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A procedure was developed for rapid screening of xenobiotic biotransformation products (bioTPs) in single
zebrafish (ZF; Danio rerio) embryos. Exposure was carried out from 0-120 hours post fertilization (hpf) to 6
different concentrations of the model compound propranolol (PPL). Following in-plate extraction and non-
target instrumental analysis by high resolution mass spectrometry, suspected bioTPs were identified using
custom data filtration scripts and matching to in silico structural predictions. A total of eight PPL bioTPs
were identified (five at a level 1 confidence and one at a level 2-3 confidence). These findings

supplement previously generated toxicometabolomic models derived from the same dataset, and were
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Accepted 21st July 2021 obtained without conducting additional exposure experiments. In addition to facilitating assessments o
inter-individual variability in bioTP production in ZF embryos, we demonstrate that bioTPs can be

DOI: 10.1039/d1ra01111a elucidated using extremely small quantities of biomass (i.e. ~200 pg). To the best of our knowledge, this
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1 Introduction

Determination of pharmaceutical biotransformation is of great
importance from both a pharmacotoxicological and environ-
mental toxicological perspective. In pharmacotoxicology it is
essential to establish that a drug does not generate toxic
biotransformation products (bioTPs) within patients, to which
end the European Medicinal Agency (EMA) and the US Food and
Drug Administration (FDA) have both issued regulatory docu-
ments underlining the importance of detection and quantifi-
cation of drug bioTPs during development of
pharmaceuticals.”” Drug bioTPs may also form during waste-
water treatment and are commonly detected in surface water
downstream from waste-water treatment plants (WWTPs).* In
addition to the risks posed by bioTPs entering the aquatic
environment, these substances have the potential to revert back
to their parent compound either during wastewater treatment
or by microbial activity in river sediment after release.®* More-
over, identification of bioTPs is important because some
chemicals may only exert toxicity post-biotransformation.* For
example, biotransformation of acetaminophen can lead to
formation of the hepatotoxic metabolite N-acetyl-p-benzoqui-
none imine.’

The non-selective beta-blocker propranolol (PPL) was first
synthesized in the 1960s and is heavily prescribed to patients
suffering from a range of heart-related diseases. The extensive
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is the first time bioTP elucidation has been carried out in single ZF embryos.

use of PPL has led to its global occurrence in natural waters
downstream from WWTPs.*® While as little as ~16% of orally
administered PPL is excreted unchanged, few studies have
measured PPL bioTPs in the aquatic environment and only
a single study has attempted identification of PPL bioTPs in
fish.'*"” In that work, 5 bioTPs were identified, but structures
remained tentative due to a lack of high resolution data or
authentic standards. Further investigations into the formation
and occurrence of PPL bioTPs are clearly important because PPL
and mixtures of PPL bioTPs (produced through S9 incubation)
have previously been shown to have similar biological
effects.*®*°

Due to their high genetic similarity to humans, zebrafish (ZF;
Danio rerio) are frequently used to study human disease.
Conservation of many common enzyme homologues between
humans and ZF has led to an increased use of ZF of all life
stages for studying xenobiotic biotransformation.”*® Assays
involving ZF embryos, which are considered an in vitro model
under European Union legislation, are advantageous compared
to their in vivo counterparts due to reductions in time, cost, and
animal usage.”” In vitro screening of bioTPs of aquatic pollut-
ants have thus far predominantly been carried out using S9 liver
fractions from fish.>*3° Although these tests share similar
benefits to ZF embryos (relative to in vivo studies), they only
consider biotransformation in the liver and do not account for
uptake and elimination processes. To the best of our knowl-
edge, all ZF embryo biotransformation experiments performed
to date have involved pooled embryos and require a second
experimental setup when combined with toxicological
studies.”*****-*> While pooling of embryos can be advantageous
for detecting lower abundance bioTPs, cost and throughput

© 2021 The Author(s). Published by the Royal Society of Chemistry
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may be improved by using single embryos. Moreover, single
embryo screening offers the opportunity to connect apical
endpoints to extreme transformation profiles in individuals,
and to  measure inter-individual  variability = in
biotransformation.

In this study we developed a rapid screening procedure for
xenobiotic biotransformation in single ZF embryos using
existing non-target data from a toxicometabolomic study
involving PPL.*® By utilizing in silico bioTP structural predic-
tions together with in-house R-scripts, we filtered out PPL
bioTPs and confirmed their structures by matching to MS2 data
(both in silico predictions and authentic standards). To the best
of our knowledge, this is the first time bioTP elucidation has
been carried out in single ZF embryos and highlights the
potential for re-purposing non-target metabolomics data for
bioTP identification and for extracting information on bioTPs
from extremely small sample sizes.

