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ABSTRACT Metal-oxo clusters have been used as building blocks
to form hybrid nanomaterials and evaluated as potential MRI contrast
agents. We have synthesized a biocompatible copolymer based on a
water stable, nontoxic, mixed-metal-oxo cluster, MngFe,0:(L)+¢-

MRI

(H,0)4, where L is acetate or vinyl benzoic acid, and styrene. The

cluster alone was screened by NMR for relaxivity and was found to
be a promising T, contrast agent, with r; =23 mM~'s " and r, =
29.5mM~" s~ . Initial cell studies on two human prostate cancer cell

lines, DU-145 and LNCap, reveal that the cluster has low cytotoxicity

and may be potentially used in vivo. The metal-oxo cluster MngFe,-
(VBA),¢ (VBA = vinyl benzoic acid) can be copolymerized with styrene
under miniemulsion conditions. Miniemulsion allows for the formation of nanometer-sized paramagnetic beads (~80 nm diameter), which were also
evaluated as a contrast agent for MRI. These highly monodispersed, hybrid nanoparticles have enhanced properties, with the option for surface
functionalization, making them a promising tool for biomedicine. Interestingly, both relaxivity measurements and MRI studies show that embedding the

MngFe, core within a polymer matrix decreases r, effects with little effect on r,, resulting in a positive T, contrast enhancement.
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agnetic resonance imaging (MRI)
Mis a powerful diagnostic tool used
in both clinical and research appli-

cations to map the tissues and organs in the
body." The contrast in MR depends on the
proton spin density and the longitudinal (T;)
and transverse (T,) relaxation times. The
T;-weighted or T,-weighted images can be
significantly enhanced by a contrast agent.
The clinically used gadolinium chelates
shorten T;, which increases the concentra-
tion-dependent relaxivity ry, (inverse of T;),
causing a brightening effect in MR.2 Alter-
natively, superparamagnetic iron oxide nano-
particles can be used, which shorten T,
(increase r,), leading to signal reduction
resulting in a darkening effect>* There
is also an additional dephasing effect that
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comes from the magnetic field inhomo-
geneity, referred to as T,* often shorter
than T,

The past decade has seen many efforts to
create novel systems for contrast agents,
and several design strategies stand out.
Consistently, metals have been chosen for
high spin states (molecular contrast agents)
or large net moment (for nanoparticles),
with the assumption that toxicity and tar-
geting can be controlled either through
the chelating ligand (molecular) or surface
ligands (nanoparticles). The magnetic mo-
ment is one of the dominant factors deter-
mining relaxivity, and of course the greater
the relaxivity, the stronger the signal and
lower concentrations of contrast agent
required. The mechanism for T; contrast
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agents is primarily direct proton interaction, so the
relaxivity is affected by the number of open sites at the
metal (according to the Solomon Bloemenbergen
Morgan theory).®” However, for a T, contrast agent,
the bulk susceptibility effect creates a local magnetic
field experienced by the water protons,® and proximity
is less important (r 2 vs r .2 While there is strong
motivation to reduce the total amount of metal, having
a high density of contrast at a specific location is highly
sought after.

Generally, the paramagnetic chelates act as the
more desirable T, contrast agent; however, there is
strong interest in identifying alternatives to gadoli-
nium for patients with chronic kidney disease
(CKD)*'° as a result of toxicity (nephrogenic systemic
fibrosis)'' ' and environmental concerns.'*'> For
oncology diagnosis, paramagnetic chelates are limited
by circulation time and contrast, so magnetic nano-
particles have been favored for such applications.'®
Magnetic nanoparticles bring several advantages to
contrast agents both because of the strong effect on
relaxivity, and the ability to tailor the magnetic proper-
ties by choice of magnetic core, size, as well as flex-
ibility in the design of surface chemistry. Importantly,
the surface provides a means for coupling multifunc-
tional components such as receptor targets (labeled
antibodies,'” or folate receptors),'® fluorescent probes'®
for optical tracking, or finally therapeutic drugs (e.g.,
doxorubicin).?° Iron oxide nanoparticles have found
important applications in in vivo cell tracking®' and
stem cell labeling in animal models.*? Techniques
to monitor breast and prostate tumor progression
using MRI have been developed using superparamag-
netic iron oxide contrast agents. For example, it has
been demonstrated that iron oxide nanoparticles in
polymer microspheres can label, follow cell prolifera-
tion, and be used to monitor tumor formation.>* How-
ever, one of the major limitations to this method is
the inhomogeneity of the iron oxide content within
each nanobead. Because T, contrast agents reduce
signal, leading to false readings is one reason iron
oxide contrast agents have not become widespread
for use in cancer imaging, despite some initial suc-
cesses.”* While superparamagnetic iron oxide nano-
particles such as Feridex |.V. are FDA approved for
detecting liver metastases, the commercial develop-
ment of new iron oxide based nanoparticles as contrast
agents has failed to progress.

