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ABSTRACT 

In part, the present invention is directed to compositions 
comprising a carrier With a metal binding domain, a metal 
ion, and GLP-1. 
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Figure 3 

HPEGHiHTmplasma —— 

HPEGNiIIITA _ 
-1 

HPHE?'lTAl-plasma — 

urmmn_ 
HPEG—PL+pIasma E 

“PEG-PL : 

Ennis: I I I I 

ll 25 50 75 I00 I25 
2'; GFP bound 



Patent Application Publication Nov. 24, 2005 Sheet 4 0f 7 US 2005/0260259 A1 

Figure 4 
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Figure 5 
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COMPOSITIONS FOR TREATMENT WITH 
GLUCAGON-LIKE PEPTIDE, AND METHODS OF 

MAKING AND USING THE SAME 

RELATED APPLICATIONS 

[0001] This application claims the bene?t of priority to 
US. Provisional Patent Application Ser. No. 60/564,710, 
?led Apr. 23, 2004. 

INTRODUCTION 

[0002] The development of neW drugs, formulations and 
other systems for administration of physiologically active 
peptides and proteins and other therapeutics and materials is 
driven by the need to provide these peptides or proteins or 
other materials to achieve the desirable physiological 
effects. With respect to peptides and proteins, many of them 
have been observed to be unstable in the gastro-intestinal 
tract and therefore may need to be stabiliZed or protected or 
delivered via systemic circulation. In addition, peptides and 
proteins that have loW molecular masses tend to have short 
biological half-lives due to their ef?cient removal from 
systemic circulation via kidneys. For example, a fraction of 
these peptides and proteins can also be removed via reticulo 
endothelial uptake due to recognition by monocyte/mac 
rophages or as a result of opsoniZation by complement 
components. Many peptides and proteins can also lose their 
activity in vivo due to proteolysis (peptide bond cleavage). 

[0003] In part to circumvent these undesirable effects, a 
drug delivery system may be used. There are several drug 
delivery strategies that can be useful for peptide and protein 
delivery in vivo. First, a continuous systemic infusion of 
drug via a pump can be employed. This strategy is proven 
ef?cient in clinical practice but may be impractical for 
outpatients requiring high levels of mobility, associated 
disadvantages of quality of life and potential intravenous 
(IV) line infections. 

[0004] Second, peptides and proteins can be included in an 
implantable pump comprised of a capsule With a membrane 
alloWing diffusion of the drug, for example, at a desirable 
release rate. Due to limited volume of these capsules, 
peptides and proteins are often used in a concentrated 
formulation, Which leads to a loss of solubility due to 
aggregation and potential loss of speci?c activity. In most 
cases, the drug is usually released into the extracellular 
space and distributed in lymphatics. Overall concentration 
of peptide or protein may be affected by local lymph node 
activity and the ef?cacy of lymph node drainage of the 
implantation site. There is also a potential of host reaction to 
capsule material but in general, this side effect is infrequent. 

[0005] Third, the drug release system can be made biode 
gradable as a result of encapsulation or inclusion into 
degradable drug delivery vehicles or carriers, e. g. polymeric 
matrices, particles or membrane vesicles (liposomes). These 
delivery systems are usually either implantable or injectable. 
Implantable drug delivery systems are often placed under 
the epidermis Where the components of the system are 
usually sloWly degraded as a result of biological activity of 
surrounding cells (i.e. as a result of the release of enZymes 
degrading chemical bonds that hold these implants 
together). 
[0006] One example of treatment With a peptide that is 
currently rendered ineffective due to proteolysis is treatment 
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With glucagon-like peptides such as glucagon-like peptide 1 
(GLP-1) and glucagon-like peptide 2 (GLP-2). In particular, 
treatment that involves proteolysis protected GLP-l Would 
be bene?cial for the treatment of diabetes. 

[0007] Diabetes is a disease in Which the body does not 
produce or properly use insulin, a hormone that regulates 
blood sugar. Diabetes is the third most common disease and 
fourth leading cause of death in North America With an 
estimated 18.2 million (6.3% of the population) affected in 
the United States. The annual economic cost of diabetes in 
the US is estimated to be as much as $100 billion, making 
the disease an important clinical and public health problem. 

[0008] There are tWo major types of diabetes: Type 1, 
(5-10% of diabetics) in Which the immune system attacks 
the insulin-producing beta cells of the pancreas and Type 2 
in Which individuals develop resistance to insulin. Untreated 
diabetics are affected by a myriad of complications includ 
ing eye, kidney, nerve and cardiovascular disease. The goal 
of diabetes treatment is to regulate blood sugar levels and 
prevent hyperglycemia. While high blood sugar can be 
controlled in Type II diabetes by lifestyle changes and oral 
anti-hyperglycemic agents, the only standard treatment for 
Type I diabetes, hoWever, is strict control of blood glucose 
levels by insulin therapy by injection, With the associated 
risk of serious hypoglycemic events. More recently, the 
transplantation of insulin-producing pancreatic islet cells 
has been shoWn to be highly effective in reversing diabetes 
in Type I patients. The success of this therapy hoWever 
depends on effective immunosuppression to prevent the 
rejection of the transplanted islets by the autoimmune 
response of the patient, though reports of sustained tolerance 
to the transplant have been reported. 

[0009] The recent ?nding that islet cells can be regener 
ated in diabetic animals by GLP-l has raised the exciting 
possibility of a neW approach for a cure that avoids the need 
for transplantation of islets and its associated complications. 
GLP-l may offer an attractive alternative to islet transplan 
tation, circumventing the complications associated With 
surgery or portal vein administration of islet cells. HoWever, 
this treatment still suffers from a short half life for GLP-l 
due to proteolysis. 

[0010] NeW therapies are still desperately needed to 
relieve patients With diabetes from the neuropathy, nephr 
opathy and retinopathy associated With the current standard 
of treatment, injected insulin. An attractive neW treatment 
presented herein is a drug delivery system that overcomes 
the problems presented above. 

[0011] In part, the present invention is directed toWards 
novel drug delivery systems, and methods of making and 
using the same. 

SUMMARY OF INVENTION 

[0012] In part, the present invention is directed to the use 
of metal bridges to connect a carrier and GLP-1. In certain 
instances, the subject compositions provide a means of 
achieving sustained release of the active agent after admin 
istration to a patient. In certain instances, the release may be 
designed to be other than sustained. As used herein, a “metal 
bridge” comprises the metal binding domain (MBD) of the 
carrier, the MBD of the active agent, and the metal that is 
chelated to both of them. It may be the case that the metal 
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bridge may comprise more than a single metal ion (i.e., 
multiple metal ions) With bridging ligands, provided that the 
MBDs of the carrier and active agent are capable of being 
connected through the metal ions and bridging ligand. It may 
be in the case of GLP-1 that an MBD is not necessary. 

[0013] In part, the present invention is directed to a drug 
delivery system involving a polymeric carrier to Which a 
drug may associate via a metal ion. It has been observed that 
polymeric carriers bearing chelated metal ion can bind 
biologically active peptides and proteins in the absence or 
presence of plasma proteins. The subject compositions, and 
methods of making and using the same, may achieve a 
number of desirable results and features, one or more of 
Which (if any) may be present in any particular embodiment 
of the present invention: 1) protecting peptides and proteins 
and other associated drugs from the interaction With other 
macromolecules and cells; 2) decreasing undesirable immu 
nogenicity of the carrier or peptide/protein/drug; 3) prolong 
ing biological half-life of peptides and proteins and drugs in 
vivo (eg for decreasing glomerular ?ltration in kidneys, 
decreasing kidney and liver uptake, decreasing macrophage 
uptake etc); 4) stabiliZing peptides/proteins/drugs by com 
pleXation With metal ion and carrier. One potential advan 
tage of the metal binding domain of the present invention is 
to afford labile binding With peptides and proteins and other 
drugs Which are capable of forming coordination bonds With 
metal ions (e.g., Zn and Ni). In many instances, coordinate 
bonding affords reversible dissociation of the peptide or 
protein or drug from the polymeric carrier. It may be 
possible to affect the dissociation rate by modulating With 
competitive ligands for the metal ion, such as imidaZole or 
nitrilotriacetic acid (NTA). 

[0014] In certain embodiments, the present invention may 
not require the use of a MBD With GLP-l, in so much as 
certain carriers associate With GLP-l in the absence of a 
MBD. 

[0015] In certain embodiments, the present invention 
relates to a biocompatible composition comprising: a 
carrier With a metal binding domain (MBD); (ii) a metal ion 
chelated to the MBD; and (iii) an active agent With a MBD 
chelated to the metal ion, Wherein after administration of the 
composition to a patient, the active agent is released in a 
sustained manner. It is understood that not all of the active 
agents in a sample of the composition Will necessarily be 
attached to the carrier through the metal ion, but that some 
portion of the active agent may be combined With the carrier. 
LikeWise, it is understood that not all of the metal binding 
domains attached to the carrier Will chelate a metal ion, and 
that not all of the metal ions bound to a metal binding 
domain Will form a coordinate bond With an active agent. 

