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(57) ABSTRACT 

Disclosed are hydrogels Wherein a polymer matrix is modi 
?ed to contain a bifunctional poly(alkylene glycol) molecule 
covalently bonded to the polymer matrix. The hydrogels can 
be cross-linked using, for example, glutaraldehyde. The 
hydrogels may also be crosslinked via an interpenetrating 
network of a photopolymeriZable acrylates. The hydrogels 
may also be modi?ed to have pharmacologically-active 
agents covalently bonded to the poly(alkylene glycol) mol 
ecules or entrained Within the hydrogel. Living cells may 
also be entrained Within the hydrogels. 
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BIFUNCTIONAL-MODIFIED HYDROGELS 

PRIORITY 

[0001] Priority is hereby claimed to provisional applica 
tion Ser. No. 60/285,782, ?led 23 Apr. 2001, the entire 
contents of Which is incorporated herein. 

FEDERAL FUNDING 

[0002] This invention Was made With United States gov 
ernment support awarded by the following agencies: NIH 
HL63686. The United States has certain rights in this 
invention. 

FIELD OF THE INVENTION 

[0003] The invention is directed to hydrogels modi?ed 
using bifunctional reagents, use of the hydrogels to deliver 
drugs or other biologically-active agents to a mammal in 
need thereof, compositions containing the hydrogels 
described herein, and devices, such as Wound dressings, 
diapers, catamenial devices, etc., incorporating the hydro 
gels. 

INCORPORATION BY REFERENCE 

[0004] All of the reference listed in the “References” 
section are incorporated herein. 

BACKGROUND 

[0005] Biological systems, such as healing and embryonic 
development, operate under spatially- and temporally-con 
trolled orchestration. A myriad of signals and cells all act, in 
space and time, to heal a cut, for example, or to surround and 
neutraliZe a foreign body. The e?icacy of current materials 
used to construct biomedical devices is limited by a lack of 
multi-functional structures to complement the inherent 
dynamics of these biological systems. 

[0006] For example, most Wound dressings provide noth 
ing more than a simple barrier to shield the Wound and to 
prevent foreign objects from entering the Would. Other 
neWer types of dressings also include antibiotics to prevent 
sepsis at the Wound site. HoWever, these dressings do not 
address, for example, the exudation Which occurs from a 
Wound. Thus, these dressings must be changed often. 

[0007] Certain biodegradable polymers have been used in 
burn dressings, hemostatic patches, and the like. These 
biodegradable polymers provide a barrier and possibly a 
tissue scaffold for regroWth. HoWever, these types of dress 
ing have no therapeutic effect. While such types of dressings 
provide effective barriers to physical disturbance of the 
Wound site, scarring is still extensive. 

[0008] Despite the extensive investigation of novel Wound 
dressing materials, very feW materials are in current clinical 
use. An ideal functional Wound dressing should have the 
folloWing properties: It should be non-toxic, biocompatible, 
and permeable to moisture and gases to absorb Wound 
exudate and toxins as Well to maintain appropriate humidity 
and oxygen levels. It should be porous to prevent sWelling 
of the Wound bed and accumulation of the ?uid betWeen the 
Wound site and the material. It should be ?exible and durable 
and minimiZe local in?ammation and infection, thereby 
promoting neW vasculariZation, re-epithelialiZation, and 
normal healing. 
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[0009] Hydrogels are three-dimensional netWorks capable 
of absorbing copious amounts of Water. Hydrogels have 
been explored for many uses, including drug delivery 
devices, Wound dressing materials, contact lenses, and cell 
transplantation matrices. Edible hydrogels, such as gelatin, 
?nd extensive use in various food-related applications, such 
as texture modi?cation, gelling, clari?cation of beers and 
Wines, and as medicine capsules. 

SUMMARY OF THE INVENTION 

[0010] The invention is directed to hydrogels comprising 
a polymer matrix, preferably gelatin or a synthetic polymer 
(preferably a biodegradable polymer, although the polymer 
may also be non-biodegradable), modi?ed to contain bifunc 
tional poly(alkylene glycols) covalently bonded to the poly 
mer matrix. Heterobifunctional, poly-Cl-C6-poly(alkylene 
glycol) molecules, preferably poly(ethylene glycol) mol 
ecules (hPEGs), each having an ot-terminus and an uu-ter 
minus, are bonded to the polymer backbone via covalent 
bonds involving either of the ot- or uu-termini. One or more 
biofunctional agents (i.e., pharmacologically-active agents) 
are then bonded to the other of the ot- or uu-termini (i.e., the 
free termini) of the hPEGs, thereby yielding a modi?ed, 
pharmacologically active, homogenous, and covalently-as 
sembled hydrogel. A schematic representation of the pre 
ferred embodiment of the invention is shoWn in FIG. 4. 

[0011] Any pharmacologically-active agent, Without limi 
tation, can be incorporated into the hydrogel, including (by 
Way of illustration and not limitation) vulnerary agents, 
hemostatic agents, antibiotics, antithelmintics, anti-fungal 
agents, hormones, anti-in?ammatory agents, proteins, 
polypeptides, oligonucleotides, cytokines, enZymes, etc. 

[0012] The hydrogels of the present invention ?nd many 
uses, the preferred of Which is as a functional Wound 
dressing. In this preferred embodiment, the hydrogel con 
tains as a pharmacologically-active agent a vulnerary agent 
covalently bonded to a biodegradable polymer matrix via a 
differentially-modi?ed, 0t— and uu-substituted PEG linker. 

[0013] The hydrogels of the present invention may also be 
incorporated into bandages, surgical and dental Wound pack 
ing material, diapers and catamenial devices, and the like. 

[0014] The novel hydrogel constructs described herein are 
not physical blends, Which are common in the formulation 
of current biomedical hydrogels; hence, the chemical and 
physical properties of the subject hydrogels are homogenous 
and can be tailored to suit a particular clinical end-point 
requirement. Furthermore, the hydrogel constructs are 
mechanically stable because the components are covalently 
bonded. In addition, the hydrophilicity and ?exibility of the 
porous hydrogel accommodate the absorption of Wound 
exudate and assist the ?nal removal of the material from the 
Wound site (if necessary or desired). The nature of gelatin 
and the porosity of the construct further facilitate the 
exchange of gases and alloW healing. Most importantly, the 
presence of hPEG-conjugated bioactive compounds and the 
loading of other pharmaceutical compounds Within the 
matrix alloWs for the temporally- and spatially-controlled 
delivery of bioactive signals to modulate and complement 
the dynamics of the host healing process. 

[0015] The present invention offers several key commer 
cial advantages over existing products. For example, despite 
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the extensive investigation in the development of novel 
Wound dressing materials, very feW materials are used 
clinically due to the multiple requirements necessary for a 
functional Wound dressing. Ideal functional Wound dress 
ings must be nontoxic, biocompatible, permeable to mois 
ture and gases to absorb Wound exudate and toxins, as Well 
as to maintain humidity and oxygen levels. The dressings 
should be porous to prevent sWelling of the Wound bed and 
to prevent accumulation of ?uid betWeen the Wound site and 
the material. They should be ?exible and durable. They 
should be biocompatible and minimiZe local in?ammation 
and infection. They should promote neovasculariZation, 
re-epithelialiZation, and normal healing. The novel multi 
functional hydrogels described herein can be made to 
address all of the above requirements for a clinically viable 
Wound dressing material. 

[0016] Thus in a ?rst embodiment, the invention is 
directed to a hydrogel that comprises a polymer matrix. The 
preferred polymer matrix contains reactive amino groups. 
The most preferred polymer matrices are gelatin and col 
lagen. The polymer matrix is modi?ed using a bifunctional 
modi?er comprising a poly(alkylene glycol) molecule hav 
ing a substituted or unsubstituted ot-terminus and a substi 
tuted or unsubstituted (n-terminus. At least one of the ot- or 
(n-termini is covalently bonded to the polymer matrix. The 
other terminus projects into the interior of the hydrogel mass 
and modi?es its physico-chemical properties. By controlling 
the nature of the 0t— and (n-termini, the physical and chemical 
qualities of the resulting hydrogel can be altered. 

[0017] Additionally, in the preferred embodiment, the 0t 
and (n-termini are different, and thus are differentially reac 
tive. This enables, for example, one or more pharmacologi 
cally-active agents to be covalently bonded to one of the ot 
or (n-termini that is not bonded to the polymer matrix. 
Alternatively (or simultaneously), one or more pharmaco 
logically-active agents may also be entrained Within the 
hydrogel. 
[0018] The polymer matrix of the hydrogel may be cross 
linked With a cross-linking reagent such as glutaraldehyde. 
Cross-linking alters the absorption characteristics and mate 
rial strength of the resulting gel. Thus, cross-linking may be 
desirable Where increased mechanical strength of the gel is 
required. 

[0019] As noted above, the ot- and/or (n-termini of the 
hydrogel may be substituted or unsubstituted. When substi 
tuted, it is preferred that the substitution is a moiety selected 
from the group consisting of halo, hydroxy, Cl-C24-alkyl, 
C1-C24-alkenyl, Cl-C24-alkynyl, Cl-C24-alkoxy, C1-C24 
heteroalkyl, Cl-C24-heteroalkenyl, Cl-C24-heteroalkynyl, 
cyano-Cl-C24-alkyl, C3-C1O-cycloalkyl, C3-ClO-cycloalk 
enyl, C3-C1O-cycloalkynyl, C3-C1O-cycloheteroalkyl, 
C3-ClO-cycloheteroalkenyl, C3-C1O-cycloheteroalkynyl, 
acyl, acyl-Cl-C24-alkyl, acyl-Cl-C24-alkenyl, acyl-Cl-C24 
alkynyl, carboxy, Cl-C24-alkylcarboxy, Cl-C24-alkenylcar 
boxy, C1-C24-alkynylcarboxy, carboxy-Cl-C24-alkyl, car 
boxy-Cl-C24-alkenyl, carboxy-C1-C24-alkynyl, aryl, aryl 
Cl-C24-alkyl, aryl-Cl-C24-alkenyl, aryl-C1-C24-alkynyl, 
heteroaryl, heteroaryl-Cl-C24-alkyl, heteroaryl-C1-C24-alk 
enyl, heteroaryl-Cl-C24-alkynyl, sulfonate, arylsulfonate, 
and heteroarylsulfonate. 

