of 20

20. Nothias, L.-F.; Petras, D.; Schmid, R.; Duhrkop, K.; Rainer, J.; Sarvepalli, A.; Protsyuk, I.; Ernst, M.; Tsugawa, H.; Fleischauer, M.;
et al. Feature-based molecular networking in the GNPS analysis environment. Nat. Methods 2020, 17, 905–908. [CrossRef]

21. Olivon, F.; Allard, P.-M.; Koval, A.; Righi, D.; Genta-Jouve, G.; Neyts, J.; Apel, C.; Pannecouque, C.; Nothias, L.-F.; Cachet, X.; et al.
Bioactive Natural Products Prioritization Using Massive Multi-informational Molecular Networks. ACS Chem. Biol. 2017, 12,
2644–2651. [CrossRef]

22. Pluskal, T.; Castillo, S.; Villar-Briones, A.; Oresic, M. MZmine 2: Modular framework for processing, visualizing, and analyzing
mass spectrometry-based molecular profile data. BMC Bioinf. 2010, 11. [CrossRef] [PubMed]

23. Wang, M.; Carver, J.J.; Phelan, V.V.; Sanchez, L.M.; Garg, N.; Peng, Y.; Nguyen, D.D.; Watrous, J.; Kapono, C.A.; Luzzatto-Knaan,
T.; et al. Sharing and community curation of mass spectrometry data with Global Natural Products Social Molecular Networking.
Nat. Biotechnol. 2016, 34, 828–837. [CrossRef] [PubMed]

24. Dührkop, K.; Fleischauer, M.; Ludwig, M.; Aksenov, A.A.; Melnik, A.V.; Meusel, M.; Dorrestein, P.C.; Rousu, J.; Böcker, S. SIRIUS
4: A rapid tool for turning tandem mass spectra into metabolite structure information. Nat. Methods 2019, 16, 299–302. [CrossRef]
[PubMed]

25. Allard, P.-M.; Peresse, T.; Bisson, J.; Gindro, K.; Marcourt, L.; Pham, V.C.; Roussi, F.; Litaudon, M.; Wolfender, J.-L. Integration of
Molecular Networking and In-Silico MS/MS Fragmentation for Natural Products Dereplication. Anal. Chem. 2016, 88, 3317–3323.
[CrossRef] [PubMed]

26. Rutz, A.; Dounoue-Kubo, M.; Ollivier, S.; Bisson, J.; Bagheri, M.; Saesong, T.; Ebrahimi, S.N.; Ingkaninan, K.; Wolfender, J.-L.;
Allard, P.-M. Taxonomically Informed Scoring Enhances Confidence in Natural Products Annotation. Front. Plant Sci. 2019, 10.
[CrossRef] [PubMed]

27. Djoumbou Feunang, Y.; Eisner, R.; Knox, C.; Chepelev, L.; Hastings, J.; Owen, G.; Fahy, E.; Steinbeck, C.; Subramanian, S.; Bolton,
E.; et al. ClassyFire: Automated chemical classification with a comprehensive, computable taxonomy. J. Cheminform. 2016, 8, 61.
[CrossRef]

28. Redmond, R.W.; Gamlin, J.N. A compilation of singlet oxygen yields from biologically relevant molecules. Photochem. Photobiol.
1999, 70, 391–475. [CrossRef]

29. Görner, H.; Miskolczy, Z.; Megyesi, M.; Biczók, L. Photoreduction and Ketone-sensitized Reduction of Alkaloids. Photochem.
Photobiol. 2011, 87, 284–291. [CrossRef]

30. Comini, L.R.; Fernandez, I.M.; Vittar, N.B.R.; Nunez Montoya, S.C.; Cabrera, J.L.; Rivarola, V.A. Photodynamic activity of
anthraquinones isolated from Heterophyllaea pustulata Hook f. (Rubiaceae) on MCF-7c3 breast cancer cells. Phytomedicine 2011,
18, 1093–1095. [CrossRef]

31. Comini, L.R.; Moran Vieyra, F.E.; Mignone, R.A.; Paez, P.L.; Laura Mugas, M.; Konigheim, B.S.; Cabrera, J.L.; Nunez Montoya,
S.C.; Borsarelli, C.D. Parietin: An efficient photo-screening pigment in vivo with good photosensitizing and photodynamic
antibacterial effects in vitro. Photochem. Photobiol. Sci. 2017, 16, 201–210. [CrossRef]

