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Description

Technical Field

[0001] The present invention relates, in general, to a novel gadolinium complex, a preparation method thereof and an
MRI contrast composition comprising the gadolinium complex. More particularly, the present invention relates to a novel
gadolinium complex having low toxicity, a long half-life, and high MRI contrast ability for the liver, resulting from specific
delivery, compared to gadolinium MRI contrast agents according to the prior art, and to a preparation method thereof
and an MRI contrast composition comprising the gadolinium complex.

Background Art

[0002] Contrast agents are frequently used to obtain images differentiated between a diseased tissue such as a tumor
and the surrounding tissue, in order to make clearer the contrast between the tissues containing similar components,
thereby observing the position, size or state of the diseased tissue. As a method for differentiating between a diseased
tissue and the surrounding tissue as described above, magnetic resonance imaging (MRI) technology shows superiority
and stability. Various methods making it possible to observe the inside of the body have been developed to date, and
MRI technology was developed most recently, but the applicability or utility of MRI shows a tendency to increase rapidly,
because MRI is safer than other imaging technologies. Methods such as X-ray radiography, CT and PET comprise
administering to the human body a radioactive substance which has not been proven to be harmless to the human body,
and for this reason, these methods cannot be applied to patients who can have a genetic mutation, particularly cancer
patients or pregnant women. However, MRI can appear as an imaging technology that overcomes such shortcomings,
including radioactivity and limitations on subjects to be applied.
[0003] MRI images can be viewed by the use of contrast agents. As used herein, the term "MRI contrast agent" refers
to an agent that shortens the relaxation times (such as T1 and T2) of human tissues to increase the contrast of images.
Main examples of the MRI agent include agents comprising paramagnetic or super-paramagnetic materials. Contrast
agents can be used either to amplify the signal of the whole or partial tissue of a target organ or to weaken the signal
of the surrounding tissue, thereby maximizing the contrast between light and shade.
[0004] MRI contrast agents can be largely divided into gadolinium contrast agents that are used as T1 contrast agents,
and iron oxide (ferroxide or ferric oxide) contrast agents that are used as T2 contrast agents.
[0005] Gadolinium that is used mainly as a T1 contrast agent has a very low molecular weight and a very strong
toxicity, which cause many problems when it is used as a contrast agent. For this reason, a DTPA-Gd complex (Mag-
nevist™, Bayer) consisting of diethylene triamine pentaacetic acid coordinated with gadolinium was developed and is
a paramagnetic MRI contrast agent which was first approved by the FDA. However, DTPA-Gd still has the problems of
gadolinium. Specifically, it has a half-life which is as extremely short as about 14 minutes, such that it is rapidly discharged
with urine after administration (Hiroki Yoshikawa et al., Gazoshindan, 6, 959-969(1986)). Thus, it is difficult to diagnose
several areas in the body by injecting it once. Also, it is delivered non-specifically to a normal tissue and a diseased
tissue, thus making it impossible to obtain images having a clear contrast. In addition, although it has reduced toxicity
compared to the element gadolinium, the toxicity thereof is still problematic. Moreover, because it has a molecular weight
that slightly exceeds about 500 Da, which cannot overcome previous problems such as nonspecific delivery or a short
half-life, it is difficult to use as a contrast agent for diagnosing lesions in the liver. In MRI, contrast time varies depending
on the magnetic field intensity of an MRI spectrometer to be used, and thus in the case of low-magnetic-field MRI
spectrometers which are generally widely used, contrast time should be long. Therefore, the DTPA-Gd complex, which
has a short half-life and lacks selectivity for diseased tissues, has limitations as MRI contrast agents.
[0006] Iron oxide-based MRI contrast agents are used as T2 contrast agents and have an advantage in that they can
show significant contrast effects even when they are used in very small amounts. However, they have a significant
problem in that it is difficult to determine the kind of disease, even though information about the position of disease is
transferred due to their strong signals. Ferucarbotran (Resovist™, Schering), a typical iron oxide-based contrast agent,
is a super-paramagnetic contrast agent that is used for MRI imaging of the liver according to the basic principle by which
it accumulates in liver tissue through the reticuloendothelial system. However, it is unclear that ferucarbotran can indeed
be delivered specifically to the liver through the reticuloendothelial system so that it is effective in obtaining an accurate
image for liver disease.
[0007] As prior art there may be mentioned EP0186947, which discloses dextran-GD-DTPA and its use as an agent
for MRI, and "Synthesis and evaluation of novel polysaccharide-Gd-DTPA compounds as contrast agent for MRI" in the
Journal of Magnetism and Magnetic Materials, Elsevier Science Publishers, Amsterdam, NL (vol. 265, no. 2, 1 September
2003, pages 123-129, XP004451059, ISSN: 0304-8853), which discloses the use of a polysaccharide-Gd-DTPA com-
pound as a potential contrast agent exhibiting favourable enhancement in rat liver and kidney MR imaging.
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Disclosure