[0020] Moreover, these moieties themselves may be fur 
ther substituted. Thus, the moieties on the ot-terminus and 
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the (n-terminus When substituted bear a substituent selected 
from the group consisting of alkyl, aryl, acyl, halogen, 
hydroxy, amino, alkoxy, alkylamino, acylamino, thioamido, 
acyloxy, aryloxy, aryloxyalkyl, mercapto, thia, aZa, oxo, 
saturated cyclic hydrocabon, unsaturated cyclic hydrocar 
bon, heterocycle, aryl, and heteroaryl. 

[0021] More speci?cally, the invention is directed to a 
hydrogel comprising: 

[0022] a polymer matrix containing reactive amino acid 
moieties; and 

[0023] 
formula: 

a bifunctional modi?er comprising a compound of 

Wherein at least one of the “A” or “Z” moieties is covalently 
bonded to the reactive amino moieties of the polymer 
matrix; and Wherein “A” and “Z” are independently selected 
from the group consisting of hydrogen, halo, hydroxy, 
Cl-C24-alkyl, Cl-C24-alkenyl, Cl-C24-alkynyl, C1-C24 
alkoxy, Cl-C24-heteroalkyl, Cl-C24-heteroalkenyl, C1-C24 
heteroalkynyl, cyano-C1-C24-alkyl, C3-ClO-cycloalkyl, 
C3-ClO-cycloalkenyl, C3-C1O-cycloalkynyl, C3-ClO-cyclo 
heteroalkyl, C3-ClO-cycloheteroalkenyl, C3-ClO-cyclohet 
eroalkynyl, acyl, acyl-C1-C24-alkyl, acyl-C1-C24-alkenyl, 
acyl-C 1 -C24-alkynyl, carboxy, C 1 -C24-alkylcarboxy, 
C1-C24-alkenylcarboxy, Cl-C24-alkynylcarboxy, carboxy 
Cl-C24-alkyl, carboxy-Cl-C24-alkenyl, carboxy-C1-C24 
alkynyl, aryl, aryl-Cl-C24-alkyl, aryl-Cl-C24-alkenyl, aryl 
C 1 -C24-alkynyl, heteroaryl, heteroaryl-Cl -C24-alkyl, 
heteroaryl-Cl-C24-alkenyl, heteroaryl-Cl-C24-alkynyl, sul 
fonate, arylsulfonate, and heteroarylsulfonate; “m” is an 
integer of from 2 to 8; and “n” is an integer equal to or 
greater than 100. In the preferred embodiment, “m” equals 
2 and “n” is greater than 2,000. 

[0024] A second embodiment of the invention is directed 
to a hydrogel as described above, With the further inclusion 
of a second polymer matrix. In this embodiment, the second 
polymer matrix interpenetrates With the ?rst polymer matrix. 
Thus, the ?rst polymer matrix, With its grafted modi?er 
molecules, interpenetrates and is physically bound Within a 
second, interpenetrating polymer matrix. In the preferred 
second embodiment, the second polymer matrix comprises 
a photopolymeriZed poly(acrylate), such as an ot-acrylate 
(n-acrylate-poly(alkylene glycol), trimethylolpropane tria 
crylate, acrylic acid, and/or acryloyl halide. The second 
polymer matrix may be a homo-polymer or co-polymer or 
tWo or more monomer types. 

[0025] As in the ?rst embodiment, the interpenetrating 
hydrogels may further comprise a pharmacologically-active 
agent covalently bonded to one of the ot- or (n-termini that 
is not bonded to the ?rst polymer matrix. 

[0026] Likewise, all of the hydrogels according to the 
present invention may further comprise a pharmacologi 
cally-active agent or a living cell entrained Within the 
hydrogel. 

[0027] A third embodiment of the invention is directed to 
a method of making a hydrogel as described hereinabove. 
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The method comprises reacting a polymer matrix With a 
bifunctional modi?er comprising a poly(alkylene glycol) 
molecule having a substituted or unsubstituted ot-terminus 
and a substituted or unsubstituted uu-terminus, Whereby at 
least one of the ot- or uu-termini is covalently bonded to the 
polymer matrix. 

[0028] A fourth embodiment of the invention is directed to 
the method described in the previous paragraph, and further 
comprising contacting the ?rst polymer matrix With a plu 
rality of monomers and then polymeriZing the monomers to 
yield a second polymer matrix, Wherein the second polymer 
matrix interpenetrates With the ?rst polymer matrix. This 
embodiment alloWs for the in situ formation of interpen 
etrating polymer netWorks 

[0029] The hydrogels of the present invention can be used 
in any application Where hydrogels are currently employed. 
Thus, the hydrogels of the present invention ?nd use as 
Wound dressings, diapers, catamenial devices, and the like. 
In one embodiment, the hydrogels are used to administer a 
pharmacologically-active agent to a patient in need of the 
pharmacologically-active agent. In this use, the pharmaco 
logically-active agent either is covalently bonded Within the 
gel or entrained Within the gel. The gel is then administered 
to the patient, as by packing it into a surgical or traumatic 
Wound. 

[0030] The hydrogels of the present invention are also 
useful as sca?folds to support living cells. Thus, the hydro 
gels of the present invention can be used as biomechanical 
devices. The hydrogels Will support living cells Within the 
bulk of the gel, thereby providing a three-dimensional 
support netWork in Which the cells can groW and proliferate. 
Hydrogels according to the present invention that contain 
cells can be implanted into a patient in need of such cells. 

BRIEF DESCRIPTION OF THE DRAWINGS 

[0031] FIG. 1. A summary of the chemical reactions and 
structure of critical intermediates and ?nal products of 
M-PEG, CN-PEG, COOH-PEG, or PT-PEG. (1) sodium/ 
naphthalene, THF, room temperature; (2) ethyl bromoac 
etate, TEA, THF, room temperature; (3) sodium hydroxide 
solution, re?ux; (4) AC, TEA, THF, 10 min room tempera 
ture; (5) sodium ethoxide (or sodium metal), CH2Cl2, room 
temperature; (6) acrylonitrile room temperature; (7) AC, 
TEA, THF, 10 min room temperature; (8) TEA, thionyl 
bromide, toluene, re?ux; (9) p-toluenesulfonylchloride, 
TEA, CH2Cl2, room temperature; (10) AC, TEA, THF, 10 
min room temperature; (11) potassium phthalimide, CH2Cl2, 
re?ux; (12) AC, TEA, THF, 10 min room temperature 

[0032] FIGS. 2A and 2B. HPLC chromatogram of (2A) 
evaporative light scattering detector signals and (2B) UV 
signals at 254 nm for PEGdiols and various XPEGmA. 
Samples Were analyZed With a reverse phase HPLC system 
(10% to 100% acetonitrile at a ?oW rate of 1 ml/min in 30 
min With Jordi 500 A column on a Gilson system) coupled 
to UV/Vis (200 nm and 254 nm), photodiode array, and 
evaporative light scattering detectors. 

[0033] FIGS. 3A and 3B. Surface hydrophilicity of the 
XPEGmA-co-Ac-co-TMPTA netWork containing XPEGmA 
of various concentration, terminal moiety, and molecular 
Weight. (3A) 2 KDa XPEGmA and (3B) 5 KDa XPEGmA. 
Legend: §=M-PEG; I=CN-PEG; A=COOH-PEG; and 
.=PT-PEG. 
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[0034] FIG. 4. A schematic representation of hydrogels 
according to the present invention. 

[0035] FIG. 5. Graph depicting representative sWelling/ 
degradation kinetics. Time in hours is shoWn on the X-axis; 
sWelling ratio is shoWn on the Y-axis. Key: G, 0.01% 
glutaraldehyde cross-linked=§; 10% PG, 0.01% glutaralde 
hyde cross-linked=I; 40% EG, 0.01% glutaraldehyde cross 
linked=A. 

[0036] FIG. 6. A schematic representation of an interpen 
etrating netWork hydrogel according to the present inven 
tion. 

DETAILED DESCRIPTION OF THE 
INVENTION 

[0037] Poly(alkylene glycols), such as poly(ethylene gly 
col) (PEG), are employed extensively in a number of medi 
cal and pharmaceutical ?elds due to their loW toxicity, good 
biocompatibility, and excellent solubility(l'5). For sake of 
expository brevity, the folloWing description shall be limited 
to gels modi?ed by bifunctional poly(ethylene glycol) mol 
ecules. The invention, hoWever, Will function With equal 
success using any poly(alkylene glycol). 

[0038] Thus, it is preferred that the bifunctional modi?er 
comprise a poly(alkylene glycol) of the formula: 

Where “m” is an integer of from 2 to 8; “n” is an integer 
equal to or greater than 100; and “A” and “Z” are as 
described above. In the preferred embodiment, “m” equals 2 
and “n” is su?iciently large to yield a PEG molecule having 
a molecular Weight of roughly 100,000 Da. Thus, it is 
preferred that “n” is greater than 2,000. The “n” substituent 
may also be su?iciently large to yield a PEG molecule 
having a molecular Weight greater than 1><106 Da, in Which 
case “n” is greater than roughly 20,000. 

