


DMD Fast Forward. Published on January 8, 2018 as DOI: 10.1124/dmd.117.078873
This article has not been copyedited and formatted. The final version may differ from this version.

DMD # 78873

NMR Predictor and DB). However, two experimental results contradicted the putative mechanism: first, the
expected oxazole proton was not found in the NMR spectrum of an isolated M10 metabolite sample; second, the
incubation of the M4 standard in hepatocytes and liver microsomes did not produce M9 as it would be predicted by
the putative mechanism. Consequently, this has directed us to the formation mechanism proposed in Scheme 1 and

the M9 structure which was eventually confirmed with a synthetic standard.

As proposed in Scheme 1, metabolite M9 and its subsequent metabolites would be unusual metabolites
generated by plausible metabolic pathways that are known. Guengerich and Munro (2013) have previously pointed
out that many of the cytochrome P450-mediated unusual reactions are in the context of rearrangements, moreover,
many of the rearrangements are initiated by a-hydroxylation to a heteroatom. CYP3A4, 3A5, and 2C19 are the
major enzymes that form hydroxypropyl metabolites of AZD7325 with minor contributions of CYP1A, 2C9, and
2D6 (experimental data not shown). Although carbinolamines (also called hemiaminals) are unstable structures in
general and tend to break apart, some carbinolamine metabolites have been previously reported to be stable enough
for isolation, structural characterization, and even chemical synthesis (Perrin et al., 2011; Ross et al., 1983, Shea et
al., 1982). We may have observed the possible on-column interconversion between the carbinolamine-amide
M5/M6 and imine-amide intermediate 1 in LC-MS and MS/MS experiments. A wide separation in LC retention
time was seen between M5 and M6 using C8 columns (Fig. 4, 5, and 6). The elevated baseline in LC-MS and
MS/MS chromatograms between M5 and M6 suggested on-column interconversion (LC-MS accurate mass m/z
371.151 chromatograms not shown, or LC-MS/MS m/z 371—313 chromatogram shown in Supplemental Fig. 8).
Rotation around the aryl-aryl bond to convert diastereomers M5 and M6 is an unlikely explanation due to the wide
separation of diastereomers M5 and M6 by LC. The M4 synthetic standard was prepared and diastereomers can be
seen in NMR (see Materials and Methods, enantiomers at the 2-hydroxylpropylamine, diastereomers due to
atropisomers), however, M4 eluted as a single sharp peak under the LC conditions using C8 columns (Supplemental
Fig. 2B). Two diastereomers of metabolite M42 could only be partially separated even with an LC method
specifically designed to resolve those diastereomers (Supplemental Fig. 6). Thereby, the wide separation and

unequal LC peak heights of M5 and M6 possibly resulted from on-column interconversion between carbinolamine
20
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and imine intermediate 1 (Supplemental Fig. 8). The ion corresponding to the intermediate 1 was observed at trace
amounts and in synchronization with the occurrence of M4/M5 in LC-MS. However, it was unclear whether the
dehydration occurred in the solution during the chromatography or in the gas phase of the MS ionization source.
The metabolic cyclization of drug molecules by intramolecular nucleophilic attack of a primary or secondary amino
group to an imine or iminium intermediate has been previously reported in the formation of 6-membered or 5-
membered cyclic metabolites (Erve, 2008; Nagle et al., 2012). The intermediate 2 contains a cyclic substructure of
dihydro pyrimidin-4-one, thus could be prone to metabolic aromatization to form a stable pyrimidin-4-one

substructure of the tricyclic core of M9 (Scheme 1).

In the present study, only non-conjugate metabolites were evaluated for the exposure coverage of human
metabolites of AZD7325 in the safety testing animals. O-glucuronidation and O-sulfation reactions make a
metabolite more water soluble and pharmacologically inactive, thus these conjugate metabolites do not need to be
further evaluated across species (Gao et al, 2013). LC-MS chromatographic profiles of the conjugate metabolites
are still presented to provide a little more comprehensive picture of the AZD7325 metabolism (Figs. 1, 4, 5, and 6).
LC-MS chromatographic peaks of conjugate metabolites under-represent their level in a sample when compared to
non-conjugate metabolites, due to lower MS signal response factors. However, adjustments or amplifications were
not made on any of the LC-MS chromatograms for conjugate metabolites, so as to remain consistent in displaying

data for different samples in this article.