Because of the limitations of gadolinium and iron
oxide based agents, interest has returned to man-
ganese.””?° Manganese has a long history as a con-
trast agent as first proposed by Lauterbur.>® The first
criteria for a contrast agent, strong paramagnetism,
is met by the high spin d> Mn(ll) but is difficult to
coordinate because of lability. The smaller size of Mn(ll)
compared with Gd(lll) limits the extent to which the
chelate effect can overcome this.?' There have been a
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few commercial contrast agents based on Mn chelates,
such as Teslascan,®? or Mn-DPDP (where DPDP is an
aminocarboxylate multidentate ligand).3®* However,
many other complexes of Mn(ll) such as analogues of
EDTA3* or DTPA as well as macrocyclic ligands have
been investigated.?® High relaxivities have also been
observed in the lower spin state Mn(lll) complexes of
sulfonated porphyrins.*®

More recently, efforts to prepare nanoscale contrast
agents based on manganese have been explored
for enhanced relaxivity. Novel systems such as manga-
nese dichloride incorporated into liposomes,*® the
flexible system based on nanoscale metal oxide frame-
works (NMOFs),3” or Mn-substituted polyoxometalates
(POMs),*® have exhibited promising relaxivities but
have issues of metal leaching. Nanoparticles most
typically result in T, contrast agents, with few excep-
tions such as the series of MnO nanoparticles that have
been found to exhibit novel T, contrast.>® Unlike most
magnetic nanoparticles, the relaxivity of MnO nano-
particles appears to increase with decreasing particle
size, and the antiferromagnetic core significantly re-
duces susceptibility artifacts. The relaxivity is thought
to be proportional to the number of Mn(ll) ions on the
surface of the MnO nanoparticles; however, an alter-
native explanation for the T; brightening effect is the
slow dissolution of Mn(ll).*> One of the limitations of
manganese is that overexposure can cause Parkinson-
like symptoms termed “Manganism”.*" Therefore, con-
trolling metal leaching is a critical issue in design of
magnetic nanostructures.

Clusters, which harbor several distinct MR contrast
entities, open a new avenue for exploring contrast
agents with the ability to deliver multiple metals to a
target site. One of the earliest clusters studied was
based on the single molecule magnet [Feg(tacn)sO,-
(OH);,IBrg or Feg*? The relaxivity is modest (r; of
1.2mM ™' s7"),*® and has the advantage that the mole-
cule acts as a T; contrast agent. However, Feg has a
limited solubility range, and the disadvantage that the
ligand is not easily tailored without altering the core
structure. On the other hand, one of the unique aspects
of the single molecule magnet, Mn;,0,,(0,CCH3);6-
(H;0), or Mn,,, is that it easily undergoes ligand
exchange. The properties due to the core are only
modestly affected by ligand exchange, and the impor-
tance is that ligand exchange provides a synthetic
tool for the intact cluster to be modified or grafted
to nanostructured materials.** For example, Mn,, has
been coordinated to the surface of a polymer bead, or
encapsulated by an emulsion-assisted assembly for
MRI studies.***® Although Mn;, gains stability by sur-
face attachment, the cluster alone readily forms a
flocculent precipitate in water. While the aqueous
relaxivity of Mn;, has been studied, aqueous stability
requires high concentrations of acetic acid that may
affect these measurements.
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Figure 1. Thermal ellipsoid plot of the refinement model of
structure of MngFe 0,,(VBA)¢ at 70% probability. Only
major occupancies are shown. Cocrystallized solvents and
hydrogen atoms were excluded for clarity. Code for atoms:
aqua, Mn; yellow, Fe; red, O; and gray, C.

We have discovered recently that incorporation
of the biologically benign metal iron into Mn;; (the
previously reported MngFe; 04,(0,CCHs)6(H,0), or
MngFe,)* increases the spin state (8.58 ueg/molecule)
due to the substitution of Fe3* (S =5/2) for Mn3* (S=2).
Importantly, the iron substitution confers aqueous
solubility and stability of the cluster. As these clusters
undergo similar ligand exchange chemistry as Mn;;,
we have taken advantage of this to synthesize mag-
netic nanobeads prepared as copolymers of MngFe,0, »-
(VBA)16 (VBA = vinyl benzoic acid, see Figure 1), with
styrene.*®