[0016] In a further embodiment, the present invention 
relates to the composition described above Wherein the 
carrier is one of the folloWing: polymer, micelle, reverse 
micelle, liposome, emulsion, hydrogel, microparticle, nano 
particle, microsphere, colloid or solid surface. In a further 
embodiment, the carrier is a biocompatible polymer. In a 
further embodiment, the carrier is a polymer having a 
molecular Weight ranging from about 100 to about 1,000, 
000 daltons. In a further embodiment, the carrier is a 
polymer having a molecular Weight ranging from about 
10,000 to about 250,000 daltons. In a further embodiment, 
the carrier comprises a poly amino acid. In a further embodi 
ment, the carrier comprises poly-lysine. 
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[0017] In a further embodiment, the present invention 
relates to the above described composition Wherein the 
carrier comprises protective side chains. In a further embodi 
ment, the protective side chain comprises poly(ethylene 
glycol). In a further embodiment, the protective side chain 
comprises alkoXy poly(ethylene glycol). In a further 
embodiment, the protective side chain comprises methoXy 
poly(ethylene glycol) (MPEG). 
[0018] In a further embodiment, the present invention 
relates to the above described composition Wherein the 
metal binding domain comprises a nitrogen containing poly 
carboXylic acid. In a further embodiment, the metal binding 
domain comprises one or more of the folloWing moieties: 
N-(hydroXy-ethyl)ethylenediaminetriacetic acid; nitrilotri 
acetic acid (NTA); ethylene-bis(oXyethylene-nitrilo)tet 
raacetic acid; 1,4,7,10-tetraaZacyclodo-decane-N,N‘,N“,N‘" 
tetraacetic acid; 1,4,7,10-tetraaZa-cyclododecane-N,N‘,N“ 
triacetic acid; 1,4,7-tris(carboXymethyl)-10-(2‘ 
hydroXypropyl)-1,4,7,10-tetraarocyclodecane; 1,4,7 
triaZacyclonane-N,N‘,N“-triacetic acid; 1,4,8,11 
tetraaZacyclotetra-decane-N,N‘,N“,N‘"-tetraacetic acid; 
diethylenetriamine-pentaacetic acid (DTPA); ethylenedicys 
teine; bis(aminoethanethiol)carboXylic acid; triethylenetet 
raamine-heXaacetic acid; ethylenediamine-tetraacetic acid 
(EDTA); 1,2-diaminocycloheXane-N,N,N‘,N‘-tetraacetic 
acid; or polypeptide. In a further embodiment, the polypep 
tide in the metal binding domain has the formula: (AxHy)p 
Where A is any amino acid residue, H is histidine, X is an 
integer from 0-6; y is an integer from 1-6; and p is an integer 
from 1-6. 

[0019] In a further embodiment, the present invention 
relates to the above described composition Wherein the 
metal ion is a transition metal ion. In a further embodiment, 
the metal ion is one or more of the folloWing: Zn2+, Ni2+, 
C02", Fez", Mn2+, or Cu2+. 
[0020] In a further embodiment, the present invention 
relates to the above described composition Wherein the 
active agent is one of the folloWing: a diagnostic, targeting 
moiety, or therapeutic agent. In a further embodiment, the 
present invention relates to the above described composition 
Wherein more than one type of active agent forms a coor 
dinate bond With the metal binding domain of the polymeric 
carrier. In a further embodiment, the active agent is a 
therapeutic agent comprising a protein, peptide, peptidomi 
metic, deoXyribonucleic acid, ribonucleic acid, oligonucle 
otide, other nucleic acid, oligosaccharide, antibody or pro 
teoglycan. 
[0021] In a further embodiment, the present invention 
relates to the above described composition Wherein the 
carrier comprises poly-L-lysine, the protective side chain 
comprises MPEG, the metal binding domain comprises 
NTA, the metal ion is Ni“, and the active agent is GLP-l. 

[0022] In a further embodiment, the present invention 
relates to the above described composition Wherein the 
carrier comprises poly-L-lysine, the protective side chain 
comprises MPEG, the metal binding domain comprises 
NTA, the metal ion is Zn“, and the active agent is GLP-l. 

[0023] In another embodiment, the present invention 
relates to a pharmaceutical composition comprising any of 
the above described compositions. In a further embodiment, 
the pharmaceutical composition is an injectable composi 
tion. 
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[0024] In another embodiment, the present invention 
relates to a composition comprising: a carrier With a metal 
binding domain (MBD), a metal ion chelated to the MBD of 
the carrier, one or more protective side chains covalently 
bonded to the carrier, and an active agent With a MBD 
chelated to the metal ion. In a further embodiment, the 
carrier comprises a polymer. In a further embodiment, the 
protective sidechain comprises poly(ethylene glycol). In a 
further embodiment, the protective sidechain comprises 
alkoxy poly(ethyleneglycol). In a further embodiment, the 
protective sidechain comprises methoxy poly(ethylenegly 
col) (MPEG). In a further embodiment, the active agent is a 
therapeutic agent. In a further embodiment, the active agent 
is a peptide or protein. 

[0025] The present invention provides a number of meth 
ods of making the subject compositions. Examples of such 
methods include those described in the Exempli?cation 
beloW. 

[0026] In another embodiment, the present invention 
relates to a method of treatment, comprising administering 
any of the above described compositions. In a further 
embodiment, the present invention relates to a method of 
treating diabetes, obesity, AlZheimer’s, or cardiovascular 
problems comprising administering any of the above 
described compositions. 

[0027] In another embodiment, the present invention 
relates to a kit comprising a composition comprising: a 
carrier With a MBD; (ii) a metal ion chelated to the MBD of 
the carrier; and (iii) an active agent With a MBD chelated to 
the metal ion. Uses for such kits include, for example, 
therapeutic applications. Such kits may have a variety of 
uses, including, for example, imaging, targeting, diagnosis, 
therapy, vaccination, and other applications. 

[0028] In another aspect, the compositions of the present 
invention may be used in the manufacture of a medicament 
for any number of uses, including for example treating any 
disease or other treatable condition of a patient. In still other 
aspects, the present invention is directed to a method for 
formulating biocompatible compositions of the present 
invention in a pharmaceutically acceptable carrier. 

[0029] These embodiments of the present invention, other 
embodiments, and their features and characteristics, Will be 
apparent from the description, draWings and claims that 
folloW. 

BRIEF DESCRIPTION OF DRAWINGS 

[0030] FIG. 1 depicts a graph shoWing the binding of 
hrGH to polymers in the presence of Zn and Ni cations. 
SiZe-separation on Centricon YM-lOO membrane suggests 
that approximately 1 mg of rhGH binds to 100 mg of 
MPEGs-PL-ZnNTA. 

[0031] FIG. 2 depicts a chromatogram shoWing elution 
pro?les of 125I-labled rhGH (squares) and rhGH complex 
With MPEGs-PL-ZnNTA (circles) on SEC-5 siZe-exclusion 
HPLC column. The pro?le of time-dependent elution shoWs 
that a fraction of the complex of labeled hormone With 
MPEGs-PL-ZnNTA elutes earlier than the free hormone 
suggesting a complex formation. 

[0032] FIG. 3 depicts a bar-graph shoWing histidine 
tagged-GFP binding yields after separation of complexes 
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With MPEGs-PL-NTA (Ni or Zn salts), MPEGs-PL or 
MPEGs-PL-succinate in the presence or absence of blood 
plasma. The graph shoWs that complex formation With metal 
salts of MPEGs-PL-NTA is equally possible in the presence 
or absence of bulk protein of plasma. 

[0033] FIG. 4 depicts a bar graph shoWing the levels of 
GFP in plasma of animals injected With a histidine tagged 
GFP (control); and complexes of histidine tagged-GFP With 
MPEGs-PL-ZnNTA and MPEGs-PL-NiNTA. The graph 
shoWs signi?cantly higher in vivo levels of GFP in blood in 
the case of Ni-complex suggesting prolonged circulation of 
histidine tagged-GFP bound to MPEGs-PL-NiNTA carrier. 

[0034] FIG. 5 depicts N-terminal cleavage at the Ala2 
position by dipeptidyl peptidase IV (DPP-IV) in GLP-l 
amide. 

[0035] FIG. 6 depicts a protected graft copolymer (PGC) 
nanocarrier With PharmaIn reversible binding (PRB) 
(reversible binding that comprises a metal ion bridge). 

[0036] FIG. 7 depicts an example of binding isotherm for 
the interaction. ITC is a true in-solution method. 

DETAILED DESCRIPTION OF INVENTION 

[0037] De?nitions 

[0038] For convenience, before further description of the 
present invention, certain terms employed in the speci?ca 
tion, examples and appended claims are collected here. 
These de?nitions should be read in light of the remainder of 
the disclosure and understood as by a person of skill in the 
art. Unless de?ned otherWise, all technical and scienti?c 
terms used herein have the same meaning as commonly 
understood by a person of ordinary skill in the art. 

[0039] The articles “a” and “an” are used to refer to one or 
to more than one (i.e., to at least one) of the grammatical 
object of the article. By Way of example, “an element” 
means one element or more than one element. 

[0040] The term “plurality” means more than one. 