32. Rumie Vittar, N.B.; Comini, L.; Fernadez, I.M.; Agostini, E.; Nunez-Montoya, S.; Cabrera, J.L.; Rivarola, V.A. Photochemotherapy
using natural anthraquinones: Rubiadin and Soranjidiol sensitize human cancer cell to die by apoptosis. Photodiagn. Photodyn.
Ther. 2014, 11, 182–192. [CrossRef]

33. Kim, M.M.; Darafsheh, A. Light Sources and Dosimetry Techniques for Photodynamic Therapy. Photochem. Photobiol. 2020, 96,
280–294. [CrossRef] [PubMed]

34. Saraste, A.; Pulkki, K. Morphologic and biochemical hallmarks of apoptosis. Cardiovasc. Res. 2000, 45, 528–537. [CrossRef]
35. Cardoso, D.R.; Libardi, S.H.; Skibsted, L.H. Riboflavin as a photosensitizer. Effects on human health and food quality. Food Funct.

2012, 3, 487–502. [CrossRef] [PubMed]
36. Thomas, C.; Pardini, R.S. Oxygen dependence of hypericin-induced phototoxicity to EMT6 mouse mammary carcinoma cells.

Photochem. Photobiol. 1992, 55, 831–837. [CrossRef]
37. Lavie, G.; Valentine, F.; Levin, B.; Mazur, Y.; Gallo, G.; Lavie, D.; Weiner, D.; Meruelo, D. Studies of the mechanisms of action of

the antiretroviral agents hypericin and pseudohypericin. Proc. Natl. Acad. Sci. USA 1989, 86, 5963–5967. [CrossRef]
38. Kakrani, P.H.; Kakrani, H.; Raval, M. Isolation of cytotoxic constituent from bioactivity guided fraction of Alysicarpus monilifer

L. (DC.). Int. J. Pharm. Pharm. Sci. 2019, 11, 69–77. [CrossRef]
39. Li, T.; Pan, H.; Feng, Y.; Li, H.; Zhao, Y. Bioactivity-guided isolation of anticancer constituents from Hedera nepalensis K. Koch. S.

Afr. J. Bot. 2015, 100, 87–93. [CrossRef]
40. Liu, L.; Yin, Q.-M.; Zhang, X.-W.; Wang, W.; Dong, X.-Y.; Yan, X.; Hu, R. Bioactivity-guided isolation of biphenanthrenes from

Liparis nervosa. Fitoterapia 2016, 115, 15–18. [CrossRef]
41. Ludwiczuk, A.; Saha, A.; Kuzuhara, T.; Asakawa, Y. Bioactivity guided isolation of anticancer constituents from leaves of Alnus

sieboldiana (Betulaceae). Phytomedicine 2011, 18, 491–498. [CrossRef]
42. Rafieian-kopaei, M.; Suleimani dehkordi, I.; Ghanadian, M.; Shokrollahi, A.; Aghaei, M.; Syed Majid, A.; Choudhary, M.I.

Bioactivity-guided isolation of new antiproliferative compounds from Juniperus foetidissima Willd. Nat. Prod. Res. 2016, 30,
1927–1933. [CrossRef]

43. Aron, A.T.; Gentry, E.C.; McPhail, K.L.; Nothias, L.-F.; Nothias-Esposito, M.; Bouslimani, A.; Petras, D.; Gauglitz, J.M.; Sikora, N.;
Vargas, F.; et al. Reproducible molecular networking of untargeted mass spectrometry data using GNPS. Nat. Protoc. 2020, 15,
1954–1991. [CrossRef]

http://doi.org/10.1038/s41592-020-0933-6
http://doi.org/10.1021/acschembio.7b00413
http://doi.org/10.1186/1471-2105-11-395
http://www.ncbi.nlm.nih.gov/pubmed/20650010
http://doi.org/10.1038/nbt.3597
http://www.ncbi.nlm.nih.gov/pubmed/27504778
http://doi.org/10.1038/s41592-019-0344-8
http://www.ncbi.nlm.nih.gov/pubmed/30886413
http://doi.org/10.1021/acs.analchem.5b04804
http://www.ncbi.nlm.nih.gov/pubmed/26882108
http://doi.org/10.3389/fpls.2019.01329
http://www.ncbi.nlm.nih.gov/pubmed/31708947
http://doi.org/10.1186/s13321-016-0174-y
http://doi.org/10.1111/j.1751-1097.1999.tb08240.x
http://doi.org/10.1111/j.1751-1097.2010.00880.x
http://doi.org/10.1016/j.phymed.2011.05.008
http://doi.org/10.1039/C6PP00334F
http://doi.org/10.1016/j.pdpdt.2014.02.002
http://doi.org/10.1111/php.13219
http://www.ncbi.nlm.nih.gov/pubmed/32003006
http://doi.org/10.1016/S0008-6363(99)00384-3
http://doi.org/10.1039/c2fo10246c
http://www.ncbi.nlm.nih.gov/pubmed/22406738
http://doi.org/10.1111/j.1751-1097.1992.tb08531.x
http://doi.org/10.1073/pnas.86.15.5963
http://doi.org/10.22159/ijpps.2019v11i8.33931
http://doi.org/10.1016/j.sajb.2015.05.011
http://doi.org/10.1016/j.fitote.2016.09.006
http://doi.org/10.1016/j.phymed.2010.10.005
http://doi.org/10.1080/14786419.2015.1101106
http://doi.org/10.1038/s41596-020-0317-5


