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Impact of human serum albumin on CuII and ZnII

complexation by ATSM (diacetyl-bis(N4-methyl-
thiosemicarbazone)) and a water soluble
analogue†

Álvaro Martínez-Camarena, *a,b Angélique Sourb and Peter Faller b,c

The chelator diacetyl-bis(N4-methylthiosemicarbazone) (ATSM) and its complexes with CuII and ZnII are

becoming increasingly investigated for medical applications such as PET imaging for anti-tumour therapy

and the treatment of amyotrophic lateral sclerosis. However, the solubility in water of both the ligand and

the complexes presents certain limitations for in vitro studies. Moreover, the stability of the CuII and ZnII

complexes and their metal exchange reaction against the potential biological competitor human serum

albumin (HSA) has not been studied in depth. In this work it was observed that the ATSM with an added

carboxylic group into the structure increases its solubility in aqueous solutions without altering the

coordination mode and the conjugated system of the ligand. The poorly water-soluble CuII– and ZnII–

ATSM complexes were prevented from precipitating due to the binding to HSA. Both HSA and ATSM show

a similar thermodynamic affinity for ZnII. Finally, the CuII-competition experiments with EDTA and the

water-soluble ATSM ligands yielded an apparent log Kd at pH 7.4 of about −19. When ATSM was added to

CuII- and ZnII-loaded HSA, withdrawing of ZnII was kinetically favoured, but this metal is slowly substituted

by the CuII afterwards taken from HSA so that this protein could be considered as a source of CuII for

ATSM.

Introduction

Bis-thiosemicarbazones (BTSC) such as ATSM (diacetyl-bis(N4-
methylthiosemicarbazone)) and its derivatives form a family of
compounds that can make strong complexes with a variety of
metal ions. Among others, they have been investigated over the
last decades for different applications in biology and medicine.
In particular, research on CuII–BTSC is highly active for appli-
cations as positron emission tomography (PET) agents for
imaging,1–3 as well as for anticancer4 or antimicrobial thera-
pies.5 Another essential metal of interest for BTSC is ZnII,
whose applications include Zn sensing6,7 and anticancer
activity.8

64CuII complexes of the BTSC ATSM exhibit highly interest-
ing features such as good serum stability, small molecular
weight, high cell membrane permeability and an appropriate

isotope half-life (12.8 h) that make them suitable to be used as
a 64CuII-based radiotracer for detecting hypoxic cells, which in
turn would constitute a key point in detection of tumours.2

This application has been proven to be especially useful in
head and neck cancer.9 Moreover, the PET imaging properties
of the 64CuII complexes with ATSM and its derivatives have
also enabled the use of such systems for the detection of myo-
cardial ischemia10–12 and the evaluation of the development of
neurodegenerative disorders such as Alzheimer’s disease by
targeting of amyloid-β aggregates.13,14 In addition, further
investigations are ongoing into the use of ATSM in the direct
supplementation of CuII to the liver15 as well as into the treat-
ment of amyotrophic lateral sclerosis (ALS).16,17 In this sense,
promising results have been obtained, as can be seen from the
fact that the CuII–ATSM complexes are under preclinical and
clinical trials as a PET imaging agent for hypoxic lung cancer
cells (phase II),18 and as a therapeutic agent against ALS
(phase II/III).16

All these potential applications have one common denomi-
nator: the use of CuII– or ZnII–ATSM complexes in all these
pathologies involves their administration via the blood, an
aqueous medium that presents high concentrations of poten-
tial competitors for both the copper ion and the BTSC ligand.
For Cu–ATSM the stability against dissociation in the serum is
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well documented, but much less is known for Zn–ATSM.
Another potential issue is the low solubility of Cu/Zn–ATSM
complexes, which could potentially lead to precipitation.2,14,19

The resulting complex between CuII and ATSM has an
extended apolar, conjugated structure with zero net charge,
which severely limits its solubility in aqueous media. On the
other hand, the presence of competitors for both the CuII

metal ion and the ligand ATSM in the blood could lead to dis-
sociation or transmetallation and hence could prevent the
CuII–BTSC complex from reaching its target. In this context,
probably the main competitor for CuII or ZnII is human serum
albumin (HSA), one of the most abundant proteins in the
blood (at a concentration of around 600 μM) and a key player
in the distribution of essential transition metal ions in the
human body, CuII and ZnII among them.20 HSA controls the
distribution of copper among the internal organs and binds
around 5% of Cu in blood with a relatively high affinity (log Kd

∼−13 at pH 7.4); most of the remaining CuII binds strongly
and inertly to ceruloplasmin (which is in turn fully loaded and
therefore unable to subtract copper from CuII–ATSM).21 HSA
presents four metal ion binding sites. Of these, the coordinat-
ing centre with the highest affinity for CuII is the N-terminal
site (bearing an ATCUN (amino terminal copper(II) and
nickel(II)) motif ).20 HSA is also capable to coordinate ZnII,
constituting the main carrier of this metal ion in the
human body; indeed 75–90% of ZnII present in the blood is
transported bound to this protein (log Kd ∼7 at pH 7.4).21

