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(57) ABSTRACT 

In one aspect, the invention relates to polymers, crosslinked 
polymers, functionalized polymers, nanoparticles, and func 
tionalized nanoparticles and methods of making and using 
same. In one aspect, the invention relates to degradable poly 
mers and degradable nanoparticles. In one aspect, the inven 
tion relates to methods of preparing degradable nanoparticles 
and, more specifically, methods of controlling particle size 
during the preparation of degradable nanoparticles. In one 
aspect, the degradable nanoparticles are useful for complex 
ing, delivering, and releasing payloads, including pharma 
ceutically active payloads. This abstract is intended as a scan 
ning tool for purposes of searching in the particular art and is 
not intended to be limiting of the present invention. 
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MULTIFUNCTIONAL DEGRADABLE 
NANOPARTICLES WITH CONTROL OVER 

SIZE AND FUNCTIONALITIES 

CROSS-REFERENCE TO RELATED 
APPLICATIONS 

0001. This application claims the benefit of U.S. applica 
tion Ser. No. 127651,710, filed Jan. 4, 2010, which is hereby 
incorporated herein by reference in its entirety. 
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BACKGROUND 

0003 Biodegradable nanoparticles have received increas 
ing attention as versatile drug delivery scaffolds to enhance 
the efficacy of therapeutics. Effectiveness of delivery, how 
ever, can be influenced by the particle size and morphology, 
as these parameters can greatly affect the biological function 
and fate of the material. Zweers, M. L. T.; Grijpma, D. W.; 
Engbers, G. H. M.; Feijen, J. J. Controlled Release 2003, 87, 
252-254. Narrowly dispersed particles are highly preferred 
for use in delivery or sensing applications with respect to 
monitoring and predicting their behavior as their exhibit a 
more constant response to external stimuli. Lubetkin, S.; 
Mulqueen, P: Paterson, E. Pesti. Sci. 1999, 55, 1123-1125. 
0004 One disadvantage of conventional methods is the 
irreproducibility in the size and shape of the particles, since 
these can be profoundly influenced by the stabilizer and the 
solvent used. Kumar, M. N. V. R.; Bakowsky, U.: Lehr, C. 
M., Biomaterials 2004, 25, 1771-1777. Another major draw 
back of conventional biodegradable nanoparticles, based on 
poly(e-caprolactone) and other aliphatic polyesters, is the 
lack of pendant functional groups, which can make physio 
chemical, mechanical, and biological properties difficult to 
modify. (a) Riva, R.; Lenoir, S.; Jérôme, R.; Lecomte, P. 
Polymer 2005, 46, 851 1-8518. (b) Sasatsu, M.: Onishi, H.: 
Machida, Y. Inter. J. Pharm. 2006, 317, 167-174. The avail 
ability of functional groups is a desirable means of tailoring 
the properties of a particle, including hydrophilicity, biodeg 
radation rate, and bioadhesion. 
0005. Therefore, there remains a need for methods and 
compositions that overcome these deficiencies and that effec 
tively provide functionalized, degradable nanoparticles with 
reproducibility in particle size and shape. 

SUMMARY 

0006. In accordance with the purpose(s) of the invention, 
as embodied and broadly described herein, the invention, in 
one aspect, relates to polymers, crosslinked polymers, func 
tionalized polymers, nanoparticles, and functionalized nano 
particles and methods of making and using same. 
0007 Disclosed are methods of administering a pharma 
ceutical or biologically active agent to a cell comprising con 
tacting the cell with a degradable polyester nanoparticle 
agent complex (nanoparticle complex) thereby administering 
the pharmaceutical or biologically active agent to the cell. 
0008 Also disclosed are methods of modulating a recep 
tor on a cell comprising contacting the receptor with a degrad 
able polyester nanoparticle pharmaceutical or biologically 
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active agent complex, wherein one or more pharmaceutical 
agents is encapsulated by a degradable polyester nanopar 
ticle. 
0009. Also disclosed are methods of inhibiting VEGF 
activity in an eye in a subject comprising administering to the 
Subject a degradable polyester nanoparticle pharmaceutical 
or biologically active agent complex (nanoparticle complex). 
0010 Also disclosed are methods of inhibiting carboninc 
anhydrase activity in an eye in a subject comprising admin 
istering to the Subject an effective amount of a degradable 
polyester nanoparticle pharmaceutical or biologically active 
agent complex (nanoparticle complex). 
0011. Also disclosed are methods of treating a ophthalmic 
disorder comprising administering to a Subject an effective 
amount of a degradable polyester nanoparticle pharmaceuti 
cal or biologically active agent complex (nanoparticle com 
plex). 
0012. Also disclosed are crosslinked degradable nanopar 
ticle a having a polyester backbone and one or more 
crosslinks having a structure selected from: 

O Y, 

OH 

wherein Y is O, S, or N-R, wherein R is C1-C4 alkyl: 

wherein L is a divalent alkyl chain or alkyloxyalkyl chain. 
0013 Also disclosed are compositions comprising a 
degradable polyester nanoparticle and, encapsulated therein, 
a biologically active agent, a pharmaceutically active agent, 
or an imaging agent. 
0014. Also disclosed are kits comprising a first degradable 
polyester nanoparticle and a first biologically active agent, 
first pharmaceutically active agent, or first imaging agent 
encapsulated within the first nanoparticle, and one or more of 
a second biologically active agent, second pharmaceutically 
active agent, or second imaging agent encapsulated within the 
first nanoparticle, wherein the first biologically active agent, 
first pharmaceutically active agent, or first imaging agent is 
different from the second biologically active agent, second 
pharmaceutically active agent, or second imaging agent, or a 
second degradable polyester nanoparticle and a second bio 
logically active agent, second pharmaceutically active agent, 
or second imaging agent encapsulated within the second 
nanoparticle, wherein the first biologically active agent, first 
pharmaceutically active agent, or first imaging agent is dif 
ferent from the second biologically active agent, second phar 
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maceutically active agent, or second imaging agent; a phar 
maceutically acceptable carrier, or instructions for treating a 
disorder known to be treatable by the first biologically active 
agent or first pharmaceutically active agent. 
0015. Also disclosed are the products of the disclosed 
methods. 

0016. Also disclosed are methods of intracellular delivery 
comprising administering an effective amount of a disclosed 
nanoparticle to a Subject. 
0017. Also disclosed are methods for the manufacture of a 
medicament for delivery of a biologically active agent, a 
pharmaceutically active agent, and/or an imaging moiety 
comprising combining at least one disclosed polymer or at 
least one disclosed nanoparticle with a pharmaceutically 
acceptable carrier. 
0018. Also disclosed are uses of a disclosed polymer or a 
disclosed nanoparticle to deliver a biologically active agent, a 
pharmaceutically active agent, and/or an imaging moiety. 
0019. Also disclosed are pharmaceutical compositions 
comprising atherapeutically effective amount of one or more 
disclosed polymer and/or one or more disclosed nanoparticle 
and a pharmaceutically acceptable carrier for administration 
in a Subject, for example, a mammal. 
0020. Also disclosed are pharmaceutical compositions for 
diagnosing, treating, and/or preventing ophthalmic disorders, 
the compositions comprising a therapeutically effective 
amount of one or more disclosed polymer and/or one or more 
disclosed nanoparticle and a pharmaceutically acceptable 
carrier for administration in a subject, for example, a mam 
mal. In one aspect, the compositions can be administered 
transcorneally. 
0021. Also disclosed are microparticles, and/or larger net 
works, for use as materials for tissue engineering and biogels 
in biomedical devices. 

0022 While aspects of the present invention can be 
described and claimed in a particular statutory class. Such as 
the system statutory class, this is for convenience only and 
one of skill in the art will understand that each aspect of the 
present invention can be described and claimed in any statu 
tory class. Unless otherwise expressly stated, it is in no way 
intended that any method or aspect set forth herein be con 
Strued as requiring that its steps be performed in a specific 
order. Accordingly, where a method claim does not specifi 
cally state in the claims or descriptions that the steps are to be 
limited to a specific order, it is no way intended that an order 
be inferred, in any respect. This holds for any possible non 
express basis for interpretation, including matters of logic 
with respect to arrangement of steps or operational flow, plain 
meaning derived from grammatical organization or punctua 
tion, or the number or type of aspects described in the speci 
fication. 

BRIEF DESCRIPTION OF THE FIGURES 

0023 The accompanying figures, which are incorporated 
in and constitute a part of this specification, illustrate several 
aspects and together with the description serve to explain the 
principles of the invention. 
0024 FIG. 1 shows hydrolytic biodegradation studies of 
(A) 725.194.3 nm poly(v1-evl) nanoparticles to (0) 
30.71+2.21 nm AB nanoparticles. All particles are non-emul 
sified. 
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(0025 FIG. 2 shows cytotoxicity of vitamin ETPGS for 
mulated nanoparticles on HeLa cells after 24 h incubation 
using the MTT assay. Fitted curve shows cell viability of the 
HeLa cell line. 
0026 FIG.3 shows in vitro degradation profile of vitamin 
ETPGS formulated poly(v1-evl-avl-opd) nanoparticles of 53 
nm in DPBS at pH 7.4 and 37° C. over a period of 384 h (16 
days). 
0027 FIG. 4 shows in vitro release profile of paclitaxel 
from particles loaded with 11.3% paclitaxel prepared with the 
emulsification process. The drug release was performed in 
DPBS at pH 7.4 and 37° C. for 60 days. The cumulative 
release profile shows a desirable controlled and sustained 
release of paclitaxel from the nanoparticles. 
0028 FIG. 5 shows transmission electron microscopy 
(TEM) images of (A) nanoparticles without taxol with a size 
of 53 nm and (B) nanoparticles encapsulated with 11.3% 
taxol with a size dimension of 57 nm. 
0029 FIG. 6 shows synthesis of a targeted, water-soluble 
nanoparticle drug delivery system involving thiol-ene "click” 
chemistries and drug loading via developed emulsification 
process after post-modification. 
0030 FIG.7 shows encapsulation of brimonidine in nano 
particles. 
0031 FIG. 8 shows drug release of disclosed nanopar 
ticles in comparison to other polyester based nanoparticle 
systems. 
0032 FIG. 9 shows synthesis and validation of optimized 
nanoparticles differentiated by size, release kinetics, incor 
porated drug, targeting parameter, and/or imaging modality. 
0033 FIG. 10 shows multifunctional linear polyester pre 
cursors with epoxide cross-linking entity. 
0034 FIG. 11 shows TEM images of AB nanoparticles: 
(1) 2 equivalents of amine; (2) 5 equivalents of amine; (3) 8 
equivalents of amine. 
0035 FIG. 12 shows polynomial increase of nanoparticle 
diameter (nm) with increase of diamine cross-linker; () 
ABD nanoparticles: (0) AB nanoparticles; (O) ABC nano 
particles. 
0036 FIG. 13 shows "H NMR overlay for poly(v1-evl) 
nanoparticles with increasing cross-linking. 
0037 FIG. 14 shows polynomial increase of nanoparticle 
diameter (nm) with increase of diamine cross-linker for (0) 
AB nanoparticles from FIG. 12. 
0038 FIG. 15 shows polynomial increase of nanoparticle 
diameter (nm) with increase of diamine cross-linker for () 
ABD nanoparticles from FIG. 12. 
0039 FIG. 16 shows polynomial increase of nanoparticle 
diameter (nm) with increase of diamine cross-linker for (O) 
ABC nanoparticles from FIG. 12. 
0040 FIG. 17 shows polynomial increase of nanoparticle 
diameter (nm) with increase of diamine cross-linker for AB 
nanoparticles from poly(v1-evl) (2% evil) (). 
0041 FIG. 18 shows polynomial increase of nanoparticle 
diameter (nm) with increase of diamine cross-linker for AB 
nanoparticles from poly(v1-evl) (7% evil) (0). 
0042 FIG. 19 shows polynomial increase of nanoparticle 
diameter (nm) with increase of diamine cross-linker for AB 
nanoparticles from poly(v1-evl) (19% evil) (0). 
0043 FIG. 20 shows a schematic representation of the 
structures for FD-1 and FD-2. 
0044 FIG. 21 shows time course of internalization of (a) 
FD-1 and (b) FD-2 into NIH-3T3 Fibroblasts at 37° C. The 
conjugate concentration was 10 M. 
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004.5 FIG.22 shows the effect of temperature on (a) FD-1 
and (b) FD-2 internalization. The human microvascular 
endothelial cells (HMEC) cells were incubated with conju 
gates (10 uM) for 2.5 min at 4°C. or at 37° C. 
0046 FIG.23 shows the effect of temperature on (a) FD-1 
and (b) FD-2 internalization. The HMEC cells were incu 
bated with conjugates (1 uM) for 30 min at 4°C. or at 37°C. 
0047 FIG. 24 shows control experiments: (a) The HMEC 
cells were incubated with free FITC conjugates (10 uM) for 
60 min at 37° C. (b) The HMEC cells were incubated with 
Boc-protected guanidinylated FD-2 (10 uM) for 60 minat37° 
C. 
0048 FIG. 25A and FIG. 25B show an exemplary syn 
thetic scheme for the preparation of FD-1, FD-2, and inter 
mediates thereof. 
0049 FIG. 26 shows a schematic of exemplary multimo 
dal nanoparticles. 
0050 FIG. 27 shows an exemplary conjugation of a dis 
closed dendrimeric material with a disclosed cross-linked 
organic nanoparticle. 
0051 FIG. 28 shows a schematic illustrating a disclosed 
delivery system (e.g., gene delivery). 
0052 FIG. 29 illustrates preparation of a disclosed deliv 
ery system (e.g., gene delivery). 
0053 FIG. 30 shows micrographs demonstrating mitro 
chondrial localization of the disclosed delivery systems (e.g., 
gene delivery). 
0054 FIG. 31 shows micrographs demonstrating uptake 
of a disclosed delivery system (e.g., gene delivery) in ciEn 
dothelial cells. 
0055 FIG. 32 demonstrates the flexibility of assembly of 
the disclosed delivery systems. 
0056 FIG. 33 shows micrographs of HeLa cells exposed 
10 uM FD-1 for 1 h, fixed with 3.3% paraformaldehyde, 
Stained with 100 nM Mitotracker(R) Red 580 FM. The illumi 
nated regions show cell penetration (left), mitochondria loca 
tion (center), and overlap (right). 
0057 FIG. 34 shows micrographs of HeLa cells exposed 
20 uM FD-2 for 1 h, fixed with 3.3% paraformaldehyde, 
Stained with 100 nM Mitotracker(R) Red 580 FM. The illumi 
nated regions show cell penetration (left), mitochondria loca 
tion (center), and overlap (right). 
0058 FIG.35 shows micrographs demonstrating intercel 
lular transport of an aprotinin-fluorophore-transporter conju 
gate (FD-1, illustrated) into HAEC cells. 
0059 FIG. 36 shows micrographs demonstrating intercel 
lular transport of an aprotinin-fluorophore-transporter conju 
gate (FD-2) into HAEC cells. 
0060 FIG. 37 shows micrographs demonstrating no 
uptake (i.e., no intercellular transport into HAEC cells) of a 
control aprotinin-fluorophore conjugate (illustrated). 
0061 FIG. 38 illustrates several chemical strategies for 
binding transporter moities to various protein functional 
groups (e.g., amine, thiol, carbonyl). 
0062 FIG. 39 presents strategies for vaccine development 
by incorporation of aprotinin through conjugation to carbo 
nyl-functionalized proteins (e.g., tyrosine residues) by Man 
nich reaction. 
0063 FIG. 40 illustrates incorporation of fluorophores 
through conjugation to carbonyl-functionalized proteins 
(e.g., tyrosine residues) by Mannich reaction. 
0064 FIG. 41 illustrates incorporation of transporter moi 
eties through conjugation to carbonyl-functionalized pro 
teins. 
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0065 FIG. 41 shows TEM analysis of the nanoparticles 
(225.6 nm) produced from crosslinking of poly(v1-evl-avl 
opd) (ABbD). 
0.066 FIG. 43 shows the particle size distribution mea 
Sured by dynamic light scatter analysis of 'one-pot” nanopar 
ticles (272.3+23.3 nm) produced from crosslinking of poly 
(v1-evl-avl-opd) (ABbD). 
0067 FIG. 44 shows a scheme for a thiol exchange reac 
tion with an IgG antibody to form an IgGMT bioconjugate. 
0068 FIG. 45 shows microscopy images of uptake of 
IgGMT into HEp-2 cells for 10 min, 30 min, 1 h, 2 h, 6 hand 
negative control experiment (NC) with Alexa Fluor R. 568 
labeled IgG. 
0069 FIG. 46 shows microscopy images of HEp-2 cells 
infected with RSV for 24 h, washed and imaged 48 h after 
infection for the fluorescence of GFP (c). HEp-2 cells 
infected with RSV for 24h, incubated for 30 min with IgGMT 
and imaged after 48 h for the fluorescence of GFP (a) and 
Alexa Fluorr) 568 of the IgGMT (b), merged images (a) and 
(b) (merged a+b). 
0070 FIG. 47 shows microscopy images of HEp-2 cells 
infected with RSV for 24h, incubated for 30 min with IgGMT 
and imaged immediately for the green fluorescence of the 
GFP (a) and the red fluorescence of the IgGMT conjugate (b). 
merged images of (a) and (b) (a+b merged). HEp-2 cells 
infected with RSV for 24h, incubated for 30 min with IgGMT 
and imaged after 48 h for the fluorescence of GFP (a) and 
Alexa Fluor R. 568 of the IgGMT conjugate (b), merged 
images (a) and (b) (merged a +b). 
0071 FIG. 48 shows results for a radiation guided Nano 
particle-peptide targeting in a Lewis-Lung Carcinoma Tumor 
Model. 
(0072 FIG. 49 shows a scheme for delivery of a biological 
active Substance. 
0073 FIG. 50 shows fluorescence microscopy images of 
portions of the eye of a rat after administration of a nanopar 
ticle bioconjugate comprising an imaging agent. 
0074 FIG. 51 shows a schematic of nanoparticle forma 
tion from poly(v1-opd) via reductive amination. 
0075 FIG. 52 shows a transmission electron microscopy 
(TEM) image of nanoparticles formed from poly(v1-opd) via 
reductive amination. 

(0076 FIG. 53 shows deposition of DiO dye on the retinal 
Surface over time after a single injection of DiO nanoparticle 
complex. 
0077 FIG. 54 shows deposition of DiO dye in ganglion 
cells over time after a single injection of DiO nanoparticle 
complex. 
(0078 FIG.55 shows “nanosponges,” which are three-di 
mensional nano-networks formed from degradable materials, 
in particular, formed by crosslinking degradable linear poly 
esters. FIG. 55A is a schematic representation of a 50 nm 
degradable nanoparticle (nanosponge), 7% cross-linking 
density, loaded with 1.3% travatan, 0.38 mg/mL. FIG.55B is 
a schematic representation of a 400 nm degradable nanopar 
ticle (nanosponge), 14% cross-linking density, loaded with 
22.4% bimatoprost, 3.58 mg/mL. FIG. 55C is a schematic 
representation of a 700 nm degradable nanoparticle (nano 
sponge), 14% cross-linking density, loaded with 29.35% 
bimatoprost, 4.7 mg/mL. In a separate example, a more crys 
talline 700 nm degradable nanoparticle (nanosponge), 14% 
cross-linking density, was loaded with 25.41% bimatoprost, 
4.07 mg/mL. 
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007.9 FIG. 56 summarizes hypotensive drug trials with a 
50 nm "nanosponge” (7% cross-linking density, 1.3% trava 
tan, 0.38 mg/mL). The upper panel is a graph of intraocular 
pressure as a function of time after intravitreal administration 
of the nanosponge (intravitreal travatan nanoparticles) (-O-) 
versus time after intravitreal administration of PBS (-V-). The 
lower panel is a graph of intraocular pressure as a function of 
time after intravitreal administration of topical travatan (-O-) 
versus time after intravitreal administration of the nano 
sponge (intravitreal travatan nanoparticles) (-V-). 
0080 FIG. 57 summarizes hypotensive drug trials with a 
Lumigan (Bimatoprost Ophthalmic)-loaded 400 nm “nano 
sponge' (14% cross-linking density, 22.4% bimatoprost, 3.58 
mg/mL), with a 700 nm "nanosponge' (14% cross-linking 
density, 29.35% bimatoprost, 4.7 mg/mL), and with a 700 nm 
"nanosponge” (14% cross-linking density, 25.41% bimato 
prost, 4.07 mg/mL). The upper panel is a graph of intraocular 
pressure as a function of time after intravitreal administration 
of control (PBS) (-O-) versus time after intravitreal adminis 
tration of the 400 nm nanosponge (intravitreal bimatoprost 
nanoparticles) (-V-). The lower panel is a graph of intraocular 
pressure as a function of time after intravitreal administration 
of control (PBS) (-O-) versus time after intravitreal adminis 
tration of the 700 nm nanosponge (intravitreal bimatoprost 
nanoparticles) (-V-). 
0081. Additional advantages of the invention will be set 
forth in part in the description which follows, and in part will 
be obvious from the description, or can be learned by practice 
of the invention. The advantages of the invention will be 
realized and attained by means of the elements and combina 
tions particularly pointed out in the appended claims. It is to 
be understood that both the foregoing general description and 
the following detailed description are exemplary and 
explanatory only and are not restrictive of the invention, as 
claimed. 

