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Abstract. In drug discovery, it is important to
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metabolism. Analysis of reaction products is com-

monly achieved with mass spectrometry coupled to chromatography. However, sample throughput can be
substantially increased by eliminating pretreatment steps and exploiting the potential of ambient ionization mass
spectrometry (MS). Furthermore, online monitoring of reactions in a time-resolved way would identify sequential
modification steps. Here, we introduce a novel (time-resolved) TiO,-photocatalysis laser ablation electrospray
ionization (LAESI) MS method for the analysis of drug candidates. This method was proven to be compatible with
both TiO,-coated glass slides as well as solutions containing suspended TiO, nanoparticles, and the results were
in excellent agreement with studies on biological oxidation of verapamil, buspirone, testosterone, andarine, and
ostarine. Finally, a time-resolved LAESI MS setup was developed and initial results for verapamil showed
excellent analytical stability for online photocatalyzed oxidation reactions within the set-up up to at least 1 h.
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Introduction

M etabolism of drugs is an important aspect of their effica-
cy after administration to the body. One aspect of human
metabolism is the excretion of xenobiotics—e.g., drugs or
carcinogens—by biochemical transformations. In pharmacolo-
gy, these transformations can also be exploited for the activa-
tion of prodrugs. The metabolism of drugs is often divided into
two phases, biotransformation and bioconjugation,
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respectively. The biotransformation, phase I, plays an impor-
tant role in the deactivation of drugs and activation of prodrugs
and comprises reactions such as oxidation, reduction, and
hydrolysis. In drug discovery, it is important to identify these
modifications as early as possible to screen for possible phar-
macologically active compounds [1, 2]. Commonly, the me-
tabolism of drug candidates is evaluated by in vitro biotrans-
formations (with microsomes or recombinant enzymes), which
are time-consuming and relatively expensive [2]. Since the
major class of reactions in phase I metabolism are oxidation
reactions [3], also non-enzymatic methods could be used for
rapid phase I reactions to eliminate drug candidates with an
undesired metabolism. Apart from electrochemistry ap-
proaches [4, 5], titanium dioxide (TiO,) photocatalysis is a
simple non-enzymatic method to generate oxidation reaction
products similar to those obtained by phase I biochemical
transformations [6—13].

In TiO, photocatalysis (see refs [14, 15] for reviews), TiO,
is used as a material that is able to catalyze oxidation and
reduction reactions when exposed to ultra-violet (UV) radiation
[16-18]. The absorbance of a photon by TiO, with an energy
greater than its bandgap (3.2 eV, 385 nm) will excite a valence
electron, producing a free electron in the conduction band and
leaving a hole in the valence band. Both the hole and free
electron can react with other molecules that are present at the
material surface, like molecular oxygen and water molecules.
Molecular oxygen can be reduced to superoxide (O, ), which
is a very strong oxidizing agent of organic molecules [19]. In
both the oxidation (by photogenerated holes) and reduction (by
the free electrons) of water molecules, hydroxyl radicals are
produced. Hydroxyl radicals are highly oxidative and have
been used extensively as a tool for oxidation reactions with
drug candidates [6—13].

Mass spectrometry (MS), often coupled with liquid
chromatography (LC), is a well-established analysis tech-
nique for the identification and quantification of drugs and
their metabolites following in vitro and in vivo studies.
Hence, LC-MS has been used as analytical method of
choice for identification of the drug reaction products in
most TiO, photocatalyzed oxidation studies [6—12]. This
method requires the removal of TiO, particles prior to LC-
MS analysis, introducing pretreatment steps and thus lim-
iting sample throughput. Improvements have been
achieved with a nanoreactor electrospray ionization chip
(TiO,-pPESI) containing integrated TiO,-coated
micropillars for direct MS analysis [13]. Apart from this
approach, a simple TiO,-coated rotating platform was re-
cently introduced in combination with desorption
electrospray ionization (DESI) MS, providing the opportu-
nity to increase throughput of oxidation reactions up to
four samples per minute [20]. Although these MS methods
do not allow for the separation of isomeric reaction prod-
ucts, MS/MS provides information on the modification
site. A drawback in current TiO, photocatalysis systems
is the possibility of continuous oxidation of formed reac-
tion products, as often multiple, consecutive oxidation

reactions might take place. This makes it difficult to iden-
tify sequential oxidation steps. An online, time-resolved
based method would therefore be a real asset for identifi-
cation of products, and to follow consecutive and/or paral-
lel modifications in real time.

