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EP 1077 731 B1
Description

Field of the Invention

[0001] The invention relates to biochemistry, cell biology, and in vivo optical imaging.

Background of the Invention

[0002] Optically based biomedical imaging techniques have advanced over the past decade due to factors including
developments in laser technology, sophisticated reconstruction algorithms and imaging software originally developed
for non-optical, tomographic imaging modes such as CT and MRI. Visible wavelengths are used for optical imaging of
surface structures by means of endoscopy and microscopy.

[0003] Nearinfraredwavelengths (approx. 700-1000 nm) have been usedin opticalimaging of internaltissues, because
near infrared radiation exhibits tissue penetration of up to 6-8 centimeters. See, e.g., Wyatt, 1997, "Cerebral oxygenation
and haemodynamics in the fetus and newborn infant," Phil. Trans. R. Soc. London B 352:701-706; Tromberg et al.,
1997, "Non-invasive measurements of breast tissue optical propetties using frequency-domain photo migration," Phil.
Trans. R. Soc. London B 352:661-667.

[0004] Advantages of near infrared imaging over other currently used clinical imaging techniques include: the potential
for simultaneous use of multiple, distinguishable probes (important in molecular imaging); high temporal resolution
(important in functional imaging); high spatial resolution (important in in vivo microscopy); and safety (no ionizing radi-
ation).

[0005] In near infrared fluorescence imaging, filtered light or a laser with a defined bandwidth is used as a source of
excitation light. The excitation light travels through body tissues. When it encounters a near infrared fluorescent molecule
("contrast agent"), the excitation light is absorbed. The fluorescent molecule then emits light (fluorescence) spectrally
distinguishable (slightly longer wavelength) from the excitation light. Despite good penetration of biological tissues by
nearinfraredlight, conventional nearinfrared fluorescence probes are subject to many of the same limitations encountered
with other contrast agents, including low target/background ratios.

[0006] WO 88/04777 discloses fluorescent and/or chromogenic reagents in which a phthalocyanine derivative is con-
jugated with an antigen, antibody or oligonucleotide.

[0007] Ballou et al in Cancer Immunol. Immunotherap. (1995) 41 : 257-263, discloses the use of cyanine-conjugated
monoclonal antibodies for in vivo tumor labeling.

Summary of the Invention

[0008] We have developed intramolecularly-quenched, near infrared fluorescence probes that emit substantial fluo-
rescence only after interaction with a target tissue, i.e., "activation." This increases the target/background ratio by several
orders of magnitude and enables non-invasive, near infrared imaging of internal target tissues in vivo, based on enzymatic
activity present in the target tissue.

[0009] Accordingly, the invention features an intramolecularly-quenched fluorescence probe comprising a polymeric
backbone, a plurality of near infrared fluorochromes covalently linked to the backbone at fluorescence-quenching inter-
action-permissive positions separable by enzymatic cleavage at fluorescence activation sites and one or more protective
chains covalentty linked to the polymeric backbone, wherein the one or more protective chains are selected from the
group consisting of polyethylene glycol (PEG), methoxypolyethylene glycol (MPEG), polyethyleneglycol-diocid, PEG
monoamine, MPEG monoamine, MPEG hydrazide, MPEG imidazole, methoxypolypropylene glycol, copolymers of pol-
yethylene glycol and methoxypolypropylene glycol, dextran and polylactic-polyglycolic acid.

[0010] The backbone can be any biocompatible polymer. For example, it can be a polypeptide, a polysaccharide, a
nucleic acid, or a synthetic polymer. Polypeptides useful as a backbone include, for example, polylysine, alboumins, and
antibodies. Poly(L-lysine) is a preferred polypeptide backbone. The backbone also can be a synthetic polymer such as
polyglycolic acid, polylactic acid, poly(glycolic-colactic) acid, polydioxanone, polyvalerolactone, poly-e-caprolactone, poly
(8-hydroxybutyrate, poly(3-hydroxyvalerate) polytartronic acid, and poly(B-malonic acid).

[0011] The probe includes one or more of the protective chains of claim 1 covelently linked to the backbone. Suitable
protective chains include polyethylene glycol, methoxypolyethylene glycol, methoxypolypropylene glycol, copolymers
of polyethylene glycol and methoxypolypropylene glycol, dextran, and polylactic-polyglycolic acid. In some embodiments
of the invention, the backbone is polylysine and the protective chains are methoxypolyethylene glycol. Fluorescence
activation sites can be located in the backbone, e.g., when the fluorochromes linked directly to e-amino groups of
polylysine. Alternatively, each fluorochrome can be linked to the backbone by a spacer containing a fluorescence acti-
vation site. The spacers can be oligopeptides. Oligopeptide sequences useful as spacers include: Arg-Arg; Arg-Arg-Gly;
Gly-Pro-lle-Cys-Phe-Phe-Arg-Leu-Gly (SEQ ID NO:1); and His-Ser-Ser-Lys-Leu-GIn-Gly (SEQ ID NO:2).
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[0012] Examples of fluorochromes useful in this invention include Cy5.5, Cy5, IRD41, IRD700, NIR-1, and LaJolla
Blue. The fluorochromes can be covalently linked to the backbone, or spacers, using any suitable reactive group on the
fluorochrome and a compatible functional group on the backbone or spacer. A probe according to this invention also
can include a targeting moiety such as an antibody, antigen-binding antibody fragment, a receptor-binding polypeptide,
or a receptor-binding polysaccharide.