DESCRIPTION 

0082. The present invention can be understood more 
readily by reference to the following detailed description of 
the invention and the Examples included therein. 
0083. Before the present compounds, compositions, 

articles, systems, devices, and/or methods are disclosed and 
described, it is to be understood that they are not limited to 
specific synthetic methods unless otherwise specified, or to 
particular reagents unless otherwise specified, as Such may, of 
course, vary. It is also to be understood that the terminology 
used herein is for the purpose of describing particular aspects 
only and is not intended to be limiting. Although any methods 
and materials similar or equivalent to those described herein 
can be used in the practice or testing of the present invention, 
example methods and materials are now described. 
0084 All publications mentioned herein are incorporated 
herein by reference to disclose and describe the methods 
and/or materials in connection with which the publications 
are cited. The publications discussed herein are provided 
solely for their disclosure prior to the filing date of the present 
application. Nothing herein is to be construed as an admission 
that the present invention is not entitled to antedate such 
publication by virtue of prior invention. Further, the dates of 
publication provided herein can be different from the actual 
publication dates, which can require independent confirma 
tion. 

Jun. 6, 2013 

A. Definitions 

I0085. As used herein, nomenclature for compounds, 
including organic compounds, can be given using common 
names, IUPAC, IUBMB, or CAS recommendations for 
nomenclature. When one or more stereochemical features are 
present, Cahn-Ingold-Prelog rules for Stereochemistry can be 
employed to designate stereochemical priority, E/Z specifi 
cation, and the like. One of skill in the art can readily ascertain 
the structure of a compound if given a name, either by Sys 
temic reduction of the compound structure using naming 
conventions, or by commercially available software. Such as 
CHEMDRAWTM (Cambridgesoft Corporation, U.S.A.). 
I0086. As used in the specification and the appended 
claims, the singular forms “a,” “an and “the include plural 
referents unless the context clearly dictates otherwise. Thus, 
for example, reference to “a functional group.” “an alkyl, or 
“a residue' includes mixtures of two or more such functional 
groups, alkyls, or residues, and the like. 
I0087 Ranges can be expressed hereinas from “about one 
particular value, and/or to “about another particular value. 
When Such a range is expressed, another aspect includes from 
the one particular value and/or to the other particular value. 
Similarly, when values are expressed as approximations, by 
use of the antecedent “about it will be understood that the 
particular value forms another aspect. It will be further under 
stood that the endpoints of each of the ranges are significant 
both in relation to the other endpoint, and independently of 
the other endpoint. It is also understood that there are a 
number of values disclosed herein, and that each value is also 
herein disclosed as “about that particular value in addition to 
the value itself. For example, if the value “10 is disclosed, 
then “about 10' is also disclosed. It is also understood that 
each unit between two particular units are also disclosed. For 
example, if 10 and 15 are disclosed, then 11, 12, 13, and 14 are 
also disclosed. 
I0088 References in the specification and concluding 
claims to parts by weight of a particular element or compo 
nent in a composition denotes the weight relationship 
between the element or component and any other elements or 
components in the composition or article for which a part by 
weight is expressed. Thus, in a compound containing 2 parts 
by weight of component X and 5 parts by weight component 
Y,X and Y are presentata weight ratio of 2:5, and are present 
in Such ratio regardless of whether additional components are 
contained in the compound. 
I0089. A weight percent (wt.%) of a component, unless 
specifically stated to the contrary, is based on the total weight 
of the formulation or composition in which the component is 
included. 
(0090. As used herein, the terms “optional” or “optionally” 
means that the Subsequently described event or circumstance 
can or can not occur, and that the description includes 
instances where said event or circumstance occurs and 
instances where it does not. 
0091. As used herein, the term “treatment refers to the 
medical management of a patient with the intent to cure, 
ameliorate, stabilize, or prevent a disease, pathological con 
dition, or disorder. This term includes active treatment, that is, 
treatment directed specifically toward the improvement of a 
disease, pathological condition, or disorder, and also includes 
causal treatment, that is, treatment directed toward removal of 
the cause of the associated disease, pathological condition, or 
disorder. In addition, this term includes palliative treatment, 
that is, treatment designed for the relief of symptoms rather 
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than the curing of the disease, pathological condition, or 
disorder; preventative treatment, that is, treatment directed to 
minimizing or partially or completely inhibiting the develop 
ment of the associated disease, pathological condition, or 
disorder; and Supportive treatment, that is, treatment 
employed to Supplement another specific therapy directed 
toward the improvement of the associated disease, pathologi 
cal condition, or disorder. 
0092. As used herein, the term "diagnosed’ means having 
been Subjected to a physical examination by a person of skill, 
for example, a physician, and found to have a condition that 
can be diagnosed or treated by the compounds, compositions, 
or methods disclosed herein. For example, "diagnosed with 
an occular disorder” means having been Subjected to a physi 
cal examination by a person of skill, for example, a physician, 
and found to have a disorder of the eye or eyes prior to 
treatment. As a further example, "diagnosed with glaucoma' 
means having been Subjected to a physical examination by a 
person of skill, for example, a physician, and found to have 
glaucoma (e.g., “open angle' or "closed angle') prior to 
treatment. 

0093. As used herein, the phrase “identified to be in need 
of treatment for a disorder” or the like, refers to selection of 
a subject based upon need for treatment of the disorder. For 
example, a Subject can be identified as having a need for 
treatment of a disorder (e.g., an occular disorder, glaucoma, 
“open angle glaucoma, or "closed angle' glaucoma) based 
upon an earlier diagnosis by a person of skill and thereafter 
subjected to treatment for the disorder. As a further example, 
a Subject can be identified as having a need for treatment of a 
disorder after administration by recognition of the subjects 
response to the treatment (i.e., alleviation of symptoms or 
prevention of disorder). It is contemplated that the identifica 
tion can, in one aspect, be performed by a person different 
from the person making the diagnosis. It is also contemplated, 
in a further aspect, that the administration can be performed 
by one who subsequently performed the administration. 
0094. As used herein, the term “prevent' or “preventing 
refers to precluding, averting, obviating, forestalling, stop 
ping, or hindering something from happening, especially by 
advance action. It is understood that where reduce, inhibit or 
prevent are used herein, unless specifically indicated other 
wise, the use of the other two words is also expressly dis 
closed. 

0095. As used herein, the terms “administering and 
“administration” refer to any method of providing a pharma 
ceutical preparation to a Subject. Such methods are well 
known to those skilled in the art and include, but are not 
limited to, oral administration, transdermal administration, 
administration by inhalation, nasal administration, topical 
administration (such as, for example, eye drops, creams, 
salves, and irrigation), intravaginal administration, oph 
thalmic administration, intraaural administration, intracere 
bral administration, rectal administration, and parenteral 
administration, including injectable such as intravenous 
administration, intra-arterial administration, intramuscular 
administration, and Subcutaneous administration. Adminis 
tration can be continuous or intermittent. In various aspects, a 
preparation can be administered therapeutically; that is, 
administered to treat an existing disease or condition. In fur 
ther various aspects, a preparation can be administered pro 
phylactically; that is, administered for prevention of a disease 
or condition. It is further contemplated that administration 
methods include parenteral methods such as intravitreal, Sub 
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cutaneous, intradermal, intravenous, epicutaneous, intraocu 
lar, conjunctival, Subconjuctival, intracorneal, retrobulbar, 
and intramuscular injections. 
0096. As used herein, the term “subject” refers to a target 
of administration. The subject of the herein disclosed meth 
ods can be a vertebrate. Such as a mammal, a fish, a bird, a 
reptile, or an amphibian. Thus, the subject of the herein dis 
closed methods can be a human, non-human primate, horse, 
pig, rabbit, dog, sheep, goat, cow, cat, guinea pig or rodent. 
The term does not denote a particular age or sex. Thus, adult 
and newborn Subjects, as well as fetuses, whether male or 
female, are intended to be covered. A patient refers to a 
subject afflicted with a disease or disorder. The term “patient’ 
includes human and Veterinary Subjects. 
0097. As used herein, the terms “effective amount and 
“amount effective' refer to an amount that is sufficient to 
achieve a desired result or to have an effect on undesired 
symptoms, but is generally insufficient to cause adverse side 
affects. The specific effective dose level for any particular 
patient will depend upon a variety of factors including the 
disorder being treated and the severity of the disorder; the 
specific composition employed; the age, body weight, gen 
eral health, sex and diet of the patient; the time of adminis 
tration; the route of administration; the rate of excretion of the 
specific compound employed; the duration of the treatment; 
drugs used in combination or coincidental with the specific 
compound employed and like factors well known in the medi 
cal arts. For example, it is well within the skill of the art to 
start doses of a compound at levels lower than those required 
to achieve the desired effect and to gradually increase the 
dosage until the desired effect is achieved. If desired, the 
effective daily dose can be divided into multiple doses for 
purposes of administration. Consequently, single dose com 
positions can contain such amounts or Submultiples thereof to 
make up the daily dose. The dosage can be adjusted by the 
individual physician in the event of any contraindications. 
Dosage can vary, and can be administered in one or more dose 
administrations daily, for one or several days. Guidance can 
be found in the literature for appropriate dosages for given 
classes of pharmaceutical products. In a further aspect, a 
preparation can be administered in a "diagnostically effective 
amount; that is, an amount effective for diagnosis of a dis 
ease or condition. In a further aspect, a preparation can be 
administered in a “therapeutically effective amount': that is, 
an amount effective for treatment of a disease or condition. In 
a further aspect, a preparation can be administered in a “pro 
phylactically effective amount'; that is, an amount effective 
for prevention of a disease or condition. 
0098. As used herein, the term “pharmaceutically accept 
able carrier refers to sterile aqueous or nonaqueous solu 
tions, dispersions, Suspensions or emulsions, as well as sterile 
powders for reconstitution into sterile injectable solutions or 
dispersions just prior to use. Examples of Suitable aqueous 
and nonaqueous carriers, diluents, solvents or vehicles 
include water, ethanol, polyols (such as glycerol, propylene 
glycol, polyethylene glycol and the like), carboxymethylcel 
lulose and suitable mixtures thereof, vegetable oils (such as 
olive oil) and injectable organic esters such as ethyl oleate. 
Proper fluidity can be maintained, for example, by the use of 
coating materials such as lecithin, by the maintenance of the 
required particle size in the case of dispersions and by the use 
of surfactants. These compositions can also contain adjuvants 
Such as preservatives, wetting agents, emulsifying agents and 
dispersing agents. Prevention of the action of microorgan 
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isms can be ensured by the inclusion of various antibacterial 
and antifungal agents such as paraben, chlorobutanol, phenol, 
sorbic acid and the like. It can also be desirable to include 
isotonic agents such as Sugars, sodium chloride and the like. 
Prolonged absorption of the injectable pharmaceutical form 
can be brought about by the inclusion of agents, such as 
aluminum monostearate and gelatin, which delay absorption. 
Injectable depot forms are made by forming microencapsule 
matrices of the drug in biodegradable polymers such as poly 
lactide-polyglycolide, poly(orthoesters) and poly(anhy 
drides). Depending upon the ratio of drug to polymer and the 
nature of the particular polymer employed, the rate of drug 
release can be controlled. Depot injectable formulations are 
also prepared by entrapping the drug in liposomes or micro 
emulsions which are compatible with body tissues. The 
injectable formulations can be sterilized, for example, by 
filtration through a bacterial-retaining filter or by incorporat 
ing sterilizing agents in the form of sterile solid compositions 
which can be dissolved or dispersed in sterile water or other 
sterile injectable media just prior to use. Suitable inert carriers 
can include sugars such as lactose. Desirably, at least 95% by 
weight of the particles of the active ingredient have an effec 
tive particle size in the range of 0.01 to 10 micrometers. 
0099. As used herein, the term “biologically active agent' 
or “bioactive agent’ means an agent that is capable of pro 
viding a local or systemic biological, physiological, or thera 
peutic effect in the biological system to which it is applied. 
For example, the bioactive agent can act to control infection 
or inflammation, enhance cell growth and tissue regeneration, 
control tumor growth, act as an analgesic, promote anti-cell 
attachment, and enhance bone growth, among other func 
tions. Other Suitable bioactive agents can include anti-viral 
agents, vaccines, hormones, antibodies (including active anti 
body fragments SEV. Fv, and Fab fragments), aptamers, pep 
tide mimetics, functional nucleic acids, therapeutic proteins, 
peptides, or nucleic acids. Other bioactive agents include 
prodrugs, which are agents that are not biologically active 
when administered but, upon administration to a Subject are 
converted to bioactive agents through metabolism or some 
other mechanism. Additionally, any of the compositions of 
the invention can contain combinations of two or more bio 
active agents. It is understood that a biologically active agent 
can be used in connection with administration to various 
Subjects, for example, to humans (i.e., medical administra 
tion) or to animals (i.e., veterinary administration). 
0100. As used herein, the term “pharmaceutically active 
agent includes a "drug or a “vaccine” and means a mol 
ecule, group of molecules, complex or Substance adminis 
tered to an organism for diagnostic, therapeutic, preventative 
medical, or veterinary purposes. This term include externally 
and internally administered topical, localized and systemic 
human and animal pharmaceuticals, treatments, remedies, 
nutraceuticals, cosmeceuticals, biologicals, devices, diag 
nostics and contraceptives, including preparations useful in 
clinical and Veterinary screening, prevention, prophylaxis, 
healing, wellness, detection, imaging, diagnosis, therapy, Sur 
gery, monitoring, cosmetics, prosthetics, forensics and the 
like. This term may also be used in reference to agriceutical, 
workplace, military, industrial and environmental therapeu 
tics or remedies comprising selected molecules or selected 
nucleic acid sequences capable of recognizing cellular recep 
tors, membrane receptors, hormone receptors, therapeutic 
receptors, microbes, viruses or selected targets comprising or 
capable of contacting plants, animals and/or humans. This 
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term can also specifically include nucleic acids and com 
pounds comprising nucleic acids that produce a bioactive 
effect, for example deoxyribonucleic acid (DNA) or ribo 
nucleic acid (RNA). Pharmaceutically active agents include 
the herein disclosed categories and specific examples. It is not 
intended that the category be limited by the specific 
examples. Those of ordinary skill in the art will recognize also 
numerous other compounds that fall within the categories and 
that are useful according to the invention. Examples include a 
radiosensitizer, the combination of a radiosensitizer and a 
chemotherapeutic, a steroid, a Xanthine, a beta-2-agonist 
bronchodilator, an anti-inflammatory agent, an analgesic 
agent, a calcium antagonist, an angiotensin-converting 
enzyme inhibitors, a beta-blocker, a centrally active alpha 
agonist, an alpha-1-antagonist, carbonic anhydrase inhibi 
tors, prostaglandin analogs, a combination of an alphaagonist 
and a beta blocker, a combination of a carbonic anhydrase 
inhibitor and a beta blocker, an anticholinergic/antispas 
modic agent, a vasopressin analogue, an antiarrhythmic 
agent, an antiparkinsonian agent, an antiangina/antihyperten 
sive agent, an anticoagulant agent, an antiplatelet agent, a 
sedative, an ansiolytic agent, a peptidic agent, a biopolymeric 
agent, an antineoplastic agent, a laxative, an antidiarrheal 
agent, an antimicrobial agent, an antifungal agent, or a vac 
cine. In a further aspect, the pharmaceutically active agent 
can be coumarin, albumin, bromolidine, steroids such as 
betamethasone, dexamethasone, methylprednisolone, pred 
nisolone, prednisone, triamcinolone, budesonide, hydrocor 
tisone, and pharmaceutically acceptable hydrocortisone 
derivatives: Xanthines such as theophylline and doxophylline; 
beta-2-agonist bronchodilators such as salbutamol, fenterol, 
clenbuterol, bambuterol, salmeterol, fenoterol; antiinflam 
matory agents, including antiasthmatic anti-inflammatory 
agents, antiarthritis antiinflammatory agents, and non-steroi 
dal antiinflammatory agents, examples of which include but 
are not limited to Sulfides, mesalamine, budesonide, sala 
Zopyrin, diclofenac, pharmaceutically acceptable diclofenac 
salts, nimeSulide, naproxene, acetominophen, ibuprofen, 
ketoprofen and piroXicam, analgesic agents such as salicy 
lates; calcium channel blockers such as nifedipine, amlo 
dipine, and nicardipine; angiotensin-converting enzyme 
inhibitors such as captopril, benazepril hydrochloride, fosi 
nopril sodium, trandolapril, ramipril, lisinopril, enalapril, 
quinapril hydrochloride, and moexipril hydrochloride; beta 
blockers (i.e., beta adrenergic blocking agents) such as Sotalol 
hydrochloride, timolol maleate, timol hemihydrate, 
levobunolol hydrochloride, esmolol hydrochloride, carteolol, 
propanolol hydrochloride, betaxolol hydrochloride, penb 
utolol Sulfate, metoprolol tartrate, metoprolol Succinate, ace 
butolol hydrochloride, atenolol, pindolol, and bisoprolol 
fumarate; centrally active alpha-2-agonists (i.e., alpha adren 
ergic receptor agonist) Such as clonidine, brimonidine tar 
trate, and apraclonidine hyrochloride; alpha-1-antagonists 
Such as doxazosin and prazosin; anticholinergic/antispas 
modic agents such as dicyclomine hydrochloride, Scopola 
mine hydrobromide, glycopyrrolate, clidinium bromide, fla 
Voxate, and oxybutynin; vasopressin analogues such as 
vasopressin and desmopressin; prostaglandin analogs such as 
latanoprost, travoprost, and bimatoprost, cholinergics (i.e., 
acetylcholine receptor agonists) Such as pilocarpine hydro 
chloride and carbachol; glutamate receptor agonists such as 
the N-methyl D-aspartate receptor agonist memantine; anti 
Vascular endothelial growth factor (VEGF) aptamers such as 
pegaptanib; anti-VEGF antibodies (including but not limited 
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to anti-VEGF-A antibodies) such as ranibizumab and beca 
cizumab, carbonic anhydrase inhibitors such as methaZola 
mide, brinzolamide, dorZolamide hydrochloride, and aceta 
Zolamide; antiarrhythmic agents such as quinidine, lidocaine, 
tocamide hydrochloride, mexiletine hydrochloride, digoxin, 
Verapamil hydrochloride, propafenone hydrochloride, fleca 
mide acetate, procainamide hydrochloride, moricizine 
hydrochloride, and disopyramide phosphate; antiparkinso 
nian agents, such as dopamine, L-Dopa/Carbidopa, sel 
egiline, dihydroergocryptine, pergolide, lisuride, apomor 
phine, and bromocryptine; antiangina agents and 
antihypertensive agents such as isosorbide mononitrate, isos 
orbide dinitrate, propranolol, atenolol and Verapamil; antico 
agulant and antiplatelet agents such as coumadin, warfarin, 
acetylsalicylic acid, and ticlopidine; sedatives such as benzo 
diazapines and barbiturates; ansiolytic agents such as 
lorazepam, bromazepam, and diazepam, peptidic and 
biopolymeric agents such as calcitonin, leuprolide and other 
LHRH agonists, hirudin, cyclosporin, insulin, Somatostatin, 
protirelin, interferon, desmopressin, Somatotropin, thymo 
pentin, pidotimod, erythropoietin, interleukins, melatonin, 
granulocyte/macrophage-CSF, and heparin; antineoplastic 
agents such as etoposide, etoposide phosphate, cyclophos 
phamide, methotrexate, 5-fluorouracil, Vincristine, doxorubi 
cin, cisplatin, hydroxyurea, leucoVorin calcium, tamoxifen, 
flutamide, asparaginase, altretamine, mitotane, and procarba 
Zine hydrochloride; laxatives Such as Senna concentrate, cas 
anthranol, bisacodyl, and Sodium picosulphate; antidiarrheal 
agents such as difenoxine hydrochloride, loperamide hydro 
chloride, furazolidone, diphenoxylate hdyrochloride, and 
microorganisms; vaccines Such as bacterial and viral vac 
cines; antimicrobial agents such as penicillins, cephalospor 
ins, and macrollides, antifungal agents such as imidazolic and 
triazolic derivatives; and nucleic acids such as DNA 
sequences encoding for biological proteins, and antisense 
oligonucleotides. It is understood that a pharmaceutically 
active agent can be used in connection with administration to 
various Subjects, for example, to humans (i.e., medical 
administration) or to animals (i.e., veterinary administration). 
0101. As used herein, the term “ophthalmic disorders' 
and/or “ophthalmic conditions' refers to ophthalmic dis 
eases, conditions, and/or disorders including, without limita 
tion, those associated with the anterior chamber of the eye 
(i.e., hyphema, Synechia); the choroid (i.e., choroidal detach 
ment, choroidal melanoma, multifocal choroidopathy Syn 
dromes); the conjunctiva (i.e., conjunctivitis, cicatricial pem 
phigoid, filtering Bleb complications, conjunctival 
melanoma, Pharyngoconjunctival Fever, pterygium, con 
junctival squamous cell carcinoma); connective tissue disor 
ders (i.e., ankylosing spondylitis, pseudoxanthoma elasti 
cum, corneal abrasion or edema, limbal dermoid, crystalline 
dystrophy keratits, keratoconjunctivitis, keratoconus, kerat 
opathy (including but not limited to Thygeson's Superficial 
punctuate keratopathy), megalocornea, corneal ulcer); der 
matologic disorders (i.e., ecrodermatitis enteropathica, 
atopic dermatitis, ocular rosacea, psoriasis, Stevens-Johnson 
syndrome); endocrine disorders (i.e., pituitary apoplexy); 
extraocular disorders (i.e., Abducens Nerve Palsy, Brown 
syndrome, Duane syndrome, esotropia, exotropia, oculomo 
tor nerve palsy); genetic disorders (i.e., albinism, Down syn 
drome, Peters Anomaly); the globe (i.e., anophthalmos, 
endophthalmitis); hematologic and cardiovascular disorders 
(i.e., Giant Cell Arteritis, hypertension, leukemias, Ocular 
Ischemic syndrome, sickle cell disease); infectious diseases 
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(i.e., actinomycosis, botulism, HIV. diphtheria, Escherichia 
coli, Tuberculosis, ocular manifestations of syphilis); 
intraocular pressure (i.e., glaucoma, ocular hypotony, Posner 
Schlossman syndrome), the iris and ciliary body (i.e., aniri 
dia, iris prolaps, juvenile Xanthogranuloma, ciliary body 
melanoma, iris melanoma, uveitis); the lacrimal system (i.e., 
alacrima, Dry Eye syndrome, lacrimal gland tumors); the lens 
(i.e., cataract, ectopia lentis, intraocular lens decentration or 
dislocation); the lid (i.e., blepharitis, dermatochalasis, disti 
chiasis, ectropion, eyelid coloboma, Floppy Eye syndrome, 
trichiasis, Xanthelasma); metabolic disorders (i.e., gout, 
hyperlipoproteinemia, Oculocerebrorenal syndrome); neuro 
logic disorders (i.e., Bell Palsy, diplopia, multiple Sclerosis); 
general ophthalmologic (i.e., red eye, cataracts, macular 
degeneration, red eye, macular degeneration); the optic nerve 
(i.e., miningioma, optic neuritis, optic neuropathy, papille 
dema); the orbit (i.e., orbital cellulits, orbital dermoid, orbital 
tumors); phakomatoses (i.e., ataxia-telangiectasia, neurofi 
bromatosis-1); presbyopia; the pupil (i.e., anisocoria, Horner 
syndrome); refractive disorders (i.e., astigmatism, hyperopia, 
myopia); the retina (i.e., Coats disease, Eales disease, macu 
lar edema, retinitis, retinopathy); and the Sclera (i.e., epis 
cleritis, Scleritis). 
0102. As used herein, the terms “imaging moiety” and 
“imaging agent” refer to any chemical groups or Substance 
useful for imaging applications, as known to those of skill in 
the art. Examples of imaging agents include radioconjugate, 
cytotoxin, cytokine, Gadolinium-DTPA or a quantum dot, 
iron oxide, manganese oxide, and fluorescent agents such as 
Alexa Fluor dyes and Neuro DiO. In one aspect, an imaging 
agent can be provided in nanoparticular form or in micropar 
ticular form. In a further aspect, an imaging agent comprises 
Gadolinium-DTPA and iron oxide nanoparticles (magnetite), 
as specific MRI contrast agents. In a yet further aspect, an 
imaging agent comprises at least one near infrared dye, for 
example near infrared dyes based on a porphyrin and/or a 
phthalocyanine. See Ghoroghchian et al., Near-infrared 
emissive polymersomes: Self-assembled soft matter for in 
vivo optical imaging, PNAS, 2005, Vol. 102, no. 8, 2922 
2927. 