[0041] The terms “comprise” and “comprising” are used 
in the inclusive, open sense, meaning that additional ele 
ments may be included. 

[0042] The term “including” is used to mean “including 
but not limited to”. “Including” and “including but not 
limited to” are used interchangeably. 

[0043] The term “Glucagon-like Peptide-1”, “GLP-l”, or 
“GLP-l amide” is art recogniZed, and is an intestinal hor 
mone that increases insulin secretion. This de?nition 
includes derivatives and fragments thereof that have sub 
stantially the same biological effect as naturally occurring 
GLP-l. GLP-l may be isolated or synthetically prepared. 
Derivatives and fragments may also be isolated or syntheti 
cally prepared. 

[0044] The term “backbone polymer” is art-recogniZed 
and refers to any linear or branched polymer or copolymer 
from Which pendant side chains may be chemically linked. 

[0045] The term “carrier” refers to any substance capable 
of supporting a metal binding domain Which in turn chelate 
at least one metal ion Which in turn coordinates at least one 
active agent. 
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[0046] The term “protective side chain” is art recognized 
and refers to any side chain chemical moiety chemically 
linked to the backbone polymer or other type of carrier that 
is capable of providing protection for a therapeutic agent 
also associated With the backbone polymer or other type of 
carrier. In some instances, the protective side chain is 
capable of protecting the therapeutic agent through sterics. 
In certain embodiments, the protective side chain is linear or 
branched polymer or copolymer. 

[0047] The term “chemically linked” is art-recogniZed and 
refers to tWo atoms or chemical moieties bonded together 
through either a covalent, ionic, or hydrogen bond. 

[0048] The term “metal binding domain” is art-recogniZed 
and refers to any conformational arrangement of several 
chemical groups that is capable of forming a complex 
betWeen the metal ion and the chemical groups by coordi 
nate bonds. 

[0049] The term “chelated” is art-recogniZed and refers to 
a metal ion coordinated With a LeWis Base of a chemical 
moiety. In certain instances, When the moiety Would be 
deemed a bidentate ligand, the metal ion and the moiety 
form a ring. 

[0050] The term “chelating group” is art-recogniZed and 
refers to a molecule, often an organic one, and often a LeWis 
base, having tWo or more unshared electron pairs available 
for donation to a metal ion. The metal ion is usually 
coordinated by tWo or more electron pairs to the chelating 
agent. The terms, “bidentate chelating agent”, “tridentate 
chelating agent”, and “tetradentate chelating agent” are 
art-recogniZed and refer to chelating agents having, respec 
tively, tWo, three, and four electron pairs readily available 
for simultaneous donation to a metal ion coordinated by the 
chelating agent. Usually, the electron pairs of a chelating 
agent forms coordinate bonds With a single metal ion; 
hoWever, in certain examples, a chelating agent may form 
coordinate bonds With more than one metal ion, With a 
variety of binding modes being possible. 

[0051] The term “non-liposomic carrier” refers to carriers 
that do not have the properties of liposomes. It is understood 
by those ordinarily skilled in the art that liposomes are 
vesicles With an internal cavity and an external surface, and 
further that the location of a MBD in either the internal or 
external portion Would effect the properties of the compo 
sitions of the present invention. For example, in certain 
applications an external MBD Would be desirable for the 
sloW release of a therapeutic agent. 

[0052] The term “biocompatible composition” as used 
herein means that the composition in question, upon implan 
tation in a subject, does not elicit a detrimental response 
sufficient to result in the rejection of the composition or to 
render it inoperable, for example through degradation. To 
determine Whether any subject composition is biocompat 
ible, it may be necessary to conduct a toxicity analysis. Such 
assays are Well knoWn in the art. One non-limiting example 
of such an assay for analyZing a composition of the present 
invention Would be performed With live carcinoma cells, 
such as GT3TKB tumor cells, in the folloWing manner: 
various amounts of subject compositions are placed in 
96-well tissue culture plates and seeded With human gastric 
carcinoma cells (GT3TKB) at 104/Well density. The 
degraded products are incubated With the GT3TKB cells for 
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48 hours. The results of the assay may be plotted as % 
relative groWth versus amount of compositions in the tissue 
culture Well. In addition, compositions of the present inven 
tion may also be evaluated by Well-knoWn in vivo tests, such 
as subcutaneous implantations in rats to con?rm that they do 
not cause signi?cant levels of irritation or in?ammation at 
the subcutaneous implantation sites. 

[0053] The term “treating” is art recogniZed and includes 
preventing a disease, disorder or condition from occurring in 
a patient Which may be predisposed to the disease, disorder 
and/or condition but has not yet been diagnosed as having it; 
inhibiting the disease, disorder or condition, e.g., impeding 
its progress; and relieving the disease, disorder or condition, 
e.g., causing regression of the disease, disorder and/or 
condition. Treating the disease or condition includes ame 
liorating at least one symptom of the particular disease or 
condition, even if the underlying pathophysiology is not 
affected. Treating includes, Without limitation, use of the 
subject compositions With a diagnostic for diagnostic pur 
poses as Well as a targeting moiety or an antigen. 

[0054] The term “active agent” includes Without limita 
tion, therapeutic agents, diagnostics, targeting moieties, and 
antigens. 

[0055] The term “therapeutic agent” is art-recogniZed and 
refers to any chemical moiety that is a biologically, physi 
ologically, or pharmacologically active substance that acts 
locally or systemically in a subject. Examples of therapeutic 
agents, also referred to as “drugs”, are described in Well 
knoWn literature references such as the Merck Index, the 
Physicians Desk Reference, and The Pharmacological Basis 
of Therapeutics, and they include, Without limitation, medi 
caments; vitamins; mineral supplements; substances used 
for the treatment, prevention, diagnosis, cure or mitigation 
of a disease or illness; substances Which affect the structure 
or function of the body; or pro-drugs, Which become bio 
logically active or more active after they have been placed 
in a physiological environment. Various forms of a thera 
peutic agent may be used Which are capable of being 
released from the subject composition into adjacent tissues 
or ?uids upon administration to a subject. Examples include 
steroids and esters of steroids (e.g., estrogen, progesterone, 
testosterone, androsterone, cholesterol, norethindrone, 
digoxigenin, cholic acid, deoxycholic acid, and chenode 
oxycholic acid), boron-containing compounds (e.g., carbo 
rane), chemotherapeutic nucleotides, drugs (e.g., antibiotics, 
antivirals, anti?ngals), enediynes (e.g., calicheamicins, 
esperamicins, dynemicin, neocarZinostatin chromophore, 
and kedarcidin chromophore), heavy metal complexes (e.g., 
cisplatin), hormone antagonists (e.g., tamoxifen), non-spe 
ci?c (non-antibody) proteins (e.g., sugar oligomers), oligo 
nucleotides (e.g., antisense oligonucleotides that bind to a 
target nucleic acid sequence (e.g., mRNA sequence)), pep 
tides, proteins, antibodies, photodynamic agents (e.g., 
rhodamine 123), radionuclides (e.g., I-131, Re-186, Re-188, 
Y-90, Bi-212, At-211, Sr-89, Ho-166, Sm-153, Cu-67 and 
Cu-64), toxins (e.g., ricin), and transcription-based pharma 
ceuticals. 

[0056] A “diagnostic” or “diagnostic agent” is any chemi 
cal moiety that may be used for diagnosis. For example, 
diagnostic agents include imaging agents containing radio 
isotopes such as indium or technetium; contrasting agents 
containing iodine or gadolinium; enZymes such as horse 
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radish peroxidase, GFP, alkaline phosphatase, or ot-galac 
tosidase; ?uorescent substances such as europium deriva 
tives; luminescent substances such as N-methylacrydium 
derivatives or the like. 

[0057] “Diagnosis” is intended to encompass diagnostic, 
prognostic, and screening methods. 

[0058] The term “targeting moiety” refers to any molecu 
lar structure Which assists the construct in localiZing to a 
particular target area, entering a target cell(s), and/or binding 
to a target receptor. For example, lipids (including cationic, 
neutral, and steroidal lipids, virosomes, and liposomes), 
antibodies, lectins, ligands, sugars, steroids, hormones, 
nutrients, and proteins may serve as targeting moieties. 

[0059] A “target” shall mean a site to Which targeted 
constructs bind. A target may be either in vivo or in vitro. In 
certain embodiments, a target may be a tumor (e.g., tumors 
of the brain, lung (small cell and non-small cell), ovary, 
prostate, breast and colon as Well as other carcinomas and 
sarcomas). In other embodiments, a target may be a site of 
infection (e.g., by bacteria, viruses (e.g., HIV, herpes, hepa 
titis) and pathogenic fungi (Candida sp.). In still other 
embodiments, a target may refer to a molecular structure to 
Which a targeting moiety binds, such as a hapten, epitope, 
receptor, dsDNA fragment, carbohydrate or enZyme. Addi 
tionally, a target may be a type of tissue, e.g., neuronal 
tissue, intestinal tissue, pancreatic tissue etc. 

[0060] The term “antigen” refers to any molecule or 
compound that speci?cally binds to an antigen binding site. 