[0039] While having good biocompatibility and solubility, 
the hydroxyl groups in PEG-diols or monomethoxy-PEGs 
have very limited chemical activity. The present invention 
thus is draWn to novel hydrogels that use bifunctional PEGs 
and hetero-bifunctional PEGs (“hPEGs”) as covalent grafts 
to modify the physical and biological properties of hydro 
gels. These bifunctional PEGS having improved reactivity 
and physicochemical properties can thus be used to modify 
polymer matrices in general, and proteinaceous matrices in 
particular, to yield novel hydrogels. These novel hydrogels 
are useful in Wide array of biomaterial and biopharmaceu 
tical compositions and devices that include a hydrogel 
component, including time-release vehicles, Wound dress 
ings and packing, bandages, burn dressings, catamenial 
devices, diapers, etc. 

[0040] Currently, the synthesis of hPEGs is classi?ed into 
tWo general categories: 1) statistical terminal modi?cation of 
PEG precursors; and 2) ethylene oxide polymeriZation meth 
ods using special initiators.(6'9) Although various hPEGs are 
currently available commercially (e.g., from ShearWater 
Corporation, Huntsville, Ala.), their high cost and limited 
quantity greatly restricts the extensive utiliZation of such 
materials by laboratories in developing novel biomaterials 
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for various applications. In developing the present invention, 
a number of synthetic schemes Were developed to produce 
a library of hPEG compounds based on the statistical 
terminal modi?cation method. 

[0041] A distinct bene?t of the various reaction schemes is 
that they use as a starting material commercially-available 
PEG-diols. PEG-diol is available in a host of different 
molecular Weights, and from a large number of international 
suppliers (including ShearWater Corporation). 

[0042] Moreover, the synthetic strategy is streamlined so 
modi?cations to various intermediates results in the formu 
lation of different hPEG products. 

[0043] Using the hPEGs of the present invention, polymer 
netWorks having diverse physicochemical and surface prop 
erties Were developed. These netWorks can be used to study 
cell-material interaction.(lo'l3) 

[0044] In the Examples that folloW, hPEGs Were utiliZed 
to modify a polymer matrix to yield novel hydrogels. The 
effect of hPEG concentration, molecular Weight, and termi 
nal chemical functionality on the surface hydrophobicity and 
cell interaction With the hydrogels Was investigated and is 
presented in the Examples. 

[0045] Multiple heterogeneous PEG modi?cations (e.g., 
carboxylic acids of the poly-acrylic acid backbone and the 
functional group at the dangling terminus of hPEG grafted 
at the pendent chain con?guration) can be employed to bind 
several distinct types of biofunctional molecules such as 
peptides and pharmaceutics to the hydrogel. 

[0046] These components therefore are highly useful as 
functional Wound dressings. In the preferred embodiment, 
the polymer matrix is a modi?ed gelatin. The use of gelatin 
is not incidental. Gelatin is a Well-characterized, FDA 
approved, biodegradable biomaterial. Thus, hydrogels made 
from modi?ed gelatin are likely to pass regulatory muster 
due to the knoWn safety of gelatin. 

[0047] The hydrophilicity and porosity of gelatin Was 
modi?ed using ampholytic moieties such as ethylenedi 
aminetetracetic dianhydride (EDTAD). The resulting poly 
mer backbone can be cross-linked With small amounts of 
glutaraldehyde and subsequently loaded With pharmaceuti 
cal agents such as antibiotic drugs. The Water-uptake, sWell 
ing, degradation, and drug release kinetics of the resulting 
hydrogel can be controlled by varying the amount of cross 
linking and the extent of EDTAD modi?cation. 

[0048] To improve its biocompatibility and mechanical 
properties, the hydrogel Was then grafted With various 
hPEGs, as described hereinbeloW. 

[0049] To investigate the functional properties of these 
novel biomaterials, the interaction of hPEGs, hPEG-modi 
?ed gelatin hydrogels, and synthetic polymer netWorks 
containing human White blood cells and ?broblasts Were 
examined, both in vitro and in vivo. The terminal group of 
the hPEGs has also been used to link bioactive peptides to 
the hydrogel matrix, thereby to control the interaction of 
host cells such as White blood cells and to enhance favorable 
biological interactions. It has been demonstrated in the 
Examples that the molecular interaction of several bioactive 
oligopeptides in modulating White blood cell behavior and 
host interaction in vitro and in vivo can thus be modi?ed. 
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[0050] The resulting hydrogels can be used a functional 
Wound dressings, bandages, and the like. These functional 
Wound dressings are suitable for use both internally and 
externally. The gelatin-hPEG hydrogels of the present inven 
tion have been tested in a subcutaneous caged implant 
model. 

[0051] One notable aspect of the hydrogels of the present 
invention is that the polymer constructs are not physical 
blends. The present hydrogels are chemically and physically 
homogenous and can be tailored to suit a particular clinical 
endpoint requirement. The hydrogel is mechanically stable 
because the components are covalently bonded together. 
Additionally, the hydrophilicity and ?exibility of the porous 
hydrogel accommodates the absorption of Wound exudate, 
blood, etc., and assists in the ?nal removal of material from 
the Wound site. 

[0052] The nature of gelatin and the porosity of the 
construct also facilitates the exchange of gases and promotes 
rapid healing. Most importantly, the presence of hPEG 
conjugated bioactive compounds Within the hydrogel matrix 
itself adds qualitative value and control to the Wound healing 
process. 

[0053] As described hereinbeloW, a synthetic scheme Was 
developed to created a library of heterobifunctional PEGs 
(hPEGs) having tWo distinct terminal moieties. The hPEGs 
Were then used to make modi?ed polymer hydro gels having 
various surface and physicochemical properties. Extensive 
NMR and HPLC analyses con?rmed the chemical structure 
of hPEG. The hydrophilicity of the polymer netWork Was 
predominantly dependent on the hPEG concentration, With 
the molecular Weight of the starting, unmodi?ed PEG and 
the terminal functional groups also playing roles. Adherent 
human ?broblast density on the hydro gels remained constant 
With increasing hPEG concentration in the gel formulation 
but decreased rapidly on hydrogels containing 0.8 to 1.25 
g/ml of hPEGs. This trend Was independent of the hPEG 
terminal moiety and molecular Weight. No adherent cells 
Were observed on all sample gels containing 2.5 g/ml or 
more of hPEGs. 

Abbreviations and De?nitions: 

[0054] “Ac”=acrylic acid 

[0055] “AC”=acryloyl chloride (CAS No. 814-68-6) 

[0056] “CHD”=chlorhexidine digluconate 

[0057] “CN-PEG”=0t-cyanoethyl-uu-acrylate-PEG 
[0058] “COOH-PEG”=0t-carboxyl-u)-acrylate-PEG 
[0059] “EDTAD”=ethylene diaminetetracetic dianhydride 

[0060] "hPEG”=heterobifunctional PEG 

[0061] “lPN”=interpenetrating netWork hydrogels 

[0062] “mPmA”=0t-methyl-u)-aldehyde-PEG 
[0063] “mPEG”=0t-methoxy-PEG 
[0064] “M-PEG”=0t-methyl-uu-acrylate-PEG 
[0065] “PEG” and “PEG diol”=polyethylene glycol 

[0066] “PEGdA”=PEG-diacry1ate 
[0067] “PEG dial”=0t-aldehyde-uu-aldehyde-PEG 

[0068] “PT-PEG”=0t-phthalimide-uu-acrylate-PEG 
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[0069] “TEA”=triethylamine 
[0070] “THF”=tetrahydrofuran 
[0071] "TMPTA"=trimethylolpropane triacrylate (i.e., 
2-ethyl-2-(hydroxymethyl)- l ,3 -propanediol 
CAS No. 15625-89-5) 

[0072] “XPEGmA”=hPEG With acrylate uu-terminal and 
ot-terminal of different moiety 

triacrylate, 

[0073] The term “alkyl,” by itself or as part of another 
substituent, means, unless otherwise stated, a fully saturated, 
straight, branched chain, or cyclic hydrocarbon radical, or 
combination thereof, and can include di- and multi-valent 
radicals, having the number of carbon atoms designated 
(e.g., Cl-C1O means from one to ten carbon atoms, inclu 
sive). Examples of alkyl groups include, Without limitation, 
methyl, ethyl, n-propyl, isopropyl, n-butyl, t-butyl, isobutyl, 
sec-butyl, cyclohexyl, (cyclohexyl)ethyl, cyclopropylm 
ethyl, and homologs and isomers thereof, for example, 
n-pentyl, n-hexyl, n-heptyl, n-octyl, and the like. The term 
“alkyl,” unless otherWise noted, also includes those deriva 
tives of alkyl de?ned in more detail beloW as “heteroalkyl” 
and “cycloalkyl.” 

[0074] The term “alkenyl” means an alkyl group as 
de?ned above containing one or more double bonds. 
Examples of alkenyl groups include vinyl, 2-propenyl, cro 
tyl, 2-isopentenyl, 2-(butadienyl), 2,4-pentadienyl, 3-(l,4 
pentadienyl), etc., and the higher homologs and isomers. 

[0075] The term “alkynyl” means an alkyl or alkenyl 
group as de?ned above containing one or more triple bonds. 
Examples of alkynyl groups include ethynyl, l- and 3-pro 
pynyl, 3-butynyl, and the like, including the higher 
homologs and isomers. 