Herein, we focus on the development and charac-
terization of iron-substituted metal-oxo cluster, Mng-
Fe,04,(VBA) 4-co-styrene copolymer nanobeads as
potential MRI contrast agent. Using the miniemulsion
polymerization technique, nanometer-sized beads
were prepared. We were able to incorporate the sub-
stituted cluster into the polymeric polystyrene matrix
via cross-linking the olefin functionality of vinyl ben-
zoic acid ligand with styrene to form metal-oxo copo-
lymer nanobeads. The significance is that cross-linking
the cluster effectively prevents metal leaching.***° The
MngFe4(VBA),¢ is soluble in styrene, so the resulting
nanobeads have homogeneously dispersed metal
(unlike Fe304-styrene nanobeads), which is critical for
high resolution imaging. Another advantage of these
paramagnetic copolymer nanobeads is that the cluster
has a fixed magnetic core, which means the magnetic
properties are independent of the size of the bead. This
distinguishes these nanobeads from superparamag-
netic iron oxide nanoparticles where the magnetic
properties are very sensitive to size. Using miniemul-
sion, the bead diameter can be dialed in to any size
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from 50 to 500 nm.>" This is a significant advantage
because contrast agents are being developed for
specific applications, and researchers need a distinct
range of diameters for a particular application without
diminishing the magnetic properties.

The cluster and the copolymer beads have been
screened as a potential MRI contrast agent by both
NMR and phantom MRI studies and found to have
promising properties. Initial cell studies on two human
prostate cancer cell lines, DU-145 and LNCaP, reveal
that the cluster has low cytotoxicity and may be
potentially used in vivo. Interestingly, relaxivity mea-
surements and MRI studies show that encapsulating
the MngFe, core within a polymer matrix decreased r,
effects with limited effects on ry, resulting in a positive
T, contrast enhancement. These hybrid nanobeads
have the potential for surface functionalization, mak-
ing them a promising tool for biomedicine.

RESULTS AND DISCUSSION

The design of the magnetic nanobeads used here
was intended to maintain several features of commer-
cially available iron oxide nanobeads that have been
used in tumor progression by MRI. Notably, polystyr-
ene was selected as the carrier structure, and the
bead diameter targeted was ~100 nm. By replacing
the nanoparticles with clusters, specific characteristics
such as the homogeneity of the inorganic component
would be significantly improved. By starting with a
soluble, high spin cluster, ligated by carboxylates with
olefin functionality, the goal was to fabricate a highly
cross-linked, homogeneous copolymer in the form of a
size-controlled nanobead.

We have previously described the synthesis of the
MngFe401,(VBA)6-co-styrene copolymer nanobeads
using miniemulsion polymerization method.*® Reac-
tions using miniemulsion technique resulted in highly
monodispersed nanobeads, as supported by dynamic
light scattering (DLS) measurements that show a un-
imodal distribution, and a hydrodynamic diameter of
84.0 £ 0.9 nm. Additionally, the average diameters
based on transmission electron microscopy (TEM) were
70.0 £ 9.4 nm (for 200 particles) with a size distribution
of 1.05 (see Figure 2). Further, the TEM also indicates
that the metal dispersion is highly homogeneous (inset
Figure 2). This is in contrast to polystyrene nanobeads
of iron oxide nanoparticles, which exhibit random
inclusion of small particles within the matrix.2® After
purification by dialysis, the metal content of the copo-
lymer beads was found to be 1.67% Mn, and 0.97% Fe,
as expected for the starting MngFe,01,(VBA) g:styrene
ratio of 1:200. The dialysis experiments also allowed us
to measure the metal content in solution over time
(using atomic absorption of aliquots from the solution).
We did not observe any metal leaching from copoly-
mer nanobeads. In addition, we have monitored
the T; and T, of the magnetic nanobeads over a period
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Figure 2. TEM of MngFe;0,,(VBA);¢-co-styrene copolymer
nanobeads. Inset: HR-TEM.

of 2 weeks and observed no significant changes
(Supporting Information, Figure S1).

Evidence from several experiments support the fact
that the cluster remains intact upon copolymerization.
The first is that the infrared spectroscopy (Supporting
Information, Figure S2) of the copolymer exhibits
characteristic MngFe, core stretching bands at low
frequency between 450 and 600 cm™', as expected
for the core cluster-breathing mode. The infrared also
supports the cross-linking of the MngFe,0,,(VBA)
cluster as evidenced by the loss of the vinyl band
for 4-vinylbenzoic acid cluster ligand, upon poly-
merization. Finally, we have previously confirmed that
analogous nanobeads prepared with Mn;,0,,5(VBA)+¢
remain intact cluster after copolymerization. For these
nanobeads, the characteristic single molecule magnet
properties due to the core cluster are unchanged (peak
in 5" versus T).*® Several bulk polymers formed with
Mn;, and other olefin functionalities (acrylic acid or
methyl-methacrylic acid) have been reported in the
literature with the magnetic properties unaltered.>>3
Thus, we believe that copolymerization does not sub-
stantially alter the structure or magnetic properties of
the clusters.

