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Abstract
Paramagnetic gadolinium(III) complexes are widely used to increase contrast in magnetic
resonance (MR) images. Contrast enhancement depends on the concentration of the gadolinium
complex and on its relaxivity, an inherent property of the complex. Increased relaxivity results in
greater image contrast or the ability to detect the contrast agent at a lower concentration.
Increasing relaxivity enables imaging of abundant molecular targets.

Relaxivity depends on the structure of the complex, kinetics of inner-sphere and second sphere
water exchange, and on the rotational dynamics of the molecule. The latter, and in some cases the
former, properties of the complex change when it is bound to its target. All of these properties can
be rationally tuned to enhance relaxivitry. In this Microreview we summarize our efforts in
understanding and optimizing the relaxivity of contrast agents targeted to serum albumin and to
fibrin.
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Introduction
Magnetic resonance imaging (MRI) is a mainstay of diagnostic radiology, and a substantial
fraction of MRI procedures employ a contrast agent. Commercial contrast agents are
discrete Gd(III) complexes of octadentate ligands.[1] Contrast agents are most commonly
used in conjunction with T1-weighted MR scans. In T1-weighted imaging, tissue where the
T1 is short, e.g. fat, appears bright. The Gd(III) complex serves to shorten the T1 of nearby
water protons resulting in areas of signal enhancement corresponding to distribution of the
complex.

The majority of contrast-enhanced MRI procedures utilize simple hydrophilic complexes
that have no active targeting component. For instance NMG2[Gd(DTPA)(H2O)] (Figure 1)
has been approved for clinical use since 1988. Although non-specific, these extracellular
markers are very useful in identifying and characterizing tumors because of the altered
vascular physiology associated with tumors.

More recently the Gd(DTPA) derivative MS-325 (gadofosveset, Figure 1) has been
approved for blood vessel imaging.[2] This complex targets serum albumin in the blood.
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Non-covalent binding to this blood protein restricts the distribution of the complex to the
blood vessels, while the small unbound fraction is continually excreted via the kidneys.[3]

Following this initial targeted agent approach, an agent targeting fibrin for imaging blood
clots has entered human clinical trials.[4]

Preclinically there are examples of contrast agents targeting collagen for fibrosis imaging,[5]

extracellular DNA for necrosis imaging,[6] the folate receptor and the estrogen receptor in
some cancers,[7] integrins associated with angiogenesis,[8] and macrophages associated with
inflammatory processes[9] to list but a few applications.

An inherent challenge in targeted MR contrast agents is sensitivity of detection. For T1-
weighted imaging, the contrast agent must change R1 (R1=1/T1) by an appreciable amount.
The intrinsic ability of a complex to change R1 is termed relaxivity, r1 (lowercase r, with
units mM−1s−1). To a first approximation, the in vivo R1 is given by equation 1:

(1)

Here R1
0 is the relaxation rate of the tissue in the absence of the contrast agent and [CA] is

the concentration of the contrast agent. R1
0 varies with tissue type and with applied field but

is in the range 0.5 – 2 s−1 for most tissues and tumors.[10] Under the most favourable
conditions of a low baseline R1

0 and a very small R1 change of 10%, one still requires 10
μM of contrast agent with a relaxivity of 5 mM−1s−1. In the absence of some sort of
amplification mechanism, this means that the target biomolecule must be present at >10 μM.
This rules out imaging therapeutic targets like cell surface receptors and enzymes as their
concentrations are typically in the low nanomolar range.

To address this sensitivity challenge, two main approaches are used. The first is to employ a
targeted nanoparticle that carries a payload of 100’s to 1000’s of paramagnetic ions. This
has been successfully employed in a number of preclinical models, e.g. targeting annexin V
in apoptosis,[11] macrophage receptors in atherosclerotic plaques,[9a] or integrins associated
with angiogenesis,[8b, 8c] to name a few. However nanoparticles are usually restricted to
vascular targets; they have a long blood half-life resulting in delays before high
target:background ratios are reached; and they often suffer from incomplete elimination of
the potentially toxic gadolinium ion.[12] An alternate approach is to use discrete compounds
with a targeting moiety such as a peptide conjugated to one or more gadolinium chelates.
Discrete complexes can rapidly access the interstitial space and localize at the target of
interest. The small size insures rapid elimination through the kidneys. However a key hurdle
to overcome is the relatively low sensitivity of these compounds.

