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ABSTRACT: Heme-dependent tyrosine hydroxylases (TyrH) are critical enzymes in catecholamine biosynthesis, yet the role of the
substrate’s α-amino group in their monooxygenation mechanism has been unclear. Using 3-(4-hydroxyphenyl)propionic acid
(HPPA), an L-tyrosine analog lacking the α-amino group, we observed a distinct dimerization pathway that competes with the
expected hydroxylation reaction. Several lines of evidence confirm that this process originates from a radical intermediate. First, the
formation of this (HPPA)2 dimer is selectively inhibited by a free radical scavenger. Second, 18O-labeling experiments show phenolic
oxygen scrambling, indicating a disruption of substrate aromaticity during catalysis. Finally, EPR spectroscopy using nitrosobenzene
as a substrate analog revealed a substrate-based free radical. This mechanistic divergence clarifies the role of the α-amino group. Its
absence in HPPA creates a kinetic bottleneck for the final O atom transfer step, allowing a fraction of the substrate radical to form
the off-pathway dimer. Thus, the native substrate’s α-amino group acts as a crucial kinetic modulator, ensuring the rapid and efficient
commitment of the substrate radical to productive hydroxylation. These results collectively establish a peroxidase-like free radical
pathway for TyrH and reveal the nonessential yet significant role the amino group plays in controlling reaction outcomes.
KEYWORDS: Heme, Oxygenation, Intermediate, Radical spin-trap, Electron paramagnetic resonance, Resonance Raman,
X-ray crystallography, Enzyme kinetics

■ INTRODUCTION
Oxidation of L-tyrosine (L-Tyr) to L-3,4-dihydroxyphenylala-
nine (L-DOPA) is a critical step in the metabolism of aromatic
molecules across diverse life forms.1−5 Catecholamines, such as
L-DOPA, are known to enhance bacterial growth,6 and
understanding their mechanism would be beneficial to
human health. Additionally, L-DOPA has the unique ability
to cross-link and form biological polymers found in mussel foot
proteins, tubeworm adhesive, and squid beak polymer.7 TyrHs
from different metabolic pathways canonically employ either a
nonheme iron for an O2-dependent oxidation process using
tetrabiopterin as cosubstrate8 or binuclear copper9 as the
metallocofactor. However, a new class of heme-dependent
TyrH using H2O2 as an oxidant has recently emerged,
expanding the known repertoire of TyrH enzymes (Scheme
1A).10−16 These TyrH proteins are responsible for the initial
step in the biosynthesis of several natural products with
antibacterial and antitumor properties, some of which include

anthramycin, lincomycin, hormaomycin, porothramycine,
saframycin, sibiromycin, and tomaymycin.11,12,17−20 Notably,
these natural products contain a pyrroline moiety, which is
derived from the product of the TyrH reaction. The discovery
of these heme-dependent TyrHs highlights the distinct
cofactor versatility in enzyme-mediated L-DOPA formation.
The heme-containing TyrHs belong to the recently defined

histidine-ligated heme-dependent aromatic oxygenase
(HDAO) superfamily.21 This functionally related superfamily,
characterized by a shared core structure, has emerged from a
significant expansion of the tryptophan-2,3-dioxygenase
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(TDO) family, incorporating monooxygenase members with
tyrosine and its metabolites as substrates. Currently, this
expanding superfamily encompasses several hundred members,
collectively enriching our understanding of metalloenzyme-
mediated oxygenation reactions, particularly in contrast to
well-characterized heme-thiolate enzymes like cytochromes
P450 and peroxygenases. Insights gleaned from the HDAO
superfamily will hold promise for applications in metabolism
and natural product biosynthesis.
In the past five years, considerable progress has been made

toward characterizing these heme-dependent TyrHs. As a
result, these enzymes have been shown, in addition to
activating C−H bonds for hydroxylation, to activate C−F
bonds for cleavage under mild conditions when fluorinated
tyrosine is used as an alternate substrate in catalysis (Scheme
1B).13 TyrH from Streptomyces sclerotialus has been success-
fully crystallized in the substrate-bound form allowing us to
experimentally identify an active site acid−base catalyst,
His88.13 A heme-bound hydroperoxo intermediate, also
known as compound 0 (cpd 0) in heme chemistry, has been
captured and structurally determined through in crystallo
reactions with the alternate substrate 3-fluoro-L-tyrosine (3-F-
L-Tyr).14 This structure provided valuable insights into the
catalytic mechanism of TyrH and paved the way for further
studies on its reactivity and applications.
The above advancements in elucidating the three-dimen-

sional structure and spectroscopic characteristics of heme-
dependent TyrH have spurred two independent computational
studies. A QM/MM study not only supported the catalytic role
of His88 but also revealed the significance of the heme
propionate group, which promotes catalytic steps by affecting
the intrinsic electric fields of the distal pocket.15 Another
molecular dynamic simulation supports the experimental
finding of substrate conformation dictating aromatic C−H
versus C−F bond activation when both F and H are present in
3-F-L-Tyr during TyrH-mediated catalysis.16

In the crystal structure of the binary enzyme−substrate (ES)
complex, the L-Tyr substrate bound at the distal heme pocket
establishes extensive interactions with residues in the second-
coordination sphere of the distal pocket of the heme.
Intriguingly, the amino group of the bound substrate does
not directly engage with protein residues or the heme cofactor
but instead forms hydrogen bonds with well-ordered water

molecules in proximity. These water molecules, in turn,
interact with the propionate group of the histidyl-ligated
heme, which extends into the heme distal pocket. Remarkably,
the 1.58 Å-resolution crystal structure of the ferric-hydro-
peroxide intermediate reveals the distal oxygen of the FeIII−
OOH is H-bonded with the amino group of the bound
substrate, the amide backbone of Gly158, and is in close
contact with the propionate group pointing toward the distal
pocket.14 Furthermore, the amino group of the substrate
interacts with both atoms of the hydroperoxide ligand.
However, the impact of the interaction between the amino
group and hydroperoxo ligand on catalysis remains unassessed
in previous experimental and computational studies.
This work aims to compare dioxygenase and monooxyge-

nase mechanisms to determine how the differences between
HDAO members have affected their enzymatic function as well
as to identify the main factors that control oxygen transfer to
the substrate. TDO, the most studied founding member, is
integral to the primary catabolic pathway of L-tryptophan (L-
Trp) degradation, catalyzing the conversion of L-Trp to N-
formyl-kynurenine, a pivotal step in this metabolic process.
Recent experimental and computational studies have eluci-
dated the intricate oxygen transfer mechanism from molecular
dioxygen to L-Trp. Notably, a special aspect of the TDO
catalytic pathway is that the amino group of the substrate, L-
Trp, facilitates the second O atom transfer step during
oxygenation.22−25 This finding is potentially applicable to
aromatic oxygenation mediated by other members of the
HDAO superfamily. Hence, we are intrigued to explore
whether the amino group of the substrate also plays a role in
tyrosine oxidation catalyzed by heme-dependent TyrH, the
prototype of an HDAO subclass where only one oxygen is
inserted into the aromatic substrate. Typically, mutation on
key residues is employed to study substrate−protein
interactions and their mechanistic implications. However,
this invites unwanted protein structural changes, further
complicating the mutagenesis results. Thus, we employed 3-
(4-hydroxyphenyl)propionic acid (HPPA) as an alternate
substrate, which is structurally similar to L-Tyr but lacks the
amino group (Scheme 1C). This is akin to mutation of the
substrate without disruption of protein folding. Our findings
with HPPA, coupled with hydroxyurea and another alternate
substrate, nitrosobenzene, highlight the first substrate-based

Scheme 1. General Scheme of TyrH Reaction with L-Tyr (A), Scheme with 3-F-L-Tyr (B), and Structure of 3-(4-
hydroxyphenyl)propionic Acid (HPPA) (C)
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intermediate captured in the monooxygenation reaction
catalyzed by the HDAO superfamily, providing valuable
mechanistic insights into the heme-dependent tyrosine
hydroxylation.