ZnII is coordinated by HSA through the so-called multi-
metal binding site different from the main CuII N-terminal
site.22 Since ATSM and HSA are capable of coordinating
both CuII and ZnII,23,24 HSA could modulate the therapeutic
applications of the ATSM complexes. HSA is present in the
blood in its apo form as well as loaded with CuII and ZnII

and hence could be abstractor and source of these metal
ions. Similar consideration can be made for the analogue
bovine serum albumin (BSA) present in foetal calf serum
often used in cell culture studies. Indeed, BSA was shown to
be able to interact with Cu-complexes and change their
speciation.25

Few of these issues have been addressed to the moment for
CuII– and ZnII–ATSM. Solubility seems to be still a limiting
factor for physico-chemical studies of ATSM and most of its
derivatives.8 This is evidenced by the fact that up to the
moment all the studies carried out with CuII–ATSM complexes
have been performed in buffered media in the presence of at
least 20 to 30% DMSO; otherwise, the CuII complex
precipitates.2,8,14,19 Furthermore, although the effect of redu-
cing agents such as glutathione on the activity of CuII–ATSM
complexes has been investigated,26,27 the influence of other
potential competitors such as HSA has received little attention,
despite their potential impact on the effectiveness of the
administration of CuII– or ZnII–ATSM complexes.2 In this
sense, only a few studies regarding the influence of HSA have
been reported,2,28,29 pointing to a preference of CuII–ATSM for
the IIA binding site of HSA.28 However, these works neglect
the influence of the HSA in the stability of ATSM in aqueous

solutions, the transmetallation between HSA and ATSM and
the combined effect on both events of multiple competitors.

In this work, we try to address both the limitations due to
the low solubility and the competition between CuII, ZnII,
ATSM and HSA. First, we will aim to increase the solubility of
both the ligand ATSM and their complexes by using the
reported ATSM analogue (ATSM(CH2)3COOH) with an added
carboxylic group into their structure (see Fig. 1).30 In contrast
to the water soluble ATSM developed and studied by
G. Buncic, P. S. Donnelly et al.,6 the alkane chain carrying the
carboxylic group is expected to disturb less the conjugated
system of ATSM. The idea is to introduce an additional charge
into the system without modifying the coordination mode or
the affinity of the ligand for CuII and ZnII. Second, we will
analyse the influence of the presence of equimolar concen-
trations of HSA and CuII/ZnII on the solubility and stability of
both the ligands and the complexes. Third, competition with
EDTA and HSA for CuII- and ZnII–ATSM/ATSM(CH2)3COOH,
respectively, will permit the determination of the apparent dis-
sociation constant at pH 7.4. All these studies will allow to
deepen the understanding of the behaviour of ATSM and its
CuII or ZnII complexes, which could help to find new ways to
improve their stability in biological media.

Experimental section
Synthesis

The synthesis of the two semicarbazone ligands ATSM and
ATSM(CH2)3COOH was carried out following the procedures
previously described, (see ESI section “Synthesis of the
ligands”†).1,2,30

Methods

Computational method. The modelling of the CuII com-
plexes was performed using the density functional theory com-
putational method as well as the Becke three-parameter Lee–
Yang–Parr hybrid functional (B3LYP).31–33 All the gas-phase
optimizations were carried out by using the Ahlrichs’ basis set
def2-TZV(P)34 for all atoms except for copper, for which we
employed the MDF10 Stuttgart-Dresden effective core poten-
tial.35 The influence of the dispersion was also taken into
account through Grimme’s dispersion (IOp(3/124 = 30)) correc-
tion, while the effect of the polarizable solvent (water) was con-
sidered by using the default SCRF method of the polarizable
continuum model.36,37 Vibrational frequencies were computed
for each minimum energy structure and, for each one of them,
it was also calculated and applied the zero-point correction.
Computations were carried out using the program Gaussian09
C.01,38 while gMolden39 and PyMOL40 software were used for
visual inspection and to create the molecular graphics.