We and others have focused on biologically relevant, but abundant targets such as serum
albumin,[13] fibrin,[4a, 14] type I collagen,[5] and extracellular DNA associated with
necrosis.[6] Analogous to therapeutics, targeted contrast agents require optimization of
affinity and specificity for the target biomolecule as well as favorable pharmacokinetic and
metabolic stability properties. However since relaxivity is an inherent and tunable property
of the compound, we also focus on optimization of relaxivity. In this Microreview we
summarize our efforts in understanding and optimizing the relaxivity of contrast agents
targeted to serum albumin and to fibrin.

Molecular determinants of relaxivity
Contrast agents act as magnetic catalysts that shorten the relaxation time of bulk water
protons. As the paramagnetic complex randomly reorients in solution it creates a fluctuating
magnetic field, and this fluctuating field causes relaxation of nearby water protons. This
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dipolar effect depends on the Gd-H distance (rGdH) to the inverse 6th power and thus is most
efficient for water molecules directly coordinated to the Gd(III) ion (inner-sphere water
relaxivity, r1

IS), but water molecules in the second and outer coordination spheres also
provide a significant role in overall relaxivity (r1

SS and r1
OS).[1, 15] The number of water

molecules hydrating the complex (q = number of inner-sphere water ligands) and their mean
residency times (τm) also impact relaxivity. The residency time should be long enough to
increase the probability of relaxation to occur, but short enough such that the relaxed water
molecule undergoes efficient exchange with the bulk. The fluctuating field can be
established via three mechanisms: 1) rotational diffusion of the complex (1/τR); 2) thermal
transitions of the unpaired electrons of Gd(III) between excited and ground states (1/T1e);
and 3) the water molecule approaching and departing the complex, i.e. water exchange (1/
τm). The fastest of these processes will dominate. This qualitative description is summarized
by equations 2–4 which describe relaxivity for an isotropic system at proton Larmor
frequencies above 10 MHz, which is where almost all MRI scanners operate. Here, T1m
refers to the T1 of the coordinated water proton, ω refers to the proton Larmor frequency and
all other symbols have their usual meanings.

(2)

(3)

(4)

What is apparent from equation 2 is that relaxivity will increase if the number of inner-
sphere water molecules (q) increases, or if the term (T1m + τm) is decreased. Figure 2 shows
relaxivities for four complexes (Figure 1) measured in the absence and presence of human
serum albumin (HSA). In the absence of HSA, we see that relaxivity increases with the
number of inner-sphere water molecules, as expected. Note that in the absence of protein
that GdL0 has a relaxivity about 1/3 that of MS-325 despite having no inner-sphere water
molecule, demonstrating the effect of second- and outer-sphere relaxivity.[2a] Each complex
contains the same biphenylcyclohexyl phosphodiester albumin binding group and this
results in >85% of the complex bound to HSA under the conditions of the
measurement.[1a, 2a, 16] In HSA solution, all the relaxivities increase relative to the values
measured in buffer without HSA, but now there are large differences among the compounds
and relaxivity no longer correlates with q. It was demonstrated that the differences in
relaxivity among HSA-bound MS-325, GdL1, and GdL2 could be attributed to differences
in water exchange rates among the complexes.[1a, 2a, 16]

In the absence of protein, complexes all rotate in solution at about the same rate since they
are of similar size. However this rotational rate is on the order of GHz and thus relaxation of
water protons at 20 MHz is not very efficient, i.e. T1m is long. Under these conditions, T1m
> τm and it is tumbling rate and hydration number that determine relaxivity. Upon binding to
HSA, the rotational rate slows down by orders of magnitude and relaxation of the inner-
sphere water is much more efficient. Under these conditions, T1m is reduced such that τm >
T1m and slow water exchange can limit relaxivity. For GdL1, τm is about 10 times longer
than in MS-325.[1a, 2a, 13a] The longer τm has little effect on relaxivity in the absence of
protein, but upon binding to HSA, the relaxivity of GdL1 is muted. GdL2 suffers the same
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problem. It was demonstrated that the water exchange at GdL2 is 16 times slower than at
MS-325, and as a result the relaxivity of GdL2 in HSA solution is only about half that of
MS-325 despite the former having two inner-sphere water molecules.[16]

The foregoing example illustrates the challenge of optimizing relaxivity. Relaxivity
measured in the absence of the target biomolecule is not predictive of the protein-bound
relaxivity. The target biomolecule can also be non-innocent in its effect on hydration
number and water exchange rate. For instance, it was shown by luminescence lifetime
studies and by ENDOR spectroscopy that in some cases a protein side chain can coordinate
the Gd(III) ion and displace inner-sphere water resulting in lower relaxivity.[17] It has also
been shown that the water exchange rate can be altered when the complex is bound to the
protein.[18] Thus it is imperative to optimize relaxivity for the protein-bound complex, and
not to assume that molecular factors measured in the absence of protein, like water exchange
and hydration number, will be unchanged when the complex is protein bound.