[0076] The terms “alkylene,”“alkenylene,” and “alky 
nylene,” alone or as part of another substituent means a 
divalent radical derived from an alkyl, alkenyl, or alkynyl 
group, respectively, as exempli?ed by 
iCH2CH2CH2CH2i. 
[0077] Typically, alkyl, alkenyl, alkynyl, alkylene, alk 
enylene, and alkynylene groups Will have from 1 to 24 
carbon atoms. Those groups having 10 or feWer carbon 
atoms are preferred in the present invention. The term 
“loWer” When applied to any of these groups, as in “loWer 
alkyl” or “loWer alkylene,” designates a group having eight 
or feWer carbon atoms. 

[0078] “Substituted” refers to a chemical group as 
described herein that further includes one or more substitu 
ents, such as loWer alkyl, aryl, acyl, halogen (e.g., alkylhalo 
such as C133), hydroxy, amino, alkoxy, alkylamino, acy 
lamino, thioamido, acyloxy, aryloxy, aryloxyalkyl, mer 
capto, thia, aZa, oxo, both saturated and unsaturated cyclic 
hydrocarbons, heterocycles and the like. These groups may 
be attached to any carbon or substituent of the alkyl, alkenyl, 
alkynyl, alkylene, alkenylene, and alkynylene moieties. 
Additionally, these groups may be pendent from, or integral 
to, the carbon chain itself. 

[0079] The term “heteroalkyl,” by itself or in combination 
With another term, means, unless otherWise stated, a stable, 
saturated or unsaturated, straight, branched chain, or cyclic 
hydrocarbon radical, or combinations thereof, consisting of 
the stated number of carbon atoms and from one to three 
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heteroatoms selected from the group consisting of O, N, Si, 
and S, and Wherein the nitrogen and sulfur atoms may 
optionally be oxidiZed and the nitrogen heteroatom(s) may 
optionally be quatemiZed. The heteroatom(s) O, N and S 
may be placed at any interior position of the heteroalkyl 
group. The heteroatom Si may be placed at any position of 
the heteroalkyl group, including the position at Which the 
alkyl group is attached to the remainder of the molecule. 
Examples include iCH2iCH2iO4CH3, 4CH2i 
CH2iNH%H3, %H2%H2iN(CH3)%H3, 
%H2iSiCH2%H3, %H2%H2iS (O)%H3, 
%H2%H2iS (O)2iCH3, iCH=CHiO%H3, 
iSi(CH3)3, iCH2iCH=NADCHy and %H=CHi 
N(CH3)iCH3. Up to tWo heteroatoms may be consecutive, 
such as in iCH2iNH4O4CH3 and iCHZiOi 
Si(CH2)3. Explicitly included Within the term “heteroalkyl” 
are those radicals that could also be described as “het 
eroalkylene” (i.e., a divalent radical, see next paragraph), 
and “heterocycloalkyl” (i.e., containing a cyclic group). The 
term “heteroalkyl” also explicitly includes unsaturated 
groups (i.e., heteroalkenyls and heteroalkynyls). 

[0080] The term “heteroalkylene” by itself or as part of 
another substituent means a divalent radical derived from 

heteroalkyl, as exempli?ed by 4CH2iCH2iSi 
CH2CH2iand 4CH2iS4CH24CH2iNHiCH2i. 
For heteroalkylene groups, heteroatoms can also occupy 
either or both of the chain termini. Still further, for alkylene 
and heteroalkylene linking groups, no orientation of the 
linking group is implied. 

[0081] The term “aryl” is used herein to refer to an 
aromatic substituent, Which may be a single aromatic ring or 
multiple aromatic rings Which are fused together, linked 
covalently, or linked to a common group such as a diaZo, 
methylene or ethylene moiety. The common linking group 
may also be a carbonyl as in benZophenone. The aromatic 
ring(s) may include, for example phenyl, naphthyl, biphenyl, 
diphenylmethyl and benZophenone, among others. The term 
“aryl” encompasses “arylalkyl” and “substituted aryl.” For 
phenyl groups, the aryl ring may be mono-, di-, tri-, tetra-, 
or penta-substituted. Larger rings may be unsubstituted or 
bear one or more substituents. 

[0082] “Substituted aryl” refers to aryl as just described 
including one or more functional groups such as loWer alkyl, 
acyl, halogen, alkylhalo (e.g., C133), hydroxy, amino, alkoxy, 
alkylamino, acylamino, acyloxy, phenoxy, mercapto, and 
both saturated and unsaturated cyclic hydrocarbons Which 
are fused to the aromatic ring(s), linked covalently or linked 
to a common group such as a diaZo, methylene, or ethylene 
moiety. The linking group may also be a carbonyl such as in 
cyclohexyl phenyl ketone. The term “substituted aryl” 
encompasses “substituted arylalkyl.” 

[0083] The term “acyl” is used to describe a ketone 
substituent, 4C(O)R, Where R is substituted or unsubsti 
tuted alkyl, alkenyl, alkynyl, or aryl as de?ned herein. 

[0084] The term “carbonyl” is used to describe an alde 
hyde substituent. The term “carboxy” refers to an ester 
substituent or carboxylic acid, i.e., 4C(O)Oi or iC(O)i 
OH. 

[0085] The term “halogen” or “halo” is used herein to 
refer to ?uorine, bromine, chlorine and iodine atoms. 

[0086] The term “hydroxy” is used herein to refer to the 
group 40H. 
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[0087] The term “amino” is used to designate NRR', 
Wherein R and R' are independently H, alkyl, alkenyl, 
alkynyl, aryl or substituted analogs thereof. “Amino” 
encompasses “alkylamino,” denoting secondary and tertiary 
amines, and “acylamino” describing the group RC(O)NR'. 

[0088] The term “alkoxy” is used herein to refer to the 
iOR group, Where R is alkyl, alkenyl, or alkynyl, or a 
substituted analog thereof. Suitable alkoxy radicals include, 
for example, methoxy, ethoxy, t-butoxy, etc. The term 
“alkoxyalkyl” refers to ether substituents, monovalent or 
divalent, e.g. 4CH2iO4CH3 and iCH2iO4CH2i. 

[0089] The term “gelatin” as used herein means any and 
all kinds of gelatin, of any type (e.g., Type A from pork, With 
an isoelectric point betWeen about 7.0 and 9.0, and Type B 
from beef With an isoelectric point of approximately 5.0), 
from any source, of any bloom value, acid- or alkaline 
treated, etc., Without limitation. The “bloom strength” of a 
gelatin is de?ned as the force required for a plunger of 
de?ned shape and siZe to make a 4 mm depression in a gel 
that has been prepared at 6.67% W/W concentration and 
chilled at 10° C. in a bloom jar for 16-18 hours. The force 
is recorded in grams. Commercially, gelatin is available 
from a host of commercial suppliers. At commodity amounts 
and prices, gelatin is generally available With bloom 
strengths ranging from about 50-300 bloom. Such gelatins 
are available from, for example, Leiner Davis Gelatin, a 
Wholly-oWned subsidiary of Goodman Fielder Ingredients 
of Sydney, Australia. Gelatins having bloom values outside 
this range are also available as specialty chemicals and are 
included Within the scope of the term “gelatin.” For example 
a Zero bloom (non-gelling) gelatin is available from Great 
Lakes Gelatin Co., Grayslake, Ill. 

[0090] LikeWise, the term “collagen” as used herein 
means any and all kinds of collagen, of any type, from any 
source, Without limitation. Cross-linked collagen, esteri?ed 
collagen, and chemically-modi?ed collagen, such as that 
taught by US. Pat. No. 4,390,519, are included With the 
term “collagen.” 

[0091] The term “polymer matrix” encompasses any type 
of polymer matrix that can function as a hydrogel, including, 
Without limitation, gelatin, calcium alginate, calcium/so 
dium alginate, collagen, oxidiZed regenerated cellulose, 
carboxymethylcellulose, amino-modi?ed celluloses, such as 
6-deoxy-6-(4-aminophenyl)-amino-2(3)-O-tosylcellulose, 
Whey protein gels, and the like. 

[0092] The term “photopolymeriZable acrylate” refers to 
any acrylate-containing molecule capable of being photo 
polymeriZed, Without limitation. Expressly included Within 
this de?nition are bis-diacrylate-PEGs, i.e., poly(alkylene 
glycol) molecules having an ot-acrylate moiety and an 
uu-acrylate moiety. TMPTA is also a photopolymeriZable 
acrylate. 

Modi?ed PEGs: 

[0093] Commercial PEG-diols can be purchased essen 
tially as a commodity item, in large amounts and at relatively 
inexpensive prices. The ?rst step in modifying the 0t— and 
uu-termini of the PEG-diols is to convert them in aldehyde 
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groups. This is very easily accomplished by treating the 
PEG-diol With acetic anhydride: 

acetic anhydride 

H NO) DMSO \O n H —> 
25 C. 

The reaction is very facile and quantitative. 

[0094] With the PEG-dialdehyde in hand, the molecule 
can be further modi?ed using any of the routes shoWn in 
FIG. 1, among many others. For example, as shoWn in FIG. 
1, the PEG-diol can be converted into an ot-hydroxy-uu 
carboxy-PEG, Which can then be converted into an ot-acry 
late-uu-carboxy-PEG. Or the PEG-diol can be converted into 
a ot-hydroxy-uu-cyanoethyl-PEG, Which can then, in turn, be 
converted into a ot-acrylate-uu-cyanoethyl-PEG. 

[0095] The PEG-diol can be directly converted, by simple 
halogenation of the hydroxy group to ot-hydroxy-uu-halo 
PEG. The PEG diol can also be tosylated and acrylated to 
thereby yield ot-acrylate-u)-tosylated-PEG. The tosyl group 
can be exchanged for a succinimidyl or phthalimidyl or 
other nitrogen-containing heterocycle group. ot-Hydroxy-uu 
methoxy-PEG can be converted directly into ot-acrylate-uu 
methoxy-PEG. See FIG. 1. (See also Hem & Hubbell, 
(1998) J. Biomed. Mater. Res. 39:266-276; Morpurgo et al. 
(1996) App. Biochem. Biolech. 56:59-72; and AbuchoWski 
et al. (1984) Cancer Biochem. Biophys. 71175-186.) 