2 Materials and methods
2.1 Standards

PPL (99% purity), N-desisopropyl propranolol (>97.5% purity;
DIP-PPL) and 4-hydroxypropranolol hydrochloride (98.5%
purity; PPL-4OH) were purchased from Merck (Darmstadt,
Germany). 4-Hydroxypropranolol sulfate potassium (98%
purity; PPL-OH-SO,), propranolol glucuronide (96.2%; PPL-
glucu), 4-hydroxypropranolol glucuronide (99.2%; PPL-OH-
glucu) was purchased from ALSACHIM (Shimadzu, Kyoto,
Japan). 1-Naphthol (also known as 1-naphthoic acid; 98%
purity) was purchased from Alfa Aesar (Thermo, USA). All other
standards and reagents used in this study are described in
detail elsewhere.*®

2.2 Zebrafish embryo incubation and extraction

Embryo exposures have been described in detail in our prior
publication; additional exposures were not carried out for the
present work.*® Briefly, single ZF embryos were exposed to six
concentrations of PPL (0.050, 0.49, 12, 62, 4550 and 46 540 pg
L' n = 12 embryos per dose), 40 000 ug L™ of the positive
control 3,4-dichloroaniline (12 embryos) and to clean tank
water (12 embryos) in a 96-well plate (wp) from 0-120 hours post
fertilization (hpf). At termination, exposure water was removed
and embryos were subsequently frozen on dry ice, transported
to Stockholm University and stored at —80 °C. Extraction was
carried out by homogenizing the embryos in-plate using mixed-
size, stainless steel beads together with a mixture of methanol
and chloroform containing a metabolite internal standard
(Sphingomyelin ([d18:1/12:0]; see ref. 36 for details)). Post-
homogenization the plates were sonicated and centrifuged
prior to placing them directly into the auto-sampler for instru-
mental analysis. Further details on sample extraction are
provided elsewhere.*®

2.3 Instrumental analysis

Details of the instrumental analysis have been described

previously.** A brief overview is provided here: the
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concentration of PPL in each dose was determined by liquid
chromatography-tandem mass spectrometry (LC-MS/MS) by
injecting exposure water collected from individual wells of the
96-well plate.*® Non-target data, which were re-interrogated in
the present work for bioTPs, were obtained by injecting embryo
extracts onto an Ultimate 3000 LC equipped with an in-line filter
prior to the chromatographic column. The LC was connected to
a QExactive HF Orbitrap high resolution mass spectrometer
(HRMS; Thermo, USA) operated in full scan with data-
dependent MS2 acquisition, based on the three most intense
peaks per full scan. Two analyses were performed per sample,
utilizing either a BEH amide hydrophilic interaction liquid
chromatography (HILIC) column (Waters, USA) with the MS
operated in positive electrospray ionization (ESI) mode, or a T3
Atlantis C18 column (Waters) with the MS operated in negative
ESI mode.***”

2.4 Data analysis

Compound Discoverer 3.1 (CD; ThermoFisher Scientific, USA)
was used for non-target peak picking and retention time (RT)
alignment. Peak picking was configured to only approve
compounds with one matching isotopic peak and to combine
peaks determined to be adducts into a single feature. The
workflow employed for processing in CD also included the
“Generate expected compounds’-node which predicts exact
masses of potential phase I and II bioTPs of a structure supplied
by the user (see Text S1 for detailst). This processing step also
annotates bioTP predictions. Thereafter, feature areas were
exported to the statistical software R wherein replicates dis-
playing lethal and severe morphological endpoints were filtered
out.*® We then removed features that produced a signal in more
than 1 sample for which no PPL was added (i.e. the positive and
negative control samples; n = 24). The limit of 1 was set in order
to avoid removing real PPL bioTPs due to noise present in
a single sample. Finally, we calculated an enrichment factor
(EF) by dividing each feature's normalized area in the highest
dose (where bioTPs are expected to occur in highest abundance)
by its average area in negative controls. Features with EFs <10
were subsequently removed. All remaining features were then
manually scrutinized in CD to confirm that features of interest
were absent in control samples, that the signal in the exposed
samples had a logical gradient (i.e. gradual increase in abun-
dance of the bioTP with dose), and to assess MS2 data. If
a theoretical bioTP mass (as predicted by CD) had several
possible transformation pathways, the one with the highest
fragment ion searching (FISh)-score (i.e. how well fragments
match to an in silico generated collision-induced dissociation
(CID) pattern of the suggested chemical structure) was selected.
Finally, to obtain a less biased structural confirmation of the
identities proposed by CD, MS2 data from the highest two doses
were converted into mzXML-format prior to analysis using
SIRIUS + CSIL:FingerID (referred to herein as simply
“Sirius”).***" Sirius utilizes MS1 and MS2 spectra to predict
chemical formulae for parent compounds and their fragments
and compares the predictions to a range of databases (see Table
S1t for settings used). The output is a list of chemicals which fit
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the MS2 spectrum of interest and a description of how well
substructures of the molecule fit substructures of in silico
fragmentation spectra of the chemicals in that list. Sirius is
a powerful software for predicting bioTP structure of chemicals
but is computationally demanding and time consuming when
using the Java interface on large, unfiltered datasets. Although
automatic annotation software exists (such as the R-package
patRoon), it requires the user to optimize peak picking
parameters prior to usage.*” Since the data in our study was
processed using CD, the time investment to fully optimize
XCMS or OpenMS settings would be comparable to simply using
Sirius. However, when combined with the bioTP prediction
capability of CD and the prioritization workflow outlined above,
the time required to utilize Sirius for structure predictions is
markedly decreased. Lastly, all identified bioTPs were re-
processed using XCalibur 3.0.63 (Thermo, USA) since this
software was more effective than CD for manual inspection of
MS2 data, for assessing the occurrence of in-source fragments
and peak integration. All correlation analyses were carried out
using Spearman's rank order correlation tests.