Laser ablation electrospray ionization (LAESI) is an
ambient MS technique used in the analysis of, e.g., tissues,
food contaminants, solid materials, and liquids [21-29]. It
uses a 2.94 pm mid-infrared pulsed laser that addresses
hydroxyl moieties leading to the efficient ablation of sam-
ple material that is subsequently extracted by charged
electrospray droplets upon MS analysis. LAESI has previ-
ously been demonstrated its ability to allow monitoring of
enzymatic reactions in time, directly from a well plate [28].
In a LAESI TiO, photocatalysis MS system, reaction prod-
ucts in the ablation plume would simply be extracted by
electrospray droplets for MS detection, without any need
for removal of TiO, particles. Temporal resolution would
then easily be obtained by online UV exposure inside the
LAESI ambient ionization source, providing the opportu-
nity to study reactions in real time.

In the present work, we introduce LAESI-MS as an analysis
technique in TiO, photocatalysis. The feasibility of the method
is demonstrated and critically compared to LC-MS, TiO,-
UPESI-MS, and DESI-MS TiO, photocatalysis methods for
verapamil, buspirone, and testosterone. Furthermore, the meth-
od is used to generate reaction products of the selective andro-
gen receptor modulators andarine and ostarine and compared
with metabolites obtained in vitro. Finally, time-resolved TiO,
photocatalysis LAESI-MS is shown, with the online TiO,
photocatalyzed oxidation reaction of verapamil as a model
system.

Experimental
Materials

TiO,-coated glass slides were created by atomic layer de-
position of titanium(IV) isopropoxide on glass; the full
procedure has been reported elsewhere [20]. Verapamil,
buspirone, and titanium(IV) oxide nanopowder P25 were
obtained from Sigma-Aldrich (Zwijndrecht,
The Netherlands). Testosterone, ostarine, and andarine were
kindly donated by RIKILT (Wageningen, The Netherlands).
Ultrapure water (H,0)—18.2 MQ xcm ™' at 25 °C—was
freshly produced daily with a Millipore (Molsheim, France)
Integral 3 system. Acetonitrile (ACN) LC-MS grade was
bought from VWR (Leuven, Belgium). Methanol (MeOH)
UPLC-MS grade was purchased from Biosolve
(Valkenswaard, The Netherlands). Formic acid (FA) LC-
MS grade was bought from Fisher Scientific (Geel, Bel-
gium) and leucine-enkephalin (leu-enk) for lock mass-
corrected mass calibration was purchased from Waters
(Manchester, UK).
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LAESI-MS of TiO, Photocatalyzed Oxidation Re-
actions on Glass Slides

For all compounds, only 1 pL of sample solution (1 mM) was
dispensed on TiO,-coated glass slides. The sample spots were
UV exposed until dry—roughly between 60 and 180 s, depend-
ing on solvent volatility—with a Uvet (Guangdong, P.R. China)
UV LED Spot Curing System NSC4 (specified maximum peak
at 365 nm, intensity 650 mW/cm? at 4 cm distance).
Two microliter solvent was added to the dried sample spots
before direct analysis with a Protea Biosciences (Morgantown,
WYV) LAESI DP-1000 system coupled to a Waters Synapt G2S
traveling wave ion mobility (IMS) time of flight (TOF) mass
spectrometer (MS). LAESI desktop software v.2.0.1.3 (Protea
Biosciences) was used to control experimental parameters of the
LAESI system. The Nd:YAG optical parametric oscillator mid-
infrared laser (2.94 pm) was set to 100% laser power (@ 3.2 J/
cm?), and 10 pulses with a specified pulse length of 5 ns were
acquired on every spot (2 200 um) at a frequency of 5 Hz. A
solution of MeOH/H,O (1:1) with 0.1% FA and 40 ng x mL "'
leu-enk was used as electrospray solvent in positive ion mode
whereas in negative ion mode, a solution of MeOH/H,O (1:1)
with 100 ng xmL™" leu-enk was used. Electrospray flow rate
was 1 uL x min ' and the voltage was set at ~ 3.5 kV (ESI+) or
~3.0kV (ESI-) in order to have a stable ESI signal. The Synapt
G2S was controlled by MassLynx v4.1 SCN 883 (Waters) and
operated in either positive—for verapamil, buspirone, and
testosterone—or negative—for ostarine and andarine—ion
TOF-MS resolution mode, m/z range 50-1200, scan time 1 s,
and source and interface temperatures were both set at 150 °C.
Background-subtracted mass spectra were generated using the
“combine spectrum” function in MassLynx: five scans, each
corresponding to five laser pulses of UV exposed sample spots,
were combined and 50 scans, matching laser pulses of non-UV-
exposed sample spots (blank) together with electrospray back-
ground, were subtracted.