0103) As used herein, the term “polymer refers to a rela 
tively high molecular weight organic compound, natural or 
synthetic, whose structure can be represented by a repeated 
Small unit, the monomer (e.g., polyethylene, rubber, cellu 
lose). Synthetic polymers are typically formed by addition or 
condensation polymerization of monomers. 
0104. As used herein, the term “copolymer refers to a 
polymer formed from two or more different repeating units 
(monomer residues). By way of example and without limita 
tion, a copolymer can be an alternating copolymer, a random 
copolymer, a block copolymer, or a graft copolymer. It is also 
contemplated that, in certain aspects, various block segments 
of a block copolymer can themselves comprise copolymers. 
0105. As used herein, the term "oligomer refers to a 
relatively low molecular weight polymer in which the number 
of repeating units is between two and ten, for example, from 
two to eight, from two to six, or form two to four. In one 
aspect, a collection of oligomers can have an average number 
of repeating units of from about two to about ten, for example, 
from about two to about eight, from about two to about six, or 
form about two to about four. 

0106. As used herein, the term “reactive residue” refers to 
a moiety (e.g., a monomer residue) capable of undergoing 
chemical reaction at a reaction temperature and/or in 
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response to a stimulus to form a reactive intermediate. In one 
aspect, a reactive residue is a moiety capable undergoing an 
intramolecular cross-linking reaction to provide intramolecu 
lar chain collapse. 
0107 As used herein, the term “polymerizable group' 
refers to a group (i.e., a chemical functionality) capable of 
undergoing a polymerization reaction at a polymerization 
temperature and/or in response to a polymerization initiator 
to form a polymer oran oligomer. In one aspect, the polymer 
ization reaction is a radical polymerization (e.g., a vinyl poly 
merization). It is understood that catalysts can be employed in 
connection with the polymerization reaction. It is contem 
plated that, in various aspects, polymerizable groups can be 
used in step-growth or chain growth reactions. Exemplary 
polymerizable groups include residues of vinyl, Styryl, acry 
loyl, methacryloyl, aryl, and heteroaryl compounds. 
0108. A residue of a chemical species, as used in the 
specification and concluding claims, refers to the moiety that 
is the resulting product of the chemical species in a particular 
reaction scheme or Subsequent formulation or chemical prod 
uct, regardless of whether the moiety is actually obtained 
from the chemical species. Thus, an ethylene glycol residue in 
a polyester refers to one or more —OCH2CH2O units in the 
polyester, regardless of whether ethylene glycol was used to 
prepare the polyester. Similarly, a sebacic acid residue in a 
polyester refers to one or more —CO(CH)CO— moieties 
in the polyester, regardless of whether the residue is obtained 
by reacting sebacic acid or an ester thereof to obtain the 
polyester. 
0109 As used herein, the term “substituted” is contem 
plated to include all permissible Substituents of organic com 
pounds. In a broad aspect, the permissible Substituents 
include acyclic and cyclic, branched and unbranched, car 
bocyclic and heterocyclic, and aromatic and nonaromatic 
Substituents of organic compounds. Illustrative Substituents 
include, for example, those described below. The permissible 
substituents can be one or more and the same or different for 
appropriate organic compounds. For purposes of this disclo 
Sure, the heteroatoms, such as nitrogen, can have hydrogen 
Substituents and/or any permissible Substituents of organic 
compounds described herein which satisfy the valences of the 
heteroatoms. This disclosure is not intended to be limited in 
any manner by the permissible Substituents of organic com 
pounds. Also, the terms “substitution” or “substituted with 
include the implicit proviso that such substitution is in accor 
dance with permitted valence of the substituted atom and the 
substituent, and that the substitution results in a stable com 
pound, e.g., a compound that does not spontaneously undergo 
transformation Such as by rearrangement, cyclization, elimi 
nation, etc. 
0110. In defining various terms, “A,” “A,” “A.” and 
“A” are used herein as generic symbols to represent various 
specific Substituents. These symbols can be any Substituent, 
not limited to those disclosed herein, and when they are 
defined to be certain Substituents in one instance, they can, in 
another instance, be defined as Some other Substituents. 
0111. The term “alkyl as used herein is a branched or 
unbranched saturated hydrocarbon group of 1 to 24 carbon 
atoms, such as methyl, ethyl, n-propyl, isopropyl. n-butyl, 
isobutyl, S-butyl, t-butyl, n-pentyl, isopentyl, S-pentyl, neo 
pentyl, hexyl, heptyl, octyl, nonyl, decyl, dodecyl, tetradecyl 
hexadecyl, eicosyl, tetracosyl, and the like. The alkyl group 
can also be substituted or unsubstituted. The alkyl group can 
be substituted with one or more groups including, but not 
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limited to, optionally substituted alkyl, cycloalkyl, alkoxy, 
amino, ether, halide, hydroxy, nitro, silyl, Sulfo-oxo, or thiol, 
as described herein. A "lower alkyl group is an alkyl group 
containing from one to six carbon atoms. 
0112 Throughout the specification “alkyl is generally 
used to refer to both unsubstituted alkyl groups and substi 
tuted alkyl groups; however, Substituted alkyl groups are also 
specifically referred to herein by identifying the specific sub 
stituent(s) on the alkyl group. For example, the term "halo 
genated alkyl specifically refers to an alkyl group that is 
Substituted with one or more halide, e.g., fluorine, chlorine, 
bromine, or iodine. The term “alkoxyalkyl specifically refers 
to an alkyl group that is substituted with one or more alkoxy 
groups, as described below. The term “alkylamino” specifi 
cally refers to an alkyl group that is substituted with one or 
more amino groups, as described below, and the like. When 
“alkyl is used in one instance and a specific term Such as 
“alkylalcohol is used in another, it is not meant to imply that 
the term “alkyl does not also refer to specific terms such as 
“alkylalcohol and the like. 
0113. This practice is also used for other groups described 
herein. That is, while a term such as “cycloalkyl refers to 
both unsubstituted and substituted cycloalkyl moieties, the 
substituted moieties can, in addition, be specifically identified 
herein; for example, a particular Substituted cycloalkyl can be 
referred to as, e.g., an “alkylcycloalkyl.” Similarly, a substi 
tuted alkoxy can be specifically referred to as, e.g., a "halo 
genated alkoxy, a particular Substituted alkenyl can be, e.g., 
an “alkenylalcohol.” and the like. Again, the practice of using 
a general term, Such as “cycloalkyl and a specific term, Such 
as “alkylcycloalkyl is not meant to imply that the general 
term does not also include the specific term. 
0114. The term “cycloalkyl as used herein is a non-aro 
matic carbon-based ring composed of at least three carbon 
atoms. Examples of cycloalkyl groups include, but are not 
limited to, cyclopropyl, cyclobutyl, cyclopentyl, cyclohexyl, 
norbornyl, and the like. The term "heterocycloalkyl is a type 
of cycloalkyl group as defined above, and is included within 
the meaning of the term "cycloalkyl, where at least one of the 
carbon atoms of the ring is replaced with a heteroatom Such 
as, but not limited to, nitrogen, oxygen, Sulfur, orphosphorus. 
The cycloalkyl group and heterocycloalkyl group can be Sub 
stituted or unsubstituted. The cycloalkyl group and heterocy 
cloalkyl group can be substituted with one or more groups 
including, but not limited to, optionally Substituted alkyl, 
cycloalkyl, alkoxy, amino, ether, halide, hydroxy, nitro, silyl, 
sulfo-oxo, or thiol as described herein. 
0115 The term “polyalkylene group’ as used herein is a 
group having two or more CH groups linked to one another. 
The polyalkylene group can be represented by the formula 
—(CH) , where “a” is an integer of from 2 to 500. 
0116. The terms “alkoxy” and “alkoxyl as used herein to 
refer to an alkyl or cycloalkyl group bonded through an ether 
linkage; that is, an “alkoxy” group can be defined as —OA' 
where A' is alkyl or cycloalkyl as defined above. “Alkoxy” 
also includes polymers of alkoxy groups as just described; 
that is, an alkoxy can be a polyether such as —OA'-OA or 
- OA'-(OA)-OA, where “a” is an integer of from 1 to 200 
and A', A, and Aare alkyl and/or cycloalkyl groups. 
0117 The term “alkenyl as used herein is a hydrocarbon 
group of from 2 to 24 carbon atoms with a structural formula 
containing at least one carbon-carbon double bond. Asym 
metric structures such as (AA)C=C(AA) are intended to 
include both the E and Z isomers. This can be presumed in 
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structural formulae herein wherein an asymmetric alkene is 
present, or it can be explicitly indicated by the bond symbol 
C=C. The alkenyl group can be substituted with one or more 
groups including, but not limited to, optionally Substituted 
alkyl, cycloalkyl, alkoxy, alkenyl, cycloalkenyl, alkynyl, 
cycloalkynyl, aryl, heteroaryl, aldehyde, amino, carboxylic 
acid, ester, ether, halide, hydroxy, ketone, azide, nitro, silyl, 
sulfo-oxo, or thiol, as described herein. 
0118. The term “cycloalkenyl as used herein is a non 
aromatic carbon-based ring composed of at least three carbon 
atoms and containing at least one carbon-carbon double 
bound, i.e., C=C. Examples of cycloalkenyl groups include, 
but are not limited to, cyclopropenyl, cyclobutenyl, cyclopen 
tenyl, cyclopentadienyl, cyclohexenyl, cyclohexadienyl, nor 
bornenyl, and the like. The term "heterocycloalkenyl' is a 
type of cycloalkenyl group as defined above, and is included 
within the meaning of the term “cycloalkenyl, where at least 
one of the carbon atoms of the ring is replaced with a heteroa 
tom Such as, but not limited to, nitrogen, oxygen, Sulfur, or 
phosphorus. The cycloalkenyl group and heterocycloalkenyl 
group can be substituted or unsubstituted. The cycloalkenyl 
group and heterocycloalkenyl group can be substituted with 
one or more groups including, but not limited to, optionally 
Substituted alkyl, cycloalkyl, alkoxy, alkenyl, cycloalkenyl, 
alkynyl, cycloalkynyl, aryl, heteroaryl, aldehyde, amino, car 
boxylic acid, ester, ether, halide, hydroxy, ketone, azide, 
nitro, silyl, sulfo-oxo, or thiol as described herein. 
0119 The term “alkynyl as used herein is a hydrocarbon 
group of 2 to 24 carbon atoms with a structural formula 
containing at least one carbon-carbon triple bond. The alky 
nyl group can be unsubstituted or Substituted with one or 
more groups including, but not limited to, optionally Substi 
tuted alkyl, cycloalkyl, alkoxy, alkenyl, cycloalkenyl, alky 
nyl, cycloalkynyl, aryl, heteroaryl, aldehyde, amino, car 
boxylic acid, ester, ether, halide, hydroxy, ketone, azide, 
nitro, silyl, sulfo-oxo, or thiol, as described herein. 
0120. The term "cycloalkynyl as used herein is a non 
aromatic carbon-based ring composed of at least seven car 
bon atoms and containing at least one carbon-carbon triple 
bound. Examples of cycloalkynyl groups include, but are not 
limited to, cycloheptynyl, cyclooctynyl, cyclononynyl, and 
the like. The term "heterocycloalkynyl is a type of cycloalk 
enyl group as defined above, and is included within the mean 
ing of the term "cycloalkynyl, where at least one of the 
carbon atoms of the ring is replaced with a heteroatom Such 
as, but not limited to, nitrogen, oxygen, Sulfur, orphosphorus. 
The cycloalkynyl group and heterocycloalkynyl group can be 
Substituted or unsubstituted. The cycloalkynyl group and het 
erocycloalkynyl group can be substituted with one or more 
groups including, but not limited to, optionally Substituted 
alkyl, cycloalkyl, alkoxy, alkenyl, cycloalkenyl, alkynyl, 
cycloalkynyl, aryl, heteroaryl, aldehyde, amino, carboxylic 
acid, ester, ether, halide, hydroxy, ketone, azide, nitro, silyl, 
sulfo-oxo, or thiol as described herein. 
0121 The term “aryl as used herein is a group that con 
tains any carbon-based aromatic group including, but not 
limited to, benzene, naphthalene, phenyl, biphenyl, phenoxy 
benzene, and the like. The term “aryl also includes “het 
eroaryl, which is defined as a group that contains an aromatic 
group that has at least one heteroatom incorporated within the 
ring of the aromatic group. Examples of heteroatoms include, 
but are not limited to, nitrogen, oxygen, Sulfur, and phospho 
rus. Likewise, the term “non-heteroaryl, which is also 
included in the term “aryl. defines a group that contains an 
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aromatic group that does not contain a heteroatom. The aryl 
group can be substituted or unsubstituted. The aryl group can 
be substituted with one or more groups including, but not 
limited to, optionally substituted alkyl, cycloalkyl, alkoxy, 
alkenyl, cycloalkenyl, alkynyl, cycloalkynyl, aryl, heteroaryl, 
aldehyde, amino, carboxylic acid, ester, ether, halide, 
hydroxy, ketone, azide, nitro, silyl. Sulfo-oxo, or thiol as 
described herein. The term “biary1' is a specific type of aryl 
group and is included in the definition of “aryl. Biaryl refers 
to two aryl groups that are bound together via a fused ring 
structure, as in naphthalene, or are attached via one or more 
carbon-carbon bonds, as in biphenyl. 
0.122 The term “aldehyde' as used herein is represented 
by the formula —C(O)H. Throughout this specification 
“C(O) is a short hand notation for a carbonyl group, i.e., 
C O. 

(0123. The terms “amine' or “amino” as used herein are 
represented by the formula NAAA, where A, A, and A 
can be, independently, hydrogen or optionally Substituted 
alkyl, cycloalkyl, alkenyl, cycloalkenyl, alkynyl, cycloalky 
nyl, aryl, or heteroaryl group as described herein. 
0.124. The term “carboxylic acid as used herein is repre 
sented by the formula—C(O)OH. 
0.125. The term “ester as used herein is represented by the 
formula —OC(O)A' or C(O)OA', where A' can be an 
optionally Substituted alkyl, cycloalkyl, alkenyl, cycloalk 
enyl, alkynyl, cycloalkynyl, aryl, or heteroaryl group as 
described herein. The term “polyester as used herein is rep 
resented by the formula-(AO(O)C-A-C(O)O) or -(AO 
(O)C-A-OC(O)), , where A' and A can be, independently, 
an optionally Substituted alkyl, cycloalkyl, alkenyl, cycloalk 
enyl, alkynyl, cycloalkynyl, aryl, or heteroaryl group 
described herein and “a” is an integer from 1 to 500. “Poly 
ester is as the term used to describe a group that is produced 
by the reaction between a compound having at least two 
carboxylic acid groups with a compound having at least two 
hydroxyl groups. 
0.126 The term “ether as used herein is represented by the 
formula A'OA, where A' and A can be, independently, an 
optionally Substituted alkyl, cycloalkyl, alkenyl, cycloalk 
enyl, alkynyl, cycloalkynyl, aryl, or heteroaryl group 
described herein. The term “polyether as used herein is 
represented by the formula-(AO-AO) , where A' and A 
can be, independently, an optionally Substituted alkyl, 
cycloalkyl, alkenyl, cycloalkenyl, alkynyl, cycloalkynyl, 
aryl, or heteroaryl group described herein and 'a' is an integer 
of from 1 to 500. Examples of polyether groups include 
polyethylene oxide, polypropylene oxide, and polybutylene 
oxide. 