The exposure comparison of drug metabolites should be conducted at the NOAEL of safety testing animals for
the assessment of safe exposure of the metabolites (Gao et al, 2013). AZD7325 showed a sufficient NOAEL in the
animals, e.g., 100 mg/kg/day in rat and 45 mg/kg/day in dog, when compared to the targeted therapeutic dose range
of 10 mg to 50 mg in human. Using the MS signal response factors relative to the parent drug which were derived
from radiolabeled in vitro metabolites and in vivo rat metabolites of [**C]-AZD7325, i.e. an approach that has been
previously reported for the MIST analysis (Yu et al, 2007; Yi et al, 2010), the exposure comparison can be

constructed from the LC-MS peak areas of the pooled plasma samples. Based on this comparison (plotted in
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Supplemental Fig. 9), the exposure multiples for all twelve major non-conjugate metabolites in rat vs. human (100
mg/kg/day in rat vs. 50 mg once daily in human) are estimated at > 6 and up to 200. The exposure multiples for the
same metabolites in dog vs. human (45 mg/kg/day in dog vs. 50 mg once daily in human) are estimated at >3 and
up to 40. This basically confirms that if the safety margin is sufficient, the coverage of metabolite exposure in the

safety study could also be adequate, given no unique or significantly disproportional human metabolites (Fig. 6)

The estimated sufficient coverages in the exposure of human major metabolites by rat and dog at NOAEL level
(Fig. 6 and Supplemental Fig. 9) have avoided the need for bioanalytical quantification of major metabolites.
Furthermore, the observation of late-occurring and long-circulating metabolites for AZD7325 demonstrates the
need to assess the circulating metabolite profile at steady state as opposed to after a single dose. Together with a
non-intuitive metabolic pathway identified for the AZD7325 drug metabolism, we would hope that this case will

serve as a useful cautionary example to others who engage in drug development.
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Footnotes

This work was partially funded from the European Union’s Horizon 2020 research and innovation program under

the Marie Sklodowska—Curie grant agreement No 675417.

*Separate signals visible from atropisomers. Multiplicity and coupling constants were identical and apply to both
peaks. Integrals are the total of both peaks. If not indicated by *, only a single peak was observed (i.e.

diastereoisomer peaks were co-incident).
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SCHEME

Scheme 1. Proposed formation mechanism for metabolites M9 and its subsequent metabolites M10, M42, and

M46

Scheme 2. Non-conjugate metabolites of AZD7325 in plasma of humans and preclinical animal species.

Calculate exact mass of the protonated molecular ion is provided in m/z for every metabolite. Blue
fonts in the metabolite numbering indicate metabolites with an estimated level at approximately 10%

or greater than 10% of parent drug AZD7325 in the pooled human plasma.

FIGURE LEGENDS

Fig. 1.

Fig. 2.

Fig. 3.

Fig. 4.

Radiochromatographic metabolite profile of [**C]-AZD7325 in male rat plasma acquired with a pooled
0 to 12 h sample collected after a 2 mg/kg oral dose to animals (A). LC-MS accurate-mass extracted
ion chromatograms showing non-conjugate metabolites (B) and conjugate metabolites (C), with y-axis
normalized to the same MS intensity scale. The letter S and G in parenthesis denote O-sulfate and O-
glucuronide respectively.

The initial metabolic sites of AZD7325 (marked in red) and subsequent pathways

LC-MS/MS CID spectra of protonated molecular ions of AZD7325 (A), M4 metabolite (B), M5 and
M6 metabolites (C and D), M11 and M12 metabolites (E and F), acquired from the same pooled
mouse plasma sample. Also provided are spectral interpretations on fragmentations.

LC-MS metabolite profiles of AZD7352 in human plasma samples collected from a Phase | multiple
ascending dose clinical study conducted in clinic: pooled 0-24 h sample after the 1% dose on Day 1
(A), pooled 0-24 h sample after the 7 repeated once-a-day doses (B), and at 48 h after the final of the 7
repeated once-a-day doses (C), displayed by accurate-mass extracted ion chromatograms with non-
conjugate and conjugate metabolites in left and right columns respectively and y-axis normalized to

the same MS intensity scale for each sample.
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Fig. 5.

Fig. 6.

