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Introduction

Digging into protein metalation differences
triggered by fluorine containing-dirhodium
tetracarboxylate analoguest

Domenico Loreto, 22 Anna Esposito, 2 ° Nicola Demitri, & © Annalisa Guaragna 2 °
and Antonello Merlino

The catalytic and biological properties of dirhodium tetracarboxylates ([Rh(p-O>CR)4L,], L = axial ligand
and R = CH3-, CH3CH,-, etc.) largely depend on the nature of bridging carboxylate equatorial p-O,CR
ligands, which can be easily exchanged by solvent molecules when R is CFz (i.e. p-O,CR is trifluoroace-
tate, tfa). Here, we prepared the [Rh,(OAc)(tfa)s] compound and investigated its interaction with bovine
pancreatic ribonuclease and lysozyme under the same conditions used to study the reactivity of these
proteins with [Rho(OAc)4] and [cis-Rh,(OAC)s(tfa),]. UV-vis absorption spectroscopy and *°F nuclear mag-
netic resonance studies indicate that [Rhy(OAc)(tfa)s] rapidly loses tfa ligands and interacts with the pro-
teins. Crystallographic data demonstrate that the reaction of [Rhy(OAc)(tfa)s] with proteins can lead to
products that are significantly different when compared to those obtained with [Rh,(OAc)4] and [cis-
Rh,(OAC),(tfa),]: the dirhodium centre can bind the side chain of His residues at both axial and equatorial
sites, at variance with what is found in the case of [Rh,(OAc),4] and [cis-Rh,(OAc),(tfa),]. These data indi-
cate that the hydrolysis of dirhodium tetracarboxylates plays a significant role in defining their reaction
with proteins allowing the formation of unexpected reaction products. These results suggest that [cis-
Rh,(OAc),(tfa),] and [Rhy(OAc)(tfa)s] can be used to obtain different dirhodium/peptide and dirhodium/
protein adducts with distinct catalytic properties and can explain the different cytotoxicity exhibited by
tfa-containing dirhodium tetracarboxylates.

selective cyclopropanations,® dipolar cycloadditions,” hydro-
silylation of alkynes,® photochemical dihydrogen production’

Dirhodium(u) paddlewheel complexes of the general formula
[Rh,(p-0,CR),L,] (R = Me, Et, Pr, Bu, etc.) incorporate a Rh(u)-
Rh(u) core surrounded by four bridging equatorial p-O,CR
ligands and two axial ligands (L) which are anions, neutral
molecules or solvent molecules." The synthesis and reactivity
of these complexes have been intensively studied in the last
few years due to their singular catalytic and biological pro-
perties. Indeed, in organic synthesis they are commonly used
as catalysts for a variety of reactions, including carbene inser-
tion into C-H (or C-X) bonds,” activation of enynes,’ stereo-
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and conversion of CO, to HCOOH.?

Dirhodium carboxylates have also been used to produce
stable metallopeptides and artificial metalloenzymes with fas-
cinating catalytic properties.” Interestingly, these molecules
are considered as potential chemotherapeutic agents and'® ™
as nitric oxide sensors'®'® and are used in photodynamic
therapy.'®'” The cytotoxic activity of dirhodium tetracarboxy-
lates is due to their ability to inhibit T7-RNA polymerase®"°
or their capacity to bind DNA*® and induce DNA damage in
cells.”!

Changes in the coordination sphere surrounding the dirho-
dium core result in electronic and structural variations that
allow us to control and tune its reactivity and ability to inhibit
transcription in vitro."® The exchange of equatorial ligands is
largely facilitated by the presence of labile sacrificial groups,
like trifluoroacetate (tfa).””* Tfa-containing dirhodium tetra-
carboxylates have been shown to interact with DNA better than
its homologues and to exert greater toxicity than cisplatin.**

Although several studies have been carried out on the reac-
tivity of dirhodium tetracarboxylates and tfa-containing dirho-

This journal is © The Royal Society of Chemistry 2022
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Fig. 1 Structure of the paddle-wheel compound [Rh,(OAc)(tfa)s]. Axial
donor ligands (L) are shown.

dium compounds with DNA,>"?* little is known about their
interaction with proteins.

