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ABSTRACT: Magnetic resonance imaging, MRI, relying on 19F
nuclei has attracted much attention, because the isotopes exhibit a
high gyromagnetic ratio (comparable to that of protons) and have
100% natural abundance. Furthermore, due to the very low traces
of intrinsic fluorine in biological tissues, fluorine labeling allows
easy visualization in vivo using 19F-based MRI. However, one of the
drawbacks of the available fluorine tracers is their very limited
solubility in water. Here, we detail the design and preparation of a
set of water-compatible fluorine-rich polymers as contrast agents
that can enhance the effectiveness of 19F-based MRI. The agents
are synthesized using the nucleophilic addition reaction between poly(isobutylene-alt-maleic anhydride) copolymer and a mixture of
amine-appended fluorine groups and polyethylene glycol (PEG) blocks. This allows control over the polymer architecture and
stoichiometry, resulting in good affinity to water solutions. We further investigate the effects of introducing additional segmental
mobility to the fluorine moieties in the polymer, by inserting a PEG linker between the moieties and the polymer backbone. We find
that controlling the polymer stoichiometry and introducing additional segmental mobility enhance the NMR signals and narrow the
peak profile. In particular, we assess the impact of the PEG linker on T2* and T1 relaxation times, using a series of gradient-recalled
echo images with varying echo times, TE, or recovery time, TR, respectively. We find that for equivalent concentrations, the PEG
linker greatly increases T2*, while maintaining high T1 values, as compared to polymers without this linker. Phantom images
collected from these compounds show bright signals over a background with high intensities.

■ INTRODUCTION

Magnetic resonance imaging (MRI) is a noninvasive technique
with a wide range of applications in biology, medicine, and
materials science.1−5 For instance, 1H-based MRI enables the
noninvasive visualization of soft and deep tissue, by exploiting
the combination of high natural abundance and the large
gyromagnetic ratio of protons, to allow the acquisition of
images with good spatial resolution (submillimeter).2−4,6

Indeed, 1H-based MRI has been used over the past three
decades to acquire a large amount of data that consolidated its
great clinical values in diagnostics and biomedicine.7,8 It has
also been shown that MRI provides highly informative data
that can help in neuroscience and biomedicine, with
particularly strong clinical applications in tumor diagnosis
and localization.9,10 1H-based MRI relies on changes in the
transverse (T2) and longitudinal (T1) spin relaxation proper-
ties of water protons distributed in living tissues. It is often
employed in combination with a specially designed contrast
agent (CA), which shortens the relaxation of proximal proton
spins and enhances the image contrast and resolution. CAs
such as those made from Gd(III) paramagnetic complexes and
superparamagnetic iron oxide (SPIO) nanoparticles are widely
used in proton-based MRI, but they still face practical

limitations. These CAs respectively affect the longitudinal
(T1) or transverse (T2) relaxation times of the surrounding
tissue, and their use requires pre- and postinjection imaging,
resulting in long scan times, while yielding large background
signals.11−14 Moreover, relatively high doses of the agent are
administered to increase the contrast, which can induce
toxicity to tissue and organs.15

To circumvent these issues, contrast agents exploiting other
nuclei have been developed and tested as direct labels in MR
imaging. Among those, 19F-based MRI has attracted much
attention due to a few unique characteristics. 19F nuclei exhibit
high gyromagnetic ratio (comparable to that of protons),
yielding pronounced NMR signal, and it has 100% natural
abundance. Furthermore, due to the very low traces of intrinsic
fluorine in biological tissues and organs, fluorine-rich tracers
can be easily visualized in vivo using 19F-based MRI, and
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provide bright signal compared to their surroundings (i.e.,
positive CAs).1,3,16 Indeed, it has been reported that because
C−F bonds involve π−πF interactions they exhibit high
enthalpy, which imparts onto them a stabilizing energy up to
∼25 kJ/mol.17 This makes fluorine-rich molecules chemically
and thermally more stable in biological media compared to
their hydrocarbon counterparts; this has in fact led to the
development of novel plastics, surfactants, and pharmaceut-
icals.18 Early work by Holland and co-workers in 1977
suggested the feasibility of 19F imaging using sodium fluoride
and perfluorotributylamine.19 Subsequently, 19F-based MR has
been actively investigated.1−3,16 The low trace amount of
intrinsic signal in biological systems presents a unique
advantage which has been exploited, for example, to realize
quantitative cell trafficking and physiology assessments.1,20 In
addition, 19F NMR signatures cover a wide range of chemical
shifts which can be sensitive to pH changes and oxygen
concentration (i.e., oxygen tension, pO2).