[0013] The invention also features an in vivo optical imaging method. The method includes: (a) administering to a
living animal or human an intramolecularly-quenched fluorescence probe as defined in claim 1 that accumulates pref-
erentiallyin atargettissue, and comprises afluorochrome attachment moiety and a plurality of near infrared fluorochromes
covalently linked to the fluorochrome attachment moiety at fluorescence-quenching interaction-permissive positions
separable by enzymatic cleavage at fluorescence activation sites; (b) allowing time for (1) the probe to accumulate
preferentially in the target tissue, and (2) enzymes in the target tissue to activate the probe by enzymatic cleavage at
fluorescence activation sites, if the target tissue is present; (c) illuminating the target tissue with near infrared light of a
wavelength absorbable by the fluorochromes; and (d) detecting fluorescence emitted by the fluorochromes. The fluor-
ochrome attachment moiety is a polymetric backbone.

[0014] The invention also features an in vivo optical imaging method comprising: (a) administering to a living animal
or human an intramolecularly-quenched fluorescence probe as defined in claim 1 comprising a fluorochrome attachment
moiety and a plurality of near infrared fluorochromes covalently linked to the fluorochrome attachment moiety at fluo-
rescence-quenching interaction-permissive positions separable by enzymatic cleavage at fluorescence activation sites,
which enzymatic cleavage occurs preferentially in a target tissue; (b) allowing time for enzymes in the target tissue to
activate the probe by enzymatic cleavage at fluorescence activation sites, if the target tissue is present; (c) illuminating
the target tissue with near infrared light of a wavelength absorbable by the fluorochromes; and (d) detecting fluorescence
emitted by the fluorochromes. The fluorochrome attachment moiety is a polymeric backbone.

[0015] Asused herein, "backbone" means abiocompatible polymerto which near infrared fluorochromes are covalently
linked in fluorescence-quenching interaction-permissive positions.

[0016] Asused herein, "fluorescence activation site” means a covalent bond within a probe, which bond is: (1) cleavable
by an enzyme present in a target tissue, and (2) located so that its cleavage liberates a fluorochrome from being held
in a fluorescence-quenching interaction-permissive position.

[0017] Asused herein, "fluorescence-quenching interaction-permissive positions" means the positions of two or more
atoms (in a single polymer) to which fluorochromes can be covalently linked (directly or indirectly through a spacer) so
that the fluorochromes are maintained in a position relative to each other that permits them to interact photochemically
and quench each other’s fluorescence.

[0018] As used herein, "fluorochrome attachment moiety” means a molecule to which two or more fluorochromes are
covalently linked (directly orthrough a spacer) and maintained in fluorescence-quenching interaction-permissive positions
relative to one another.

[0019] As used herein, "protective chain" means a biocompatible polymeric moiety covalently linked to the backbone
of a probe to inhibit undesired biodegradation, clearance, or immunogenicity of the backbone.

[0020] Asused herein, "targeting moiety" means a moiety bound covalently or noncovalently to a self-quenched probe,
which moiety enhances the concentration of the probe in a target tissue relative to surrounding tissue.

[0021] Unless otherwise defined, all technical and scientific therms used herein have the same meaning as commonly
understood by one of ordinary skill in the art to which this invention belongs.

Brief Description of the Drawings

[0022]

Figs. 1A and 1B are schematic diagrams indicating the chemical components, and their structural arrangement, in
probes representing two embodiments of the invention.

Figs. 2A and 2B are the chemical structures of six near infrared fluorochromes. Fig. 2A includes the structures of
Cy5.5, Cy5, IRD41, and IRD700. Fig. 2B includes the structures of NIR-1 and LaJolla Blue.

Figs. 3A and 3B are spectrophotometer scans of the near infrared fluorochrome, Cy5.5, before (Fig. 3A) and after
(Fig. 3B) covalent linkage to PL-MPEG.

Fig. 4 is a bar graph summarizing data on intramolecular quenching and probe activation. The data were obtained
using Cy-PL-MPEG probes with different levels of fluorochrome loading.

Fig. 5A is a schematic diagram illustrating the location of the murine flank tumor shown in Figs. 5B and 5C.

Fig. 5B is a visible light photograph of the skin covering a human flank tumor in a 9L-bearing nude mouse.

Fig. 5C is a near infrared fluorescence image of the tumor in Fig. 5B.
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Detailed Description

Probe Design and Synthesis

[0023] Probe backbone design will depend on considerations such as biocompatibility (e.g., toxicity and immunogenic-
ity), serum half-life, useful functional groups (for conjugating fluorochromes, spacers, and protective groups), and cost.
Useful types of backbone include polypeptides (polyamino acids), polyethyleneamines, polysaccharides, aminated
polysaccharides, aminated oligosaccharides, polyamidoamines, polyacrylic acids and polyalcohols. A preferred back-
bone consists of a polypeptide formed from L-amino acids. When polylysine is used as a backbone, the e-amino groups
on the side chains of the polylysine can serve as convenient reactive groups for covalent linkage of fluorochromes and
spacers (Figs. 1A and 1B). When the backbone is a polypeptide, preferably the molecular weight of the probe is from 2
kD to 1000 kD. More preferably, its molecular weight is from 4 kd to 500 kd.

[0024] A backbone may be chosen or designed so as to have a suitably long in vivo persistence (half-life) inherently.
Alternatively, a rapidly-biodegradable backbone such as polylysine is used in combination with covalently-linked pro-
tective chains as defined in claim 1. Examples of useful protective chains include polyethylene glycol (PEG), methoxy-
polyethylene glycol (MPEG), methoxypolypropylene glycol, polyethylene glycol-diacid, polyethylene glycol monoamine,
MPEG monoamine, MPEG hydrazide, and MPEG imidazole. Synthetic, biocompatible polymers are discussed generally
in Holland et al., 1992, "Biodegradable Polymers," Advances in Pharmaceutical Sciences 6:101-164.