Preparation of stock solutions. Stock solutions of CuII, HSA,
HEPES, ATSM and ATSM(CH2)3COOH were prepared. The stock
solution of CuII was made in Milli-Q water from the CuCl2·2H2O
salt. The concentration of CuII was confirmed via direct quanti-
fication with UV-vis spectroscopy (ε810 = 12 M−1 cm−1)
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and by means of a titration with EDTA (ε730 = 87 M−1 cm−1).
A stock solution of HEPES buffer (50 mM, pH 7.4) was pre-
pared dissolving free acids in Milli-Q water and adjusting the
pH with NaOH. The stock solutions of ATSM and ATSM
(CH2)3COOH were prepared in DMSO : HEPES (70 : 30) buffer
pH 7.4 and their concentration was determined by means of
titrations with CuII followed by UV-vis spectroscopy based on
the well-established formation of a 1 : 1 complex.30,41 Human
serum albumin (lyophilised, essentially fatty acid free) was pur-
chased from Sigma-Aldrich (A1887) and was dissolved in Milli-
Q water. HSA concentration was first estimated via UV-vis spec-
troscopy (ε280 = 33 000 M−1 cm−1).42 However, in the present
study the presence of the strong CuII-binding site is most rele-
vant, and the N-terminus can be degraded in commercial HSA.
Therefore, the here given concentration of HSA was based on
the presence of the strong CuII-binding site (ATCUN). The con-
centration of this binding site was determined via a titration
with CuII solution of known concentration and by following
the d–d band absorption band increase around 520 nm.
Stoichiometry was deduced from the halt of increase of the d–
d band absorption.

UV-vis measurements. All the UV-vis titrations and kinetics
were carried out in a Cary 60 spectrophotometer using a 1 cm
path quartz cuvette.

Results
Solubility of the ligands

One of the main limits when working with ATSM derivatives is
their stability or solubility in aqueous solutions.2,8,14,19 Thus,
before carrying out any competition study, the stability of
ATSM and ATSM(CH2)3COOH in H2O/DMSO solutions was
evaluated.

First, two batch solutions containing ATSM or ATSM
(CH2)3COOH at ca. 3 mM in 70% DMSO and 30% HEPES
buffer (50 mM, pH 7.4), were prepared. Aliquots of these were
taken and diluted to 30 μM in HEPES solutions containing
DMSO in percentages ranging from 70% to 1%. Finally, the
UV-vis spectra of the resulting solutions were recorded (see
Fig. S7–S10 in the ESI†).

The solutions of the ligands in 70% of DMSO were quasi
identical for ATSM and ATSM(CH2)3COOH: both compounds
presented an intense band located at ca. 332 nm associated to
the π–π* transition.8 Moreover, their behaviour when reducing

the percentage of DMSO seems to be at first sight very similar,
at least for short times: the only noticeable change in the
spectra is a slight hypsochromic shift (9 nm) of the absorption
peaks (Fig. S7 and S8†). However, this behaviour changes
when spectra are recorded over time. In the case of solutions
containing ATSM in less than 30% of DMSO, a fast decrease in
the intensity of the absorbance bands can be observed after a
few minutes of measurement, which can be interpreted as the
effect of the precipitation of the ligand (Fig. S9†). Interestingly,
this behaviour is not shared with the solutions of ATSM
(CH2)3COOH: their spectra stay unchanged for more than
2.5 h (Fig. S10†). This suggests that ATSM(CH2)3COOH is
stable in an aqueous solution, probably thanks to the presence
of the carboxylate group in its structure, which increases its
net charge.

Solubility and structure of the CuII complexes

The determination of the equivalents of CuII that the ligands
are capable to coordinate were determined by means of the
addition of aliquots of CuII to a 30 μM solution of ATSM or
ATSM(CH2)3COOH in 70% DMSO and 30% HEPES buffer
(50 mM, pH 7.4). Spectra of the resulting solutions were
recorded, while the intensity of the band at 470 nm was moni-
tored to follow CuII-binding (Fig. S11 and S12†). In both cases,
the intensity of the band at 470 nm stops its increase when
equimolar concentration of CuII and the ligand is reached,
suggesting the formation of 1 : 1 stoichiometric complexes in
line with the literature for ATSM.1,2 This observation is also in
agreement with the results of the QM modelling, represented
in Fig. 2. In these, indeed, the coordination takes place
through a slightly distorted, square planar geometry (Houser
τ4 = 0.22).43

The analysis of the solubility of the CuII-L complexes fol-
lowed the determination of their stoichiometry. These studies
were carried out analogously to those reported in the previous
section regarding the solubility of the ligands, i.e. by recording
the absorbance spectrum of 30 μM solutions of ATSM or ATSM
(CH2)3COOH, in the presence of 1 eq. of CuII, in HEPES buffer
(50 mM, pH 7.4) with percentages of DMSO varying from 70 to
1% (Fig. S13–S16†).