21,22 Transition-metal
complexes containing 19F have also been developed as MR pH
sensors.23

Perfluorocarbons (PFCs) have been widely investigated for
designing 19F CAs. For example, hexafluorobenzene (HFB)
was used to map the oxygen tension in rabbit breast tumors.24

Perfluorooctyl bromide (PFOB) and its derivatives were
reported to be inert and safe for use in visualizing the
gastrointestinal tract.25 Perfluorinated crown ether (PFCE)
and perfluoropolyether (PFPE) emulsions are currently state-
of-art candidates for use in biological and preclinical
studies.3,16 However, one of the drawbacks of these PFC-
based tracers is their very limited solubility in water. They tend
to aggregate in biological environments, resulting in long
retention times with associated toxicity.26 To address these
problems, spatially structured CAs have been designed,
including micelle structures formed using amphiphilic
molecules that present fluorine-rich hydrophobic tails or
poly(acrylic acid) containing fluorinated acrylate (or meth-
acrylate) moieties.27 Dendritic polyamidoamine (PAMAM)
macromolecules prepared with large numbers of 19F atoms
have been tested for encapsulating drugs, while allowing
controlled release.28 In addition, a range of partially fluorinated
polymers (PFPs) have been explored as 19F-based CAs.29−32

Nonetheless, the high fluorine content (up to ∼30 wt %) in
these tracers has often resulted in serious solubility issues in
biological conditions, implying that developing 19F CAs with
high signal-to-noise ratio and better affinity to water is still as
needed as ever.
In this report, we detail the synthesis, optimization, and

characterization of fluorine-rich polymers and further test their
ability to provide a promising new 19F CA with a single NMR
signature. Our design yields a set of polymer compounds that
exhibit large signal-to-noise ratios, tunable T2 (and T1)
relaxation times, all without severely compromising affinity to
water solutions. Construction of these compounds exploits and
builds on previous work designing multifunctional polymers, as
high affinity metal-coordinating ligands to stabilize an array of
inorganic nanocrystals in various solution phases, including
aqueous as well as organic media.33−39 It exploits the
effectiveness of the nucleophilic addition reaction between
amine-R nucleophiles and anhydride monomers along a
poly(isobutylene-alt-maleic anhydride), PIMA, copolymer to
introduce a combination of fluorine-rich moieties and
hydrophilic (polyethylene glycol, PEG) blocks in a single
macromolecule. The design allows the introduction of a high

concentration of 19F atoms per chain while promoting high
affinity to water. Furthermore, through discrete manipulation
of the macromolecular architecture, we are able to introduce
additional dynamic segmental mobility of the fluorinated
moieties. This results in a sizable increase in the relaxation time
coupled with narrowing of the generated 19F NMR peak, along
with a substantial enhancement in the measured intensity. The
anticipated structures of the targeted compounds are
confirmed using 1H NMR measurements, which provide
accurate estimates of the PEG and fluorine moieties in a
given polymer stoichiometry.

■ RESULTS AND DISCUSSION
Rationale. One of the most important constraints affecting

the development of 19F-based CAs for use in MRI and its
application in biology and medicine has been the rather limited
solubility in hydrophilic media. Earlier approaches explored,
among others, the use of perfluorocarbon compounds as 19F
CAs.40 However, reports of heavy accumulation of intravenous
administered PFCs in organs such as liver and spleen,
combined with very slow biological clearance, have raised
serious safety concerns about the use of these agents.41

Furthermore, the lack (or absence) of chemically equivalent
fluorine atoms in PFCs has yielded multiple discrete 19F MR
signatures in a single spectrum.42 This has complicated the
buildup of MR images that are free of chemical shift
artifacts.41,42 More recently, several informative studies,
reported over the past decade by Whittaker and co-workers,
have introduced several polymer-based 19F MR CAs, including
branched fluorinated glycopolymers, amphiphilic polymers
capable of forming core−shell nanoparticles, and perfluor-
opolyether (PFPE)-based hyperbranched polymer nanopar-
ticles.26,43−45 These materials are designed using either
fluorinated hydrophilic monomer precursors during the
polymer synthesis or attaching hydrophilic blocks to fluorine-
rich moieties.26,43−45 The group has further explored the
modification of the CA by, for example, introducing aptamers
targeting cancer cells and tissue, to impart biological targeting
capacity to the polymer CAs. However, independent of the
exact chemical approach used, most 19F-based CAs still tend to
aggregate in aqueous media even at small to moderate
concentrations, which reduces the NMR signal-to-noise ratios,
while drastically shortening in vivo blood circulation time.46

This problem is directly attributed to the chemical nature of
fluorinated compounds, either pure or embedded into more
complex molecular structures.