Initial screening of the concentration-dependent T,
and T, was performed using proton NMR. While a large
ry is important for a T;-weighted contrast agent, the
ratio of ry:r; is important for determining whether
a contrast agent is a T; or T, type (the ratio of ryry
generally between 1 and 3 is a T; type, >10is a T,
type). The relaxation rates of the MngFe, cluster in
water were measured using an internal, D,O stan-
dard with a 300 MHz NMR, at room temperature
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TABLE 1. Comparison of Relaxivity Values, r, and r,, of
MngFe, in Different Media

relaxivity
solvent rn(mM's™) r(mM's™) nin
D,0 238 26.65 11.12
H,0 (with internal D,0 std) 1.80 26.79 14.9
0.5 mM deuterated BSA 292 29.77 10.2
3.0 18
—-— 1T,
25| —@—1, 116
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Figure 3. Relaxivity values of MngFe, (0.3 mM metal) in D,O
monitored for several days as a measure of cluster aqueous
stability.

(see Supporting Information, Figure S3). The relaxivity
values (ry, r,) are listed in Table 1. The r; relaxivity for
MngFe, is only slightly lower than Mn-DPDP, and
consistent with the range found for other (high spin
d*/d® molecular contrast agents.>* The r, is signifi-
cantly higher than seen in molecular systems (for
example, almost an order of magnitude higher than
Mn-DPDP), potentially indicating a bulk susceptibility
effect. In addition, we measured the r; and r, of the
cluster over the course of 30 days and found the values
were reasonably consistent, indicating aqueous solu-
tion stability (see Figure 3). These data are consistent
with the MRI (7T Bruker Biospin) phantom images
obtained from the cluster dissolved in agar. In T,
weighted images, there is no measurable effect with
increasing concentration of the MngFe, cluster, but as
expected from the NMR data, the T,-weighted images
exhibit a strong darkening effect with increasing con-
centration (see Figure 4A). To investigate the influence
of the environment, the relaxivity properties were also
measured in D,O and bovine serum albumin (BSA)
(Supporting Information, Figure S3). The D,0 was used
for locking,>® but more importantly to avoid both
receiver saturation and radiation damping effects.*
The relaxivity was also measured in BSA in order to
mimic the biological fluid environment. Serum albu-
min is the richest protein in human blood plasma and
plays a critical role in the uptake, transportation,
biodistribution and excretion of the contrast agent in
the human body.*® Given the ratio of ry:r, (>1), and the
resulting phantom MRI images, we conclude that the
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1.8 mM

24 mM

Figure 4. In vitro T, (i) and T, (ii) weighted MRI of (A) MngFe,
and (B) MngFe;04,(VBA) 6-co-styrene copolymer nano-
beads in 3% agar. The percent intensity change for these
graphs are provided in the Supporting Information.

MngFe, cluster acts as a T, contrast agent, with modest
variation due to the solution environment.

In order to be useful as a building block in designing
magnetic nanobeads as MRI contrast agents, it is
critical to assess the cytotoxicity of the cluster. Thus,
cell studies were performed using two human prostate
cancer cell lines, DU-145 (androgen-insensitive hu-
man prostate cancer cell line) and LNCaP (androgen-
responsive human prostate adenocarcinoma cell lines).
Cells were incubated with the cluster and trypsinized.
The cell viability was determined using a dye exclusion
method (Trypan blue). As seen in Figure 5, the viability
of the prostate cancer cells in the presence of the
cluster over a range of 0.0015—0.3000 mM was indis-
tinguishable from control, untreated cells. These re-
sults strongly support that the cluster is inert, at least
in vitro.®

The size of magnetic nanoparticles has a strong
influence in biodistribution and function.”® Grafting
the MngFe, clusters into the polystyrene to form co-
polymer nanobeads caused changes in both r; and r,.
As has been seen previously for Gd chelates, where r,
increases with molecular diameter, we observe a mod-
est increase in ry from 2.38 to 3.37 mM~' s~ ! for the
nanobeads (see Supporting Information, Figure S4).
The increase in r; with increasing diameter is normally
attributed to the decrease in rotation correlation time
as molecular weight or diameter increase.> Nano-
particles typically exhibit an increase in r, with increas-
ing size for diameters in the “motional averaging
regime”.>” However, compared with the cluster that
has an r, of 26.65 mM~" s, the nanobead exhibits
a decrease in r, to 11.07 mM ™' s~ (see Supporting
Information, Figure S4). For magnetic nanoparticles,
size has an important influence over the magnetic
moment because it can affect both core crystallinity
and the domain size.>® Generally, smaller particles have
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Figure 5. Cell viability of MngFe, at various metal concen-
trations. Human-derived prostate cancer cell lines were
used: (gray) DU-145, (red) LnCap.