Time-Resolved TiO, Photocatalysis LAESI-MS

For the time-resolved measurements, the UV lamp was
installed inside the LAESI system. Verapamil (I mM)
was dissolved in 0.2 g x L' TiO, nanopowder (H,O) and
the polypropylene sample cup containing the solution
(4 mL) was mounted inside the LAESI system. PEEK
tubing, connected to an air supply, was placed into the
solution to provide a continuous oxygen source as well as
a stirring mechanism due to the bubbling of air (5 mL x
min~'). An overview of the experimental setup is shown in
Figurelb. The sample was online UV exposed for 60 min,
during which the mid-IR laser was pulsed continuously at
a frequency of 0.1 Hz, and MS scan time was 0.5 s. The
heated MS inlet temperature was decreased to 80 °C to
minimize solvent evaporation in the sample cup. Extracted
ion current (EIC) signals were integrated with MassLynx
and the (laser ablation-induced) peak areas obtained were
normalized to the verapamil [M+H]" signal.

Results and Discussion

LAESI-MS as an Analysis Tool in TiO,--
Photocatalyzed Oxidation Reactions on Glass Slides

LAESI-MS was examined as a direct analysis tool in TiO,
photocatalysis; the generated oxidation products were crit-
ically compared with data of previously reported oxidation
products of the model compounds verapamil, buspirone,
and testosterone [7, 10, 11, 13, 20]. A first notable practi-
cal aspect was that LAESI, like DESI, was able to easily
analyze samples on surfaces without any sample pre-
treatment or lengthy chromatographic separation. Oxida-
tion products were generated by simple offline UV expo-
sure of analyte solutions on TiO,-coated glass slides, after
which LAESI analysis directly onto the glass slides proved
feasible. Additional analyte solution spots on the same
glass slides were covered to prevent UV exposure; the
obtained LAESI-MS signals of these spots were used for
MS background subtraction. Table 1 presents the obtained
photocatalyzed oxidation products of verapamil together
with their collision-induced dissociation (CID) MS/MS
product ions. Detected LAESI-ionized oxidation products
at m/z 291.206, 441.270, 487.282, and 469.266 correspond
to the molecular structures [M-164+H]" (N-dealkylation),
[M-CH,+H]" (demethylation), [M+20+H]"
(dihydroxylation), and [M+O-H,+H]" (carbonyl forma-
tion), respectively. Both the demethylation (M-CH,) and
carbonyl formation (M+O-H,) appear to occur at various
positions in the molecule. For the demethylation, this is
shown by the CID product ions m/z 151.076 and m/z
289.192 (Table 1, patterns B and C, respectively) that both
comprise CH, (—14.02 Da) loss. In the carbonyl
formation—oxidation product—this is indicated by the
two different CID product ions m/z 179.070 and m/z
317.187 (Table 1, patterns B and C, respectively), which
show a 13.98 Da addition (+O-H;) compared to their
verapamil equivalents. The observed photocatalyzed oxi-
dation products and CID product ions are similar to those
reported in TiO,-uPESI and DESI analysis studies [13,
20]. One exception is a product detected with TiO,-
PPESI-MS at m/z 195 (N-dealkylation) which was not
observed in our data. This absence could be a result of
the specific TiO, photocatalysis procedure used, as with
TiO,-uPESI, the photocatalytic micropillar nanoreactor
was integrated in the electrospray ionization chip, which
comprises a different setup. Our method has more similar-
ities with the DESI study, in which m/z 195 was absent as
well [20]. The obtained verapamil CID fragmentation path-
way in Table 1 is similar to the one suggested by Walles
et al. [30]

For buspirone, the obtained TiO,-photocatalyzed oxida-
tion products following LAESI-ionization were m/z
402.254, 400.241, 384.240, and 418.253 and are presented
along with the their CID MS/MS product ions in Table 2.
The obtained oxidation products relate to the molecular
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Figure 1. Schematic overview of TiO, photocatalysis LAESI-MS. (a) Offline UV exposure of samples on TiO,-coated glass slides
followed by direct LAESI-MS analysis. (b) The online time-resolved TiO, photocatalysis LAESI-MS setup, comprising an ESI probe, a
sample cup with PEEK tube for oxygen supply, a mid-IR laser, and a 365 nm UV lamp. Additional details can be found in the

experimental section and a picture of (b) is shown in Figure S1

structures [M+O+H]" (hydroxylation), [M+O-H,+H]" (hy-
droxylation and dehydrogenation), [M-H,+H]" (dehydro-
genation), and [M+20+H]" (dihydroxylation), respective-
ly. As with verapamil, all obtained oxidation products are
in excellent agreement with LC-MS and DESI-MS studies
on this compound, underlining the feasibility of LAESI-
MS as a rapid analysis tool for TiO, photocatalysis [7, 11,
20]. Furthermore, the obtained CID product ions D and F
(Table 2) of photocatalyzed oxidation products M+O (m/z
402.254) and M+O-H, (m/z 400.241) in particular demon-
strate distinctive CID fragmentation. The hydroxylation