[0061] The term “antigen binding site” refers to a region 
of an antibody construct that speci?cally binds an epitope on 
an antigen. 

[0062] The term “antibody” is art-recogniZed and intended 
to include Whole antibodies, e.g., of any isotype (IgG, IgA, 
IgM, IgE, etc.), and includes fragments thereof Which are 
also speci?cally reactive With a vertebrate, e. g., mammalian, 
protein. Antibodies may be fragmented using conventional 
techniques and the fragments screened for utility in the same 
manner as described above for Whole antibodies. Thus, the 
term includes segments of proteolytically-cleaved or recom 
binantly-prepared portions of an antibody molecule that are 
capable of selectively reacting With a certain protein. The 
subject invention may include polyclonal, monoclonal or 
other puri?ed preparations of antibodies and recombinant 
antibodies. 

[0063] The phrases “systemic administration, adminis 
tered systemically,”“peripheral administration” and “admin 
istered peripherally” are art-recogniZed, and include the 
administration of a subject composition or other material at 
a site remote from the disease being treated. Administration 
of a subject composition directly into, onto or in the vicinity 
of a lesion of the disease being treated, even if the compo 
sition is subsequently distributed systemically, may be 
termed “local” or “topical” or “regional” administration, 
other than directly into the central nervous system, e.g., by 
subcutaneous administration, such that it enters the patient’s 
system and, thus, is subject to metabolism and other like 
processes. 

[0064] The phrase “therapeutically effective amount” is an 
art-recogniZed term. In certain embodiments, the term refers 
to an amount of the therapeutic agent that, When bridged 
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through a metal ion to a carrier of the present invention, 
produces some desired effect at a reasonable bene?t/risk 
ratio applicable to any medical treatment. In certain embodi 
ments, the term refers to that amount necessary or suf?cient 
to eliminate, reduce or maintain (e.g., prevent the spread of) 
a tumor or other target of a particular therapeutic regimen. 
The effective amount may vary depending on such factors as 
the disease or condition being treated, the particular targeted 
constructs being administered, the siZe of the subject or the 
severity of the disease or condition. One of ordinary skill in 
the art may empirically determine the effective amount of a 
particular compound Without necessitating undue experi 
mentation. In certain embodiments, the term refers to that 
amount necessary or suf?cient for a use of the subject 
compositions described herein. 

[0065] The term “naturally-occurring”, as applied to an 
object, refers to the fact that an object may be found in 
nature. For example, a carrier that may be isolated from a 
source in nature and Which has not been intentionally 
modi?ed by man in the laboratory is naturally-occurring. 

[0066] The term “porous particles” refers to particles 
having a total mass density less than about 0.4 g/cm3. The 
mean diameter of the particles can range, for example, from 
about 100 nm to 15 pm, or larger depending on factors such 
as particle composition. 

[0067] The term “ligand” is art-recogniZed and refers to a 
species that interacts in some fashion With another species. 
In one example, a ligand may be a Lewis base that is capable 
of forming a coordinate bond With a LeWis Acid. In other 
examples, a ligand is a species, often organic, that forms a 
coordinate bond With a metal ion. Ligands, When coordi 
nated to a metal ion, may have a variety of binding modes 
knoW to those of skill in the art, Which include, for example, 
terminal (i.e., bound to a single metal ion) and bridging (i.e., 
one atom of the LeWis base bound to more than one metal 

ion). 
[0068] The terms “labile” and “non-labile” are art-recog 
niZed and are usually used in this context in reference to a 
ligand bonded to a metal ion. Without intending to limit or 
modify the de?nition for the term as it is knoWn in the art, 
a labile ligand may be understood to be a ligand Whose bond 
to the metal ion is expected to break under certain circum 
stances. 

[0069] The term “cis” is art-recogniZed and refers to the 
arrangement of tWo atoms or groups around a central metal 
atom such that the atoms or groups are next to each other. 

[0070] The term “trans” is art-recogniZed and refers to the 
arrangement of tWo atoms or groups around a central metal 
atom such that the atoms or groups are not next to each other 
and are on opposite sides of the central metal atom. 

[0071] The terms “LeWis acid” and “LeWis acidic” are 
art-recogniZed and refer to chemical moieties Which can 
accept a pair of electrons from a LeWis base as de?ned 
above. 

[0072] The terms “LeWis base” and “LeWis basic” are 
art-recogniZed and generally refer to a chemical moiety 
capable of donating a pair of electrons under certain reaction 
conditions. It may be possible to characteriZe a LeWis base 
as donating a single electron in certain complexes, depend 
ing on the identity of the LeWis base and the metal ion, but 
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for most purposes, however, a Lewis base is best understood 
as a tWo electron donor. Examples of LeWis basic moieties 
include uncharged compounds such as alcohols, thiols, and 
amines, and charged moieties such as alkoxides, thiolates, 
carbanions, and a variety of other organic anions. In certain 
examples, a LeWis base may consist of a single atom, such 
as oxide (02'). In certain, less common circumstances, a 
LeWis base or ligand may be positively charged. A LeWis 
base, When coordinated to a metal ion, is often referred to as 
a ligand. Further description of ligands relevant to the 
present invention is presented herein. 

[0073] The term “covalent bond” is art-recogniZed and 
refers to a bond betWeen tWo atoms Where electrons are 
attracted electrostatically to both nuclei of the tWo atoms, 
and the net effect of increased electron density betWeen the 
nuclei counterbalances the internuclear repulsion. The term 
covalent bond includes coordinate bonds When the bond is 
With a metal ion. 

[0074] The term “coordination” is art-recogniZed and 
refers to an interaction in Which one multi-electron pair 
donor coordinatively bonds (is “coordinated”) to one metal 
ion. 

[0075] The term “coordinate bond” is art-recogniZed and 
refers to an interaction betWeen an electron pair donor and 
a coordination site on a metal ion leading to an attractive 
force betWeen the electron pair donor and the metal ion. The 
use of this term is not intended to be limiting, in so much as 
certain coordinate bonds may also be classi?ed as having 
more or less covalent character (if not entirely covalent 
character) depending on the nature of the metal ion and the 
electron pair donor. 

[0076] The term “coordination site” is art-recogniZed and 
refers to a point on a metal ion that can accept an electron 
pair donated, for example, by a liquid or chelating agent. 

[0077] The term “free coordination site” is art-recogniZed 
and refers to a coordination site on a metal ion that is vacant 
or occupied by a species that is Weakly donating. Such 
species is readily displaced by another species, such as a 
LeWis base. 

[0078] The term “coordination number” is art-recogniZed 
and refers to the number of coordination sites on a metal ion 
that are available for accepting an electron pair. 

[0079] The term “coordination geometry” is art-recog 
niZed and refers to the manner in Which coordination sites 
and free coordination sites are spatially arranged around a 
metal ion. Some examples of coordination geometry include 
octahedral, square planar, trigonal, trigonal biplanar and 
others knoWn to those of skill in the art. 

[0080] The term “complex” is art-recogniZed and refers to 
a compound formed by the union of one or more electron 
rich and electron-poor molecules or atoms capable of inde 
pendent existence With one or more electronically poor 
molecules or atoms, each of Which is also capable of 
independent existence. A “coordination complex” is one 
type of a complex, in Which there is a coordinate bond 
betWeen a metal ion and an electron pair donor. A transition 
metal complex is a coordination complex in Which the metal 
ion is a transition metal ion. In general, the terms “com 
pound,”“composition,”“agent” and the like discussed herein 
include complexes, coordination complexes and transition 
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metal complexes. As a general matter, the teachings of 
Advanced Inorganic Chemistry by Cotton and Wilkinson are 
referenced as supplementing the de?nitions herein in regard 
to coordination complexes and related matters. 

[0081] In certain circumstances, a coordination complex 
may be understood to be composed of its constitutive 
components. For example, a coordination complex may 
have the folloWing components: one or more metal ions, 
Which may or may not be the same atom, have the same 
charge, coordination number or coordination geometry and 
the like; and (ii) one or more LeWis bases that form 
coordinate bonds With the metal ion(s). Examples of such 
LeWis bases include chelating agents and ligands. Examples 
of such chelating agents and ligands include the metal 
binding domains and therapeutic agents of the present 
invention. 

[0082] If a transitional metal complex is charged, in that 
the transition metal ion and any LeWis bases, in the aggre 
gate, are not neutral, then such a complex Will usually have 
one or more counterions to form a neutral compound. Such 
counterions may or may not be considered part of the 
coordination complex depending on hoW the term coordi 
nation complex is used. Counterions generally do not form 
coordinate bonds to the metal ion, although they may be 
associated, often in the solid state, With the metal ion or 
LeWis bases that make up the coordination complex. Some 
examples of counterions include monoanions such as nitrate, 
chloride, tetra?uoroborate, hexa?uorophosphate, and mono 
carboxylates having the general formula RCOO‘, and dian 
ions such as sulfate. In some cases, coordination complexes 
themselves may serve as counterions to another coordination 

complex, as in Magnus (green) salt [Pt(NH3)4]2+[PtCl4]2_. 