2.5 BioTP structural confirmation

Structures identified using CD and Sirius were confirmed by
analyzing authentic standards (when available) fortified into
both pure solvent and also non-exposed ZF embryo extracts (to
assess the effect of matrix on retention times). These standards
were then analyzed under the same instrumental conditions
that were used for analysis of the original embryo extracts.*®

The R-script MSMSsim was used to compare MS2 data ob-
tained from standards to that of samples (see Table S2} for
settings).”® MSMSsim assesses the similarity of two spectra,
within a time window specified by the user, and provides a score
between 0 (no similarity) and 1 (identical). Scores =90% were
considered sufficient to conclude a positive match between
standard and sample. The scale described by Schymanski et al.
was used to denote the level of confidence (CL) in the molecular
structures.**

3 Results and discussion
3.1 BioTP prioritization

The number of raw features obtained from CD amounted to
7370 and 6173 from the +ve HILIC and —ve C18 LC-HRMS
analyses, respectively. From these features, a total of 5705
neutral masses were identified as potential bioTPs by CD,
highlighting the need for a prioritization strategy. For the HILIC
dataset, application of the ExpMet script reduced the number of
features to 727 plausible bioTPs, which was further reduced to
627 after filter 1 and to 14 after filter 2. For the C18 dataset the
same procedures led to 738 features after ExpMet, 548 after
filter 1 and 6 features after filter 2. Overall, a combined total of
20 plausible bioTPs (consisting of 13 exact masses) were ob-
tained from both datasets. The neutral masses (Da) for these
suspects were: 133.11014 (2 features in HILIC), 178.08328 (C18),
182.07288 (HILIC), 217.1102 (2 features in HILIC [average mass
from both features]), 274.15269 (HILIC), 275.15218 (2 features
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in HILIC), 293.16258 (HILIC), 355.10882 (HILIC + C18),
396.17211 (HILIC), 435.18913 (HILIC + C18), 451.18410 (HILIC +
2 features in C18), 635.27319 (C18) and 651.26804 (HILIC).

3.2 BioTP identification

Among the 20 features obtained following prioritization, the
mass at 178.08328 Da (C18) was removed due to its prevalence
in blanks. The remaining features were subjected to further
investigation using Sirius together with FISh scoring and
matching in mzCloud (when possible). For one of the features at
217.11029 Da observed in HILIC (RT = 3.431 min), the PPL
bioTP DIP-PPL was the top prediction in 100% of MS2 spectra
investigated by Sirius. FISh scoring revealed matches to DIP-PPL
for 8 fragments (50% of total MS2 fragments; see Fig. S1t) for
this feature. Acquisition of an authentic standard confirmed
that it was indeed DIP-PPL (>99% match by MSMSsim; CL = 1;
see Fig. S2t). The second feature at 217.11029 Da (RT = 3.307
min) did not generate any MS2 spectra and was assigned a CL of
5.

For the mass 275.15218 Da, two features were observed in
HILIC (RT = 3.194 and 3.269 min). For the feature at 3.194 min,
PPL-40H was the top prediction in 100% of investigated MS2
spectra by Sirius. PPL-4OH was also matched by mzCloud
(94.6%) and 18 fragments (100%; see Fig. S31) in the MS2
spectrum were annotated by FISh scoring as fragments of PPL-
40H. The feature at 3.269 min was, however, also predicted to
be PPL-40H in 100% of the samples by Sirius and 20 fragments
(61%; see Fig. S41) were annotated by FISh scoring. Following
acquisition of an authentic standard of PPL-40H, we confirmed
the presence of this PPL bioTP at 3.194 min (>96% match by
MSMSsim; CL = 1; see Fig. S51). The feature at 3.269 min is
assumed to be PPL-50H (CL = 3-4), due to the very similar RT,
exact mass and the high similarity between the MS2 spectra
when compared using MSMSsim (see Fig. S61).

The neutral mass 355.10882 was observed in both HILIC (m/z
356.11588) and C18 (m/z 354.10165). Both features were strongly
correlated (rs = 0.97) suggesting that they belong to the same
substance. Sirius revealed that the top match for all MS2 spectra
(100% for both HILIC and C18) was the bioTP PPL-OH-SO, (see
Fig. 1). However, only MS2 data acquired by HILIC resulted in
FISh annotation (24 fragments [75% of total] ascribed to PPL-
OH-SO,; see Fig. S7f). Using an authentic standard and
MSMSsim we were able to confirm a structural match for PPL-
OH-SO, in both C18 (>96%; CL = 1; see Fig S8T) and HILIC
(>99%; CL = 1; see Fig S91). While formation of PPL-OH-SO, is
well documented in humans and other mammals, to the best of
our knowledge this is the first study to observe this bioTP in
fish.*

For the features at 133.110 Da (HILIC; RT = 3.668 and 3.828
min) the identity suggested by CD was 3-(isopropylamino)-1,2-
propanediol (IPA-PDOH; See Fig. 1) and 8 fragments for both
features were matched through FISh scoring (80% for both; see
Fig. S10 and S117). The top Sirius prediction for all of the MS2
spectra was 2-(propan-2-ylamino)propane-1,3-diol, which has
the same chemical formula as IPA-PDOH. Furthermore, IPA-
PDOH was among the top 5 Sirius predictions in 100% of the

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig.1 The biotransformation products of propranolol detected and determined with level 1-3 confidence level (CL) after exposure of zebrafish
embryos to propranolol for 120 hpf and their metabolism pathways from propranolol. * = CL 1; # = CL 3—-4; 6 = CL 5. Structures in parenthesis
could not be confirmed as occurring exclusively from biotransformation of PPL and are therefore considered tentative.