(M+0) product suggests a rapid loss of H,O upon CID,
making the hydroxylation site undetected in CID MS/MS
analysis from the m/z values of fragment ions D and F.
However, with the hydroxylation and dehydrogenation
(M+0-H,) product, this site is indicated to be in CID
product ion F due to the increased m/z value of this CID
product ion (from m/z 265 to 279). The dehydrogenation
site is located in the piperazine moiety, as indicated by
CID MS/MS product ion E (m/z 162.090, Table 2). The
opportunity to include CID MS/MS is a useful option, but
a minor shortcoming of ambient ionization MS compared

Table 1. Observed TiO, Photocatalyzed Oxidation Products of Verapamil, as Generated on TiO,-Coated Glass Slides, Together with Their CID Product Ions. A
Background-Subtracted Mass Spectrum Is Given in Figure S2a and CID MS/MS Spectra of Verapamil and Photocatalyzed Oxidation Products Are Provided in

Figure S3
Photocatalytic oxidation product [M+H]" Observed CID MS/MS product ions (/)
A B C D E Other
Verapamil 455.290 150.068 165.091 303.206 260.165
M-164, N-dealkylation 291.206 260.165 248.152
177.091
165.091
151.076
M-CH, 441.270 150.068 165.092 303.207 291.207 260.165
151.076 289.192
M+20 487.282 165.092 303.208 260.165 469.270
289.192 440.267
M+0-H, 469.266 179.070 303.207 260.166
165.091 317.187
151.076
—0
B 0]
' N
A i =
N

Proposed CID fragmentation pattern of verapamil
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Table 2. Observed TiO,-Photocatalyzed Oxidation Products of Buspirone, and Their CID MS/MS Product Ions. A Background-Subtracted Mass Spectrum Is Given
in Figure S2b and CID MS/MS Spectra of Buspirone and Photocatalyzed Oxidation Products Are Provided in Figure S4

Photocatalytic oxidation product [M+H]" Observed CID MS/MS product ions (m/z)
A B C D E F G Other

Buspirone 386.255 222.149 150.103 122.072 265.191

M+O 402.254 222.149 251.176 122.072 265.192 384.240

M+0-H, 400.241 122.072 279.170 150.067 372.240

M-H, 384.240 222.149 162.090

M+20 418.253 122.072 150.067 177.114
330.192
372.239
384.239

Proposed CID fragmentation pattern of buspirone

to hyphenated-MS techniques is the absence of the extra
separation dimension, e.g., there were four chromatograph-
ic peaks reported by Calza et al. in the LC-MS analysis of
hydroxy-buspirone (m/z 402), corresponding to at least
four different isobaric hydroxylation products [7]. An ad-
ditional separation dimension compatible with ambient
ionization MS is ion mobility (IMS) [26]. The applicability
of IMS was investigated by calculation of collision cross
sections (CCS) for reported isobaric hydroxylation prod-
ucts and is provided in Table S1 [7]. Buspirone hydroxyl-
ation products are varying in CCS by circa 1%, whereas
the IMS resolving power of used instrumentation is capa-
ble of separating compounds with CCS differences of over
approximately 5% [31]. The IMS separation of buspirone
hydroxylation products is therefore beyond the resolving
power of present instrumentation and was not further in-
vestigated here. Nonetheless, studies comprising other
molecules and/or different ion mobility hardware could
benefit from separation with this technique. The CID MS/
MS fragmentation pathway as proposed in Table 2 is in
good agreement with literature [7, 32].

Finally, the steroid testosterone was studied to show the
feasibility of TiO, photocatalysis LAESI-MS for analysis of a
more hydrophobic compound. Testosterone was dissolved in
H,O/ACN (1:1 v/v) prior to the analysis. ACN is known to be
an OH radical scavenger and may therefore somewhat hamper
the TiO,-photocatalyzed oxidation of testosterone [10, 33].
Despite this organic modifier, oxidation products were easily
obtained and are presented with their CID MS/MS product ions
in Table S2. The observed reaction products M+O (m/z
305.209), M+0O-H, (m/z 303.194), and M-H, (m/z 287.203)

are in line with the products detected in conventional LC-MS
analysis [10, 11].