■ RESULTS
Characterization of TyrH-Mediated HPPA Oxidation.

When HPPA was used in place of L-Tyr as an alternate
substrate in the established catalytic assay,13,14 two reaction
products were observed in the HPLC chromatogram (Figure
1A). Briefly, the assay was conducted by incubating excess L-
Tyr, or HPPA, with TyrH for 5 min before H2O2 was slowly
titrated into the mixture. The first product, which eluted at
8.78 min, had an m/z value of 181.0507 (0.55 ppm) as
determined by high-resolution mass spectrometry (HRMS).
This product was undetectable in positive ion mode but readily
identifiable in negative ion mode by electrospray ionization n
mass spectrometry. Consequently, all HRMS data for the
substrate and its related products were acquired in the negative
ion mode. Compared to HPPA, which has a retention time of
10.29 min and an m/z value at 165.0557 (0.11 ppm), this first
product exhibits a 16 Da mass increase, consistent with the
expected oxygen insertion product, dihydrocaffeic acid
(DHCA). Surprisingly, another product, the third elution
peak at 12.38 min with an m/z value at 329.1034 (1.03 ppm),
was detected. This fraction was consistent with the molecular
weight of the dimerized substrate. Because the two HPPA
molecules could be cross-linked in various ways, such as at the
aromatic rings, the hydroxyl groups, or a combination of the
two, further validation and structure determination were
required for product identification.
We employed proton NMR spectroscopy to ascertain the

chemical structures of the products. The 1H NMR spectrum
for HPPA (Figure S1) contains two distinct methylene triplets
at 2.87 and 2.65 ppm, both with J = 7.4 Hz. These protons
have been assigned in the figure as Hβ and Hα, respectively.
The aromatic region consists of two doublets, one at 7.19 ppm
and another at 6.85 ppm with J = 8.2 Hz, which aligns with an
expected ortho coupling (Figure 1B, black trace). These peaks
represent two sets of equivalent protons, one pair as H6 and
H2, and the other as H5 and H3. These spectroscopic data are
consistent with the known spectroscopic fingerprints of
HPPA.26

The 1H NMR spectrum of the expected hydroxylated
DHCA product also contains two triplet peaks corresponding
to the methylene protons (Figure S2). The signals in the
aromatic region (Figure 1B, red trace) shifted upfield due to
the presence of the electron-donating hydroxyl group. This
region exhibits a doublet of doublets at 6.73 ppm with J = 7.9
and 2.2 Hz, which is indicative of ortho and meta couplings,
respectively, a doublet at 6.83 ppm with J = 2.1 Hz, and a
doublet at 6.87 ppm with J = 8.1 Hz. There is now a loss of one
equivalent set, the H5 and H3, due to hydroxylation occurring
at the C3 position. These results match well with the aromatic
region of the 1H NMR spectrum of L-DOPA.13

The alkyl region of (HPPA)2 (Figure S3) is consistent with
HPPA and DHCA, indicating no new C−C bond at the Cα or
Cβ position. The aromatic region (Figure 1B, blue trace),
which has shifted downfield due to the electron-withdrawing
nature of the phenol group, is composed of a doublet of
doublets at 7.21 ppm with J = 8.3 and 2.2 Hz. These indicate
an ortho and meta coupling. A doublet at 7.14 ppm with J = 2.3
Hz is suggestive of meta coupling, and a doublet at 6.96 ppm

with J = 8.3 Hz represents ortho coupling. Due to the radical
density known for tyrosyl radical, it is expected that carbon−
carbon coupling would take place at C3. Additional HMBC
and HSQC data were obtained and support dimerization at the
C3 position (Figure S4 and Table S1). NMR analysis coupled
with HRMS unequivocally facilitates the assignment of the
chemical structure of the 329.1034 m/z product eluted at
12.43 min to 3,3′-(6,6′-dihydroxy-[1,1′-biphenyl]-3,3′-diyl)-
dipropionic acid, henceforth denoted as (HPPA)2. The

Figure 1. Product characterization of TyrH-mediated HPPA
oxidation. (A) HPLC chromatogram of TyrH (100 μM) with
HPPA (2 mM, gray) and in the presence of 20 eq of H2O2 (black)
monitored at 280 nm. The inset is the HRMS spectra measured in the
negative mode of DHCA (red), HPPA (black), and (HPPA)2 (blue).
(B) NMR spectra of purified product peaks by HPLC from panel A.
The corresponding chemical structures are provided for each
spectrum. HPPA, DHCA, and (HPPA)2 are represented in gray,
red, and blue, respectively. Aromatic carbon positions are labeled 1
through 6.
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substantial presence of the (HPPA)2 product implies a radical-
based dimerization occurring during the TyrH-mediated
reaction employing this alternate substrate.

18O-Labeled Study of TyrH and HPPA. Our prior
investigations, utilizing isotopically labeled oxygen on sub-
strates, yielded crucial mechanistic insights into the formation
of L-DOPA.13 Notably, oxygen scrambling at the C3 and C4
position of L-DOPA was observed, indicating a substrate-based
radical forms during the catalytic cycle. Building upon this
foundation, we adopted a comparable methodology to probe
whether the formation of DHCA and (HPPA)2 entails the
presence of a longer-lived intermediate for solvent exchange in
contrast to L-Tyr. Following the termination of the reaction
with concentrated hydrochloric acid and subsequent purifica-
tion via HPLC, each chromatographic peak underwent
meticulous analysis using HRMS.
In the mass spectrometry analysis with H2

18O, the HPPA
peak displayed an expected m/z of 165.0553 with a 2.42 ppm
error. Notably, two additional peaks at m/z values of 167.0596
(2.17 ppm) and 169.0639 (1.82 ppm) were observed, both
showing an increase of 2 and 4 Da, respectively. This result
suggests 18O-isotopic enrichment of one and two of the
oxygens, respectively (Figure 2A). The ratios of unlabeled,

singly labeled, and doubly labeled (in both the original
phenolic oxygen of the substrate and the newly inserted
oxygen) hydroxylation products were 32.9%, 59.6%, and 7.5%,
respectively (Table S2). To determine the location of these
enriched 18O atoms, as HPPA also contains a carboxylate
group, fragmentation analysis was performed (Figure S5A).
The analysis revealed no oxygen exchange occurring at the
hydroxyl group of the phenol nor 4-ethylphenol fragments.
Hence, the observed scrambling is derived from the
carboxylate of HPPA (Figure S6A). This observation is

consistent with a phenomenon observed in 4-hydroxyphenyl-
pyruvate dioxygenase, where the carboxyl group can exchange
with the bulk solvent in the absence of the amino group.27