[0025] A useful backbone-protective chain combination is methoxypoly(ethylene)glycol-succinyl-N-e-poly-L-lysyine
(PL-MPEG). The synthesis of this material, and other polylysine backbones with protective chains, is described in
Bogdanov et al., U.S. Patent No. 5,593,658 and Bogdanov et al., 1995, Advanced Drug Delivery Reviews 16:335-348.
[0026] Various near infrared fluorochromes are commercially available (Cy5.5 and Cy5; Amersham, Arlington Hts.,
IL; IRD41 and IRD700, LI-COR, Lincoln, NE; NIR-1, Dejindo, Kumamoto, Japan; LaJolla Blue, Diatron, Miami, FL) and
can be usedto construct probes according to this invention. Fluorescent probes with excitation and emission wavelengths
in the near infrared spectrum are used, i.e., 650-1300 nm. Use of this portion of the electromagnetic spectrum maximizes
tissue penetration and minimizes absorption by physiologically abundant absorbers such as hemoglobin (< 650 nm) and
water (>1200 nm). Ideal near infrared fluorochromes for in vivo use exhibit: (1) narrow spectral characteristics, (2) high
sensitivity (quantumyield), (3) biocompatibility, and (4) decoupled absorption and excitation spectra. Table 1 summarizes
information on the properties of six commercially-available near infrared fluorochromes, whose structures are shown in
Figs. 2A and 2B.

Table 1
Near Infrared Fluorochromes

Fluorochrome | A(nm) excitation | A(nm) emission | Mol. Wt. | Extinct Coef. | Quantum yield %
Cy5.5 675 694 1128.41 | 250,000 28.0

Cy5 649 670 791.99 250,000 28.0

IRD41 787 807 925.10 200,000 16.5

IRD700 685 705 704.92 170,000 50.0

NIR-1 663 685 567.08 75,000 NA

LaJolla Blue 680 700 5000.00 | 170,000 70.0

[0027] Intramolecular fluorescence quenching by non-activated probes can occur by any of various quenching mech-
anisms. Several mechanisms are known, including resonance energy transfer between two fluorochromes. In this mech-
anism, the emission spectrum of a first fluorochrome should be very similar to the excitation of a second fluorochrome,
which is in close proximity to the first fluorochrome. Efficiency of energy transfer is inversely proportional to rS, where r
is the distance between the quenched chromophore and excited chromophore. Self-quenching can also result from
fluorochrome aggregation or excimer formation. This effect is strictly concentration dependent. Quenching also can
result from a non-polar-to-polar environmental change.

[0028] To achieve intramolecular quenching, several strategies can be applied. They include: (1) linking a second
fluorochrome, as an energy acceptor, at a suitable distance from the first fluorochrome; (2) linking fluorochromes to the
backbone at high density, to induce self-quenching; and (3) linking polar fluorochromes in a vicinity of non-polar structural
elements of the backbone and/or protective chains. Fluorescence is partially or fully recovered upon cleavage of the
fluorochrome from neighboring fluorochromes and/or from a particular region, e.g., a non-polar region, of the probe.
[0029] The fluorochrome can be covalently linked to a fluorochrome attachment moiety, backbone, or spacer using
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any suitable reactive group on the fluorochrome and a compatible functional group on the fluorochrome attachment
moiety, backbone, or spacer. For example, a carboxyl group (or activated ester) on a fluorochrome can be used to form
an amide linkage with a primary amine such as the e-amino group of the lysyl side chain on polylysine.

[0030] In some embodiments of the invention, the fluorochromes are linked directly to the backbone or linked to the
backbone through nonbiodegradable spacers. In such embodiments, the fluorescence activation sites are in the back-
bone. Some probes of this type accumulate in tumor interstitium and inside tumor cells, e.g., by fluid phase endocytosis.
By virtue of this preferential accumulation, such probes can be used to image tumor tissues, even if the enzyme(s)
activating the probe are not tumor specific.

[0031] Inpreferred embodiments ofthe invention, fluorochromes are linked to the backbone through spacers containing
fluorescence activation sites. Oligopeptide spacers can be designed to contain amino acid sequences recognized by
specific proteases associated with target tissues.

[0032] Prostate Specific Antigen (PSA), is a33 kD chymotrypsin-like serine protease is secreted exclusively by prostatic
epithelial cells. Normally, this enzyme is primarily involved in post-ejaculation degradation of the major human seminal
protein. Normally, serum concentrations of PSA are proportional to the volume of prostatic epithelium. The release of
PSA from prostate tumor cells, however, is about 30-fold higher than that from normal prostate epitheliumcells. Damages
basal membrane and deranged tissue architecture allow PSA to be secreted directly into the extracellular space and
into the blood. Although high levels of PSA can be detected in serum, the serum PSA exists as a complex with a1-
antichymotrypsin protein, and is proteolytically inactive. Free, uncomplexed, activated PSA occurs in the extracellular
fluid from malignant prostate tissues, and PSA activity can be used as a marker for prostate tumor tissue. prostate tumor
tissue is highly enriched in PSA. Thus, spacers containing the amino acid sequence recognized by PSA can be used
to produce a near infrared probe that undergoes fluorescence activation specifically in prostate tumor tissue. An example
of a PSA-sensitive spacer is His-Ser-Ser-Lys-Leu-GIn-Gly (SEQ ID NO:2). Other PSA-sensitive spacers can be designed
using information known in the art regarding the substrate specificity of PSA. See, e.g., 1997, Denmeade et al., Cancer
Res. 57:4924-4930.

[0033] Cathepsin D is an abundant lysosomal aspartic protease distributed in various mammalian tissues. In most
breast cancer tumors, cathepsin D is found at levels from 2-fold to 50-fold greater than levels found in fibroblasts or
normal mammary gland cells. Thus, cathepsin D can be a useful marker for breast cancer. Spacers containing the amino
acid sequence recognized by cathepsin D can be used to produce a near infrared probe that undergoes fluorescence
activation specifically in breast cancer tissue. An example of a cathepsin D-sensitive spacer is the oligopeptide: Gly-
Pro-lle-Cys-Phe-Phe-Arg-Leu-Gly (SEQ ID NO:1). Other cathepsin D-sensitive spacers can be designed using infor-
mation known in the art regarding the substrate specificity of cathepsin D. See, e.g., Gulnik et al., 1997, FEBS Let. 413:
379-384.