Similar to what was observed for the ligands, the reduction
in the percentage of DMSO in the medium results in a shift of
the band located at ca. 312 nm to blue (∼9 nm), and a larger
hypsochromic shift (∼20 nm) of the charge transfer band at
around 470 to 450 nm (see Fig. S13 and S14†); without associ-

Fig. 1 Structure of ATSM and its derivative ATSM(CH2)3COOH studied in this work.
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ated reduction of the signal intensity. But again, this effect is
only valid for short measurement times since precipitation of
CuII–ATSM occurs in solutions containing less than 30% of
DMSO (see Fig. S15†). No variation of the signal could be
observed for solutions containing CuII–ATSM(CH2)3COOH,
pointing to its solubility (Fig. S16†). These results complete
the observations previously reported in bibliography regarding
ATSM.2,14,19

Competition with human serum albumin

Human serum albumin (HSA) is the highest concentrated
protein in the blood (∼0.6 mM) and one of the major copper
binding proteins in the human organism.21 Classically, only
about 0.5% of HSA seems to be loaded with CuII.21 HSA binds
CuII in its N-terminal strong binding site with a log Kd ∼−13 at
pH 7.4.44 In consequence, HSA is a potential competitor for
CuII- and ZnII-complexes, including CuII coordinated to ATSM
or ATSM(CH2)3COOH.22 HSA is therefore one of the main
systems to be considered in the analysis of the stability of
ATSM- and ATSM(CH2)3COOH-CuII complexes in biological
medium.

In order to do so, two competition studies were carried out
for each ligand. In the first, 1 eq. of HSA was added to a fresh
solution consisting of 30 μM of ATSM (or ATSM(CH2)3COOH)
and CuII (1 eq.). In the second, the opposite study was carried

out, i.e. 1 eq. of ATSM (or ATSM(CH2)3COOH) was added to a
solution containing 30 μM of HSA and 1 eq. of CuII. This
approach allows to determine that the thermodynamic equili-
brium is reached when the same distribution with either start-
ing point is obtained. Spectra were collected each minute for
2.5 hours. The results are depicted in Fig. 3 and Fig. S17–S19
in ESI.†

ATSM and its carboxylic derivative ATSM(CH2)3COOH
present a very similar behaviour when competing with HSA for
CuII. On the one hand, albumin is not capable to take CuII

when either coordinated to ATSM or ATSM(CH2)3COOH: the
spectra of the complexes show no change and, in particular,
no decay in the absorbance intensity of the band located at ca.
450 nm (charge-transfer bands of the CuII complexes, see
Fig. S17 and S18†). On the other hand, when 1 equivalent of
ATSM (or ATSM(CH2)3COOH) is added to a solution containing
CuII–HSA, an increase of the absorbance of the band around
460 nm and a decrease of the band at ca. 330 nm, which
corresponds to the free ligand, can be observed (Fig. 3 and
S19†). From this, it can be deduced that both ligands are
capable of easily subtracting the CuII coordinated to HSA. This
is in agreement with the reported stability of CuII–ATSM in
serum.41,45

But the most important observation to highlight here is
that in the presence of HSA, the CuII–ATSM complex does not

Fig. 2 Minimum energy structures of complexes (A) CuII–ATSM and (B) CuII–ATSM(CH2)3COOH obtained by geometrical optimization through QM
modelling.

Fig. 3 (A) Evolution of the spectra with time of a 30 μM solution of CuII–HSA to which 1 eq. of ATSM was added and (B) intensity of absorbance at
460 nm as a function of time. Medium: HEPES buffer (pH 7.4, 50 mM) with 1% of DMSO.
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precipitate. Contrary to what we have seen in the solubility
studies, and even though the measuring medium is the same,
in the presence of 1 eq. of HSA there is no reduction in the
absorbance intensity of the band located above 450 nm,
suggesting that albumin has a stabilising effect on this
complex. In fact, the comparison between the spectra of 30 μM
CuII–ATSM solutions with and without HSA shown in Fig. 4
indicates that the intensity of the charge-transfer bands is
quite close in both cases, discarding the precipitation of the
CuII–ATSM complex. Indeed, it can be noted that when HSA is
introduced into the solution, the band at 451 nm of the CuII–
ATSM complex undergoes a bathochromic shift to 459 nm.
This effect is equivalent to that observed in the solubility
studies, when the percentage of DMSO in solution was
increased, i.e. when the medium had a more apolar character
(see Fig. S13†). From all this, it can be deduced that the stabil-
isation of the complex seems to take place through its inter-
action with HSA, with which it is probably interacting through
one of the protein binding sites, thus providing it with a more
hydrophobic environment. This is in line with the studies of
N. E. Basken, C. J. Mathias et al. in which they observed the
binding of Cu–ATSM with HSA through the IIA pocket of the
latter.28,29

The same behaviour in the spectra can be observed in the
case of CuII–ATSM(CH2)3COOH. Indeed, the presence of 1
equivalent of HSA in solution leads to an even a higher red
shift of the band at 452 nm (from 452 to 470 nm, see
Fig. S20†). Thus, it seems that CuII–ATSM(CH2)3COOH inter-
acts with albumin in a similar way than CuII–ATSM does,
although the high solubility of the carboxylate ligand means
that its interaction with the protein does not produce an
additional benefit in its stabilisation in aqueous solution.