Carboxylic oxygen exchange with solvent was also observed
with DHCA and (HPPA)2 (Figure S6 B & C). DHCA has an
expected m/z of 181.0499 (3.87 ppm), with up to four
isotopically labeled product peaks detected with m/z values of
183.0542 (3.15 ppm), 185.0586 (2.82 ppm), 187.0629 (2.50
ppm), and 189.0671 (2.71 ppm), corresponding to 2, 4, 6, and
8 Da increases, respectively (Figure 2B). Fragmentation
confirmed 18O enrichment at both hydroxyl groups of the 4-
ethylcatechol end of DHCA (Figure S5B).
(HPPA)2 has an expected m/z of 329.1026 (1.52 ppm) with

up to five isotopically labeled oxygen atoms detected at m/z
values of 331.1068 (1.53 ppm), 333.1112 (1.06 ppm),
335.1154 (1.18 ppm), 337.1199 (0.42 ppm), and 339.1243
(0.63 ppm), consistent with 2, 4, 6, 8, and 10 Da increases,
respectively (Figure 2C). Fragmentation of these peak values
reveals 18O-enrichment at three of the four possible oxygen
atoms, including the phenolic oxygen position (Figure S5C).
Tables S2 and S3 summarize the ratios of isotopically

labeled and nonlabeled peaks for DHCA and (HPPA)2.
Despite complications in the analysis due to carboxylic
scrambling, the detection of oxygen scrambling on the original
phenolic oxygen of the substrate suggests a common
mechanism similar to the production of L-DOPA in the L-
Tyr oxidation between the formation of DHCA and (HPPA)2.
Thus, it is reasonable to propose that the broken aromaticity
determined with L-Tyr also applies to HPPA. A radical-based
intermediate is expected to form during the production of
(HPPA)2. In the L-Tyr reaction, this intermediate is even
shorter-lived based on the absence of dimerization. Therefore,
further investigation using spectroscopy is needed to clarify the
differences between HPPA and L-Tyr.

Spectroscopic Characterization of TyrH-HPPA Inter-
action. The UV−vis spectrum of TyrH exhibits a Soret band
at 405 nm with α/β bands at 535 and 503 nm, respectively,
and a charge transfer band at 636 nm (Figure S7A). In the
presence of excess L-Tyr, no significant changes occur in the
heme electronic states within the Soret, α/β, or charge transfer
bands. The heme center of TyrH exhibits a S = 5/2 axial EPR
signal with a g⊥ at 5.77 and a g∥ at 2.00 (Figure S7B). Once
bound with L-Tyr, a minor decrease in high-spin signal is
observed, and a new low-spin species is detected with g-values
at 2.71, 2.22., and 1.76 (Figure S7C, red trace). With excess
HPPA, a minor species with a weak g = 6.18 resonance
suggests a heterogeneous iron center. However, no low-spin
signal is detected (Figure S7C, blue trace). The KM values for
both tyrosine and HPPA were comparable (Figure S8).
Overall, neither ligand coordinates to the iron, and only
minor differences in the iron environment were noted between
L-Tyr-bound and HPPA-bound TyrH.
We further characterized the binary complex using

resonance Raman (rR) spectroscopy (Figure 3). The high-
frequency region, dominated by the porphyrin in-plane
vibrational modes, provides markers indicating the spin and
oxidation state of the heme iron center. The ν2 mode (1550−
1600 cm−1) is sensitive to the spin-state of the heme iron, and
the ν3 mode (1475−1520 cm−1) is responsive to both the spin-
state and the axial coordination.28−30 Additionally, the strong
ν4 mode (1350−1400 cm−1) is influenced by the oxidation
state of the heme iron π-electron density of the porphyrin
macrocycle. In the low-frequency region (200−1000 cm−1), we

Figure 2. High-resolution mass spectrometry analyses of the reaction
in the buffer with 18O-enriched H2O. Isotope distribution of (A)
HPPA (black), (B) DHCA (red), and (C) (HPPA)2 (blue). The inset
in panel C is a zoom in on the peak at 339.1245 m/z.
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gain structural insights related to iron-ligand interactions and
heme out-of-plane modes. The high-frequency region (Figure
3B) of substrate-free TyrH indicates a ferric six-coordinate
high-spin (6cHS) species with stretches at 1484 cm−1 and
1569 cm−1. When excess L-Tyr is present, a 2 cm−1 shift in the
ν3 marker is paired with a 9 cm−1 downshift in the ν2 region,
which are still consistent with a 6cHS species. Furthermore, a
new minor peak at 1503 cm−1 emerges, indicative of a new six-
coordinate low-spin species, corroborated by the EPR
spectrum. The major difference in the low-frequency region
(Figure 3A) is a new feature at 383 cm−1, suggesting
movement in the propionate group in response to binding of
L-Tyr.
TyrH-HPPA displays a ν2 peak shift to 1563 cm−1 and the

concomitant loss of the six-coordinate low spin marker in the
ν2 region, consistent with EPR spectroscopy. In the presence of
substrate or alternate substrate, the heme iron remains
predominantly as a 6cHS species. Similar to tyrosine-bound
TyrH a shoulder is seen at 383 cm−1. Although active site
reorganization is detected in response to substrate and
alternate substrate binding, overall, the TyrH-HPPA complex
exhibits similar spectroscopic features as TyrH bound with L-
Tyr.

Crystal Structure Determination of TyrH-HPPA Com-
plex. We obtained an ES complex structure of HPPA-bound
TyrH refined to 1.56-Å resolution (PDB entry: 8VMK, Table
S4), with two identical polypeptides in an asymmetric unit.
The overall structure is nearly identical to the L-Tyr-bound
TyrH complex, with a root-mean-square deviation value of
0.23 Å for 603 Cα (Figure S9). However, the absence of the
amino group in HPPA results in notable differences in the
distal pocket (Figure 4). The HPPA-bound structure reveals
one subunit containing a water molecule while another has two
water molecules in the distal heme pocket. This heterogeneity
was recognized by EPR spectroscopy and explains why a new
high-spin species is detected in the TyrH-HPPA complex. In
contrast, both subunits of the L-Tyr-bound TyrH complex
(PDB: 7KQR) have two well-ordered water molecules in
nearly equivalent positions in the distal heme pocket with an
H-bond network connecting the heme iron with the bound L-
Tyr substrate. Although minor differences were detected

between the L-Tyr- and HPPA-bound structures, both similarly
bind to TyrH, which is consistent with our spectroscopic data.