Fluorinated Polymer Design. Our approach for address-
ing these issues relies on the addition reaction, to
simultaneously introduce fluorinated moieties and hydrophilic
PEG blocks onto a low molecular weight polymaleic anhydride
copolymer, with a random arrangement of the fluorinated
moieties and hydrophilic PEG blocks along the chain. More
precisely, we have used two sets of fluorinated amine-R
nucleophiles. The first is the commercially available 3,3,3-
trifluoropropylamine (TFPA). The second is synthesized in
our laboratory by inserting a tunable size, bis-reactive
polyethylene glycol segment (i.e., a PEG linker/arm) between
the primary amine and the CF3 label. We then rely on the
addition reaction to install combinations of either CF3 and
PEG-OMe moieties or PEG-CF3 and PEG-OMe blocks
laterally along the polymer backbone. We note that inserting
a PEG-arm in the second set of fluorinated polymers should
also enhance affinity to water. This strategy achieves controlled
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stoichiometry and random arrangement of the CF3 groups
along the polymer chain. We extract estimates of T2 relaxation
for polymers with different PEG arm-lengths between the
backbone and the fluorine moieties, which confirm that the
PEGylated linkers provide substantially increased 19F reso-
nance signal while narrowing the full width at half-maximum
(fwhm) peak profiles.
Figure 1A shows a schematic representation of the

nucleophilic addition reaction used to prepare the first set of

fluorinated polymers, PEG-OMe-PIMA-CF3. Synthesis of the
CA is realized by reacting PIMA with a mixture of
commercially available TFPA and an amine-modified PEG
chain (amine-PEG750-OMe), prepared following the steps
reported in previous protocols.47 We have shown that this
synthetic approach allows tuning of the polymer stoichiometry
by adjusting the molar ratio(s) of the precursors with respect
to the number of monomers in a PIMA chain.36 Here, the 1H
NMR spectra acquired using solutions in DMSO show well-

Figure 1. (A) Schematic representation of the nucleophilic addition reaction used to prepare the multifunctional polymer ligand PEG-OMe-PIMA-
CF3. (B)

19F NMR spectrum of 3,3,3-Trifluoropropylamine collected in DMSO-d6. (C)
19F NMR spectrum of PEG-OMe-PIMA-CF3(30%)

collected in DMSO-d6. The two peaks at ∼ −63 and ∼ −80 ppm designate CF3 groups on the polymer and hexafluoroacetone standard,
respectively. (d) Stacked 1H NMR spectra of PEG-OMe-PIMA-CF3(10%, blue), PEG-OMe-PIMA-CF3(30%, green), and PEG-OMe-PIMA-
CF3(50%, red) in the presence of HFA standard measured in DMSO-d6.
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defined signatures at 3.24 and 0.95 ppm ascribed to the
terminal methoxy protons of PEG750-OMe blocks and methyl
protons of the PIMA backbone, respectively (see Supporting
Information, Figures S2 and S3). Those spectra also show a
broad peak at 2.41 ppm ascribed to the methylene adjacent to
the CF3 groups. Integration of the signatures at 2.41 ppm for
TFPA and at 3.24 ppm for PEG-OMe are compared side-by-
side to that measured for the PIMA methyl groups (at ∼0.95
ppm), yielding an estimate for the polymer stoichiometry. In
particular, a PEG-OMe:CF3 molar ratio x:y ∼ 70:30 is
measured for PEG-OMe(70%)-PIMA-CF3(30%), while x:y ∼
50:50 is deduced for PEG-OMe(50%)-PIMA-CF3(50%). More
precisely, the solution 1H NMR data yields ∼12 CF3 and ∼27
PEG-OMe for the compound PEG-OMe(70%)−PIMA-
CF3(30%). Similarly, we estimate ∼20 CF3 and ∼20 PEG-
OMe groups per chain for PEG-OMe(50%)-PIMA-CF3(50%)
compound. These values are in good agreement with those
expected from the starting molar amounts and assuming a
near-complete reaction.35 19F NMR spectra collected from
solutions of the fluorine precursor and the final polymer are
shown in Figure 1B and C. Hexafluoroacetone trihydrate
(HFA, which has a signature at ∼ −80 ppm) was added to the
solution, as an internal standard, at a fluorine concentration
comparable to that anticipated for the CA (see Experimental
Section for additional details). The clearly defined peak at ∼
−62 ppm is preserved in the product, albeit with a slight
upfield shift to ∼ −63 ppm, which indicates that the fluorine
labels have been successfully installed in the polymer structure.
Additionally, the approximate one-to-one ratio between the
integrals of the peaks measured for the polymer and HFA is
consistent with the nominal fluorine concentration expected
for the stoichiometry of the prepared polymer and the standard
(see Figure 1C). These results prove that the addition reaction
strategy can successfully install fluorine labels and PEG-OMe
blocks along the PIMA chain, with controllable stoichiometry.
Nonetheless, inspection of the data shown in Figure 1C
indicate a rather small fluorine signal is measured for this
polymer compared to the internal standard. We next test the
effect of increasing the molar percentage of fluorine groups in
the polymer on the measured signal. For this we have prepared
three polymer compounds with three different molar fractions
of CF3, namely, 10%, 30%, and 50% (i.e., ∼4, 12, and 20 CF3
per macromolecule). Then, aliquots of the polymer solutions
in DMSO-d6 (20 mg/mL) have been used to collect the NMR
spectra (shown in Figure 1, panel D). Table 1 summarizes the
intensity ratios extracted from the NMR data for the three sets
of solutions compared to the one extracted for the HFA
standard. The measured intensity increases with higher fluorine
content, as expected (0.03, 0.09, and 0.27 for CF3 molar
fractions of 10%, 30% and 50%, respectively). However, the
overall NMR intensity stays rather small for these sets of
polymers. Additionally, white light images acquired from
solutions containing 50 mg/mL of the polymer compounds in
aqueous solutions shows signs of aggregation for the polymers
with higher fluorine content (PEG-OMe(50%)-PIMA-
CF3(50%); see Table 1). This can be attributed to a reduced
affinity of polymers with higher fluorine content to water
media. We attribute the rather small NMR signal for these
compounds to the slow dynamic segmental mobility of the CF3
groups, due to their close proximity to the polymer backbone,
a result similar to the weak peak measured for the methyl
protons along the PIMA-chain (e.g., see Figures S2 and S3).39