We have recently shown that cis-Rh,(p-O,CCHj3),(p-O,CCF3),
([cis-Rh,(OAc),(tfa),]) reacts with proteins® forming adducts
that are not identical to those formed when the same proteins
react with dirhodium tetraacetate ([Rh,(OAc)4]).>*?* In particu-
lar, the reaction of [cis-Rh,(OAc),(tfa),] with the model proteins
bovine pancreatic ribonuclease (RNase A) and hen egg white
lysozyme (HEWL) leads to the formation of adducts with a dir-
hodium core that has lost all its tfa ligands.>* The dirhodium
moiety binds the side chain of His residues at the axial site.
Axial protein coordination to the dirhodium centre could
play a role in the binding of dirhodium tetracarboxylates to T7-
RNA polymerase.'®'%?® For this protein, Asp812, Asn748,
and Glu148 have been surmised as Rh binding sites.”
Furthermore, it has been suggested that [Rh,(OAc),] binds
human serum albumin (HSA) via its axial positions in an
approximately 8:1 dimetallic compound:protein molar
ratio.”’

To evaluate if the presence of additional tfa ligands, which
facilitate the hydrolysis of the dirhodium compound, could
affect the reactivity of dirhodium tetracarboxylates with pro-
teins, the interaction of [Rh,(OAc)(tfa);] (Fig. 1) with RNase A
and HEWL has been herein investigated in comparison with
that of [cis-Rh,(OAc),(tfa),]** and [Rh,(OAc),].>*** In particu-
lar, the product of the reaction of [Rh,(OAc)(tfa);] with RNase
A and HEWL has been characterized using UV-vis absorption
spectroscopy, circular dichroism, X-ray crystallography and '°F
nuclear magnetic resonance (NMR).

Methods

Materials

All starting materials and proteins were purchased from Sigma
Chemical Co and used without further purification. CH;CN
and toluene of the highest commercial quality were purchased
from VWR (Milan, Italy) or Merck Life Science S.r.l (Milan,
Italy) and used as received.

Synthesis

[Rh,(OAc)(tfa);] was synthesized using a published protocol
with slight modifications® (experimental details are reported
in the ESIf). Precoated silica gel TLC plates (F254, Merck,
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Darmstadt, Germany) were used to check the progress of the
reaction; the exposure of TLC to UV light and iodine vapor was
used for monitoring of product formation. Column chromato-
graphy was performed using a 70-230 mesh silica gel sorbent
(Merck Kieselgel 60). NMR spectra were recorded on a
400 MHz (Bruker AVANCE, Billerica, Massachusetts, US) or
500 MHz (Varian Inova, Palo Alto, California, US) spectro-
meter. The chemical shifts (§) are expressed in ppm.

Crystallization, data collection and refinement

The crystals of the adducts formed upon the reaction of RNase
A and HEWL with [Rh,(OAc)(tfa);] were obtained by soaking
method.”® Metal-free protein crystals were grown at 298 K
using the hanging drop vapor diffusion method, using a pre-
viously reported procedure.>**> RNase A crystals were grown
using a protein concentration of 22 mg mL~" and a reservoir
consisting of 22% PEG 4 K and 0.01 M sodium citrate, pH 5.1,
while in the case of HEWL, a protein concentration of 18 mg
mL™" was used, with a reservoir consisting of 0.10 M HEPES,
pH 7.5, and 2.00 M sodium formate.

Soaking was carried out using a 5.00 mM solution of
[Rh,(OAc)(tfa);], freshly dissolved in the reservoir. The soaking
time was 4 days for all the crystals.

For data collection, 20% (v/v) glycerol was added to the
mother liquor solution. The crystals were then flash-cooled
with liquid N,.

Diffraction data were collected on two crystals of RNase A
treated with [Rh,(OAc)(tfa);] and one crystal of HEWL exposed
to the same compound at the XRD2 beamline of Elettra syn-
chrotron in Trieste, Italy.>® Data sets were reduced and merged
using the Global Phasing autoPROC pipeline implemented at
Elettra.*® Data collection statistics are reported in Table 1.