Characterization of a Spin-Trapped Free Radical
Species. To investigate the anticipated radical-based mecha-
nism suggested by HPPA oxidation, we employed hydroxyurea
(HU), a well-known free radical scavenger for enzymatic
reactions.31−34 HU does not absorb at 288 nm nor does it
react with TyrH mixed with H2O2; thus, no product was
detected by HPLC (Figure 5, i, ii, iii). In the presence of excess
HU, the dimerized product is abolished (Figure 5, v). We
quantitated the relative amount of substrate and product by
combining the peak areas of DHCA, HPPA, and (HPPA)2 and

Figure 3. Resonance Raman spectra of ferric TyrH (black trace)
bound with L-Tyr (red) and HPPA (blue) with a laser excitation
wavelength of 406.7 nm in the low-frequency region (A) and high-
frequency region (B).

Figure 4. Active site view of TyrH in complex with L-Tyr and HPPA.
(A) Chain A and (B) B of TyrH-HPPA (PDB entry: 8VMK), with
HPPA shown in yellow as ball and sticks. The green FO-FC omit map
is contoured to 3 σ. (C) Chain A and (D) B of TyrH-Tyr (PDB ID:
7KQR), with L-Tyr shown in yellow as ball and sticks. Enzymatic
carbons are shown in gray, with distal histidine 196 and 88 as sticks
and heme carbons as purple. Gray dashed lines indicate distances
between atoms.

Figure 5. Activity assay with hydroxyurea. HPLC of (i) HU, (ii) HU
mixed with H2O2, (iii) TyrH incubated with HU and H2O2, (iv)
TyrH-HPPA complex mixed with H2O2, and (v) TyrH-HPPA
complex mixed with HU and H2O2. Peaks shaded in red, gray, and
blue correspond to DHCA, HPPA, and (HPPA)2, respectively. All
chromatograms were monitored at 288 nm.
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dividing them by the respective peak areas. This method allows
us to determine percentages of 65.4 ± 3%, 18.5 ± 1.7%, and
16.1 ± 1.4% for DHCA, HPPA, and (HPPA)2, respectively, for
the uninhibited reaction (Figure 5, (iv). In the presence of HU,
these percentages shift to 57.9 ± 0.2%, 41.6 ± 0.1%, and 0.42
± 0.09% (Figure 5, (v). HU not only eradicates the formation
of (HPPA)2, but also results in a slight decrease of the
hydroxylated product. Mixing excess HU with TyrH shows no
significant shifts in the UV−vis spectrum (Figure S10),
indicating that HU does not cause substantial reorganization
in the active site. Plotting the formation rates of DHCA and
(HPPA)2, monitored at 280 and 288 nm respectively, against
HU concentration shows a clear decrease in rate with
increasing HU, consistent with the HPLC results (Figure
S11). The attenuated (HPPA)2 peak in the HPLC chromato-
gram in the presence of HU not only suggests that HU can
successfully neutralize the substrate-based radical but also that
the substrate radical can exit the active site to be quenched by
HU, evidenced by the inability of HU to induce spectral shifts
in the UV−vis spectrum and the absence of competitive
binding in the Lineweaver−Burk (LB) plots. Although HU can
quench the substrate radical, it does not allow us to observe the
radical intermediate directly. Thus, we turned to spin-traps.
Our first attempts using a common nitrone spin-trap, 5,5-

dimethyl-1-pyrroline-N-oxide (DMPO), did not lead to the
detection of any DMPO-adducts via HPLC, which is typically
observed when trapping a radical (Figure S12).35 We then
recruited nitrosobenzene (NB), a nitroso-based spin trap
capable of capturing a radical during enzymatic oxidation,.35−37

Titrating TyrH with NB resulted in a red-shift of the Soret
band to 416 nm, along with the emergence of new α/β bands
at 561 and 540 nm, respectively (Figure S13A). These spectral
changes are not only similar to NB bound to hemoglobin,38

but also indicate NB binding (KD = 296 ± 8 μM) (Figure
S13B). Upon the addition of excess H2O2, UV−vis spectros-
copy reveals a long-lived intermediate at 306 nm that populates
and decays over time (Figure 6, A & B) with unique
absorbance not seen in the NB UV−vis spectrum (Figure
S14). By plotting the difference spectra and monitoring at 306
nm after adding excess hydrogen peroxide and NB, it is
apparent that the intermediate is only present with NB, and
not with L-Tyr or HPPA (Figure S15).
During the course of the reaction, the 306 nm peak

maximizes in 2 min and gradually dissipates within 30 min
(Figure 6B, inset). EPR spectroscopy confirms a NB radical
(Figure 6C, (ii), which was not detected in the absence of the
enzyme (Figure S16). The free radical signal exhibited a similar
increase and decrease during freeze−thaw cycles, indicating its
stability within a 5 min period before significant decay
occurred over 30 min. Regrettably, no oxygenated or dimeric
products were detected, suggesting the essential role of the
phenolic oxygen (i.e., the 4-hydroxyl group) in the substrate
during catalysis for oxygenation or oxidative dimerization
completion (Figure S17). The spin-localization of the nitroso
group of NB appears to hinder free radical coupling for
dimerization, leading to the gradual degradation of the NB
radical species over time. However, attempts to employ NB as
a spin trap in L-Tyr oxidation were unsuccessful in detecting a
new radical signal. This outcome may be attributed to the fact
that the L-Tyr-based radical either does not kinetically
accumulate or the heme distal pocket lacks sufficient space
to accommodate an NB molecule following the arrival of an L-
Tyr substrate. Furthermore, when HPPA is titrated into the

Figure 6. Characterization of a long-lived radical with NB. (A) UV−
vis spectra of 10 μM TyrH (black trace) mixed with 30 eq. of H2O2
(thin black), then 30 eq. of NB (thick green). The thick blue line is
the same sample measured the following day, and intermediate
spectra are drawn as thin green lines. (B) The difference spectrum of
panel A, which was generated by subtracting the initial spectrum
collected after the addition of hydrogen peroxide and NB (thin green
trace in panel A) from subsequent spectra. The inset plots the change
in absorbance at 306 nm over time. (C) EPR spectra of the low-spin
region of TyrH-NB complex (top trace) and after incubation with 30
eq of H2O2 for 15 s, 30 s, 60 s, 5 min, and 30 min. The EPR spectra
were recorded at 30 K.
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TyrH−NB complex in the presence of excess hydrogen
peroxide, the intensity of the NB-derived radical signal is
progressively diminished (Figure S18). This observation
supports the interpretation that HPPA and NB compete for
access to a common oxidizing equivalent, likely a high-valent
heme-based intermediate.