0127. The term “halideas used herein refers to the halo 
gens fluorine, chlorine, bromine, and iodine. 
I0128. The term "heterocycle.” as used herein refers to 
single and multi-cyclic aromatic or non-aromatic ring sys 
tems in which at least one of the ring members is other than 
carbon. Heterocycle includes pyridinde, pyrimidine, furan, 
thiophene, pyrrole, isoxazole, isothiazole, pyrazole, oxazole, 
thiazole, imidazole, oxazole, including, 1.2.3-oxadiazole, 
1,2,5-oxadiazole and 1,3,4-oxadiazole, thiadiazole, includ 
ing, 1.2.3-thiadiazole, 1,2,5-thiadiazole, and 1.3,4-thiadiaz 
ole, triazole, including, 1,2,3-triazole, 1,3,4-triazole, tetra 
Zole, including 1,2,3,4-tetrazole and 1,2,4,5-tetrazole, 
pyridine, pyridazine, pyrimidine, pyrazine, triazine, includ 
ing 1,2,4-triazine and 1,3,5-triazine, tetrazine, including 1.2, 
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4.5-tetrazine, pyrrolidine, piperidine, piperazine, morpho 
line, aZetidine, tetrahydropyran, tetrahydrofuran, dioxane, 
and the like. 
0129. The term “hydroxyl as used herein is represented 
by the formula —OH. 
0130. The term “ketone' as used herein is represented by 
the formula A'C(O)A, where A' and A can be, indepen 
dently, an optionally Substituted alkyl, cycloalkyl, alkenyl, 
cycloalkenyl, alkynyl, cycloalkynyl, aryl, or heteroaryl group 
as described herein. 

0131 The term “azide' as used herein is represented by 
the formula—N. 
0132) The term "nitro” as used herein is represented by the 
formula - NO. 
0133. The term “nitrile' as used herein is represented by 
the formula—CN. 

0134. The term “silyl as used herein is represented by the 
formula—SiAAA, where A, A, and Acan be, indepen 
dently, hydrogen or an optionally substituted alkyl, 
cycloalkyl, alkoxy, alkenyl, cycloalkenyl, alkynyl, cycloalky 
nyl, aryl, or heteroaryl group as described herein. 
0135 The term "sulfo-oxo' as used herein is represented 
by the formulas S(O)A', S(O)A', OS(O)A", or 
—OS(O).OA', where A' can be hydrogen or an optionally 
Substituted alkyl, cycloalkyl, alkenyl, cycloalkenyl, alkynyl, 
cycloalkynyl, aryl, or heteroaryl group as described herein. 
Throughout this specification “S(O) is a short hand notation 
for S=O. The term “sulfonyl is used herein to refer to the 
Sulfo-oxo group represented by the formula —S(O).A', 
where A' can be hydrogen oran optionally substituted alkyl, 
cycloalkyl, alkenyl, cycloalkenyl, alkynyl, cycloalkynyl, 
aryl, or heteroaryl group as described herein. The term “sul 
fone” as used herein is represented by the formula A'S(O) 
2A, where A' and A can be, independently, an optionally 
Substituted alkyl, cycloalkyl, alkenyl, cycloalkenyl, alkynyl, 
cycloalkynyl, aryl, or heteroaryl group as described herein. 
The term "sulfoxide’ as used herein is represented by the 
formula A'S(O)A, where A' and A can be, independently, 
an optionally Substituted alkyl, cycloalkyl, alkenyl, cycloalk 
enyl, alkynyl, cycloalkynyl, aryl, or heteroaryl group as 
described herein. 

0136. The term “thiol as used herein is represented by the 
formula—SH. 

0.137 The term “organic residue' defines a carbon con 
taining residue, i.e., a residue comprising at least one carbon 
atom, and includes but is not limited to the carbon-containing 
groups, residues, or radicals defined hereinabove. Organic 
residues can contain various heteroatoms, or be bonded to 
another molecule through a heteroatom, including oxygen, 
nitrogen, Sulfur, phosphorus, or the like. Examples of organic 
residues includebut are not limited alkyl or substituted alkyls, 
alkoxy or Substituted alkoxy, mono or di-substituted amino, 
amide groups, etc. Organic residues can preferably comprise 
1 to 18 carbon atoms, 1 to 15, carbon atoms, 1 to 12 carbon 
atoms, 1 to 8 carbon atoms, 1 to 6 carbon atoms, or 1 to 4 
carbon atoms. In a further aspect, an organic residue can 
comprise 2 to 18 carbon atoms, 2 to 15, carbon atoms, 2 to 12 
carbon atoms, 2 to 8 carbon atoms, 2 to 4 carbon atoms, or 2 
to 4 carbon atoms 

0138 A very close synonym of the term “residue' is the 
term “radical which as used in the specification and con 
cluding claims, refers to a fragment, group, or Substructure of 
a molecule described herein, regardless of how the molecule 
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is prepared. For example, a 2,4-thiazolidinedione radical in a 
particular compound has the structure 

regardless of whether thiazolidinedione is used to prepare the 
compound. In some embodiments the radical (for example an 
alkyl) can be further modified (i.e., substituted alkyl) by hav 
ing bonded thereto one or more “substituent radicals.” The 
number of atoms in a given radical is not critical to the present 
invention unless it is indicated to the contrary elsewhere 
herein. 
0.139 “Organic radicals.” as the term is defined and used 
herein, contain one or more carbonatoms. An organic radical 
can have, for example, 1-26 carbon atoms, 1-18 carbon 
atoms, 1-12 carbon atoms, 1-8 carbon atoms, 1-6 carbon 
atoms, or 1-4 carbon atoms. In a further aspect, an organic 
radical can have 2-26 carbonatoms, 2-18 carbonatoms, 2-12 
carbon atoms, 2-8 carbon atoms, 2-6 carbon atoms, or 2-4 
carbonatoms. Organic radicals often have hydrogenbound to 
at least Some of the carbon atoms of the organic radical. One 
example, of an organic radical that comprises no inorganic 
atoms is a 5,6,7,8-tetrahydro-2-naphthyl radical. In some 
embodiments, an organic radical can contain 1-10 inorganic 
heteroatoms bound thereto or therein, including halogens, 
oxygen, Sulfur, nitrogen, phosphorus, and the like. Examples 
of organic radicals include but are not limited to an alkyl, 
Substituted alkyl, cycloalkyl, Substituted cycloalkyl, mono 
Substituted amino, di-substituted amino, acyloxy, cyano, car 
boxy, carboalkoxy, alkylcarboxamide, Substituted alkylcar 
boxamide, dialkylcarboxamide, substituted 
dialkylcarboxamide, alkylsulfonyl, alkylsulfinyl, thioalkyl, 
thiohaloalkyl, alkoxy, Substituted alkoxy, haloalkyl, 
haloalkoxy, aryl, Substituted aryl, heteroaryl, heterocyclic, or 
substituted heterocyclic radicals, wherein the terms are 
defined elsewhere herein. A few non-limiting examples of 
organic radicals that include heteroatoms include alkoxy 
radicals, trifluoromethoxy radicals, acetoxy radicals, dim 
ethylamino radicals and the like. 
0140 “Inorganic radicals.” as the term is defined and used 
herein, contain no carbon atoms and therefore comprise only 
atoms other than carbon. Inorganic radicals comprise bonded 
combinations of atoms selected from hydrogen, nitrogen, 
oxygen, silicon, phosphorus, Sulfur, selenium, and halogens 
Such as fluorine, chlorine, bromine, and iodine, which can be 
present individually or bonded together in their chemically 
stable combinations. Inorganic radicals have 10 or fewer, or 
preferably one to six or one to four inorganic atoms as listed 
above bonded together. Examples of inorganic radicals 
include, but not limited to, amino, hydroxy, halogens, nitro, 
thiol, Sulfate, phosphate, and like commonly known inor 
ganic radicals. The inorganic radicals do not have bonded 
therein the metallic elements of the periodic table (such as the 
alkali metals, alkaline earth metals, transition metals, lan 
thanide metals, or actinide metals), although Such metal ions 
can sometimes serve as a pharmaceutically acceptable cation 
for anionic inorganic radicals such as a Sulfate, phosphate, or 
like anionic inorganic radical. Inorganic radicals do not com 
prise metalloids elements such as boron, aluminum, gallium, 
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germanium, arsenic, tin, lead, or tellurium, or the noble gas 
elements, unless otherwise specifically indicated elsewhere 
herein. 

0141 Compounds described herein can contain one or 
more double bonds and, thus, potentially give rise to cis/trans 
(E/Z) isomers, as well as other conformational isomers. 
Unless stated to the contrary, the invention includes all such 
possible isomers, as well as mixtures of Such isomers. 
0142 Unless stated to the contrary, a formula with chemi 
cal bonds shown only as solid lines and not as wedges or 
dashed lines contemplates each possible isomer, e.g., each 
enantiomer and diastereomer, and a mixture of isomers. Such 
as a racemic or scalemic mixture. Compounds described 
herein can contain one or more asymmetric centers and, thus, 
potentially give rise to diastereomers and optical isomers. 
Unless stated to the contrary, the present invention includes 
all such possible diastereomers as well as their racemic mix 
tures, their substantially pure resolved enantiomers, all pos 
sible geometric isomers, and pharmaceutically acceptable 
salts thereof. Mixtures of stereoisomers, as well as isolated 
specific stereoisomers, are also included. During the course 
of the synthetic procedures used to prepare such compounds, 
or in using racemization or epimerization procedures known 
to those skilled in the art, the products of Such procedures can 
be a mixture of Stereoisomers. 

0143 Disclosed are the components to be used to prepare 
the compositions of the invention as well as the compositions 
themselves to be used within the methods disclosed herein. 
These and other materials are disclosed herein, and it is under 
stood that when combinations, Subsets, interactions, groups, 
etc. of these materials are disclosed that while specific refer 
ence of each various individual and collective combinations 
and permutation of these compounds can not be explicitly 
disclosed, each is specifically contemplated and described 
herein. For example, if a particular compound is disclosed 
and discussed and a number of modifications that can be made 
to a number of molecules including the compounds are dis 
cussed, specifically contemplated is each and every combi 
nation and permutation of the compound and the modifica 
tions that are possible unless specifically indicated to the 
contrary. Thus, if a class of molecules A, B, and C are dis 
closed as well as a class of molecules D, E, and F and an 
example of a combination molecule, A-D is disclosed, then 
even if each is not individually recited each is individually 
and collectively contemplated meaning combinations, A-E, 
A-F B-D, B-E, B-F, C-D, C-E, and C-F are considered dis 
closed. Likewise, any Subset or combination of these is also 
disclosed. Thus, for example, the sub-group of A-E, B-F, and 
C-E would be considered disclosed. This concept applies to 
all aspects of this application including, but not limited to, 
steps in methods of making and using the compositions of the 
invention. Thus, if there are a variety of additional steps that 
can be performed it is understood that each of these additional 
steps can be performed with any specific embodiment or 
combination of embodiments of the methods of the invention. 

0144. It is understood that the compositions disclosed 
herein have certain functions. Disclosed herein are certain 
structural requirements for performing the disclosed func 
tions, and it is understood that there are a variety of structures 
that can perform the same function that are related to the 
disclosed structures, and that these structures will typically 
achieve the same result. 
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B. Dendrimeric Compounds 
0145 Dendrimers can be ideal building blocks for bio 
medical applications, because of their precise architecture, 
high loading capacity, tunable solubility, immunogenicity, 
and bioconjugation capability. Gillies, E. R.; Fréchet, J. M.J. 
Drug Discov. Today 2005, 10, 35.: Lee, C.C.; MacKay, J.A.: 
Fréchet, J. M. J.; Szoka, F. C. Nat. Biotechnol. 2005, 23, 
1517. The combination of the unique properties of dendrim 
ers with membrane-permeable guanidino groups can lead to a 
more efficient-synthesis of membrane-permeable carrier 
molecules possessing high efficiency, for example, for bulk 
production. 
0146 The compounds of the invention are desirably based 
upon a compact, high branching multiplicity dendrimer, for 
example, the classic Newkome-type dendrimer. Newkome, 
G. R.: Behera, R. K. Moorefield, C. N.; Baker, G. R. J. Org. 
Chem. 1991, 56, 7162. Newkome type dendrimers are typi 
cally 1->3 C-branched polyamide macromolecules, built 
from "Behera's Amine' monomer or its derivatives, and can 
be attached to a variety of starting cores, Surfaces, and poly 
CS. 

0.147. It is also understood that the compounds of the 
invention can be tailored to enhance accumulation in specific 
sublocations of cells, such as the nucleus, the cytosol, or the 
mitochondria. Tailoring can be the selection of chemical moi 
eties or groups having an affinity for a targeted Subcellular 
region of a cell, for example an organelle, and the function 
alization of the compounds with the selected chemical moi 
eties or groups. Such tailoring of the compound structure can 
be accomplished using organic synthetic methodology know 
to those of skill in the art. 
0.148. In one aspect, the invention relates to compounds 
comprising the structure: 

and at least one guanidinium residue, wherein m is Zero or a 
positive integer. In certain aspects, m can be 0, 1, 2, 3, 4, 5, or 
6 and each residue can be substituted or unsubstituted. In a 
further aspect, m is 1. 
0149. In one aspect, the invention relates to compounds 
comprising the structure: 

R7 
R3 R6 N1 

RN 1C N l -R s 
iii. . . . 

R2 O R5 R4 H 3 

whereinn and oare, independently, Zero or a positive integer, 
wherein R' and R are, independently, hydrogen, oxygen, 
alkyl, acyl, thioacyl, or carbonyl; wherein R is hydrogen, 

  



US 2013/O 142733 A1 
12 

alkyloxycarbonyl, or alkyl; R is hydrogen, or alkyloxycar 
bonyl; wherein R and Rare, independently, hydrogen, or 
alkyl; and wherein R is hydrogen or alkyloxycarbonyl. 
0150. In a further aspect, the compounds can comprise the 
Structure: 

7 
Ns H -R R N R R 

V YN l R7 N N-1NN N1 
R2 R3 \,, 

O / R* 
N 

H 

O -- SN-R7 pi 

N 
A 

R4 N-R7 

wherein n is an integer from 1 to 9; wherein R' and Rare, 
independently, hydrogen, oxygen, nitrogen, alkyl, acyl, 
thioacyl, carbonyl, oramine; wherein R is hydrogen or alkyl; 
and wherein R is hydrogen, or alkyloxycarbonyl, alkyl, or 
acyl. In certain aspects, in can be 0, 1, 2, 3, 4, 5, 6, 7, 8, or 9. 
In a further aspect, n is 1 or 5. In a further aspect, R' can be 
hydrogen or alkyloxycarbonyl. In a further aspect, R is Boc, 
for example, t-Boc. 
0151. In one aspect, the compound comprises the struc 
ture: 

Jun. 6, 2013 

-continued 

wherein n is an integer from 1 to 9; wherein R' and Rare, 
independently, hydrogen, amino, hydroxyl, alkyl, alkoxyl, 
acyl, carbonyl, or thioacyl: wherein R is hydrogen or alkyl: 
and wherein R is hydrogen, or alkyloxycarbonyl. 

C. Methods of Making Dendrimeric Compounds 

0152 The disclosed methods typically employ a divergent 
method to prepare a G-1 dendrimer scaffold with nine end 
functionalities. Although the Newkome type dendrimer is 
well known, one of the drawbacks for abroader application of 
conventional methods is the elaborate synthesis of the mono 
mer. In contrast, the “Behera's amine” gives the most com 
pact, low molecular weight polyamide dendrimer possible; 
achieving the necessary nine end functionalities in just one 
generation of dendritic growth. As set forth below and in the 
Experimental section, following synthesis of the monomer 
through improved hydrogenation and work-up procedures, 
the G-1 dendritic nona-acid scaffold can be prepared in high 
yields (see FIGS. 6A and 6B). 
0153. In order to introduce the guanidinium groups to the 
dendrimer exterior as shown in FIG. 20, the nine carboxylic 
acid groups were first converted into nine protected amine 
groups, by reaction with, for example, N-Boc ethylendiamine 
and N-Boc-1,6-diaminehexane through amide coupling reac 
tions. After removal of the protecting groups, the nine free 
amines can be reacted with a guandinylating reagent Feich 
tinger, K. Sings, H. L.; Baker, T. J.; Matthews, K., Goodman, 
M. J. Org. Chem. 1998, 63, 8432. to give a guanidinylated 
dendritic scaffold in high yield. 

0154 For uptake evaluation and imaging function, a fluo 
rophore can be conjugated to the focal point of the molecular 
transporter. The attachment of a fluorescein isothiocyanate 
(FITC) moiety to the guanidinylated scaffold can be achieved 
with a reduction of the nitro group at the focal point to an 
amino group via hydrogenation at room temperature in quan 
titative yields, followed by direct reaction with FITC to form 
the Boc-protected FITC-labeled guanidino-dendrimer. After 
deprotection of the Boc-protected guanidine groups, FITC 
labeled dendritic molecules can be obtained and further puri 
fied by dialysis or HPLC. 
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0155. In one aspect, the invention relates to methods of 
preparing compounds having the structure: 

R4 N-R 

O 

O 3 NN) R pi 

O / R3 \ R" 
N N N-R3 

(S), ( Qin H > 
4 sy , R 
RNN R-N N R7 

y" Y-N 7 N R7 
N \ H-N R7 R7 

whereinn is an integer from 1 to 9, wherein R is hydrogen or 
alkyl, wherein R* and Rare, independently, hydrogen, alky 
loxycarbonyl, alkyl, or acyl: wherein R is hydrogen, alkyl, or 
acyl; wherein Y comprises a nitro group, an amine group, an 
amide group, azide group, or an alkyloxycarbonyl protected 
amine group or a derivative thereof, the method comprising 
the steps of providing a first compound comprising the struc 
ture: 

Jun. 6, 2013 

X 

O 

Y X, 

O 
O 

X 

wherein X comprises OH, halogen, or OC(O)-alkyl; coupling 
the first compound with at least about three molar equivalents 
of a second compound comprising the structure: 

G10 

O 

HN OG, 

O 
O 

GO 

wherein G' is an ester-protecting group; removing the ester 
protecting group; reacting the product of step (c) with at least 
about three molar equivalents of a third compound compris 
ing the structure: 

wherein G is an amine-protecting group; removing the 
amine-protecting group; and functionalizing the product of 
step (e) with at least three molar equivalents of a guanidine 
providing agent. 
0156. In a further aspect, the guanidine-providing agent 
comprises at least one of N,N'-diBoc-N"-triflylguanidine, 
N,N'-diCbz-N"-triflylguanidine, N,N'-dialloc-N"-trifly 
lguanidine, N,N'-ditroc-N'-triflylguanidine, 1,3-diboc-2-(2- 
hydroxyethyl)guanidine, N,N'-diBoc-1H-pyrazole-1-car 
boxamidine, N,N'-diCbz-1H-pyrazole-1-carboxamidine, 
1H-pyrazole-1-carboxamidine hydrochloride, 1,3-diboc-2- 
(2-hydroxyethyl)guanidine, 2-(2-aminoethyl)-1,3-diboc 
guandine, or 1,3-diboc-2-(carboxymethyl)guanidine 
0157. In a further aspect, the method further comprises the 
step of transforming Y into an amine to provide a compound 
comprising the structure: 
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O ). N-R7 
N M ( 

R4 N-R7 

O 

O 3 Ns) R pi 4 

O N R3 R 
NNR3 N 

(K), (S H 2ss 
4 R 
RNN R-N N R7 

y" y-\ 7 N R7 
N W -N 
W 7 H S 
R7 R7 

0158. In a further aspect, the method further comprises the 
step of removing R. The removing step can be, for example, 
treatment with one or more reagents known to those of skill in 
the art for removing protecting groups. 

0159. In one aspect, the providing step comprises synthe 
sis of the starting materials. 
0160 Each starting material can be obtained commer 
cially and/or prepared by those of skill in the art from com 
mercially available compounds. For example, the nitroester 
shown below can be prepared using methodology from 
Newkone, G. R.: Behera, R. K. Moorefield, C. N.; Baker, G. 
R. J. Org. Chem. 1991, 56, 7162: 
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a y 
O 

ON Sk 
O 
O 

i? X 
0.161 In a further aspect, the ester-protecting group com 
prises methyl, ethyl, or t-butyl. 
0162 Inafurther aspect, the amine-protecting group com 
prises a butyloxycarbonyl group, a trifluoroacyl group, a 
9-fluorenylmethyloxycarbonyl group, an alloc group, or a 
carbobenzyloxy group. 