[0034] When the fluorochromes are linked directly to the backbone, probe activation is by cleavage of the backbone.
High fluorochrome loading of the backbone can intetfere with backbone cleavage by activating enzymes such as trypsin.
Therefore, a balance between fluorescence quenching and accessibility of the backbone by probe-activating enzymes.
For any given backbone-fluorochrome combination (when activation sites are in the backbone) probes representing a
range of fluorochrome loading densities can be produced and tested in vitro to determine the optimal fluorochrome
loading percentage.

[0035] When the fluorochromes are linked to the backbone through activation site-containing spacers, accessibility
of the backbone by probe-activating enzymes is unnecessary. Therefore, high loading of the backbone with spacers
and fluorochromes does not significantly interfere with probe activation. In such a system, every lysine residue of poly-
lysine can carry a spacer and fluorochrome, and every fluorochrome can be released by activating enzymes.

[0036] Preferential accumulation of a probe in atarget tissue can be achieved or enhanced by binding a tissue-specific
targeting moiety (targeting ligand) to the probe. The binding can be covalent or non-covalent. Examples of targeting
moieties include a monoclonal antibody (or antigen-binding antibody fragment) directed against a target-specific marker,
a receptor-binding polypeptide directed to a target-specific receptor, and a receptor-binding polysaccharide directed
against a target-specific receptor. Antibodies or antibody fragments can be produced and conjugated to probes of this
invention using conventional antibody technology (see, e.g., Folli et al., 1994, "Antibody-Indocyanin Conjugates for
Immunophotodetection of Human Squamous Cell Carcinoma in Nude Mice," Cancer Res. 54:2643-2649; Neri et al.,
1997, "Targeting By Affinity-Matured Recombinant Antibody Fragments of an Angiogenesis Associated Fibronectin
Isoform," Nature Biotechnology 15:1271-1275). Similarly, receptor-binding polypeptides and receptor-binding polysac-
charides can be produced and conjugated to probes of this invention using known techniques.

In Vitro Probe Testing

[0037] After a probe is designed and synthesized, it can be tested routinely in vitro to verify a requisite level of
intramolecular fluorescence quenching before activation. Preferably, this is done by obtaining a fluorescence value for
the intramolecularly quenched, fluorochrome-containing probe in a dilute, physiological buffer. This value is then com-
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pared to the fluorescence value obtained from an equimolar concentration of free fluorochrome in the same buffer, under
the same fluorescence-measuring conditions. Preferably, this comparison will be done at a series of dilutions, to verify
that the measurements are taking place on a linear portion of the fluorescence vs. fluorochrome concentration curve.
[0038] The molar amount of an intramolecularly-quenched fluorochrome on a probe can be determined by one of
ordinary skill in the art using any suitable technique. For example, the molar amount can be determined readily by near
infrared absorption measurements. Alternatively, it can be determined readily by measuring the loss of reactive linking
groups on the backbone (or spacers), e.g., decrease in ninhydrin reactivity due to loss of amino groups.

[0039] After suitable intramolecular fluorescence quenching is verified, "de-quenching,” i.e., fluorescence, upon ex-
posure to an activating enzyme also can be verified in vitro. In preferred procedure, fluorescence of an intramolecularly-
quenched probe is measured before and after treatment with an activating enzyme. If the probe has activation sites in
the backbone (as opposed to in spacers), de-quenching should be tested at various levels of fluorochrome loading,
where "loading” refers to the percentage of possible fluorochrome linkage sites on the backbone actually occupied by
fluorochromes.

[0040] In addition, cells grown in culture can be used routinely to test intramolecularly-quenched near infrared fluo-
rescence probes. Probe molecules free in cell culture medium should be non-detectable by fluorescence microscopy.
Cellular uptake should result in probe activation and a fluorescence signal from probe-containing cells. Microscopy of
cultured cellsthus can be usedto verify that activation takes place upon cellular uptake of aprobe being tested. Microscopy
of cells in culture is also a convenient means for determining whether activation occurs in one or more subcellular
compartments.

In Vivo Optical Imaging

[0041] Although the invention involves novel fluorescence probes, general principles of fluorescence, optical image
acquisition, and image processing can be applied in the practice of the invention. For a review of optical imaging tech-
niques, see, e.g., Alfano etal., 1997, "Advances in Optical Imaging of Biomedical Media," Ann. NY Acad. Sci820:248-270.
[0042] An imaging system useful in the practice of this invention can include three basic components. The first is a
source of nearly monochromatic, near infrared light. This can be provided by filtered white light. For example, light from
a 150-watt halogen lamp can be passed through a suitable bandpass filter commercially available from Omega Optical
(Brattleboro, VT). The second basic component is a high passfilter (700 nm), which separates the fluorescence emissions
from the excitation light. A suitable high pass filter also can be purchased from Omega Optical. The third basic component
is a low-light (cooled) CCD camera with appropriate macro lens attachments. Selecting suitable components and as-
sembling them into a suitable optical imaging system is within ordinary skill in the art.

[0043] In order that the invention may be more fully understood, the following examples are provided.