smaller magnetic moments, which correspond to
a smaller r,.>° This has been observed in Fe;0,
(magnetite) nanoparticles where decreasing the size
from 12 to 4 nm decreases the net saturation magne-
tization (102 emu/g to 25 emu/g), and the r, also
decreases.®® The magnetization rather than the size is
key, as seen in the series MFe,0,4, where M = Mn, Co, Ni
where the size of the nanoparticle is kept constant. In
this case, as the net moment decreases (due to the
differing magnetic contribution of M), the relaxivity
also decreases.®' Here, the size of the nanobead di-
ameter has no effect on ucg/molecule, so this seems
unlikely to be responsible for the change in r.

The polymer surface of the copolymer nanobeads
could play an important role in relaxivity, as surface
coating of nanoparticles have been shown to influence
this property.®® Surface effects®® in iron oxide nano-
particles can reduce the saturation magnetization,
coercivity and the volume of magnetic material,®* as
a result of either oxidation of the surface,®® magnetic
disorder or spin canting in the inorganic surface
layer.®® It can be difficult to separate effects of the
organic coating in Fe30,4 because the coordinating
anchor can modify the surface. However, studies have
shown that the organic outer layer has a separate and
important role in relaxivity because the coating can
influence the rate of water diffusion.’ It has recently
been demonstrated that coating thickness and hydro-
philicity (for the same core) influence relaxivity.®® Ex-
clusion of water by an inner hydrophobic layer can
cause a reduction in r; value, while a slowing of water
diffusion can increase r,.%” Here, we believe the hydro-
phobic polystyrene appears to diminish the value of
r, perhaps by excluding water. What is interesting is
that the effect on r, (which is generally thought to be
less distant-dependent) is greater than on r;, with the
surprising consequence that the resulting r,:ry is closer
to that of a positive contrast agent. The strength of the
magnetic nanobeads as a positive contrast agent was
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also confirmed in phantom MRI images in agar.
Both concentration-dependent T;-weighted and T,-
weighted MRl images were determined (see Figure 4B).
There is a clear brightening effect in the T;-weighted
images, while the T,-weighted images do not exhibit
much of a change with concentration.

In an effort to create a nanobead with a hydrophilic
coating, we prepared dextran-coated MngFe,04,-
(VBA),¢-co-styrene copolymer nanobeads. Dextran is
a popular coating for iron oxide nanobeads because it
is biocompatible, hydrophilic, and possessing func-
tional groups that are easily modified.**® The dextran-
coated MngFe40,,(VBA),¢-co-styrene copolymer nano-
beads were generated by the addition of dextran to the
surfactant mixture in a one-step miniemulsion synthe-
sis. The dextran is thought to coat the surface of the
nanobead by noncovalent interactions.”® Although all
other aspects of the synthesis were unchanged
(cluster, styrene, hydrophobe, initiator surfactant con-
centration), the size of the resulting dextran-coated
nanobeads was significantly larger, ~165 nm by DLS.
In preliminary studies, the longitudinal relaxivity of the
dextran-coated beads (see Supporting Information,
Figure S5) increases from 3.37 for uncoated to
6.72mM ™" s~ for the dextran-coated nanobeads. This
increase in relaxivity may be due to size (80 nm for
uncoated vs 165 for coated nanobeads) or the increase

METHODS

Materials. Fe(ll) acetate, potassium permanganate, 4-vinyl-
benzoic acid, dichloromethane, heptane, ethanol, hexane,
acetone, glacial acetic acid, sodium dodecyl sulfate (SDS),
hexadecane, 2,2'-azobis(isobutyronitrile) (AIBN), toluene, HCl
and tetrahydrofuran (THF) were all purchased from Aldrich
and used as received. Styrene and divinylbenzene (DVB) were
also purchased from Aldrich, and their inhibitors were removed
by filtering through a column of Al,Os. Iron and manganese
standards for AAS were obtained from Fluka. Dextran 40 (mol wt
40 000), was obtained from TCl.