The structures were solved by molecular replacement with
Phaser®' in CCP4 using reported coordinates of the structures
of metal-free RNase A (chain A from PDB code 1JVT)*? and of
metal-free HEWL (PDB code 193L)* as search models. Model
building, adjustments and visualization of the electron density
maps were carried out using Coot.>* Refinements were carried
out using Refmac5.*> Rh centre positions were identified by
analyzing Fourier difference and anomalous difference elec-
tron density maps. Metal and ligand occupancies were evalu-
ated by minimizing the positive and negative peaks on the
metal centre in the Fourier difference electron density maps.
The quality of the final models was evaluated using the PDB
validation server.’® The refinement of the final model was also
carried out using Phenix for a software comparison,’” as
suggested by Brink and Helliwell.>® Atomic coordinates and
structural factors for the reported structures have been de-
posited in the Protein Data Bank as entries 726D and 7Z6G for
the Rh/RNase A adducts, and 7Z6] for the Rh/HEWL adduct.
These data were made available to editors and peer reviewers
during the review process. All structural figures were generated
using PyMOL (https://www.pymol.org). A list of uninterpreted
peaks in the Fourier difference electron density map is
reported in Table S1,T as previously determined by us****° and
other authors.*®
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Table 1 Data collection and refinement statistics
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RNase A RNase A
Protein Crystal 1 Crystal 2 HEWL
PDB code 726D 726G 776]

Crystallization conditions

Data collection

Space group C2

a (A) 101.18
b ({\) 32.95
c(4) 73.28
£ (°) 90.17

Resolution range (A)

Unique reflections 43428 (2151)

Completeness (%) 99.0 (100.0)
Redundancy 5.2 (5.6)
Rmerge” (%) 0.185 (0.796)
Rpim 0.135 (0.557)
Average I/o(I) 11.8(3.1)
CCypy 0.998 (0.670)
ANOM. completeness (%) 97.9 (99.4)
ANOM. Redundancy 2.7 (2.9)

Refinement
Asymmetric unit content

Resolution range (A) 50.85-1.45

N. of reflections 41357

N. of reflections (test set) 3054
R-factor/R-free (%) 20.1/23.2

N. of atoms 2365

Average B-factors (A%)

All atoms 19.1

Rh atoms” 30.7/38.9/36.4/44.2

22.9/25.2/26.9/28.1
0.50/0.50/0.40/0.40
0.20/0.20/0.40/0.40

Rh occupancy

R.m.s. deviations

Bond lengths (A) 0.013
Bond angles (°) 1.83
Ramachandran statistics (Coot analysis)

No. of residues in allowed/disallowed regions 9/3

= XhXilI(hi) —

merge

22% PEG 4 K, 10 mM sodium citrate at pH 5.1

50.85-1.45 (1.48-1.45)

Two protein molecules

(I(h) WX hYi I(h,i), where I(h,i) is the intensity of the "

10 mM HEPES pH 7.5 and
2.00 M sodium formate

c2 P432,2
100.12 78.55
32.41 78.59
72.27 37.39
90.44 90.01

30.99-1.71 (1.74-1.71)
25 642 (1242)

99.9 (100.0)

6.3 (6.2)

0.079 (0.795)

0.052 (0.521)

39.31-1.53 (1.56-1.53)
18 041 (899)

98.8 (100.0)

23.3 (25.1)

0.052 (1.749)

0.015 (0.500)

12.5 (2.2) 32.1(2.1)
0.997 (0.782) 1.000 (0.752)
99.5 (99.7) 98.9 (100.0)
3.3(3.2) 12.6 (13.2)
Two protein molecules One protein molecule
30.99-1.71 39.31-1.53
24495 17071

1755 1218
18.3/23.6 19.5/24.8
2207 1240

26.9 27.3

35.7/57.0/52.1/68.0
34.2/41.1/45.2/56.1
0.70/0.70/0.55/0.55
0.30/0.30/0.55/0.55

61.2/59.8/58.7/54.7/47.9

0.25/0.25/0.30/0.25/0.30

0.011 0.010
2.22 1.74
7/4 6/0

" measurement of reflection % and (I(k)) is the mean value of the

intensity of reflection %. ° As expected, Rh atoms bound to His residues have a lower B-factor than their Rh partner.