MS2 spectra for both of the features occurring at 3.668 and
3.868 min. Close inspection of chromatograms revealed that
RTs were dissimilar to PPL and other bioTPs, which ruled out
in-source fragmentation. However, the exposure medium con-
tained a feature which matched the feature at 3.868 min, so we
could not unequivocally confirm IPA-PDOH as a bioTP.
Considering the matches by FISh-scoring and Sirius, together
with the knowledge that IPA-PDOH is a plausible bioTP, we
ascribed a CL of 34 for the feature at 3.868 min. Identification
of IPA-PDOH prompted a search for its expected co-bioTP 1-
naphthol, the exact mass of which (144.05733) did not appear
among the final 11 suspects selected from our prioritization
approach. Upon further inspection, an exact mass consistent
with 1-naphthol appears to have been removed during priori-
tization due to its low EF. Analysis of an authentic standard did
not provide confirmation of the structure due to an interference
(present in the samples) with similar nominal mass which
produced overlapping MS2 spectra that could not be
deconvoluted.

For the neutral mass at 293.163 Da (HILIC), Sirius suggested
the PPL bioTP dihydroxyPPL as the 4th highest ranked
suggestion for this feature. Moreover, FISh scoring successfully
matched all 12 fragments (100%; Fig. S121) in the
experimentally-derived MS2 spectrum to dihydroxyPPL. Conse-
quently, this structure was assigned a CL of 3-4.

The neutral masses at 435.189 Da (HILIC + C18) and
451.184 Da (HILIC + 2 features in C18) were suggested by CD to
be glucuronidated phase 2 conjugates. For a given neutral mass,

© 2021 The Author(s). Published by the Royal Society of Chemistry

peak intensities obtained from C18 and HILIC were signifi-
cantly and highly correlated (rs >0.83; p <0.005) suggesting that
the same substance was observed in both analyses, and possibly
the presence of isomers in the case of the 2 features at 451.184
in C18. Sirius results further supported the hypothesis of
conjugation, with 100% of submitted MS2 spectra for the mass
at 451.184 matching hydroxypropranolol glucuronide (PPL-OH-
glucu) (all three features in HILIC and C18) and 100% of
submitted MS2 spectra for 435.189 (HILIC and C18) matching
propranolol glucuronide (PPL-glucu). For the features at
435.189, a total of 23 fragments in HILIC (57%; see Fig. S137)
and 3 fragments from C18 (27%; see Fig. S141) were successfully
matched to PPL-glucu using FISh scoring. Likewise, for the
feature at 451.184, a total of 15 fragments were matched to PPL-
OH-glucu in HILIC (53%; see Fig. S151) while 8 and 6 fragments
were matched to PPL-OH-glucu in C18 (32%; see Fig. S16;1 46%;
see Fig. S177) (for features at RTs 1.1 and 3.591 min, respec-
tively). Using MSMSsim and authentic standards we were able
to confirm both compounds, in C18 and HILIC at CL 1 (all 99%;
see Fig. S18-S217), with the possibility of an isomer explaining
the 2nd feature for 451.184 Da in the C18 analysis.

The remaining 5 suspects (neutral masses 182.0729, 274.153,
396.172, 635.273 and 651.268 Da) could not be confirmed as
PPL bioTPs. MS2 spectra were not collected for the feature at
274.153, while for 396.172 Da, matches in Sirius were incon-
sistent and did not include PPL bioTPs amongst the plausible
structural predictions. For 182.0729 the Sirius predictions did
include a plausible in-source fragment of PPL, and the retention

RSC Adv, 2021, 11, 27812-27819 | 27815
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Fig.2 Heatmap showing log 10 transformed inter-individual variability in bio TP formation in the 4600 pg L~ and 45 500 ug L~* dose groups. CL
= Confidence level. Acronyms: IPA-PDOH (3-isopropylamino-1,2-propanediol), DIP-PPL (n-desisopropylpropranolol), PPL-4 and 50H
(hydroxypropranolol), PPL-glucu (propranolol glucuronide), dinydroxyPPL (dihydroxypropranolol), PPL-OH-SO,4 (hydroxypropranolol sulfate),

PPL-OH-glucu (hydroxypropranolol glucuronide) and PPL (propranolol).

times of PPL and this feature overlapped. For 651.273 the CD-
and Sirius-predicted formulas agreed, and Sirius predicted all
11 MS2 spectra as a complex molecular structure without any
obvious connection to PPL (see Table S3%). For 635.273 there
was a mismatch between the prediction of chemical formula
and only 67% of the 6 MS2 spectra agreed on a non-bioTP
related complex molecular structure as the top prediction in
Sirius.

3.3 Interindividual variability in bioTP production

At the two highest doses (45 500 pg L™ [n = 9] and 4600 pug L~
[n = 8]) the RSDs of the 5 CL 1 identified bioTPs ranged from
21% (PPL-OH) to 109% (PPL-glucu in C18) across both HILIC
and C18 datasets. Biotransformation capacity is known to vary
significantly in humans, and has also been shown to vary in
fish.***° Although the variation between individuals for some

bioTPs in our data is considerable, the general profile of these
compounds is comparable between embryos (See Fig. 2). Seeing
how the conditions for the embryos are close to identical
through the entire exposure, genetic polymorphism in individ-
uals seems the most likely reason for the disparities in
biotransformation efficiency.***