Technical Problem

[0008] Accordingly, the present inventors have conducted studies to develop a contrast agent, which overcomes the
problems of prior Gd-DTPA contrast agents, including a short half-life, toxicity, and non-specific delivery to diseased
tissues, and, at the same time, allows high-contrast MRI imaging of liver disease, thereby completing the present invention.
[0009] It is, therefore, an object of the present invention to a compound that can be used as a contrast agent which
has a sufficient half-life and low toxicity, can be delivered specifically to diseased tissue, and allows more effective
imaging of liver disease.
[0010] Another object of the present invention is to provide a method for preparing said compound.
[0011] Still another object of the present invention is to provide an MRI contrast agent comprising said compound.
[0012] Yet another object of the present invention is to provide a method of using said compound as an MRI contrast
agent to provide information for diagnosing disease.

Technical Solution

[0013] In order to accomplish the above objects, the present invention provides a gadolinium complex formed by
coordination of gadolinium to the diethylenetriamine pentaacetic acid (DTPA) moiety of a pullulan-DTPA conjugate
formed by an ester bond between pullulan and DTPA.
[0014] The gadolinium complex may be prepared by a method comprising the steps of: dissolving pullulan and DTPA
in an organic solvent and allowing the solution to react so as to form an ester bond between the hydroxyl group of pullulan
and DTPA, thereby preparing a pullulan-DTPA conjugate; and mixing an aqueous solution of the pullulan-DTPA conjugate
with an aqueous solution of gadolinium and adjusting the mixed solution to a neutral pH, thereby forming a gadolinium
complex.
[0015] The present invention also provides an MRI contrast agent comprising the gadolinium complex of the present
invention.
[0016] The present invention also provides a method of providing information for diagnosis of disease using the
gadolinium complex as an MRI contrast agent.
[0017] Hereinafter, the present invention will be described in further detail.
[0018] The present inventors have found that, if pullulan, a macromolecule having excellent biocompatibility, is con-
jugated by an ester bond to the DTPA moiety of a prior DTPA-Gd complex comprising gadolinium coordinated to DTPA,
the resulting conjugate will have an increased in vivo half life and reduced toxicity when it is used as a contrast agent.
In addition, the present inventors have found that a contrast agent having such pullulan conjugated thereto is primarily
delivered through the liver, in which it is easily delivered to the reticuloendothelial system of normal liver tissue, but is
not delivered to a diseased tissue (e.g., cancer) lacking the function of the reticuloendothelial system, such that MRI
images allowing one to differentiate between diseased liver tissue and normal liver tissue can be obtained.
[0019] Thus, in one aspect, the present invention provides a gadolinium complex formed by coordination of to the
diethylenetriamine pentaacetic acid (DTPA) moiety of a pullulan-DTPA conjugate formed by an ester bond between
pullulan and DTPA.
[0020] Pullulan in the gadolinium complex (hereinafter also referred to as "pullulan-DTPA-Gd complex") according to
the present invention is a water-soluble polysaccharide which is extracellularly produced by Aureobasidium pullulans
called black yeast. Pullulan is a linear glucan of maltotriosyl units (each consisting mainly of 3 glucose units linked by
α-1,4 linkages) linked by α-1,6 linkages. Pullulan is white amorphous powder which is tasteless and odorless, and it
showed no problem as demonstrated from test results for various toxicities and mutagenicities, and was thus approved
as a food in Japan. Unlike chemically synthesized general polymers, pullulan is a non-toxic polymer that is easily
biodegraded by the pullulanase or isopullulnanase of intestinal bacteria into glucose. Thus, pullulan is a polymer recog-
nized as a natural additive which is used in the preparation of thickeners, adhesives, stabilizers, biodegradable package
materials, plastic binders, film-type oral rinses, etc.
[0021] Pullulan may have, for example, a structure represented by the following formula 2:
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[0022] The above pullulan is a water-soluble natural polymer containing a plurality of highly reactive hydroxyl groups.
Thus, it can form an ester bond with the carboxyl group of DTPA by simple mixing with DTPA in a suitable solvent,
thereby forming a pullulan-DTPA conjugate. The pullulan that is contained in the gadolinium complex according to the
present invention may have a molecular weight ranging from 500 to 500000.
[0023] DTPA that is contained in the gadolinium complex according to the present invention may be represented by
the following formula 3:

[0024] The above DTPA is in the form of a highly reactive dianhydride, and thus can easily form an ester bond with
the hydroxyl group of pullulan. Also, it has a number of carboxyl groups, and thus can form a complex compound by
coordination with gadolinium.
[0025] The DTPA can react with pullulan at various ratios to pullulan-DTPA conjugates. Preferably, 0.5-3 DTPA units
may be conjugated to one maltotriosyl unit of pullulan. More preferably, one DTPA unit may be conjugated to one
maltotriosyl unit of pullulan.
[0026] Most preferably, the gadolinium complex according to the present invention is a gadolinium complex represented
by the following formula 1, wherein a pullulan-DTPA conjugate formed by an ester bond between one pullulan unit and
one DTPA unit is coordinated with gadolinium:
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wherein n is an integer ranging from 1 to 1030.
[0027] In another aspect, the present invention provides a method for preparing the gadolinium complex according to
the present invention, the method comprising the steps of: dissolving pullulan and DTPA in an organic solvent and
allowing the solution to react so as to form an ester bond between the hydroxyl group of pullulan and DTPA, thereby
preparing a pullulan-DTPA conjugate; and mixing an aqueous solution of the pullulan-DTPA conjugate with an aqueous
solution of gadolinium and adjusting the mixed solution to a neutral pH, thereby forming a gadolinium complex.
[0028] In the step of preparing the pullulan-DTPA conjugate, the organic solvent that is used to dissolve pullulan and
DTPA may be any organic solvent that can dissolve both pullulan and DTPA and does not interfere with forming the
pullulan-DTPA by forming an ester bond between pullulan and DTPA. The organic solvent is preferably dimethyl sulfoxide
(DMSO). The concentration at which pullulan and DTPA are dissolved in the organic solvent can influence the formation
of the pullulan-DTPA conjugate. In the reaction for forming the pullulan-DTPA conjugate, pullulan and DTPA may be
used at concentrations of 1-2.5 x 10-2 mM and 5-15 mM, respectively. Most preferably, 1.7 x 10-2 mM of pullulan and
10.5 mM of DTPA may be dissolved in DMSO (dimethyl sulfoxide) and allowed to react. At concentrations lower than
the lower limits of the above concentration ranges, it will be difficult to form the pullulan-DTPA conjugate, and at con-
centrations higher than the higher limits of the above concentration ranges, pullulan and DTPA will aggregate with each
other, rather than forming the pullulan-DTPA conjugate.
[0029] In the step of forming the gadolinium complex, the aqueous solution of the pullulan-DTPA conjugate is mixed
with the aqueous solution of gadolinium, and the mixed solution is adjusted to a pH of 5-7, whereby gadolinium is
coordinated to the DTPA moiety of the pullulan-DTPA conjugate, thereby forming the gadolinium complex. Herein, the
mixed solution should be maintained at a pH of about 5-7 for about 24 hours or more. If this pH value is not maintained
for about 24 hours or more, the complex will not be formed, and free gadolinium ions will be present, and thus toxicity
caused by free gadolinium ions can cause very severe kidney troubles when the gadolinium complex is administered.
As the gadolinium complex is formed,
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[0030] The gadolinium complex according to the present invention has an increased in vivo half-life and reduced
toxicity compared to prior gadolinium complexes and is thus advantageously used as an MRI contrast agent. Also, the
gadolinium complex according to the present invention is primarily delivered through the liver, in which it is easily delivered
to the reticuloendothelial system of normal liver tissue, but is not delivered to a diseased tissue (e.g., cancer) lacking
the function of the reticuloendothelial system, such that MRI images allowing one to differentiate between diseased liver
tissue and normal liver tissue can be obtained, suggesting that the gadolinium complex can be used as an MRI contrast