UV-vis absorption spectroscopy and circular dichroism

To analyze the chemical environment of [Rh,(OAc)(tfa);] in
aqueous medium, UV-vis absorption spectra were recorded at
room temperature in the 340-720 nm range. The spectra of the
metal complex (0.5 mM) were recorded on a Jasco V750 UV-vis
spectrophotometer in 10.0 mM sodium citrate, pH 5.1, and in
5.0 mM HEPES, pH 7.5, in the absence and presence of RNase
A and HEWL, respectively (protein to metal molar ratio of 1: 3).

The circular dichroism (CD) spectra of RNase A and HEWL
in the absence and presence of [Rh,(OAc)(tfa);] were recorded
upon 24 h incubation in the far-UV region (from 200 to
250 nm) using a Jasco J-810 spectropolarimeter (JASCO Corp.,
Milan, Italy) at 25 °C. Samples were obtained by incubating
the proteins with [Rh,(OAc)(tfa);] at a 1:3 molar ratio in
10.0 mM sodium citrate buffer at pH 5.1 and in 5.0 mM
HEPES at pH 7.5 in the case of RNase A and HEWL, respect-
ively. Ellipticity is reported as molar ellipticity per mean
residue in ([0] deg cm® dmol™") and calculated from the
equation: [0] = [0]ops'mrw/10IC, where [0],ps is the ellipticity

7296 | Dalton Trans., 2022, 51, 7294-7304

measured in degrees, mrw is the mean residue molecular
weight, C is the protein concentration in g ml™" and [ is the
optical path length of the cell in cm. The following parameters
were used: 0.1 cm path length, 50 nm min~" scan speed,
2.0 nm bandwidth, 0.2 nm resolution, 50 mdeg sensitivity, and
4 s response. Spectra were signal-averaged over three scans,
subtracting contributions from the corresponding references.

19F nuclear magnetic resonance

A Bruker AVANCE spectrometer (Billerica, Massachusetts, US)
operating at 376 MHz was used to acquire F NMR spectra
(25 °C), using TOPSPIN as the software interface. 10.0 mM
sodium citrate, pH 5.1, and 5.0 mM HEPES, pH 7.5 (10% D,0),
solutions were used to obtain a 0.5 mM solution of the metal
complex in the absence and presence of the proteins (ina1:1
protein to metal compound molar ratio). The same buffer solu-
tions (10.0 mM sodium citrate and 10% D,O at pH 5.1 and
5.0 mM HEPES and 10% D,O at pH 7.5) were used to obtain
the reference spectra of the pure TFA.

This journal is © The Royal Society of Chemistry 2022
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Results
Synthesis and characterization of [Rh,(OAc)(tfa);]

To synthesize the [Rh,(OAc)(tfa);] dirhodium complex, the
same protocol already described to prepare the [cis-
Rh,(OAc),(tfa),] complex was used by slightly modifying the
reaction time.>> In particular, dirhodium tetraacetate
[Rh,(OAc),] was treated with an excess of trifluoroacetic acid
(TFA), at room temperature, to give, after 6 h, the [Rh,(OAc)
(tfa);] compound in a good yield (55%) as a blue powder. "H
and '°F NMR data were in agreement with the literature values
(see ESI Fig. S17).*"

Stability of [Rh,(OAc)(tfa);] in aqueous solution and in solu-
tion reactivity with proteins

Its stability in aqueous solution and reactivity with RNase A
and HEWL were investigated by UV-vis absorption spec-
troscopy, '°F NMR spectroscopy and circular dichroism, under
the same conditions used to obtain crystals of the two proteins
(10.0 mM sodium citrate buffer, pH 5.1, and 5.0 mM HEPES
solution, pH 7.5) and using the same protocol developed to
study the stability of [Rh,(OAc),]****> and [cis-Rh,(OAc),(tfa),]**
under the same conditions.

In sodium citrate at pH 5.1, the UV-vis absorption spectrum
of [Rh,(OAc)(tfa);] shows two bands in the visible region, at
Amax = 458 nm (band I, assigned to Rh,(n*) - Rh-O(c*) tran-
sitions) and at 583 nm (band II, assigned to the Rh,(n*) —
Rh,(c*) transition of the metal-metal single bond), respect-
ively (Fig. 2A).