Metabolites 2021, 11, 791 19 of 20

44. Chambers, M.C.; Maclean, B.; Burke, R.; Amodei, D.; Ruderman, D.L.; Neumann, S.; Gatto, L.; Fischer, B.; Pratt, B.; Egertson, J.;
et al. A cross-platform toolkit for mass spectrometry and proteomics. Nat. Biotechnol. 2012, 30, 918–920. [CrossRef] [PubMed]

45. Shannon, P.; Markiel, A.; Ozier, O.; Baliga, N.S.; Wang, J.T.; Ramage, D.; Amin, N.; Schwikowski, B.; Ideker, T. Cytoscape: A
software environment for integrated models of biomolecular interaction networks. Genome Res. 2003, 13, 2498–2504. [CrossRef]

46. Soop, K.; Dima, B.; Dima, B.; Cooper, J.A.; Park, D.; Oertel, B. A phylogenetic approach to a global supraspecific taxonomy of
Cortinarius (Agaricales) with an emphasis on the southern mycota. Persoonia 2019, 42, 261–290. [CrossRef] [PubMed]

47. Chen, Q.; Li, K.-T.; Tian, S.; Yu, T.-H.; Yu, L.-H.; Lin, H.-D.; Bai, D.-Q. Photodynamic Therapy Mediated by Aloe-Emodin Inhibited
Angiogenesis and Cell Metastasis Through Activating MAPK Signaling Pathway on HUVECs. Technol. Cancer Res. Treat. 2018, 17,
1533033818785512. [CrossRef] [PubMed]

48. Liu, Y.-Q.; Meng, P.-S.; Zhang, H.-C.; Liu, X.; Wang, M.-X.; Cao, W.-W.; Hu, Z.; Zhang, Z.-G. Inhibitory effect of aloe emodin
mediated photodynamic therapy on human oral mucosa carcinoma in vitro and in vivo. Biomed. Pharmacother. 2018, 97, 697–707.
[CrossRef] [PubMed]

49. Kessel, D. Exploring Modes of Photokilling by Hypericin. Photochem. Photobiol. 2020, 96, 1101–1104. [CrossRef]
50. Kleemann, B.; Loos, B.; Scriba, T.J.; Lang, D.; Davids, L.M. St. John’s Wort (Hypericum perforatum L.) photomedicine: Hypericin-

photodynamic therapy induces metastatic melanoma cell death. PLoS ONE 2014, 9, e103762. [CrossRef]
51. Flors, C.; Nonell, S. Light and Singlet Oxygen in Plant Defense Against Pathogens: Phototoxic Phenalenone Phytoalexins. Acc.

Chem. Res. 2006, 39, 293–300. [CrossRef]
52. Dührkop, K.; Shen, H.; Meusel, M.; Rousu, J.; Böcker, S. Searching molecular structure databases with tandem mass spectra using

CSI:FingerID. Proc. Natl. Acad. Sci. USA 2015, 112, 12580–12585. [CrossRef]
53. Sumner, L.W.; Amberg, A.; Barrett, D.; Beale, M.H.; Beger, R.; Daykin, C.A.; Fan, T.W.M.; Fiehn, O.; Goodacre, R.; Griffin, J.L.; et al.