Optimizing the Architecture of the Polymer Contrast
Agent. We next seek to increase the signal-to-noise ratio
measured for the polymer CA, by introducing a PEG linker
between the backbone and the fluorine groups. We reasoned
that using a PEG block as linker (instead of an alkyl one)
would ultimately enhance the dynamic segmental mobility of
the terminal CF3, thus increasing the 19F peak intensity while
potentially improving the polymer affinity to water. This
rationale is supported by the large difference in the proton
signatures emanating from the methyl groups in the terminal
methoxy of the PEG-OMe blocks (at ∼3.24 ppm) compared
to the one measured for the methyl groups along the backbone
(at ∼0.95 ppm), as shown in Figure S2 and Figure S3. The
peak at 3.24 ppm is larger than the one at 0.95 ppm, even
though there are fewer OMe-associated protons compared to
the number of PIMA methyl protons.39

We now test the effects of inserting a varying size PEG linker
between the CF3 group and the primary amine to generate a
new amine-PEG-CF3 nucleophile, instead of relying on a
commercially available NH2-alkyl-CF3 compound. For a typical
amine-PEG-CF3, namely, NH2-PEG600-CF3, a starting bis-
reactive NH2-PEG600-N3 is converted into COOH-PEG600-N3
using succinic anhydride; the NH2-PEG600-N3 is prepared
following the steps detailed in our previous protocols.48,49 The
terminal carboxylic acid is coupled to TFPA in the presence of
1,1′-carbonyldiimidazole (CDI), and then the azide in the
resulting CF3-PEG600-N3 is reduced to NH2 using Staudinger
reduction, ultimately yielding a new NH2-PEG600-CF3
nucleophile. Details about the synthesis are outlined in the
Supporting Information; see Schematic 1. Figure 2A schemati-
cally summarizes the nucleophilic addition reaction between
PIMA and a mixture of NH2-PEG750-OMe and NH2-PEG600-
CF3. The

19F NMR spectra shown in Figure 2, panels B,C,
confirm the successful insertion of the PEGylated fluorine
moieties in the NH2-PEG-CF3 precursor and in the new PEG-
OMe-PIMA-PEG600-CF3 polymer, with a clear well-defined
peak at ∼ −62 ppm for both. Furthermore, comparing the 19F
peak intensities measured for NH2-PEG600-CF3 and PEG-
OMe-PIMA-PEG600-CF3 to those shown in Figure 1C (no
arm) clearly indicates a pronounced boosting in the NMR
signal by nearly 1 order of magnitude, as a result of the change
in the polymer structure, compared to the case without a PEG
linker shown in Figure 1. This sizable improvement is
attributed to the increased segmental mobility of the terminal

Table 1. 19F NMR Signal-to-Noise Ratio (SNR) Extracted
from Solutions of Polymers (with a Concentration = 50 mg/
mL) Prepared at the Indicated Molar Fraction of CF3
Groups with Respect to the PIMA Monomersa

aData show an increase in SNR that is commensurate with the molar
fraction of CF3. The provided values are calculated with respect to the
signal of the internal standard. The white-light images are acquired
from PEG-OMe-PIMA-CF3 solutions.
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CF3 groups in the new polymer. Similar to what was done
above for PEG-OMe-PIMA-CF3, we have investigated the
effects of the fluorine content in the polymer on the measured
intensity of the NMR signal. The data shown in Figure 2D
indicate that all three sets of polymers yield substantially higher
signals compared to those acquired from polymers without the
PEGylated linker. We have also visually inspected the clarity of

solutions of these compounds in water. We find that despite
the increase in the signal-to-noise ratio, the polymer solutions
with the highest fluorine content PEG-OMe(50%)-PIMA-
PEG600-CF3(50%) still show a slightly cloudy appearance
under white light exposure. It implies that although the PEG
linker improves affinity to water, potential small aggregates
may still form at high concentrations (see Table 2). We have