3.4 Implications for pharmacotoxicology and environmental
toxicology

In this study a total of 7 confirmed PPL bioTPs were observed (5
at CL 1 and 2 at CL 3-4; see Table 1). Among these bioTPs, DIP-
PPL, PPL-OH and PPL-OH-glucu have been previously observed
in humans,” mammals***”* and fish."” PPL-OH-SO,, PPL-
glucu, dihydroxyPPL and multiple isomers of PPL-OH are here
reported for the first time in fish. Two additional structures
were also confirmed at CL2-3 and 4 (IPA-PDOH and 1-naphthol,

Table1 Propranolol biotransformation products identified in the present work, including retention time (RT), mass error (dPPM), similarity score
determined by MSMSsim, occurence in datasets, and confidence level (CL) in identification. Structures in parenthesis could not be confirmed as

occurring exclusively from biotransformation of PPL

Similarity
BioTPs Exact mass RT dPPM score Datasets CL Comment
50H-PPL 275.15231 3.269 0.33 HILIC 3-4 —
40H-PPL 275.15205 3.194 0.61 0.996 HILIC 1 —
PPL-OH-SO, 355.109¢ 3.4 0.45 0.969 HILIC & C18 1 —
PPL-glucu 435.189° 3.7 0.41 0.993 HILIC & C18 1 —
PPL-OH-glucu 451.184“ 4.0 0.35 0.953 HILIC & C18 1 Possible isomer
DIP-PPL 217.110 3.4 0.46 0.997 HILIC 1 —
DihydroxyPPL 293.163 3.6 0.44 HILIC 3-4 —
(IPA-PDOH) 133.110% 3.8 1.05 HILIC 3-4 Possible dose impurity
(1-Naphthol) 144.057 3.2 1.3 HILIC 5 —

“ average of neutral masses measured in HILIC and C18.
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respectively) but due to the observation of the former in the
dosing medium and the latter as a (potential) in-source frag-
ment of PPL, we could not confirm these structures as bioTPs of
PPL. Overall, this is the first time bioTPs have been measured in
single ZF embryos, and shows the potential for bioTP screening
in very small samples. Elucidation of bioTP formation can
contribute to the weight of ecotoxicological findings. Moreover,
the potential to screen for bioTPs and metabolomic response in
the same dataset from the same individual, increases
throughout, reduces costs, and may facilitate links between
bioTPs and toxicometabolomic perturbations in the same
individual.

Data availability

All data used for this study are readily available through the
Dryad Digital Repository (https://doi.org/10.5061/
dryad.7moOcfxppz) and through contact with the correspond-
ing author.

Code availability

Code used for this study is available through GitHub (https://
github.com/parasitetwin/ExpMetFilter) or through direct
contact with the corresponding author.

Author contributions

Anton Ribbenstedt: conceptualization, data curation, formal
analysis, investigation, methodology, software, visualization,
writing - original draft, writing - review & editing, Jonathan P.
Benskin: conceptualization, formal analysis, project adminis-
tration, supervision, validation, visualization, writing - original
draft.

Conflicts of interest

There are no conflicts to declare.

Acknowledgements

The SciLife lab zebrafish facility (Uppsala, Sweden) is
acknowledged for providing facilities and expertise for con-
ducting zebrafish embryo incubations.

References

1 Center for Drug Evaluation and Research, Safety Testing of
Drug Metabolites, accessed on 19 Feb 2020, http://
www.fda.gov/regulatory-information/search-fda-guidance-
documents/safety-testing-drug-metabolites.

2 European Medicines Agency, ICH M3 (R2) Non-clinical safety
studies for the conduct of human clinical trials pharmaceuticals,
accessed on 19 Feb 2020, https://www.ema.europa.eu/en/ich-
ma3-r2-non-clinical-safety-studies-conduct-human-clinical-
trials-pharmaceuticals.

© 2021 The Author(s). Published by the Royal Society of Chemistry

View Article Online

RSC Advances

3 N. H. Tran, M. Reinhard and K. Y.-H. Gin, Occurrence and
Fate of Emerging Contaminants in Municipal Wastewater
Treatment Plants from Different Geographical Regions-
a Review, Water Res., 2018, 133, 182-207, DOI: 10.1016/
j-watres.2017.12.029.

4 M. Sobanska, S. Scholz, A-M. Nyman, R. Cesnaitis,
S. G. Alonso, N. Kliver, R. Kithne, H. Tyle, J. de Knecht,
Z. Dang, I. Lundbergh, C. Carlon and W. D. Coen,
Applicability of the Fish Embryo Acute Toxicity (FET) Test
(OECD 236) in the Regulatory Context of Registration,
Evaluation, Authorisation, and Restriction of Chemicals
(REACH), Environ. Toxicol. Chem., 2018, 37(3), 657-670,
DOI: 10.1002/etc.4055.

5 H.T. Chng, H. K. Ho, C. W. Yap, S. H. Lam and E. C. Y. Chan,
An Investigation of the Bioactivation Potential and
Metabolism Profile of Zebrafish versus Human, J. Biomol.
Screening, 2012, 17(7), 974-986, DOIL  10.1177/
1087057112447305.

6 M. Posselt, A. Jaeger, J. L. Schaper, M. Radke and
J. P. Benskin, Determination of Polar Organic
Micropollutants in Surface and Pore Water by High-
Resolution Sampling-Direct Injection-Ultra High
Performance Liquid Chromatography-Tandem Mass
Spectrometry, Environ. Sci.: Processes Impacts, 2018, 20(12),
1716-1727, DOI: 10.1039/C8EM00390D.