As observed in the case of [cis-Rh,(OAc),(tfa),],>* the UV-vis
spectra of [Rh,(OAc)(tfa);] as a function of time reveal the
stability of the complex for three hours and significant
changes of the spectral profile after 24 h. In particular, a blue-
shift of band I from its initial Ay, Up to 407 nm and a small
red-shift of band II from 583 nm to 588 nm were observed.
These results suggest that the compound retains the dirho-
dium centre but exchanges its equatorial ligands with solvent
molecules over time. In this respect, it is useful to note that
after 24 h the spectrum of [Rh,(OAc)(tfa);] is significantly
different when compared to that observed in the case of [cis-
Rh,(OAc),(tfa),]. Indeed, the spectrum of the cis compound
reveals a clear signal at 444 nm, while in that of [Rh,(OAc)
(tfa);] a broad signal for band I is found. This difference could
be related to the finding that after the hydrolysis of [Rh,(OAc)
(tfa);], different products can be formed (see Scheme S27).

In the presence of RNase A (Fig. 2B), the UV-vis spectrum of
[Rh,(OAc)(tfa);] changes more rapidly than in the absence of
the protein. Even at ¢ = 0 min, band I was not observed.
Furthermore, a red-shift of band II was found, with the A,.x
changing from 566 nm to 580 nm over 24 h.

These results suggest that [Rh,(OAc)(tfa);] instantaneously
exchanges almost all its tfa ligands in the presence of the
protein and the exchange does not significantly alter the dime-
tallic bond.

The electronic spectrum of [Rh,(OAc)(tfa);] in 5.0 mM
HEPES buffer at pH 7.5 shows the bands I (at 4. = 458 nm)

This journal is © The Royal Society of Chemistry 2022
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Fig. 2 Temporal evolution of the UV-vis spectra of [Rhy(OAc)(tfa)s] in
10.0 mM sodium citrate buffer at pH 5.1 in the absence (panel A) and
presence (panel B) of RNase A (protein to metal molar ratio: 1: 3).

and II (at Ayax = 581 nm), assigned to Rh,(n*) - Rh-O(c*) tran-
sitions and to the Rh,(n*) — Rh,(c*) transition of the metal-
metal single bond (Fig. 3A). Band I disappears just after
30 min, suggesting that a rapid release of tfa ligands occurs
also under these experimental conditions. Furthermore, a
blue-shift of band II from A, = 581 nm to 571 nm was
observed. In the presence of the protein, at ¢ = 0, i.e. just after
the addition of HEWL, band I was not observed, suggesting an
almost complete release of tfa ligands from the dirhodium
core. In contrast, band II shows a red-shift from 568 to
575 nm, as observed in the case of [cis-Rh,(OAc),(tfa),] under
the same experimental conditions (Fig. 3B).

To obtain further experimental evidence of the rapid
exchange of tfa ligands from the dirhodium unit and the
potential interaction with proteins, the '°F NMR spectra of
[Rh,(OAc)(tfa);] were registered over time in the absence and
presence of RNase A (Fig. 4A) and HEWL (Fig. 4B) in 10.0 mM
sodium citrate at pH 5.1 and 5.0 mM HEPES at pH 7.5, respect-
ively. Data collected in citrate buffer reveal that, after 5 min,
the percentage of tfa ligands that is lost by [Rh,(OAc)(tfa)s] is
higher when compared to that by [cis-Rh,(OAc),(tfa),] (see
Fig. 3A in ref. 23). In the spectrum of [Rh,(OAc)(tfa);] collected
under these conditions, several peaks were observed and they

Dalton Trans., 2022, 51, 7294-7304 | 7297
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Fig. 3 Temporal evolution of UV-vis absorption spectra of [Rh,(OAc)

(tfa)s] in 5.0 mM HEPES at pH 7.5 in the absence (panel A) and presence
(panel B) of HEWL (protein to metal molar ratio: 1: 3).