[0096] Thus, for example, ot-hydroxy-u)-glutarate-PEG 
can be synthesized by treating a PEG-diol With glutaric 
anhydride and glutaric acid in THF With gentle heating: 

glutaric acid 

H\ No]\ + i, 
O n H 

O O O 
O O 

HO 
O OH 

II 

[0097] The glutaric anhydride and the glutaric acid are 
added and the solution gently heated to 550 C. The solution 
is maintained at that temperature, With stirring, for one day. 
The solution is then cooled to room temperature and ?ltered. 
The ?ltrate is then precipitated in cold hexane, the resulting 
precipitate is then removed by ?ltration, and dried in a 
vacuum to yield the desired product, generally a mixture of 
PEG-bis-glutarate and ot-hydroxy-u)-glutarate-PEG. The 
tWo can be separated chromatographically (see the 
Examples). 

[0098] The glutarate group can be further reacted to add a 
nitrogen-containing heterocycle, such as a succinimidyl 
group by reacting the. ot-hydroxy-6-glutarate-PEG With 
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N-hydroxy-succinimide in the presence of a Water-soluble 
carbodiimide: 

OXNjO 
ON=C=NQ 

[0099] The N-hydroxy-succinimide is added and the solu 
tion cooled to 00 C. The dicyclohexylcarbodiimide (DCC) is 
added dropWise and the solution stirred for one day and 
?ltered. The ?ltrate is precipitated by adding cold hexane. 
The resulting precipitate is ?ltered and dried in a vacuum. 
This yields the desired product, generally a mixture of 
PEG-bis-N-succinimidylglutarate and ot-glutarate-w-succin 
imidylglutarate-PEG (or ot-hydroxy-u)-succinimidylglut 
arate-PEG, depending upon the starting material chosen). 
The tWo can be separated chromatographically (see the 
Examples). 

0 o 

HOMOMOH 

[0100] The ot-hydroxy-u)-succinimidylglutarate can be 
further reacted to yield ot-acrylate-uu-succinimidylglutarates 
by reacting the ot-hydroxy-u)-succinimidylglutarate With 
acrylic acid in the presence of TEA. 

O 

HO O 0 

wow W \N n 

O O 

0 
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continue at 00 C. for 1 hour and then alloWed to come to 

room temperature With constant stirring for 4 hours. The 
reaction solution is then dialyZed against 50 volumes of 
deioniZed Water and the resulting solution lyophiliZed. This 
yields the desired ot-N-succinimidylglutarate-u)-tryptopha 
nylglutarate in rougly 40% yield. 

[0102] The modi?ed PEGs can be attached to a polymer 
matrix containing amino-reactive groups using the same 
procedure as in the previous paragraph, thereby grafting the 
modi?ed PEG to the amino-reactive groups of the polymer 
matrix. See also the Examples. In short, the mono- or 
dialdehyde-PEG is ?rst dissolved in Water. A separate aque 
ous solution of NaCNBH3 is also prepared. The tWo solu 
tions are then added simultaneously to a dilute (5%) solution 
of gelatin in Water. The reaction is alloWed to proceed 
overnight With gentle heating (50 to 60° C.). The modi?ed 
gelatin is then separated by ?ltration. 

[0103] Using these various synthetic schemes, the folloW 
ing modi?ed PEG molecules have been made and used to 
modify gelatin to yield novel hydrogels that fall Within the 
scope of the present invention: 

Series 1: Alpha-Methoxy Heterobifunctional PEG Deriva 
tives: 

O OH 

H3C / MOW 
(1-methoxy, 0J—hyd.roxy 

\ 

o 

TEA 

[0101] The PEG molecules may also be modi?ed to intro 
duce other amide bonds into the molecule. The formation of 
an amide bond is, of course, extremely useful in modifying 
the PEG molecule to contain an amino acid, peptide, or 
protein terminus. Thus, for example ot-succinimidylglut 
arate-u)-tryptophanylglutarate PEG can be synthesiZed by 
dissolving the peptide or amino acid in 0.1 M 2-(N-mor 
pholino)-ethanesulfonic acid (MES) at 00 C. 0t,u)-Bis-N 
succinimidylglutarate-PEG is added dropWise to the solu 
tion With constant stirring. The reaction is alloWed to 

-continued 

CH3 

0 O 

H3C/ MOW \S 
(1-methoxy, 0J-tosyl 
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-continued 
0 

O N 

O 

ot-methoxy, orphthalimidyl 

ot-methoxy, 0J-cyanoalkyl 
o 

O on H3C/ Moi/V OH 
ot-methoxy, 0J-carboxy 

O O OH 

H3C/ MOW W 
O O 

ot-methoxy, 0J-glutarate 
OCH2CH3 

O O Si—OCH2CH3 
H3C/ MOW n 

O 

ot-methoxy, 0J-trialkoxysilane 

ot-methoxy, 0J-acrylate 
O H 

H3C/ MOW n 

O 

ot-methoxy, 0J-aldehyde 
0 Br 

H3C/ MOW 
ot-methoxy, (la-halo 

ot-methoxy, 0J-succinimidylglutarate 

/ 
N 

ot-methoxy, 0J-tryptophanylgluratrate 

Series 1 Chemistry: 

[0104] 1.1. ot-Methoxy, uu-hydroxy-PEG is commercially 
available (ShearWater). 

[0105] 1.2. To synthesize ot-methoxy, (uu-tosyl PEG, PEG 
(1 eq.) Was dissolved in dry methylene chloride MC fol 
loWed by addition of p-toluenesulfonylchloride (1 eq.) and 
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triethylamine (1 eq.). The solution Was stirred at room 
temperature for 48 hr, precipitated in cold hexane, collected 
by ?ltration and dried in vacuum oven for 24 hr. 

[0106] 1.3. To synthesiZe ot-methoxy, uu-phthalimidyl 
PEG, ot-methoxy, uu-tosyl PEG (1 eq.) from series 1-2 and 
potassium phthalimide (1.2 eq.) Were dissolved in toluene 
and stirred at 50° C. for 20 hr. The solution Was cooled 
doWn, ?ltered and the ?ltrate Was precipitated in cold 
hexane, collected by ?ltration and dried in vacuum oven for 
24 hr. 

[0107] 1.4. To synthesiZe ot-methoxy, uu-cyanoalkyl PEGs, 
PEG (1 eq.) Was dissolved in dry MC solution folloWed by 
the addition of ?ne sodium metal (1.5 eq.) and stirred for 12 
hr at room temperature. Excess amount of acrylonitrile Was 
added to the solution, stirred for 12 hr, ?ltered, and dried by 
rotary evaporation. 

[0108] 1.5. To synthesiZe ot-methoxy, uu-carboxy PEG, 
PEG (1 mol) Was dissolved in dry THE. Sodium (1.2 eq.) and 
naphthalene (1.2 eq.) Were dissolved in dry THE and stirred 
under argon for 1 hr. The sodium/naphthalene solution Was 
added dropWise to the PEG solution and the solution Was 
stirred under argon for 4 hr. 

[0109] Ethyl bromoacetate (1.2 eq.) Was then added and 
the solution Was stirred under argon for 12 hr. The solution 
Was ?ltered and the ?ltrate Was precipitated in cold hexane, 
collected by ?ltration and dried in vacuum oven for 24 hr. 
The dried substance Was dissolved in deioniZed Water fol 
loWed by addition of sodium hydroxide (1 eq.). The solution 
Was stirred at 400 C. for tWo hr, extracted by MC or tWo 
times and evaporated by rotary evaporation. 

[0110] 1.6. To synthesiZe ot-methoxy, uu-glutarate PEG, 
PEG (1 eq.) Was dissolved in dry THE folloWed by addition 
of glutaric anhydride (1.5 eq.) and glutaric acid (0.001 eq.). 
The solution Was stirred at 70° C. for 48 hr, cooled doWn, 
precipitated in cold hexane, collected by ?ltration and dried 
in vacuum oven for 24 hr. 

[0111] 1.7. To synthesiZe ot-methoxy, uu-triethoxysilane 
PEG, ot-methoxy, uu-acrylate PEG (1 eq.) from series 2-8 
Was dissolved in dry THE folloWed by addition of triehy 
oxysilane (5 eq.) and chloroplatinic acid (a grain). The 
solution Was stirred at 600 C. for 48 hr, cooled doWn, 
precipitated in cold hexane, collected by ?ltration and dried 
in vacuum oven for 24 hr. 

[0112] 1.8. To synthesiZe ot-methoxy, uu-acrylate PEG, 
PEG (1 eq.) Was dissolved in dry THE folloWed by the 
addition of acryloyl chloride (2 eq.) and triethylamine (2.2 
eq.). The solution Was stirred at room temperature for 2 hr, 
?ltered and the ?ltrate Was precipitated in cold hexane, 
collected by ?ltration and dried in vacuum oven for 24 hr. 