TiO, Photocatalysis LAESI-MS of Selective
Androgen Receptor Modulators on Glass Slides

Following the verification of LAESI-MS as a suitable
analysis tool in TiO, photocatalysis on glass slides, the
method was used to study the oxidation products of the
selective androgen receptor modulators andarine and
ostarine. The only photocatalytic reaction product of
andarine was observed at m/z 307.058 (Figure 2a) follow-
ing LAESI-MS analysis, and the proposed mechanism is
depicted in Figure S6. The proposed structure could further
be confirmed by MS/MS of m/z 307.058, via the observa-
tion of a fragment ion at m/z 205.023. This m/z 307.058
peak and similar MS/MS spectra were reported to belong
to the most abundant metabolite in several biological
in vitro and in vivo studies, using human liver microsomes
and human urine [34-40]. In those studies, reported phase
IT metabolites produced by enzymes, such as glutathione-
S-transferase, N-acetyl transferase, and sulfotransferase,
are obviously not observed in TiO,-photocatalyzed oxida-
tion studies.

In case of ostarine, the LAESI-ionized oxidation products
were observed at m/z 287.062 and m/z 404.093 (Figure 2b).
The ion at m/z 287.062 is proposed to be produced following a
similar reaction mechanism (Figure S6) as m/z 307.058 of
andarine. The structure is further confirmed by MS/MS to yield
a CID fragment ion at m/z 185.033, which is in agreement with
literature [40, 41]. The oxidation product appearing at m/z
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Figure 2. Background-subtracted mass spectra of the oxidation
structures. Obtained CID MS/MS spectra are provided in Figures
307.058), and S9 (ostarine product, m/z 287.062)

404.093 is most likely formed by hydroxylation of ostarine.
Multiple hydroxylation sites were identified by MS/MS exper-
iments. The most obvious sites are aromatic rings (Figure S7).
The CID fragment ions at m/z 285.049 and m/z 118.030 corre-
spond to hydroxylation in aromatic ring A, whereas the frag-
ment ions at m/z 269.054 and m/z 134.025 associate with
hydroxylation at ring B. A fragmentation mechanism for these
compounds has been reported previously [33]. However, we
here propose a different CID fragmentation mechanism, lead-
ing to fragment ions with a stable C-N bond instead of a labile
N-O bond (Figure S7b). These results demonstrate that our
method provides rapid identification of photocatalyzed

21 —(@
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oxidation products that mimic products found in several
in vitro studies [34-41].

Although both andarine and ostarine do not significantly
absorb UV light at 2=365 nm, the same experiment, but on
regular—uncoated—glass slides was performed to exclude any
possibility of photodegradation due to direct UV exposure.
Indeed, no reaction products were obtained (Figure S10).
Please note that all compounds used in this study do not
significantly absorb UV light at A>300 nm and the used UV
lamp does not emit UV light at <350 nm (Figure S11). It is
therefore unlikely that any products shown in this work are a
result of photodegradation.
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Figure 3. Time-resolved photocatalyzed oxidation LAESI-MS of verapamil using a TiO, nanoparticle suspension. (a) The formation
of the N-dealkylation product (m/z 291.21) of verapamil. (b) The formation of the demethylation product of verapamil (m/z 441.28). (c)

The product of both the N-dealkylation and demethylation (m/z 277
secondary y-axis). The 365-nm UV lamp was switched ON after 2

.19), which starts to appear around ~ 25 min (intensity shown at
min. All lines were normalized to verapamil [M+H]*. Data were

averaged (n =3, for clarity, error bars are not shown), individual data are shown in Figure S14
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Time-Resolved Photocatalyzed Oxidation
LAESI-MS of Verapamil Using TiO, Nanoparticle
Suspensions

In order to monitor the generation of reaction products in time,
an online setup was created by installing a reaction cup and the
UV lamp inside the LAESI system (Figures 1b and S1). Be-
sides measuring oxidation products from TiO,-coated glass
slides as demonstrated in the previous paragraphs, LAESI is
also capable of measuring those directly from a sample cup
containing suspended TiO, nanoparticles in water. Verapamil
was used as a model compound and the generation of several
products during a reaction time of 1 h is shown in Figure 3.
After switching on the 365-nm UV lamp, at 2-min runtime,
almost instantly two major products of verapamil, the N-
dealkylation and demethylation products (Figure 3, signals a
and b) were observed. These reaction products steadily in-
creased in abundance during the entire analysis runtime of
60 min (Figure 3, raw data in Figure S12). The added value
of time-resolved analysis started to show after ca. 25-min
reaction time, when a product ion at m/z 277.19 started to
appear (Figure 3, signal c). This m/z value is the result of both
N-dealkylation and demethylation of verapamil and clearly
demonstrates the power of this system in identifying subse-
quent oxidation steps. In addition, also the product of a double
demethylation (m/z 427.26) was observed after ca. 18 min
(Figure S13). Following these results, this time-resolved meth-
od allows the optimization of reaction conditions preliminary
to high-throughput static experiments. Despite the inherent
poor reproducibility of MS data from individual LAESI pulses,
the reproducibility of time-resolved TiO, photocatalyzed
LAESI-MS over three different analyses is actually quite good,
cf. the individual lines of the (n = 3) averaged data presented in
Figure 3 given in Figure S14. This indicates that time-resolved
analysis of the oxidation products of drugs is not only feasible
by LAESI, but also easily adds mechanistic information that is
not available upon analysis of the composition of just one time
point.