agent for the liver. In addition, the gadolinium complex according to the present invention remains in the liver for a long
time without circulating through blood vessels, and thus shows a strong signal even when it is used in small amounts
compared to prior approved gadolinium complexes, indicating that it may be used in small amounts compared to the
prior gadolinium complexes. Such effects were demonstrated in Test Examples below. In Test Example 3 below, it was
found that a gadolinium complex prepared according to an embodiment of the present invention showed a signal intensity
which was about 7 times stronger than that of a control group. Also, in Test Example 4, a gadolinium complex prepared
according to one embodiment of the present invention was administered to a rat having liver cancer, and then MRI
imaging of the liver was carried out. As a result, it was found that the gadolinium complex continuously remained in the
liver for 24 hours or more and that the contrast agent was delivered only to normal tissues other than the cancer tissue
of the liver, whereby an image that was clearly different from that of the cancer tissue could be obtained.
[0031] Accordingly, in another aspect, the present invention provides an MRI contrast composition comprising the
gadolinium complex according to the present invention. The MRI contrast composition can be used to obtain MRI images
for diagnosis of diseases including cancer, for which prior gadolinium complexes could be used. Due to its advantages
as described above, including an increased half-life, reduced toxicity and an increased contrast signal, it can be used
more advantageously than prior gadolinium contrast agents. It is more notable that the contrast composition according
to the present invention can be used as an MRI contrast agent for diagnosis of liver diseases, particularly liver cancer.
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[0032] The contrast composition according to the present invention may be formulated according to a conventional
formulation method for preparing contrast agents, known in the art. Preferably, it may be a formulation for intravenous
injection. The contrast composition according to the present invention has a pH of about 6.0-8.0, and preferably 6.5-7.5.
Also, the contrast composition according to the present invention may contain a physiologically acceptable buffer (e.g.,
0.08% NaCl saline solution, or tris(hydroxymethyl)aminomethane) and physiologically acceptable additives (e.g., a sta-
bilizer such as paraben).
[0033] The gadolinium complex in the contrast composition according to the present invention has blood residence
time within the clinically effective range. The time taken for prior DTPA-Gd to be washed out from tissue is about 30
minutes, whereas the gadolinium complex in the contrast composition according to the present invention starts to be
washed out from tissue at about 90 minutes or more after administration and remains in the liver up to about 24 hours,
suggesting that the gadolinium complex according to the present invention has washing-out time suitable for use as a
contrast agent. The dose of the contrast composition according to the present invention may vary depending on sex,
age, bodyweight, human species and the kind of disease to be diagnosed. For adults, the contrast composition may be
administered by intravenous injection at a dose of 0.0125-0.3 mmol/kg (on a gadolinium basis).
[0034] In still another aspect, the present invention provides a method of providing information for diagnosis of disease
using the gadolinium complex according to the present invention as an MRI contrast agent. The gadolinium complex
according to the present invention may be used as an MRI contrast agent in the same manner as prior gadolinium
complexes, and thus can provide an MRI image as information for diagnosis of disease. In particular, the gadolinium
complex according to the present invention can effectively provide information for diagnosis of liver diseases, particularly
liver cancer.