[0113] 1.9. To synthesiZe ot-methoxy, uu-aldehyde PEG, 
PEG (1 eq.) Was dissolved in DMSO and the solution Was 
added dropWise to the acetic anhydride (20 eq.) and stirred 
at room temperature for 2 hr. Ether Was then added to the 
solution and stirred for 5 min at room temperature and 
placed in the —200 C. freezer for 5 minutes to precipitate. 
The precipitate Was collected by ?ltration and then dissolved 
in minimal amounts of methylene chloride and reprecipi 
tated likeWise tWice by ether. The precipitate Was dried in 
vacuum oven for 24 hr. 
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[0114] 1.10. To synthesize ot-methoxy, uu-halo PEG, PEG 
(1 eq.) Was dissolved in toluene followed by addition of 
triethylamine (1.2 eq.). The solution Was stirred at 60° C. for 
30 min folloWed by addition of thionyl bromide (1.2 eq.) and 
stirred at 600 C. for 1 hr. The hot solution Was ?ltered 
through celite and the ?ltrate Was kept in refrigerator at —40 
C. for 24 hr. The precipitate Was collected by ?ltration and 
dried in vacuum oven for 24 hr. 

[0115] 1.11. To synthesiZe ot-methoxy, uu-succinimidyl 
glutarate-PEG, ot-methoxy, uu-glutarate PEG (1 eq.) from 
series 1.6 and dicyclohexylcarbodiimide (DCC 1.2 eq.) Was 
dissolved in dry THF respectively. N-hydroxy succinimide 
(1.2 eq.) Was added to the PEG solution folloWed by 
dropWise addition of DCC solution. The mixture solution 
Was stirred at room temperature for 6 hr, ?ltered and the 
?ltrate Was precipitated in cold hexane, collected by ?ltra 
tion and dried in a vacuum oven for 3 days and then stored 

under argon at —40 C. in the refrigerator. 

[0116] 1.12. To synthesiZe ot-methoxy, uu-succinimidyl 
glutrate PEG, ot-methoxy, uu-succinimidylglutrate PEG (1 
eq.) from series 1.11 Was dissolved in DMF folloWed by 
addition of tryptophan (1.5 eq.). The solution Was stirred 
under argon for 24 hrs, dialyZed in deioniZed Water and dried 
by lyophiliZer for 3 days. 

Series 2: Alpha-Hydroxy Heterobifunctional PEG Deriva 
tives: 

ot-hydroxy, 03-hydroxy 

CH3 

HO O 

MOW \S 
ot-hydroxy, (n-tosyl 

ot-hydroxy, orphthalimidyl 

HOMOMN 
ot-hydroxy, 0J-cyanoalkyl 

HOMOWOQkOH 
ot-hydroxy, 0J-carboxy 

HOW a/VO OH O W n 

O O 

ot-hydroxy, 0J-glutarate 
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-continued 

(|)CH2CH3 
HO W0 Si—OCH2CH3 
MO n W I OCH2CH3 

O 

ot-hydroxy, 0J-trialkoxysilane 

HOMOWOwCHZ 
o 

ot-hydroxy, 0J-acrylate 
HO H 

O 
n 

O 

ot-hydroxy, (0-5.1 dehyde 

HOW WBr O 
n 

ot-hydroxy, (n-halo 
O 

HO O O 

MOW M \N n 

O O 

O 

ot-hydroxy, 0J-succinimidylglutarate 

HOMOWOWl/VWl/N OH 
O O 

/ 
N 

ot-hydroxy, 0J-tryptophanylgluratrate 

Series 2 Chemistry: 

[0117] 2.1. PEG is commercially available. 

[0118] 2.2. To synthesiZe ot-hydroxy, uu-tosyl PEG, PEG (1 
eq.) Was dissolved in dry methylene chloride folloWed by 
addition of p-toluenesulfonylchloride (1 eq.) and triethy 
lamine (1 eq.). The solution Was stirred at room temperature 
for 48 hr, precipitated in cold hexane, collected by ?ltration 
and dried in vacuum oven for 24 hr. 

[0119] 2.3. To synthesiZe ot-hydroxy, uu-phthalimidyl 
PEG, ot-hydroxy, uu-tosyl PEG (1 eq.) from series 2.2 and 
potassium phthalimide (1.2 eq.) Were dissolved in toluene 
and stirred at 50° C. for 20 hr. The solution Was cooled 
doWn, ?ltered and the ?ltrate Was precipitated in cold 
hexane, collected by ?ltration and dried in a vacuum oven 
for 24 hr. 

[0120] 2.4. To synthesiZe ot-hydroxy, (o-cyanoalkyl PEGs, 
PEG (1 eq.) Was dissolved in dry methylene chloride solu 
tion folloWed by the addition of ?ne sodium metal (1.2 eq.) 
and stirred for 12 hr at room temperature. Excess amount of 
acrylonitrile Was added to the solution, stirred for 12 hr, 
?ltered, and dried by rotary evaporation. 

[0121] 2.5. To synthesiZe ot-hydroxy, uu-carboxy PEG, 
PEG (1 mol) Was dissolved in dry THF, sodium (1.2 eq.) and 
naphthalene (1.2 eq.) Were dissolved in dry THF and stirred 
under argon for 1 hr. The sodium/naphthalene solution Was 
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added dropWise to the PEG solution, the solution Was stirred 
under argon for 4 hr. Ethyl bromoacetate (1.2 eq.) Was then 
added and the solution Was stirred under argon for 12 hr. The 
solution Was ?ltered and the ?ltrate Was precipitated in cold 
hexane, collected by ?ltration and dried in vacuum oven for 
24 hr. The dried substance Was dissolved in deioniZed Water 
folloWed by addition of sodium hydroxide (1 eq.). The 
solution Was stirred at 400 C. for tWo hr, extracted by 
methylene chloride for tWo times and evaporated by rotary 
evaporation. 

[0122] 2.6. To synthesiZe ot-hydroxy, uu-glutarate PEG, 
PEG (1 eq.) Was dissolved in dry THF folloWed by addition 
of glutaric anhydride (1.5 eq.) and glutaric acid (0.001 eq.). 
The solution Was stirred at 70° C. for 48 hr, cooled doWn, 
precipitated in cold hexane, collected by ?ltration and dried 
in vacuum oven for 24 hr. 

[0123] 2.7. To synthesiZe ot-hydroxy, uu-triethoxysilane 
PEG, ot-hydroxy, uu-acrylate PEG (1 eq.) from series 2.8 Was 
dissolved in dry THF folloWed by addition of triehyoxysi 
lane (5 eq.) and chloroplatinic acid (a grain). The solution 
Was stirred at 60° C. for 48 hr, cooled doWn, precipitated in 
cold hexane, collected by ?ltration and dried in vacuum 
oven for 24 hr. 

[0124] 2.8. To synthesiZe ot-hydroxy, uu-acrylate PEG, 
PEG (1 eq.) Was dissolved in dry THF folloWed by the 
addition of acryloyl chloride (1.5 eq.) and triethylamine (1.7 
eq.). The solution Was stirred at room temperature for 2 hr, 
?ltered and the ?ltrate Was precipitated in cold hexane, 
collected by ?ltration and dried in vacuum oven for 24 hr. 

[0125] 2.9. To synthesiZe ot-hydroxy, uu-aldehyde PEG, 
PEG (1 eq.) Was dissolved in DMSO and the solution Was 
added dropWise to the acetic anhydride (20 eq.) and stirred 
at room temperature for 2 hr. Ether Was then added to the 
solution and stirred for 5 min at room temperature and 
placed in the —200 C. freeZer for 5 minutes to precipitate. 
The precipitate Was collected by ?ltration and then dissolved 
in minimal amounts of methylene chloride and reprecipi 
tated likeWise tWice by ether. The precipitate Was dried in 
vacuum oven for 24 hr. 

[0126] 2.10. To synthesiZe ot-hydroxy, uu-halo PEG, PEG 
(1 eq.) Was dissolved in toluene folloWed by addition of 
triethylamine (1.2 eq.). The solution Was stirred at 60° C. for 
30 min folloWed by addition of thionyl bromide (1.2 eq.) and 
stirred at 600 C. for 1 hr. The hot solution Was ?ltered 
through celite and the ?ltrate Was kept in refrigerator at —4° 
C. for 24 hr. The precipitate Was collected by ?ltration and 
dried in vacuum oven for 24 hr. 

[0127] 2.11. To synthesiZe ot-hydroxy, uu-succinimidyl 
glutrate PEG, ot-hydroxy, uu-glutarate PEG (1 eq.) resulted 
from series 2.6 and dicyclohexylcarbodiimide (DCC 1.2 eq.) 
Were dissolved in dry THF respectively. N-hydroxy succin 
imide (1.2 eq.) Was added to the PEG solution folloWed by 
dropWise addition of DCC solution. The mixture solution 
Was stirred at room temperature for 6 hr, ?ltered and the 
?ltrate Was precipitated in cold hexane, collected by ?ltra 
tion and dried in vacuum oven for 3 days and then stored 
under argon at —4° C. in the refrigerator. 

[0128] 2.12. To synthesiZe ot-hydroxy, uu-tryptophanyl 
glutrate PEG, a-hydroxy, W-succinimidylglutrate PEG (1 
eq.) from series 2.11 Was dissolved in DMF folloWed by 
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addition of tryptophan (1.5 eq.). The solution Was stirred 
under argon for 24 hrs, dialyZed in deioniZed Water and dried 
by lyophiliZer for 3 days. 

Series 3: Alpha-Acrylate Heterobifunctional PEG Deriva 
tives: 

CH3 
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-continued 

CH/YOMOan/V Br 
0 

ot-methoxy, (la-halo 
O 

O O O 

/\H/ MOW \[l/\/\“/ \N 
O O O 

O 

ot-acrylate, 0J-succinimidylglutarate 
OH CHZ/YOMOjF/OMN 

O O O 

N 

ot-acrylate, 0J-tryptophanylgluratrate 

[0129] 3.1. To synthesize ot-acylate, uu-tosyl PEG, ot-hy 
droxy, uu-tosyl PEG (1 eq.) from series 2.2 Was dissolved in 
dry THF followed by addition of acryloyl chloride (2 eq.) 
and triethylamine (2.2 eq.). The solution Was stirred at room 
temperature for 2 hr, ?ltered and the ?ltrate Was precipitated 
in cold hexane, collected by ?ltration and dried in vacuum 
oven for 24 hr. 