0163. In a further aspect, the method further comprises the 
step of acylating the amine with a compound comprising the 
Structure: 

O O 
O S 

p 

O oN 
N1 O 

O 
O 

whereino and pare, independently, Zero or a positive integer. 
In a yet further aspect, the method further comprises the step 
of reacting the product of the acylating step with a payload 
compound comprising at least one amine group and at least 
one of a luminescent group, a biologically active group, or a 
pharmaceutically active group. 
0164. In a further aspect, the method further comprises the 
step of acylating the amine with a fourth compound compris 
ing the structure: 

whereino and pare, independently, Zero or a positive integer, 
and wherein G is anthiol-protecting group. 
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0.165. In a further aspect, the thiol protecting group com 
prises the structure: 

and 

wherein the fourth compound comprises the structure: 

21 O 

Sa -- N S-S X. 

0166 In a further aspect, the thiol-protecting group com 
prises the structure: 

ON 

0167. In a further aspect, the method further comprises the 
step of removing the thiol-protecting group, thereby provid 
ing a deprotected thiol. In a yet further aspect, the method 
further comprises the step of attaching the deprotected thiol to 
a thiol-functionalized payload. In a still further aspect, the 
thiol-functionalized payload comprises at least one of alumi 
nescent group, a biologically-active group, or a pharmaceu 
tically-active group. 

Jun. 6, 2013 

D. Compositions 
0.168. In one aspect, the invention relates to compositions 
comprising one or more compounds of the invention or one or 
more products of the methods of the invention. 
0169. 1. Intracellular Delivery Compositions 
0170 In one aspect, the invention relates to intracellular 
delivery compositions comprising the general structure P-L- 
B-F, wherein P is payload moiety; wherein L is a linking 
moiety comprising the structure: 

whereino and pare, independently, Zero or a positive integer, 
wherein B is a branching moiety comprising the structure: 

and 
wherein F is a functional moiety comprising at least one 
guanidinium residue. In a further aspect, p is an integer from 
0 to 6, for example, 0, 1,2,3,4, 5, or 6. In a further aspect, the 
composition comprises at least six guanidinium residues, at 
least seven guanidinium residues, at least eight guanidinium 
residues, or at least nine guanidinium residues. 
0171 In one aspect, L-B-F comprises the structure: 
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whereinn is an integer from 1 to 9; wherein R is hydrogen or 
alkyl; wherein R is hydrogen, alkyl or acyl; and wherein R7 
is hydrogen, alkyl or acyl. 
0172. In a further aspect, P-L-B-F comprises the structure: 

-continued 

16 
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-continued 

Phip 

RNN 
2-y 
% W 
\ R7 

whereinn is an integer from 1 to 9; wherein R is hydrogen or 
alkyl; wherein R is hydrogen, alkyl or acyl: wherein R7 is 
hydrogen, alkyl or acyl; and wherein R comprises the struc 
ture: 

O 

us D-Phen-D-Leu-D-Gly : 

O 

us D-Phen-D-Leu-D-Gly 
r 

O 

N--~. O 
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-continued 
O 

ls 
0173 
0.174 Typically, the compounds of the invention can be 
functionalized to carry a payload. In various aspects, a pay 
load compound can be attached or associated with a com 
pound of the invention by covalent bonding, by ionic bond 
ing, by coordination bonding, or by hydrogen bonding. In 
further aspects, a payload compound can be associated with a 
compound of the invention by hydrophilic interactions or 
hydrophobic interactions. In certain aspects, a payload com 
pound is part of a compound of the invention, while in certain 
further aspects, payload compound is a separate compound 
from of a compound of the invention. 
0.175. In one aspect, the payload moiety bears a thiol moi 
ety. In a further aspect, the payload moiety is a luminescent 
group. For example, the luminescent group can comprise the 
Structure: 

O O 

D-Phen-D-Leu-D-Gly o1\,. 

a. Payloads 
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OH 

O 

21 

1". 
O N 

0176). In certain aspects, the luminescent group is selected 
from a dansyl group, a coumarin group, an FITC group, a 
DOTA group, a catechol group, or a DPTA group. DOTA, 
catechol, and/or DPTA groups can be used for complexing, 
for example, lanthanides. Catechol can be used for complex 
ing, for example, quantum dots, lanthanides, metals (such as 
iron or copper (e.g., radioactive Cu)), ironoxides, metal 
oxides, and/or platinum (e.g., cis-platinum). 
0177. In a further aspect, the payload moiety is a biologi 
cally-active group. For example, the biologically-active 
group can be selected from one or more of an oligonucleotide, 
a plasmid DNA, a protein, an immunoglobulin, an antisense 
oligoDNA, a peptide nucleic acid (PNA), or a peptide. For 
example, in various aspects, the biologically-active group can 
comprise one or more off-galactosidase, horseradish peroxi 
dase, RNase, anti-apoptotic proteins Bcl-X(L)/PEA-15, cata 
lase, green fluorescence protein, heat shock protein 70, 

COOH 
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human glutamate dehydrogenase, ovalbumin, neuropto 
tectant Bcl-XL, E2 protein, phosphorothioate antisense oligo 
nucleotides, anti-tetanus F(ab'), G protein, p16'", 
caspase-3, p 14'', p27P', Bak BH3 domain peptide, 
cGPK-IC. inhibitory peptide, IKKB C-terminal peptide, PKA 
inhibitory peptide, MEK 1 N-terminal peptide, luciferin, 
RhoA, APO-BEC-1, Cre recombinase, H-Ras, Filmin-1, p16, 
HPC-1/syntaxin, Cdk2, E2f-1/p73/p53, influenza virus, anti 
bodies, single chain antibodies, si-RNA, RNA derivatives, 
peptide 46, peptide 15, peptides that influence the imunre 
sponse, mitochondrial DNA, bacteria, birdflu virus, and/or 
bacteria. 
0178. In a further aspect, the payload moiety is a pharma 
ceutically-active group. For example, the pharmaceutically 
active group is selected from a small molecular weight drug, 
a silica nanoparticle, a metal nanoparticle, a protein, a pep 
tide, a linear polymerbackbone, a hydrogel, a collapsed nano 
particle, a dendrimers, or a hyperbranched polymeric struc 
ture. For example, in various aspects, the pharmaceutically 
active group can comprise one or more of Superparamagnetic 
iron oxide particles, doxorubicin, methotrexate, liposome, 
multiple Sclerosis agents, cis-platinum, paclitaxel, hormones, 
antioxidants, antimicrobials, antibacterial agents, antidepres 
sants, sedatives, antihypertensive drugs, antibodies, a carbo 
hydrate-based drug, cardioprotective EPKC agonist peptide, 
Fab fragments of the anti-melanoma antibody NRML-05, 
pan-carcinoma antibody NRLU-10, anti-CEA immunotoxin, 
liposome drugs, bromonidine, fusogenic, dendritic cell vac 
cines, VHL tumor suppressor peptide. HER-2, Pro-apotoxic 
Smac peptide, Viralcapsids, and/or bacteria. 
0179 A doxorubicin biocongujate, for example, can be 
synthesized by the scheme shown below: 
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0180. In a still further aspect, the payload is an antibody, 
an intrabody, DNA, RNA, siRNA, among other biologically 
significant conjugates. For example, an antibody can be 
attached to the core of a disclosed dendrimer, through dis 
closed methods. Such compositions can be used to treat viral 
related disorders, such as, for example, HIV or influenza, 
among others. A specific example of an antibody Suitable for 
use with the disclosed dendimers is an IgG antibody. 
0181. A disclosed dendrimer can also be attached to a 
protein is associated with a number of disorders, including 
cancer. For example, a disclosed protein-dendrimer can con 
jugate can be used to treat a cancer. An example is a p53 
(tumor Suppressor protein) dendrimer conjugate which can be 
capable of restoration of a mutant p53 transcriptional activity, 
to trigger apoptosis and stop tumor progression through the 
cytoplasm. A further example is a dendrimer-Huntingtin 
(protein responsible of Huntington's disease) conjugate 
which can aid in the inhibition of aberrant protein aggregation 
in a cellular model of Huntington's disease, by targeting 
huntingtin to the nucleus, through the action of the dendritic 
molecular transporter. 
0182 Further examples of conjugates that can be used in 
combination with the disclosed dendritic transporters include 
M and N intrabodies for RSV, RV6-26 Fab Rotavirus, Tat 
(HIV-1-transcription activator) for the inhibition of viral rep 
lication by sequestering Tat in the cytoplasm. 
0183) 
0184. In one aspect, the invention relates to methods of 
intracellular delivery comprising administering an effective 
amount of one or more compounds of the invention or one or 
more compositions of the invention to a Subject. In one aspect, 
The Subject is a mammal, for example, a human. In a further 
aspect, the Subject is a cell. The delivery can be, for example, 
oral, transmucosal, rectal, or Subcutaneous administration or, 
for example, intravenous, intrathecal, intramuscular, intrana 
sal, intraperitonel, or intraocular injection. 
0185 
0186 A pharmaceutical composition comprising a thera 
peutically effective amount of one or more compounds of the 
invention or one or more compositions of the invention and a 
pharmaceutically acceptable carrier for administration in a 
mammal, for example, a human. The compositions can be, for 
example, granules, powders, tablets, or capsules. 
0187. 
0188 The specific therapeutically effective dose level for 
any particular patient will depend upon a variety of factors 
including the compound or composition being administered; 
the disorder being treated and the severity of the disorder; the 
specific composition employed; the age, body weight, gen 
eral health, sex and diet of the patient; the time of adminis 
tration; the route of administration; the rate of excretion of the 
specific compound employed; the duration of the treatment; 
drugs used in combination or coincidental with the specific 
compound employed and like factors well known in the medi 
cal arts. If desired, the effective daily dose can be divided into 
multiple doses for purposes of administration. Consequently, 
single dose compositions can contain such amounts or Sub 
multiples thereof to make up the daily dose. The dosage can 
be adjusted by the individual physician in the event of any 
contraindications. Dosage can vary, and can be administered 
in one or more dose administrations daily, for one or several 
days. 

b. Intracellular Delivery 

2. Pharmaceutical Compositions 

a. Dosage 
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(0189 b. Carriers 
0190. A “pharmaceutically acceptable carrier refers to 
sterile aqueous or nonaqueous solutions, dispersions, Suspen 
sions or emulsions, as well as sterile powders for reconstitu 
tion into sterile injectable solutions or dispersions just prior to 
use. Examples of Suitable aqueous and nonaqueous carriers, 
diluents, solvents or vehicles include water, ethanol, polyols 
(such as glycerol, propylene glycol, polyethylene glycol and 
the like), carboxymethylcellulose and suitable mixtures 
thereof, vegetable oils (such as olive oil) and injectable 
organic esters such as ethyl oleate. Proper fluidity may be 
maintained, for example, by the use of coating materials such 
as lecithin, by the maintenance of the required particle size in 
the case of dispersions and by the use of Surfactants. These 
compositions may also contain adjuvants such as preserva 
tives, wetting agents, emulsifying agents, and dispersing 
agents. Prevention of the action of microorganisms may be 
ensured by the inclusion of various antibacterial and antifun 
gal agents such as paraben, chlorobutanol, phenol, Sorbic 
acid, and the like. It can also be desirable to include isotonic 
agents such as Sugars, sodium chloride, and the like. Pro 
longed absorption of the injectable pharmaceutical form may 
be brought about by the inclusion of agents, such as alumi 
num monostearate and gelatin, which delay absorption. 
Injectable depot forms are made by forming microencapsule 
matrices of the drug in biodegradable polymers such as poly 
lactide-polyglycolide, poly(orthoesters) and poly(anhy 
drides). Depending upon the ratio of drug to polymer and the 
nature of the particular polymer employed, the rate of drug 
release can be controlled. Depot injectable formulations are 
also prepared by entrapping the drug in liposomes or micro 
emulsions which are compatible with body tissues. The 
injectable formulations may be sterilized, for example, by 
filtration through a bacterial-retaining filter or by incorporat 
ing sterilizing agents in the form of sterile Solid compositions 
which can be dissolved or dispersed in sterile water or other 
sterile injectable mediajust prior to use. Suitable inert carriers 
can include sugars such as lactose. Desirably, at least 95% by 
weight of the particles of the active ingredient have an effec 
tive particle size in the range of 0.01 to 10 micrometers. 

E. Synthesis and Characterization of “Bow-Tie' 
Dendritic Molecular Transporters by Orthogonal and 

Click Approach 
0191 Disclosed is the synthesis and characterization of 
“Bow-Tie dendritic architectures with orthogonally reactive 
groups, defined composition and functionality, which can be 
used as multi-drug carries for specific intracellular delivery. 
Huisgen cycloadditions or so called "click” reactions have 
been shown to be extremely versatile tools for advanced 
macromolecular design. However, little attempt has been 
made to utilize this approach to prepare multifunctional den 
dritic structures. In the disclosed approach, two orthogonal 
protected dendritic structures are combined by utilizing the 
"click” reaction. This strategy allows the controlled depro 
tection of the trifluoro protecting group to selectively attach 
the dithiopyridylpropionic acid the periphery of the macro 
molecule. In a further step, the BOC groups of the second 
dendritic scaffolds are deprotected to be guanydilated to the 
ethyl- or hexyl linker of the system. The bow-tie structure is 
the first of its kind that consists of a molecular transporter part 
and drug delivery entity on the other. The chemistry applied 
for the construction is high-yielding and, thus, gives the bow 
tie delivery structure in the most straightforward approach. In 
this fashion, nine drug molecules, for example peptides, 
genes and oligonucleotides can be transported across cellular 
membranes. 
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0.192 Synthetic Pathway of Acid-Labile Azide-Linker 
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Synthetic Pathway for Base-Labile Alkyne-Linker 
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(0194 Bifunctional Bow-Tie Synthesis by ClickReaction: 
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(0195 Further Functionalization for Synthesis of Cell-Per 
meable Multi-Drug Carrier Conjugates: 
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0196. In one aspect, the invention relates to compounds wherein each n is independently selected from 0-8. That is, L 
comprising the structure: can comprise the reaction product of a "click” reaction. 

0.198. In a further aspect, the compound can comprise a 
Structure 

wherein each m is independently Zero or a positive integer, 
and wherein L is a linking moiety comprising optionally 
substituted alkyl, optionally substituted alkoxyl, optionally 
substituted heteroalkyl, or optionally substituted heteroaryl. 
0197) In a further aspect, L comprises a structure: 

O O 

whereinn is an integer from 1 to 9; wherein R is hydrogen or 
: pi a NN a *, alkyl; wherein R is hydrogen, or alkyloxycarbonyl, alkyl, or 

/ acyl; and wherein R is hydrogen or alkyloxycarbonyl. 
NFN 

0199. In a yet further aspect, the compound can comprise 
the structure: 
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-continued 

whereinn is an integer from 1 to 9; wherein R is hydrogen or 
alkyl; wherein R is hydrogen, or alkyloxycarbonyl, alkyl, or 
acyl; and wherein Ris hydrogen or alkyloxycarbonyl. 
0200. In a still further aspect, the compound can comprise 
the structure:   
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-continued 

whereinn is an integer from 1 to 9; wherein R is hydrogen or 
alkyl; wherein R is hydrogen, or alkyloxycarbonyl, alkyl, or 
acyl; and wherein R is hydrogen or alkyloxycarbonyl. 
0201 In an even further aspect, the compound can com 
prise the structure: 

HN N H 7 
O O O O R 

~- O R3 R N1 H H w 
: N N 11N N N N l R. 

H H N. N. 
NFN A. 
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-continued 

wherein each n is independently an integer from 0 to 9: 
wherein R is hydrogen or alkyl; wherein R is hydrogen, or 
alkyloxycarbonyl, alkyl, or acyl; and wherein R is hydrogen 
or alkyloxycarbonyl. 
0202. It is demonstrated that the disclosed transporter 
(e.g., FD-2, hexyl linker) shows selectivity towards the mito 
chondria of a cell. (see FIG. 33) The PD-1 shows selectivity 
towards the cell nucleus (see FIG. 32). A common obstacle in 
macromolecular drug delivery is the cellular uptake into cell 
compartments that do not release the drug delivery vector into 
the cytosol or mitochondria in which the drug becomes effec 
tive. Most other delivery pathways into the cell end up in the 
lysosome and do not get released (endocytosis). The thera 
peutic efficacy of drug molecules typically depends on its 
ability to reach desired target tissues, cells and intracellular 
organelles. 
0203 The mitochondria play a key role in apoptosis (can 
cer therapy), familial amyotrophic lateral Sclerosis (ALS, 
Lou Gehrig's disease), Leber hereditary optic neuropathy 
(LHON), lactic acidosis, strokelike syndrome (MELAS) 
Huntington's disease, and Alzheimer's disease, Kearns 
Sayre Syndrome (KSS), myoclonic epilepsy, ragged-red 
fibers (MERRF), cluster of metabolic diseases (SyndromeX), 
progressive external ophthalmophlegia (PEO) and antioxi 
dants. By targeting the mitochondria, the disclosed com 
pounds, compositions, and methods can play a role in therapy 
or prevention of disease processes relating to mitochondria 
function. 
0204 When the disclosed transporter is attached to the 
disclosed nanoparticle, it can enter the cell and also can 
achieve localization in the entire cell, including the mitochon 
dria. The nanoparticle allows delivering a high drug load and, 
thus, can facilitate delivery of small and other molecules, 
Such as peptides, nucleotides and such. The structures can be 
further modified with amines to allow complexation with 
plasmic DNA and covalent attachment S though covalent 
approaches. (See FIGS. 34-39). 
0205. A nanoparticle with a number of molecular trans 
porter moieties conjugated to the periphery crosses the plas 
mic membrane and localizes in the cytosol and, particularly, 
in the mitochondria of the cells. Techniques are disclosed that 
allow the attachment of the molecular transporter the scaf 
folds that increase the drug load significantly. Attachment to 
the “bow-tie' structure and/or the attachment to nanoparticles 
from intramolecular chain collapse techniques also increase 
the drug load significantly. 
0206. The dendritic transporter allows the conjugation of 
nine bioactive conjugates and the drug load is increased nine 
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fold by attaching a dendric molecule to the focal point of the 
dendritic molecular transporter (bow-tie). A well-defined 
macromolecule is designed, that is "clicked together in a 
Huisgen type reaction. The deprotection of the basic/acidic 
protecting groups allows the modification to a delivery sys 
tem with a short ethyl linker or hexyl linker before guanidy 
lation to maintain uptake into specific Subcellular locations. 
The disulfide linker is only one of the examples of a linker 
chemistry attached to the drug part of the bow-tie structure. 
All other linkers presented can be applied as well. 
0207. The drug load can be increased nine-fold by attach 
ing a dendric molecule to the focal point of the dendritic 
molecular transporter (bow-tie). A well-defined macromol 
ecule is designed, that is "clicked together in a Huisgen type 
reaction. The deprotection of the basic/acidic protecting 
groups allows the modification to a delivery system with a 
short ethyl linker or hexyl linker before guanidylation to 
maintain uptake into specific Subcellular locations. 
0208. Here, the drug load can be increased to a theoretical 
amount of 100-300 positions to conjugate small molecule 
drugs, peptides, oligonucleotides and more. The functional 
ization of the particle with a varied amount of amines allows 
together with the attachment of transporter allows the devel 
opment of a gene delivery system. A "drug can also be 
conjugated though a disulfide bond in a covalent conjugation 
approach. For example, proteins can be delivered. (See FIGS. 
47, 48, 50, and 51). 