■ DISCUSSION
This study provides compelling evidence that the heme-
dependent tyrosine hydroxylase proceeds its monooxygenation
process through a peroxidase-like pathway via a substrate-
based free radical intermediate. Three key findings substantiate
this conclusion. First, the detection of (HPPA)2 alongside the
hydroxylated DHCA product suggests a radical-based coupling
of the alternate substrate in catalysis. Second, the radical
scavenger HU effectively eliminates HPPA dimerization,
further supporting a radical mechanism. Third, direct
spectroscopic observation of a nitrosobenzene-based radical
species, when used as a substitute analog, provides direct
experimental validation of a radical-based intermediate. While
a substrate-based radical has been proposed computationally
for IDO and TDO in the form of Fe(III)-O-O-(L-Trp)•,39

experimental confirmation has remained elusive. Here, for the
first time, we establish a radical-based mechanism in TyrH, a
member of the heme-dependent HDAO superfamily. These
findings not only redefine the catalytic paradigm of TyrH but
also suggest a potentially conserved radical mechanism across
the diverse and biomedically significant HDAO superfamily,
which spans thousands of enzymes involved in primary
aromatic amino acid metabolism or secondary metabolism
for natural product biosynthesis.
The crystal structure and spectroscopic data collectively

demonstrate that HPPA binds to the active site of TyrH in a
manner analogous to L-Tyr. Consequently, it is reasonable to
infer that HPPA and L-Tyr undergo similar oxidation processes

mediated by TyrH. Furthermore, the observation of hydroxy-
lated HPPA, DHCA, coupled with oxygen scrambling at the
phenolic position of DHCA provides confirmation for such
expectation. The formation of (HPPA)2 is attributed to an
intermediate, most likely a substrate-based radical, which is less
efficient in completing the subsequent O-atom insertion step
and migrates out of the enzyme. In contrast, NB can bind in
the active site when used as an alternate substrate, and a free
radical was observed as expected. However, the spin-trapping
properties of NB concomitant with the lack of a hydroxyl
group critical for catalysis14 prevent the formation of a NB
product. Notably, this lack of product detection is not
unprecedented. No NB product was obtained in previous
work involving radical trapping with the diheme peroxidase
MauG.37 It is also worth noting that the mechanism of radical
formation on NB fundamentally differs from L-Tyr and HPPA.
Whereas L-Tyr and HPPA undergo proton-coupled electron
transfer (PCET) to generate neutral radicals, NB is more likely
to yield a cationic radical species in the presence of a high-
valent iron species. Nonetheless, the NB probe depicts that a
radical can be formed with an alternate substrate. Although
product was not detected in the presence of NB, the observed
radical, in conjunction with the data presented in this body of
work, supports the formation of a radical-based intermediate
during catalysis by TyrH.
HU clearly inhibits the formation of (HPPA)2 and, to a

lesser extent, DHCA, as demonstrated by both HPLC and
UV−vis spectroscopy. Attempts to analyze this inhibition using
LB plots yielded no discernible trends (Figure S19), suggesting
that the mechanism cannot be easily classified as competitive,
noncompetitive, or uncompetitive inhibition. Rather, we
propose that a unique inhibition takes place where HU
attenuates dimer formation outside the active site due to the
limited space within the active site. While HU primarily
prevents the dimerization of HPPA, a small amount can enter

Scheme 2. Proposed Mechanistic Scheme of TyrH with HPPAa

aOnce the radical-based intermediate is produced, the pathway diverges to either perform oxidative aromatic C−H bond cleavage, generating the
expected DHCA product or a (HPPA)2.
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the active site to inhibit the hydroxylation of HPPA to DHCA,
as evidenced by HPLC and UV−vis data.
The investigation using the substrate analog HPPA reveals

the contribution of the amino group and underscores the
essential catalytic role of the phenol moiety. Our previous 18O-
labeling experiments with 3-F-L-Tyr have suggested a
dearomatized intermediate.13 Additionally, a hydroperoxo
intermediate has also been captured in crystallo complexed
with 3-F-L-Tyr.14 The dimerization product observed with
HPPA supports a radical-based dearomatized intermediate,
potentially a ketone radical (Scheme 2). The previously
identified active site base, His88, forms a crucial hydrogen
bond with the substrate phenol, as further supported by
computational chemistry.14,16 An independent QM/MM study
not only suggests the implications of intrinsic electric fields in
catalysis but also supports the formation of a substrate radical
and cpd II,15 aligning with our previous and current findings.
Without the phenol group, hydroxylation cannot take place, as
is evident with NB.
Our proposed mechanism begins with the binding of HPPA

to the distal pocket of the heme center (Scheme 2). In the
presence of H2O2, cpd 0 is formed. The subsequent cleavage of
the terminal oxygen, coupled with a PCET initiated by His88,
results in the oxidation of the substrate, leaving a neutral
radical. At this juncture, oxygen scrambling and two
mechanistic pathways unfold. One pathway involves the
ferryl-oxo group attacking the radicalized intermediate, leading
to an iron-bound L-DOPA-quinone-like intermediate and the
eventual formation of hydroxylated product. The alternative
pathway involves recombining radicalized intermediates,
resulting in (HPPA)2. Once the radical leaves the active site
in the presence of excess HU, it is quenched. It is unlikely that
the formation of the dimer takes place in the active site due to
the spatial constraints (Figure S20). The proposed mechanistic
scheme for the hydroxylation of L-Tyr can be found in Scheme
S1. One subtle distinction is the detection of a small fraction of
low-spin species by EPR and resonance-enhanced Raman
spectroscopy. This likely arises because, in the presence of L-
Tyr, the pKa of the weakly coordinated water is lowered,
leading to its partial conversion into hydroxide�a strong-field
ligand, as observed in resonance Raman studies of TDO.40 The
divergence in pathways appears dependent on the longevity of
the substrate radical, with both pathways sharing the initial
steps of the classic heme peroxidase catalytic cycle up to the
formation of cpd II.41

TyrH is a member of the HDAO superfamily; therefore, it is
anticipated that similar catalytic mechanisms will be shared
within this superfamily. The other well-characterized members,
IDO and TDO, have been proposed to utilize a substrate-
based radical during the formation of an alkyl peroxo
intermediate that connects the heme iron with the L-Trp
substrate.22−24,42,43 However, such a substrate radical inter-
mediate has yet to be experimentally observed. This work
presents for the first time that a member of the HDAO
superfamily generates a free radical on its bound substrate.
Briefly, our results underscore the nonessential but

important role of the amino group in the substrate, facilitating
the O-atom transfer from the heme-bound oxidant to the
substrate in the TyrH reaction. Removing the amino group of
tyrosine with HPPA disrupted the hydrogen bonding network,
allowing us to examine the importance of these interactions.
However, this could have unintentionally altered the
mechanism. Formation of the hydroxylated product with

HPPA confirmed that the mechanism remains consistent with
that of tyrosine. In the absence of this amino group, as
demonstrated by HPPA, the oxidation reaction struggles to
complete hydroxylation. The α-amino group of L-Tyr is
postulated to contribute to the stabilization of the keto-radical
intermediate by anchoring it within the active site (Scheme
S1). In the cpd 0 intermediate, the α-amino group is
positioned 2.8 and 3.0 Å from the proximal and distal peroxo
oxygen atoms, respectively.14 This proximity suggests a
plausible role in maintaining the intermediate within the active
site, thereby promoting formation of the dopaquinone-like
intermediate. Alternatively, the α-amino group may lower the
activation barrier for hydroxylation, a possibility that warrants
further computational investigation. The amino group in L-Trp
has been demonstrated in TDO through computational and
experimental investigations to facilitate the second oxygen
atom transfer.22,24,44−46 Because the amino group plays an
important role in both monooxygenation and dioxygenation in
TyrH and TDO, respectively, it is not the single determining
factor differentiating between the two reactions in this
superfamily.
Although TyrH and TDO/IDO belong within the same

family and their oxidation pathways appear to proceed through
substrate-radical intermediates, which is now confirmed by this
work, they exhibit notable structural and mechanistic differ-
ences. First, they act on distinct aromatic substrates. To date,
the only other known tyrosine utilizing-enzymes in this family
are SfmD47 and the newly discovered RhzB.48 How this
structure-based family differentiates between phenol and
indole rings remains an open question. Second, TDO/IDO
undergo two cycles of oxygenation while TyrH requires only
one. Interestingly, MarE, a tryptophan-utilizing enzyme in this
family, can perform both monooxygenation and dioxygena-
tion.48,49 However, the factors driving this differentiation
remain unclear. Although this body of work confirms that the
amino group is not the key factor governing substrate or
oxygenation differentiation, the underlying causes of these
differences remain unknown and warrant further investigation.

