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Bovine serum albumin (BSA) has a uranyl(vi) binding hotspot where
uranium is tightly bound by three carboxylates. Uranyl oxygen is
"soaked” into the hydrophobic core of BSA. Isopropyl hydrogen of
Val is trapped near UO,2* and upon photoexcitation, C—H bond
cleavage is initiated. A unique hydrophobic contact with “yl”-
oxygen, as observed here, can be used to induce C—H activation.

The excited state of uranyl(vi) has a high oxidizing power of E° =
+2.6 + 0.1 V vs. standard hydrogen electrode (SHE), which is
almost as strong as the oxidizing power of F,."? This allows
UO0,*" to exhibit photocatalytic behavior toward C(sp*)-H bonds
of aliphatic compounds, which have a bond dissociation energy
of nearly 100 kcal mol "> A well-known example of uranyl(vi)
photochemistry is the photodegradation of organic compounds
in the presence of uranyl(vi) under extremely mild conditions.
As such, uranium has the potential to be a sustainable catalyst.
Upon photoexcitation, the “yl”’-oxygen of UO,>" becomes highly
reactive to induce either H-abstraction from aliphatic carbon,
C=C bond cleavage,” or Ligand-Metal Charge Transfer
(LMCT).® Uranyl(vi) photolysis can be utilized in two different
ways; either to transform U(vi) into U(w) for U recovery, or to
reoxidize U(v) with air and introduce U into a catalytic cycle.”®
While photochemical reduction and functionalization of
uranyl(vi) has often been reported in ‘“exotic” systems, here
we show that H-abstraction can be performed in a well-
controlled manner in mild systems containing only ubiquitous
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biological substances, such as amino acids and proteins, to
which direct C-H to C-C,*° C-0,'*'* or C-F***3 conversion can
be applied.

First, we test our hypothesis that the excited uranyl(vi) aquo
ion is a stronger oxidant compared to its coordination com-
plexes, as is indicated by the fact that methanol is readily
oxidized by [UO,>*]*'* while acetic acid remains intact."> For
a uranyl-methanol mixture, a previous theoretical study sug-
gested H-abstraction from -CH; of methanol by Oy of
[UO,**]*.'® The same mechanism does not take place in the
case of uranyl-acetate mixture.'> Ligand coordination appar-
ently downgrades the oxidizing power of [UO,>"]*. On the other
hand, several coordination complexes of uranyl are reported to
be photoreactive, such as nitrates,”'”'® [UO,(NO;),(Ph,.
phen)],” and [UO,(OPMe;),]**.>°* We have also recently discov-
ered that photoexcited [UO,(CO3);]*~, which has significantly
weaker oxidizing power than photoexcited [UO,(H,O)s]*", is
capable of abstracting H from BH, .*' Peptides®*** and
proteins®*?® are also known to be degraded by [UO,>]*. We
first used quantum chemical calculations to theoretically esti-
mate the reduction potentials of uranyl(vi) coordination com-
plexes with the aim of confirming our hypothesis that ligand
coordination reduces the oxidizing power of [UO,>']*. We
followed a protocol of previous studies®*>® for calculating
reduction potentials of U(vi)/U(v) pairs and extended the calcu-
lations to include excited states. Details of the calculations are
given in the ESL.{ The CAM-B3LYP functional with the aug-cc-
PVTZ basis set on H, C, and O as well as the small-core effective
core potential (ECP) on U* and the CPCM solvation model
in combination with Pauling’s ionic radius were found
to give reasonable agreement with experimental values after
including spin-orbit corrections. The reduction potentials were
estimated to be —0.082 and +2.478 V for [UO,(H,0);]*""* and
[UO,(H,0)s]*"** couples, respectively. The corresponding
experimental values are +0.088%° and +2.60 V,? respectively.
Using the same level of theory, we extended the calculation to
the acetate (Ac) complexes [UO,(Ac)(H,0);]” " as well as to
[UO,(Ac)(H,0);]°*~* couples and obtained reduction potentials
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Fig. 1 Time-dependent UV-Vis-NIR spectra of 10 mM uranyl(vi) mixtures
with 90.4 mM Gly (top), Val (middle), and Phe (bottom) under illumination
of 365 nm light. Before illumination (black), 60 s (red), 360 s (green), 600 s
(blue), and 900 s (pink) after illumination.

of —0.397 and +2.228 V, respectively. The latter value is
significantly lower than that of an aquo complex redox couple.
This suggests that coordination of the carboxyl group does
indeed reduce the oxidizing power of UO,** and that excited
uranyl(vi) becomes a milder oxidant when coordinated by
carboxyl groups. On the other hand, there are clear examples of
peptides®>** and proteins®*** being degraded by [UO,*']*.
Therefore our first question is whether amino acids alone
have the ability to photochemically reduce uranyl(vi) carbox-
ylate. Using a 365 nm light source, we illuminated aqueous
uranyl(vi) solutions containing excess Gly, Val, or Phe, and
measured time-dependent UV-Vis-NIR spectra (Fig. 1).