F. Crosslinked Degradable Polymeric Nanoparticles 

0209 Traditional polyester nanoparticle delivery systems 
are typically self-assembled from linear polyesters chains 
driven by the polarity of the solvent, emulsion composition 
and addition techniques. These procedures predetermine the 
drug loading during nanoparticle formation and limit post 
modification chemistries in organic and aqueous Solutions. 
Furthermore, the result of this self-assembly process is mir 
rored in the morphology and degradation properties of the 
release systems. It has been recognized that the degradation 
behavior of the nanoparticles and release profile of the 
entrapped drug molecules are factors to establish predictable 
pharmacokinetic profiles in effective multidrug cancer thera 
pies. So far, release kinetics are challenged by a rapid release 
of the drug molecules in the first 24–48 h followed by a slower 
release, referred to as a “burst-effect.” These release profiles 
typically prevent the establishment of reliable dosages and 
contribute to developing multidrug resistance, often times the 
result of non-optimized drug concentrations at tumor sites. 
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0210. In contrast, actively targeted drug delivery carriers 
can entrap high concentrations of hydrophobic therapeutics 
and maintain a linear release profile, which can be tuned to the 
demands of the tumor type as a result of the adjustable 
Supramolecular architecture accomplished through an inter 
molecular cross-linking technique. The disclosed methods of 
preparing polyesterparticles utilize a controlled cross-linking 
mechanism of linear polyester precursors that contain pen 
dant functional groups as one of the cross-linking units with 
a difunctionalized linker that acts as the second cross-linking 
partner. To achieve control over a series of different nanopar 
ticle size dimensions, the amount of the difunctionalized 
linker is added in a series of varying equivalencies to the 
pendant functionalities of the linear polyester precursor. 
Nanoparticles can be produced, depending on the linker 
amount present in the reaction, with unique sizes and standard 
deviations of only 10%. These “nano-networks, depending 
on their nanoparticle size and cross-linking density, influence 
their crystallinity, but the particles are amorphous at the tem 
perature of use (37° C.). To determine if the amorphous 
properties of poly(Valerolactioneepoxyvalerolactone), poly 
(v1-evl) particles have a positive effect on the degradation 
behavior, a series of degradation studies in buffer at pH 7.4 at 
37°C. were performed, investigating particles from a com 
pleted series of linear precursors and increasing amounts of 
difunctionalized cross-linkers with controlled nanoscopic 
dimensions (FIG. 1). 
0211 Degradation of the particles was monitored by the 
change of the absolute molecular weight, as determined 
through static light scattering (SLS). Linear degradation pro 
files were observed for all particles investigated, with the 
highest loss of molecular weight for the 725 nm nanoparticle 
with 17.5% of its total molecular mass remaining after 10 
days. Smaller particles with a slightly higher degree of crys 
tallinity of 20.6% were degraded to 26% of the original 
molecular weight. The observed linear degradation kinetics 
are a parameter that determines the quality of the developed 
particles towards applications as controlled release systems. 
0212. The capacity to encapsulate Small molecule drugs, 
Such as paclitaxel (taxol), can also be evaluated. Traditional 
polyesterparticles, produced with salting-out or nanoprecipi 
tation methods, typically do not exceed a drug loading over 
5% that is facilitated during nanoparticle formation. How 
ever, the disclosed nanoparticles consist of crosslinked 
Supramolecular structures that are readily soluble in organic 
solvents without affecting the 3-D architecture. This property 
provides the opportunity to load the particles after formation 
by dissolving the particles in dimethyl sulfoxide (DMSO) 
together with cancer therapeutics, such as paclitaxel (taxol), 
and precipitating into water. 
0213 Determination of drug loading capacity was per 
formed with particles of 53 nm in diameter from linear pre 
cursors, poly(-Valerolactone-epoxyvalerolactone-allylvale 
rolactone-oxepanedione), poly(v1-evl-avl-opd), containing 
11% epoxide and crosslinked with 2 equivalents of diamines 
per epoxide (FIG. 3). In preparation for in vivo experiments, 
the encapsulation method was designed to also increase the 
homogenity of the particle dispersion in water for a practical 
administration of the drug loaded particles by injection. An 
emulsification process with vitamin ETPGS (D-a-tocopherol 
polyethylene glycol 1000 succinate) was used, which 
achieves a homogenous dispersion of the loaded or un-loaded 
particles in water or buffer. The resulting particles are ana 
lyzed by UV-Vis with a NanoDrop Spectrophotometer at 254 
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nm, and along with a calibration curve, the drug loading with 
paclitaxel was found to be 15.7% for an aimed 20% drug load 
and 11.3% for a 15% drug load, respectively. With this pro 
cess, it is not only possible to load therapeutic drug molecules 
to a higher degree into prepared nanoparticles, but it is also 
possible to solubilize hydrophobic cancer therapeutics in 
aqueous Solutions. 
0214 Side effects known to be caused by adjuvantagents, 
such as Cremophor EL (50:50 ethanol-polyoxyethylated cas 
tor oil) to solubilize hydrophobic drug molecules for intrave 
nous injections, can be avoided. To ensure that no cellular 
toxicity is caused by the vitamin ETPGS formulated particles 
prior to drug loading, the cell viability was assessed by uti 
lizing a MTT assay (FIG. 2). The cellular toxicity was deter 
mined by incubating HeLa cells with varying concentrations 
of particles in triplicate ranging from 5 mg/ml to 0.001 
mg/ml. Following 24 h of incubation with particles, cell 
viability was assessed. As seen in FIG. 2, the nanoparticles 
did not cause significant cytotoxicity against the HeLa cell 
line. The experimental TC50 value for the formulated par 
ticles was found to be 1.0 mg/ml. Moreover, emulsification 
had an effect on the degradation profile and was found to 
correlate with the in vitro release studies. Over the period of 
16 days, the particles experienced a low controlled degrada 
tion, as seen by the linear degradation profile, finishing with 
70% of its original molecular weight remaining (FIG. 3). 
Without wishing to be bound by theory, it is believed that the 
slower degradation rate can be attributed to the well-defined 
structure of the nanoparticle and the vitamin E TPGS that 
remains at the Surface to stabilize the particles. Consequently, 
this gradual constant degradation profile of the particles is a 
desirable feature, as it translates into the controlled and sus 
tained release of therapeutics. 
0215. The paclitaxel release kinetics from vitamin E 
TPGS formulated nanoparticles were assessed by monitoring 
the cumulative release of taxolat 37°C. in DPBS at pH 7.4. At 
particular time intervals, the samples were centrifuged, and 
the Supernatant was taken for analysis of paclitaxel concen 
tration by NanoDrop spectrophotometry (254 nm). FIG. 4 
depicts the cumulative release of paclitaxel from the particles. 
The profile shows a collective release of 4.4% and 7.4% taxol 
in the first 2 and 6 h respectively, followed by a slow and 
Sustained release over 60 days, which again confirmed the 
efficient encapsulation of paclitaxel within the cross-linked 
nanoparticles. Without wishing to be bound by theory, it is 
believed that the initial instant release of paclitaxel in the first 
several hours is due to the dissolution or diffusion of the drug 
that was absorbed onto the nanoparticle surface, while the 
linear slow continuous release is attributed to the diffusion of 
the drug encapsulated in the nanoparticle during degradation. 
In contrast, traditional poly(lactic-co-glycolic acid) (PLGA) 
nanoparticles experience an erratic nonlinear drug release, 
that includes a "burst-effect” in which about 40% of taxol is 
released in the first day, followed by a fast release of about 
10-30% in the next 2-5 days and then finally a slow release till 
no paxlitaxel (taxol) remains. In is noteworthy that the release 
kinetics can be adjusted to faster or slower release, governed 
by the density of cross-linking and the particle size. 
0216. In preparation for in vivo studies, in which the par 
ticle sizes can play an role in the interaction with the tumor 
vasculature, the influence of formulation and encapsulation 
of Small molecule drugs to the diameter of the nanoparticles 
was evaluated. It was found that based on the 3-D crosslinked 
network structure, the size dimension slightly changes from 
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53 nm to 57 nm and indicates the conformity of the 3-D 
network structure upon encapsulation, as seen by transmis 
sion electron microscopy (TEM), (FIG. 5), with 2-8 times 
more drug incorporated compared to traditional polyester 
nanoparticle systems. Drug release profiles for conventional 
polyester based nanoparticle systems, compared to the dis 
closed nanoparticle systems, are shown in FIG. 8. 
0217 Thus, the disclosed nanoparticle synthesis pathways 
allow for the introduction of functional groups, such as 
alkyne, allyl or keto functionalities, that are not affected by 
the cross-linking reactions and nanoparticle formation. In 
particular, thiol-ene "click” reactions allow for the conjuga 
tion of peptides with integrated cysteines added to the 
sequence near the N-terminus. Such mild reaction conditions 
do not require the addition of radical starters and use slightly 
elevated temperatures of 37°C. To synthesize the drug deliv 
ery systems, the linear poly(v1-evl-avl-opd) precursor was 
prepared, which was cross-linked with 2 equivalents of 
diamines per epoxide to form a nanoparticle of 53 nm in size. 
The remaining allyl groups were then functionalized with 
peptides to target radiated and nonradiated tumor vasculature, 
Such as the reported peptides with recognition units 
HVGGSSV and cRGD, respectively (FIG. 6). The bioconju 
gates were analyzed via NMR, DLS and SLS and were then 
loaded with paclitaxel and formulated with vitamin E. Using 
UV-Vis, the loading capacity was found to be 11%, aiming for 
a 15% drug load. 
0218. It can also be demonstrated that the linear release 
kinetics are in fact adjustable. With decreasing cross-linking 
density, the drug molecule is released at a higher rate. By 
decreasing the cross-linking density (-50%), from 7% to 2%, 
the release rate increased by around 50%. These data point 
indicate that a 15% cross-linking can decrease the release by 
another 50% with 140 days for 100% release and would 
afford a very slow release rate. To afford a faster release of the 
drug molecule than the 2% cross-liking, alonger cross-linker 
(MW 2003) can be used to prepare a particle with a wider 
network architecture for an even faster release profile. With a 
7% cross-linking density, 40% of the drug is released in 6 
days. It is understood that with the decrease of the cross 
linking density to 2%, the release can be increased to 3 days 
(40%). This is represented schematically in FIG. 9. 
0219 1. Polymers 
0220. It is understood that the disclosed polymers can be 
used in connection with the disclosed nanoparticles and dis 
closed methods. Unless stated to the contrary, the disclosed 
structures can be used in connection with the disclosed meth 
ods, the disclosed polymers, and the disclosed nanoparticles. 
0221 a. Epdxide-Functionalized Polymers 
0222. In one aspect, the invention relates to a polymer 
comprising at least one monomer residue having an option 
ally substituted structure represented by a formula: 
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wherein Z is O or NR, wherein R is H or C1 to C6 alkyl: 
wherein m is an integer from 0 to 6; wherein n is an integer 
from 0 to 2; and wherein the monomer residue comprises less 
than about 10% by weight of the monomer residue of halogen 
selected from chlorine, bromine, and iodine. In further 
aspects, the monomer residue can comprise less than about 
8%, less than about 5%, less than about 4%, less than about 
3%, less than about 2%, or less than about 1% of halogen 
selected from chlorine, bromine, and iodine, by weight of the 
monomer residue. 

0223) In a further aspect, an epoxide-functionalized poly 
mer can further comprise at least one monomer residue 
selected from a propargyl-functionalized monomer residue 
having an optionally Substituted structure represented by a 
formula: 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein m' is an integer from 0 to 6, and wherein n' is an 
integer from 0 to 2; a monomer residue having an optionally 
substituted structure represented by a formula: 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
whereinn is an integer from 0 to 2;andaketo-functionalized 
monomer residue having an optionally substituted structure 
represented by a formula: 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2. 
0224. In one aspect, Z is O. That is, the polymer residue 
can be a polyester residue. In a further aspect, the polymer is 
a polyester. In a further aspect, the polymer is a co-polyester. 
0225 Inafurther aspect, the Z is NR, wherein R is Hor C1 
to C6 alkyl. In one aspect, the polymer residue can be a 
polyamide residue. In a further aspect, the polymeris a polya 
mide. In a further aspect, the polymer is a co-polyamide. The 
alkyl can be optionally further substituted. R can be C1 to C6, 
C2 to C6, C1 to C5, C2 to C5, C1 to C4, C2 to C4, C1, C2, C3, 
C4, C5, or C6 alkyl. 
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0226. In one aspect, the polymer comprises at least one 
monomer residue having an optionally substituted structure 
represented by a formula: 

Y 

R. OH 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl: 
wherein Y is O, S, or NR, wherein R is Hor C1 to C6 alkyl: 
wherein R is selected from optionally substituted alkyl and 
optionally Substituted alkoxylene; wherein m is an integer 
from 0 to 6; and wherein n is an integer from 0 to 2. 
0227. In a further aspect, the polymer further comprises at 
least one monomer residue selected from a propargyl-func 
tionalized monomer residue having an optionally substituted 
structure represented by a formula: 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein m' is an integer from 0 to 6, and wherein n' is an 
integer from 0 to 2; a monomer residue having an optionally 
substituted structure represented by a formula: 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
whereinn is an integer from 0 to 2;andaketo-functionalized 
monomer residue having an optionally substituted structure 
represented by a formula: 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2. 
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0228. In a further aspect, the polymer comprises an 
optionally substituted structure represented by a formula: 

wherein m and m' are independently integers from 0 to 6: 
wherein in and n' are independently integers from 0 to 2; and 
wherein Zand Z are independently O or NR, wherein R is H 
or C1 to C6 alkyl; whereinYand Y are independently O, S, or 
NR, wherein R is H or C1 to C6 alkyl; and wherein R is 
selected from optionally substituted alkyl and optionally sub 
stituted alkoxylene. 
0229. In various aspects, m can be an integer from 0 to 6, 
from 1 to 6, from 0 to 5, from 1 to 5, from 0 to 4, from 1 to 4, 
from 0 to 3, from 1 to 3, from 0 to 2, from 1 to 2, 0, 1, 2, 3, 4, 
5, or 6. In various aspects, m' can be an integer from 0 to 6. 
from 1 to 6, from 0 to 5, from 1 to 5, from 0 to 4, from 1 to 4, 
from 0 to 3, from 1 to 3, from 0 to 2, from 1 to 2, 0, 1, 2, 3, 4, 
5, or 6. In various aspects, m' can be an integer from 0 to 6, 
from 1 to 6, from 0 to 5, from 1 to 5, from 0 to 4, from 1 to 4, 
from 0 to 3, from 1 to 3, from 0 to 2, from 1 to 2, 0, 1, 2, 3, 4, 
5, or 6. 
0230. In various aspects, in can be an integer from 0 to 2, 
from 1 to 2, from 0 to 1, 0, 1, or 2. In various aspects, n' can be 
an integer from 0 to 2, from 1 to 2, from 0 to 1, 0, 1, or 2. In 
various aspects, n' can be an integer from 0 to 2, from 1 to 2. 
from 0 to 1, 0, 1, or 2. In various aspects, in can be an integer 
from 0 to 2, from 1 to 2, from 0 to 1, 0, 1, or 2. In various 
aspects, in can be an integer from 0 to 2, from 1 to 2, from 0 
to 1, 0, 1, or 2. 
0231) R' can be selected from optionally substituted alkyl 
and optionally substituted alkoxylene. Suitable alkyls include 
divalent organic radicals selected from ethyl, propyl, butyl, 
pentyl, hexyl, heptyl, octyl, decyl, dodecyl, hexadecyl, and 
higher alkyl. Suitable alkoxylene include divalent organic 
radicals selected from groups having a structure represented 
by a formula: 

: * . 

N-6Yo1N1,No.1N1, 2 l to 12 

Further suitable alkoxylene include divalent organic radicals 
selected from groups having a structure represented by a 
formula: 
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: : 

N-11N-6No.1)n- O l to 12 

O 8 1N1 N-1a o1 N1 l to 12 

Further suitable alkoxylene include a divalent organic radical 
having a structure represented by a formula: 

1)N-1'N-1 no-1\-1'N-1a., 

which can be derived from 2.2-(ethylenedioxy)bis(ethy 
lamine). 
0232. The polymers and copolymers typically have a 
number average molecular weight (Mn) of from about 3500 
4800 Daltons with a narrow polydispersity of from about 1.17 
to about 1.27. It is understood that the molecular weight can 
be higher or lower and that one of skill in the art can readily 
manipulate reaction conditions to achieve a different desired 
molecular weight. 
0233 
0234. In one aspect, a polymer can be a multifunctional 
polymer. That is, the polymer comprises monomer residues 
selected from two or more of an epoxide-functionalized 
monomer residue having an optionally substituted structure 
represented by a formula: 

b. Multifunctional Polymers 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl: 
wherein m is an integer from 0 to 6; wherein n is an integer 
from 0 to 2; and a propargyl-functionalized monomer residue 
having an optionally Substituted structure represented by a 
formula: 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein m' is an integer from 0 to 6, and wherein n' is an 
integer from 0 to 2; and a keto-functionalized monomer resi 
due having an optionally Substituted structure represented by 
a formula: 
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wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2. 
0235. In one aspect, the epoxide-functionalized monomer 
residue is present and comprises less than about 10% by 
weight of the monomer residue of halogen selected from 
chlorine, bromine, and iodine. In further aspects, the mono 
mer residue can comprise less than about 8%, less than about 
5%, less than about 4%, less than about 3%, less than about 
2%, or less than about 1% of halogen selected from chlorine, 
bromine, and iodine, by weight of the monomer residue. 
0236. In a further aspect, the polymer further comprises at 
least one monomer residue having an optionally Substituted 
structure represented by a formula: 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2. 
0237. In one aspect, a polymer comprises at least one 
monomer residue having an optionally substituted structure 
represented by a formula: 

O 

Y 

OH 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein Y is O, S, or NR, wherein R is H or C1 to C6 alkyl, 
wherein R is selected from optionally substituted alkyl and 
optionally Substituted alkoxylene, wherein m is an integer 
from 0 to 6, and wherein n is an integer from 0 to 2; and one 
or more of: 
a propargyl-functionalized monomer residue having an 
optionally substituted structure represented by a formula: 
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wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein m' is an integer from 0 to 6, and wherein n' is an 
integer from 0 to 2; and 
a keto-functionalized monomer residue having an optionally 
substituted structure represented by a formula: 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2. In a further aspect, the 
polymer further comprises at least one monomer residuehav 
ing an optionally Substituted structure represented by a for 
mula: 

---> * , : n2 71 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2. In one aspect, the at least 
one monomer residue has an optionally Substituted structure 
represented by a formula: 

wherein m and m' are independently integers from 0 to 6: 
wherein in and n' are independently integers from 0 to 2; and 
wherein Z and Z are independently O or NR, wherein R is H 
or C1 to C6 alkyl; whereinY and Y are independently O, S, or 
NR, wherein R is H or C1 to C6 alkyl; and wherein R is 
selected from optionally substituted alkyl and optionally sub 
stituted alkoxylene. 
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0238. In one aspect, at least one monomer residue has an 
optionally substituted structure represented by a formula: 

O 

wherein m and m' are independently integers from 0 to 6: 
whereinn and n' are independently integers from 0 to 2; and 
wherein Zand Z are independently O or NR, wherein R is H 
or C1 to C6 alkyl; wherein Y is O, S, or NR, wherein R is H 
or C1 to C6 alkyl; and wherein R is selected from optionally 
substituted alkyl and optionally substituted alkoxylene. 
0239. In various aspects, m can be an integer from 0 to 6, 
from 1 to 6, from 0 to 5, from 1 to 5, from 0 to 4, from 1 to 4, 
from 0 to 3, from 1 to 3, from 0 to 2, from 1 to 2, 0, 1, 2, 3, 4, 
5, or 6. In various aspects, m' can be an integer from 0 to 6. 
from 1 to 6, from 0 to 5, from 1 to 5, from 0 to 4, from 1 to 4, 
from 0 to 3, from 1 to 3, from 0 to 2, from 1 to 2, 0, 1, 2, 3, 4, 
5, or 6. In various aspects, m' can be an integer from 0 to 6, 
from 1 to 6, from 0 to 5, from 1 to 5, from 0 to 4, from 1 to 4, 
from 0 to 3, from 1 to 3, from 0 to 2, from 1 to 2, 0, 1, 2, 3, 4, 
5, or 6. In various aspects, m' can be an integer from 0 to 6, 
from 1 to 6, from 0 to 5, from 1 to 5, from 0 to 4, from 1 to 4, 
from 0 to 3, from 1 to 3, from 0 to 2, from 1 to 2, 0, 1, 2, 3, 4, 
5, or 6. 
0240. In various aspects, in can be an integer from 0 to 2, 
from 1 to 2, from 0 to 1, 0, 1, or 2. In various aspects, n' can be 
an integer from 0 to 2, from 1 to 2, from 0 to 1, 0, 1, or 2. In 
various aspects, n' can be an integer from 0 to 2, from 1 to 2. 
from 0 to 1, 0, 1, or 2. In various aspects, n' can be an integer 
from 0 to 2, from 1 to 2, from 0 to 1, 0, 1, or 2. In various 
aspects, in can be an integer from 0 to 2, from 1 to 2, from 0 
to 1, 0, 1, or 2. In various aspects, in can be an integer from 0 
to 2, from 1 to 2, from 0 to 1, 0, 1, or 2. 
(0241) R' can be selected from optionally substituted alkyl 
and optionally substituted alkoxylene. Suitable alkyls include 
divalent organic radicals selected from ethyl, propyl, butyl, 
pentyl, hexyl, heptyl, octyl, decyl, dodecyl, hexadecyl, and 
higher alkyl. Suitable alkoxylene include divalent organic 
radicals selected from groups having a structure represented 
by a formula: 

: * . 