MngFe;01,(0,CCHs)16(H,0)4 was synthesized in our lab,
according to the literature.'” Briefly, Fe(ll) acetate (16.3 mmol)
was added to a solution of 60% (v/v) acetic acid/H,0 (40 mL) at
room temperature, forming a brown slurry. Freshly ground
KMnO,4 (6.4 mmol) was added to the reaction mixture with
stirring for approximately 2 min, followed by heating to 60 °C,
yielding a deep golden-brown solution. The resulting solution
was cooled to room temperature, layered with 40 mL of
acetone, and stored in the dark. After 36 h, black, rod-like single
crystals appeared, which were washed with copious amount of
acetone and collected by vacuum filtration.

Synthesis of MngFe,0;,(0O0CCsH,CH=CH>);5 (MngFe 015
(VBA)¢). This substituted Mn,, cluster was previously synthe-
sized by our group.? In a typical synthesis, 4-vinylbenzoic acid
(2 mmol) was added to a slurry of MngFe,0,,(0,CCH3)16(H20)4
(0.125 mmol) in 50 mL of CH,Cl, and stirred for 4 h. The reaction
mixture was then filtered to remove any unreacted starting
material. The resulting filtrate was layered with 50 mL of ethanol
and 50 mL of hexane. After about 3 days, brown solids emerged,
which were subjected to a second round of ligand exchange to
ensure complete ligand substitution. This was done by redis-
solving the brown powder in 50 mL of CH,Cl, and adding
4-vinylbenzoic acid, stirring again for 4 h. The solution was
filtered and layered with 50 mL of ethanol and 50 mL of hexane.
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in hydrophilicity of the coat. The r, also increases with
dextran coating from 11.07 for uncoated to 26.00
mM~" s~ for dextran-coated nanobeads (see Support-
ing Information, Figure S5). Consistent with the measured
ro:r; by NMR (3.87 for dextran-coated nanobeads), both
the dextran-coated and uncoated nanobeads appear to
work as T, contrast agents in the phantom MRI images.

CONCLUSIONS

We have developed a novel platform for manganese
as a contrast agent. We have found the cluster MngFe,
to be a promising building block for preparing MRI
contrast agents and miniemulsion technique to be
ideal in creating a polystyrene carrier bead with a
controllable diameter. The cluster is nontoxic, water
stable, and able to undergo ligand exchange providing
a means for cross-linking with a biocompatible poly-
mer (polystyrene). The cross-linking of clusters is sig-
nificant for preventing metal leaching in this system,
which remains as a challenge for manganese nanopar-
ticles. The relaxivity appears to be relatively unaffected
by the presence of BSA, and the phantom MRI indicate
the cluster alone acts as a T, contrast agent. Surpris-
ingly, the cluster in the copolymer nanobead has
properties that more closely define it as a T; contrast
agent. Nanobead size effects and the mechanism of
relaxivity will be explored in future work.

After another 3 days black microcrystals appeared, which
were washed with copious amounts of ethanol and hexane
and isolated via vacuum filtration. The product was found to
be MngFe;0;,(00CCeH4CH=CH,),6(H,0) 4+ 2CH,=CHCgH,CCO,H -
CH,Cl,. A small amount of the product was put in a vial,
dissolved in toluene, and capped. The solution was left undis-
turbed for several months. This allowed for very slow evapora-
tion of the solvent, which resulted in production of large,
reddish brown single crystals that are of suitable quality
for single crystal X-ray analysis. Calc (Found) for C;¢sH;3gMng-
Fe40s,Cl»: C, 53.75; H, 3.77 (C, 53.20; H, 3.81). IR data (KBr, cm ™ ):
3431 (br), 3072 (w), 3007 (w), 2926 (w), 1936 (w), 1820 (w), 1694
(w), 1670 (w), 1601 (s), 1519 (s), 1405 (vs), 1183 (s), 1142 (w), 1111
(w), 1016 (w), 990 (w), 916 (w), 864 (w), 791 (s), 719 (s), 603 (s),
534 (m), 520 (m).

Miniemulsion Polymerization. Miniemulsion polymerization of
the MngFe;01,(VBA)¢ cluster with styrene was previously re-
ported.? In a typical synthesis, MngFe401,(VBA)¢ (0.045 mmol)
was dissolved in styrene (8.7 mmol) and DVB (0.087 mmol) in a
small vial. In a separate larger vial, SDS (0.7 mmol) was dissolved
in deionized water with stirring at ambient temperature. To the
MngFe;01,(VBA) 6/styrene/DVB mixture were added hexade-
cane (0.13 mmol) and AIBN (0.24 mmol). The two solutions were
subsequently combined, and the whole reaction mixture was
homogenized with an ultrasound sonicator set at an output of
10 W (speed 5) for 120 s. The reaction vessel was then placed in a
water bath set at 60 °C for 6 h. It is important to note that only
the pure, fully substituted cluster (MngFe4(VBA) ) dissolves in
styrene; if material does not dissolve (indicating an impuirity),
phase separation is likely to occur during the polymerization.
Phase separation can also occur when there is additional vinyl
benzoic acid (which can be difficult to identify as the elemental
analysis will only be off a small percent). An example of phase
separated material can be seen in Supporting Information,
Figure S7. Generally, miniemulsion is highly sensitive to the
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ratio of reactants and reaction conditions to obtain homoge-
neous material.