Finally, it is interesting to note that HSA is only able to
stabilise ATSM when complexed to CuII. In the presence of
HSA but in the absence of the metal ion, the intensity of the

absorbance band of ATSM located at 323 nm decreases sharply
in a similar way as it does in the absence of albumin
(Fig. S21†). Thus, coordination of CuII seems to be crucial for
the interaction of ATSM with HSA and therefore for keeping it
soluble in aqueous media.

Competition with ZnII

One of the main competitors for the thiosemicarbazone chela-
tor in biological media is ZnII, not only because of its potential
affinity for the ligand but also for its relative abundance.
Although HSA is the main carrier of ZnII in the blood, the
affinity of this metal ion for this protein is lower (log Kd ∼7 at
pH 7.4) than the one shown by CuII, partly due to the fact that
each metal has different binding sites.20–22 Therefore, we
investigated first the competition between ATSM and HSA for
ZnII-binding and second the system including both metals
(CuII and ZnII) and both types of ligands (ATSM/ATSM
(CH2)3COOH and HSA).

First, the ZnII–ATSM and ZnII–ATSM(CH2)3COOH complexes
were characterised by recording the spectra of solutions con-
taining 30 μM of ATSM (or ATSM(CH2)3COOH) and 1 equi-
valent of ZnII at pH 7.4. The resulting spectra depicted in
Fig. S22 and S23† show that the ZnII–ATSM complexes present
an intense charge-transfer band located at ca. 429 nm. This
allows to monitor independently the formation of the ZnII and
the CuII complexes, thus avoiding the interferences in the
measurements caused by the charge-transfer bands of the
cupric complexes.

Equivalent competition studies to those carried out with
CuII and HSA were implemented with ZnII. To see if the HSA is
capable to take ZnII from the complexes, 1 equivalent of HSA
was added to a 30 μM solution of ZnII–ATSM (or ZnII–ATSM
(CH2)3COOH), and the spectrum of the resulting solution was
recorded over time (Fig. S24 and S25†). The opposite compe-
tition was also carried out: 1 eq. of ATSM (or ATSM

Fig. 4 Comparative of the spectra of a 30 μM ATSM solution (dotted orange line), a 30 μM ATSM solution containing 1 eq. of CuII (in dark orange)
and a 30 μM ATSM solution containing 1 eq. of CuII and 1 eq. of HSA (in dark green). Medium: HEPES buffer (pH 7.4, 50 mM), 1% of DMSO.
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(CH2)3COOH) was added to a solution containing 30 μM of
ZnII–HSA (Fig. S26 and S27†).

The main conclusion of these studies can be summarised
as follows: ATSM has a similar affinity for ZnII as HSA, so when
HSA is added to a solution with ZnII–ATSM, the protein takes
up about 50% of the zinc coordinated to the bis-thiosemicar-
bazone, and vice versa. Hence the apparent binding constant
at pH 7.4 for ATSM and ATSM(CH2)3COOH, log Kapp

pH7:4 is about
−7. As shown in Fig. 5, the addition of ATSM to a solution con-
taining ZnII–HSA produces a decay in the band located at ca.
330 nm and an increase of the band at 408 nm, processes that
are correlated with the formation of the ZnII–ATSM complexes.
In other words, ATSM is capable to take ZnII from HSA. But,
interestingly, the uptake of ZnII is not complete, but ends
when about half of the available zinc has been taken up. This
can be clearly observed when a second ZnII equivalent is
added to the solution: the absorbance of the band at 408 nm
increases from ca. 0.1 to 0.2, suggesting that about half of the
ATSM was not coordinating ZnII. These conclusions are repro-
duced for the reverse competition studies: when 1 eq. of HSA
is added to a ZnII–ATSM solution, a rapid increase of the band
at 330 nm can be observed, together with the decrease of the
band at 408 nm, which translates into a significant loss of ZnII

from the ATSM. More importantly, the trends of both compe-
titions converge to the same absorbance value (ca. 0.1),
suggesting that an equilibrium is reached (see Fig. 5B). The
studies carried out with ATSM(CH2)3COOH lead to the same
conclusions, pointing to a very similar behaviour of this ligand
to the one found for ATSM (see Fig. S25, S26 and S28†).

Regarding the stability of the ZnII–ATSM complexes, it is
worth mentioning that similarly to the CuII complexes, also in
this case HSA exerts a stabilising effect on the ZnII com-
pounds, avoiding precipitation, as can be seen in Fig. 5B.

Once studied the coordination of ZnII by the bis-thiosemi-
carbazone ligands, the effect of this competitor over the CuII

complexes was analysed. This was carried out by recording the

spectra of solutions of CuII–ATSM (or CuII–ATSM(CH2)3COOH)
(30 μM) after the addition of 0.1 to 100 equivalents of ZnII. No
changes can be observed in the spectra of the CuII complexes
after the addition of any of these amounts of ZnII (see Fig. S29
and S30†), which implies that the CuII complexes are robust
enough to prevent the exchange of the metal ion even in pres-
ence of 100 equivalents of ZnII, as it was expected from reports
in the literature of Zn and CuII–ATSM stability,24 although
done with high amounts of DMSO.