Conclusions

We have developed an ambient TiO, photocatalysis LAESI
MS method to generate photocatalyzed oxidation products of
drugs that are similar to phase I metabolites. Like other ambient
ionization MS approaches the concept features rapid simplified
analysis without any sample pretreatment or lengthy chromato-
graphic separations. In addition, LAESI MS was able to mea-
sure drugs and their metabolites directly from the surface of
TiO,-coated glass slides as well as from TiO, nanoparticle
suspensions. Among others, the method on TiO,-coated glass
slides was demonstrated with the selective androgen receptor
modulators andarine and ostarine to yield oxidation reaction
products similar to those obtained in various in vitro studies.
Moreover, a novel fully integrated, time-resolved LAESI MS
photocatalyzed oxidation approach was successfully developed
using a TiO, nanoparticle suspension and demonstrated for

verapamil. The time-resolved TiO, photocatalysis LAESI MS
exhibited excellent stability and enabled the monitoring of
reaction products during a reaction time of at least 1 h. This
method can be used in future research to expeditiously assess
drug candidates in the early stages of development as well as an
online tool for time-resolved monitoring for this and of
other—non-TiO, based—reactions.

Acknowledgements

The authors thank Marco Blokland for providing reagents and
preliminary discussions. The authors are grateful to receive
funding for this research from The Netherlands Organization
for Scientific Research (NWO) in the framework of the Tech-
nology Area TA-COAST2 of the Fund New Chemical Inno-
vations (Project No. 053.21.111).

Open Access

This article is distributed under the terms of the Creative
Commons Attribution 4.0 International License (http://
creativecommons.org/licenses/by/4.0/), which permits unre-
stricted use, distribution, and reproduction in any medium,
provided you give appropriate credit to the original author(s)
and the source, provide a link to the Creative Commons
license, and indicate if changes were made.

Publisher’s Note Springer Nature remains neutral with regard to juris-
dictional claims in published maps and institutional affiliations.

References

1. Zhang, Z., Tang, W.: Drug metabolism in drug discovery and develop-
ment. Acta Parm. Sin. B. (2018). https://doi.org/10.1016/j.apsb.2018.
1004.1003

2. Kirchmair, J., Géller, A.H., Lang, D., Kunze, J., Testa, B., Wilson, 1.D.,
Glen, R.C., Schneider, G.: Predicting drug metabolism: experiment and/
or computation? Nat. Rev. Drug Discov. 14, 387404 (2015)

3. Guengerich, F.P.: Common and uncommon cytochrome P450 reactions
related to metabolism and chemical toxicity. Chem. Res. Toxicol. 14,
611-650 (2001)

4. Faber, H., Vogel, M., Karst, U.: Electrochemistry/mass spectrometry as a
tool in metabolism studies—a review. Anal. Chim. Acta. 834, 9-21
(2014)

5. Bussy, U., Boisseau, R., Thobie-Gautier, C., Boujtita, M.:
Electrochemistry-mass spectrometry to study reactive drug metabolites
and CYP450 simulations. TrAC Trends Anal. Chem. 70, 67-73 (2015)

6. Calza, P., Pelizzetti, E., Brussino, M., Baiocchi, C.: Ion trap tandem mass
spectrometry study of dexamethasone transformation products on light
activated TiO, surface. J. Am. Soc. Mass Spectrom. 12, 1286—1295
(2001)

7. Calza, P., Pazzi, M., Medana, C., Baiocchi, C., Pelizzetti, E.: The photo-
catalytic process as a tool to identify metabolitic products formed from
dopant substances: the case of buspirone. J. Pharm. Biomed. Anal. 35, 9—
19 (2004)

8. Medana, C., Calza, P., Giancotti, V., Dal Bello, F., Aragno, M., Baiocchi,
C.: Study of the photocatalytic transformation of synephrine: a biogenic


http://dx.doi.org/10.1016/j.apsb.2018.1004.1003
http://dx.doi.org/10.1016/j.apsb.2018.1004.1003

646

20.

21.

22.

23.

24.

25.

26.