Proposed minimum reporting standards for chemical analysis. Metabolomics 2007, 3, 211–221. [CrossRef]
54. Peintner, U.; Moncalvo, J.-M.; Vilgalys, R. Toward a better understanding of the infrageneric relationships in Cortinarius

(Agaricales, Basidiomycota). Mycologia 2004, 96, 1042–1058. [CrossRef] [PubMed]
55. Garnica, S.; Schoen, M.E.; Abarenkov, K.; Riess, K.; Liimatainen, K.; Niskanen, T.; Dima, B.; Soop, K.; Froeslev, T.G.; Jeppesen,

T.S.; et al. Determining threshold values for barcoding fungi: Lessons from Cortinarius (Basidiomycota), a highly diverse and
widespread ectomycorrhizal genus. FEMS Microbiol. Ecol. 2016, 92, fiw045. [CrossRef] [PubMed]

56. Garnica, S.; Weiß, M.; Oertel, B.; Ammirati, J.; Oberwinkler, F. Phylogenetic relationships in Cortinarius, section Calochroi,
inferred from nuclear DNA sequences. BMC Evol. Biol. 2009, 9, 1. [CrossRef]

57. Pachon-Pena, G.; Reyes-Zurita, F.J.; Deffieux, G.; Azqueta, A.; de Cerain, A.L.; Centelles, J.J.; Creppy, E.E.; Cascante, M.
Antiproliferative effect of flavomannin-6,6’-dimethylether from Tricholoma equestre on Caco-2 cells. Toxicology 2009, 264, 192–197.
[CrossRef] [PubMed]

58. Steglich, W.; Toepfer-Petersen, E. Phlegmacin and anhydrophlegmacin, novel pigments from Cortinarius odorifer (agaricales). Z.
Naturforsch. B 1972, 27, 1286–1287. [CrossRef]

59. Steglich, W.; Toepfer-Petersen, E.; Pils, I. Pigments of fungi. XVI. Novel phlegmacin derivatives from Cortinarius percomis
(Agaricales). Z. Naturforsch. Teil C 1973, 28, 354–355.

60. Elsworth, C.; Gill, M.; Gimenez, A.; Milanovic, N.M.; Raudies, E. Pigments of fungi. Part 50. Structure, biosynthesis and
stereochemistry of new dimeric dihydroanthracenones of the phlegmacin type from Cortinarius sinapicolor Cleland. J. Chem. Soc.
Perkin Trans. 1 1999, 119–125. [CrossRef]

61. Mueller, M.; Lamottke, K.; Steglich, W.; Busemann, S.; Reichert, M.; Bringmann, G.; Spiteller, P. Biosynthesis and stereochemistry
of phlegmacin-type fungal pigments. Eur. J. Org. Chem. 2004, 4850–4855. [CrossRef]

62. Xia, G.; Li, J.; Li, H.; Long, Y.; Lin, S.; Lu, Y.; He, L.; Lin, Y.; Liu, L.; She, Z. Alterporriol-type dimers from the mangrove endophytic
fungus, Alternaria sp. (SK11), and their MptpB inhibitions. Mar. Drugs 2014, 12, 2953–2969. [CrossRef]

63. Debbab, A.; Aly, A.H.; Edrada-Ebel, R.; Wray, V.; Müller, W.E.G.; Totzke, F.; Zirrgiebel, U.; Schächtele, C.; Kubbutat, M.H.G.; Lin,
W.H.; et al. Bioactive Metabolites from the Endophytic Fungus Stemphylium globuliferum Isolated from Mentha pulegium. J.
Nat. Prod. 2009, 72, 626–631. [CrossRef] [PubMed]

64. Singer, R. The Agaricales in Modern Taxonomy, 4th ed.; Koeltz Botanical Books: Koenigstein, Germany, 1986; 981p.
65. Gollnick, K.; Held, S.; Mártire, D.O.; Braslavsky, S.E. Hydroxyanthraquinones as sensitizers of singlet oxygen reactions: Quantum

yields of triplet formation and singlet oxygen generation in acetonitrile. J. Photochem. Photobiol. A Chem. 1992, 69, 155–165.
[CrossRef]

66. Vargas, F.; Fraile, G.; Velasquez, M.; Correia, H.; Fonseca, G.; Marin, M.; Marcano, E.; Sanchez, Y. Studies on the photostability
and phototoxicity of aloe-emodin, emodin and rhein. Pharmazie 2002, 57, 399–404.