[0083] The same chemical moiety may be either a ligand 
or a counterion to a coordination complex. For example, the 
anionic ligand chloride may be either coordinately bound to 
a metal ion or may act as a counterion Without any need for 
bond formation. The exact form observed for chloride in any 
coordination complex Will depend on a variety of factors, 
including theoretical considerations, such as kinetic versus 
thermodynamic effects, and the actual synthetic procedures 
utiliZed to make the coordination complex, such as the 
extent of reaction, acidity, concentration of chloride. These 
considerations are applicable to other counterions as Well. 

[0084] Additionally, a coordination complex may be sol 
vated. Solvation refers to molecules, usually of solvent and 
often Water, that associate With the coordination complex in 
the solid state. Again, as for counterions, such solvation 
molecules may or may not be considered part of the coor 
dination complex depending on hoW the term coordination 
complex is used. 

[0085] The term “hrGH” is art-recogniZed and refers to 
human recombinant groWth hormone. 

[0086] The term “tether” is art-recogniZed and refers to, as 
used herein, a chemical linking moiety betWeen a metal ion 
center and another chemical moiety, often a therapeutic 
agent. As such, the tether may be considered part of the 
chemical moiety (e.g., therapeutic agent). 

[0087] When used With respect to an active agent, the term 
“sustained release” or “released in a sustained manner” is 
art-recogniZed. For example, a subject composition Which 
releases an active agent over time may exhibit sustained 
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release characteristics, in contrast to a bolus type adminis 
tration in Which the entire amount of the active agent is made 
biologically available at one time. This sustained release 
may result in prolonged delivery of effective amounts of the 
particular active agent. 

[0088] The term “therapeutic effect” is art-recogniZed and 
refers to a local or systemic effect in animals, particularly 
mammals, and more particularly humans caused by a phar 
macologically active substance. The term thus means any 
substance intended for use in the diagnosis, cure, mitigation, 
treatment or prevention of disease or in the enhancement of 
desirable physical or mental development and/or conditions 
in an animal or human. The phrase “therapeutically-effective 
amount” means that amount of such a substance that pro 
duces some desired local or systemic effect at a reasonable 
bene?t/risk ratio applicable to any treatment. The therapeu 
tically effective amount of such substance Will vary depend 
ing upon the subject and disease condition being treated, the 
Weight and age of the subject, the severity of the disease 
condition, the manner of administration and the like, Which 
can readily be determined by one of ordinary skill in the art. 
For example, certain compounds of the present invention, 
such as the subject coordination complex, may be adminis 
tered in a suf?cient amount to produce a at a reasonable 
bene?t/risk ratio applicable to such treatment. 

[0089] The terms “combinatorial library” or “library” are 
art-recogniZed and refer to a plurality of compounds, Which 
may be termed “members,” synthesiZed or otherWise pre 
pared from one or more starting materials by employing 
either the same or different reactants or reaction conditions 
at each reaction in the library. There are a number of other 
terms of relevance to combinatorial libraries (as Well as 
other technologies). The term “identi?er tag” is art-recog 
niZed and refers to a means for recording a step in a series 
of reactions used in the synthesis of a chemical library. The 
term “immobilized” is art-recogniZed and, When used With 
respect to a species, refers to a condition in Which the species 
is attached to a surface With an attractive force stronger than 
attractive forces that are present in the intended environment 
of use of the surface, and that act on the species. The term 
“solid support” is art-recogniZed and refers to a material 
Which is an insoluble matrix, and may (optionally) have a 
rigid or semi-rigid surface. The term “linker” is art-recog 
niZed and refers to a molecule or group of molecules 
connecting a support, including a solid support or polymeric 
support, and a combinatorial library member. The term 
“polymeric support” is art-recogniZed and refers to a soluble 
or insoluble polymer to Which a chemical moiety can be 
covalently bonded by reaction With a functional group of the 
polymeric support. The term “functional group of a poly 
meric support” is art-recogniZed and refers to a chemical 
moiety of a polymeric support that can react With an 
chemical moiety to form a polymer-supported amino ester. 

[0090] The term “synthetic” is art-recogniZed and refers to 
production by in vitro chemical or enZymatic synthesis. 

[0091] The term “meso compound” is art-recogniZed and 
refers to a chemical compound Which has at least tWo chiral 
centers but is achiral due to a plane or point of symmetry. 

[0092] The term “chiral” is art-recogniZed and refers to 
molecules Which have the property of non-superimposabil 
ity of the mirror image partner, While the term “achiral” 
refers to molecules Which are superimposable on their 
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mirror image partner. A “prochiral molecule” is a molecule 
Which has the potential to be converted to a chiral molecule 
in a particular process. 

[0093] The term “stereoisomers” is art-recogniZed and 
refers to compounds Which have identical chemical consti 
tution, but differ With regard to the arrangement of the atoms 
or groups in space. In particular, “enantiomers” refer to tWo 
stereoisomers of a compound Which are non-superimposable 
mirror images of one another. “Diastereomers”, on the other 
hand, refers to stereoisomers With tWo or more centers of 
dissymmetry and Whose molecules are not mirror images of 
one another. 

[0094] Furthermore, a “stereoselective process” is one 
Which produces a particular stereoisomer of a reaction 
product in preference to other possible stereoisomers of that 
product. An “enantioselective process” is one Which favors 
production of one of the tWo possible enantiomers of a 
reaction product. 

[0095] The term “regioisomers” is art-recogniZed and 
refers to compounds Which have the same molecular for 
mula but differ in the connectivity of the atoms. Accordingly, 
a “regioselective process” is one Which favors the produc 
tion of a particular regioisomer over others, e.g., the reaction 
produces a statistically signi?cant increase in the yield of a 
certain regioisomer. 

[0096] The term “epimers” is art-recogniZed and refers to 
molecules With identical chemical constitution and contain 
ing more than one stereocenter, but Which differ in con?gu 
ration at only one of these stereocenters. 

[0097] The term “EDSO” is art-recogniZed and refers to the 
dose of a drug or other compound or coordination complex 
Which produces 50% of its maximum response or effect, or 
alternatively, the dose Which produces a pre-determined 
response in 50% of test subjects or preparations. 

[0098] The term “LDSO” is art-recogniZed and refers to the 
dose of a drug or other compound or coordination complex 
Which is lethal in 50% of test subjects. 

[0099] The term “therapeutic index” is art-recogniZed and 
refers to the therapeutic index of a drug or other compound 
or coordination complex de?ned as LDSO/EDSO. 

[0100] The term “agonist” is art-recogniZed and refers to 
a compound or coordination complex that mimics the action 
of natural transmitter or, When the natural transmitter is not 
knoWn, causes changes at the receptor complex in the 
absence of other receptor ligands. 

[0101] The term “antagonist” is art-recogniZed and refers 
to a compound or coordination complex that binds to a 
receptor site, but does not cause any physiological changes 
unless another receptor ligand is present. 

[0102] The term “competitive antagonist” is art-recog 
niZed and refers to a compound or coordination complex that 
binds to a receptor site; its effects may be overcome by 
increased concentration of the agonist. 

[0103] The term “partial agonist” is art-recogniZed and 
refers to a compound or coordination complex that binds to 
a receptor site but does not produce the maximal effect 
regardless of its concentration. 
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[0104] The term “aliphatic” is art-recogniZed and refers to 
a linear, branched, cyclic alkane, alkene, or alkyne. In 
certain embodiments, aliphatic groups in the present inven 
tion are linear or branched and have from 1 to about 20 
carbon atoms. 

[0105] The term “alkyl” is art-recogniZed, and includes 
saturated aliphatic groups, including straight-chain alkyl 
groups, branched-chain alkyl groups, cycloalkyl (alicyclic) 
groups, alkyl substituted cycloalkyl groups, and cycloalkyl 
substituted alkyl groups. In certain embodiments, a straight 
chain or branched chain alkyl has about 30 or feWer carbon 
atoms in its backbone (e.g., C1-C3O for straight chain, C3-C3O 
for branched chain), and alternatively, about 20 or feWer. 
Likewise, cycloalkyls have from about 3 to about 10 carbon 
atoms in their ring structure, and alternatively about 5, 6 or 
7 carbons in the ring structure. The term “alkyl” is also 
de?ned to include halosubstituted alkyls. 

[0106] Moreover, the term “alkyl” (or “loWer alkyl”) 
includes “substituted alkyls”, Which refers to alkyl moieties 
having substituents replacing a hydrogen on one or more 
carbons of the hydrocarbon backbone. Such substituents 
may include, for example, a hydroXyl, a carbonyl (such as a 
carboXyl, an alkoXycarbonyl, a formyl, or an acyl), a thio 
carbonyl (such as a thioester, a thioacetate, or a thioformate), 
an alkoXyl, a phosphoryl, a phosphonate, a phosphinate, an 
amino, an amido, an amidine, an imine, a cyano, a nitro, an 
aZido, a sulfhydryl, an alkylthio, a sulfate, a sulfonate, a 
sulfamoyl, a sulfonamido, a sulfonyl, a heterocyclyl, an 
aralkyl, or an aromatic or heteroaromatic moiety. It Will be 
understood by those skilled in the art that the moieties 
substituted on the hydrocarbon chain may themselves be 
substituted, if appropriate. For instance, the substituents of 
a substituted alkyl may include substituted and unsubstituted 
forms of amino, aZido, imino, amido, phosphoryl (including 
phosphonate and phosphinate), sulfonyl (including sulfate, 
sulfonamido, sulfamoyl and sulfonate), and silyl groups, as 
Well as ethers, alkylthios, carbonyls (including ketones, 
aldehydes, carboXylates, and esters), —CN and the like. 
Exemplary substituted alkyls are described beloW. 
Cycloalkyls may be further substituted With alkyls, alkenyls, 
alkoXys, alkylthios, aminoalkyls, carbonyl-substituted 
alkyls, —CN, and the like. 