F. A. M. G. van Geenen et al.: TiO, Photocatalyzed LAESI Mass Spectrometry

amine relevant in anti-doping analysis. Anal. Bioanal. Chem. 405, 1105~
1113 (2013)

Medana, C., Calza, P., Giancotti, V., Dal Bello, F., Pasello, E., Montana,
M., Baiocchi, C.: Horse metabolism and the photocatalytic process as a
tool to identify metabolic products formed from dopant substances: the
case of sildenafil. Drug Test. Anal. 3, 724-734 (2011)

Ruokolainen, M., Valkonen, M., Sikanen, T., Kotiaho, T., Kostiainen, R.:
Imitation of phase I oxidative metabolism of anabolic steroids by titanium
dioxide photocatalysis. Eur. J. Pharm. Sci. 65, 45-55 (2014)
Ruokolainen, M., Gul, T., Permenticr, H., Sikanen, T., Kostiainen, R.,
Kotiaho, T.: Comparison of TiO, photocatalysis, electrochemically assisted
Fenton reaction and direct electrochemistry for simulation of phase I
metabolism reactions of drugs. Eur. J. Pharm. Sci. 83, 36-44 (2016)
Raoof, H., Mielczarek, P., Michalow, K.A., Rekas, M., Silberring, J.:
Synthesis of metabolites of paracetamol and cocaine via photooxidation
on TiO, catalyzed by UV light. J. Photochem. Photobiol. B. 118, 49-57
(2013)

Nissild, T., Sainiemi, L., Karikko, M.-M., Kemell, M., Ritala, M.,
Franssila, S., Kostiainen, R., Ketola, R.A.: Integrated photocatalytic
micropillar nanoreactor electrospray ionization chip for mimicking phase
I metabolic reactions. Lab Chip. 11, 1470-1476 (2011)

Fujishima, A., Zhang, X., Tryk, D.A.: TiO, photocatalysis and related
surface phenomena. Surf. Sci. Rep. 63, 515-582 (2008)

Rahimi, N., Pax, R.A., Gray, E.M.: Review of functional titanium oxides.
I: TiO, and its modifications. Prog. Solid State Chem. 44, 86—105 (2016)
Baur, E., Neuweiler, C.: Uber photolytische Bildung von Hydroperoxyd.
Helv. Chim. Acta. 10, 901-907 (1927)

Markham, M.C., Laidler, K.J.: A kinetic study of photo-oxidations on the
surface of zinc oxide in aqueous suspensions. J. Phys. Chem. 57, 363-369
(1953)

Rubin, T.R., Calvert, J.G., Rankin, G.T., MacNevin, W.: Photochemical
synthesis of hydrogen peroxide at zinc oxide surfaces. J. Am. Chem. Soc.
75, 28502853 (1953)

McLintock, I.S., Ritchie, M.: Reactions on titanium dioxide; photo-
adsorption and oxidation of ethylene and propylene. Trans. Faraday
Soc. 61, 1007-1016 (1965)

Ruokolainen, M., Miikkulainen, V., Ritala, M., Sikanen, T., Kotiaho, T.,
Kostiainen, R.: TiO, photocatalysis—DESI-MS rotating array platform for
high-throughput investigation of oxidation reactions. Anal. Chem. 89,
1121411218 (2017)

Nemes, P., Vertes, A.: Laser ablation electrospray ionization for atmo-
spheric pressure, in vivo. and imaging mass spectrometry. Anal. Chem.
79, 8098-8106 (2007)

Nemes, P., Barton, A.A., Li, Y., Vertes, A.: Ambient molecular imaging
and depth profiling of live tissue by infrared laser ablation electrospray
ionization mass spectrometry. Anal. Chem. 80, 4575-4582 (2008)
Nemes, P., Barton, A.A., Vertes, A.: Three-dimensional imaging of
metabolites in tissues under ambient conditions by laser ablation
electrospray ionization mass spectrometry. Anal. Chem. 81, 6668—6675
(2009)

Nemes, P., Woods, A.S., Vertes, A.: Simultaneous imaging of small
metabolites and lipids in rat brain tissues at atmospheric pressure by laser
ablation electrospray ionization mass spectrometry. Anal. Chem. 82,
982-988 (2010)

Nielen, M.W_.F., van Beek, T.A.: Macroscopic and microscopic spatially-
resolved analysis of food contaminants and constituents using laser-
ablation electrospray ionization mass spectrometry imaging. Anal.
Bioanal. Chem. 406, 68056815 (2014)

van Geenen, F.A.M.G., Franssen, M.C.R., Schotman, A.H.M., Zuilhof,
H., Nielen, M.W_.F.: Ambient characterization of synthetic fibers by laser

27.

28.

29.