[0130] 3.2. To synthesiZe ot-acylate, uu-phthalimidyl PEG, 
ot-acylate, uu-tosyl PEG (1 eq.) from series 3.1 and potas 
sium phthalimide (2 eq.) Were dissolved in toluene and 
stirred at 50° C. for 20 hr. The solution Was cooled doWn, 
?ltered and the ?ltrate Was precipitated in cold hexane, 
collected by ?ltration and dried in vacuum oven for 24 hr. 

[0131] 3.3. To synthesiZe ot-acylate, uu-cyanoalkyl PEGs, 
ot-hydroxy, uu-acrylate PEG (1 eq.) from series 2.8 Was 
dissolved in dry methylene chloride solution folloWed by the 
addition of ?ne sodium metal (1.5 eq.) and stirred for 12 hr 
at room temperature. Excess amount of acrylonitrile Was 
added to the solution, stirred for 12 hr, ?ltered, and dried by 
rotary evaporation. 
[0132] 3.4. To synthesiZe ot-acylate, uu-carboxy PEG, 
ot-hydroxy, uu-carboxy PEG (1 eq.) from series 2.5 Was 
dissolved in dry THF folloWed by addition of acryloyl 
chloride (1.2 eq.) and triethylamine (1.5 eq.). The solution 
Was stirred at room temperature for 2 hr, ?ltered and the 
?ltrate Was precipitated in cold hexane, collected by ?ltra 
tion and dried in vacuum oven for 24 hr. 

[0133] 3.5. To synthesiZe ot-acylate, uu-acryloylcarboxy 
PEG, uu-carboxy PEG (1 eq.) from series 2.5 Was dissolved 
in dry THF folloWed by addition of acryloyl chloride (3 eq.) 
and triethylamine (3.5 eq.). The solution Was stirred at room 
temperature for 2 hr, ?ltered and the ?ltrate Was precipitated 
in cold hexane, collected by ?ltration and dried in vacuum 
oven for 24 hr. 

[0134] 3.6. To synthesiZe ot-acylate, uu-glutarate PEG, 
ot-hydroxy, uu-glutarate PEG (1 eq.) from series 2.6 Was 
dissolved in dry THF folloWed by addition of acryloyl 
chloride (1.2 eq.) and triethylamine (1.5 eq.). The solution 
Was stirred at room temperature for 2 hr, ?ltered and the 
?ltrate Was precipitated in cold hexane, collected by ?ltra 
tion and dried in vacuum oven for 24 hr. 
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[0135] 3.7. To synthesiZe ot-acylate, uu-acryloylglutarate 
PEG, ot-hydroxy, uu-glutarate PEG (1 eq.) from series 2.6 
Was dissolved in dry THF folloWed by addition of acryloyl 
chloride (3 eq.) and triethylamine (3.5 eq.). The solution Was 
stirred at room temperature for 2 hr, ?ltered and the ?ltrate 
Was precipitated in cold hexane, collected by ?ltration and 
dried in vacuum oven for 24 hr. 

[0136] 3.8. To synthesiZe ot-acrylate, uu-acrylate PEG, 
PEG (1 eq.) Was dissolved in dry THF folloWed by the 
addition of acryloyl chloride (3 eq.) and triethylamine (3.5 
eq.). The solution Was stirred at room temperature for 2 hr, 
?ltered and the ?ltrate Was precipitated in cold hexane, 
collected by ?ltration and dried in vacuum oven for 24 hr. 

[0137] 3.9. To synthesiZe ot-acylate, uu-triethoxysilane 
PEG, ot-hydroxy, uu-triethoxysilane PEG (1 eq.) from series 
2.7 Was dissolved in dry THF folloWed by the addition of 
acryloyl chloride (1.2 eq.) and triethylamine (1.5 eq.). The 
solution Was stirred at room temperature for 2 hr, ?ltered and 
the ?ltrate Was precipitated in cold hexane, collected by 
?ltration and dried in vacuum oven for 24 hr. 

[0138] 3.10. To synthesiZe ot-acylate, uu-aldehyde PEG, 
ot-hydroxy, uu-aldehyde PEG (1 eq.) from series 2.9 Was 
dissolved in dry TUF folloWed by the addition of acryloyl 
chloride (1.2 eq.) and triethylamine (1.5 eq.). The solution 
Was stirred at room temperature for 2 hr, ?ltered and the 
?ltrate Was precipitated in cold hexane, collected by ?ltra 
tion and dried in vacuum oven for 24 hr. 

[0139] 3.11. To synthesiZe ot-acylate, uu-halo PEG, ot-hy 
droxy, uu-halo PEG (1 eq.) from series 2.10 Was dissolved in 
dry THF folloWed by the addition of acryloyl chloride (1.2 
eq.) and triethylamine (1.5 eq.). The solution Was stirred at 
room temperature for 2 hr, ?ltered and the ?ltrate Was 
precipitated in cold hexane, collected by ?ltration and dried 
in vacuum oven for 24 hr. 

[0140] 3.12. To synthesiZe ot-acylate, (o-succinimidyl 
glutrate PEG, ot-hydroxy, uu-succinimidylglutrate PEG (1 
eq.) from series 2.11 Was dissolved in dry THF folloWed by 
the addition of acryloyl chloride (1.2 eq.) and triethylamine 
(1.5 eq.). The solution Was stirred at room temperature for 2 
hr, ?ltered and the ?ltrate Was precipitated in cold hexane, 
collected by ?ltration and dried in vacuum oven for 24 hr. 

[0141] 3.13. To synthesiZe ot-acylate, uu-succinimidyl 
glutrate PEG, ot-hydroxy, uu-tryptophanylglutrate PEG (1 
eq.) from series 2.12 Was dissolved in dry THF folloWed by 
the addition of acryloyl chloride (1.2 eq.) and triethylamine 
(1.5 eq.). The solution Was stirred at room temperature for 2 
hr, ?ltered and the ?ltrate Was precipitated in cold hexane, 
collected by ?ltration and dried in vacuum oven for 24 hr. 

[0142] Series 4: Homo-Bifunctional PEG Derivatives: 
Modi?ed PEGS Wherein the 0t and the u) termini have the 
same functional groups can also be fabricated using the 
same approach. Thus, using the chemistries described 
herein, bis-acrylate, bis-tosylate, bis-phthalimidyl, bis-cy 
anoalkyl, bis-carboxylate, bis-acryloylcarboxylate, bis-glu 
tarate, bis-acryloylglutarate, bis-trialkoxysilane, bis-alde 
hyde, bis-N-succinimidyl, and bis-tryptophanylglutarate 
derivatives can be fabricated. 

[0143] Thus, according to the present invention, a polymer 
matrix, preferably gelatin, is modi?ed to contain one or 
more of the modi?ed PEG molecules disclosed herein. The 
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PEG molecule may be bis-modi?ed, using the same type of 
moiety. Or, the ot-terminus of the PEG may have a different 
moiety than the uu-terminus. Both versions of the modi?ed 
PEG molecules, as incorporated into a hydrogel, fall Within 
the scope of the present invention. 

Interpenetrating Network Hydrogels (IPNs): 

[0144] The above described PEG-modi?ed hydrogels can 
also be used as a ?rst polymer matrix in an interpenetrating 
netWork of tWo distinct polymer matrices. In this aspect of 
the invention, the PEG-modi?ed hydrogels as described 
above are admixed With a polymerizable mixture of mono 
mers. A polymerization reaction is then initiated, Whereby 
the mixture of monomers polymerizes in situ, thereby form 
ing a second polymer matrix that interpenetrates With the 
?rst polymer matrix. 

[0145] It is much preferred that the plurality of monomers 
that forms the second polymer matrix is polymerizable by a 
means other than chemical initiation. Chemically polymer 
izable monomers are, hoWever, Within the scope of the 
invention. In the preferred embodiment, the monomers are 
photopolymerizable. Thus, the monomers are admixed With 
the ?rst polymer matrix. The mixture is then exposed to a 
suitable Wavelength of radiation (e.g., infrared, visible, or 
ultraviolet) that Will result in a photo-initiated polymeriza 
tion reaction. The source for the radiation can be any source 
that generates radiation of the required Wavelength, such as 
lamps (incandescent, ?uorescent, ion discharge, etc.), lasers 
(CO2, NeiNe, etc.), and light-emitting diodes. 

[0146] The preferred photopolymerizable monomers are 
acrylates, diacrylates, and poly(acrylates) (including PEG 
acrylates, PEG-diacrylates, and TMPTA), acrylic acid, and 
acryloyl halides, such as acryloyl chloride, and mixtures 
thereof. When a plurality of different monomers is admixed 
With the ?rst polymer matrix, the polymerization reaction 
Will, of course, result in the second polymer matrix being a 
co-polymer. Thus, the second polymer matrix may comprise 
a homo-polymer matrix or a co-polymer matrix of any 
description (e.g., alternating, block, or graft co-polymers). 

[0147] FIG. 6 is a schematic representation of interpen 
etrating network hydrogels according to the present inven 
tion. The gels can contain living cells or pharmcalogically 
active agents, or both. 

EXAMPLES 

[0148] The folloWing Examples are included herein solely 
to provide a more complete and consistent understanding of 
the invention disclosed and claimed herein. The Examples 
do not limit the scope of the invention in any fashion. 