Metabolite profiles of AZD7325 in plasma sample of three different patients collected on Day 21

during a Phase Ilb clinical trial (i.e. Patients Z, R and U in Table 2), showing a full metabolite profile

in Patient Z (A), only long-circulating metabolites in Patient R (B), and no metabolites in Patient U
(C). Data are displayed in LC-MS extracted ion chromatogram, with non-conjugate and conjugate
metabolites in left and right columns respectively. The same internal standard (I.S.) was added to all
samples.

LC-MS metabolite profiles of AZD7325 in pooled human plasma collected over 24 after seven
repeated daily doses of 50 mg/kg (A), and pooled dog plasma of 45 mg/kg/day dose group (B), rat
plasma of 100 mg/kg/day dose group (C), and mouse plasma of 400 mg/kg/day dose group (D)
collected over 24 on Day 91 from the 3-month safety study in respective animal species. Non-
conjugate and conjugate metabolites are displayed in left and right columns respectively with y-axis
normalized to the same MS intensity scale for each species. The letter S and G denote O-sulfate and

O-glucuronide respectively.
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Table 1. NMR data extracted from proton and COSY pdf spectra for the M42 metabolite isolated from a pooled
dog plasma sample. Two diastereomers of M42 were recorded, due to hindered rotation around C4-C11.

HO._ _CH,

M42 Atropisomer 1

M42 Atropisomer 2

Proton Shift /ppm Proton Shift /ppm
5 7.77 (d, J=7.0 Hz) 7.96 (d, J=7.0 Hz)
6 7.87 (t, J=7.5 Hz) 8.04 (t, J=7.5 Hz)
7 8.81 (d, J=8.0 Hz) 8.83 (d, J=8.0 Hz)
13 7.05 (d, J=8.0 Hz) 7.11 (d, J=8.0 Hz)
14 7.49 (q, J=8.0 Hz) 7.55 (g, J=8.0 Hz)
15 6.97 (t, J=8.8 Hz) 7.03 (t, J=8.8 Hz)
23 3.65 (s) 3.57 (s)
25 4.48 (q, J=6.5 Hz) 4.81 (q, J=6.5 Hz)
26 1.44 (d, J=6.5 Hz) 1.48 (d, J=6.5 Hz)
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Table 2. Metabolite profiling results for 36 plasma samples collected from 9 representative patients of the 15 mg
twice daily dose group in a Phase 1lb clinical trial.

Representative  Patient Center Day AZD7325 Metabolites
category Concentration
(ng/mL)
No sample X 03 7 68.5 Full profile
below LOQ X 03 14 64.5 Full profile
X 03 21 83.3 Full profile
X 03 28 911 Full profile
Y 05 7 241 Full profile
Y 05 14 31.8 Full profile
Y 05 21 21.0 Full profile
Y 05 28 93.1 Full profile
Z 56 7 80.4 Full profile
Z 56 14 35.0 Full profile
Z 56 21 36.0 Full profile (see Fig. 5A)
Z 56 28 46.0 Full profile
Some samples R 14 7 53.9 Full profile
below LOQ R 14 14 3.0 Full profile
R 14 21 Below LOQ Only M9, M10 and M42 (see Fig. 5B)
R 14 28 Below LOQ Only M9, M10 and M42
S 49 7 24.3 Full profile
S 49 14 22.0 Full profile
S 49 21 Below LOQ Only M9, M10 and M42
S 49 28 Below LOQ Only M10 and M42
T 20 7 17.8 Full profile
T 20 14 Below LOQ Only M9, M10, M42, and M46
T 20 21 Below LOQ Only M9, M10, M42, and M46
T 20 28 Below LOQ Only M10, M42, and M46
All samples U 16 7 Below LOQ None
below LOQ U 16 14 Below LOQ None
U 16 21 Below LOQ None (see Fig. 5C)
U 16 28 Below LOQ None
\Y 40 7 Below LOQ None
\Y 40 14 Below LOQ None
\Y 40 21 Below LOQ None
\ 40 28 Below LOQ None
W 45 7 Below LOQ None
W 45 14 Below LOQ None
W 45 21 Below LOQ None
W 45 28 Below LOQ None

LOQ, limit of quantitation (i.e. 0.5 ng/mL)

Patients were designated with arbitrary letters to keep anonymous.
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Scheme 1
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Fig. 2
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