Structure – relaxivity relationships among HSA targeted complexes
We investigated the effect of the donor group for a series of 38 DOTA derivatives targeted
to HSA.[19] DOTA derivatives are known to be kinetically inert with respect to Gd(III)
loss.[20] We prepared complexes with a common HSA binding group and varied only one
donor group on the ligand (Figure 3). By keeping the HSA binding group constant, we
anticipated that the rotational dynamics would be similar for all complexes. This
pentamethyl biphenyl moiety imparts high affinity for HSA:[13c] in all complexes, high
affinity to HSA was observed with >98% of the complex bound to HSA under the
conditions 0.1 mM Gd and 0.67 mM HSA.[19] We measured r1 in the presence and absence
of HSA at two field strengths. Variable temperature 1H NMRD and 17O NMR were also
used to characterize the complexes. Changing a single donor atom resulted in changes in
water exchange rates ranging across 3 orders of magnitude. Donor groups increased water
exchange rate in the order: phosphonate > phenolate > α-substituted acetate > acetate >
hydroxamate > sulfonamide > amide > pyridyl > imidazole. Relaxivites at 0.47 T, 37 °C,
ranged from 12.3 to 55.6 mM−1s−1. Figure 4 shows the observed relaxivities as a function of
inner-sphere water exchange rate and demonstrates that there is an optimum range for water
exchange, as predicted from theory. The highest relaxivities were observed when the donor
group was an α-substituted acetate.

Slowing down rotational motion also reveals fast electronic relaxation as limiting relaxivity,
see equation 4. Electronic relaxation becomes slower with increasing field strength and is
not usually a limiting factor for relaxivity at 1.5T and higher fields. In our study we found
that electronic relaxation was slowest for the acetate derivatives, which gave the most
symmetric ligand field. As expected, this had the largest positive relaxivity effect at lower
fields like 0.47T.

While differences in water exchange rate accounted for most of the observed differences in
relaxivity for the compounds in Figure 3, we also noted significant variations in r1 among
compounds with the same donor set. For instance in the amide series, the relaxivity of Gd2b
with a pendant carboxylate (R1 = CH2COOH) was 30% higher than for the methylamide
Gd2a. Increasing the alkyl chain by 1 or 2 carbons (Gd2c or Gd2d) did not result in
increased relaxivity, however the methylphosphonate derivatives Gd2f and Gd2g did show
this increased relaxivity. We speculated that the increased relaxivity of Gd2b was a result of
an increased second-sphere relaxivity wherein the pendant caroboxylate hydrogen bonded
to, and stabilized a second sphere water molecule.
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The amide pendant groups offered an opportunity to increase 2nd sphere relaxivity, but the
amide donors served to slow inner-sphere water exchange and decrease inner-sphere
relaxivity. We then sought to determine whether the inner-sphere water exchange rate could
be predictably tuned, i.e. if the effect of the amide on water exchange could be offset by
adding labilizing donors like phosphonate oxygen. In combination, we attempted to further
boost second-sphere relaxivity by varying the amide substituents. Twenty GdDOTA
derivatives (Figure 5) were prepared and their relaxivity determined in presence and absence
of human serum albumin as a function of temperature and magnetic field.[21] Each
compound had a common albumin-binding group and an inner-sphere donor set comprising
the 4 tertiary amine N atoms from cyclen, an α-substituted acetate oxygen atom, 2 amide
oxygen atoms, an inner-sphere water oxygen atom, and a variable donor group. Each amide
nitrogen was substituted with different groups to promote hydrogen bonding with second-
sphere water molecules (Figure 5). We found that the reduction of inner-sphere water
exchange typical of amide donor groups could indeed be offset by incorporating a
phosphonate or phenolate oxygen atom donor in the first coordination sphere, resulting in
higher relaxivity. For instance, in the series where the amide was derived from glycine (gly),
there was a pronounced effect of donor group. Relaxivity at 0.47T, 37 °C increased from
16.0 to 20.3 to 26.3 to 39.4 to 53.4 mM−1s−1 as D1 was varied from amide (Gd4-gly) to
unsubstituted acetate (Gd1a-gly) to α-substituted acetate (Gd1b-gly, τm=290 ns) to
phosphonate (Gd2-gly, τm=4.5 ns) to phenolate (Gd3-gly,τm=9.5 ns), respectively. This
was clearly an inner-sphere water exchange effect. When D1 was phosphonate, the water
exchange rate was too fast at 37 °C and actually limited relaxivity; at lower temperatures
relaxivities >70 mM−1s−1 were observed. In general, we found that in a DOTA-like ligand,
when two acetate donors were converted to amides, the water exchange rate decreased by a
factor of 10. Overall, relativities at 0.47 and 1.4 T, 37 °C, in HSA ranged from 16.0 to 58.1
and from 12.3 to 34.8 mM−1s−1, respectively.