could be associated with the different products of the hydro-
lysis of the compound when compared to that of [cis-
Rh,(OAc),(tfa),]. At 24 h, as observed in the case of [cis-
Rh,(OAc),(tfa),], [Rh,(OAc)(tfa);] loses almost all its tfa
ligands. Notably, in the presence of RNase A, the hydrolysis of
the compound is almost instantaneous since the complete
release of tfa ligands was observed just after the addition of
the protein. In HEPES buffer, the comparison of the spectra
collected over time suggests that a mixture of species exists
after 24 h. In contrast, data collected in the presence of HEWL
indicate a complete release of tfa from the dirhodium com-
pound after 2 hours. Overall, these results suggest that, like its
parent compounds [Rh,(OAc),]***> and [cis-Rh,(OAc),(tfa),],>*
[Rh,(OAc)(tfa);] binds both RNase A and HEWL, in agreement
with the indications derived from the comparison of the elec-
tronic spectra of the compound registered in the absence and
presence of the proteins, and that hydrolyzed species are those
interacting with the proteins.

Effect of [Rh,(OAc)(tfa);] binding to proteins in solution

To compare the structures of the proteins in solution, in the
absence and presence of [Rh,(OAc)(tfa);], CD measurements
were performed (Fig. 5). Far-UV CD spectra of metal-free

7298 | Dalton Trans., 2022, 51, 7294-7304
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Fig. 4 Time course '°F NMR spectra of [Rh,(OAc)(tfa)s] in 10.0 mM
sodium citrate buffer at pH 5.1 (10% D,0) in the absence and presence
of RNase A (protein to metal ratio 1:1) (panel A), and in 5.0 mM HEPES
buffer at pH 7.5 (10% D,0O) in the absence and presence of HEWL
(protein to metal molar ratio: 1: 1) (panel B).

RNase A and HEWL and the proteins incubated for 24 h with
[Rh,(OAc)(tfa);] in a 1:3 protein/metal compound molar ratio
have a similar shape and compare well with the literature
data.”»*® This finding strongly indicates that the proteins

This journal is © The Royal Society of Chemistry 2022
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Fig. 5 Far-UV CD spectra of (A) HEWL in 5.0 mM HEPES buffer at pH
7.5 in the absence and presence of [Rh,(OAc)(tfa)s] in a 1:3 protein to
metal molar ratio and (B) RNase A in 10.0 mM sodium citrate buffer at
pH 5.1 in the absence and presence of [Rh,(OAc)(tfa)s] in a 1:3 protein
to metal molar ratio. Spectra were registered after 24 h of incubation.

retain their folded conformation and have almost the same
content of secondary structure in the presence of a metal com-
pound, in agreement with what was observed for the adducts
formed upon the reaction of the two proteins with
[Rh,(OAc),]*® and [cis-Rh,(OAc),(tfa),].>

Interaction of [Rh,(OAc)(tfa);] with RNase A

In order to unveil which is the product of the reaction between
[Rh,(OAc)(tfa);] and RNase A, two structures derived from the
crystals of the protein treated with the Rh compound have
been refined at 1.45 to 1.71 A resolution. Since the results of
the two structural determinations are similar, only data at
higher resolution are discussed. To obtain the crystals of the
adduct, the soaking strategy was chosen, since in this way, the
results obtained with [Rh,(OAc)(tfa);] could be strictly com-
pared to those found with [cis-Rh,(OAc),(tfa),]** and
[Rhy(OAc),].** Metal binding sites were found close to the side
chain of His105 of molecule A and to the side chains of His119

This journal is © The Royal Society of Chemistry 2022
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molecule A

Fig. 6 Overall structure of the Rh/RNase A adduct formed in the reac-
tion of the protein with [Rh,(OAc)(tfa)s] (molecule A of the monoclinic
crystal form with two molecules in the asymmetric unit). Rh atoms are
shown in dark green. The asymmetric unit content and an image of
molecule B are reported in the ESI.{

of both molecules A and B of RNase A in the studied monoclinic
crystal form with two molecules (A and B) in the asymmetric
unit (Fig. 6 and Fig. S2 and S47}). His105 and His119 have been
already identified as metal binding sites in previous works.*>™*>
In particular, the side chains of these residues can bind Pt***?
and references therein, Ir,** Au,*?”** and Ru.*®

The three-dimensional structures of molecules A and B
closely resemble the RNase A structures in the adducts with
[cis-Rh,(OAc),(tfa),]** and [Rh,(OAc),].>* After superposition,
the 124 Ca atoms of molecules A and B have root-mean-square
(r.m.s.) deviations within the range of 0.099-0.448 A
(Table S21).