Figure 2. (A) Schematic representation of the addition reaction used to prepare PEG-OMe-PIMA-PEG600-CF3. (B)
19F NMR spectrum of NH2-

PEG600-CF3 collected in DMSO-d6. (C)
19F NMR spectrum of PEG-OMe-PIMA-PEG600-CF3 collected in DMSO-d6. The spectrum in panel C

shows two peaks at ∼ −62.8 ppm and ∼ −80 ppm which are ascribed to the CF3 groups in the polymer and hexafluoroacetone standard,
respectively. (D) Stacked 19F NMR spectra of PEG-OMe-PIMA-PEG600-CF3(10%, blue), PEG-OMe-PIMA-PEG600-CF3(30%, green), PEG-OMe-
PIMA-PEG600-CF3(50%, red), measured in DMSO-d6 in the presence of HFA.
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also assessed how the presence of the PEG600 arm affects the
fwhm and T2 relaxation time. A side-by-side comparison of
spectra measured for the polymer CAs with and without the
PEG600 linker is provided in Figure S4. Data clearly show that
insertion of the PEG linker increases the T2 time and
concomitantly reduces the peak fwhm from ∼70.6 to ∼9.3
Hz; these two parameters are related by

FWHM 1/( T )2π= (1)

A long relaxation time indicates higher segmental mobility,
which is essential for acquiring higher MRI signals. We should
note that the fwhm extracted from the data using eq 1 usually
differs from the experimental value, due to the fact that
heterogeneous resonances also affect the line width.50

We now evaluate the effects of adjusting the PEG linker on
the measured NMR signal. For this, we focus on the polymer
prepared with a fixed fluorine content (i.e., PEG-OMe(70%)−
PIMA-PEG600-CF3(30%), or 12 CF3 groups). In particular, we
investigate how changing the PEG linker using PEG150,
PEG400, PEG600, and PEG1000 blocks would affect the T2
relaxation time and the fwhm of the NMR signature. NH2-
PEG-CF3 nucleophiles with these PEG blocks have been
synthesized and purified following previous protocols;48

additional details are provided in the Supporting Information.
The 1H and 19F NMR spectra acquired from solutions of the
various polymers are shown in Figures S5−S8. The transverse
relaxation time T2 is measured from plots of the intensity vs
echo time for solutions of the various polymers in DMSO-d6.
The resulting intensity vs time profiles are fitted using a first-
exponential decay function:

I texp( /T )Norm 2= − (2)

Table 2. 19F NMR Signal-to-Noise Ratio Acquired for PEG-
OMe-PIMA-PEG600-CF3 with Varying Molar Fraction of
Fluorinated Moieties (10%, 30%, and 50%)a

aThe white light images are acquired from the same solutions used to
extract SNR values. The SNR values refer to the signal reported with
respect to the internal standard.

Figure 3. (A) Normalized integrated intensity vs echo times collected for PEG-OMe-PIMA-PEG1000-CF3. Data were fitted to an exponential decay
function, yielding a decay constant (T2) of 596 ms. (B) T2 relaxation time vs molecular weight of the fluorinated precursors. DOSY spectra of ∼10
mg/mL PEG-OMe-PIMA-CF3 (C) and PEG-OMe-PIMA-PEG600-CF3 (D) are measured in D2O.
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where INorm designates the normalized integrated intensity with
respect to the value at t = 0, while T2 is the transverse
relaxation time. T2 values ranging from 29 to 596 ms are
extracted from fitting the data for the various PEG linkers, as
shown in Figure 3A and Supporting Information (Figure S9).
A plot of T2 vs the NH2-PEG-CF3 molecular weight shows that
there is a correlation between the relaxation time and the
molecular weight of the linker (see Figure 3B). Inspection of
the experimental data indicates that despite the limited range
of PEG linkers tested there are two trends. T2 follows a linear
progression with the molecular weight from 113 to 607 Da, but
saturation occurs for larger molecular weights.
Characterizing the Polymer Hydrodynamic Dimen-

sions. After confirming the capacity to increase the SNR of the
CAs via structural modification, we now test whether or not
the use of such design would sizably increase the overall size of
the polymer macromolecules. For this we performed diffusion-
ordered NMR spectroscopy (DOSY-NMR) to characterize the
hydrodynamic size of two representative polymer compounds:
PEG-OMe-PIMA-CF3 and PEG-OMe-PIMA-PEG600-CF3.
DOSY-NMR is a noninvasive technique that can characterize
the Brownian diffusion properties of small colloids and
macromolecules.51 DOSY tracks the decay (or attenuation)
of the echo NMR signal intensity as a function of the magnetic
field gradient, Gz, which can be described by Stejskal-Tanner
relation:52,53