Amide nitrogen substitution for the compounds in Figure 5 was shown to have a profound
effect on relaxivity. Pendant phosphonate or carboxylate groups increased relaxivity by as
much as 88% compared with the N-methyl amide analog. For instance when D1 was fixed as
phosphonate, the relaxivity of the N-methyl derivative was in HSA solution was 27.1,
increasing to 39.4 for Gd2-gly, and further to 45.4 mM−1s−1 for Gd2-ida (additional H-
bond acceptor). For these complexes it was shown that inner-sphere water exchange did not
vary and differences in r1 were attributed to a second-sphere effect. Second-sphere relaxivity
alone contributed as much as 24 and 14 mM−1s−1 at 0.47 and 1.4 T, respectively.

Structure – relaxivity relationships among fibrin targeted complexes
Fibrin is a principal component of blood clots and is established as a useful target for
imaging thrombosis, implicated in diseases such as coronary artery disease, heart attack,
stroke, atrial fibrillation, pulmonary embolism, and deep vein thrombosis.[22] Fibrin is a
useful MR target because of its high (μM) concentrations in clots.[23]

Our work in targeting fibrin utilized two different classes of fibrin-binding cyclic disulfide
bridged peptides, TN6 (XnCPYGLCXm) and TN7 (XnCXYYGTCXm). They differ in the
size of the central ring (TN6: six amino acids; TN7: seven amino acids) as well as the nature
of the amino acids. Fibrin affinity was further optimized via unnatural amino acid
substitutions and from these peptide leads, different Gd-chelate:peptide conjugates were
prepared. It was anticipated that several Gd moities would be required for robust clot
detection.

We have reported 7 contrast agents reported based on the TN7 peptide elaborated with 4
GdDTPA moieties, Figure 6.[14a, 14c, 14d] These can be described by four different peptide-
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chelate conjugate archtypes. Nair et al. used a bifunctional tetrameric GdDTPA scaffold
based on triethylenetetraamine (trien) [14a]. The trien scaffold is easily differentiated using
the l-(4,4′-dimethyl-2,6-dioxocyclohexylidene) ethyl (Dde) protecting group to selectively
protect the primary amines. Two DTPA moieties were attached to the secondary nitrogens
by a short diaminopropionate linker to minimize rotational flexibility and enhance
relaxivity, while the primary amines were used to introduce the hydroxylamine groups. A
serine residue was incorporated at the N-terminus of the peptide and mild periodate
oxidation gave an N-terminal a-keto aldehyde. Chemoselective ligation between the
hydroxylamine and α-keto aldehyde was carried out at pH 4.6 in water to form oxime
bonds, which gave the bivalent conjugate. Complexation with GdCl3 gave EP-1084 (PepN-
Gd4-NPep) which showed good fibrin affinity (low Ki value, see Table 1) and specificity,
high relaxivity, and positive uptake in an in vivo venous thrombus model. The compact
structure of the Gd4 scaffold, coupled with the very short linker between the scaffold and
the Gd(DTPA) moiety limited the extent of internal motion within the molecule and resulted
in high relaxivity at 0.47 and 1.5T (Table 1).