In order to explore the combined effect of HSA and ZnII, 1
eq. of HSA and 10 eq. of ZnII were added to a solution contain-
ing 30 μM of CuII–ATSM (or CuII–ATSM(CH2)3COOH), and then
the spectra of the resulting solutions were recorded over time.
In this case, the two competitors with different but comp-
lementary targets were combined: HSA for its affinity for CuII,
and ZnII for its affinity for the ATSM derivatives. As depicted in
Fig. 6 and S31,† both CuII–ATSM and CuII–ATSM(CH2)3COOH
can resist the combined presence of HSA and 10 eq. of ZnII.

Finally, one last question remains to be solved: what
happens when the nude bis-thiosemicarbazone is added to a
solution containing HSA, CuII and ZnII? As mentioned, HSA is
capable to coordinate both metal ions at the same time, the
CuII through the ATCUN motive and the ZnII by means of the
multi-metal binding site.20 Thus, in this case the competition
with ATSM or ATSM(CH2)3COOH will be influenced not only
by the presence of the different metal ions, but also by the
relative stability given by each chelating site and the kinetics of
the exchange. This matter was explored by recording the absor-
bance spectrum over time of a 30 μM solution of CuII–ZnII–

HSA after the addition of 1 eq. of ATSM or ATSM(CH2)3COOH.
The results of this competitions are depicted in Fig. 7, 8 and
S32–S34.†

The main conclusion of the studies carried out is that the
bis-thiosemicarbazone ligands examined have a clear kinetic
preference for ZnII, the latter being the first to be captured
from HSA already during mixing time, whereas CuII complexes

Fig. 5 (A) Comparison between the addition of HSA to a solution of ZnII–ATSM (in orange) and the addition of ATSM to a solution of ZnII–HSA (in
green), [ATSM] = [HSA] = [ZnII] = 30 μM, dotted lines correspond to spectra at time 0, and continuous lines correspond to spectra at time 150 min.
(B) Intensity of absorbance at 408 nm for the addition of HSA to a solution of ZnII–ATSM (in orange), the addition of ATSM to a solution of ZnII–HSA
(1 : 1) (in dark green) and the addition of ATSM to a solution of ZnII–HSA (2 : 1) (in pale green). Medium: HEPES buffer (pH 7.4, 50 mM) with 1% of
DMSO.
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are thermodynamically more stable, so that after a few
minutes a slow transmetallation of ZnII by CuII takes place.
This transmetallation is quite slow and lasts several hours.
These observations are valid both for ATSM and ATSM
(CH2)3COOH, so we will focus on the performance of the
former to analyse these kinetics (Fig. 7 and S32†). First, after

the addition of 1 eq. of ATSM to the solution containing CuII–
ZnII–HSA, the absorbance of the band corresponding to the
ZnII complexes (421 nm) rapidly increases, reaching its
maximum at ca. 10 min after addition. At the same time, the
band of the π–π* transitions of the ligand sharply decreases.
Both processes are correlated with the formation of the

Fig. 6 (A) Evolution of the spectra with time of a 30 μM solution of CuII–ATSM after the addition of 1 eq. of HSA and 10 eq. of ZnII, (B) intensity of
absorbance at 460 nm as a function of time. Medium: HEPES buffer (pH 7.4, 50 mM) with 1% of DMSO.

Fig. 7 (A) Detail of the evolution of the spectra with time of a 30 μM solution of CuII–ZnII–HSA after the addition of 1 eq. of ATSM, (B) intensity of
absorbance of the ligand (322 nm, orange), the ZnII complex (421 nm, blue) and the CuII complex (458 nm, yellow) as a function of time. Medium:
HEPES buffer (pH 7.4, 50 mM) with 1% of DMSO.

Fig. 8 Comparative of the evolution of the bands corresponding to (A) the ligand, (B) the CuII complexes and (C) the ZnII complexes after the
addition of 1 eq. of ATSM (green) and ATSM(CH2)3COOH (orange) to a 30 μM solution of CuII–ZnII–HSA. Medium: HEPES buffer (pH 7.4, 50 mM)
with 1% of DMSO.
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ZnII–ATSM complexes and, indeed, the profile of the band at
421 nm is quite clear, discarding the early coordination of
CuII. Therefore, the ZnII complexes are kinetically favoured, so
ZnII is the first metal to be taken from HSA.

After ca. 10 min, the tendency shown by the spectra
changes. The band of the ZnII–ATSM complex (421 nm) stops
its increase and starts to slowly decrease in intensity while, at
the same time, the absorbance band of the CuII–ATSM
complex (458 nm) steadily increases. This behaviour points to
a substitution of ZnII by CuII in the ATSM complexes.
Moreover, after the initial fast decrease of the band at 322 nm
(that corresponds to the ligand), this band does not show any
change in profile or intensity, even as the bands of the CuII

and ZnII complexes continue to change (Fig. 7B). This suggests
that the total concentration of complexes remains constant,
which supports the idea that the changes in the bands at 421
and 458 nm are due to transmetallation.