■ CONCLUSION
This study highlights the critical yet nuanced role of the α-
amino group in heme-dependent tyrosine hydroxylase catalysis.
In the presence of this group, the enzyme channels reactivity
toward efficient hydroxylation, whereas its absence, modeled
with HPPA, permits an alternative radical-mediated dimeriza-
tion pathway. Through a combination of structural biology,
isotopic labeling, spectroscopy, and radical-trapping experi-
ments, we provide experimental evidence for a substrate-based
free radical intermediate�an observation that had long been
postulated but never confirmed in the HDAO superfamily.
These findings establish that while the amino group is not
absolutely required for catalysis, it exerts an influence on
reaction fidelity by stabilizing the substrate radical and
promoting productive O-atom transfer. This mechanistic
insight not only advances our fundamental understanding of
radical chemistry in metalloenzymes but also opens avenues for
engineering oxygenase reactivity in biocatalysis and natural
product biosynthesis.

■ MATERIALS AND METHODS
Material Preparation. TyrH from S. sclerotialus with a N-

terminal His6-tag was expressed in E. coli cells and purified
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using affinity chromatography as previously described.14

Untagged protein was prepared by incubating it with TEV
protease overnight and further purified using affinity and size
exclusion chromatography, as previously reported.14 L-Tyr and
HPPA were purchased from Sigma-Aldrich at the highest
purity while nitrosobenzene came from MP Biomedicals.
Hydroxyurea was purchased from Acros Organics. 5,5-
dimethyl-1-pyrroline N-oxide (DMPO) was purchased from
Cayman Chemical (Ann Arbor, MI, USA).

Spectroscopic Characterization. All UV−vis spectra
were recorded in a 1 cm quartz cuvette using either a Lambda
25 spectrophotometer (PerkinElmer) with a scan speed of 240
nm/s or an Agilent 8453 UV−vis spectrophotometer. All
samples were measured in 100 mM potassium phosphate with
50 mM NaCl at pH 7.4, unless otherwise stated. The inset of
Figure 5 was fitted to a hyperbolic model.
EPR spectra were recorded at either 10 or 30 K on a Bruker

E560 X-band spectrometer equipped with a cryogen-free 4 K
system controlled with an ITC503S temperature controller
(Oxford Instruments, Abingdon, UK) and an SHQE-W
resonator at 100 kHz modulation frequency, 0.6 mT
modulation amplitude, and 1.002 mW power. The free radical
signal was quantified by measuring 1 mM of CuSO4 in 10 mM
EDTA buffered at pH 8.0. The double integration of the cupric
signal represented 1 mM. The double integration of the radical
signal was divided by that of the copper signal to estimate the
quantity.
Resonance Raman spectra were obtained at an excitation

line of 406.7 nm from a Kr+ ion laser (Coherent Innova 300C,
Santa Clara, CA) directed toward an NMR tube seated on a
spinning turbine. The scattered light, collected at a 90° angle
to the incident laser beam, was focused on the 100-μm wide
entrance slit of an IsoPlane SCT320 spectrometer equipped
with a 1200 grooves/mm grating (Princeton Instruments,
Trenton, NJ), where it was dispersed and then detected by an
air cooled PIXIS CCD (charge coupled devices) detector
(Princeton Instruments, Trenton, NJ). A long pass filter
(Thorlabs, Newton, NJ) removed the laser scattering. The
Raman shift was calibrated by using indene (Sigma). The laser
power was kept at 20 mW for all measurements. The
acquisition time was 20 min for all spectra obtained.

Reaction with Alternate Substrate and Product
Identification. The oxidation of HPPA by H2O2 in TyrH-
mediated reaction was conducted under the reported
conditions at room temperature in 100 mM potassium
phosphate with 50 mM NaCl at pH 8.0.13,14 Briefly, 100 μM
TyrH was premixed with 3 mM HPPA for 5 min before the
addition of 3 mM H2O2. Reactions with NB, DMPO, and HU
contained 10 mM of each reagent. The reaction mixture was
quenched by 10 μL of 6 M HCl, filtered, and analyzed by
HPLC. The products were purified using a C18 Inertsil ODS-3
C18 column (3 μm particle size, 4.6 × 250 mm, GL Sciences
Inc.) at a 1 mL/min flow rate. The stationary phase was 99.9%
H2O with 0.1% formic acid and the mobile phase was 99.9%
acetonitrile with 0.1% formic acid. The gradient started 4 min
after the run began, increasing from 0% to 100% mobile phase
in 18 min. The fractions eluted from HPLC were collected and
concentrated by a vacuum concentrator for further NMR
analysis.
High-resolution mass spectra were collected on a maXis plus

quadrupole-time-of-flight mass spectrometer equipped with an
electrospray ionization source (Bruker Daltonics) and operated
in negative ionization mode. Samples were analyzed from

HPLC fraction and introduced into the ESI source via a
syringe pump at a constant flow rate of 3 μL/min. Important
source parameters are summarized as follows: capillary voltage,
− 3500 V; nebulizer gas pressure, 0.4 bar; dry gas flow rate, 4.0
L/min; source temperature, 200 °C. Mass spectra were
averages of one minute of scans collected at a rate of 1 scan
per second in the 50 ≤ m/z ≤ 1500 range. Compass Data
Analysis software version 4.3 (Bruker Daltonics) processed all
mass spectra. The method for 18O percentage calculations is
described elsewhere.50 Briefly, calculations were carried out
based on the areas under the monoisotopic peaks of the
compound in question. The third isotopic peak overlaps with
the monoisotopic peak of the singly 18O labeled, increasing the
overall peak area. A corrected area for the monoisotopic peak
of the 18O labeled species was calculated by subtracting the
contribution of the intensity-corrected third isotopic peak area
from the singly 18O labeled. This process was repeated for
doubly labeled 18O labeled products and so forth.
NMR spectra were recorded on a Bruker (Billerica, MA)

Avance III HD 500 MHz spectrometer equipped with a 5 mm
Cryoprobe Prodigy apparatus at 300 K. Spectra were recorded
in 90/10 buffer/D2O. One-dimensional 1H spectra (zg30)
were recorded with 1 s relaxation delay and 32,000 data points
and multiplied with an exponential function for a line
broadening of 0.3 Hz before Fourier transformation.
Phase-sensitive, multiplicity-edited, gradient-selected HSQC