However, subsequent in vivo studies revealed that this compound was being metabolized
over the course of the study, and that the gadolinium-containing metabolites no longer
bound fibrin. While EP-1084 showed in vivo proof of concept, it was a rather complex
molecule and subject to degradation by endogenous peptidases. Zhang et al. addressed the
problem of metabolic instability by using the large hydrophilic Gd-chelates to block
peptidase activity [14d]. They prepared three different types of conjugates, Gd4-NPep,
Bpc-NPep-Gd4 and Gd2-NPep-Gd2, see Figure 6. These compounds, along with the parent
peptides were examined in a rat liver homogenate assay. Liver homogenate consists of a
mixture of proteases and other enzymes, and represents a harsh challenge to compound
stability. The peptides alone, with or without the biphenylalanine (Bip) or D-Asp
substitutions, were completely metabolized within the time taken for measurement, t1/2 < 2
min. The bulky hydrophilic Gd(DTPA) tetramer at the N-terminus appeared to block
metabolism. This was supported by studies with single peptide analog Gd4-NPep. The half-
life of this compound was similar to PepN-Gd4-NPep (10.0 min), suggesting that
blockading of the C-terminus might be required for enhanced stability. Bpc-NPep-Gd4 was
synthesized with the gadolinium tetramer conjugated directly to the C-terminus and the N-
terminus capped with biphenyl carboxamide (Bpc), a group used to block exopeptidase
activity. This compound also had a similar half-life in rat liver homogenate (9 min).
However capping both the C- and N-termini with a Gd(DTPA) dimeric unit (Gd2A-NPep-
Gd2A), resulted in a six- to seven-fold increase in metabolic stability. This suggests that
while the D-amino acid and unnatural Bip in Gd4-NPep, and the Bpc in NPep-Gd4, may
increase stability, these substitutions are not as effective as using the metal chelate with this
specific peptide. While the metabolic stability was improved with compound Gd2A-NPep-
Gd2A, unfortunately, its fibrin affinity was significantly reduced (Table 1). However by
replacing the N-terminal leucine residue with biphenylalanine to give Gd2B-NPep-Gd2B
the fibrin affinity was increased 3-fold and the metabolic stability was retained.

The relaxivity of these compounds was strongly dependent on peptide-chelate architecture.
The compact GdDTPA tetramer scaffold used in 1 and 2 resulted in high per Gd relaxivities
that increased further when the compounds were bound to fibrin (Table 1). On the other
hand, the Gd2-NPep-Gd2 scaffold, while addressing the metabolic stability issue, resulted in
lower relaxivity (Table 1) and NMRD analysis suggested that this was due to internal
motion that remained after the compound binds to fibrin [14d]. Essentially, the inherent
flexibility in the molecule offsets the reduction in tumbling rate upon protein binding.

Using a rigid Gd-based multimer such as recently reported,[24] should increase relaxivity,
but this relaxivity gain would occur in both the bound and unbound forms of the contrast
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agent. The ideal targeted agent should have low relaxivity in the unbound state and high
relaxivity upon binding to its target. Another approach is to have a flexible complex (low
relaxivity) that rigidifies upon binding to the target (high relaxivity). We previously showed
that the relaxivity of targeted Gd-based multimers could be increased by introducing two
binding moieties that serve to rigidify the molecule upon protein binding. This was
successfully applied in a serum albumin-targeted gadolinium tetramer where it was
demonstrated that a tetramer with two binding groups resulted in ca. 50% higher relaxivity
than the analogous tetramer with one binding group when relaxivity was measured in
albumin solution (Figure 7A and 7B).[25] This strategy has also been used with monomeric
Gd complexes.[26]

The albumin example benefited from the known proclivity of albumin to bind multiple
copies of lipophilic anions.[2a, 27] Application of a dual binding approach in the fibrin
system is more challenging. The peptides bind to two discrete binding sites per fibrin
monomer, but the distance between these two binding sites is not known, and so a dual
peptide contrast agent would need to have the linkage between the peptides optimized. This
results in a very complex molecule, whose unbound relaxivity will be further increased from
the shear size of the molecule (see e.g. PepN-Gd4-NPep, Table 1). We took a heteroditopic
approach to this problem. In analogy to the fragment based drug discovery paradigm, we
reasoned that there may be additional weak pockets on fibrin near the site where the peptide
binds. We screened a series of peptides with further derivatization at the N-terminus and
found that insertion of the peptide nucleic acid (PNA) moiety based on thymine showed a
modest increase in fibrin affinity.[14c] We prepared the contrast agent Gd2-T-NPep-Gd2
and found that when this compound bound to fibrin, the relaxivity was increased by 50%
compared to a control compound lacking the thymine moiety. This suggested that the
interaction of the thymine with fibrin served to rigidify the N-terminus of the molecule and
enhance relaxivity. Of further distinction was the large increase in relaxivity in going from
the unbound to the protein bound state (114% increase at 1.5 T) for the PNA derivative
compared to a 30–40% increase for the other compounds in Table 1.