I I(0)e D G ( 3 )
2

z
2 2

= γ δ δ− Δ− (3)

where I designates the echo intensity measured by the detector
at the end of the pulse sequence, γ designates the gyromagnetic
ratio of the nuclei, Gz is the gradient pulse strength along the z-
axis, δ is the gradient pulse duration, Δ is the period separating
two gradient pulses, and D is the diffusion coefficient. Figure
3C,D represents the 2-D 1H DOSY contour spectra measured
for the PEG-OMe-PIMA-CF3 and PEG-OMe-PIMA-PEG600-
CF3 polymers in D2O solutions. The corresponding intensity
vs Gz profiles are provided in Figure S10. Both contour spectra
show a slow diffusion coefficient ascribed to the polymer
protons along with a faster diffusion coefficient emanating
from the hydrogenated solvent impurities. The diffusion
coefficients extracted for the two polymers are 7.21 × 10−11

and 6.09 × 10−11 m2/s for PEG-OMe-PIMA-CF3 and PEG-
OMe-PIMA-PEG600-CF3, respectively. By combining these
values with the Stokes−Einstein equation:54

R
k T

D6H
B

πη
=

(4)

where kB is the Boltzmann constant, T is the temperature, and
η is the viscosity of the medium, we extract the hydrodynamic
radii (RH) of the dissolved polymers: RH ∼ 3.6 and 4.0 nm for
the PEG-OMe-PIMA-CF3 and PEG-OMe-PIMA-PEG600-CF3,
respectively. This result suggests that inserting the PEGylated
linker does not drastically affect the size of the CA.53 Such
small size bodes well for use in biological studies. The above
set of data allow us to conclude that the polymer prepared
using a fluorine precursor with a PEGylated linker of ∼400−
600 Da (i.e., NH2−PEG400−600-CF3) has potentially yielded a
promising CA. Inspecting aqueous solutions of PEG-OMe-
PIMA-PEG600-CF3 with different concentrations essentially
indicates that these CAs are fully dissolved at concentrations
up to ∼50 mg/mL, shown is Figure S11.

Phantom MR Imaging Using the Polymer Contrast
Agent. We now proceed to assess the capacity of these 19F-
rich polymers to provide phantom bright images in water
media. Samples containing PEG-OMe-PIMA-CF3 or PEG-
OMe-PIMA-PEG600-CF3 have been dissolved in PB buffer at
varying concentrations (50, 100, 150, and 200 mg/mL) and
imaged using a 900 MHz (21.1 T) MR spectrometer. First,
high-resolution 19F gradient-recalled echo (GRE) images are
acquired to clearly demonstrate that each sample in 5 mm
NMR tube yields high signal intensity, as can be seen in Figure
4. Both polymer solutions exhibit increased signal intensity

with increasing concentration. After confirming that the signal
is distinguishable for all samples, the next step is to quantify
the impact of introducing a PEGylated arm between the
backbone and the fluorinated groups, in addition to the effect
of varying the polymer concentration.
The effective T2 or T2* for both polymers are determined

using a series of GRE images with varying echo times, TE, (1.4
to 12.0 ms) and constant recovery time, TR. The average
signal intensity within a region of each sample is plotted
according to echo time, and T2* is then extracted for each
polymer and each concentration by fitting the data to a first
exponential decay, as shown in Figure S12. Clearly, the
introduction of the PEGylated arm greatly increases T2*. T2*
also increases with increasing concentration: 6.21 vs 1.6 ms at
50 mg/mL and 27.8 vs 1.09 ms at 200 mg/mL for solutions of
PEG-OMe-PIMA-PEG600-CF3 and PEG-OMe-PIMA-CF3
samples, respectively. Representative T2 weighted images
(Figure 5) clearly show that PEG-OMe-PIMA-PEG600-CF3
exhibits a higher signal intensity as compared to PEG-OMe-
PIMA-CF3. The T2* enhancement resulting from the addition
of the PEG linker implies an increased segmental mobility of
19F groups in the system.55 We should note that measurements
performed in biologically compatible buffer systems (i.e.,
phosphate buffer), as done here, decrease relaxation time,
specifically T2. This, and the inherent differences between T2
and T2*, explains the reduction in values obtained between the
direct NMR measurements conducted in DMSO and MRI
measurements described here. Nevertheless, T2 and T2* are
heavily influenced by the local motion exhibited by the 19F
nuclei, and thus increased mobility generated by the addition