Examples
Synthesis of Near Infrared

Fluorescence Probes

[0044] We synthesized three different intramolecularly-quenched near infrared fluorescence probes by conjugating a
commercially-available fluorochrome known as Cy5.5 (absorption = 675 nm, emission = 694 nm; Amersham, Arlington
Heights, IL) to PL-MPEG (average molecular weight approx. 450 kD). The three probes differed in attachment of the
fluorochrome to the polylysine backbone. In a probe designated "Cy-PL-MPEG," the Cy5.5 was linked directly to the e-
amino group of the polylysine side chains at various densities, which ranged from 0.1 % to 70% derivatization of the e-
amino groups. In a probe designated, "Cy-RRG-PL-MPEG," the Cy5.5 fluorochrome was linked to the polylysine by a
a spacer consisting of Arg-Arg-Gly. In a probe designated "Cy-GPICFFRLG-PL-MPEG," the Cy 5.5 fluorochrome was
linked to the polylysine by a a spacer consisting of Gly-Pro-lle-Cys-Phe-Phe-Arg-Leu-Gly (SEQ ID NO:1). Trypsin and
trypsine-like proteases are capable of cleaving the polylysine backbone of Cy-PL-MPEG, when it is only partially deri-
vatized.

[0045] Probes Cy-RRG-PL-MPEG and Cy-GPICFFRLG-PL-MPEG were designed to allow fluorochrome cleavage of
the spacer, but not necessarily the backbone. For example the peptide spacer RRG, sensitive to trypsin cleavage, was
used to derivatize the PL-MPEG, and then Cy5.5 was linked to the N-terminus of the RRG spacers. The cathepsin D
sensitive peptide spacer, GPICFFRLG (SEQ ID NO:1), was similarly used to derivatize the PL-MPEG.

[0046] Cy5.5, commercially available as a monofunctional NHS-ester (Amersham, Arlington Heights, IL), was used
according to the vendor’s instructions, to label free e-amino groups of the polylysine backbone in PL-MPEG. Cy5.5 was
added to a pre-mixed MPEG-PL solution (0.2 mg PL-MPEG in 1 ml 80 mM sodium bicarbonate solution) to a final
concentration of 17 pM. After three hours, the reaction mixture was applied to a Sephadex™ G-25 (Pharmacia) column
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(12 cm) for separation of the reaction product (Cy-PL-MPEG) from the unreacted fluorochrome and other low-molecular
weight components of the reaction mixture. Average fluorochrome loading was about 20%, i.e., 11 out of 55 free amino
groups on the PL-MPEG labeled with Cy5.5 (based on TNBS assay and absorption measurement).

[0047] Fig. 3A shows the excitation and emission spectra of Cy5.5 free in solution. Fig. 3B shows the excitation and
emission spectra of Cy5.5 fluorochromes of Cy-PL-MPEG. The excitation and emission wavelengths of Cy5.5 are 648
nm and 694 nm, respectively. There was a marked difference in the level of fluorescence of the free Cy5.5 and the Cy-
PL-MPEG. The fluorescence level of the Cy-MPEG-PL was approximately 30-fold lower than that of the unbound Cy5.5.
[0048] In subsequent studies, we determined the effect of fluorochrome loading (i.e., percentage of e-amino groups
on the polylysine backbone occupied by fluorochrome) on the optical propetties of the probe. Fig. 4 shows the relative
fluorescent signal of Cy(n)-MPEG-PL (white bars) as a function of percentage of e-amino groups on the polylysine
backbone occupied by fluorochrome. At 20% loading (11 of 55 groups) and higher, intramolecular quenching was
observed, and the fluorescence signal was lowered in comparison to probes with lower fluorochrome loading. After
trypsin cleavage of the backbone, fluorescence signal was recovered, as shown by the black bars in Fig. 4. Maximum
fluorescence recovery was obtained at 20% loading (15-fold fluorescence signal increase upon activation). Recovery
was reduced when at loading greater than 20%. This may have been due to steric hinderance and the need for free
lysine groups for efficient cleavage of the backbone.

Probe Activation in Cell Culture

[0049] The next step in testing the functional imaging probe was to perform cell culture experiments. We expected
that non-internalized Cy-PL-MPEG would be non-detectable by fluorescence microscopy, and that cellular uptake would
lead to activation of the probe, with a resulting fluorescence signal. Data obtained using amelanotic B16 melanoma cells
confirmed our prediction and showed that: (1) the non-activated probe is non-fluorescent, (2) the probe is taken up by
this cell line, and (3) cellular uptake results in activation of the probe and fluorescence signal detection.

[0050] Inthis experiment we compared a bright field image outlining B16 cells to: (1) the same field under near infrared
fluorescence conditions when Cy-MPEG-PL was added to the cells, near time-zero; and (2) after allowing time for
intracellular uptake of the probe (data not shown). The cells were not detectable by near infrared fluorescence near
time-zero, but the cells were clearly visible (due to intracellular fluorescence) after cellular uptake of the probe, i.e., at
about two hours. This experiment demonstrated that our imaging probe detectably changed its optical properties in a
target cell-dependent manner.

In Vivo Imaging

[0051] In vivo mouse imaging was carried out using a system composed of three main parts: light source, platform/
holder, andimage recording device. A fiber optic light bundle with a 150 W halogen bulb (Fiberlite high intensity illuminator
series 180, Dolan-Jennen Industries) provided broad spectrum white light. A sharp cut off band pass optical filter (Omega
Filter Corp., Brattleboro, VT) was mounted at the end of the fiber optic bundle to create a uniform excitation source in
the 610-650 nm range. The light was placed approximately 15 cm above the imaging platform to provide homogenous
illumination of the entire mouse. The platform itself was a matte black surface that decreased the number of excitation
photons reflected (and possibly detected) by the recording device.

[0052] Fluorescent (emission) photons were selected using a low pass filter with a sharp cut off at 700 nm (Omega
Filter Corp.). Cy5.5 dye has an excitation peak at approximately 670 nm, with a broad shoulder extending below 610
nm. Peak emission is at 694 nm. Sharp cut-off filters with more than 5 OD attenuation combined with widely spaced
frequencies for the filter set markedly decreased "cross talk" of incident excitation photons recorded as fluorescent
emission signal. The narrow angle between light source and recording device ensured that only fluorescent emission
photons or scattered photons that interacted with the mouse tissue reached the low pass filter.