[0107] The term “aralkyl” is art-recogniZed and refers to 
an alkyl group substituted With an aryl group (e.g., an 
aromatic or heteroaromatic group). 

[0108] The terms “alkenyl” and “alkynyl” are art-recog 
niZed and refer to unsaturated aliphatic groups analogous in 
length and possible substitution to the alkyls described 
above, but that contain at least one double or triple bond 
respectively. 
[0109] Unless the number of carbons is otherWise speci 
?ed, “loWer alkyl” refers to an alkyl group, as de?ned above, 
but having from one to about ten carbons, alternatively from 
one to about siX carbon atoms in its backbone structure. 
LikeWise, “loWer alkenyl” and “loWer alkynyl” have similar 
chain lengths. 

[0110] The term “heteroatom” is art-recogniZed and refers 
to an atom of any element other than carbon or hydrogen. 
Illustrative heteroatoms include boron, nitrogen, oXygen, 
phosphorus, sulfur and selenium. 

[0111] The term “aryl” is art-recogniZed and refers to 5-, 
6- and 7-membered single-ring aromatic groups that may 
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include from Zero to four heteroatoms, for eXample, ben 
Zene, pyrrole, furan, thiophene, imidaZole, oXaZole, thiaZole, 
triaZole, pyraZole, pyridine, pyraZine, pyridaZine and pyri 
midine, and the like. Those aryl groups having heteroatoms 
in the ring structure may also be referred to as “aryl 
heterocycles” or “heteroaromatics.” The aromatic ring may 
be substituted at one or more ring positions With such 
substituents as described above, for eXample, halogen, aZide, 
alkyl, aralkyl, alkenyl, alkynyl, cycloalkyl, hydroXyl, 
alkoXyl, amino, nitro, sulfhydryl, imino, amido, phospho 
nate, phosphinate, carbonyl, carboXyl, silyl, ether, alkylthio, 
sulfonyl, sulfonamido, ketone, aldehyde, ester, heterocyclyl, 
aromatic or heteroaromatic moieties, —CF3, —CN, or the 
like. The term “aryl” also includes polycyclic ring systems 
having tWo or more cyclic rings in Which tWo or more 
carbons are common to tWo adjoining rings (the rings are 
“fused rings”) Wherein at least one of the rings is aromatic, 
e.g., the other cyclic rings may be cycloalkyls, cycloalk 
enyls, cycloalkynyls, aryls and/or heterocyclyls. 

[0112] The terms ortho, meta and para are art-recogniZed 
and refer to 1,2-, 1,3- and 1,4-disubstituted benZenes, 
respectively. For eXample, the names 1,2-dimethylbenZene 
and ortho-dimethylbenZene are synonymous. 

[0113] The terms “heterocyclyl” or “heterocyclic group” 
are art-recogniZed and refer to 3- to about 10-membered ring 
structures, alternatively 3- to about 7-membered rings, 
Whose ring structures include one to four heteroatoms. 
Heterocycles may also be polycycles. Heterocyclyl groups 
include, for eXample, thiophene, thianthrene, furan, pyran, 
isobenZofuran, chromene, Xanthene, phenoXanthene, pyr 
role, imidaZole, pyraZole, isothiaZole, isoXaZole, pyridine, 
pyraZine, pyrimidine, pyridaZine, indoliZine, isoindole, 
indole, indaZole, purine, quinoliZine, isoquinoline, quino 
line, phthalaZine, naphthyridine, quinoXaline, quinaZoline, 
cinnoline, pteridine, carbaZole, carboline, phenanthridine, 
acridine, pyrimidine, phenanthroline, phenaZine, phenar 
saZine, phenothiaZine, furaZan, phenoXaZine, pyrrolidine, 
oXolane, thiolane, oXaZole, piperidine, piperaZine, morpho 
line, lactones, lactams such as aZetidinones and pyrrolidi 
nones, sultams, sultones, and the like. The heterocyclic ring 
may be substituted at one or more positions With such 
substituents as described above, as for eXample, halogen, 
alkyl, aralkyl, alkenyl, alkynyl, cycloalkyl, hydroXyl, amino, 
nitro, sulfhydryl, imino, amido, phosphonate, phosphinate, 
carbonyl, carboXyl, silyl, ether, alkylthio, sulfonyl, ketone, 
aldehyde, ester, a heterocyclyl, an aromatic or heteroaro 
matic moiety, —CF3, —CN, or the like. 

[0114] The terms “polycyclyl” or “polycyclic group” are 
art-recogniZed and refer to tWo or more rings (e.g., 
cycloalkyls, cycloalkenyls, cycloalkynyls, aryls and/or het 
erocyclyls) in Which tWo or more carbons are common to 

tWo adjoining rings, e.g., the rings are “fused rings”. Rings 
that are joined through non-adjacent atoms are termed 
“bridged” rings. Each of the rings of the polycycle may be 
substituted With such substituents as described above, as for 
eXample, halogen, alkyl, aralkyl, alkenyl, alkynyl, 
cycloalkyl, hydroXyl, amino, nitro, sulfhydryl, imino, 
amido, phosphonate, phosphinate, carbonyl, carboXyl, silyl, 
ether, alkylthio, sulfonyl, ketone, aldehyde, ester, a hetero 
cyclyl, an aromatic or heteroaromatic moiety, —CF3, —CN, 
or the like. 
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[0115] The term “carbocycle” is art-recogniZed and refers 
to an aromatic or non-aromatic ring in Which each atom of 

the ring is carbon. 

[0116] The term “nitro” is art-recogniZed and refers to 
—NO2; the term “halogen” is art-recogniZed and refers to 
—F, —Cl, —Br or —I; the term “sulfhydryl” is art-recog 
niZed and refers to —SH; the term “hydroxyl” means —OH; 
and the term “sulfonyl” is art-recogniZed and refers to 
—SO2_. “Halide” designates the corresponding anion of the 
halogens, and “pseudohalide” has the de?nition set forth on 
560 of “Advanced Inorganic Chemistry” by Cotton and 
Wilkinson. 

[0117] The terms “amine” and “amino” are art-recogniZed 
and refer to both unsubstituted and substituted amines, e.g., 
a moiety that may be represented by the general formulas: 

[0118] Wherein R50, R51 and R52 each independently 
represent a hydrogen, an alkyl, an alkenyl, —(CH2)m—R61, 
or R50 and R51, taken together With the N atom to Which 
they are attached complete a heterocycle having from 4 to 8 

atoms in the ring structure; R61 represents an aryl, a 

cycloalkyl, a cycloalkenyl, a heterocycle or a polycycle; and 

m is Zero or an integer in the range of 1 to 8. In certain 

embodiments, only one of R50 or R51 may be a carbonyl, 

e.g., R50, R51 and the nitrogen together do not form an 

imide. In other embodiments, R50 and R51 (and optionally 
R52) each independently represent a hydrogen, an alkyl, an 

alkenyl, or —(CH2)m—R61. Thus, the term “alkylamine” 
includes an amine group, as de?ned above, having a sub 

stituted or unsubstituted alkyl attached thereto, i.e., at least 
one of R50 and R51 is an alkyl group. 

[0119] The term “ammine” is art-recogniZed are refers to 
a compound containing an ammonia moiety or moieties 
coordinated to a metal ion. The term “ammonia” is art 

recogniZed an refers to an amine group substituted With 

hydrogens. 

[0120] The term “acylamino” is art-recogniZed and refers 
to a moiety that may be represented by the general formula: 

0 

R50 

[0121] Wherein R50 is as de?ned above, and R54 repre 
sents a hydrogen, an alkyl, an alkenyl or —(CH2)m—R61, 
Where m and R61 are as de?ned above. 
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[0122] The term “amido” is art recogniZed as an amino 
substituted carbonyl and includes a moiety that may be 
represented by the general formula: 

0 

R50 

[0123] Wherein R50 and R51 are as de?ned above. Certain 
embodiments of the amide in the present invention Will not 
include imides Which may be unstable. 

[0124] The term “alkylthio” refers to an alkyl group, as 
de?ned above, having a sulfur radical attached thereto. In 
certain embodiments, the “alkylthio” moiety is represented 
by one of —S-alkyl, —S-alkenyl, —S-alkynyl, and 
—S—(CH2)m—R61, Wherein m and R61 are de?ned above. 
Representative alkylthio groups include methylthio, ethyl 
thio, and the like. 