Figure 4. High (0.5 × 0.5 × 1.0 mm3) resolution GRE image acquired
over 4 h 19 min with TE = 0.846, TR = 250 ms, and 36 averages to
demonstrate distinct signal intensity differences between PEG-OMe-
PIMA-PEG600-CF3 (top) and PEG-OMe-PIMA-CF3 (bottom).
Concentrations are indicated in mg/mL for each sample.
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of a PEG linker benefits the system by increasing spin−spin
relaxation.55

In addition to the impact on T2*, we have also assessed the
effect of introducing the PEG linker on the longitudinal time,
T1, using a saturation recovery experiment. T1 values are
derived from a series of GRE images with varying recovery
times, 25 to 1500 ms, and constant echo time. Similar to the
process described above for T2*, T1 values have been extracted
from the signal intensity plotted according to recovery time by
fitting the data to an exponential rise to maximum, as shown in
Figure S13. For equivalent concentrations, T1 remained high
for the system containing the PEGylated linker as compared to
the one without that linker. Comparing the evolution of T1
with polymer concentration, our data indicate that T1
decreases with increasing concentration for PEG-OMe-
PIMA-PEG600-CF3, but it increases with increasing concen-
tration for PEG-OMe-PIMA-CF3. This difference can be
attributed to possible aggregation or micelle formation of the
polymer in the absence of the PEG linker. Comparing both
systems, the enhanced water solubility in combination with a
longer T2* and yet a sufficiently short T1 make the PEG-OMe-
PIMA-PEG600-CF3 system a more suitable CA in biological
applications.
To further demonstrate the imaging potential of this novel

CA, 19F images were acquired under short acquisition time
while suspended in phosphate saline buffer to mimic biological
conditions. SNR calculations using the data shown in Figure 6
to compare the effects of polymer architecture and
concentration were performed on a GRE image acquired

over 5 min 45 s with TR = 25 ms and TE = 0.700 ms. A 2.5-
fold increase is measured for the system with the PEG linker
compared to the one without that linker at 50 mg/mL
concentration; this ratio increases to a 3.45-fold at 200 mg/
mL. The improved SNR for the PEG-OMe-PIMA-PEG600-CF3
system confirms the results and conclusions discussed above.
As result of their enhanced mobility, the fluorine moieties in
PEG-OMe-PIMA-PEG600-CF3 give rise to a more intense
signal in MRI, compared to the polymer with short fluorinated
lateral chains. The distinct difference observed in the SNR for
these two CA designs strongly supports the effectiveness of
introducing PEG linker chains in the chemical design,
providing both enhanced water solubility and higher signal
intensity.
We would like to note that the use of rather short acquisition

times to collect the data shown in Figures 5 and 6 has yielded
images with rather modest resolution, compared to those
shown in Figure 4, for example. We would expect the SNR and
resolution to be further improved with CAs based on the same
strategy, but using polymers that present higher numbers of
fluorinated motifs or/and moieties that present higher
numbers of fluorine atoms.

■ CONCLUSION

We have developed a set of water-compatible 19F MRI contrast
agents, by combining hydrophilic PEG blocks with fluorine-
rich groups in single macromolecules, where we varied the
stoichiometric ratios of those moieties as well as the
architecture of the polymer. The design relies on the
nucleophilic addition reaction between amine-modified PEG-
OMe and PEG-CF3 blocks and anhydride rings along a
poly(isobutylene-alt-maleic anhydride) copolymer. The poly-
mer CAs have controllable stoichiometry with good affinity to
water, exhibit long T2 relaxation times, all while having
compact hydrodynamic size. We have found that introducing a
PEGylated linker between the backbone and the CF3 groups
introduces additional segmental mobility of the fluorine
groups, resulting in substantial enhancement in the intensity
while increasing the longitudinal relaxation, T2. These
observations suggest that the developed CAs are promising
for in vitro and in vivo studies, for which biocompatibility and
high MR signal are required.
We would like to note that the addition reaction applied to

PIMA also offers the flexibility of introducing specific
functionalities along the polymer chain (e.g., reactive sites,
peptide sequences, fluorescent species), multifunctional 19F
CAs can be easily developed using our strategy.36,39,56 Future
additional modifications of CA design, based on this same
polymer motif, include the use of more fluorine-rich
nucleophiles. This will ultimately increase the fluorine
concentration per chain and enhance the ensuing MR signals.
Given the promising features exhibited by the present
polymers, we envision to test their potential utility for in vivo
imaging to visualize blood vasculature and specific organs, for
example. The relatively high affinity to water is particularly
attractive.