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

ablation electrospray ionization mass spectrometry. Anal. Chem. 89,
4031-4037 (2017)

Nemes, P., Huang, H., Vertes, A.: Internal energy deposition and ion
fragmentation in atmospheric-pressure mid-infrared laser ablation
electrospray ionization. Phys. Chem. Chem. Phys. 14, 2501-2507 (2012)
Nazari, M., Ekelof, M., Khodjaniyazova, S., Elsen, N.L., Williams, J.D.,
Muddiman, D.C.: Direct screening of enzyme activity using infrared
matrix-assisted laser desorption electrospray ionization. Rapid Commun.
Mass Spectrom. 31, 1868—1874 (2017)

van Geenen, F. A. M. G., Franssen, M. C. R., Zuilhof, H., Nielen, M. W.
F.: Reactive laser ablation electrospray ionization time-resolved mass
spectrometry of click reactions. Anal. Chem. 90, 10409-10416 (2018)
Walles, M., Thum, T., Levsen, K., Borlak, J.: Verapamil: new insight into
the molecular mechanism of drug oxidation in the human heart. J.
Chromatogr. A. 970, 117-130 (2002)

Giles, K., Williams, J.P., Campuzano, I.: Enhancements in travelling
wave ion mobility resolution. Rapid Commun. Mass Spectrom. 25,
1559-1566 (2011)

Zhu, M., Zhao, W., Jimenez, H., Zhang, D., Yeola, S., Dai, R.,
Vachharajani, N., Mitroka, J.: Cytochrome P450 3A-mediated metabo-
lism of buspirone in human liver microsomes. Drug Metab. Dispos. 33,
500-507 (2005)

Mitroka, S., Zimmeck, S., Troya, D., Tanko, J.M.: How solvent modu-
lates hydroxyl radical reactivity in hydrogen atom abstractions. J. Am.
Chem. Soc. 132, 2907-2913 (2010)

Kuuranne, T., Leinonen, A., Schianzer, W., Kamber, M., Kostiainen, R.,
Thevis, M.: Aryl-propionamide-derived selective androgen receptor mod-
ulators: liquid chromatography-tandem mass spectrometry characteriza-
tion of the in vitro synthesized metabolites for doping control purposes.
Drug Metab. Dispos. 36, 571-581 (2008)

Thevis, M., Thomas, A., Fuholler, G., Beuck, S., Geyer, H., Schénzer,
W.: Mass spectrometric characterization of urinary metabolites of the
selective androgen receptor modulator andarine (S-4) for routine doping
control purposes. Rapid Commun. Mass Spectrom. 24, 2245-2254
(2010)

Krug, O., Thomas, A., Beuck, S., Schenk, I., Machnik, M., Schénzer, W.,
Bondesson, U., Hedeland, M., Thevis, M.: Characterization of in vitro
synthesized equine metabolites of the selective androgen receptor modu-
lators S24 and S4. J. Equine Vet. Sci. 32, 562-568 (2012)

Hansson, A., Knych, H., Stanley, S., Thevis, M., Bondesson, U.,
Hedeland, M.: Characterization of equine urinary metabolites of selective
androgen receptor modulators (SARMs) S1, S4 and S22 for doping
control purposes. Drug Test. Analysis. 7, 673-683 (2015)

Hansson, A., Knych, H., Stanley, S., Thevis, M., Bondesson, U.,
Hedeland, M.: Investigation of the selective androgen receptor modula-
tors S1, S4 and S22 and their metabolites in equine plasma using high-
resolution mass spectrometry. Rapid Commun. Mass Spectrom. 30, 833—
842 (2016)

Rydevik, A., Thevis, M., Krug, O., Bondesson, U., Hedeland, M.: The
fungus Cunninghamella elegans can produce human and equine metab-
olites of selective androgen receptor modulators (SARMs). Xenobiotica.
43, 409420 (2013)

de Rijke, E., Essers, M.L., Rijk, J.C.W., Thevis, M., Bovee, T.F.H., van
Ginkel, L.A., Sterk, S.S.: Selective androgen receptor modulators: in vitro
and in vivo metabolism and analysis. Food Addit. Contam. Part A. 30,
1517-1526 (2013)

Thevis, M., Thomas, A., Méller, L., Geyer, H., Dalton, J.T., Schénzer,
W.: Mass spectrometric characterization of urinary metabolites of the
selective androgen receptor modulator S-22 to identify potential targets
for routine doping controls. Rapid Commun. Mass Spectrom. 25, 2187—
2195 (2011)



	 Photocatalyzed Oxidation of Drugs Studied by Laser Ablation Electrospray Ionization Mass Spectrometry
	Abstract
	Section12
	Section13
	Section24
	Section25
	Section26

	Section17
	Section28
	Section29
	Section210

	Section111
	Acknowledgements
	References