(Bruker pulse program hsqcedetgpsisp2.3) with 13C decoupling
during acquisition (GARP). Spectral widths: 12.98 ppm (1H,
F2) × 199.78 ppm (13C, F1). Acquired matrix: 2048 points
(F2) × 32 t1 increments; 512 scans per increment; relaxation
delay d1 = 1.5 s. The one-bond delay was set for 1JCH = 145
Hz. Processed matrix (zero-filled): 2048 × 2048.
Phase-sensitive, gradient-selected HMBC (Bruker pulse

program hmbcetgpl3nd) with a 3-fold low-pass J-filter to
suppress one-bond correlations and no heteronuclear decou-
pling during acquisition. Spectral widths: 12.98 ppm (1H, F2)
× 239.49 ppm (13C, F1). Nominal acquired matrix: 4096
points (F2) × 32 t1 increments; 512 scans per increment;
relaxation delay d1 = 2.0 s. The long-range delay was set for
nJCH = 8 Hz (≈ 62.5 ms). Processed matrix (zero-filled): 4096
× 2048. All 2D spectra were manually phase corrected and
baselined. All NMR data were processed using MestReNova
NMR v11.0.3 software.

Inhibition Kinetics and Lineweaver−Burk Plots. The
samples were prepared by incubating TyrH (10 μM) with 100,
200, and 300 μM HPPA. HU (0.1, 0.2, 0.5, 1.0, and 5 mM)
was added to the mixture before 0.3 mM of H2O2 was used to
initiate the reaction and monitored by UV−vis spectroscopy.
The UV−vis spectra were obtained at 30 s intervals for 5 min.
The initial rates were determined, and the inverse rates were
plotted against the inverse HPPA concentrations. The data
points were then fitted to a linear equation.

Crystal Structure Determination of TyrH Bound with
HPPA. Untagged TyrH was used for cocrystallization. HPPA
(3 mM) was added to TyrH (40 mg/mL). The crystallization
conditions were identical as the reported conditions.14 All
crystals were cryoprotected with 25% (v/v) glycerol before
flash-cooling. X-ray diffraction data collection was conducted
at the beamline 19-BM of the Advance Photon Source at
Structural Biology Center (SBC, Argonne National Labo-
ratory) at 100 K. Diffraction imagines were collected
sequentially (Δφ = 0.5°, total of 240°) with an incident
wavelength of 0.96682 Å. Each data set was obtained on a

ACS Catalysis pubs.acs.org/acscatalysis Research Article

https://doi.org/10.1021/acscatal.5c05776
ACS Catal. 2025, 15, 18270−18281

18278

pubs.acs.org/acscatalysis?ref=pdf
https://doi.org/10.1021/acscatal.5c05776?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


distinct single crystal from one continuous data collection at
the beamline. The data sets were processed by HKL3000 and
solved by molecular replacement via Phaser-MR in Phenix.51 A
coordinate of PDB 7KQR with heme and all ligands excluded
was used as the search model for molecular replacement.
Restraints for HPPA (Ligand ID HPP) were generated with
SMILES string using eLBOW and used for fitting and
refinement using Phenix.51,52 In order to minimize bias, ligand
refinement was initiated at the final stage of structure
refinement by examining ligand-omit difference maps.
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Table S1. 1H-NMR and 13C-NMR chemical shifts for (HPPA)2 

Label δH δC 

   

α 2.56 (t, J = 7.4, 2H) 29.45 

β 2.88 (t, J = 7.4 Hz, 1H) 35.75 

1 N/A 132.91 

2 7.14 (d, J = 2.3 Hz, 1H) 131.05 

3 N/A 125.23 

4 N/A 151.23 

5 6.96 (d, J = 8.3 Hz, 1H) 115.91 

6 7.21 (dd, J = 8.3 Hz, 2.2 Hz, 1H) 129.14 

7 N/A 178.21 
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Table S2. Comparison of the 18O-Labeled Unreacted Substrate and Hydroxylated Product af-
ter the TyrH Reaction Using L-Tyr and HPPA in 18O-enriched H2O 

 

Substrate 

 

18O atom in-
corporation 

Unreacted Substrate Hydroxylation 

0 18O 1 18O 2 18O 0 18O 1 18O 2 18O 3 18O 4 18O 

L-Tyr12 88%    87.7 ± 
0.9 

11.2 ± 
0.8 

1.0 ± 
0.1 

  

HPPA 90% 32.9 ± 
19.0 

59.6 ± 
22.9 

7.5 ± 
4.1 

3.8 ± 
0.2 

22.1 ± 
1.0 

42.0 ± 
0.7 

26.6 ± 
1.3 

5.5 ± 
0.7 

Table S3. Distribution of the 18O-Labeled Dimerized Product after the TyrH Reaction Using HPPA in 
18O-enriched H2O 

                                 Dimerization 

Substrate 18O atom incor-
poration 

O 18 1 18O 2 18O 3 18O 4 18O 5 18O 

HPPA 90% 18.1 ± 2.5 37.2 ± 1.4 30.0 ± 1.6 12.1 ± 1.7 2.4 ± 0.5 0.2 ± 0.06 
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Table S4. X-ray Data Collection and Refinement Statistics 

 HPPA-bound binary complex 

Data Collection  

Wavelength (AÅ ) 0.96682 

Space group P 21  

Cell dimensions  

  a, b, c (AÅ ) 47.63, 129.82, 48.42 

   α, β, γ (°) 90.00, 93.86, 90.00 

Resolution (AÅ ) 50.00 – 1.56 

 (1.59 – 1.56)a 

Total re�lections 402617 

Unique re�lections 82562 

Redundancy 4.9 (4.3) 

Rsym or Rmergeb (%) 7.8 (49.1) 

CC1/2c 95.8 (80.9) 

I/σI 21.3 (2.0) 

Completeness (%) 99.4 (98.9) 

  

Re�inement  

Resolution (AÅ ) 48.31 – 1.56 

No. re�lections 82515 

Rworkd/Rfreee (%) 18.8 / 21.3 

No. Atoms / B-factors (AÅ 2)  

   Protein 4711 / 25.3 

   Heme 86 / 22.5 

   Ligands 40 / 26.5 

   Water 580 / 35.0 

r.m.s.d 
 

   Bond lengths (AÅ ) 0.007 

   Bond angles (°) 0.984 

Ramachandranf 
 

   Favored (%) 97.3 

   Allowed (%) 2.5 

   Outlier (%) 0.2 

PDB Code 8VMK 
aNumbers in parentheses refer to data in the highest resolution shell. 
bRmerge =Σ|Ih - <Ih>|/Σ Ih, where Ih is the observed intensity and <Ih> is the average intensity. 
cAccording to Engh and Huber (1). 
dRwork = Σ ||Fobs|-k|Fcal||/ Σ|Fobs| 
eRfree is the same as Robs for a selected subset (10%) of the re�lections that were not included in prior re�inement calculations. 
fCalculated by using MolProbity (2). 
gThe outlier in 8VMK is from Gly16 in chain A. This residue is from the surface �lexible region and irrelevant to the active site. 
1. Engh, R. A., and Huber, R. (1991) Accurate bond and angle parameters for X-ray protein structure re�inement. Acta Crystallogr. A 47, 392–400 

2. Chen, V. B., Arendall, W. B., 3rd, Headd, J. J., Keedy, D. A., Immormino, R. M., Kapral, G. J., Murray, L. W., Richardson, J. S., and Richardson, D. C. (2010) MolProbity: all-atom structure validation for 

macromolecular crystallography. Acta Crystallogr. D Biol. Crystallogr. 66, 12–21 
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Scheme S1. Proposed mechanistic scheme of TyrH with L-Tyr. 