■ EXPERIMENTAL SECTION

Synthesis of PEG-OMe-PIMA-CF3. Poly(isobutylene-alt-
maleic anhydride) (0.5 g, 3.25 mmol monomer units) was
dissolved in 3.5 mL of DMF using a 50 mL round-bottom flask
equipped with a magnetic stirring bar. Then, 3,3,3-trifluor-

Figure 5. Representative images are displayed for echo times 1.4 (left
panel), 2.5 ms (middle panel), and 5.0 ms (right panel). In each
panel, the images in the top row are acquired from solutions of PEG-
OMe-PIMA-PEG600-CF3 (left to right: 50, 100, 150, 200 mg/mL),
while those in the bottom are PEG-OMe-PIMA-CF3 (left to right:
200, 150, 100, 50 mg/mL). Plots of the signal vs echo time for the
PEG-OMe-PIMA-PEG600-CF3 and PEG-OMe-PIMA-CF3 are shown
in the Supporting Information, Figure S12.

Figure 6. Panels show representative phantom images displayed for
recovery times 25 ms (left panel), 200 ms (middle panel), and 1500
ms (right panel). In each panel, images in the top row are acquired
from solutions of PEG-OMe-PIMA-PEG600-CF3 (left to right: 50,
100, 150, 200 mg/mL), while the bottom ones are from solutions of
PEG-OMe-PIMA-CF3 (left to right: 200, 150, 100, 50 mg/mL). Plots
of the signal vs echo time for the PEG-OMe-PIMA-PEG600-CF3 and
PEG-OMe-PIMA-CF3 are shown in the Supporting Information,
Figure S13.
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opropylamine (183 mg, 1.625 mmol) dissolved in DMF (500
μL) was added dropwise to the PIMA solution. The content
was stirred for 30 min before adding NH2-PEG-OMe (1.2 g,
1.625 mmol) dissolved in 2 mL of DMF. The reaction mixture
was left stirring at 40 °C overnight, and then the solvent was
evaporated under vacuum. The residue was redispersed in
CHCl3 and purified by column chromatography also using
CHCl3 as eluent, to yield the fluorinated polymer product as a
yellow gel; the reaction yields was ∼87%.
Synthesis of PEG-OMe-PIMA-PEG-CF3. The protocol

was applied for the synthesis of the various polymer
compounds where the fluorinated groups were further
separated from the PIMA chain by inserting a varying size
PEG block between the backbone and the fluorine moieties,
namely, PEG-OMe-PIMA-CF3, PEG-OMe-PIMA-PEG150-CF3,
PEG-OMe-PIMA-PEG400-CF3, PEG-OMe-PIMA-PEG600-CF3,
and PEG-OMe-PIMA-PEG1000-CF3. We describe the synthesis
of PEG-OMe(50%)-PIMA-PEG600-CF3(50%) as a representa-
tive example. Poly(isobutylene-alt-maleic anhydride) (0.5 g,
3.25 mmol monomer units) was dissolved in 3.5 mL of DMF
using a 50 mL round-bottom flask equipped with a magnetic
stirring bar. The solution was heated to 60 °C, and then NH2-
PEG600-CF3 (1.3 g, 1.625 mmol) dissolved in DMF (2 mL)
was added to the solution. The mixture was stirred for 30 min,
and then a solution of NH2-PEG-OMe (1.2 g, 1.625 mmol)
dissolved in 2 mL of DMF was added. The reaction was left
stirring overnight, and the solvent was removed under vacuum.
The residue was dissolved in CHCl3 and purified by column
chromatography using CHCl3 as eluent, yielding the PEG-
OMe-PIMA-PEG600-CF3 as a yellow gel; the reaction yield was
∼83%. The above protocol provides a polymer with the
stoichiometry PEG(50%)-PIMA-PEG-CF3(50%), where the
percentage refers to the molar fraction of the moieties
compared to the total number of monomers in the PIMA
chain. To prepare the polymer compounds with other
stoichiometry, the molar amounts of the precursors used
during the addition reaction were adjusted accordingly.
We should note that the synthesis of the compound with the

longest PEG bridge, PEG-OMe-PIMA-PEG1000-CF3, a small
amount of DMSO (∼2 mL) was used to increase the solubility
of the reactants.

19F NMR Sample Preparation. We limit our description
to the preparation of fluorinated-polymer samples used for
collecting the 19F NMR spectra (shown in Figures 1C and 2C.
Typically, to prepare a solution of PEG-OMe-PIMA-CF3, ∼6.3
mg (0.23 μmol) of the polymer was dissolved in 450 μL of
DMSO-d6. To that solution, 10 μL (1.14 μmol) of HFA
standard stock solution was added. The latter solution was
prepared by dissolving 12.5 mg of hexafluoroacetone trihydrate
(HFA·3H2O) in 500 μL of DI water. A similar procedure was
used to prepare the NMR solutions of PEG-OMe-PIMA-PEG-
CF3. Typically, ∼8.1 mg (0.23 μmol) of the polymer was
dissolved in 450 μL of DMSO-d6, and then 10 μL of HFA
standard stock was added. We add identical amount of internal
standard to both samples to confirm that the signal shown in
the NMR spectra are attributed to comparable amount of
fluorine content.
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