Advantageous Effects

[0035] As described above, the pullulan-DTPA-Gd complex according to the present invention has a long in vivo half-
life, low toxicity, and high MRI signal intensity resulting in clear MRI images, compared to prior gadolinium complexes,
indicating that it can be advantageously used as an MRI contrast agent. In addition, it makes it possible to obtain MRI
images allowing one to differentiate between diseased liver tissue and normal liver tissue, indicating that it may be used
as an MRI contrast agent for the liver.

Description of Drawings

[0036]

FIG. 1 is a set of graphs showing the results of Fourier transform infrared (FT-IR) spectroscopy of pullulan, a pullulan-
DTPA conjugate, and a pullulan-DTPA gadolinium complex, prepared according to one embodiment of the present
invention.
FIG. 2 is a set of graphs showing the results of measuring the zeta potentials of pullulan as a starting material, a
pullulan-DTPA conjugate, and a pullulan-DTPA gadolinium complex (pullulan-DTPA-Ga), prepared according to
one embodiment of the present invention.
FIG. 3 shows the results of measuring a change in signal intensity as a function of concentration for a pullulan-DTPA
gadolinium complex according to one embodiment of the present invention using a 1.5T magnetic resonance imaging
scanner.
FIG. 4 is a set of MRI images taken at varying points of time after implanting cancer cells into the liver of a rate to
induce liver cancer and injecting a pullulan-DTPA gadolinium complex according to one embodiment of the present
invention into the tail vein of the liver cancer-induced rat at a dose of 0.05 mmol/kg.

Best Mode

[0037] Hereinafter, the present invention will be described in further detail with reference to examples. It is to be
understood, however, that these examples are for illustrative purposes only and are not intended to limit the scope of
the present invention in any way.

Example 1: Preparation of pullulan-DTPA conjugate

[0038] 150 mg of pullulan (TCI) and 300 mg of DTPA (diethylenetriaminepentaacetic acid dianhydride) were dissolved
in 80 ml of dimethyl sulfoxide (DMSO) and allowed to react by stirring for 24 hours, thereby producing a pullulan-DTPA
conjugate.
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Example 2: Preparation of pullulan-DTPA-Gd complex

[0039] The pullulan-DTPA conjugate prepared in Example 1 was dialyzed using a MWCO 3500 membrane for 3 days
to remove the DMSO and was freeze-dried to remove water. 100 mg of the resulting pullulan-DTPA conjugate was
dissolved in 24 ml of distilled water, a solution of 100 mg of gadolinium in 1 ml of water was added thereto, and then the
resulting solution was adjusted to a pH of 7.0 with 1 N NaOH. Then, the pH of the solution was checked at 2-hour
intervals, and when the pH did not significantly change between 5.0 and 7.0 for 24 hours, unreacted gadolinium was
removed by dialysis using a MWCO 3500. After dialysis for about 1 day, the resulting material was freeze-dried to remove
water, thereby obtaining the title complex.

Test Example 1: Confirmation (1) of formation of pullulan-DTPA-Gd complex

[0040] In order to confirm whether an ester bond between pullulan and DTPA was formed in Example 1, pullulan, the
pullulan-DTPA conjugate prepared in Example 1, and the pullulan-DTPA-Gd complex prepared in Example 2 were
analyzed using FT-IR spectrometer spectrum 2000 (PERKIN ELMER). Specifically, each of pullulan, pullulan-DTPA and
pullulan-DTPA-Gd was mixed with KBr at a ratio of 1:1 to make pellets, and the peak at a wavelength of 4000-400 nm
was measured. The resulting FT-IR graphs are shown in FIG. 1.
[0041] As can be seen in FIG. 1, the pullulan-DTPA conjugate showed new peaks at 1735 nm-1 and 1150 nm-1. Also,
after it had formed a complex with gadolinium, the peaks slightly shifted back. This suggests that the desired compounds
were prepared in Examples 1 and 2 above.