Consistent with "’F NMR data, diffraction data indicate that
dirhodium cores lose all their original tfa ligands. In all the
dirhodium binding sites, the dimetallic core is well defined,
while in many cases, its ligands are not well defined in elec-
tron density maps.

In the protein active site of molecule A, the side chain of
His119 adopts two different conformations, which are both
compatible with the binding to the dirhodium centre, one at
the axial (distance between N of imidazole and Rh = 2.28 A)
and the other at the equatorial site (distance between N of
imidazole and Rh = 2.19 A) (Fig. 7A and Fig. S4At). In molecule
B, His119 also adopts two different conformations. However,
in this case, both the His conformations bind dirhodium
centres at the axial site (Fig. 7B and Fig. S4B¥). In this site, the
interpretation of the e.d. map is complicated by the finding
that two dirhodium centres are close to each other. However,
our model is supported by the finding that we have two struc-
tures with very similar results. The distances between Rh
atoms at this site are 2.29 and 2.17 A. Additional evidence of
the possibility that the dirhodium centre can bind RNase A
also equatorially, at variance with [cis-Rh,(OAc),(tfa),]** and
[Rh,(OAc),],>* comes from the observation of the electron
density map close to the side chain of His105 of molecule
A. Here, a dirhodium centre equatorially coordinated to the
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Fig. 7 The dirhodium core binding site close to (A) His119 of molecule
A and (B) His119 of molecule B. (C) His105 of molecule A in the structure
of the adduct formed upon the reaction of RNase A with [Rhy(OAc)
(tfa)s]. 2Fo—Fc electron density maps are contoured at 1.0¢ in panels A
and B and at 0.85 in panel C.

imidazole of the residue side chain, with water molecules as
ligands, was clearly observed (Fig. 7C and Fig. S4Ct). At this
site, close to the dirhodium centre, an acetate ligand, co-
ordinated to only one Rh centre was found. The coordination
sphere of the dirhodium centre is not completely defined in
the electron density map. These data demonstrate that
[Rh,(OAc)(tfa);] loses all its tfa ligands before the acetate and
that the His side chain can coordinate to the dirhodium centre
at the equatorial site.

Metals were not observed close to the side chain of His105
in molecule B.

A summary of the dirhodium ligands and of geometries of
the dirhodium compound fragments observed in the present
structure(s) is reported in Tables S3 and S4, compared to the
results obtained for the same protein with [Rh,(OAc),]**** and
[cis-Rh,(OAc),(tfa),].>

Altogether these data support the hypothesis that [Rh,(OAc)
(tfa);] can bind proteins at both the equatorial and axial sites,
in contrast to [Rh,(OAc),]***° and [cis-Rh,(OAc),(tfa),].>*

X-ray structures of the adduct with HEWL

The structures of the adducts formed upon the reaction of
HEWL with [Rh,(OAc),]*> and [cis-Rh,(OAc),(tfa),],*> obtained
by treating protein crystals grown in HEPES with the Rh com-
pounds, have shown that the dirhodium centre can degrade
under these experimental conditions and that both dirhodium
and monometallic centres can bind protein residue side chains.
The structure of the adduct of HEWL with [Rh,(OAc)(tfa);],
which has been refined at 1.53 A resolution, presents results
that are similar to those found in the case of [Rh,(OAc),]** and
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[cis-Rh,(OAc),(tfa),]** (Fig. 8). Rh binding was observed close to
the side chains of His15 (Fig. 9A), Lys33 (Fig. 9B), and Asp101
(Fig. 9C), and to the C-terminal tail (Fig. 9D).

Close to the His15 side chain, a dirhodium centre (occu-
pancy = 0.25, B-factor of Rh atoms = 60.2-62.8 A%) was
observed (Fig. 9A). At this binding site, metal ligands were not
observed in the difference Fourier electron density map and
the peaks in the anomalous difference electron density maps
corresponding to metal atoms were very low. The side chain of
His15 was frequently identified as a metal binding site in
protein metalation studies. In particular, it has been shown
that this residue can bind Ru,*® Au,”” Ag,*® Pt,*° Ir’° and Re.>!