Among the three amino acids studied, Val undergoes
the fastest photodegradation with U(vi) reduction to U(w), while
Gly and Phe are only slightly photoreactive. Gaseous by-
products of the photodegradation of the U(vi)-Val system were
CO, and H, (Shimadzu, GC-2014), although we could not
quantify their yields. Nevertheless, it strongly suggests an H-
abstraction mechanism involving aliphatic CH;. The aliphatic
amino acid Val seems to act as an effective reductant, while CH,
from the backbone may also partially contribute to H-
abstraction. However, the latter mechanism involving the back-
bone is likely to be difficult in the case of a peptide or protein
due to steric hindrance. Therefore, we believe that the latter
mechanism can only occur with amino acids and not with
proteins and peptides. On the other hand, H-abstraction from
protein side chains by [UO,>"]* is likely to occur provided that
Oy is in a hydrophobic environment within the protein. UO,*"
is known to interact with metalloproteins,>**"** but it
is usually bound to carboxyl groups of Asp or Glu, which
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are in a hydrophilic environment, and U-protein remains
photoinactive.

Bovine serum albumin (BSA) has a high affinity UO,>*
binding site which undergoes site-specific photocleavage.>*
To obtain a clue about its photoreactivity and its relation to
molecular conformation, classical molecular dynamics (MD)
simulations of UO,**-bound BSA were performed, and the
MD trajectory was used to analyze the mechanism leading to
site-specific photocleavage. For uranyl(vi MD simulations,
although novel 12-6-4 force fields have recently been developed
by Guilbaud et al.** and have been shown to have excellent
performance, we used the conventional 12-6 FF (see ESIf for
details) for consistency with our previous MD-FMO work on
uranyl(vi).*® The validity of 12-6 FF in biological systems has
been tested in several recent studies.*>” Since previous studies
suggested that photocleavage of UO,?"-bound BSA occurs at
val*™*-Cys®™*>* the MD simulation was performed by first
aligning UO,>" in the vicinity of these residues. The simulation
converged to a conformation in which uranyl(vi) is coordinated
by three carboxyl groups from Asp®®’, Asp®'', Asp®'?, and
additionally with a water (Fig. 2). In addition, O,; is H-bonded
to the side chains of Phe®**®, val*'*, Phe®*®, and occasionally to
Asn®". Ultimately, this Oy, is soaked into the hydrophobic core
of the protein. On the other hand, Oy at the opposite end
remains in a hydrophilic environment and in loose contact with
bulk water, as is generally the case for O, in water.”” The
formation of an H-bond between Oy and Val*'* confirms the
experimental finding that illumination of uranyl(vi)-bound BSA
leads to cleavage of the protein at Val*'*-Cys*'®.** Presumably,
the photoexcited state of uranyl(vi) abstracts hydrogen from the
isopropyl side chain of Val*'*, leading to protein cleavage at
val’*-Cys®*®. Although Val is not one of the most easily
oxidized amino acids,*® it apparently acts as an effective
reductant as long as its aliphatic side chain is readily accessible
to Oyl~

In order to investigate this point further and to have an
extended view on the interactions acting between uranyl and
protein residues, the structures obtained by MD simulations
were additionally analyzed by the Fragment Molecular Orbital
(FMO) method.**™*! In FMO, the molecular system of interest is
divided into smaller fragments and each fragment as well as
fragment pair is subjected to self-consistent field calculations
and to successive correlation energy calculations. The electro-
nic structure of the whole system is then reconstructed. This
procedure drastically reduces the computational cost and
allows MP2 or even MP3 calculations of gigantic biomolecules
such as fully hydrated proteins** or uranium-bound DNA.** By
combining MD with FMO, we are able to compensate for some
of the problems associated with the use of classical MD and can
more accurately assess energetics involving weak interactions
such as H-bonds and dispersion interactions. The inter-
fragment interaction energy (IFIE) obtained by FMO has been
used to evaluate interactions with uranyl(vi).***> Although
FMO is based on a full quantum chemical description, the
input structures are obtained by classical MD. Calculating
energy at the quantum chemical level using MD-based