7 M. S. Kostich, A. L. Batt and J. M. Lazorchak, Concentrations
of Prioritized Pharmaceuticals in Effluents from 50 Large
Wastewater Treatment Plants in the US and Implications
for Risk Estimation, Environ. Pollut., 2014, 184, 354-359,
DOI: 10.1016/j.envpol.2013.09.013.

8 A. C. Alder, C. Schaffner, M. Majewsky, J. Klasmeier and
K. Fenner, Fate of B-Blocker Human Pharmaceuticals in
Surface Water: Comparison of Measured and Simulated
Concentrations in the Glatt Valley Watershed, Switzerland,
Water Res., 2010, 44(3), 936-948, DOL 10.1016/
j-watres.2009.10.002.

9 J. Roberts, A. Kumar, J. Du, C. Hepplewhite, D. J. Ellis,
A. G. Christy and S. G. Beavis, Pharmaceuticals and
Personal Care Products (PPCPs) in Australia's Largest
Inland Sewage Treatment Plant, and Its Contribution to
a Major Australian River during High and Low Flow, Sci.
Total Environ., 2016, 541, 1625-1637, DOIL: 10.1016/
j-scitotenv.2015.03.145.

10 J. F. Pritchard, D. W. Schneck and A. H. Hayes,
Determination of Propranolol and Six Metabolites in
Human Urine by High-Pressure Liquid Chromatography, J.
Chromatogr. B: Biomed. Sci. Appl., 1979, 162(1), 47-58, DOL:
10.1016/S0378-4347(00)82062-9.

11 A. K. Brown and C. S. Wong, Distribution and Fate of
Pharmaceuticals and Their Metabolite Conjugates in
a Municipal Wastewater Treatment Plant, Water Res., 2018,
144, 774-783, DOI: 10.1016/j.watres.2018.08.034.

12 F. Huang, J. Li, H. Shi, T. Wang, W. Muhtar, M. Du, B. Zhang,
H. Wu, L. Yang, Z. Hu and X. Wu, Simultaneous
Quantification of Seven Hippocampal Neurotransmitters in
Depression Mice by LC-MS/MS, J. Neurosci. Methods, 2014,
229, 8-14, DOI: 10.1016/j.jneumeth.2014.04.004.

RSC Adv, 2021, 11, 27812-27819 | 27817


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d1ra01111a

Open Access Article. Published on 16 August 2021. Downloaded on 7/18/2025 11:39:04 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

RSC Advances

13 V.-I. Iancu, G.-L. Radu and R. Scutariu, A New Analytical
Method for the Determination of Beta-Blockers and One
Metabolite in the Influents and Effluents of Three Urban
Wastewater Treatment Plants, Anal. Methods, 2019, 11(36),
4668-4680, DOI: 10.1039/C9AY01597C.

14 A. Stankiewicz, J. Giebultowicz, M. Stefanski, K. Sikorska,
P. Wroczynski and G. Natecz-Jawecki, The Development of
the LC-MS/MS Method Based on S-9 Biotransformation for
Detection of Metabolites of Selected P-Adrenolytics in
Surface Water, Environ. Toxicol. Pharmacol., 2015, 39(2),
906-916, DOL: 10.1016/j.etap.2015.03.002.

15 R. Lopez-Serna, A. Jurado, E. Vazquez-Sufié, J. Carrera,
M. Petrovic and D. Barceld, Occurrence of 95
Pharmaceuticals and Transformation Products in Urban
Groundwaters Underlying the Metropolis of Barcelona,
Spain, Environ. Pollut., 2013, 174, 305-315, DOIL: 10.1016/
j.envpol.2012.11.022.

16 R. Lopez-Serna, B. Kasprzyk-Hordern, M. Petrovi¢ and
D. Barcelo, Multi-Residue Enantiomeric Analysis of
Pharmaceuticals and Their Active Metabolites in the
Guadalquivir River Basin (South Spain) by Chiral Liquid
Chromatography =~ Coupled  with  Tandem  Mass
Spectrometry, Anal. Bioanal. Chem., 2013, 405(18), 5859-
5873, DOI: 10.1007/s00216-013-6900-7.

17 J. Ding, G. Lu, S. Li, Y. Nie and J. Liu, Biological Fate and
Effects of Propranolol in an Experimental Aquatic Food
Chain, Sci. Total Environ., 2015, 532, 31-39, DOI: 10.1016/
j.scitotenv.2015.06.002.

18 M. D. Celiz, J. Tso and D. S. Aga, Pharmaceutical Metabolites
in the Environment: Analytical Challenges and Ecological
Risks, Environ. Toxicol. Chem., 2009, 28(12), 2473-2484,
DOI: 10.1897/09-173.1.

19 G. Nalecz-Jawecki, T. Wdjcik and J. Sawicki, Evaluation of in
Vitro Biotransformation of Propranolol with HPLC, MS/MS,
and Two Bioassays, Environ. Toxicol., 2008, 23(1), 52-58,
DOI: 10.1002/t0x.20310.

20 C. de S. Anselmo, V. F. Sardela, B. F. Matias,
A. R. de Carvalho, V. P. de Sousa, H. M. G. Pereira and
F. R. de A. Neto, Is Zebrafish (Danio Rerio) a Tool for
Human-like Metabolism Study?, Drug Test. Anal., 2017,
9(11—12), 1685-1694, DOI: 10.1002/dta.2318.