[0053] Forimage recording, the low-pass filter was mounted on a low power microscope (Leica StereoZoom 6 photo,
Leica microscope systems, Heerbrugg, Switzerland). A low light CCD (SenSys 1400, 12 bit cooled CCD, Photometrics,
Tuscon, AZ) recorded the fluorescent emission images. Images were transferred to a PowerMac 7600/120 PC (Apple
Computer, Cupertino, CA) and processed using IPLab Spectrum 3.1 software (Signal Analytics Corp., Vienna, VA). Post
processing included standard routines to exclude bad CCD pixels, and superimposition routines to overlay emission
images with localization images of the entire mouse obtained using a second white light source. Typical acquisition time
was 30 seconds for the near infrared emission images, and 1 second for the white light (non-selective images).
[0054] Wetestedthe nearintramolecularly-quenched infrared fluorescence probe (Cy,4-PL-MPEG; 20% fluorochrome
loading) intumor-bearing mice. Nude mice bearingtumor line 9L or LX1 received 2 nmol of Cy, -PL-MPEG intravenously.
The mice were imaged by near infrared light immediately, and up to 36 hours after intravenous administration of the
probe. An increase in fluorescence signal within tumor was observed as a function of time, as the probe was internalized
into tumor cells and became activated by endosomal hydrolases.
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[0055] Fig. 5A is a schematic diagram of the imaged mouse, illustrating the location of tumor shown in Figs. 5B and
5C. Fig. 5B is visible light photograph of the skin covering a tumor on the side of a nude mouse into which the Cy,4-PL-
MPEG probe was injected. Fig. 5C is a corresponding near infrared fluorescence image. The tumor is visible as an area
of intense fluorescence, in contrast to the surrounding tissue.
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Claims

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

An intramolecularly-quenched fluorescence probe comprising a polymeric backbone and a plurality of near-infrared
fluorochromes covalently linked to the polymeric backbone at fluorescence-quenching interaction-permissive posi-
tions separable by enzymatic cleavage at fluorescence activation sites, the probe further comprising one or more
protective chains covalently linked to the polymeric backbone, wherein the one or more protective chains are selected
from the group consisting of polyethylene glycol (PEG), methoxypolyethylene glycol (MPEG), polyethylene glycol-
diacid, PEG monoamine, MPEG monoamine, MPEG hydrazide, MPEG imidazole, methoxypolypropylene glycol,
copolymers of polyethylene glycol and methoxypolypropylene glycol, dextran and polylactic-polyglycolic acid.

A probe according to claim 1, wherein the fluorescence activation sites are located in the polymeric backbone.

A probe according to claim 1, wherein each fluorochrome is linked to the polymeric backbone by a spacer containing
a fluorescence activation site.

A probe according to claim 3, wherein the spacer is an oligopeptide.
A probe according to any one of the preceding claims, wherein cleavage is achieved by an enzyme.

A probe according to any one of the preceding claims, wherein cleavage is achieved by an enzyme present in a
target tissue.

A probe according to any one of the preceding claims, wherein the fluorochromes are linked directly to the backbone
and cleavage of the backbone is achieved by cleaving with the trypsin.

A probe according to claim 4, wherein cleavage is achieved by cleaving with Cathepsin D or Prostate Specific
Antigen (PSA).

A probe according to any one of the preceding claims, wherein the polymeric backbone is a polypeptide formed
from L-amino acids.

A probe according to claim 9, wherein the polypeptide is poly-L-lysine.

A probe according to any one of claims 1 to 8, wherein the polymetric backbone is a biocompatible polymer selected
from the group consisting of nucleic acids, polypeptides, polyethyleneamines, polysaccharides, polyamidoamines,
polyacrylic acids, polyalcohols and synthetic polymers.

A probe according to claim 11, wherein the polypeptide is polylysine.

A probe according to claim 11, wherein the synthetic polymer is selected from the group consisting of polyglycolic
acid, polylactic acid, poly(glycolic-co-lactic) acid, polydioxanone, polyvalerolactone, poly-e-caprolactone, poly(3-

hydroxybutyrate), poly(3-hydroxyvalerate), polytartronic acid, and poly(B-malonic acid).

A probe according to any one of the preceding claims, wherein the fluorochromes have excitation and emission
wavelengths between 650 nm and 1300 nm.

Aprobe according to any one of the preceding claims, wherein the fluorochrome is selected from the group consisting
of Cy5.5, Cy5, IRD41, IRD700, NIR-1, and LadJolla Blue.

A probe according to any one of the preceding claims, wherein fluorescence quenching is achieved by linking
fluorochromes to the polymeric backbone at a high density such that self-quenching is induced.

A probe according to any one of the preceding claims further comprising a targeting moiety.

A probe according to claim 17, wherein the targeting moiety can be either covalently or non-covalently bound to the
probe.

A probe according to claim 18, wherein the targeting moiety is selected from the group consisting of an antibody,
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an antibody fragment, a receptor-binding polypeptide, and a receptor-binding polysaccharide.

A probe according to any one of the preceding claims, wherein at least one of the near infrared fluorochromes is
placed at a suitable distance from a second fluorochrome which is an energy acceptor to permit quenching of the
near infrared fluorochrome.

Use of a probe in the manufacture of a preparation for use in an in vivo optical imaging method, the probe comprising
an intramolecularly-quenched fluorescence probe according to any one of the preceding claims, wherein the method
comprises:

(a) administering to a subject the intramolecularly-quenchedfluorescence probe, whereinthe probe accumulates
preferentially in a target tissue;

(b) allowing time for (1) the probe to accumulate preferentially in the target tissue, and (2) an enzyme in the
target tissue to activate the probe by enzymatic cleavage at the fluorescence activation site;

(¢) illuminating the subject with near infrared light of a wavelength absorbable by the fluorochromes; and

(d) detecting fluorescence signal emitted by the fluorochromes.