67. Kersten, B.; Zhang, J.; Brendler-Schwaab, S.Y.; Kasper, P.; Müller, L. The application of the micronucleus test in Chinese hamster
V79 cells to detect drug-induced photogenotoxicity. Mutat. Res./Genet. Toxicol. Environ. Mutagenesis 1999, 445, 55–71. [CrossRef]

68. Wang, W.; Zhang, Y.; Nakashima, S.; Nakamura, S.; Wang, T.; Yoshikawa, M.; Matsuda, H. Inhibition of melanin production by
anthracenone dimer glycosides isolated from Cassia auriculata seeds. J. Nat. Med. 2019, 73, 439–449. [CrossRef] [PubMed]

69. Yang, Q.; Liu, T.; Chen, L.; Duan, Y.; Lu, X. Use of Phlegmacin B1 as Chitinase and Hexosaminidase Inhibitors for Preventing and
Treating Agricultural Pests. CN106854144A, 14 July 2017.

http://doi.org/10.1038/nbt.2377
http://www.ncbi.nlm.nih.gov/pubmed/23051804
http://doi.org/10.1101/gr.1239303
http://doi.org/10.3767/persoonia.2019.42.10
http://www.ncbi.nlm.nih.gov/pubmed/31551621
http://doi.org/10.1177/1533033818785512
http://www.ncbi.nlm.nih.gov/pubmed/30068242
http://doi.org/10.1016/j.biopha.2017.10.080
http://www.ncbi.nlm.nih.gov/pubmed/29102913
http://doi.org/10.1111/php.13275
http://doi.org/10.1371/journal.pone.010376
http://doi.org/10.1021/ar0402863
http://doi.org/10.1073/pnas.1509788112
http://doi.org/10.1007/s11306-007-0082-2
http://doi.org/10.2307/3762088
http://www.ncbi.nlm.nih.gov/pubmed/21148925
http://doi.org/10.1093/femsec/fiw045
http://www.ncbi.nlm.nih.gov/pubmed/26929438
http://doi.org/10.1186/1471-2148-9-1
http://doi.org/10.1016/j.tox.2009.08.009
http://www.ncbi.nlm.nih.gov/pubmed/19686795
http://doi.org/10.1515/znb-1972-1038
http://doi.org/10.1039/a808340a
http://doi.org/10.1002/ejoc.200400518
http://doi.org/10.3390/md12052953
http://doi.org/10.1021/np8004997
http://www.ncbi.nlm.nih.gov/pubmed/19271717
http://doi.org/10.1016/1010-6030(92)85273-W
http://doi.org/10.1016/S1383-5718(99)00143-6
http://doi.org/10.1007/s11418-018-01276-2
http://www.ncbi.nlm.nih.gov/pubmed/30847755


Metabolites 2021, 11, 791 20 of 20

70. Hopkins, S.L.; Siewert, B.; Askes, S.H.C.; Veldhuizen, P.; Zwier, R.; Heger, M.; Bonnet, S. An in vitro cell irradiation protocol for
testing photopharmaceuticals and the effect of blue, green, and red light on human cancer cell lines. Photochem. Photobiol. Sci.
2016, 15, 644–653. [CrossRef] [PubMed]

71. Stecher, G.; Tamura, K.; Kumar, S. Molecular Evolutionary Genetics Analysis (MEGA) for macOS. Mol. Biol. Evol. 2020, 37,
1237–1239. [CrossRef]

72. Kim, H.W.; Wang, M.; Leber, C.; Nothias, L.-F.; Reher, R.; Kang, K.B.; Hooft, J.J.J.; Dorrestein, P.; Gerwick, W.; Cottrell, G.
NPClassifier: A Deep Neural Network-Based Structural Classification Tool for Natural Products. ChemRXiv 2020. preprint.
[CrossRef] [PubMed]

http://doi.org/10.1039/C5PP00424A
http://www.ncbi.nlm.nih.gov/pubmed/27098927
http://doi.org/10.1093/molbev/msz312
http://doi.org/10.1021/acs.jnatprod.1c00399
http://www.ncbi.nlm.nih.gov/pubmed/34662515

	Introduction 
	Results and Discussion 
	Study Overview 
	DMA Assay 
	(Photo)Cytotoxicity Assay 
	Feature-Based Molecular Network 
	Generation and General Investigation 
	Photoactive-Feature Annotation Overview 
	Specificity of Features and Phylogenetic Relevance 
	Cluster Annotation and Bioactivity Prioritization 
	FBMN—Final Specific Remarks 

	Outlook 

	Materials and Methods 
	General Instrumentation 
	Chemicals 
	Phylogenetic Analysis 
	Fungal Material 
	Sample Preparation and Extraction Procedures 
	Feature-Based Molecular Networking (FBMN) 
	DMA Assay 
	Cell Culture Maintenance and (Photo)Cytotoxicity Assay 

	Conclusions 
	References