The PNA moiety increases molecular weight by 3% but increases relaxivity by 50%
compared to the control Gd2-Gly2-Pep-Gd2. The effect of the PNA group on relaxivity is
the equivalent of synthesizing an agent with 6 GdDTPA moieties to achieve equivalent
relaxivity. The PNA group has a modest positive impact on fibrin binding but serves to
rigidify the N-terminal portion of the molecule upon fibrin binding. Importantly, the PNA
group does not increase non-specific protein binding. As a result, relaxivity of Gd2-T-Pep-
Gd2 bound to fibrin is more than 50% increased compared to Gd2-Pep-Gd2 while the
relaxivity of the two compounds in plasma is comparable. This should result in much greater
clot:blood contrast for Gd2-T-Pep-Gd2.

Conclusions
The theoretical understanding of relaxivity is very mature and this is now complimented by
rational design principles to create high relaxivity contrast agents. Inner-sphere water
exchange rates can be controlled by judicious use of donor groups to increase protein-bound
relaxivity. Here we showed that water exchange can be modulated in a predictable manner.
The second-hydration sphere can also be tuned to augment relaxivity further. Control of
rotational dynamics is a particularly powerful lever for increasing relaxivity. The dual binder
strategies described here for serum albumin- and fibrin-targeted agents are generalizable to
other targeted contrast agents.
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Figure 1.
Commercially approved contrast agents NMG2[Gd(DTPA(H2O)] and MS-325, and related
serum albumin targeted complexes.
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Figure 2.
Relaxivities (r1) of albumin-targeted contrast agents with 0, 1, or 2 inner-sphere water
ligands (q) measured in the absence (−HSA) and presence (+HSA) of human serum albumin
at 0.47T, 37 °C, pH 7.4.
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Figure 3.
Library of serum-albumin targeted complexes designed to study the effect of donor atom on
relaxivity, inner-sphere water exchange, and electronic relaxation.
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Figure 4.
a) Effect of donor group on water residency time (see Figure 3). b) Correlation between
observed relaxivity (0.47T = solid symbols; 1.41T = open symbols) and water residency
time (τm) at 37 °C for the library of compounds shown in Figure 3, demonstrating that the
optimal water residency time is between 10–100 ns at 0.47T but much broader at 1.41T.
Solid lines are simulations using the mean values for rotational diffusion and electronic
relaxation for all compounds.
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Figure 5.
Library of compounds designed to optimize both inner- and second-sphere relaxivity.
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Figure 6.
Fibrin-targeted TN7 peptide-GdDTPA conjugates designed for imaging blood clots.
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Figure 7.
Strategies for controlling rotational dynamics of mutimeric, targeted contrast agents. A) a
single targeting group results in significant internal motion when the complex is bound to
the protein, resulting in decreased relaxivity. B) Binding through two sites rigidifies the
complex at the target, minimizes internal motion and increases relaxivity. C) Heteroditopic
approach to control dynamics: incorporate second, low affinity binding moiety into
molecule to anchor complex at the target and increase relaxivity.
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Table 1

Per Gd relaxivities and DD(E) affinities for fibrin-targeted contrast agents shown in Figure 6. Per molecule
relaxivities are four times higher. Relaxivities determined in Tris buffer or bound to human fibrin at 37 °C, 1.5
T. Inhibition constants, Ki, to soluble fibrin fragment DD(E). NR=not reported.

Compound r1 Tris Buffer r1 fibrin % Increase Ki DD(E) (μM)

PepN-Gd4-NPep 18.2 23.1 27 1.1

Gd4-NPep 15.5 20.7 33 4.7

NPep-Gd4 NR NR NR 9.1

Gd2A-NPep-Gd2A NR NR NR 12.0

Gd2B-NPep-Gd2B 13.0 18.0 37 4.7

Gd2-Gly2-NPep-Gd2 12.4 17.8 37 4.0

Gd2-T-NPep-Gd2 13.3 28.0 114 3.5
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