Patentanspriiche

1.

10.

1.

12.

Intramolekular ausgeldschte Fluoreszenzmarker umfassend eine polymerische Hauptkette und mehrere Nahinfra-
rot-Fluorochrome, die kovalent mit der polymerischen Hauptkette verbunden sind in fluoreszenzausléschenden
wechselwirkungserlaubenden Positionen, trennbar durch enzymatische Spaltung an Fluoreszenzaktivierungsstel-
len, wobei der Marker weiter eine oder mehrere Schutzketten umfasst, die kovalent mit der polymerischen Hauptkette
verbunden sind, wobei die eine oder mehreren Schutzketten ausgewahlt sind aus der Gruppe bestehend aus Po-
lyethylenglykol (PEG), Methoxypolyethylenglykol (MPEG), Polyethylenglykoldiazid, PEG-Monoamin, MPEG-Mono-
amin, MPEG-Hydrazid, MPEG-Imidazol, Methoxypolypropylenglykol, Copolymere von Polyethylenglykol und Me-
thoxypolypropylenglykol, Dextran und Hydroxypropion-polyglykolische Saure.

Markergeman Anspruch 1, wobei die Fluoreszenzaktivierungsstellen sich in der polymerischen Hauptkette befinden.

Marker geméR Anspruch 1, wobei jedes Fluorochrom durch einen Spacer, der eine Fluoreszenzaktivierungsstelle
beinhaltet, mit der polymerischen Hauptkette verbunden ist.

Marker geman Anspruch 3, wobei der Spacer ein Oligopeptid ist.
Marker gemén einem der vorangehenden Anspriiche, wobei Spaltung durch ein Enzym erreicht wird.

Marker gemaf einem der vorangehenden Anspriiche, wobei Spaltung durch ein Enzym, dass in einem Zielgewebe
vorhanden ist, erreicht wird.

Marker gemaB einem der vorangehenden Anspriiche, wobei die Fluorochrome direkt mit der Hauptkette verbunden
sind und Spaltung der Hauptkette durch Spaltung mit Trypsin erreicht wird.

Marker geman Anspruch 4, wobei Spaltung erreicht wird durch Spaltung mit Cathepsin D oder dem prostataspezi-
fischen Antigen (PSA).

Marker gemén einem der vorangehenden Anspriiche, wobei die polymerische Hauptkette ein Polypeptid gebildet
aus L-Aminoséuren ist.

Marker geman Anspruch 9, wobei das Polypeptid ein Poly-L-Lysin ist.
Marker geman einem der Anspriiche 1 bis 8, wobei die polymerische Hauptkette ein biokompatibles Polymer aus-
gewahlt aus der Gruppe bestehend aus Nukleinsdure, Polypeptide, Polyethylenamine, Polysaccharide, Polyamido-

amine, Polyakrylséure, Polyalkohole und synthetische Polymere ist.

Marker geméB Anspruch 11, wobei das Polypeptid Polylysin ist.

10
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Marker gemanB Anspruch 11, wobei das synthetische Polymer ausgewahlt ist aus der Gruppe bestehend aus Poly-
glykolséure, Polyhydroxypropionséure, Poly(glykolische-co-Hydroxypropion)-Séaure, Polydioxanon, Polyvalerolak-
ton, Poly-g-caprolakton, Poly(3-Hydroxybutyrat), Poly(3-Hydroxyvalerat), Polytartronséure und Poly(B-Malonséure).

Marker geméan einem der vorangehenden Anspriiche, wobei die Fluorochrome Anregungs- und Emissionswellen-
l&ngen zwischen 650 nm und 1300 nm haben.

Marker geménB einem der vorangehenden Anspriiche, wobei das Fluorochrom ausgewahlt ist aus der Gruppe be-
stehend aus Cy5.5, Cy5, IRD41, IRD700, NIR-1 und Ladolla Blau.

Marker gemén einem der vorangehenden Anspriiche, wobei Fluoreszenzausléschung erreicht wird durch Verbinden
der Fluorochrome mit der polymerischen Hauptkette bei einer hohen Dichte, sodass Selbstausléschung induziert
wird.

Marker gemén einem der vorangehenden Anspriiche weiter umfassend eine Zielrest.

Marker geméan Anspruch 17, wobei die ZielRest entweder kovalent oder nicht kovalent an den Marker gebunden
sein kann.

Marker gemaB Anspruch 18, wobei die Zielrest ausgewahlt ist aus der Gruppe bestehend aus einem Antikdrper,
einem Antikdrperfragment, einem Rezeptor bindenden Polypeptid, und einem Rezeptor bindenden Polysaccharid.

Marker geménR einem der vorangehenden Anspriiche, wobei zumindest einen von der Nahinfrarotfluorochrome in
einem geeigneten Abstand von einem zweiten Fluorochrom angebracht ist, welches ein Energieakzeptor ist, um
das Ausldschen von dem nahinfraroten Fluorochrom zu erméglichen.

Verwendung eines Markers zum Herstellen eines Praparats zur Verwendung in einem in vivo-optischen Bildge-
bungsverfahren, wobei der Marker einen intramolekular ausgeléschten Fluoreszenzmarker geméf einem der vor-
angehenden Anspriiche umfasst, wobei das Verfahren umfasst:

(a) Verabreichen der intramolekular ausgeléschten Fluoreszenzmarker an ein Subjekt, wobei der Marker vor-
zugsweise sich in einem Zielgewebe anreichert;

(b) Zeit lassen (1), dass sich der Marker vorzugsweise in dem Zielgewebe anreichert, und (2) ein Enzym im
Zielbereich den Marker durch enzymatische Spaltung an der Fluoreszenzaktivierungsstelle aktiviert;

(c) Beleuchten des Objekts mit Nahinfrarotlicht einer durch die Fluorochrome absorbierbaren Wellenlange; und
(d) Detektieren des Fluoreszenzsignals, das durch die Fluorochrome emittiert wird.