Example 1 

Synthesis and Characterization of 
Heterobifunctional PEGs 

[0149] All reagents Were purchased from Sigma-Aldrich 
(St. Louis, Mo.) unless stated otherWise. A summary of the 
chemical reactions and structure of critical intermediates and 
?nal products is presented in FIG. 1. 

[0150] To synthesize ot-methyl-uu-acrylate PEGs 
(M-PEG), monomethoxy PEGs (2 kDa or 5 kDa, purchased 
from Fluka, a division of Sigma-Aldrich) Were dissolved in 
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dry tetrahydrofuran (THF) solution folloWed by the addition 
of triethylamine (TEA, 2 eq.) and acryloyl chloride (AC, 4 
eq.)(l4) at room temperature under Ar for 10 min, ?ltered, 
dried by rotary evaporation, re-dissolved in CH2Cl2, and 
precipitated in cold hexane. The ?nal product Was ?ltered, 
dried, and stored in vacuo at room temperature. 

[0151] To synthesize ot-cyanoethyl-uu-acrylate-PEGs (CN 
PEG), PEG-diols (2 kDa or 5 kDa) (1 eq.) Were dissolved in 
dry CH2Cl2 solution folloWed by the addition of ?ne sodium 
metal (2 eq.) stirred for 12 hr at room temperature. An excess 
amount of acrylonitrile Was added into the solution(15’16), 
stirred for 12 hr, ?ltered, and dried by rotary evaporation. 
The product thus formed (i.e., ot-nitrile-uu-hydroxy-PEG) 
Was dissolved in dry THF, folloWed by the addition of TEA 
(2 eq.) and AC (4 eq.). The solution Was stirred underAr for 
10 min at room temperature. Triethylammonium chloride 
Was removed by ?ltration and the solvent Was removed by 
rotary evaporation. The ?nal product Was re-dissolved into 
CH2Cl2, precipitated in cold hexane, ?ltered, and stored in 
vacuo at room temperature. 

[0152] To synthesize ot-carboxyl-uu-acrylate-PEGs 
(COOH-PEG), sodium (3.5 eq) in mineral oil Was dried, 
dissolved in dried THF With naphthalene (3 .5 eq), and stirred 
for 1 hr under Ar at room temperature.(l7) The sodium/ 
naphthalene solution thus formed Was added drop Wise into 
PEG-diols (2 kDa or 5 kDa) (1 eq.) dissolved in dried THF 
under Ar for 4 hr. Ethyl bromoacetate (4 eq) Was added to 
the ionized PEG solution, stirred for 12 hr, ?ltered, precipi 
tated in cold hexane, and re-dissolved in distilled Water (1 
eq) With sodium hydroxide (3 eq)(l8), folloWed by re?ux for 
24 hr at room temperature. Solvent Was removed by rotary 
evaporation and the solid Was re-dissolved in CH2Cl2, 
?ltered, precipitated in cold hexane, dried in vacuo. The 
solid of mainly ot-carboxyl-u)-hydroxyl-PEGs (1 eq.) Was 
dissolved in dried THF folloWed by the addition of TEA (2 
eq.) and AC (4 eq), stirred at room temperature for 10 min 
under Ar, ?ltered, precipitated in cold hexane, ?ltered, dried, 
and stored in vacuo at room temperature. 

[0153] To synthesize ot-phthalimide-uu-acrylate-PEGs 
(PT-PEG), PEG-diols (2 kDa or 5 kDa) (1 eq.) Were dis 
solved in dry CH2Cl2 solution folloWed by the addition of 
TEA (4 eq.) and p-toluenesulfonyl chloride (2 eq.)(l9) and 
stirred under Ar for 8 hr at room temperature. Solvent Was 
removed by rotary evaporation to obtain yelloWish White 
solids. This mixture of PEG-diols, ot-hydroxyl-uu-tosyl 
PEGs, and bis-tosyl-PEG (1 eq.) Was dissolved in dry THF, 
folloWed by the addition of TEA (2 eq.) and AC (4 eq.), 
stirred at room temperature under Ar for 10 min, ?ltered to 
remove triethylammonium chloride, dried via rotary evapo 
ration to remove solvents, re-dissolved into CH2Cl2, and 
precipitated in cold hexane. The solid product (mainly 
ot-tosyl-w-acrylate-PEG) Was ?ltered, dried in vacuo, dis 
solved (1 eq.) in CH2Cl2, folloWed by the addition of 
potassium phthalimide (3 eq.)(2o) and re?uxed for 18 hr. The 
solution Was ?ltered, dried via rotary evaporation to remove 
solvents, re-dissolved into CH2Cl2, precipitated in cold 
hexane, ?ltered, dried, and stored in vacuo at room tem 
perature. 

[0154] All intermediates and ?nal products Were analyzed 
with 1H- and l3C-NMR With samples dissolved in CDCl3 
and With a reverse-phase HPLC system (10% to 100% 
acetonitrile at a ?oW rate of 1 ml/min in 60 min With a Jordi 
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500 A column on a Gilson system) coupled to an automated 
multi-sample sampler-fraction collector. Detectors included 
UV/Vis (200 and 254 nm), photodiode array, and evapora 
tive light scattering detectors. 

[0155] The above-described heterobifunctional PEGs 
(hPEGs) Were employed as a component in the formation of 
hydrogels to investigate the in?uence of hPEG concentra 
tion, molecular Weight, and terminal moiety on the surface 
hydrophilicity and cell interaction. The hPEGs Were utiliZed 
in the hydrogel formulation folloWing procedures described 
hereinabove. See also references (10-13). The netWork thus 
formed is a random copolymer of Ac, TMPTA, and hPEG, 
With, for example, an acrylate 00-terminal and an ot-terminal 
of a different chemical moiety @(PEGmA). 

[0156] Speci?cally, XPEGmAs Were grafted to a gelatin 
polymer matrix With various dangling terminal functional 
groups and incorporated throughout the polymer matrix by 
copolymeriZing the acrylate terminal into a randomly poly 
meriZed netWork of Ac and TMPTA.(lO'l3) This type of 
polymer netWork containing M-PEG is nonionic, loW sWell 
ing, glassy When dry, optically transparent, and colorless.(lo' 
13) In spite of the relatively high mass fraction of M-PEGs 
present, minimal sWelling Was observed for the polymer due 
to the highly cross-linked and hydrophobic nature of the 
TMPTA netWork. Differential scanning calorimetry analysis 
shoWed that these materials are completely amorphous and 
the M-PEG component is completely phase-mixed in the 
cross-linked TMPTA matrix.(lo) 

[0157] The surface hydrophilicity of XPEGmA-co-Ac-co 
TMPTA netWorks Was quanti?ed With an underWater air 
bubble captive system. The hydrogel Was completely sus 
pended in Water that Was maintained at a physiologically 
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relevant temperature of 3750 C. An air bubble Was placed at 
the doWn side of the gel and the contact angle Was measured 
using a modi?ed computer-assisted video contact angle 
system (AST Inc). Measurement Was made at six randomly 
selected areas, averaged, and repeated three times on three 
different polymer samples (n=3). Because the air bubble 
contact angle Was measured through the aqueous phase and 
performed under Water, the value obtained is essentially the 
Water-receding contact angle; furthermore, the higher the 
contact angle, the higher is the hydrophilicity of the ?lm. 

[0158] The gels so formed Were then evaluated for their 
interaction With cultured cells. Human neonatal dermal 
?broblasts at a concentration of 75,000 per 1 ml of Fibro 
blast Basal Medium With human ?broblast groWth factor-b 
(0.5 mg/ml), insulin (0.5 mg/ml), and 5% fetal bovine serum 
(Clonetics, San Diego, Calif.) Were incubated With the 
XPEGmA-co-Ac-co-TMPTA netWork. At 2, 24, and 48 hr 
thereafter, adherent cell morphology and density Were 
manually quanti?ed using a computer-assisted video analy 
sis system coupled to an inverted light microscope. 

[0159] All experimental results 
meanzstandard deviation (SD). 

are expressed in 

[0160] Each sample Was independently repeated three 
times (n=3). Comparative analyses Were performed With 
StatvieW® 4.5 using analysis of variance and Fisher’s pro 
tected least signi?cant difference test at 95% con?dence 
level (p<0.05). 

[0161] l3C-NMR chemical shifts for M-PEG, CN-PEG, 
COOH-PEG, and PT-PEG intermediates and ?nal products 
synthesiZed from 2 kDa PEG precursors are listed in Table 
1. 

TABLE I 

iC-NMR chemical shifts (ppm) for M-PEG. CN-PEG, COOH-PEG. and PT-PEG 

critical intermediates and ?nal products synthesized from 2K Da PEG-diol precursors 

Chemical Shifts of Designated Carbon (in superscript) With 
Compounds With the Following General Structure Chemical Group of 

70.4 61.3 72.4 61.3 72.4 i i i i i i i 4311 

70.5 30.3 71.2 62.9 72.3 i i i i i i 4 *Br 

70.4 19.8 66.2 62.3 72.4 119.0 f i i i i i £<1>N 

70.4 68.2 70.2 61.3 72.4 53.7 171.2 f i i i i 0c<1>H2c<2>ooH 

70.4 64.4 71.8 61.6 69.7 58.2 i i i i i 4 4300013 

70.5 68.6 69.2 61.6 72.5 163.6 114.7 131.6 130.0 21.8 i i <2) (3) 

803 (I) (4) CH3 

(6) <5) 

Y£(°‘1)H2C(B1)H2O(CH2CH2O)nC(B1)H2OC(1)OC(2)HC(3)H2 

70.5 64.6 71.1 63.9 68.2 165.3 130.6 128.2 58.2 i i 4 4304013 

169.5 






