Dextran-Coated MngFe,0,,-co-styrene Copolymer Nanobeads. In a
typical synthesis, MngFe; 01,5(VBA);s (0.159 g, 0.045 mmol)
was dissolved in styrene (1.0 mL, 8.7 mmol) and DVB (12.4 mL,
0.09 mmol) in a small vial. In a separate larger vial, SDS (0.205 g,
0.700 mmol) and dextran (0.107 g, 0.003 mM) were dissolved in
deionized water with stirring at ambient temperature. To the
MngFe;01,(VBA)¢/styrene/DVB mixture were added hexade-
cane (0.13 mmol) and AIBN (0.24 mmol). The two solutions were
subsequently combined, and the whole reaction mixture was
homogenized with an ultrasound sonicator set at an output of
10 W (speed 5) for 120 s. The reaction vessel was then placed ina
water bath set at 60 °C for 6 h.

Nanobead Purification via Dialysis. Spectra/Por7 standard grade
regenerated cellulose dialysis membrane (Spectrum Labora-
tories) was used to purify the miniemulsion nanobeads. The
tubing used is seamless and semipermeable, with an approx-
imate cutoff (MWCO) of 10000 Da and a flat width of 12 mm.
The tubing was soaked in a large volume of deionized water for
30 min to remove the sodium azide preservative prior to use.
This was followed by rinsing thoroughly with running deionized
water. The dialysis tubing is cut into the appropriate length
using the formula below:

sample volume

total length = ( ———F————
9 (volume/length ratio

) + (additional 20 %) +4 cm
For this particular tubing, the volume/length ratio is 0.45 mL/cm.
Thus, for a sample volume of 1 mL, the tubing was cut to 6.62 cm.
One end of the tube was sealed with a weighted magnetic
clamp closure. The sample was then loaded, and the other end
was clamped with a standard closure. A reservoir was filled
with 100 mL (dialysate volume = 100x of sample volume) of
deionized water and placed in a magnetic stirring plate. The
dialysis sample was immersed into the reservoir and stirred for
24 h. During the duration of the dialysis, the dialysate (deionized
water) was changed after the first 3 h and after 20 h. Dialysis was
allowed to continue for 4 h after the last dialysate change. To
determine that no more free metals were leaching out, a small
amount of the dialysate solution was taken and subjected to
AAS. The sample was recovered by carefully pouring out the
dialyzed sample into a clean vial. This purified nanobead
miniemulsion was then subjected to metal content analysis,
NMR relaxation studies, and in vitro MRI.

Characterization. Fourier-transform infrared spectroscopy (FTIR)
measurements were recorded in the range 4000—400 cm™',
from pressed pellets in KBr on a Nicolet FTIR. A Hitachi H-7600
transmission electron microscope (TEM), equipped with an AMT
XR 40B camera and operated at 100 kV, and dynamic light
scattering (DLS) were both used to determine particle particle
size. The DLS apparatus used in this study utilizes light from a
HeNe laser that illuminates dilute suspensions of particles. Light
scattered at a fixed angle (usually 90°) is coupled though a
narrow bandpass optical filter into a single-mode optical fiber,
which leads to a high-sensitivity avalanche photodiode photon
counting module (EG&G SPCM-15). The count rates from this
detector are analyzed by a hardware autocorrelator (ALV-5000,
ALV GmbH, Germany). With standard assumptions, it can be
shown that the decay rate of the count rate autocorrelation
function is inversely proportional to the particle diffusion
coefficient, from which information on the particle size is
obtained. Initial calculations of the particle sizes were deter-
mined from a single exponential fit to the autocorrelation
functions.