In short, although the capture of ZnII from HSA is kineti-
cally favoured, the CuII–ATSM complexes are more stable in
thermodynamic terms. Thus, ZnII–ATSM complexes are
initially formed, ZnII is slowly replaced by CuII. In fact, the
final spectrum suggests that transmetallation has been com-
plete and CuII has been able to completely replace ZnII in the
ATSM complexes.

The behaviour of ATSM(CH2)3COOH is very similar to the
one shown by ATSM, presenting the same tendencies, rapid
binding of ZnII followed by slow transmetallation by CuII

(Fig. S33 and S34†). However, there are a few points in which
ATSM and ATSM(CH2)3COOH differ. As shown in the trends of
the π–π* bands of the ligands and the charge transfer ones of
the CuII and ZnII complexes (322, 458 and 421 nm, respect-
ively, Fig. 8), the two main differences between both ligands
were: (A) the final intensity of the bands that imply ATSM are
always lower than those corresponding to ATSM(CH2)3COOH
and (B) the kinetics involving ATSM(CH2)3COOH were slower.
Both behaviours can be explained by the limited solubility of
ATSM. The lower intensity of the bands of CuII– and ZnII–

ATSM complexes compared with ATSM(CH2)3COOH would
imply a higher concentration of uncoordinated ATSM, but this
is not the case: the intensity of the band at 322 is also lower
for ATSM. The limited solubility of this ligand in water leads to
its precipitation and, thus, to the reduction of its capacity of
taking CuII or ZnII from HSA. This precipitation of ATSM alone
during the reaction could also explain the apparent faster kine-
tics of CuII transfer from HSA to ATSM than (ATSM
(CH2)3COOH).

Competition with EDTA

The next competitor for CuII analysed in the work was ethyle-
nediaminetetraacetic acid (EDTA), a hexadentate chelator with
well-known affinities for many metal ions including CuII, for
which EDTA presents an apparent formation constant of 15.9
at pH 7.4 logarithmic units.22,46

Equivalent competition assays to those implemented pre-
viously were carried out for the study of the capacity of EDTA
to take CuII from the CuII–ATSM and CuII–ATSM(CH2)3COOH

complexes (Fig. S35–S40†): for this, the absorbance spectra of
solutions containing 30 μM of ATSM (or ATSM(CH2)3COOH)
and 1 equivalent of EDTA at pH 7.4 was recorded over time
(Fig. S35 and S36†).

As expected, the CuII–ATSM rapidly precipitates in solution,
as previously observed in the absence of EDTA, but this
process is not associated with (nor stimulated by) any transfer
of CuII to EDTA. As can be seen in Fig. S35,† the decay in
absorbance intensity takes place in a similar proportion for
the bands located around 330 and 450 nm. In the case of a
hypothetical CuII transfer from ATSM to EDTA, the band at
330 nm should increase in intensity (or at least decay at a
lower rate) than the one located at 450 nm. Moreover, when
the complex is completely solubilised in solution, i.e. when we
have a percentage of DMSO higher than 20% or there is 1 equi-
valent of HSA in solution, no alteration in the absorbance
bands is observed (Fig. S35†), which confirms the observation
of the failure of EDTA to take up CuII from ATSM. Equivalent
results are obtained when studying ATSM(CH2)3COOH
(Fig. S36†) instead of ATSM: even with measurement times
exceeding 500 h, no modification of the spectrum is observed,
confirming the hypothesis of null CuII transfer from these
thiosemicarbazone ligands to EDTA.

To rule out kinetic factors as the cause of the reduced CuII

transfer, this competition was also set up in reverse: 1 eq. of
ATSM (or ATSM(CH2)3COOH) was added to a solution contain-
ing 30 μM of CuII–EDTA (in the case of ATSM, 1 eq. of HSA was
also added to the solution in order to stabilise the resulting
CuII–ATSM complexes). The results are depicted in Fig. 9 and
S38.† When the measurement is carried out with ATSM, a
clear decrease in the intensity of the absorbance band at
330 nm associated with the ligand is observed (Fig. S38†).
Since this change is not followed by an increase in the inten-
sity of the band above 450 nm, which would correspond to the
formation of the CuII–ATSM complex, we can deduce that it is
rather related to the precipitation of the ligand. This seems to
occur fast enough to prevent the ligand from being able to
take up the CuII from the CuII–EDTA, since HSA is not capable
to stabilise ATSM in its non-metalated form, as previously
shown. These observations are confirmed when moving on to
study ATSM(CH2)3COOH (see Fig. 9).