 



 

 

S7 

Figure S1. Proton NMR spectrum of HPPA.  
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Figure S2. Proton NMR spectrum of DHCA. 
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Figure S3. Proton NMR spectrum of (HPPA)2. The asterick represents formic acid that was present in the HPLC solvent. 
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Figure S4. Superimposed 2D NMR of (HPPA)2. HSQC is shown in maroon, while HMBC is shown in green. Formic acid, 
acetonitrile, and an unknown impurity is present and marked in the 1H NMR with a *, ^, and +, respectively.  
 
 

Hβ Hα 

HSQC 
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Figure S5. MS/MS fragmentation spectra of HPPA (A), DHCA (B), and (HPPA)2 (C). 
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Figure S6. Oxygen exchange sites for (A) HPPA alone, whose phenolic oxygen does not exchange with sol-
vent, (B) TyrH-mediated enzymatic reaction product DHCA, and (C) TyrH-mediated enzymatic reaction product 
(HPPA)2. 
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Figure S7. Spectroscopic studies of TyrH complex with L-Tyr and HPPA. (A) UV-vis spectra of 10 μM TyrH (black), TyrH bound 
with 200 μM L-Tyr (red) and TyrH bound with 200 μM HPPA (blue). EPR spectra of 50 μM TyrH (black) bound with 20 eq of L-
Tyr (red) and HPPA (blue) at 10 K (B) and 30 K (C). All EPR spectra were recorded at 1 mW microwave power. 
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Figure S8. Lineweaver-Burk plot of TyrH bound with L-Tyr and HPPA. (A) The TyrH-HPPA reaction 
was monitored at 288 nm and (B) TyrH-Tyr reaction was monitored at 280 nm. 10 μM TyrH was mixed 
with either 300 μM HPPA or L-Tyr, and then 300 μM of hydrogen peroxide was added to initiate the 
reaction. The initial rate was calculated and used to acquire the LB plot. The KM and Vmax for HPPA 
were determined to be 97 ± 37 μM and 9 ± 1 mAU•s-1 at 288 nm, and tyrosine was determined to be 
111 ± 31 μM and 5 ± 0.7 mAU•s-1 at 280 nm.  
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Figure S9. Superposition of the crystal structure of L-Tyr-bound TyrH (PDB ID: 7KQR) and TyrH-HPPA (PDB ID: 
8VMK). The former is shown in grey, and the latter is colored with chain A in gold and chain B in light blue. The 
heme is drawn in purple sticks. The active site is zoomed in and shown on the right with L-Tyr drawn in yellow and 
HPPA in green ball and stick. 
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Figure S10. UV-vis spectra of TyrH (black) mixed with 1 mM HU (dark yellow). The chemical structure of hydroxyurea 
is also shown. 
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Figure S11. Activity assay of 10 μM TyrH in the presence of 300 μM HPPA 5 μM, 
10 μM, 100 μM, 500 μM, 1 mM, and 5 mM of HU. (A) Depicts the rate of formation 
monitored at 280 nm and (B) is monitored at 288 nm.  



 

 

S18 

 
  

 

Figure S12. Activity assay with DMPO. (A) HPLC of (i) DMPO, (ii) DMPO mixed with H2O2, 
(iii) TyrH incubated mixed with DMPO and H2O2, (iv) TyrH-HPPA complex mixed with H2O2, 
and (v) TyrH-HPPA complex mixed with DMPO and H2O2. Peaks shaded in red, grey, and 
blue correspond to DHCA, HPPA, and (HPPA)2, respectively. All chromatograms were mon-
itored at 288 nm. The chemical structure of DMPO is shown at the top of the chromatogram. 
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Figure S13. Spectroscopic characterization of TyrH bound 
to nitrosobezene (NB). (A) UV-vis spectra TyrH titrated 
with NB and the chemical structure of NB. (B) Difference 
spectra of panel A with the TyrH alone spectrum sub-
tracted from each spectrum after the addition of NB. The 
inset depicts the difference spectra values at 424 nm plot-
ted against the concentration of NB.  
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Figure S14. UV-vis spectrum of 100 μM nitrosobenzene. 
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Figure S15. UV-vis time-dependent assays with TyrH with excess L-Tyr or HPPA and H2O2 over 30 min. (A) 10 μM of TyrH 
(black trace) was mixed with 20 eq. of H2O2 and monitored over 30 min (purple trace). (B) Difference spectrum of panel A. (C) 
10 μM of TyrH with excess L-Tyr (black trace) was mixed with 20 eq. of H2O2 and monitored over 30 min (red trace). (D) 
Difference spectrum of panel C. (E) 10 μM of TyrH with excess HPPA (black trace) was mixed with 20 eq. of H2O2 and monitored 
over time (blue trace). The final 30-min spectrum is a thick line with intermediary spectra shown in thin lines. 
 

 



 

 

S22 

 

 

 

 

 

 

 

 

 

  

Figure S16. EPR spectra of 100 μM TyrH with 30 eq. excess 
of H2O2 (top trace) and 100 μM NB with 30 eq. of H2O2 (bot-
tom trace). Both spectra were frozen after incubating for 30 
s. The conditions are identical to that shown in Figure 6C. 
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Figure S17. HPLC chromatogram of 100 μM TyrH with 20 eq. excess of 
NB and H2O2. Each color represents a different wavelength, and the puri-
fication was monitored at various wavelengths, with black being 275 nm, 
red being 280 nm, 288 nm being blue, and 330 nm being green. 
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Figure S18. Room temperature EPR of 200 μM TyrH in complex with 2.7 
mM of nitrosobenzene, 1 mM of H2O2, and various concentrations of 
HPPA. The EPR spectra are an average of were obtained within 5 minutes 
of adding hydrogen peroxide and were recorded  
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Figure S19. Lineweaver-Burk plot of Tyr-HPPA in the presence of 0 μM 
(black trace), 100 μM (red), 200 μM (blue), 500 μM (purple), 1 mM (orange), 
and 5 mM (green) HU monitored at 280 nm (A) and 288 nm (B). The solid 
line is the fitted line based on experimental values while the dashed repre-
sents hypothetical values. Experimental details can be found in the Materi-
als and Methods. 
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Figure S20. Surface view of the TyrH–HPPA complex active site with each panel rotated counterclockwise by 50 degrees 
to illustrate different orientations. Negatively charged surface residues are colored red, and positively charged residues are 
colored blue. The heme cofactor is depicted with magenta carbon atoms and a brown sphere representing the iron center. 
The bound substrate, HPPA, is shown as yellow sticks. 