Metal content of the miniemulsion copolymer nanobeads
was analyzed using atomic absorption spectroscopy (AAS).
Instead of drying the samples, a 100 uL aliquot of the actual
miniemulsion was added to 5 mL of HCl (37%) and 5 mL of
toluene. This mixture was stirred for 4 h at room temperature,
after which it was transferred to a separatory funnel and allowed
to stand overnight. During this process, the brown color of the
copolymer nanobeads leached from the polymer, which settled
at the meniscus of the HCI layer, and the acid turned deep
yellow. The organic layer was discarded, and the inorganic
aqueous HCl layer was used for AAS measurements. From the
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aqueous HCl layer, 2.5 mL was obtained, and this was diluted to
10 mL with deionized water. This sample was then subjected to
AAS measurements. Atomic absorption was measured with a
BUCK Scientific Model 200A atomic absorption spectropho-
tometer. Instrument detection limits for AA are calculated to
be 0.099 ppm by calculating 3 times the 95% confidence level.
By using a calibration curve prepared from iron and manganese
standards (Fluka), the metal content of the miniemulsion
copolymer nanobeads was calculated.

NMR Relaxation Studies. NMR relaxation data were obtained
using a Bruker AM 300 MHz spectrometer interfaced with a
TecMag DSpect aquisition system. The proton relaxivities of
MngFe,O,, were measured in D,0, in H,0 using an internal D,0
standard (pH unadjusted from 4.24), and in 0.5 mM deuterated
bovine serum albumin (BSA) solution (pH 5.8). Similarly, the
proton relaxivities of the metal-oxo containing polymer nano-
beads were measured in D,0 as well (pH 6.8). Fresh solutions of
the magnetic cluster and metal-oxo containing polymer nano-
beads, with concentrations ranging from 0.6 to 3 mM of metal,
were prepared immediately prior to use. For the nanobeads, the
Fe and Mn metal content determined from AAS were converted
to mM of total metal and summed for the concentration of
metal. The measured metal content was close to stoichiometric
on the basis of the synthesis; however, relaxivity calculations
were determined using analytically determined metal content
for each experiment. All the solutions were prepared using serial
dilution, and relaxivity measurements were repeated 3 times.

T, measurements were recorded using an inversion recov-
ery pulse sequence at room temperature with a least-squares fit
to 10 data points. On the other hand, T, values were obtained
using a conventional spin echo sequence. Relaxivity values,
ri and r,, were determined from the slope of a plot of 1/T; or
1/T,, respectively, versus concentration of MngFe,O;, in terms

of mM metal:
1 1
=] = (+)+nM]
(Ti>obs <Ti> '

where (1/T) is the relaxation rate in the presence of the
paramagnetic material, (1/T})o is the relaxation rate in the
absence of the paramagnetic material, r; is the relaxivity, and
[M] is the concentration in mM metal.

MRI in Vitro. Samples with cluster concentrations ranging
from 0.6 to 2.4 mM metal (Mn and/or Fe) were prepared in 3%
agar and loaded into phantoms. Imaging was performed ona 7T
Bruker Biospin (Germany/USA) imaging console equipped with
ParaVision v4.0 software. T; weighted images were obtained via
a RARE-T; protocol using the following parameters: echo time
(TE) 7.5 ms, repetition time (TR) 450 ms, image matrix 256 x 256,
slice thickness 1.0 mm, and field of view (FOV) of 8.00 cm. For
T,-weighted imaging, the protocol used was a spin—echo fast
imaging technique, TurboRARE-T,, with the following set of
parameters: echo time (TE) 36 ms, repetition time (TR) 4200 ms,
image matrix 256 x 256, slide thickness 1.0 mm, and field of
view (FOV) of 8.00 cm.

Cytotoxicity Studies. The human prostate cancer derived cell
lines, DU-145 and LNCap, were used in this study. The LNCaP cell
line is an androgen-responsive human prostate adenocarcino-
ma cell line, which contains a mutant androgen receptor and is
androgen sensitive, whereas the DU-145 cell line is an andro-
gen-insensitive human prostate cancer cell line. Cells were split
into six wells containing coverslips and maintained in cell
culture media (DMEM for DU-154 and RPMI for LNCap) at
37 °C. Five of the wells containing the cells were incubated
with MngFe, (total concentration ranging from 0.0015 mM
metal to 0.30 mM metal), while one was left untreated to serve
as the control. After 24 h of incubation, cells were washed three
times, trypsinized, and resuspended in culture media. This was
followed by dilution (1:5) of a small sample of the cell suspen-
sion with 0.4% (w/v) trypan blue stain. The cell sample mixed
with trypan blue is then loaded into a Countess cell-counting
chamber slide. The sample slide is inserted into a Countess
automated cell counter, where a built-in camera acquires
cell images from the sample on the slide and the image anal-
ysis software automatically measures cell count and viability.
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The percentage of the viable cells was calculated using the
equation below:

# of viable cells counted

x 100
total cells counted

% viability =
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