As previously shown, ATSM(CH2)3COOH is soluble in
aqueous media. Therefore, although the intensity of the band
of ATSM(CH2)3COOH located around 330 nm also decreases
with time, this is not related to the precipitation of the ligand
but to the transfer of CuII from the EDTA ligand to ATSM
(CH2)3COOH and to the formation of the corresponding CuII–
ATSM(CH2)3COOH complex. This is confirmed by the appear-
ance of the band at 450 nm. From this study it can also be
deduced that the affinity constant of ATSM(CH2)3COOH for
CuII must be considerably greater than the one of EDTA.

In order to explore this aspect in more depth and to deter-
mine the thermodynamic apparent complexation constant of
CuII with these thiosemicarbazone ligands at pH 7.4, the pre-
vious assessments were repeated increasing the equivalents of
EDTA employed from 1 to 1000 (Fig. 10 and S39, S40†). Due to
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the solubility issues of ATSM, these studies were only
implemented with ATSM(CH2)3COOH. When 1 eq. of ATSM
(CH2)3COOH is added to a 30 μM solution of CuII and 1000 eq.
of EDTA, it can be observed that the thiosemicarbazone is still
able to take CuII from CuII–EDTA (Fig. S39†). Moreover, if the
opposite competition is carried out, i.e. when 1000 equivalents
of EDTA are added over a 30 μM solution of CuII–ATSM
(CH2)3COOH, a very slow demetallation of the latter complex
can be observed (Fig. S40†). Once equilibrium is reached (after
more than 600 h of kinetics, Fig. 10), 50% of ATSM
(CH2)3COOH is demetallated, which suggests that the apparent
complexation constant of CuII–ATSM(CH2)3COOH is ca. three
orders of magnitude higher than the one of CuII–EDTA, i.e.
∼18.9 logarithmic units at pH 7.4.22,46 This value is in agree-
ment with the log Kd of −18.2 for PTSM, the analogue of ATSM
with a H instead of a Me on one of the central carbons.47

Conclusions

Two major properties regarding ATSM have been addressed in
this work, the solubility of its CuII complexes and their stabi-

lity against potential competitors such as HSA and ZnII. The
introduction of a propyl carboxylic group in the ATSM struc-
ture has made possible to solubilise both the ligand and the
CuII or ZnII complexes in solutions containing less than 1%
DMSO without altering the coordination mode and the conju-
gated system of the ligand. In addition, we confirm the
observed stability of CuII complexes with ATSM in serum-like
conditions: ATSM and ATSM(CH2)3COOH CuII complexes are
stable in the presence of the biologically relevant competitors,
HSA and ZnII, even when acting in combination and in close
to biological proportions. The competition assays for CuII of
EDTA with the water soluble ATSM(CH2)3COOH yielded an
apparent log Kd at pH 7.4 of about −18.9. A similar value could
be expected for ATSM. In addition, CuII–ATSM most likely
forms a ternary complex with HSA, which is presumably the
reason why this protein prevents the precipitation of these
ATSM complexes in aqueous solution. Such binding of CuII–
ATSM to HSA could also occur in the blood and could not only
avoid precipitation, but also aiding the distribution of CuII–
ATSM throughout the organism impacting its biodistribution
and pharmacokinetics. Furthermore, given the ability of ATSM
derivatives to subtract CuII from HSA, this protein could be
considered as a potential source of CuII for ATSM(CH2)3COOH
or ATSM, although limited by the low CuII content of HSA and
the slow transfer (min to h) of CuII from HSA to ATSM. On the
other hand, ATSM and HSA present similar affinities for ZnII,
hence an apparent log Kd at pH 7.4 of about −7 can be
deduced. These results open up interesting possibilities for
further research. Hence, ZnII–ATSM risks to loose at least part
of its ZnII to the highly concentrated apo-HSA quite fast, and
moreover, is expected to pick up the CuII from HSA. Hence a
partial transmetallation could be expected, but with a very
slow kinetics (min to hours). Administration of the ligand
ATSM alone, could lead to the partial formation of ZnII–ATSM,
which could be kinetically stable for a longer time even in the
presence of CuII-bound to HSA. Taken together, the here
reported multifaceted interactions between ATSM, HSA, CuII

and ZnII might help to better understand the behaviour of
ATSM and its CuII and ZnII complexes in vivo.

Fig. 9 (A) Evolution of the spectra with time of a 30 μM solution of CuII–EDTA after the addition of 1 eq. of ATSM(CH2)3COOH, (B) intensity of
absorbance at 325 nm (in blue) and at 453 nm (in yellow) as a function of time. Medium: HEPES buffer (pH 7.4, 50 mM) with 1% of DMSO.

Fig. 10 Intensity of absorbance at 325 nm (in blue) and 453 nm (in
yellow) as a function of time when 1000 eq. of EDTA were added to a
30 μM solution of CuII–ATSM(CH2)3COOH measured for 650 h. Medium:
HEPES buffer (pH 7.4, 50 mM) with 1% of DMSO.
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