[0125] The term “carbonyl” is art recogniZed and includes 
such moieties as may be represented by the general formu 
las: 

o 

l / \xso R56 

[0126] Wherein X50 is a bond or represents an oxygen or 
a sulfur, and R55 and R56 represents a hydrogen, an alkyl, 
an alkenyl, —(CH2)m—R61 or a pharmaceutically accept 
able salt, R56 represents a hydrogen, an alkyl, an alkenyl or 
—(CH2 m—R61, Where m and R61 are de?ned above. 
Where X50 is an oxygen and R55 or R56 is not hydrogen, 
the formula represents an “ester”. Where X50 is an oxygen, 
and R55 is as de?ned above, the moiety is referred to herein 
as a carboxyl group, and particularly When R55 is a hydro 
gen, the formula represents a “carboxylic acid”. Where X50 
is an oxygen, and R56 is hydrogen, the formula represents 
a “formate”. In general, Where the oxygen atom of the above 
formula is replaced by sulfur, the formula represents a 
“thiolcarbonyl” group. Where X50 is a sulfur and R55 or 
R56 is not hydrogen, the formula represents a “thiolester.” 
Where X50 is a sulfur and R55 is hydrogen, the formula 
represents a “thiolcarboxylic acid.” Where X50 is a sulfur 
and R56 is hydrogen, the formula represents a “thiolfor 
mate.” On the other hand, Where X50 is a bond, and R55 is 
not hydrogen, the above formula represents a “ketone” 
group. Where X50 is a bond, and R55 is hydrogen, the above 
formula represents an “aldehyde” group. 

X50 

[0127] The terms “alkoxyl” or “alkoxy” are art-recogniZed 
and refer to an alkyl group, as de?ned above, having an 
oxygen radical attached thereto. Representative alkoxyl 
groups include methoxy, ethoxy, propyloxy, tert-butoxy and 
the like. An “ether” is tWo hydrocarbons covalently linked 
by an oxygen. Accordingly, the substituent of an alkyl that 
renders that alkyl an ether is or resembles an alkoxyl, such 
as may be represented by one of —O-alkyl, —O-alkenyl, 
—O-alkynyl, —O—(CH2)m—R61, Where m and R61 are 
described above. 
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[0128] The term “sulfonate” is art recognized and refers to 
a moiety that may be represented by the general formula: 

[0129] in Which R57 is an electron pair, hydrogen, alkyl, 
cycloalkyl, or aryl. 

[0130] The term “sulfate” is art recognized and includes a 
moiety that may be represented by the general formula: 

O 

[0131] in Which R57 is as de?ned above. 

[0132] The term “sulfonamido” is art recogniZed and 
includes a moiety that may be represented by the general 
formula: 

R50 0 

[0133] in Which R50 and R56 are as de?ned above. 

[0134] The term “sulfamoyl” is art-recogniZed and refers 
to a moiety that may be represented by the general formula: 

[0135] in Which R50 and R51 are as de?ned above. 

[0136] The term “sulfonyl” is art-recogniZed and refers to 
a moiety that may be represented by the general formula: 

[0137] in Which R58 is one of the folloWing: hydrogen, 
alkyl, alkenyl, alkynyl, cycloalkyl, heterocyclyl, aryl or 
heteroaryl. 
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[0138] The term “sulfoXido” is art-recogniZed and refers 
to a moiety that may be represented by the general formula: 

—S 

R58 

[0139] in Which R58 is de?ned above. 

[0140] The term “phosphoryl” is art-recogniZed and may 
in general be represented by the formula: 

[0141] Wherein Q50 represents S or O, and R59 represents 
hydrogen, a loWer alkyl or an aryl. When used to substitute, 
e.g., an alkyl, the phosphoryl group of the phosphorylalkyl 
may be represented by the general formulas: 

OR59 OR59 

[0142] Wherein Q50 and R59, each independently, are 
de?ned above, and Q51 represents O, S or N. When Q50 is 
S, the phosphoryl moiety is a “phosphorothioate”. 

[0143] The term “phosphoramidite” is art-recogniZed and 
may be represented in the general formulas: 

[0144] Wherein Q51, R50, R51 and R59 are as de?ned 
above. 

[0145] The term “phosphonamidite” is art-recogniZed and 
may be represented in the general formulas: 

[0146] Wherein Q51, R50, R51 and R59 are as de?ned 
above, and R60 represents a loWer alkyl or an aryl. 

[0147] Analogous substitutions may be made to alkenyl 
and alkynyl groups to produce, for eXample, aminoalkenyls, 
aminoalkynyls, amidoalkenyls, amidoalkynyls, iminoalk 



US 2005/0260259 A1 

enyls, iminoalkynyls, thioalkenyls, thioalkynyls, carbonyl 
substituted alkenyls or alkynyls. 

[0148] The de?nition of each expression, e.g. alkyl, m, n, 
and the like, When it occurs more than once in any structure, 
is intended to be independent of its de?nition elsewhere in 
the same structure. 

[0149] The term “selenoalkyl” is art-recogniZed and refers 
to an alkyl group having a substituted seleno group attached 
thereto. Exemplary “selenoethers” Which may be substituted 
on the alkyl are selected from one of —Se-alkyl, —Se 
alkenyl, —Se-alkynyl, and —Se—(CH2)m—R61, m and 
R61 being de?ned above. 

[0150] The terms tri?yl, tosyl, mesyl, and nona?yl are 
art-recogniZed and refer to tri?uorornethanesulfonyl, p-tolu 
enesulfonyl, methanesulfonyl, and nona?uorobutanesulfo 
nyl groups, respectively. The terms tri?ate, tosylate, mesy 
late, and nona?ate are art-recogniZed and refer to 
tri?uorornethanesulfonate ester, p-toluenesulfonate ester, 
methanesulfonate ester, and nona?uorobutanesulfonate ester 
functional groups and molecules that contain said groups, 
respectively. 

[0151] The abbreviations Me, Et, Ph, Tf, Nf, Ts, and Ms 
represent methyl, ethyl, phenyl, tri?uorornethanesulfonyl, 
nona?uorobutanesulfonyl, p-toluenesulfonyl and methane 
sulfonyl, respectively. A more comprehensive list of the 
abbreviations utiliZed by organic chemists of ordinary skill 
in the art appears in the ?rst issue of each volume of the 
Journal of Organic Chemistry; this list is typically presented 
in a table entitled Standard List of Abbreviations. 

[0152] Certain compounds of the present invention may 
exist in particular geometric or stereoisomeric forms. In 
addition, polymers of the present invention may also be 
optically active. The present invention contemplates all such 
compounds, including cis- and trans-isomers, R- and 
S-enantiomers, diastereomers, (D)-isomers, (L)-isomers, the 
racemic mixtures thereof, and other mixtures thereof, as 
falling Within the scope of the invention. Additional asym 
metric carbon atoms may be present in a substituent such as 
an alkyl group. All such isomers, as Well as mixtures thereof, 
are intended to be included in this invention. 

[0153] If, for instance, a particular enantiomer of com 
pound of the present invention is desired, it may be prepared 
by asymmetric synthesis, or by derivation With a chiral 
auxiliary, Where the resulting diastereomeric mixture is 
separated and the auxiliary group cleaved to provide the 
pure desired enantiomers. Alternatively, Where the molecule 
contains a basic functional group, such as amino, or an 
acidic functional group, such as carboxyl, diastereomeric 
salts are formed With an appropriate optically-active acid or 
base, folloWed by resolution of the diastereomers thus 
formed by fractional crystalliZation or chromatographic 
means Well knoWn in the art, and subsequent recovery of the 
pure enantiomers. 

[0154] It Will be understood that “substitution” or “sub 
stituted With” includes the implicit proviso that such sub 
stitution is in accordance With permitted valence of the 
substituted atom and the substituent, and that the substitu 
tion results in a stable compound, e.g., Which does not 
spontaneously undergo transformation such as by rearrange 
ment, cycliZation, elimination, or other reaction. 
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[0155] The term “substituted” is also contemplated to 
include all permissible substituents of organic compounds. 
In a broad aspect, the permissible substituents include acy 
clic and cyclic, branched and unbranched, carbocyclic and 
heterocyclic, aromatic and nonaromatic substituents of 
organic compounds. Illustrative substituents include, for 
example, those described herein above. The permissible 
substituents may be one or more and the same or different 

for appropriate organic compounds. For purposes of this 
invention, the heteroatoms such as nitrogen may have 
hydrogen substituents and/or any permissible substituents of 
organic compounds described herein Which satisfy the 
valences of the heteroatoms. This invention is not intended 
to be limited in any manner by the permissible substituents 
of organic compounds. 

[0156] For purposes of this invention, the chemical ele 
ments are identi?ed in accordance With the Periodic Table of 
the Elements, CAS version, Handbook of Chemistry and 
Physics, 67th Ed., 1986-87, inside cover. Also for purposes 
of this invention, the term “hydrocarbon” is contemplated to 
include all permissible compounds having at least one 
hydrogen and one carbon atom. In a broad aspect, the 
permissible hydrocarbons include acyclic and cyclic, 
branched and unbranched, carbocyclic and heterocyclic, 
aromatic and nonaromatic organic compounds that may be 
substituted or unsubstituted. 