This journal is © The Royal Society of Chemistry 2024
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Fig. 2 Representative snapshot from the MD trajectory of UO,%*-bound
BSA. Upper panel A shows the global conformation of the protein and its
uranyl binding hotspot (in yellow). The lower panel B highlights the uranyl
and its associated residues. Yellow dots represent hydrogen bonds invol-
ving Oy

structures can be controversial as these structures are not
necessarily at the energy minima. Therefore, this approach
was further strengthened by taking 100 snapshots of MD
trajectories (each 1 ns from the total 100 ns simulation), all
of which were subjected to FMO calculations. We used FMO in
a scaled third-order Moller-Plesset perturbation scheme
(MP, 5) as reported elsewhere.*®*” The average IFIE was calcu-
lated using 100 MD structures. Note that the IFIE is not a
binding energy and refers to the interaction energy between two
individual fragments (residues), thus giving us an indication of
which residues are actively interacting with each other.

In Fig. 3, representative structures of BSA with and without
UO0,*" from MD simulations are superimposed. The two struc-
tures overlap well with each other, and there is little conforma-
tional change upon uranyl binding as far as the vicinity of the
uranyl-biding site is concerned. Three Asp side chains also
remain essentially in the same position and are only slightly
tilted to adapt to uranyl binding. This implies that BSA can
bind uranyl with little energetic cost to protein stability. This is
also evident from the fact that the secondary structure of BSA

This journal is © The Royal Society of Chemistry 2024
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Fig. 3 Overlay of representative structures of BSA with (light green) and
without (light blue) uranyl(v). The side chains of the uranyl-interacting
residues are highlighted as sticks, while the secondary structures of the
protein are shown as ribbons.

remains essentially the same even after uranyl(vi) binding. On
the other hand, analysis of the IFIE from FMO calculations
(Table 1) shows that uranyl(vi) is not only captured by three Asp,
but that there are also attractive interactions between uranyl(vi)
and other side chains. These residues include Leu*®*, Thr*®,
Ala®*°®, Phe**®, and val®*'*, most of which have hydrophobic side
chains. For Val*'*, although the average IFIE is a positive value
(i.e., the interaction is repulsive), the actual value at each time
step varies from —20.9 to +20.2 kcal mol ', reflecting the
dynamic fluctuation of the UO,>*-Val distance from 2.23 to
4.61 A. Only when the UO,%>"-Val distance is close does the
interaction becomes attractive. We observed so-called “Asn
flipping” during the simulation, which resulted in a large
standard deviation of the IFIE for Asn®'’. However, such
behavior at atomic resolution is well known*® and is thought
to be a computational artifact. Therefore, we do not take the
interaction with Asn seriously.

In summary, BSA has a binding hot spot where uranyl(vi)
ions can be accommodated with high affinity. At this binding
site, UO,>" is coordinated by three Asp in its equatorial shell

Table 1 Inter-fragment interaction energy (IFIE) between uranyl(vi) and
major residues in its vicinity as obtained by FMO calculations at the MP; 5
level as well as associated inter-fragment distances. Mean values from 100
structures as well as standard deviations are shown

Distance (A) IFIE (kcal mol %)

Mean s.d. Mean s.d.
Leu™ 8.79 0.73 —9.6 1.4
Thr*®® 7.82 0.50 —10.8 2.1
Ala**® 7.65 0.29 —10.2 1.7
Asp®”’ 2.19 0.04 —350.1 9.9
Phe’°® 2.79 0.19 —26.0 13.2
Asp®™! 2.20 0.05 —327.3 12.9
Asp®*? 2.24 0.06 —350.3 25.0
val*'* 3.26 0.49 +4.8 8.6
Asn®'? 3.61 0.77 —8.6 42.0
Phe®?® 3.29 0.53 —6.5 1.7
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and additionally captured by hydrophobic side chains. Upon
photoexcitation of UO,**, val®'* residing in its vicinity is
oxidized by [UO,>']* and BSA is cleaved (proteolysis). Appar-
ently, such a binding pattern is peculiar to UO,**~BSA, because
such site-specific photocleavage has not been reported in any
other uranyl(vi) protein system. Such a unique binding pattern
may be adopted in uranyl photocatalysis for C-H activation. In
this regard, we have recently designed a new uranyl(vi) binding
peptide that also has hydrophobic interaction with 0y.* We
are also interested in further exploring the importance and
relevance of the hydrophobicity of uranyl(vi) oxygen and how it
relates to the environmental impact of uranium, including
possible U(vi) reduction to U(v) and its stabilization. This will
be the subject of our future investigation.
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