Revendications

Sonde de type a fluorescence atténuée de fagon intramoléculaire comprenant un squelette polymére et plusieurs
fluorochromes dans le proche infrarouge liés de maniere covalente au squelette polymére dans des positions de
type atténuant |a fluorescence - autorisant les interactions - aptes a étre séparés par clivage enzymatique aux sites
d’activation de fluorescence, la sonde comprenant en outre une ou plusieurs chaines protectrices liées de maniére
covalente au squelette polymeére, dans laquelle une, ou plusieurs chaines protectrices sont choisies dans le groupe
constitué par le polyéthyléne glycol (PEG), le méthoxypolyéthyléne glycol (MPEG), le polyéthyléne glycol diacide,
le PEG monoamine, le MPEG monoamine, le MPEG hydrazide, le MPEG imidazole, le méthoxypolypropyléne glycol,
des copolyméres de polyéthyléne glycol et de méthoxypolypropyléne glycol, le dextrane et 'acide polylactique-

polyglycolique.

Sonde selon la revendication 1, dans laquelle les sites d’activation de fluorescence sont situés dans le squelette
polymére.

Sonde selon la revendication 1, dans laquelle chaque fluorochrome est lié au squelette polymére par un espaceur
contenant un site d’activation de fluorescence.

Sonde selon la revendication 3, dans laquelle 'espaceur est un oligopeptide.

11
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Sonde selon 'une quelconque des revendications précédentes, dans laquelle le clivage est réalisé par une enzyme.

Sonde selon I'une quelconque des revendications précédentes, dans laquelle le clivage est réalisé par une enzyme
présente dans un tissu cible.

Sonde selon 'une quelconque des revendications précédentes, dans laquelle les fluorochromes sontliés directement
au squelette et le clivage du squelette est réalisé en clivant avec la trypsine.

Sonde selon la revendication 4, dans laquelle le clivage est réalisé en clivant avec la Cathepsine D ou l'antigéne
spécifique de la prostate (PSA).

Sonde selon I'une quelconque des revendications précédentes, dans laquelle le squelette polymére est un poly-
peptide formé d’acides aminés L.

Sonde selon la revendication 9, dans laquelle le polypeptide est la poly-L-lysine.

Sonde selon 'une quelconque des revendications 1 & 8, dans laquelle le squelette polymére est un polymere
biocompatible choisi dans le groupe constitué par les acides nucléiques, les polypeptides, les polyéthyléneamines,
les polysaccharides, les polyamidoamines, les acides polyacryliques, les polyalcools et les polyméres synthétiques.

Sonde selon la revendication 11, dans laquelle le polypeptide est la polylysine.

Sonde selon la revendication 11, dans laquelle le polymére synthétique est choisi dans le groupe constitué par
lacide polyglycolique, 'acide polylactique, I'acide poly(glycolique-co-lactique), la polydioxanone, la polyvaléro-lac-
tone, la poly € caprolactone, le poly(3-hydroxybutyrate), le poly(3-hydroxyvalérate), l'acide polytartronique et I'acide
poly(B-malonique).

Sonde selon 'une quelconque des revendications précédentes, dans laquelle les fluorochromes ont des longueurs
d’ondes d’excitation et d’émission entre 650 nm et 1300 nm.

Sonde selon 'une quelconque des revendications précédentes, dans laquelle le fluorochrome est choisi dans le
groupe constitué par Cy5.5, Cy5, IRD41, IRD700, NIR-1 et LaJolla Blue.

Sonde selon I'une quelconque des revendications précédentes, dans laquelle l'atténuation de fluorescence est
réalisée en liant les fluorochromes au squelette polymére a une forte densité de sorte qu’une auto atténuation est
induite.

Sonde selon 'une quelconque des revendications précédentes comprenant en outre un reste ciblant.

Sonde selon la revendication 17, dans laquelle le reste ciblant peut étre lié soit de maniére covalente soit de maniere
non-covalente a la sonde.

Sonde selon la revendication 18, dans laquelle le reste ciblant est choisi dans le groupe constitué par un anticorps,
un fragment d’anticorps, un polypeptide se fixant au récepteur, et un polysaccharide se fixant au récepteur.

Sonde selon I'une quelconque des revendications précédentes, dans laquelle au moins un des fluorochromes dans
le proche infrarouge est situé a une distance appropriée d’'un second fluorochrome qui est un accepteur d’énergie
de sorte & permettre I'atténuation du fluorochrome dans le proche infrarouge.

Utilisation d’une sonde dans la fabrication d’une préparation pour une utilisation dans une méthode d’imagerie
optique in vivo, la sonde comprenant une sonde de type & fluorescence atténuée de fagon intramoléculaire selon
'une quelconque des revendications précédentes, dans laquelle la méthode comprend les étapes consistant a :

(a) administrer a un sujet la sonde de type a fluorescence atténuée de fagon intramoléculaire, dans laquelle la
sonde s’accumule de maniére préférée dans un tissu cible ;

(b) prévoir un délai pour (1) que la sonde s’accumule de maniere préférée dans le tissu cible et (2) qu’une
enzyme dans le tissu cible active la sonde par clivage enzymatique au site d’activation de fluorescence ;

(c) éclairer le sujet avec une lumiére dans le proche infrarouge d’une longueur d’onde apte a étre absorbée par
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les fluorochromes ; et
(d) détecter un signal de fluorescence émis par les fluorochromes.

13
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