21 C. de Souza Anselmo, V. F. Sardela, V. P. de Sousa and
H. M. G. Pereira, Zebrafish (Danio Rerio): A Valuable Tool
for Predicting the Metabolism of Xenobiotics in Humans?,
Comp. Biochem. Physiol., Part C: Toxicol. Pharmacol., 2018,
212, 34-46, DOI: 10.1016/j.cbpc.2018.06.005.

22 A. Kiihnert, C. Vogs, R. Altenburger and E. Kiister, The
Internal Concentration of Organic Substances in Fish
Embryos—A Toxicokinetic Approach, Environ. Toxicol
Chem., 2013, 32(8), 1819-1827, DOI: 10.1002/etc.2239.

23 S. Brox, B. Seiwert, E. Kiister and T. Reemtsma,
Toxicokinetics of Polar Chemicals in Zebrafish Embryo
(Danio Rerio): Influence of Physicochemical Properties and
of Biological Processes, Environ. Sci. Technol., 2016, 50(18),
10264-10272, DOI: 10.1021/acs.est.6b04325.

24 M. Saad, A. Matheeussen, S. Bijttebier, E. Verbueken,
C. Pype, C. Casteleyn, C. Van Ginneken, S. Apers, L. Maes,

27818 | RSC Adv, 2021, N, 27812-27819

25

26

27

28

29

30

31

32

33

34

View Article Online

Paper

P. Cos and S. Van Cruchten, In Vitro CYP-Mediated Drug
Metabolism in the Zebrafish (Embryo) Using Human
Reference Compounds, Toxicol. In Vitro, 2017, 42, 329-336,
DOL: 10.1016/j.tiv.2017.05.009.

W. Shen, Y. Wei, D. Tang, X. Jia and B. Chen, Metabolite
Profiles of Ginsenosides Rkl and Rg5 in Zebrafish Using
Ultraperformance Liquid Chromatography/Quadrupole-
Time-of-Flight MS, J. Ginseng Res., 2017, 41(1), 78-84, DOI:
10.1016/j.jgr.2015.12.010.

D. E. Damalas, A. A. Bletsou, A. Agalou, D. Beis and
N. S. Thomaidis, Assessment of the Acute Toxicity, Uptake
and Biotransformation Potential of Benzotriazoles in
Zebrafish (Danio Rerio) Larvae Combining HILIC- with
RPLC-HRMS for High-Throughput Identification, Environ.
Sci. Technol,, 2018, 52(10), 6023-6031, DOIL: 10.1021/
acs.est.8b01327.

Directive 2010/63/EU, The protection of animals used for
scientific purposes, European Parliament, Council of the

European Union, http://data.europa.eu/eli/dir/2010/63/
2019-06-26.
K. A. Connors, B. Du, P. N. Fitzsimmons, A. D. Hoffman,

C. K. Chambliss, J. W. Nichols and B. W. Brooks,
Comparative Pharmaceutical Metabolism by Rainbow
Trout (Oncorhynchus Mykiss) Liver S9 Fractions, Environ.
Toxicol. Chem., 2013, 32(8), 1810-1818, DOI: 10.1002/
etc.2240.

C. Kropf, F. Begnaud, S. Gimeno, F. Berthaud,
C. Debonneville and H. Segner, In Vitro Biotransformation
Assays Using Liver S9 Fractions and Hepatocytes from
Rainbow Trout (Oncorhynchus Mykiss): Overcoming
Challenges with Difficult to Test Fragrance Chemicals,
Environ. Toxicol. Chem., 2020, 39(12), 2396-2408, DOI:
10.1002/etc.4872.

J. Jeon and J. Hollender, In Vitro Biotransformation of
Pharmaceuticals and Pesticides by Trout Liver S9 in the
Presence and Absence of Carbamazepine, Ecotoxicol.
Environ.  Saf.,, 2019, 183, 109513, DOI: 10.1016/
j-ecoenv.2019.109513.

G. Hu, S. O. Siu, S. Li, I. K. Chu, Y. W. Kwan, S. W. Chan,
G. P.-H. Leung, R. Yan and S. M.-Y. Lee, Metabolism of
Calycosin, an Isoflavone from Astragali Radix, in Zebrafish
Larvae, Xenobiotica, 2012, 42(3), 294-303, DOI: 10.3109/
00498254.2011.617015.

S. Brox, B. Seiwert, N. Haase, E. Kiister and T. Reemtsma,
Metabolism of Clofibric Acid in Zebrafish Embryos (Danio
Rerio) as Determined by Liquid Chromatography-High
Resolution-Mass Spectrometry, Comp. Biochem. Physiol.,
Part C: Toxicol. Pharmacol., 2016, 185-186, 20-28, DOI:
10.1016/j.cbpc.2016.02.007.

H. S. Jones, H. T. Trollope, T. H. Hutchinson, G. H. Panter
and J. K. Chipman, Metabolism of Ibuprofen in Zebrafish
Larvae, Xenobiotica, 2012, 42(11), 1069-1075, DOI: 10.3109/
00498254.2012.684410.

D. Pardal, M. Caro, I. Tueros, A. Barranco and V. Navarro,
Resveratrol and Piceid Metabolites and Their Fat-
Reduction Effects in Zebrafish Larvae, Zebrafish, 2013,
11(1), 32-40, DOI: 10.1089/zeb.2013.0893.