N-6\o1N1,No.1)-1, 2 l to 12 

  



US 2013/O 142733 A1 

Further suitable alkoxylene include divalent organic radicals 
selected from groups having a structure represented by a 
formula: 

: : 

N-1N O on-anon-1 lioI2 

1a-N-n hN-1 : Ol 

Further suitable alkoxylene include a divalent organic radical 
having a structure represented by a formula: 

1n-'N-1-1\-'N-1N. 

which can be derived from 2.2-(ethylenedioxy)bis(ethy 
lamine) or 2.2-(ethylenedioxy)bis(ethylazide). 
0242. In one aspect, a polymer can comprise at least one 
monomer residue having an optionally substituted structure 
represented by a formula: 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein R is selected from optionally substituted alkyl and 
optionally substituted alkoxylene, wherein m' is an integer 
from 0 to 6, and wherein n' is an integer from 0 to 2; and one 
or more of: 

an epoxide-functionalized monomer residue having an 
optionally substituted structure represented by a formula: 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl: 
wherein m is an integer from 0 to 6; wherein n is an integer 
from 0 to 2; and 
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a keto-functionalized monomer residue having an optionally 
substituted structure represented by a formula: 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2. In a further aspect, the 
epoxide-functionalized monomer residue is present and com 
prises less than about 10% by weight of the monomer residue 
of halogen selected from chlorine, bromine, and iodine. 
0243 In one aspect, the polymer further comprises at least 
one monomer residue having an optionally Substituted struc 
ture represented by a formula: 

* ----- 
wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2. 
0244 Inafurther aspect, at least one monomer residue has 
an optionally substituted structure represented by a formula: 

wherein m' and mare independently integers from 0 to 6: 
whereinn' and n' are independently integers from 0 to 2; and 
wherein Zand Z are independently O or NR, wherein R is H 
or C1 to C6 alkyl; and wherein R is selected from optionally 
substituted alkyl and optionally substituted alkoxylene. 
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0245. In one aspect, at least one monomer residue has an 
optionally substituted structure represented by a formula: 

wherein m' and m' are independently integers from 0 to 6; 
wherein n' and n' are independently integers from 0 to 2; and 
wherein Z and Z are independently O or NR, wherein R is H 
or C1 to C6 alkyl; and whereinY" is O, S, or NR, wherein Ris 
H or C1 to C6 alkyl; wherein R is selected from optionally 
substituted alkyl and optionally substituted alkoxylene. 
0246 
0247. It is understood that the disclosed nanoparticles can 
be used in connection with the disclosed polymers and dis 
closed methods. Unless stated to the contrary, the disclosed 
structures can be used in connection with the disclosed meth 
ods, the disclosed polymers, and the disclosed nanoparticles. 
0248. In one aspect, the invention relates to a degradable 
polymeric nanoparticle comprising at least one monomer 
residuehaving an optionally Substituted structure represented 
by a formula: 

2. Nanoparticles 

OH 
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wherein m and m' are independently integers from 0 to 6: 
wherein in and n' are independently integers from 0 to 2; and 
wherein Zand Z are independently O or NR, wherein R is H 
or C1 to C6 alkyl; whereinYand Y are independently O, S, or 
NR, wherein R is H or C1 to C6 alkyl; and wherein R is 
selected from optionally substituted alkyl and optionally sub 
stituted alkoxylene, wherein the nanoparticle has a particle 
size of from about 5 nm to about 850 nm. 
0249. In one aspect, the nanoparticle further comprises at 
least one monomer residue selected from a propargyl-func 
tionalized monomer residue having an optionally substituted 
structure represented by a formula: 

O 

: in 1 1" 

), 

| 
wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein m' is an integer from 0 to 6, and wherein n' is an 
integer from 0 to 2; a keto-functionalized monomer residue 
having an optionally Substituted structure represented by a 
formula: 

O 

Z 

--- N. 
O 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2; and a monomer residue 
having an optionally Substituted structure represented by a 
formula: 

O 

* ----- 
wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
whereinn is an integer from 0 to 2. In a further aspect, Zand 
Z are O. 
0250 In one aspect, the nanoparticle further comprises at 
least one epoxide-functionalized monomer residue having an 
optionally substituted structure represented by a formula: 
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0251. In a further aspect, the nanoparticle further com 
prises at least one functionalized monomer residue having an 
optionally substituted structure represented by a formula: 

RI OH 

wherein X is OH, SH, NH, or NHR, wherein R is Hor C1 to 
C6 alkyl; and wherein R' is an optionally substituted organic 
radical comprising 1 to 24 carbon atoms. 
(0252) In a further aspect, R' is further substituted with at 
least one biologically active agent, at least one pharmaceuti 
cally active agent, and/or at least one imaging moiety. 
0253) In one aspect, the nanoparticle further comprises at 
least one nucleophile-functionalized monomer residue hav 
ing an optionally Substituted structure represented by a for 
mula: 

O 

1" 
: pi Z 

), 

I 
R. OH y1 

H 

0254. In a further aspect, the nanoparticle further com 
prises at least one functionalized monomer residue having an 
optionally substituted structure represented by a formula: 

O 

: 

: pi 71 

)m 

Y 

l, R OH y1 

R1 

wherein R' is an optionally substituted organic radical com 
prising 1 to 24 carbon atoms. 
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0255. In a further aspect, R' is further substituted with at 
least one biologically active agent, at least one pharmaceuti 
cally active agent, and/or at least one imaging moiety. 
0256 In one aspect, the invention relates to a degradable 
polymeric nanoparticle comprising at least one monomer 
residuehaving an optionally Substituted structure represented 
by a formula: 

wherein m' and m' are independently integers from 0 to 6; 
whereinn and n' are independently integers from 0 to 2; and 
wherein Zand Z are independently O or NR, wherein R is H 
or C1 to C6 alkyl; and wherein R is selected from optionally 
substituted alkyl and optionally substituted alkoxylene, 
wherein the nanoparticle has a particle size of from about 5 
nm to about 850 nm. 

0257. In a further aspect, the nanoparticle further com 
prises at least one monomer residue selected from: an 
epoxide-functionalized monomer residue having an option 
ally substituted structure represented by a formula: 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl: 
wherein m is an integer from 0 to 6; wherein n is an integer 
from 0 to 2; a keto-functionalized monomer residuehaving an 
optionally substituted structure represented by a formula: 
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wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2; and a monomer residue 
having an optionally Substituted structure represented by a 
formula: 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
whereinn is an integer from 0 to 2. In a further aspect, Zand 
Z are O. 

0258. In a further aspect, the nanoparticle further com 
prises at least one propargyl-functionalized monomer residue 
having an optionally Substituted structure represented by a 
formula: 

O 

: l 71 

)ml 

0259. In a further aspect, the nanoparticle further com 
prises at least one functionalized monomer residue having an 
optionally substituted structure represented by a formula: 

O 

: al z1 

)ml 

1N 
W 
N-N 

V 
RI 

wherein R' is an optionally substituted organic radical com 
prising 1 to 24 carbon atoms. In a further aspect, R' is further 
Substituted with at least one biologically active agent, at least 
one pharmaceutically active agent, and/or at least one imag 
ing moiety. 
0260. In a further aspect, the nanoparticle further com 
prises at least one azide-functionalized monomer residue 
having an optionally Substituted structure represented by a 
formula: 
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O 

: l Z 

)ml 

1N 
W 
N-N 

V 
R. 
V 
N 

0261. In a further aspect, the nanoparticle further com 
prises at least one functionalized monomer residue having an 
optionally substituted structure represented by a formula: 

O 

: al 71 

)ml 

1N 
W 
N-N 

V 
R. 
V 
N-N 

W 
S N 

RI 

wherein R' is an optionally substituted organic radical com 
prising 1 to 24 carbon atoms. In a further aspect, R' is further 
Substituted with at least one biologically active agent, at least 
one pharmaceutically active agent, and/or at least one imag 
ing moiety. 
0262. In one aspect, the invention relates to crosslinked 
degradable nanoparticles having a polyester backbone and 
one or more crosslinks having a structure selected from: 

Y 

olo be 
O 

w 
wherein Y is O, S, or N-R, wherein R is C1-C4 alkyl: 



US 2013/O 142733 A1 

wherein L is a divalent alkyl chain or alkyloxyalkyl chain. 
0263. In a further aspect, the one or more crosslinks are 
produced by a nucleophilic epoxide ring opening reaction. In 
a further aspect, the one or more crosslinks are produced by a 
reductive amination reaction. In a further aspect, the one or 
more crosslinks are produced by an azide alkyne cycloaddi 
tion. 
0264. In a further aspect, the nanoparticle further com 
prises one or more biologically active agents or pharmaceu 
tically active agents. 
0265. In a further aspect, the nanoparticle is produced by 
crosslinking a polymer comprising at least one monomer 
residuehaving an optionally Substituted structure represented 
by a formula: 

O 

wherein misan integer from 0 to 6, and whereinnis an integer 
from 0 to 2; or at least one propargyl-functionalized monomer 
residuehaving an optionally substituted structure represented 
by a formula: 

wherein m' is an integer from 0 to 6, and wherein n' is an 
integer from 0 to 2; or at least one monomer residuehaving an 
optionally substituted structure represented by a formula: 

wherein n is an integer from 0 to 2; or at least one keto 
functionalized monomer residue having an optionally Substi 
tuted structure represented by a formula: 

wherein n is an integer from 0 to 2. 
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0266. In one aspect, the invention relates to compositions 
comprising a degradable polyester nanoparticle and, encap 
Sulated therein, a biologically active agent, a pharmaceuti 
cally active agent, oran imaging agent. In a further aspect, the 
biologically active agent is encapsulated within the nanopar 
ticle. In a further aspect, the pharmaceutically active agent is 
encapsulated within the nanoparticle. In a further aspect, the 
imaging agent is encapsulated within the nanoparticle. 
0267 In a further aspect, the degradable polyester nano 
particle comprises a crosslinked degradable nanoparticle 
having a polyester backbone and one or more crosslinks 
having a structure selected from: 

HO 
Y O 

olo Y OH 

wherein Y is O, S, or N-R, wherein R is C1-C4 alkyl: 

t 
W 
N N 

Y." 

Ha r 
H N 

L 

H NS 

J." 
wherein L is a divalent alkyl chain or alkyloxyalkyl chain. 

G. Preparation Methods 
0268. It is understood that the disclosed methods can be 
used in connection with the disclosed polymers and disclosed 
nanoparticles. Unless stated to the contrary, the disclosed 
structures can be used in connection with the disclosed meth 
ods, the disclosed polymers, and the disclosed nanoparticles. 
0269. 1. Methods of Making Polymer 
0270. To address the deficiencies of conventional nano 
particle compositions and methods, the availability of novel 
functional polyesters that allow orthogonal modification 
approaches was addressed. Additionally, controlled chain 
cross-linking strategies for obtaining distinct nanoparticles in 
a variety of nanoscopic dimensions are disclosed. In contrast 
to investigating emulsification-solvent techniques Hans, M. 
L.; Lowman, A. M. Curr. Opin. Solid State Mater. Sci. 2002, 
6, 319-327. or emulsion diffusion methods Kallinteri, P.; 
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Higgins, S.; Hutcheon, G. A.; St. Pourcain, C.B.: Garnett, M. 
C. Biomacromolecules 2005, 6, 1885-1894. that need sur 
factants or salts, the disclosed methods and compositions 
involve controlled cross-linking techniques. 
0271. A clean and non-toxic cross-linking entity can be 
provided from epoxide groups that react with dinucleophiles 
(e.g., diamines) to form alkane —OFT groups. While this 
crosslinking unit has been employed to form acrylate based 
microparticles Burke, S. K.; Slatopolsky, E. A.; Goldberg, D. 
I., Nephrol. Dial. Transplant. 1997, 12, (8), 1640-1644.), it 
has been never investigated in the formation of degradable 
nanoparticles due to the lack of Suitable linear precursors. 
0272. The epoxide entity for the formation of discrete 
cross-linked nanoparticles can be integrated by polymeriza 
tion of a low molecular weight linear copolymer, Ab, with 
pendant allyl groups. See FIG. 10. Pendant allyl groups rep 
resent valuable intermediates to many functional groups and 
can be incorporated into the polymer backbone by copoly 
merizing C-allyl-6-Valerolactone, (b), and commercially 
available Ö-Valerolactone, (A), via ring-opening polymeriza 
tion (ROP). Parrish, B.; Quansah, J. K.; Emrick, T. J. Polym. 
Sci. Part A: Polym. Chem. 2002, 40, 1983-1990. Upon copo 
lymerization, the pendant allyl groups can be oxidized by a 
Baeyer-Villiger oxidation with meta-chloroperbenzoic acid 
(m-CPBA) to convert the double bonds to epoxide rings, 
which then became a coupling group in the preparation of the 
nanoparticles. (a) Mecerreyes, D.; Miller, R. D.; Hedrick, J. 
L.; Detrembleur, C.; Jérôme, R.J. Polym. Sci. Part A: Polym. 
Chem. 2000, 38, 870-875. (b) Latere, J. P. Lecomte, P.; 
Dubois, P: Jérôme, R. Macromolecules 2002, 35, 7857 
78591 To introduce additional functional groups into the 
nanoparticle, additional monomers can be synthesized, for 
example C-propargyl-6-Valerolactone, (C), and 2-oxepane-1, 
5-dione, (D). These monomers can then be individually copo 
lymerized with (B) and 8-valerolactone, (A), in a similar 
manner as Ab, to give rise to linear polyesters with additional 
propargyl or keto functionalities respectively. To increase the 
number of functionalities that allow orthogonal modification 
approaches, (C) and (D) were copolymerized together with 
(b) and 8-valerolactone (A), as summarized in FIG. 10. The 
copolymers were typically obtained in molecular weight 
ranges of 3500-4800 Da with narrow polydispersities of 1.17 
127. 

0273. In one aspect, the invention relates to a method of 
preparing a polymer comprising the step of copolymerizing a 
mixture of two or more of an alkene-functionalized monomer 
providing a residuehaving an optionally Substituted structure 
represented by a formula: 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl: 
wherein m is an integer from 0 to 6; wherein n is an integer 
from 0 to 2; a propargyl-functionalized monomer providing a 
residuehaving an optionally Substituted structure represented 
by a formula: 
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wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein m' is an integer from 0 to 6, and wherein n' is an 
integer from 0 to 2; and a keto-functionalized monomer pro 
viding a residue having an optionally Substituted structure 
represented by a formula: 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2. 
0274. In a further aspect, the mixture further comprises at 
least one monomer providing a residue having an optionally 
substituted structure represented by a formula: 

* x ----- 
wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2. 
0275. In one aspect, the alkene-functionalized monomer is 
present and the method further comprises the step of oxidiz 
ing the resultant polymer to provide an epoxide-functional 
ized monomer residue having an optionally Substituted struc 
ture represented by a formula: 

0276. In a further aspect, the alkene-functionalized mono 
mer is present and has an optionally Substituted structure 
represented by a formula: 
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O O 

~ O s 
0277. In a further aspect, the propargyl-functionalized 
monomer is present and has an optionally Substituted struc 
ture represented by a formula: 

0278. In a further aspect, the keto-functionalized mono 
mer is present and has an optionally Substituted structure 
represented by a formula: 

O O 

Z O 

()), or 

O O 

0279 Inafurther aspect, the monomer providing a residue 
having an optionally Substituted structure represented by a 
formula: 

: ----- 

has an optionally substituted structure represented by a for 
mula: 

O O 

O 

in 2 

0280. In one aspect, the invention relates to a method of 
preparing an epoxide-functionalized polymer comprising the 
step of oxidizing a polymer having at least one monomer 
residuehaving an optionally Substituted structure represented 
by a formula: 
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O 

: pi 1. 

), 
N 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein misan integer from 0 to 6, and whereinnis an integer 
from 0 to 2. 

0281. In a further aspect, the polymer further comprises at 
least one monomer residue selected from: 

O 

1" 
: n 1 Z 

), 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein m' is an integer from 0 to 6, and wherein n' is an 
integer from 0 to 2: 

O 

---> 1". : n2 Z 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein n is an integer from 0 to 2; and 

O 

Z 

---- N. 
O 

wherein n is an integer from 0 to 2. 
0282. In a further aspect, at least one monomer residue has 
an optionally substituted structure represented by a formula: 

O 

: 11" 

)m 

S 
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wherein misan integer from 0 to 6, and whereinnis an integer 
from 0 to 2. For example, in one aspect, m is 1, and n is 0. 
providing an optionally Substituted structure represented by a 
formula: 

0283. In a further aspect, the epoxide-functionalized poly 
mer has an optionally substituted structure represented by a 
formula: 

O 

0284 2. Methods of Crosslinking 
0285. In one aspect, the invention relates to a method of 
crosslinking a polymer comprising the step of reacting a 
polymer comprising at least one monomer residue selected 
from an epoxide-functionalized monomer residue having an 
optionally substituted structure represented by a formula: 

O 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl: 
wherein m is an integer from 0 to 6; wherein n is an integer 
from 0 to 2; and a propargyl-functionalized monomer residue 
having an optionally Substituted structure represented by a 
formula: 
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wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein m' is an integer from 0 to 6, and wherein n' is an 
integer from 0 to 2; with a cross-linker having a structure 
represented by a formula X-R X', wherein X and X’ are 
independently N, OH, SH, NH, or NHR, wherein R is Hor 
C1 to C6 alkyl, and wherein R is selected from optionally 
substituted alkyl and optionally substituted alkoxylene. 
0286. In one aspect, the linker groups can be bis-nucleo 
philic (e.g., diamine) compounds derived from alkylene 
oxides (e.g., diamino poly(ethylene oxides)) and/or alkyls 
(e.g., 1,8-diaminooctane; Jeffamines) and their derivatives. 
0287. In a further aspect, the linker groups can be thiols. 
For example, the dinucleophile can have a structureX R 
X", wherein X and X’ are each SH, wherein R is Hor C1 to C6 
alkyl, and wherein R is selected from optionally substituted 
alkyl, optionally Substituted alkoxylene, and optionally Sub 
stituted esters. 

0288 Thiols suitable for crosslinking include mono- and 
di-thiol analogues of compounds derived from alkylene 
oxides (e.g., diamino poly(ethylene oxides)) and/or alkyls 
(e.g., 1,8-diaminooctane; Jeffamines) and their derivatives. 
Other suitable dithiols for cross-linking include: 

O 

O SH d 

is 1N1 ~~ 8. 
O 

O O 

HS ~s --> 

r or 
0289 An example crosslinking reaction, and example 
product thereof, is shown below: 
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0290. In one aspect, the cross-linker reacts with two poly 
mer strands. In a further aspect, X-R X" reacts with two 
epoxide-functionalized monomer residues. In a further 
aspect, X-R X" reacts with two propargyl-functionalized 
monomer residues. In a further aspect, X-R X" reacts 
with one epoxide-functionalized monomer residue and one 
propargyl-functionalized monomer residue. In a further 
aspect, X=X". In a further aspect, X=X'—NH2. In a further 
aspect, R' comprises two or more residues of ethylene oxide 
or trimethylene oxide. In a further aspect, X-R X is 
2.2-(ethylenedioxy)bis(ethylamine). In a further aspect, 
X=X—N. 
0291. In one aspect, the polymer comprises at least one 
monomer residue having an optionally substituted structure 
represented by a formula: 

and whereinX—X'—NH. In one aspect, the polymer and the 
crosslinker are reacted in a ratio of about 1:1 (polymer:cross 
linker). Inafurther aspect, the polymerand the crosslinker are 
reacted in a ratio of about > 1:1 (polymer:cross-linker) to 
provide a polymer with excess epoxide-functionalization. In 
a further aspect, the polymer and the crosslinker are reacted in 
a ratio of about <1:1 (polymer:cross-linker) to provide a 
polymer with excess amino-functionalization. 
0292. In one aspect, the polymer comprises at least one 
monomer residue having an optionally substituted structure 
represented by a formula: 

in 1 

and wherein X=X'—N. In a further aspect, the polymer and 
the crosslinker are reacted in a ratio of about 1:1 (polymer: 
cross-linker). In a further aspect, the polymer and the 
crosslinker are reacted in a ratio of about > 1:1 (polymer: 
cross-linker) to provide a polymer with excess alkyne-func 
tionalization. In a further aspect, the polymer and the 
crosslinker are reacted in a ratio of about <1:1 (polymer: 
cross-linker) to provide a polymer with excess azide-func 
tionalization. 