Test Example 2: Confirmation (2) of formation of pullulan-DTPA-gadolinium complex

[0042] During the synthesis processes in Examples 1 and 2 above, the zeta potential of each sample was measured,
whereby the process in which the pullulan-DPTA-gadolinium complex was made was confirmed by a change in the zeta
potential value. Specifically, 10 mg of each sample was dissolved in 1 ml of distilled water, and the surface charge of
each sample was measured in triplicate. The zeta potential value measured for each of pullulan, pullulan-DTPA and the
pullulan-DTPA-Gd complex is graphically shown in FIG. 2.
[0043] As can be seen from the graphs in FIG. 2, pullulan had a value of substantially zero (0), but had a negative
value after DTPA having a plurality of carboxyl groups has been conjugated thereto. Then, while it formed a complex
with gadolinium having trivalent cations, the negative value decreased. This change can indicate that the desired com-
pound was accurately made.

Test Example 3: Measurement of MRI signal intensity for pullulan-DTPA-gadolinium complex

[0044] MRI signal intensity for the pullulan-DTPA-Gd complex prepared in Example 2 was measured using a 1.5 T
MRI scanner (GE healthcare, USA). Specifically, the pullulan-DTPA-Gd complex was dissolved in 2 ml of distilled water
at varying concentrations, and then each of the solutions was added to a 12-well plate, and the paramagnetic property
at each concentration was measured.
[0045] The results of the measurement are shown in FIG. 3.
[0046] As can be seen from the results in FIG. 3, 10 mg/ml of the pullulan-DTPA-Gd complex showed a signal intensity
that was about 7 times higher than that of 0.1 mg/ml of the pullulan-DTPA-Gd complex. As shown in FIG. 3, the relative
signal intensities of the samples were 1101 for DW and 2112 for the pullulan-DTPA-Gd complex.

Test Example 4: MRI imaging of liver cancer

[0047] The pullulan-DTPA-Gd complex was administered to a rat having induced liver cancer at a dose of 0.05 mmol/kg
(a gadolinium basis), after which the characteristics thereof in vivo were examined. Specifically, rat hepatoma N1S1
cells were injected directly into a rat at a cell density of 5 x 105 cells to make a liver cancer animal model. Then, the
pullulan-DTPA-Gd complex was injected into the tail vein of the rat at a dose of 0.05 mmol/kg (a gadolinium basis).
Then, MRI imaging of the rat liver was carried out using a 1.5 T MRI scanner (GE healthcare, USA). The results of the
MRI imaging are shown in FIG. 4.
[0048] As can be seen from the results in FIG. 4, the pullulan-DTPA-Gd complex according to the present invention
continuously remained in the liver for 24 hours or more, and it was delivered only normal tissues other than the liver
cancer tissue, so that an MRI image that was clearly different from that of the cancer tissue could be obtained.
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Claims

1. A method for preparing a gadolinium complex wherein the gadolinium complex has a structure represented by
following formula 1, the method comprising:

dissolving pullulan and DTPA in an organic solvent and allowing the solution to react so as to form an ester
bond between the hydroxyl group of pullulan and DTPA, thereby preparing a pullulan-DTPA conjugate; and
mixing an aqueous solution of the pullulan-DTPA conjugate with an aqueous solution of gadolinium and adjusting
the mixed solution to a pH of 5-7, thereby forming a gadolinium complex; and
wherein the forming of the gadolinium complex comprises adjusting the pH of the solution to 5-7 and maintaining
the solution at that pH for 24 hours or more.

(wherein n is an integer ranging from 1 to 1030)

2. The method of claim 1, wherein 1-2.5 x 10-2 mM of pullulan is allowed to react with 5-15 mM of DPTA.

3. The method of claim 1, wherein the solvent is dimethyl sulfoxide (DMSO).

4. An MRI contrast composition comprising the gadolinium complex obtainable by the method of claim 1.

5. Use of the MRI contrast composition of claim 4, for diagnosis of liver.

6. Use of the MRI contrast composition of claim 4, for diagnosis of liver cancer.

7. The MRI contrast composition of claim 4, wherein the composition is a formulation for intravenous injection.

8. A method of providing information for diagnosis of disease using the gadolinium complex of claim 1 as an MRI
contrast agent.