[0157] The term “protecting group” is art-recogniZed and 
refers to temporary substituents that protect a potentially 
reactive functional group from undesired chemical transfor 
mations. Examples of such protecting groups include esters 
of carboxylic acids, silyl ethers of alcohols, and acetals and 
ketals of aldehydes and ketones, respectively. The ?eld of 
protecting group chemistry has been revieWed by Greene 
and Wuts in Protective Groups in Organic Synthesis (2nd ed., 
Wiley: NeW York, 1991). 
[0158] The term “hydroxyl-protecting group” is art-rec 
ogniZed and refers to those groups intended to protect a 
hydroZyl group against undesirable reactions during syn 
thetic procedures and includes, for example, benZyl or other 
suitable esters or ethers groups knoWn in the art. 

[0159] The term “carboxyl-protecting group” is art-recog 
niZed and refers to those groups intended to protect a 
carboxylic acid group, such as the C-terminus of an amino 
acid or peptide or an acidic or hydroxyl aZepine ring 
substituent, against undesirable reactions during synthetic 
procedures and includes. Examples for protecting groups for 
carboxyl groups involve, for example, benZyl ester, cyclo 
hexyl ester, 4-nitrobenZyl ester, t-butyl ester, 4-pyridylm 
ethyl ester, and the like. 

[0160] The term “amino-blocking group” is art-recog 
niZed and refers to a group Which Will prevent an amino 
group from participating in a reaction carried out on some 
other functional group, but Which can be removed from the 
amine When desired. Such groups are discussed by in Ch. 7 
of Greene and Wuts, cited above, and by Barton, Protective 
Groups in Organic Chemistry ch. 2 (McOmie, ed., Plenum 
Press, NeW York, 1973). Examples of suitable groups 
include acyl protecting groups such as, to illustrate, formyl, 
dansyl, acetyl, benZoyl, tri?uoroacetyl, succinyl, methox 
ysuccinyl, benZyl and substituted benZyl such as 3,4 
dimethoxybenZyl, o-nitrobenZyl, and triphenylmethyl; those 
of the formula —COOR Where R includes such groups as 
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methyl, ethyl, propyl, isopropyl, 2,2,2-trichloroethyl, 1-me 
thyl-1-phenylethyl, isobutyl, t-butyl, t-amyl, vinyl, allyl, 
phenyl, benZyl, p-nitrobenZyl, o-nitrobenZyl, and 2,4 
dichlorobenZyl; acyl groups and substituted acyl such as 
formyl, acetyl, chloroacetyl, dichloroacetyl, trichloroacetyl, 
tri?uoroacetyl, benZoyl, and p-methoxybenZoyl; and other 
groups such as methanesulfonyl, p-toluenesulfonyl, p-bro 
mobenZenesulfonyl, p-nitrophenylethyl, and p-toluenesulfo 
nyl-aminocarbonyl. Preferred amino-blocking groups are 
benZyl (—CH2C6H5), acyl [C(O)R1] or SiR13 Where R1 is 
C1-C4 alkyl, halomethyl, or 2-halo-substituted-(C2-C4 
alkoxy), aromatic urethane protecting groups as, for 
example, carbonylbenZyloxy (CbZ); and aliphatic urethane 
protecting groups such as t-butyloxycarbonyl (Boc) or 
9—?uorenylmethoxycarbonyl (FMOC). 

[0161] The de?nition of each expression, e.g. loWer alkyl, 
m, n, p and the like, When it occurs more than once in any 
structure, is intended to be independent of its de?nition 
elseWhere in the same structure. 

[0162] The term “electron-Withdrawing group” is art-rec 
ogniZed, and refers to the tendency of a substituent to attract 
valence electrons from neighboring atoms, i.e., the substitu 
ent is electronegative With respect to neighboring atoms. A 
quanti?cation of the level of electron-Withdrawing capabil 
ity is given by the Hammett sigma (o) constant. This Well 
knoWn constant is described in many references, for 
instance, March, Advanced Organic Chemistry 251-59 
(McGraW Hill Book Company: NeW York, 1977). The 
Hammett constant values are generally negative for electron 
donating groups (o(P)=-0.66 for NH2) and positive for 
electron WithdraWing groups (o(P)=0.78 for a nitro group), 
o(P) indicating para substitution. Exemplary electron-With 
draWing groups include nitro, acyl, formyl, sulfonyl, trif 
luoromethyl, cyano, chloride, and the like. Exemplary elec 
tron-donating groups include amino, methoxy, and the like. 

[0163] The term “amino acid” is art-recogniZed and refers 
to all compounds, Whether natural or synthetic, Which 
include both an amino functionality and an acid function 
ality, including amino acid analogs and derivatives. 

[0164] The terms “amino acid residue” and “peptide resi 
due” are art-recogniZed and refer to an amino acid or peptide 
molecule Without the —OH of its carboxyl group. 

[0165] The term “amino acid residue” further includes 
analogs, derivatives and congeners of any speci?c amino 
acid referred to herein, as Well as C-terminal or N-terminal 
protected amino acid derivatives (e.g. modi?ed With an 
N-terminal or C-terminal protecting group). 

[0166] The names of the natural amino acids are abbrevi 
ated herein in accordance With the recommendations of 
IUPAC-IUB. 

[0167] A “reversed” or “retro” peptide sequence as dis 
closed herein refers to that part of an overall sequence of 
covalently-bonded amino acid residues (or analogs or 
mimetics thereof) Wherein the normal carboxyl-to amino 
direction of peptide bond formation in the amino acid 
backbone has been reversed such that, reading in the con 
ventional left-to-right direction, the amino portion of the 
peptide bond precedes (rather than folloWs) the carbonyl 
portion. See, generally, Goodman et al. Accounts of Chem. 
Res. 121423 (1979). 
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[0168] The reversed orientation peptides described herein 
include (a) those Wherein one or more amino-terminal 
residues are converted to a reversed (“rev”) orientation (thus 
yielding a second “carboxyl terminus” at the left-most 
portion of the molecule), and (b) those Wherein one or more 
carboxyl-terminal residues are converted to a reversed 
(“rev”) orientation (yielding a second “amino terminus” at 
the right-most portion of the molecule). A peptide (amide) 
bond cannot be formed at the interface betWeen a normal 
orientation residue and a reverse orientation residue. 

[0169] Therefore, certain reversed peptide compounds of 
the invention may be formed by utiliZing an appropriate 
amino acid mimetic moiety to link the tWo adjacent portions 
of the sequences depicted above utiliZing a reversed peptide 
(reversed amide) bond. 
[0170] The reversed direction of bonding in such com 
pounds Will generally, in addition, require inversion of the 
enantiomeric con?guration of the reversed amino acid resi 
dues in order to maintain a spatial orientation of side chains 
that is similar to that of the non-reversed peptide. The 
con?guration of amino acids in the reversed portion of the 
peptides is usually (D), and the con?guration of the non 
reversed portion is usually Opposite or mixed con?gu 
rations are acceptable When appropriate to optimiZe a bind 
ing activity. 
[0171] The term “nucleic acid” is art-recogniZed and 
refers to polynucleotides such as deoxyribonucleic acid 
(DNA), and, Where appropriate, ribonucleic acid (RNA). 
The term should also be understood to include, as equiva 
lents, analogs of either RNA or DNA made from nucleotide 
analogs, and, as applicable to the embodiment being 
described, single-stranded (such as sense or antisense) and 
double-stranded polynucleotides. 

[0172] An “imaging agent” shall mean a composition 
capable of generating a detectable image upon binding With 
a target and shall include radionuclides (e.g., In-111, 
Tc-99m, I-123, I-125 F-18, Ga-67, Ga-680); for Positron 
Emission Tomography (PET) and Single Photon Emission 
Tomography (SPECT), unpair spin atoms and free radicals 
(e.g., Fe, lanthanides, and Gd); and contrast agents (e.g., 
chelated (DTPA) manganese) for Magnetic Resonance 
Imaging (MRI). Imaging agents are discussed in greater 
detail beloW. 

[0173] The term “small molecule” is art-recogniZed and 
refers to a composition Which has a molecular Weight of less 
than about 2000 amu, or less than about 1000 amu, and even 
less than about 500 amu. Small molecules may be, for 
example, nucleic acids, peptides, polypeptides, peptide 
nucleic acids, peptidomimetics, carbohydrates, lipids or 
other organic (carbon containing) or inorganic molecules. 
Many pharmaceutical companies have extensive libraries of 
chemical and/or biological mixtures, often fungal, bacterial, 
or algal extracts, Which can be screened With any of the 
assays of the invention. The term “small organic molecule” 
refers to a small molecule that is often identi?ed as being an 
organic or medicinal compound, and does not include mol 
ecules that are exclusively nucleic acids, peptides or 
polypeptides. 
[0174] The term “modulation” is art-recogniZed and refers 
to up regulation (i.e., activation or stimulation), doWn regu 
lation (i.e., inhibition or suppression) of a response, or the 
tWo in combination or apart. 






