An additional metal centre was found close to the side
chain of Lys33 (occupancy = 0.25). Here, a single metal centre

Fig. 8 Overall structure of the adduct formed upon the reaction of
[Rh,(OACc)(tfa)s] with HEWL. Rh atoms are shown in dark green.

Fig. 9 Details of the Rh binding site close to (A) His15, (B) Lys33, (C)
Asp101 and (D) at the C-terminal tail in the structure of the Rh/HEWL
adduct obtained upon the reaction of the protein with [Rh(OAc)(tfa)z]. *
indicates residues from symmetry mates. 2Fo—Fc electron density maps
are contoured at 1.06.

This journal is © The Royal Society of Chemistry 2022
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was modelled in the electron density map, although it cannot
be excluded that the dirhodium centre can be bound at this
site equatorially (Fig. 9B). The side chain of Lys33 can bind
Ru®? and Pt centres.*®

One Rh centre (occupancy = 0.30) was also found close to
the side chain of Asp101 (the distance between the Rh centre
and the OD1 atom of Asp101 is 2.22 A (Fig. 9C)) and to the
C-terminal tail (at 2.38 A and 2.42 A from the oxygen atoms of
the carboxylate of Leu129 and at 2.64 A from the NZ atom of
Lys13) (Fig. 9D), suggesting a significant degradation of the
dirhodium compound (Rh-Rh distance of 2.79 A). Both
Asp101 and the C-terminal tail have been already shown as
potential metal binding sites. Asp101 can bind Pt*** and Ru,?
while the C-terminal tail has been found to be linked to Pt***
and Ru.>**

Conclusions

The reactions of peptides and proteins with dirhodium tetra-
carboxylates are important not only since they affect the bio-
logical properties of the metal compounds, but also since they
are used to build new artificial metallopeptides/metalloen-
zymes with notable catalytic properties.® The replacement of
equatorial carboxylate ligands, surrounding the dirhodium
core of dirhodium tetracarboxylates, with tfa facilitates these
reactions. It has been shown that [cis-Rh,(OAc),(tfa),] can react
with proteins producing adducts with the dirhodium centre
losing tfa ligands. Dirhodium containing fragments bind His
side chains at the axial sites.*® Here, we have compared the
protein binding properties of [Rh,(OAc)(tfa);] with those of
[cis-Rh,(OAc),(tfa),] and [Rh,(OAc),].

[Rh,(OAc)(tfa);] loses its tfa ligands just after the addition
of RNase A to its solution and after 2 hours in the presence of
HEWL. Crystallographic data indicate that this Rh compound
can bind proteins coordinating to the His side chain at both
the axial and equatorial sites, at variance with what was
observed in the case of [Rhy(OAc),]** and [cis-
Rh,(OAc),(tfa),].>* The binding does not alter the overall con-
formation of the proteins. The binding of N-containing
ligands, like tert-butyl isocyanide and pyridine, to both axial
and equatorial sites of the dirhodium centre has been reported
by Drago et al., who studied the reaction of these molecules
with [Rhy(tfa),].>> Similar results have been obtained when
binuclear molybdenum trifluoroacetate reacts with an excess
of pyridine.’® In this case, it has been surmised that the equa-
torial binding occurs after initial coordination at the axial
position by an incoming group, followed by a dissociative ring
opening of the leaving group.’® This type of reaction product
cannot be observed upon the reaction of peptides and proteins
with [Rh,(OAc),].2** 2>

Overall, these results demonstrate that [Rh,(OAc),], [cis-
Rh,(OAc),(tfa),] and [Rh,(OAc)(tfa);] can react with peptides
and proteins producing different reaction products. This infor-
mation could explain the different results obtained by studying
analogous dirhodium carboxylates in their reaction with T7-

This journal is © The Royal Society of Chemistry 2022
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RNA polymerase."* Data are also significant because they
support the idea that dirhodium complexes can be tuned, by
changing the equatorial ligands, to direct their effects on
specific cellular targets. Our results suggest that different dir-
hodium tetracarboxylates can be used to prepare various artifi-
cial metalloenzymes with distinct properties.
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