Patentansprüche

1. Verfahren zum Herstellen eines Gadoliniumkomplexes, wobei der Gadoliniumkomplex eine Struktur aufweist, die
durch die folgende Formel 1 dargestellt ist, wobei das Verfahren Folgendes umfasst:

Auflösen von Pullulan und DTPA in einem organischen Lösungsmittel und Ermöglichen, dass die Lösung um-
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gesetzt wird, um eine Esterbindung zwischen der Hydroxylgruppe von Pullulan und DTPA auszubilden, wodurch
ein Pullulan-DTPA-Konjugat hergestellt wird; und
Mischen einer wässrigen Lösung des Pullulan-DTPA-Konjugats mit einer wässrigen Lösung von Gadolinium
und Anpassen der gemischten Lösung auf einen pH-Wert von 5-7, wodurch ein Gadoliniumkomplex ausgebildet
wird; und
wobei das Ausbilden des Gadoliniumkomplexes das Anpassen des pH-Werts der Lösung auf 5-7 und das
Halten der Lösung auf diesem pH-Wert 24 Stunden lang oder länger umfasst.

(wobei n eine ganze Zahl von 1 bis 1030 ist).

2. Verfahren nach Anspruch 1, wobei ermöglicht wird, dass 1-2,5 x 10-2 mM Pullulan mit 5-15 mM DPTA umgesetzt
werden.

3. Verfahren nach Anspruch 1, wobei das Lösungsmittel Dimethylsulfoxid (DMSO) ist.

4. MRI-Kontrastzusammensetzung, umfassend den Gadoliniumkomplex, der durch das Verfahren aus Anspruch 1
erhältlich ist.

5. Verwendung der MRI-Kontrastzusammensetzung nach Anspruch 4 zum Diagnostizieren der Leber.

6. Verwendung der MRI-Kontrastzusammensetzung nach Anspruch 4 zum Diagnostizieren von Leberkrebs.

7. MRI-Kontrastzusammensetzung nach Anspruch 4, wobei die Zusammensetzung eine Formulierung zum intrave-
nösen Injizieren ist.

8. Verfahren zum Bereitstellen von Informationen zum Diagnostizieren einer Krankheit unter Verwendung des Gado-
liniumkomplexes aus Anspruch 1 als ein MRI-Kontrastmittel.

Revendications

1. Procédé de préparation d’un complexe de gadolinium dans lequel le complexe de gadolinium a une structure
représentée par la formula 1 suivante, le procédé comprenant les étapes consistant à :

dissoudre du pullulane et du DTPA dans un solvant organique et laisser la solution réagir afin de former une
liaison ester entre le groupe hydroxyle de pullulane et le DTPA, préparant ainsi un conjugué pullulane-DTPA ; et
mélanger une solution aqueuse du conjugué pullulane-DTPA avec une solution aqueuse de gadolinium et
ajuster la solution mélangée à un pH entre 5 et 7, formant ainsi un complexe de gadolinium ; et
dans lequel la formation du complexe de gadolinium comprend l’ajustement du pH de la solution entre 5 et 7
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et le maintien de la solution à ce pH pendant au moins 24 heures.

(dans laquelle n est un nombre entier compris entre 1 et 1 030)

2. Procédé selon la revendication 1, dans lequel on laisse réagir 1 à 2,5 x 10-2 mM de pullulane avec 5 à 15 mM de DPTA.

3. Procédé selon la revendication 1, dans lequel le solvant est du diméthylsulfoxyde (DMSO).

4. Composition de contraste d’IRM comprenant le complexe de gadolinium pouvant être obtenu par le procédé selon
la revendication 1.

5. Utilisation de la composition de contraste d’IRM selon la revendication 4, pour le diagnostic du foie.

6. Utilisation de la composition de contraste d’IRM selon la revendication 4, pour le diagnostic du cancer du foie.

7. Composition de contraste d’IRM selon la revendication 4, la composition étant une formulation pour une injection
intraveineuse.

8. Procédé de fourniture d’informations pour le diagnostic d’une maladie en utilisant le complexe de gadolinium selon
la revendication 1 comme agent de contraste d’IRM.
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