© 2021 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d1ra01111a

Open Access Article. Published on 16 August 2021. Downloaded on 7/18/2025 11:39:04 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

35 C. Wiegand, E. Krause, C. Steinberg and S. Pflugmacher,
Toxicokinetics of Atrazine in Embryos of the Zebrafish
(Danio Rerio), Ecotoxicol. Environ. Saf., 2001, 49(3), 199-
205, DOI: 10.1006/eesa.2001.2073.

36 A. Ribbenstedt, M. Posselt, C. Brunius and J. P. Benskin, In-
Plate Toxicometabolomics of Single Zebrafish Embryos, Mol
Omics, 2020, DOI: 10.1039/DOMO00007H.

37 A.Ribbenstedt, H. Ziarrusta and J. P. Benskin, Development,
Characterization and Comparisons of Targeted and Non-
Targeted Metabolomics Methods, PLoS One, 2018, 13(11),
€0207082, DOL: 10.1371/journal.pone.0207082.

38 R Development Core Team. R, The R Project for Statistical
Computing, accessed on 16 May 2018, https://www.r-
project.org/.

39 K. Diihrkop, M. Fleischauer, M. Ludwig, A. A. Aksenov,
A. V. Melnik, M. Meusel, P. C. Dorrestein, J. Rousu and
S. Bocker, SIRIUS 4: A Rapid Tool for Turning Tandem
Mass Spectra into Metabolite Structure Information, Nat.
Methods, 2019, 16(4), 299, DOI: 10.1038/s41592-019-0344-8.

40 K. Dithrkop, H. Shen, M. Meusel, J. Rousu and S. Bocker,
Searching Molecular Structure Databases with Tandem
Mass Spectra Using CSI: FingerID, Proc. Natl. Acad. Sci. U.
S. A., 2015, 112(41), 12580-12585.

41 M. Ludwig, L.-F. Nothias, K. Diihrkop, I. Koester,
M. Fleischauer, M. A. Hoffmann, D. Petras, F. Vargas,
M. Morsy, L. Aluwihare, P. C. Dorrestein and S. Bocker,
ZODIAC: Database-Independent Molecular Formula
Annotation Using Gibbs Sampling Reveals Unknown Small
Molecules, bioRxiv, 2019, 842740, DOI: 10.1101/842740.

42 R. Helmus, T. L. ter Laak, A. P. van Wezel, P. de Voogt and
E. L. Schymanski, PatRoon: Open Source Software Platform
for Environmental Mass Spectrometry Based Non-Target
Screening, J. Cheminf., 2021, 13(1), 1, DOI: 10.1186/s13321-
020-00477-w.

43 J. Schollée, MSMSsim, 2020, https://github.com/dutchjes/
MSMSsim.

© 2021 The Author(s). Published by the Royal Society of Chemistry

View Article Online

RSC Advances

44 E. L. Schymanski, J. Jeon, R. Gulde, K. Fenner, M. Ruff,
H. P. Singer and J. Hollender, Identifying Small Molecules
via High Resolution Mass Spectrometry: Communicating
Confidence, Environ. Sci. Technol., 2014, 48(4), 2097-2098,
DOI: 10.1021/es5002105.

45 T. Walle, U. K. Walle and L. S. Olanoff, Quantitative Account
of Propranolol Metabolism in Urine of Normal Man, Drug
Metab. Dispos., 1985, 13(2), 204-209.

46 T. Walle, U. K. Walle, D. R. Knapp, E. C. Conradi and
E. M. Bargar, Identification of Major Sulfate Conjugates in
the Metabolism of Propranolol in Dog and Man, Drug
Metab. Dispos., 1983, 11(4), 344-349.

47 D. D. Christ, U. K. Walle, J. E. Oatis and T. Walle,
Pharmacokinetics and Metabolism of the
Pharmacologically Active 4’-Hydroxylated Metabolite of
Propranolol in the Dog, Drug Metab. Dispos., 1990, 18(1), 1-4.

48 T. S. Tracy, A. S. Chaudhry, B. Prasad, K. E. Thummel,
E. G. Schuetz, X. Zhong, Y.-C. Tien, H. Jeong, X. Pan,
L. M. Shireman, J. Tay-Sontheimer and Y. S. Lin,
Interindividual Variability in Cytochrome P450-Mediated
Drug Metabolism, Drug Metab. Dispos., 2016, 44(3), 343-
351, DOI: 10.1124/dmd.115.067900.

49 S. Courtenay, P. J. Williams, C. Grunwald, B. Konkle,
T.-L. Ong and 1. I. Wirgin, Assessment of Within-Group
Variation in CYP1A MRNA Inducibility in Environmentally
Exposed and Chemically Treated Atlantic Tomcod, Environ.
Health Perspect., 1994, 102, 85-90.

50 B. Kais, S. Schiwy, H. Hollert, S. H. Keiter and T. Braunbeck,
In Vivo EROD Assays with the Zebrafish (Danio Rerio) as
Rapid Screening Tools for the Detection of Dioxin-like
Activity, Sci. Total Environ., 2017, 590-591, 269-280, DOI:
10.1016/j.scitotenv.2017.02.236.

51 V. T. Vu and F. P. Abramson, The Pathways of Propranolol
Metabolism in Dog and Rat Liver 10,000g Supernatant
Fractions, Drug Metab. Dispos., 1980, 8(5), 300-304.

RSC Adv, 2021, 1, 27812-27819 | 27819


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d1ra01111a

	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a

	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a

	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a
	Rapid in-plate screening of biotransformation products in single zebrafish embryosElectronic supplementary information (ESI) available. See DOI: 10.1039/d1ra01111a