0293. In a further aspect, the polymer further comprises a 
keto-functionalized monomer providing a residue having an 
optionally substituted structure represented by a formula: 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2. 
0294. In a further aspect, the polymer further comprises at 
least one monomer providing a residue having an optionally 
substituted structure represented by a formula: 
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wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2. 
0295) 
0296 
functionalizing a polymer comprising the step of reacting an 
epoxide-functionalized monomer residue having an option 
ally substituted structure represented by a formula: 

3. Methods of Functionalizing Polymers 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl: 
wherein m is an integer from 0 to 6; wherein n is an integer 
from 0 to 2: with a nucleophile having a structure represented 
by a formula X-R', wherein X is OH, SH, NH, or NHR, 
wherein R is H or C1 to C6 alkyl; and wherein R' is an 
optionally Substituted organic radical comprising 1 to 24 
carbon atoms. 

0297 Organic radicals suitable for use as R' include sub 
stituted or unsubstituted monovalent organic radicals selected 
from ethyl, propyl, butyl, pentyl, hexyl, heptyl, octyl, decyl. 
dodecyl, hexadecyl, and higher alkyl. The alkyl can be linear 
or branched and can be cyclic or acyclic. In a further aspect, 
R" can comprise an optionally substituted alkoxylene. Suit 
able alkoxylene include substituted or unsubstituted monova 
lent organic radicals selected from groups having a structure 
represented by a formula: 

: R3 N-6No.1N1 Soh. 0 to 4 

wherein R comprises C1 to C6 alkyl. 
0298. In a further aspect, R' is further substituted with at 
least one biologically active agent, at least one pharmaceuti 
cally active agent, and/or at least one imaging moiety, thus 
providing a convenient method for functionalizing the poly 
mer with one or more biologically active agents, pharmaceu 
tically active agents, and/or imaging moieties via a nucleo 
philic substitution reaction. That is, R' can comprise at least 
one biologically active agent, at least one pharmaceutically 
active agent, and/or at least one imaging moiety. In a further 
aspect, R' can comprise a portion of the at least one biologi 
cally active agent, at least one pharmaceutically active agent, 
and/or at least one imaging moiety. In a further aspect, R' can 
be covalently bonded to at least one biologically active agent, 
at least one pharmaceutically active agent, and/or at least one 
imaging moiety. 

In one aspect, the invention relates to a method of 
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0299. In one aspect, the invention relates to a method of 
functionalizing a polymer comprising the step of reacting a 
propargyl-functionalized monomer residuehaving an option 
ally substituted structure represented by a formula: 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein m' is an integer from 0 to 6, and wherein n' is an 
integer from 0 to 2; with an azide having a structure repre 
sented by a formula N. R', wherein R is an optionally 
Substituted organic radical comprising 1 to 24 carbon atoms. 
In a further aspect, R' is further substituted with at least one 
biologically active agent, at least one pharmaceutically active 
agent, and/or at least one imaging moiety. 
0300. In one aspect, the invention relates to a method of 
functionalizing a polymer comprising the steps of reacting a 
keto-functionalized monomer providing a residue having an 
optionally substituted structure represented by a formula: 

: n3 N 
s 

O 

wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2; with an amine having a 
structure represented by a formula HN R', wherein R' is 
an optionally Substituted organic radical comprising 1 to 24 
carbon atoms; and reducing the resulting imine. In a further 
aspect, the reacting step and the reducing step are performed 
simultaneously. In a further aspect, R' is further substituted 
with at least one biologically active agent, at least one phar 
maceutically active agent, and/or at least one imaging moiety. 
0301 In one aspect, the invention relates to a method of 
functionalizing a polymer comprising the step of reacting a 
nucleophile-functionalized monomer residue having an 
optionally substituted structure represented by a formula: 

O 

1". 
: pi Z 

)m 

Y 

l, R OH Y 

H 
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wherein Z is O or NR, wherein R is H or C1 to C6 alkyl: 
wherein m is an integer from 0 to 6: 
0302 whereinn is an integer from 0 to 2; wherein Y andY. 
are independently O, S, or NR, wherein R is H or C1 to C6 
alkyl; and wherein R is selected from optionally substituted 
alkyl and optionally substituted alkoxylene; with an electro 
phile having a structure represented by a formula E-R', 
wherein E is an electrophilic moiety; and wherein R' is an 
optionally Substituted organic radical comprising 1 to 24 
carbon atoms. 

0303. In a further aspect, Y is NH or NHR. In a further 
aspect, wherein Y=Y". In a further aspect, the electrophilic 
moiety is selected from alkyl halide, alkyl pseudohalide, and 
carboxyl derivative. In a further aspect, R' is further substi 
tuted with at least one biologically active agent, at least one 
pharmaceutically active agent, and/or at least one imaging 
moiety. 
0304 4. Methods of Making Nanoparticles 
0305 The formation of nanoparticles in controlled size 
dimensions can proceed from linear polymers containing 
pendant epoxide groups which crosslink with 2,2'-(ethylene 
dioxy)bis(ethylamine). To evaluate the particle formation 
under controlled conditions, reactions in which the equiva 
lents of diamine cross-linker were linearly increased with 
respect to the reactive epoxide groups of the polymers were 
studied. 
0306 To achieve a high degree of cross-linking between 
the individual polyester chains, the polymer solution with the 
pendant expoxide entities can be added in a dropwise fashion 
to a refluxing solution of different equivalents of dinucleo 
phile (e.g., diamine) in dichloromethane. In this strategy, the 
difunctional amine is in high excess during the addition (13 
mL/min) of the linear polymer solution (0.5 M) and thus 
provides optimum cross-linking reactions (Table 1; particle 
size reported in nm diameter by dynamic light scattering 
(DLS) in relation to varying amine ratios). 

TABLE 1. 

Nanoparticle Size Dimensions (nm) 

Diameter (nm) Diameter (nm) Diameter (nm) 
Amine? Poly(v1-evl) Poly(v1-evl-opd) Poly(vl-evl-pvl) 

1 Epoxide AB ABD ABC 

1 30.71 - 221 34.293.22 21.40 2.90 
2 58.06 6.2O 63.46 - 7.68 41705.36 
3 82.15.73 118.3 - 13.6 114.9-8.9 
4 115.6 25.4 1649 - 65.7 1483 - 25.2 
5 2S5.7 60.3 292.7 80.3 1861 - 37.5 
6 342.252.2 341.O 86.6 253.9 41.4 
8 425.1 100 52S.O. 100 4721 103.1 

10 725.194.3 8OO.O. 135 675.O. 126.1 

Amine? Diameter (nm) Mw.RI M 
1 Epoxide AB nanoparticles (g/mol) PDI- (kg/mol) 

1 30.71 - 221 3403 1.16 60.5 - 3.5 
2 58.06 6.2O 3445 1.16 815. 4.6 
3 82.61 S.73 3S44 1.17 96.14.9 
4 115.6 12.5 3860 1.18 112 - 6 
5 2S5.7 26.9 40OS 1.18 1878 
6 342.2, 42.2 4267 1.21 222 11 
8 425.1 44.6 4470 1.21 328 15 

10 725.194.3 4887 122 S25 28 

0307 The first trial was employed with polymer (AB) and 
implemented 1 to 10 equivalents of amine functionalities to 
the pendant epoxide cross-linking entity. The resulting par 
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ticles were characterized by transmission electron micros 
copy (TEM) that provides the actual size, and by dynamic 
light scattering (DLS), to obtain the hydrodynamic diameter 
as a representative measure of the particle under physiologi 
cal conditions. Micrographs of representative nanoparticles 
are shown in FIG. 11. It is also contemplated that reaction 
stoichiometry can be selected to utilize in excess often (10) 
equivalents, thereby providing microparticles, materials for 
us in tissue engineering and biogels in biomedical applica 
tions and devices. 
0308 As illustrated in FIG. 12, the particle size increase 
with a polynominal trend as the equivalents of amine rises. 
For example, two equivalents of amine yielded 58 nm par 
ticles, and five equivalents produced particles with 255 nm. 
dimensions (Table 1). Synthesized linear polymers contain 
ing additional functionalities (ABC and ABD) were found to 
respond in the same way to the controlled intermolecular 
chain crosslinking conditions, as with polymer (AB) from the 
original trial, and well-defined nanoparticles were obtained 
(Table 1). As shown in FIG. 13, characterization of the par 
ticles with "H NMR confirmed the nanoparticle formation for 
each trial with an increase of signals at 3.5 and 2.89 ppm 
corresponding to protons neighboring the secondary amine of 
the polyethylene glycol (PEG)-linker after successful 
crosslinking event. In particular, a shift in resonance from 
2.86 to 2.89 ppm was observed due to the change of the 
primary amine to the secondary amine after cross-linking. As 
a consequence, the continuous increase in amine cross-linker 
equivalents not only extends the particle size, but it also 
introduces additional amine functionalities connected to 
short PEG linker that are available for further modification 
Strategies. 
0309. In one aspect, the invention relates to a method of 
preparing a degradable nanoparticle comprising the step of 
adding a polymer comprising at least one monomer residue 
having a structure represented by a formula: 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein misan integer from 0 to 6, and whereinnis an integer 
from 0 to 2: to a solution of from about 1 to about 10 molar 
equivalents of a dinucleophile (nucleophilic moiety:epoxide 
functionality) having a structure X-R X, wherein X and 
X" are independently OH, SH, NH, or NHR, wherein R is H 
or C1 to C6 alkyl, and wherein R is selected from optionally 
substituted alkyl and optionally substituted alkoxylene. In a 
further aspect, the monomer residue comprises less than 
about 10% by weight of the monomer residue of halogen 
selected from chlorine, bromine, and iodine. In a further 
aspect, Z is O. 
0310. In one aspect, the solution comprises from about 1 
molar equivalent of a dinucleophile (nucleophilic moiety: 
epoxide functionality) and the resultant nanoparticle has a 
particle size of from about 5 nm to about 55 nm. In a further 
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aspect, the solution comprises from about 1 molar equivalent 
of a dinucleophile (nucleophilic moiety:epoxide functional 
ity) and the resultant nanoparticle has a particle size of from 
about 5 nm to about 55 nm. In a further aspect, the solution 
comprises from about 2 molar equivalents of a dinucleophile 
(nucleophilic moiety:epoxide functionality) and the resultant 
nanoparticle has a particle size of from about 30 nm to about 
80 nm. In a further aspect, the solution comprises from about 
3 molar equivalents of a dinucleophile (nucleophilic moiety: 
epoxide functionality) and the resultant nanoparticle has a 
particle size of from about 70 nm to about 120 nm. In a further 
aspect, the solution comprises from about 4 molar equivalents 
of a dinucleophile (nucleophilic moiety:epoxide functional 
ity) and the resultant nanoparticle has a particle size of from 
about 110 nm to about 170 nm. In a further aspect, the solu 
tion comprises from about 5 molar equivalents of a dinucleo 
phile (nucleophilic moiety:epoxide functionality) and the 
resultant nanoparticle has aparticle size of from about 175 nm. 
to about 300 nm. In a further aspect, the solution comprises 
from about 6 molar equivalents of a dinucleophile (nucleo 
philic moiety:epoxide functionality) and the resultant nano 
particle has a particle size of from about 250 nm to about 350 
nm. In a further aspect, the solution comprises from about 8 
molar equivalents of a dinucleophile (nucleophilic moiety: 
epoxide functionality) and the resultant nanoparticle has a 
particle size of from about 400 nm to about 550 nm. In a 
further aspect, the solution comprises from about 10 molar 
equivalents of a dinucleophile (nucleophilic moiety:epoxide 
functionality) and the resultant nanoparticle has a particle 
size of from about 650 nm to about 850 nm. It is also con 
templated that reaction Stoichiometry can be selected to uti 
lize in excess often (10) molar equivalents, thereby providing 
higher particle sizes. 
0311. In one aspect, the invention relates to a method of 
preparing a degradable nanoparticle comprising the step of 
adding a polymer comprising at least one monomer residue 
having a structure represented by a formula: 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein m' is an integer from 0 to 6, and wherein n' is an 
integer from 0 to 2: to a solution of from about 1 to about 10 
molar equivalents of a bis-azide (azide moiety:alkyne func 
tionality) having a structure N. R. N., wherein R is 
selected from optionally substituted alkyl and optionally sub 
stituted alkoxylene. In a further aspect, the monomer residue 
comprises less than about 10% by weight of the monomer 
residue of halogen selected from chlorine, bromine, and 
iodine. In a further aspect, Z is O. 
0312. In one aspect, the invention relates to a method of 
controlling particle size during the preparation of a degrad 
able nanoparticle comprising the step of adding an epoxide 
functionalized polymer to a solution of a dinucleophilic 
cross-linker, wherein the stoichiometry of the cross-linker 
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(ratio of nucleophilic moiety:epoxide functionality) is 
selected to provide a desired particle size according to one or 
more of the graphs shown in FIG. 14-FIG. 19. 
0313 

0314. In one aspect, the invention relates to a method of 
functionalizing a nanoparticle comprising the step of reacting 
a nanoparticle comprising at least one epoxide-functionalized 
monomer residue having an optionally substituted structure 
represented by a formula: 

5. Methods of Functionalizing Nanoparticles 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl: 
wherein m is an integer from 0 to 6; wherein n is an integer 
from 0 to 2: with a nucleophile having a structure represented 
by a formula X-R', wherein X is OH, SH, NH, or NHR, 
wherein R is H or C1 to C6 alkyl; and wherein R' is an 
optionally substituted organic radical comprising 1 to 24 
carbon atoms. In a further aspect, R' is further substituted 
with at least one biologically active agent, at least one phar 
maceutically active agent, and/or at least one imaging moiety. 

0315. In one aspect, the invention relates to a method of 
functionalizing a nanoparticle comprising the step of reacting 
a nanoparticle comprising at least one propargyl-functional 
ized monomer residue having an optionally Substituted struc 
ture represented by a formula: 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl, 
wherein m' is an integer from 0 to 6, and wherein n' is an 
integer from 0 to 2; with an azide having a structure repre 
sented by a formula N. R', wherein R is an optionally 
Substituted organic radical comprising 1 to 24 carbon atoms. 
In a further aspect, R' is further substituted with at least one 
biologically active agent, at least one pharmaceutically active 
agent, and/or at least one imaging moiety. 
0316. In one aspect, the invention relates to a method of 
functionalizing a nanoparticle comprising the steps of react 
ing a nanoparticle comprising at least one keto-functionalized 
monomer providing a residue having an optionally Substi 
tuted structure represented by a formula: 
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wherein Z is O or NR, wherein R is Hor C1 to C6 alkyl, and 
wherein n is an integer from 0 to 2; with an amine having a 
structure represented by a formula H2N R', wherein R' is 
an optionally Substituted organic radical comprising 1 to 24 
carbon atoms; and reducing the resulting imine. In a further 
aspect, the reacting step and the reducing step are performed 
simultaneously. In a further aspect, R' is further substituted 
with at least one biologically active agent, at least one phar 
maceutically active agent, and/or at least one imaging moiety. 
0317. In one aspect, the invention relates to a method of 
functionalizing a nanoparticle comprising the step of reacting 
a nanoparticle comprising at least one nucleophile-function 
alized monomer residue having an optionally Substituted 
structure represented by a formula: 

O 

1". 
: pi Z 

)m 

Y 

l, R OH 

H 

wherein Z is O or NR, wherein R is H or C1 to C6 alkyl: 
wherein m is an integer from 0 to 6; wherein n is an integer 
from 0 to 2; wherein Y and Y are independently O, S, or NR, 
wherein R is H or C1 to C6 alkyl; and wherein R is selected 
from optionally substituted alkyl and optionally substituted 
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alkoxylene; with an electrophile having a structure repre 
sented by a formula E-R', wherein E is an electrophilic moi 
ety; and wherein R' is an optionally substituted organic radi 
cal comprising 1 to 24 carbonatoms. In a further aspect, Y" is 
NH or NHR. In a further aspect, Y=Y". In a further aspect, 
the electrophilic moiety is selected from alkyl halide, alkyl 
pseudohalide, and carboxyl derivative. In a further aspect, R' 
is further substituted with at least one biologically active 
agent, at least one pharmaceutically active agent, and/or at 
least one imaging moiety. 
0318 6. Methods of Degrading Nanoparticles 
0319. In one aspect, the invention relates to a method of 
degrading a degradable nanoparticle comprising Subjecting 
the nanoparticle to reaction conditions Sufficient to hydrolyze 
an ester. In a further aspect, the conditions are biological 
conditions. In a further aspect, the conditions involve expo 
Sure to an esterase. In a further aspect, the conditions exist 
within an organism. 
0320 In one aspect, the invention relates to a method of 
degrading a degradable polymer comprising Subjecting the 
polymer to reaction conditions sufficient to hydrolyze an 
ester. In certain aspects, the degradable polymer is a disclosed 
polymer or a product of a disclosed method. 

H. Functionalized Polymers and Nanoparticles 
0321. In one aspect, the disclosed nanoparticles can be 
functionalized with, for example, the disclosed dendrimeric 
compounds. That is, in one aspect, the invention relates to a 
nanoparticle-dendrimer conjugate. In a further aspect, the 
nanoparticle can be a disclosed organic quantum dots via 
intramolecular chain collapse. In a further aspect, the nano 
particle can be a disclosed degradable nanoparticle. In a fur 
ther aspect, the dendrimer can be a disclosed intracellular 
delivery composition. 
0322. As disclosed herein, certain nanoparticles can bear 
electrophilic (e.g., ketone) functionalities. Vinylsulfonyl 
functionality can be introduced to the disclosed nanopar 
ticles. Thus, a vinylsulfonyl linker moiety was prepared that 
can be attached in a reductive amination procedure to a keto 
groups of the particle. The synthesis of Such a linker appears 
in Scheme 1. It is understood that the alkyl chain can be 
homologated by selection of appropriate reagents. 

Scheme 1. Synthesis of SVEC (vinylsulfonyl-ethyl carbonate) linker and attachement to the particle 
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-continued 

O ti-N- N O H HCl dioxane 2N. 

--------( rt, 16 h 21 i NH2 H O O 

O O 
New linker SVEC 

H O 

N1\- N-- 
O O 

NaBHCN, CH2Cl2/MeOH 
rt, 24h 

0323. The vinylsulfonyl moiety readily reacts with a 
nucleophile (e.g., a thiol) to form a covalent bond, thereby 
further functionalizing a nanoparticle. These linkers can be 
used to attach peptides that are labeled with dye molecules at 
the focal point of the peptide or other amines groups of the 
peptide. The thiol groups of cysteines can be used to attach to 
the vinyl function of the vinyl sulfonyl linker. Also, the thiol 
group in the focal point of the disclosed dendritic molecular 
transporters can be attached to the vinyl sulfonyl (or allyl) 
group, thus allowing a transporter to be attached to any post 
modified nanoparticle. 

0324. The same reaction can be used to attach peptides 
that are not labeled with dye. In such cases, the particle can be 
labeled with dye or not labeled. 
0325 Peptides (or other amines) can also be attached 
directly through the amine terminus of the peptide to the keto 
group through reductive amination. See Scheme 2. Here, it is 
preferred that the peptide contains only one amine group. 
Before the reductive amination is performed, the particle can 
be labeled with a dye that adds to the amine functionality of 
the particle. After the reaction, residual dyes can be quenched 
so as to not interfere with the following reductive amination. 

Scheme 2. Attachment of peptide with integrated thiol group from cysteins to linker modified particle 

  

  



US 2013/O 142733 A1 Jun. 6, 2013 

-continued 

0326 Similar systems can be constructed with particles 
from intramolecular cross-linking reactions. Replacing 
N-BED with an ethylenoxide equivalent enhances the solu 
bility of the system. 
0327. Another approach that can enable formation of 
nanoparticle-dendrimer conjugate involves direct attachment 

of nucleophile-functionalized moieties (e.g., peptides or dis 
closed intracellular delivery compositions) to an allylic func 
tion on disclosed degradable nanoparticles. As shown in 
Scheme 4, direct attachment of a thiol with an allyl function 
alized polymer or nanoparticle can bypass use of the dis 
closed SVEC linker. 
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Scheme 4. Synthesis of ally functionalized ABbD linear precursor 
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0328. In one aspect, an allylic function on disclosed 
degradable nanoparticles can be provided via incomplete oxi 
dation of epoxide functionalities, as shown in Scheme 5a. 

Scheme 5a. Linear precursor. 
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-continued 
O O 

1. in O OH 

O 

AB1 
m = 43, n = 3 

O O O 

1. 

iii. O pi ris O Šs 

ABC 

m = 21, n = 2, p = 2 
O O O 

1. O OH 
in O O g 

O 

O 

ABD 

m = 17, n = 3, q = 5 

O O O 
O 

1. iii. O O --~~!" p O g 

Šs O O N 
ABCD 

m = 15, n = 3, p = 2, q = 4 

0329. Still other examples of linear precursors can be pre 
pared according to Scheme 5b. 

Scheme 5b. Linear precursor. 
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